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This document and its contents are proprietary to lllumimt Inc. iuid its affiliates ("Illumina"), and are intended solely for the
contractual use of its customer in connection with the use of the product(s) described herein and for no other purpose. This
document and its contents shall not be used or distributed for any other purpose and/or otherwise communicated, disclosed,
or reproduced in any way whatsoever without the prior written consent of Illumina. lllumina does not convey any license
under its patent, trademark, copyright, or common-law rights nor similar rights of any third parties by this document.

The instructions in this document must be strictly and explicitly followed by qualified and properly trained personnel in order
to ensure the proj*vr and safe use of the product(s) described herein. All of the contents of this document mast be fully read
iind understood prior to using such product(s).

FAILURE TO COMPLETELY READ AND EXPLICITLY FOLLOW ALL OF THE INSTRUCTIONS CONTAINED IIEREIN
MAY RESULT IN DAMAGE TO THE PRODUCT(S), INJURY TO PERSONS, INCLUDING TO USERS OR tTI HERS, AND
DAMAGE TO OTHER PROPERTY.

ILLUMINA DOES NOT ASSUME ANY LIABILITY ARISING OUT OF 'HE IMPROPER USE OF THE PRODUCT(S)
DESCRIBED HEREIN (INCLUDING PARTS THEREOF OR SOFTWARE).

© 2017 lllumina, Inc. All rights reser\"ed.

Illumina, Genetic Energy, MiSeqDx, Powered by lllumina, Praxis, TruSeq, and the streaming bases design are registered
or jx'nding trademarks of Illumina, Inc. and/or its affiliate(s) in the U.S. and/or other countries. All other names, logos, and
other trademarks are the propert}' of their respective owners.

This product may be used as a component of human molecular diagnostic assays
where applicable country' laws allow. This product by itself does not provide any O
dir~gnostic result. This product includes Go'Lag* 1llot Start Polymerase manufactured
by Promega Corporation for distribution by Illumina, Inc. Licensed to Promega
Corperration under U.S. Patent Nos. 5,338,671 and 5,587,287 and their corresponding
foreign patents.

NOTICE TO PURCI IASER: LIMITED LICENSE

Use of tiris prroduct is covered by one or more of tlie following US patents and correspxinding patent claims outside the US:
5,994,05(r and 6,171,785. The purchase of tiris product includes a limited, non-trarrsferable immimity from suit imder tire
foregoing patent claims for using only this amount of product solely in the field of quality assurance and quality control for
products and processes in the in Vitro Human Diagnostics Field, including, without limitation, conformance with
specifications, purity and batch-to-batch consistency and irrcluding reporting results of purchaser's activities for a fee or other
commercial consideration. No right under any otlrer patent claim is conveyed expressly, by implication, or by estoppel. Further
information on purchasing licenses may be obtainc'd by contacting outlicensing@lifetech.com or Out Licensing, Life
Technologies, 5791 Vim Allen Way, Carlsbad, California 92(X)8.

Promega
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Praxis Extended RAS Panel Reference Guide

The Praxis™ Extended RAS Panci is a qualitative in vitro diagnostic test using targeted high
throughput parallel sequencing for the detection of 56 specific mutations in RAS genes |[KRAS
(exons 2, 3, and 1) and NRAS (vxons 2, 3, and 4)) in DNA extracied from formalin-fixed,
paratfin-embedded (FFPE) colorectal cancer (CRC) tissue samples. The test is intended to be
used on the Hlumina MiSegDx® instrument,

This reference guide provides more detailed instructions, lechnique tips, and helpful hints to
newly trained users to help guide proper execution of the Praxis Extended RAS Panel protocol.
This is intended as a supplement and 15 not meant to replace the package insert.

Pairs of oligonucleotides targeting specific mutations in RAS genes are bybridized to genomic
DNA. Each genomic DNA sample is tested with two oligonucleotide pools that independently
target cach strand of DNA jollowed by extension and ligation to form DNA templates consisting
of the regions of interest flanked by universal primer sequences. Using indexed primers supplied
with the kit, DNA templates are then amplified by PCR, pooled into a single tube, and sequenced
on the MiSeql)x instrument.

Document # 1000000037191 v0O 3
FOR IN ITRODIAGNOSTIC USE

& 000 LHPMH (7] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



Custom Custom
JVobe 1  Region of Interest Probe 2¢

Custom Custom
Probe 1 Probe 2 y

P7\ | P5

P7 P5

A Hybridization of oligonucleotide probes targeting specific RAS mutations (each DN A strand is
independently targeted by two oligonucleotide probe pools)
B Extension and ligation

O

Addition of indices and sequencing adapters by PCR
D Final amplicon ready for sequencmg with MiSeqDx

The Illumina Praxis Extended RAS Panel process can be summarized into the following steps:

Create a Run

First, create a run. The MiSegDx uses the run information to identify each sample and its
corresponding indexes.

To create a run, use the Local Run Manager and the Praxis Extended RAS Panel analysis
module. Enter the sample name and indexes for the 96-well plate in the module. You can print
out the plate layout from the module and use the information for setting up the plate during the
assay workflow.

Prepare Libraries
Prepare the libraries using the protocol detaileci in this user guide.
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Sequence Samples on the MiSeqDx

Ihe Praxis Extended RAS Panel must be sequenced on a MiSegDx instrument using a paired-
end 141 cycle run with dual indexing. For instructions for performing a sequencing run on the
MiSeqDx, see the MiSegDx Instrument Reference Guide (document # 7000000021961).

Automated Sequencing and Data Analysis

Ihe Praxis Extended RAS Panel analysis module processes the base calls generated by the
MiSegDx instrument. It is an on-instrument software, which is built in to the instrument's
processes. '1be analysis module produces details indicating whether each sample contains any
of the Praxis Extended RAS Panel mutations. For more information about this software, see tlie
Local Run Manager Softumre Reference Guidefor MiSeqDx (doaiment # 10000000M1880) and the Local
Run Manager Extended RAS Panel Analysis Module Guide (document # 1000000011875).

Illurnina provides the following tools for sample tracking and guidance in the lab:
The Lab Tracking Form can be used to record information such as operator name, sample
and index information, start and stop times, reagent lot numbers, and barcodes.
Tlie Praxis Extended RAS Panel analysis module is used to create a run. 1be analysis
module provides a feature for recording parameters for the sample plate, such as sample
name and dual indexes applicable to the run.
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This section describes the Illumina Praxis Extended RAS Panel kit contents, consumables and
equipment used, DNA input recommendations, and best practices to apply during the protocol.

The Hlumina Praxis Extended RAS Panel Kit (Catalog #20012431) contains the following
components. Store the kit components at the specified temperature and in designated pre- and
post-amplification areas.

Because the pre- and post-amp reagents arc shipped together, it is important to unpack the
reagents in the pre-amp lab area, and then move the post-amp reagents to the proper post-amp
storage area.

Box IA Pre-Amp Reagents
Fill

Component Quantity Volvune Active Ingredients Storage
Hybridization 1lube 4..32 ml Buffered aqueous .st)lution containing salts -25°C to -15°C
Buffer and form amide
Fxtension- 1 tube 4.8 ml Buffered aqueous solution containing -25°C to -15°C
Ligation Mix prc>prietary blend of DNA polymerases,
DNA ligase, and dNTPs
Index Primers J1- 1 tube 192 pi PCR primers with index sequences and -25°C to -15°C
H (A501-A508) per sequencing adapters
primer
Index Primers 1- 1 tube 128 pi PCR primers with index sequences and -25°C to -15°C
12(A701-A712) per sequencing adapters
primer
PCR Polymerase 1 tube 56 pi Proprietary DNA polymera.se -25°C to -15°C
PCR Master Mix 1 tube 2.8 ml Buffered aqueous solution containing salts -25°C to -15°C
and dNTPs
Bt)x IB Post-Amp Reagents
Component ®uantity AcHve Ingredients Storage
Library 1 tube 4.6 ml Buffered aqueous solution containing -25°C to -15°C
Normalization salts, 2-Mercaptoethanol, and formamide
Diluent
Library Dilution 2 lubes 4.5 ml Buffered aqueous solution -25°C to -15°C
Buffer
PhiX Internal 1tube 10 pi Buffered aqueous st>lution containing PhiX -25X to -15°C
Control genoTnic DNA

& 000 LHPMH (7] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



Box 2 Post-Amp Reagents

Component Quantity
MiScq™ Dx 2 cartridges
SBS Cartridge

v3

Box 3/1 Pre-Amp Reagents

. Fill
Component Quantity Volume
Stringent Wash 1 bottle 24 ml
Buffer
Universal Wash 1 tube 4.8 ml
Buffer

Contents

Single-use cartridge that contains cluster
generation and sequencing reagents for use
with the MiSeqgDx, including formamide, 2-
Mercaptoethanol, and <2% DMSO

Box 3B Post-Amp Reagents

ng, Fill
Component Qua~hty  Volume
PCR Clean-Up 1 tube 5ml
Beads
library 2 tubes 4.8 ml
Normalization
Wash
Library Beads 1 tube 1.2 ml
Miseq/\/\/\ Dx 2 1 flow
Flow Cell containers cell

Box 4 Post-Amp Reagents
Fill

Component Quantity Volume
MiScq™ Dx 2 bottles 300 ml
SBS Solution
(PR2)
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Active Ingredients
Buffered aqueous solution containing
salts, 2-Mercaptoethanol and formamide

Buffered aqueous solution containing salts

Active Ingredients

Buffered aqueous solution containing
solid phase paramagnetic beads and
polyethylene glycol

Buffered aqueous solution containing
salts, 2-Mercaptoethanol and formamide

Buffered aqueous solution containing
solid phase paramagnetic beads

Glass substrate with covalently bound
oligonucleotides

Ingredients

Buffered aqueous solution

Storage

-25°C to -15°C

Storage

2°C to 8°C

2°C to 8°C

Storage

2°C to 8°C

2°C to 8°C

2°C to 8°C

2°C to 8°C

Storage

2°C to 8"C



1 XtN o

Box 5 Pre-Amp Reagents

. Fill . .
Component Quantity Voliune Active Ingredients
TniScg™ Custom 2 plates N/A Polypropylene microtiter plate with a
Amplicon Dx Filter Plate modified polyethersulfone membrane

Box 5 Post-Amp Reagents
. Fill . .
Component Quantity Volume Active Ingredients
Elution Buffer 1 tube 4.8 ml Buffered aqueous solution
Library 1 tube 3.5 ml Buffered aqueous solution
Storage Buffer
Box 6 Pre-Amp Reagents

. Fill ) .
Component Quantity volume Active Ingredients
Oligo Pool A- 1 tube 150 pi Buffered aqueous solution containing
Extended RAS oligonucleotides targeting the RAS genes
Oligo Pool B- 1 tube 150 pi Buffered aqueous .solution containing
Extended RAS oligonucleotides targeting the RAS genes
Quality Control 4 tubes 75 pi Buffered aqueous solution containing
(QC) Primers oligonucleotides for DN A sample

gualification

Quality Control 1 tube 220 pi Buffered aqueous solution containiiig
(QCd Template genomic DNA for sample qualification
gPCR Master 2 tubes 1ml Buffereil aqueous solution containing
Mix gPC'R reaction components
Panel Control- 1 tube 8 pi Buffered aqueous solution containing
Extended RAS genomic DNA for assay positive control

10 N NaOH (prepare from tablets or use a standard solution)
| E Buffer

RNase/DNase-free water

ION NaOH (prepare from tablets or use a standard solution)
Ethanol, 200 proof for molecular biology

TE Buffer

RNase/DNase-free water

& 000 LHPMH (7] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU

Storage

15°C to 30°C

Storage

15°C to
15°C to

Storage

-25@C to

-25°C to

-25°C to

-25°C to

-25°C to

-25°C to

30°C
30X

-15°C

-15°C

-15°C

-15°C

-Is~C

-15°C



n O

1
2
3

MiSeqDx Instrument, Catalog # DX-410-1001
TruSeg® Index Plate Fixture Kit, (‘atalog # FC-130-1005
TruSeq Index Plate Fixture & Collar Kit, Catalog « HC-130-1007

Pre-Amp Equipment and Materials

1

DNA Extraction and Purification Reagents—Sec the package insert for more information
about DNA Extraction.

Heat Block—Oiic heat block for a 96-well PCR plate is required. Tlie heat block must meet
the following performance specifications. Heat blocks with heated lids are required for use.
Temperature Range; Ambient +5°C to 99°C
Temperature Regulation; 0.1 °C at 37“C; £0.4°C at 60"C

Sample Incubator—One incubator (liybridization oven) is required. 1be incubator must meet
the following perfonnance specifications.

Temperature Range; 10°C to 100“C

Temperature Regulation; +0.2°C

Tabletop Centrifuge—One tabletop centrifiige is required. (A sep>arate centrifuge is required
in the post-amp area.) Any plate centrifuge that attains the designated speeds of the protocol
(280 to 2400 Xg) is acceptable.

Microcentrifuge—One microcentrifuge for microcentrifuge tubes.

Precision Pipettes—CTre set of precision pipettes is required. (A separate set is required in
the post-amp area.) Tlie use of precision pip>ettes is required to ensure accurate reagent and
sample delivery. If they are calibrated regularly and are accurate within 5% of stated
volume, single-channel or multi-channel pipettes can be used.

Sealing Rollers or Sealing Wedge—A sealing roller or sealing wedge are required for sealing
microplates.

Consumables—The following consumables are required.
A 96-well or 384-well optical PCR plates and seals
96-well skirted PCR plates, 0.2 ml, polypropylene, or equivalent
96-well storage plates, 0.8 ml (MIDI plates)
NOTE
Make sure that the 96-vvell plate is fit compatible with the magnetic stand.
PCR eight-tube strips
Solution basin, PVC, RNase/DNase-free (trough)
Tlacrmal microplate sealer

NOTE
If a thermal microplate sealer is not available, adhesive aluminum foil seal can be used.
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Adhesive aluminum foil seal
Appropriate PCR plate seals
Aerosol resistant pipette tips

Post-Amp Equipment and Materials

1 96-Well or 384-Well Real-Time PCR Detection System—(>\e Real-Time PCR Detection
system is required. Tl"e system must meet the following pcrfonnance specifications. In
addition, tlie system must have a heated lid and support a 96-well or 384-well format.

Minimum Temperature Range: 37°C to 95°C
Accuracy/Unifonnity: +0.5°C
Dye: FAM

2 Thermal Cycler—One thermal cycler is required. Tlie thennal cycler must have a heated lid
and meet the following performance specifications:
Minimum Temperature Control Range: 4“C to 99°C
Control Accuracy: +0.3°C

3 Optical Compression Pad—An optical compression pad is recommended to provide a
proper thermal seal between the PCR thermal cycler and reaction plates when using
adhesive plate seals.

4 Microplate Shaker—One microplate shaker is required in the post-amp lab area. Tlae plate
shaker must meet the following performance specifications:
Maximum Mixing Speed: 3000 rpm
Mixing Speed Range: 200 to 3000 rpm

5 Tabletop Centrifuge—One tabletop centrifuge is required. (A separate centrifuge is required
in the pre-amp area.) Any plate centrifuge that attains the designated speeds of the protocol
(280 to 2400 Xg) is acceptable.

6 Heat Block—One heat block for tubes is required. Tl\e heat block must meet tlie following
performance specifications.
Temperature Range: Ambient +5°C to 99°C
Temperature Regulation: £0.1°C at 37°C; £0.4°C at 60°C

7 Magnetic Stand—One magnetic stand for a 96-well plate is required. Better performance is
seen when the magnets are on the side of the stand and not on the bottom.

8 Precision Pipettes—One set of precision pipettes is required. (A separate set is required in
tlie pre-amp area.) Tlie use of precision pipettes is required to ensure accurate reagent and
sample delivery. If they are calibrated regularly and are accurate within 5% of stated
volume, single-channel or multi-channel piipettes can be used.

9 Gel Electrophoresis Supplies—Gel electrophoresis supplies and apparatus are required
along with an appropriate staining method to visualize PCR products in the gel.

10 Consumables—Tlie following consumables are required.
96-well skirted PCR plates, 0.2 ml, polypropylene, or equivalent
96-well storage plates, 0.8 ml (MIDI plates)

NOTE
Make sure that the 96-well plate is fit compatible with the magnetic stand.

2-4% TBE Agarose gel
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A 100 bp DNA molecular weight marker
DNA loading dye
Conical tubes, 15 ml
Microcentrifuge tubes
PCR eight-lube strips
Solution basins, PVC, RNase/DNase-free (trough)
Adhesive plate seals
Aerosol resistant pipette tips

The PCR process is commonly used in the laboratory to amplify specific DNA sequences. Unless
proper laboratory hygiene is used, PCR products can contaminate reagents, instrumentation, and
genomic DNA samples, causing inaccurate and unreliable results. PCR product contamination
can shut down lab processes and significantly delay normal operations.
Make sure that the lab is set up appropriately to reduce the risk of PCR product contamination;
Physically Separate Pre- and Post-Amp Areas
Physically separate laboratory space where pre-amp processes are performed (DNA
extraction, quantification, and normalization) from the laboratory space where post-amp
processes are performed.
Never use the same sink to wash pre-amp and post-amp troughs.
Never share the same water purification system for pre-amp and post-amp processes.
Store all supplies used in the protocols in the pre-amp area, and transfer to the post-amp
area as needed.
Use Dedicated Equipment and Supplies
Dedicate separate full sets of equipment and supplies (pipettes, centrifuges, oven, heat
block, etc.) to pre-amp and post-amp lab processes, and never share between processes.
Dedicate separate storage areas (freezers and refrigerators) to pre-amp and post-amp
consumables.
Because the pre- and post-amplification reagents are shipped together, it is important to unpack
the reagents in the pre-amp lab area, and then move the post-amp reagents to the proper post-
amp storage area.

To prevent PCR product contamination, it is important to establish lab procedures and follow
best practices, Illumina recommends daily and weekly cleaning of lab areas using 0.5% Sodium
Hypochlorite (10% Bleach).

| CAUTION
j To prevent sample or reagent degradation, make sure that all vapors from the cleaning solution

have fully dissipated before beginning any processes.

Daily Cleaning of Pre-Amp Area

A daily cleaning of the pre-amp area using a 0.5% Sodium Hypochlorite (10% Bleach) solution
helps to eliminate PCR product that has entered tlie pre-amp area.

Identify pre-amp areas tliat pose the highest risk of contamination, and clean these areas with a
0.5% Sodium Hypochlorite (10% Bleach) solution before beginning any pre-amp processes. High-
risk areas might include, but are not limited to, the following items:
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Bench tops

Door handles
Kefrigerator/freezer door handles
Computer mouse

Keyboards

Daily Cleaning of Post-Amp Area

Reducing the amount of PCR product in the post-amp area helps reduce the risk of
contamination in the pre-amp area. Daily cleaning of tlie post-amp area using a 0.5% Sodium
llypochlorile (10% Bleach) solution helps achieve this.

Identify post-amp areas that pose the highest risk of contamination, and clean these areas with a
0.5% Sodium Hypochlorite (10% Bleach) solution daily. High-risk areas might include, but are
not limited to, the following items:

Theimal cyclers

Bench space used to process amplified DNA

Door handles

Refrigerator/freezer door handles

Computer mouse

Keyboards

W eekly Cleaning of All Lab Areas
Once a week, perform a thorough cleaning of the pre-amp and post-amp areas using 0.5%
Sodium Hypochlorite (10% Bleach).
Clean all bench tops and laboratory surfaces.
Clean all instmments tliat are not cleaned daily.
Tlioroughly mop lab floors.
Make sure tlial personnel responsible for weekly cleaning are properly trained on prevention
of PCR product contamination.

Items Fallen to the Floor

I'he floor is contaminated with PCR product transferred on the shoes of individuals coming
horn the post-amp area; therefore, anything falling to the floor must be treated as contaminated.
Disposable items that have fallen to the floor, such as empty tubes, pipette tips, gloves, lab
coat hangers, must be discarded.
Non-disposable items that have fallen to the floor, such as a pipette or an important sample
container, must be immediately and thoroughly cleaned with a 0.5% Sodium Hypochlorite
(10% Bleach) solution to remove PCR product contamination.
Clean any lab surface that has come in contact with the contaminated item. Individuals
handling anytliing that has fallen to the floor, disposable or non-disposable, must discard
their lab gloves and put on a new pair.

Adhere to the following recommendations when preparing libraries for sequencing using this
protocol.
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Ensuring Consistency
Use multi-channel pipettes—To ensure consistency across samples, use a multi-channel
pipette where possible. Calibrate pipettes regularly.
Consistency for smaller sample preparations—Each reagent tube supplied with the kit
contains sufficient volume to generate results using manual pipettes and reagent troughs
following standard laboratory techniques. To ensure accurate reagent volume delivery, single
pipette reagent into each well or multi-channel pipette from reagents aliquoted into a PCR
8-tube strip.

Handling Magnetic Beads
Use at room temperature —Allow the beads to reach room temperature prior to use.
Vortex until well-suspended—Immediately prior to use, vortex the beads until they arc well-
suspended and the color appears homogeneous.
Mix samples thoroughly—After adding the beads to the samples, mix tlioroughly by
pipetting up and down ten times. lllumina also recommends using a shaker to thoroughly
mix samples.
Allow maximum binding—¥For best results, incubate the bead/sample mixtures at room
temperature for tlie entire duration indicated in the protocol.
Slowly aspirate cleared solution —After placing tifc plate on tlie magnetic stand, wait for the
solution to clear before proceeding. Keep tlie plate on the magnetic stand when slowly
aspirating cleared solution, taking care not to disturb the .separated beads.

Avoiding Cross-Contaminarion
Change tips between dispensing reagents and samples—Always use fresh pipette tips
between dispensing reagents and samples.
Mix plates as directed —Mix samples with a multi-channel pipette and centrifuge the plate
when indicated. Do not vortex the plates.
Use aerosol-resistant tips —Using aerosol-resistant pipette tips reduces the risk of amplicon
carry-over and sample-to-sample cross-contamination.

W ashing with 80% Ethanol During the PCR Clean-Up Step
Prepare fresh 8JM> ethanol —Always prepare fresh 80X ethanol for w'ash steps. Ethanol can
absorb w'ater from the air and impact results.
Remove all ethanol from wells—Make sure that all ethanol is removed from the bottom of
the wells, as it may contain residual contaminants. Use a P20 multi-channel pipette to
remove residual ethanol and accelerate drying.
Allow complete evaporation —Allow at least five minutes of drying time off the magnetic
stand at room temperature for complete evaporabon. Residual ethanol can impact tlie
perfomiance of subsequent reactions.

DNA Input Requirements
The Illumina Praxis Extended RAS Panel is designed to be used wbth genomic DNA
extracted from formalin-fixed paraffin embedded (FFPE) colorectal cancer (CRC) tissue
samples.
Assessing DNA Quality—The Praxis Extended RAS Panel workflow’ starts whth a FFPE
DNA qualification step to determine if the DNA is of sufficient quality for use with the
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Praxis Extended RAS Panel Reference Guide

Praxis Extended RAS Panel, by measuring the amplifiable amounts of DNA in the sample
relative to a control template. The qualification test determines a difference in quantification
cycle (delta Cy value) for each sample relative to the control template.

Genomic DNA (gDNA) samples giving a delta Cq value less than or equal to 5.00 can be
used for the Praxis Extended RAS Panel. llumina does not support the use of gDNA
samples giving a delta Cq value of greater than 5.00 with the Praxis Extended RAS Panel.

Quality Controls

Good laboratory practices mandate that the Panel Control sample and a negative (no-
template) control sample be included in every run,

Numina Praxis Fxtended RAS Panel Acronvms

Acronym Definition

AMP AMplification Plate

cLp CLean-up PMate

DAL. Diluted Amplicon Library

¥PU Filter Plate Unit

HYB HYBridization Plate

INP Library Normalization Plate

NTC Negatwe/No Template Control

PAL Pooled Amplicon Library

sGr StoraCe Plate
Document # 1000000037191 vO0 1 4
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Ihe following diagram illustrates the lllumina Praxis Extended RAS Panel workflow. Safe
stopping points are marked between steps.

Illumina Praxis Extended RAS Panel Workflow

Qualification of DNA
Extracted from FFPE Samples
Hands-On: 60 min
Incubation: 30 min
Reagents
QC Templale
QC Primers
gPCR Master Mix

Output
Plate

i
Hybridization of Oiigo Pool
Hands-On: 15 min

Incubation: 3-18 hrs

Reagents
Oligo Pool A
Oiigo Pool B

Hybridization Buffer
Panel Control

Output
HYB Plate

Removal of Unbound Oligos
Hands-On: 25 min

Reagents
Stringent Wash Buffer
Universal Wash Buffer

Output
FPU Plate

Extension-Ligation of
Bound Oligos

Hands-On: 6 min
Incubation: 45 min

Reagents
Extension-Ligation Mix

Output
FPU Rate

PGR Amplification

Hands-On' 30 min
Cycle Tkne: 90 min

Reagents
PCR Master Mix
PCR Polymerase

Index Primers
NaOH

Output
AMP Plate
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PG» Claan-Up

Hands-On: 20 min
Processing; 30 min

rtnaoents
Elution Buffer
PCR Clean-Up Beads
EtOH

LAt; 1)
LNP Plate

Library Nonnalization

Hands-On: 30 min
Processing. 50 min

«foaQQiits
Library Normalization Diluent
Library Beads
Library Normalization Wash
Library Storage Buffer
NaOH

Output
SGP Rate

.Jbrary Pooling
Hands-On: 10 min

Rftagpf-.ts
Ubrary Dilution Buffer

Output
PAL & DAL Tubes

(r7

[P Prft-Amp

Po$t-An>o0

( Cold Storage
Qain

Clilin tne tao trackog
form as you perforrn



IXiring this step, a gPCR reaction will be performed to determine the amplifiability of your FFPE-
cxtracted gDNA samples. By comparing the amplifiability of FFPH DNA relative to that of the
Quality Control Template non-FFPF reference gDNA, a ACq value can be calculated for each
sample and used to predict its performance in the Praxis Extended RAS Panel assay. 'Fhe exact

amount of FFPE DNA input will vary according to the quality of tlie extracted DNA.

Estimated Time
Total duration: 3 hours
llands4)n: 60 minutes

Consumables

Item Quantity
QC Primers 4 tubes
QC Template 1 tube
gPCR Master Mix 2 tubes
Genomic DNA As needed
RNase/DNase-free Water As needed

96 or 384-well Optical PCR Plate 1 plate

and Seal
PCR Fight-tube Strips As needed
Microcentrifuge ‘lubes As needed

Storage

-25°C to -15°C

110 to-15°C

-25°C to-15°C
-25°C to -15°C
154: to30"C

15°C to 30°C

15°C to30°C

15°C to30°C

Supplied
By
IHlumina
IHlumina
lHlumina
User
User

User

User

User

Kit
Box

Remove the QC Template, QC Primers, gq°PCR Master Mix, and genomic DNA from -25°C to -

15°C storage and thaw' at room temperature for up to 30 minutes.

Place thawed tubes on ice.

NOTE

If using QC Template for the first time, aliquot 7 pi of QC Template into different PCR strip
lubes for long-term storage to avoid free/.e-thawing.

Determine the plate layout of the gPCR reaction.

For 10 samples, Illumina recommends the layout in Figure 2 for a 384-w'ell fonnat. A similar
layout can be adapted for a 96-w"ell format. Test QC’ Template, N IC, anci each sample in

triplicate.
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Suggested qPCR Plate Layout for 10 Samples

y 2 3 4 . s 6 7 8 i 9 ! 10 n 14~ 1S 16 | 17 18 19 20 21 1 22 23 24
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! 1
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—————————————————— 1 l l
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N to w 10 a

~mpiejsempie
K 1 S S S . @T  oa

M ;bﬁgeG N ot | .
o I T- | ;

QCT =QC Template
NTC = No Template Control

2 Add 5 pi of QC Template to 495 pi of RNase/DNase-free water in a microcentrifuge tube.
Vortex the dilution to mix the sample.

4 Add 15 pi of extracted genomic DNA to 148.5 pi of RNase/DNase-free water in a
PCR eight-tube strip to make a 100-fold dilution.

f NOTE
Illumina recommends performing sample dilutions in a PCR eight-tube strip to facilitate multi-
channel pipetting.

5 Using a P200, pipette up and down 10 times to mix the dilutions.

6 Add 150 pi of the diluted QC Template to an unused well in the PCR eight-tube strip
consistent with the plate layout.

7 To another unused well, add 150 pi of nuclease-free water for use as NTC sample.

8 Prepare the g°PCR Master Mix reaction per Table 11 (384-well format) or Table 12 (96-well
format). 1be master mix contains extra volume.

gqPCR Master Mix Reactions (384-well Format)

Consumable pi per Well pi for 36 Reactions
gPCR Master Mix 5.0 pi 205 pi
QC Primers 0.8 pi 33 pi
RNase/DNase-free Water 2.2 pi 90 pi
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qPCR Master Mix Reactions (96-well Format)

Consumable oL per Well pi for 36 Reactions
gqPCR Master Mix 10.0 pi 410 pi
QC Primers 1.6 pi 66 pi
RNase/DNase-free Water 4.4 pi 180 pi
9 Mix reaction mix gently but thoroughly.
10 Place the reaction mix on ice and protect it from light until use.
11 Aliquot master mix into a trough or eight-tube strip to aid in dispensing with multi-channel
pipettor.
Add 8 pi (384-well format) or 16 pi (96-well format) of the master mix to each well of the
gPCR plate. Take care to pipette accurately into the wells as small variations will affect the
assay.
13 Add 2 pi (384-well format) or 4 pi (96-well format) of the Template dilution, the sample

14

15
16

17

dilutions, or nuclease-free water to each well of the plate. Take care to pipette accurately into
the wells as small variations will affect the assay.

Seal the plate with the appropriate seal for your instrument, taking care to avoid cross-
contamination and to avoid smudging the surface of the lids. Verify that the seal is oriented
correctly and uniformly sealed.

Place the plate on an adapter (if needed) and centrifuge the plate to 1000 x g for 1 minute.

Ensure that the seal is free of any liquid or dust, place the plate on the gPCR machine in the
correct orientation, then close the lid and run the following gPCR thermal profile;
1 lot Start
50°C for 2 minutes
95°C for 10 minutes
x40
95°C for 30 seconds
57°C for 30 seconds
72°C for 30 seconds
Confirm that the instrument captures images after the 72°C step.

NOTE

lhe Cq threshold should be set to a value appropriate for your instrument that avoids
inaccurate measurements due to background.

After the final step, the thermal cycler analyzes the samples. Ensure that the C\CTemplate
produces expected amplification curves (see green amplification curves in Figure 3). On
most systems, the QC Template should amplify at a Cq of approximately 15-22 cycles.
Exclude replicates from a triplicate group that are > 0.5 Cq different from the rest of the
group. At least two of the three replicates less than or equal to 0.5 Cq apart must be included
in the final calculation. If these criteria are not met, the qualification process should be
repeated for tho.se samples.

NOTE

Four or more samples per 10-sample run having replicates removed indicate technical errors
and the qualification process for all samples should be repeated.

r-
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NOTE
If little to no measurable amplification occurs for two or more replicates, the qualification
process should be repeated for those samples.

18 Replicates exhibiting abnormal amplification curves should be excluded (see blue
amplification curves in Figure 3).

Qualification of Samples™by qPCR

Cycle Number

DNA samples shown in Figure 3 were qualified for use in aeating libraries for next-generation
sequencing using real-time PCR following parameters stated in the text. Tlie graph shows qPCR
amplification curves generated by these samples.

Purple Line—Cq Threshold
Blue Curves— DN A replicates with abnormal amplification profiles that should be excluded from
dCq calculations

Green Curves— DNA replicates with expected amplification curves that can be used for delta Cq
calculations

19 Subtract the average Cq for the QC Template from the average Cq for each sample (Sample
Average Cq- QC Template Average Cog) to yield the delta Cq values for each sample. Record
the delta Cq values and the sample dilution factors. The sample dilution factors arc based
on the recommendations in Table 16.

20 Make sure that amplification of the NTC occurs at least 10 cycles after QC Template
amplification.

NOTE
Repeat entire qualification process for all samplers if NTC fails.
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dCq Calculation ['.xamples

Example #

Actions:

2

Actions:

Actions:

4

Actions:

5

Actions:

QC Template
(Example 1)

Actions:

NTC

(negative control)

Actions:

QC Template
(Example 2)

Actions:

Final values
Replicate Replicate Replicate included Average

dCq-
1 2 3 in Cq Cq
calculations
24.80 25.11 25.06 All 24.99 6.87

Does not meet dCq requirement (<5.00). Sample does not qualify for the
assav.

17.22 18.58 17.91 None N/A N/7A

Remove replicates >0.5 Cq different from the rest of triplicates (all three).
Sample qualification process must be repeated as a minimum of two valid
replicates are required.

22.45 22.63 23.52 22.45 & 22.63 22.54 4.42

Remove replicate which is >0.5Cq different from the rest of triplicates.
Calculate dCq using two valid replicate values. dCc] requirement is met
(<5.00).

21.56 21.73 21.48 All 21.59 3.46

Sample passed with three replicate values that are not >0.5 Cq apart. dCq
requirement is met (<5.00).

18.21 18..50 19.04 All 18.70 0..58

Sample passed with three replicate values that are not >0.5 Cq apart. dCq
requirement is met (<5.00).

17.86 18.11 18.40 All 18.12 0

("C Template pas.ses with three valid replicate values that are not >0.5 Cq
apart. (3C Template passes QC (average Cq >15 and <22).

Control considerations

26.00 25.64 25.83 All 25.82 7.7

Entire sample cjualification fails. Amplification of the NTC must occur >10

cx'cles after Template amplification. Repeat qualification process for all
samples, O C Template, and NTC.
9.85 9.73 9.87 All 9.82 0

O E Template fails. O E Template average Cq must be >15 and <22. Repeat
sample qualification process for all samples, Template, and NTC.

MCc” is calculated by [sample Average (] - QC Template (Example 1) Average Cegj]

SAFE STOPPING POINT

lllumina recommends storing extracted genomic DNA betw™een 2"'C to 8°C for a maximum of 28
days or storing frozen between -15°C to -25°C for a maximum of 161 days. Genomic DNA
stored frozen is stable for a maximum of 2 freeze/thaw cycles.
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1 Log in to Local Run Manager.
2 Click Create Run, and select Extended RAS.

3 Make sure that "Create Run Praxis Extended RAS" is visible in the top left comer of the
screen.

4 Enter a run name that identifies the run from sequencing through analysis.
Use alphanumeric characters, spaces, underscores, or dashes.

5 [Optional] Enter a run description to help identify the run.
Use alphanumeric characters.

Specify samples for the run using the following options:
Enter samples manually—Use the table on the Create Run screen.
Import samples—Navigate to an external file in a comma-separated values (~esv) format.

After you have populated the samples table, you can export the sample infonriation to an
external file, and import the file for another run.

Click the plate region /11 or E7 to enter sample information in tlie samples table.

Region Al is equivalent to the upper left quadrant of wells in the llyb plate layout, and
includes samples for Oligo Pools A and B.

Region E7 is equivalent to the lower right quadrant of wells in the Hyb plate layout, and
includes samples for Oligo Pools A and B.

In the Pool A table, enter a unique sample name in the Sample Name field for each well you
use.

Use alphanumeric characters, dashes, or underscores.

1be sample name automatically populates the corresponding well in the Pool B table.

Dual index adapters for each Index Read, specific to the well, display as you enter a sample
name.

[Optional] Although the default layout is recommended, to change the position of control
samples, use the Positive Control or Negative Control drop tiown menu.

Click the print icon to display the plate layout.

Select Print to print the plate layout as a reference for preparing libraries.
Click Close.

Click Save Run.

1 Click the plate region Al or E7.

2 Click the Export icon for an example template.
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Knter a unique sample name in the template for up to 10 samples and save the file.
Use alphanumeric characters, dashes, or underscores.

[Data] Sample Names as a4 * 3 matrix

Samplel Samples Samples

SampleZz Samples SamplelO
Samples Sample? Positive_Control
Samp'e4 Samples NegatiVe_Contro 1l

Click Import Samples.

Browse to the location of the sample information file in "csv file format.

When finished, click the print icon to display the plate layout.

Select Print to print the plate layout as a reference for preparing libraries.

Click Close.
Click Save Run.

Sequences for Index Primers A-11 (A.SOI-A.SOS)

Index Primer Sequence
Index Primer A (A501) IGAACCTT
Index Primer B (A502) TGCTAAGT
Index Primer C (A503) TGTTCTCT
Index Primer D (A504) TAAGACAC
Index Primer E (A505) CTAATCGA
Index Primer F (A506) CTAGAACA
Index Primer G (A507) FTAACITCC
Index Primer H (A508) TAGACCTA

Sequences for Index Primers 1-12 (A701-A712)

Index Primer Sequence

Index Primer 1 (A701) ATCACGAC
Index Primer 2 (A702) ACAGTGGT
Index Primer 3 (A703) CAGATCCA
Index Primer 4 (A704) ACAAACGG
Index Primer 5 (A705) ACCCAGCA
Index Primer 6 (A706) AACCCCTC
Index Primer 7 (A707) CCCAACCT
Index Primer 8 (A708) CACCACAC
Index Primer 9 (A709) GAAACCCA
Index Primer 10 (A710) TGTGACCA
Index Primer 11 (A711) AGGGTCAA
Index Primer 12 (A712) AGGAGTGG
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During tliis step, the Extended RAS oligonucleotide pools containing upstream and downstream
oligonucleotides specific to the RAS genes are hybridized to genomic DNA samples.

j WARNING

; This set of reagents contains potentially hazardous chemicals. Personal injury can ocoir
through inhalation, ingestion, skin contact, and eye contact. Wear protective equipment,
including eye protection, gloves, and laboratory coat appropriate for risk of exposure. Handle
used reagents as chemical waste and discard in accordance with applicable regional, national,
and local laws and regulations. For additional eiivironmental, health, and safety information, see
the SDS at support.illumina.com/sds.html.

NOTE
Illumina does not support the use of gDNA samples giving a delta Cq value of greater than 5.00.

Estimated Time
Total duration; vW'18 hours (overnight)

Hands-on; 15 minutes

Consumables

Item Quantity Storage Supplied By Kit Box
Oligo Pool A - Extended RAS 1tube -25°C to -15°C Illumina 6

Oligo Pool B - Extended RAS 1 tube -25°C to -15~C Illumina 6
Hybridization Buffer 1 tube -25X to -15°C  Illumina |A
Genomic DNA 20 pi -25°C to -15°C  User -

Panel Control - Extended RAS 1 tube 2 5 ! C to -15°C Illumina 6

TE Buffer As needed 15°C to 30°C User _
96-well skirled PGR | plate L5°C to 30°C User —

plate

Thermal Microplate 2 seals 15°C to 30X User

Sealer or Adhesive
Aluminum Foil

Sterile Troughs As needed 15°C to 30°C User _

p fpsp MBm f jf)p
Determine genomic DNA samples to be used in the assay. Samples giving a delta Cq value
less tlian or equal to 5.00 can be used for the Praxis Extended RAS Panel.

[Optional] If extracted DNA samples do not meet the delta Cq threshold, additional tissue
sections can be used for DNA extraction if available.

Remove the Oligo Pool A, Oligo Pool B, Hybridization Buffer, genomic DNA samples, and
Panel Control from -25°C to -15°C storage and thaw™ at room temperature.

Vortex the Oligo Pool A, Oligo Pool B, and Hybridization Buffer vigorously to make sure that
all precipitates have dissolved, then briefly centrifuge the tubes to collect liquid.
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f NOTE
Before using Hybridization Buffer, hold the tube in front of a light and visually inspect to
make sure that all precipitates hav'e completely dissolved.

5 Set a 96-well heat block to 95°C.
6 Pre-heat an incubator to 37°C to prepare for the extension-ligation step.

7 Create the run and enter sample plate information in the Praxis Extended RAS Panel
analysis module. Verify the location of positive and negative controls and then print sample
plate layout. Illumina recommends processing samples in batches no larger than 12
samples/24 libraries.

NOTE

Use of controls enables Illumina Technical Support to provide effective troubleshooting
assistance. Illumina Technical Support will not provide assistance unless these control reactions
were included in the run.

Label a new 96-well PCR plate "HYB_Plate_ID".
Sec Figure 4 for the suggested HYB plate layout for the following steps.

12" . . 6. 8. D. ?

Sample Sample Sample Sample Sample Sample
1 5 9 1 5 9

Sample Sample Sample Sample Sample Sample
2 6 10 2 6 10

Sample Sample Positive Sample Sample Positive
3 7 Control 3 7 Control

D Sample Sa|8e:Negative Sample Sar8 Negative
4 Control 4 Control
Sample Sample Sample Sample Sample Sample
n 15 19 n 15 19

Sample Sample Sample Sample Sample Sample
12 16 20 12 16 20

Sample Sample Positive Sample Sample Positive
13 17 Control 13 17 Control

Sample Sampte Negative Sample Sampte Negative
14 18 Control 14 18 Control

Extended RAS-Oligo Pool A
Extended RAS-Oligo Pool B

Using the plate layout in Figure 4, add 10 pi of TE Buffer to the wells indicated as Negative
Control (No Lemplate Control) for Oligo Pool /1 and Oligo Pool B.

For each 12 sample/ 24 library preparation, add 2.5 pi of Panel Control to 22.5 pi of TE
Buffer in a microcentrifuge tube. Mix tlie diluted Panel Control thoroughly.

Using the plate layout in Figure 4, add 10 pi of diluted Panel Control prepared in the
previous step to each of the two indicated Positive Control wells for Oligo Pool A and Oligo
Pool B.

Determine if sample dilution is required based on Table 16. If dilution is necessary, take 15
pi of genomic DNA extracted from FFPE samples and dilute in I'E buffer according to Table
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16. For example, for a sample with delta Cq o f-1.50, add 15 pi sample to 15 pi of'TH Buffer.
For a sample with delta Cq of -2.50, add 15 pi sample to 45 pi of TE Buffer.

Doha Cq Dilution Table

Delta Cq <-1.51 -1.50 to -0.50 to 0.51 to 1.51 to >5.00
-0.51 0.50 1.50 5.00
Dilution 4x 2x No No No Not supported
dilution dilution dilutk)n

Using the plate layout in Figure 4, add 10 pi of each genomic DNA sample as prepared in
step 5 to the Oligo Fool A wells of the HYB plate, starting with columns 1 or 7. Repeat this
process for the Oligo Fool B wells of the HYB plate, starting with columns 4 or 10.

NOTE
Verify that DN A sample layout and the positions of positive and negative controls match the
plate layout in Figure 4.

Using a multi-channel pipette, add 5 pi of Oligo Fool A to all wells containing genomic
DNA, Fanel Control, and Negative Control indicated for Oligo Fool A in columns 1-3 or 7-9
in the HYB plate. Tlien add 5 pi of Oligo Fool B to all wells containing genomic DNA, Fanel
Control, and Negative Control indicated for Oligo Fool B in columns 4-6 or 10-12 in the HYB
plate. Change tips after each column to avoid cross-contamination.

Using a multi-channel pipette, add 40 pi of Hybridization Buffer to each sample in tlie HYB
plate. Gently pipette up and down 3-5 times to mix. Change tips after each column to avoid
cross-contamination.

NOTE
Ensure any crystals or precipitate in Hybridization Buffer have dissolved.

NOTE
Do not mix the Oligo Bools and Hybridization Buffer for storage. Il combined, the Oligo Pools
become unstable, even when stored frozen.

9 Seal the HYB plate w'itli a thermal microplate sealer. If a thermal sealer is not available, use
an adhesive aluminum foil seal and secure the seal with a sealing roller or wedge, especially
on the perimeter of the plate.

10 Centrifuge at 1000 x g at room temperature for 1 minute.
11 Flace the HYB plate in the pre-heated block at 95°C and incubate for 1 minute.
12 Change the temperature of the same heat block to 40°C and incubate for 3-18 hours.

NOTE
r Moving the plate from the 95°C heat block to another pre-heated block set to 40®C will
adversely affect hybridization.
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Iliis process removes unbound oligonucleotides from genomic DNA using a filter capable of
size selection. Tw'o wash steps using Stringent Wash Buffer ensure complete removal of

unbound oligonucleotides. J1 third wash step using Universal Wash Buffer removes residual
Stringent Wash Buffer and prepares samples for the extension-ligation step.

| WARNING

’ This set of reagents contains potentially hazardous chemicals. Personal injiuy can occur
through inhalation, ingestion, skin contact, and eye contact. Wear protective equipment,
including eye protection, gloves, and laboratory coat appropriate for risk of exposure. Handle
used reagents as chemical waste and discard in accordance with applicable regional, national,
and local laws and regulations. 1u)r aclditk)nal environmental, health, and safety information, see

the SDS at support.iHumina.com/sds.html.

Estimated Time
Total duration: 25 minutes
Hands-on: 25 minutes

Consumables

Item

Extension-Ligation Mb(
Stringent Wash Buffer
Universal Wash Buffer
TniSog~r™ Cuslom Amplicon I).\ I-illcr IMalc
Adapter collar

MIDI plate

Troughs

Quantity
1 tube

1 bottle
1 tube

1 plate

1 plate

1 plate

As needed

Storage
-25°C 101} ']
2°C to 8°C
2°C to 8°C
15X to 30"C
15%: to 30"C
[1'[ to 30°C
15°C to 30°C

Supplied By
Illumina
Illumina
Illumina
Illumina
U.ser

User

User

Kit Box
n

3A

3A

5

1 Remove Extension-Ligation Mix from -25°C to -15°C storage and thaw at room temperature.

2 Extension-Ligation Mix is used in the Extension-Ligation step and takes approximately 20

minutes to thaw.

3 Remove Stringent Wash Buffer and Universal Wash Buffer from 2“C to 8®C storage and set

aside at room temperature.

4 Assemble the filter plate assembly unit (FPU) in the following order (from bottom to top):
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Filter Plate Unit Assembly

A 1id

B  Filter plate

C Adapter collar
D MIDI plate

Label the filter plate FPU_Plate_ID

Pre-wash the filter plate membrane as follows:

a Using a multi-channel pipette, add 50 pi of Stringent Wash Buffer to each well,

b Cover the FPU plate with the filter plate lid and keep it covered during each
centrifugation step.

¢ Centrifuge the FPU at 2400 x g at room temperature for 5 minutes,
If the wash buffer does not drain completely, centrifuge the filter plate again at 2400 x g
at room temperature for 5 minutes.

NOTE
IlUumina strongly recommends keeping spare filter plates {FC-130-1006) on hand as general lab

supplies.

1 After the hybridization incubation, confirm the heat block has cooled to 40"C.

f NOTE
If the heat block fails to cool to 40°C overnight, library preparation will need to be repeated.

2 Remove the HYB plate from tlie heat block and centrifuge at 1000 x g at room temperature
for 1 minute to collect condensation.
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Using a multi-channel pipette set to 65 pi, transfer the entire volume of each sample onto the
center of the corresponding pre-washed wells of the filter plate. Change tips after each
column to avoid cross-contamination.

Cover the filter plate with the lid and centrifuge at 2400 ~g at room temperature for 5
minutes.

NOTE
Make sure that liquid has drained after centrifugation. Repeat centrifugation if necessary.

Wash the filter plate as follows:

a Using a multi-channel pipette, add 50 pi of Stringent Wash Buffer to each sample well.
Changing tips between columns is not required if you use care to avoid cross-
contamination.

b  Cover the filter plate with tlie lid and centrifuge at 2400 ~ g at room temperature for 5
minutes.

¢ If the wash buffer does not drain completely, centrifuge the filter plate again at 2400 x g
at room temperature for 5 minutes.

Repeat the wash as follows;
a Using a multi-channel pipette, add 50 pi of Stringent Wash Buffer to each sample well.
Changing tips between columns is not required if you use care to avoid cross-contamination.

a Cover the filter plate with the lid and centrifuge at 2400 x g at room temperature for 5
minutes.

b If the wash buffer does not drain completely, centrifuge the filter plate again at 2400 x g
at room temperature for 5 minutes.

Discard all the flow-through (containing formamide) collecteci up to this point in an
appropriate hazardous waste container, then reassemble the FPU. Tlie same MIDI plate can
be re-used for the rest of the pre-amplification process.

Using a multi-channel pipette, add 45 pi of Universal Wash Buffer to each sample well.
Changing tips between columns is not required if you use care to avoid cross-contamination.

Cover the filter plate with tlie lid and centrifuge at 2400 x g at room temperature for 5
minutes.

NOTE
.Make sure that all liquid has drained after centrifugation. Repeat centrifugation if necessary.
Residual wash buffer may inhibit subsequent enzymatic reactions.
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13

~bis process connects the hybridized upstream and downstream oligonucleotides. J1 DNA
polymerase extends from the upstream oligonucleotide tlirougli the targeted region, followed by
ligation to the 5' end of the downstream oligonucleotide using a DNA ligase. This results in the
formation of products containing the targeted regions of interest flanked by sequences required
for amplification.

Estimated Time
Total duration; 50 minutes

1llands-on: 5 minutes

Consumables

Item Quantity Storage Supplied By Kit Box
Exlension-l.igalion Mix 1 tube 2 5 K . to - Illumina 1A
15°C
Adhesive aluminum foil 1 seal 15°C to 30°C User —
seal
Troughs As needed 15®C to 30°C User _

Using a multi-channel pipette, add 45 pi of Hxtension-Ligation Mix to each sample well of
the filter plate. 7be Fxtension-higation reaction takes place on the filter plate membrane.
Changing tips between columns is not required if you use care to avoid cross-
contamination.

Seal the filter plate with adhesive aluminum foil, and then cover with the lid to secure the
foil during incubation.

Incubate the entire FPU assembly in the pre-heated 37°C incubator for 45 minutes.

While the FPU plate is incubating, prepare the AMP (Amplification Plate) as described in the
following section.
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In this step, tlie extension-ligation products are amplified using primers that add index
sequences for sample multiplexing, as well as common adapters required for cluster generation.

Estimated Time
Total duration: -105 minutes

llands-on: 30 minutes

Consumables

Item Quantity Storage Supplied By Kit Box
I'CR Master Mix 1 tube ‘-2,5“0 to - Ilumina 1A
!

0
Index Primers A-H 1 tube per primer -25°C to - IlUumina 1A
(A501-A508) 15®@C
Index Primers T12 (A70T 1 tube per primer -25°C to - Ilumina 1A
A712) 15°C
PCR Polymerase 1 tube 1??60 to - IHlumina 1A
Appropriate PCR plate 1 15°C to 30°C User -
.seal
0.05 N NaOH, freshly 5mL 15°C to 30°C User -
prepared
96-well skirted PC.R plate 1 plate 15°C lo.30°C User —
Troughs As needed 15°C to 30°C User -

1 Prepare fresh 0.03 N NaOH by adding 23 pi of 10 N NaOH to 4973 pi of sterile water.

2 Determine the index primers to be used according to the plate graphic printout from Praxis
Extended RAS Panel analysis module.

3 Remove PCR Master Mix and the appropriate index primers from -23°C to -15°C storage and
thaw on a bench at room temperature. Allow approximately 20 minutes to tliaw the
reagents.

4 After the index primers are completely thawed, vortex each tube to mix and briefly centrifuge
the tubes in a microcentrifuge. Use 1.7 ml microcentrifuge tubes as adapters for the
microcentrifuge.

5 Arrange the primers in a rack using the following arrangements:
a Arrange Index Primers A-H (A301-A308) primer tubes (white caps, clear solution)
vertically, aligned with rows A through 11

b  Arrange Index Primers 1-12 (A701-A712) primer tubes (orange caps, yellow solution)
horizontally, aligned with columns 1 through 12.
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Index Plate Fixture

A Index Primers J1-11(A501-/1508) (white caps)
B Index Primers 1-12 (A701-A712) (orange caps)
C AMP plate

l.abcl a new 96-well PCR plate "AMP" (Amplification Plate).
Add index primers to tlte AMP plate as follows:

a Using a multi-channel pipette, add 9 pi of the selected index primers [A-I (A501-
A508)] (clear solution) to the appropriate well in a column of the AMP plate,

b Using a multi-channel pipette, add 9 pi of the selected index primers [1-12 (A701-
A712)] (yellow solution) to the appropriate row of the AMP plate. Tips must be changed
after each row to avoid index cross-contamination.

¢ Remove all the index primer tubes from the working area.

NOTE
r Index primers are single use only and should be discarded immediately after use.

8 Prepare the PCR Master Mix/PCR Polymerase PCR working solution as follows;

a For 12 samples/24 libraries, add 21 pi of PCR Polymerase to 1050 pi of PCR Master Mix.
b Invert the prepared PCR working solution 20 times to mix.

You will add this working solution to the AMP plate in the next secrion. ITie PCR working

solution is stable at room temperature for 10 minutes and can also be stored on ice if needed
during preparation.

NOTE
r Always add PCR Polymerase to PCR Master Mix just prior to use. Never store the combined

PCR working solution.
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When tlic 45-minute extension-ligation reaction is complete, remove the FPU from the
incubator. Remove the aluminum foil seal and replace witli the filter plate lid.

Removing the aluminum foil seal before centrifugation ensures the reaction supernatant will
drain into the waste plate effectively.

Centrifuge the FPU at 2400 x g at room temperature for 2 minutes.

Using a multi-channel pipette, add 25 ul of 0.05 N NaOH to each sample well on the filter
plate. Knsuring that pipette tips come in contact with the membrane, pipette tlie NaOH up
and down 5-6 times. Tips must be changed after each column.

Cover anci incubate the filter plate at room temperature for 5 minutes.

While the filter plate is incubating, use a multi-channel pipette to transfer 22 pi of the PCR
working solution to each well of the JIMP plate containing index primers. Change tips
between samples.

Transfer samples eluted from the filter to the AMP plate as follows:

Set a multi-channel P20 pipette to 20 pi.
Pipctlc the samples in the first column of the filter plate up and down 5-6 times.

NOTE

r Slightly tilt the FPU plate to ensure complete aspiration and to avoid air bubbles.

¢  Fransfer 20 pi from the filter plate to the corresponding column of the AMP plate,

d Ciently pipette up and down 5-6 times to thoroughly combine the DNA with the PCR
working solution.

e Transfer the remaining columns from tlie filter plate to the AMP plate in a similar
manner. Tips must be changed after each column to avoid index and sample cross-
contaminalion.

f  After all the samples have been transferred, the waste collection MIDI plate of the FPU
can be discarded. The metal adapter collar should be cleaned and put away for future
use.

7 Cover tlie AMP plate with the appropriate plate seal and secure with a rubber roller.
8 Centrifuge at 1000 g at room temperature for 1 minute.
9 Transfer the AMP plate to the post-amplification area.

10 Perform PCR using the following program on a thermal cycler:
95°C for 3 minutes
32 cycles of;
95°C for 30 seconds
66°C for 30 seconds
72°C for 60 seconds
72°C for 5 minutes
Hold at 10"C

NOTE
Illumina strongly recommends using an Optical Compression Pad to provide a proper thermal
seal between the PCR thermal cycler and reaction plates and prevent sample evaporation.
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NOTE
On the PCR machine, set the reaction volume to 60 ul and the temperature camp speed to
maximum.

—ia

SAFE STOPPING POINT

If not proceeding immediately to PCR Clean-Up, the AMP platc can remain on the thermal
cycler ovemnight, or can be stored at 2°C to 8°C up to 48 houss,

Document # 1000000037151 vO0 33
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After PC:R:

Combine 5 |j 1of amplified product with 15 pi of RNAse/DNAse-frex' water and I"NA
loading dye if necessary.

Run on a 2-4% TBE agarose gel with 100 bp ladder to confirm tlie presence and brightness of
the 250-280 bp library product.
.Samples that show amplification in both Oligo Pool A and B are considered valid and can
be processed through llic remainder of the workflow (Figure 7).
Samples showing little to no amplification in one Oligo Pool (Figure 8, left) or both Oligo
Pools (Figure 8, right) are considered invalid and should not be processed tltrough tlie
remainder of the w'orkflow. If an invalid gel result is observed, library preparation for that
sample or samples wdll need to be repeated.
Tlie Negative Control sample should show’an Invalid gel result. If the Negative Control
sample show's amplification in both Oligo Pool A and B, this indicates potential
processing errors, i.e. contamination, pipetting errors, or sample mix-ups. The operator
should evaluate the root cause and repeat library preparation as appropriate. If
contamination is suspected, libran," preparation for all samples should be repeated. If
pipetting errors or mix-ups are suspected, repeat library preparation for the affected
samples.
The presence of a 500 bp band is normal and does not affect assay performance.

Valid Gel Results, Example

who
[elele)
[olele)
oTUT
TTT
i

200 bp -
100 bp -

100 bp ladder
Oligo Pool A
Oligo Pool B
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Invalid Gel Results, Examples

100 bp -

100 bp Ladder
Oligo Pool N
Oligo Pool B

Sample Outcomes, Example

500 bp
400 bp
300 bp
200 bp

100 bp

A B

Sample 1
(Invalid)

100 bp ladder
Oligo Pool A
Oligo Pool B

B NYNc)B (C ,B ~Cj B C

Sample 2 Samijile 3 Sampli‘4 Negative
(Valid) (Valid) (Valid) Control
(Invalid)

(Passing)
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process uses PCR Clean-Up Beads to purify the PCR products from the other reaction

components.

Estimated Time

Total duration: 50 minutes

llands-on: 20 minutes

Consumables

Item

F.lution Buffer

PCR Clean-Up Beads

80% Ethanol, freshly-
prepared

96-well MID| plates
Adhesive plate seal

Troughs

( NOTE

Quantity
1 tube

1.8 ml per 12
samples/24
libraries

15 ml per 12
samples/24
libraries

2
As needed

As needed

Storage

15°C to 30“C

['l tosec

15°C to 30°C

15°C to 30°C
15°C to 30°C

15“C to 30°C

Supplied By
Ilium ina

IlUumina

User

User
User ~

User

Kit Box
5
3B

Please review the Precautions section at the beginning of this protocol regarding lire handimg of

magnetic beads and washing with 80% ethanol during the PCR clean-up.

1 Bring the PCR Clean-Up Beads to room temperature.

2 Prepare fresh 80% ethanol from absolute ethanol. For 12 samples/24 libraries, prepare 80%
ethanol using 12 ml. of absolute ethanol and 3 mL of DNase/RNase-free water. Mix

thoroughly.
NOTE
r Always prepare fresh 80% ethanol for wash steps. Kthanol can absorb water from the air

impacting the results.

1 Centrifuge the AMP plate at 1000

condensation.

a B~ w N

plate.
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Label a new MIDI plate "CLP_Plate_ID" (CLean-up Plate).

Visually inspect solution to ensure that beads are resuspended well.

g at room temperature for 1 minute to collect

Invert PCR Clean-Up Beads 10 times. Vortex vigorously and then invert again 10 times.

Using a multi-channel pipette, add 55 pi of PCR Clean-Up Beads to each well of the CLP



10

11

12

13

14

15
16

17
18

19

Using a multi-channel pipette set to 60 pi, transfer the entire PCK product from the AMP
plate to tlie CLP plate. Change tips between samples.

Seal the CLP plate with an adhesive plate seal.
Shake the CLP plate on a microplate shaker at 1800 rpm for 2 minutes.
Incubate at room temperature (15°C to 30°C) without shaking for 10 minutes.

Place the plate on a magnetic stand for a minimum of 2 minutes or until the supernatant is
clear.

With the CLP plate on the magnetic stand and a multi-channel pipette set to 100 pi,
carefully remove and discard the supernatant. Change tips between samples.

NOTE

r If any beads arc inadvertently aspirated into the tips, dispense the beads back to the plate and
let the plate rest on the magnet for 2 minutes and confirm that the supernatant has cleared.
f NOTE
* Delays during this step may lead to bead clumping following removal of the supernatant.

Proceed immediately to the next step as soon as all supernatant is removed.

With the CLP plate on the magnetic stand, wash the beads wdth freshly prepared 80%
etlianol as follows:

a Using a multi-channel pipette, add 200 pi of freshly prepared 80% ethanol to each
sample w?ell. Changing tips is not required if you use care to avoid cross-contamination.
You do not need to resuspend the beads at this time,

b  Incubate the plate on tlie magnetic stand for a minimum of 30 seconds or until the
supernatant is clear.

¢ Carefully remove and discard the supernatant.

With the CLP plate on the magnetic stand, perform a second ethanol wash as follows;

a Using a multi-channel pipette, add 200 pi of freshly prepared 80% ethanol to each
sample well.

b Incubate the plate on the magnetic stand for a minimum of 30 seconds or until the
supernatant appears clear,

¢ Carefully remove and discard tlie supernatant.

Use a P20 multi-channel pipette set to 20 pi to remove excess ethanol. Do not disturb or
touch the beads.
Remove the CLP plate from the magnetic stand and allow the beads to air-dr\' for 5 minutes.

Using a multi-channel pipette, add 25 pi of Llution Buffer to each sample.
Changing tips is not required if you use care to avoid cross-contamination.

Seal the plate with an adhesive plate seal.
Shake the CLP plate on a microplate shaker at 1800 rpm for 5 minutes.

NOTE

Ensure all samples are completely resusjxmded. If there are samples in which the beads are
not completely resuspended, gently pipette up and down to resuspend the beads and repeat
the previous two steps.

Place the CLP plate on the magnetic stand for a minimum of 2 minutes or until the
supernatant is clear.
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Label a new MIDI plate "LNP_Plate_ID" (Library Normalization Plate).

21 Using a P20 multi-channel pipetie and fine tips, carefully transfer 20 ul of the supematant
from the CLP plate to the LNP plate. Change tips between samples to avoid cross-
contamination.

_r’. NOTE
I any beads are inadvertently aspirated into the lips, dispense the beads back to the plate and
let the plate rest an the magnet for 2 minates and confirm that the supernatant has cleared,

22 |Optionalj Transfer the remaining 5 ul of supernatant from the CLP plate to a new plate and
label the plate with a run name and date. Store this plate at -25°C to -15°C until completion
of the sequencing run and data analysis. The cleaned up PCR products can be used for
troubleshooting efforts in the event of sample failures.

23 Seal the LNP plate with an adhesive plate scal, and then centrifuge at 1000 x g at room
temperature for 1 minute to ensure all the supematant is at the bottom of the well.

SAFE STOPPING POINT

After PCR Clean-Up, the plate is stable for up to 3 hours at 2°C to 8°C.
Document # 1000000037191 vOO 88
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Tliis process normalizes the quantity of each library to ensure equal library representation in the
pooled sample.

Estimated Time
I'otal duration: 1hour 20 minutes
Hands-on: 30 minutes

Consumables

Item Quantity Storage Supplied By Kit Box

Library Normalization 1 tube -25®C to - Ilium ina 1B

Diluent 15°C

Library Beads 1 tube 2°C to 8°C Illumina 3B

Library Normalization 2 tubes 2°C to 8°C Illumina 3B

Wash

L.ibrary Storage Buffer 1 tube 15°C to 30°C Illumina 5

0.1 N NaOH, freshly 3ml 15°C to 30°C User —

prepared

96-well skirted PCR plate 1 plate 15°C to 30°C User —

LS ml conical tube 1llube LS°C to 30"C User —

Adhesive plate seal As needed 15°C to 30"C User _
WARNING

This set of reagents contains potentially hazardous chemicals. Personal injury can occur
through inhalation, ingestion, skin contact, and eye contact. Wear protective equipment,
including eye protection, gloves, and laboratory coat appropriate for risk of exposure. Handle
used reagents as chemical waste and discard in accordance with applicable regional, national,
and local laws and regulations. For additional environmental, health, and safety information, see
the SDS at support.illumina.com/sds.html.

1 Prepare fresh 0.1 N NaOl I by adding 30 pi of 10 N NaOH to 2970 pi of RNase/DNasc-frcc
water.

2 Remove Library Nomialization Diluent from -25°C to -15°C storage and bring to room
temperature. Use a 20°C to 25RC water bath as needed.

NOTE

Library Normalization Diluent might form visible precipitates or crystals. Before use, vortex

vigorously, and then hold the tube in front of a light and visually inspect to make sure that all

precipitate has completely dissolved.

3 Remove Library Beads and Library Normalization Wash from 2°C to 8°C storage and bring
to room temperature.
Use a 20°C to 25°C water bath as needed.
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4 Vortex Librar)' Beads vigorously for 1 minute with intermittent inversion until the beads arc
resuspended and no pellet is found at tlie bottom of the tube when the tube is inverted.

1 For 12 samples/24 libraries, add 1575 pi of Library Nonrialization Diluent to a fresh 15 ml
conical tube.

2 To homogenize beads, use a P1000 pipette set to 1000 pi to resuspend Library Beads
thoroughly by pipetting up and down 10 times.

NOTE

It is critical to completely resuspend the library bead pellet at the bottom of the tube. Ihe use
of a PIOOO ensures that the beads are homogeneously resuspended and that there is no bead

mass at the bottom of the tube. Tlais is essential for adiieving consistent cluster density on the
flow cell.

For 12 samples/24 libraries, pipette 300 pi of Library Beads to the tube containing Library
Normalization Diluent. Mix well by inverting the tube 15-20 times.

NOTE

r 1 PIOOO set to 1000 pi is rec]uired to resuspend the beads completely in step 2. Mix only the
spedfietl amounts of Library Normalization Diluent and Library Beads. You must store the
remaining | ibrary Normalization Diluent and Library Beads separately at their respective
recommended temperatures. To preserve stability, Library Beads beads should never be
frozen or mixed with Library Normalization Diluent if not used immediately.

Using a multi-channel pipette, add 45 pi of the combined Librar}® Normalization

Diluent/l.ibrar)' Beads w'orking solution to each well of the LNP plate containing libraries.
Changing tips between columns is not required if you use care to avoid cross-contamination.

Seal the LNP plate with an adhesive plate seal.
Shake the LNP plate on a microplate shaker at 1,800 rpm for 30 minutes.

NOTE
This 30-minutc incubation is critical for proper library normalization. Incubations of greater or
less than 30 minutes may affect library representation and cluster density.

Place the LNP plate on a magnetic stand for a minimum of 2 minutes or until the
supernatant is clear.

With the LNP plate on the magnetic stand, using a multi-channel pipette set to 80 pi,
carehilly remove and discard tlte supernatant in an appropriate hazardous waste container.
NOTE

If any beads are inadvertently aspirated into the tips, dispense the beads back to the plate and
let the plate rest for 2 minutes or until the supernatant has cleared.

Remove the LNP plate from the magnetic stand and wash the beads with Libraiy®
Nonnalization Wash as follow's;

a Using a multi-channel pipette, add 45 pi of Library Normalization Wash to each sample
well.
Changing tips between columns is not required if you use care to avoid cross-
contamination.

b Seal the LNP plate with an adhesive plate seal.

¢ Shake the LNP plate on a microplate shaker at 1,800 rpm for 5 minutes.
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d Place the LNP plate on tlie magnetic stand for a minimum of 2 minutes or until the
supernatant is clear.

e Carefully remove and discard the supernatant in an appropriate hazardous waste
container.

10 Remove the LNP plate from the magiietic stand and repeat the wash with Librar)’
Normalization Wash as follows:

a Using a multi-channel pipette, add 45 pi of Library Normalization Wash to each well.
Changing tips between columns is not required if you use care to avoid cross-
contamination.

Seal the LNP plate with an adhesive plate seal.

Shake the LNP plate on a microplate shaker at 1,800 rpm for 5 minutes,

Place the LNP plate on the magnetic stand for a minimum of 2 minutes,

Carefully remove and discard the supernatant in an appropriate hazardous waste
container.

f  Seal the LNP plate with an adhesive plate seal.

®© o O T

11 Centrifuge the LNP plate at 1000 x g at room temperature for 30 seconds to collect residual
wash buffer,

12 Place the LNP plate on the magnetic stand.
13 Use a P20 multi-channel pipette set to 20 pi to remove excess Library Normalization Wash.

14 Remove the LNP plate from the magnetic stand and add 30 pi of 0.1 N NaOH to each well
to elute the sample.

15 Seal the LNP plate with an adhesive plate seal.

16 Shake the LNP plate on a microplate shaker at 1,800 rpm for 5 minutes.
17 During the 5-minute shake, label a new 96-well PCR plate SGP_Plate_ID.
18 Add 30 pi Library Storage Buffer to each well to be used in the SGP plate.

19 After the 5-minute shake, ensure that all samples in the LNP plate are resuspended. If the
samples are not resuspended, gently pipette those samples up and down or lightly tap the
plate on the bench to resuspend the beads, then shake for another 5 minutes.

20 (Optionall Centrifuge the LNP plate at 1000 x g at room temperature for 30 seconds to collect
contents to the bottom of the wells.

21 Place the LNP plate on the magnetic stand for a minimum of 2 minutes.

22 Using a multi-channel pipette set to 30 pi, transfer the supernatant from the LNP plate to tlie
SGP plate. Gently pipette up and down 5 times to mix.
NOTE

If any beads are inadvertently aspirated into the tips, dispense the beads back to the plate and
let the plate rest for 2 minutes or until the supernatant has cleared.

r

23 Seal the SGP plate with an adhesive plate seal and tlien centrifuge at 1,000 x g at room
temperature for 1 minute. Proceed immediately to Library Pooling.
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In preparation for cluster generation and sequencing, equal volumes of normalized library arc
combined, diluted in hybridization buffer, and heat denatured prior to sequencing on the

MiSeqDx. PhiX is used as an internal control for sequencing.

Estimated Time
Total duration; 10 minutes
Hands-on; 10 minutes

Consumables

Item Quantity
Library Dilution Buffer 2 lubes
PhiX Internal Control 2 pi

0.1 N NaOH, freshly 2.5 ml
prepared

IX TE buffer 8 pi
Microcentrifuge tubes As needed
PCR eight-tube strip 1

Ice bucket 1

Storage

-25°C to -
15°C

-25°C to -
15%C

15°C to 30"C

15°C to 30°C
15°C to 30°C
15°C to 30°C

15°C to 30°C

Supplied By

Illumina

Ilium ina

User

User
User
User

User

1 Set a heat block suitable for 1.5 ml centrifuge tubes to 96“C.

Kit Box

1B

1B

2 In an ice bucket, prepare an ice-water bath. Chill the Library Dilution Buffer in the ice-water

bath.

3 Begin thawing the MiSeq™ Dx SBS Cartridge v3.

The following instructions describe how to thaw the reagent cartridge using a room temperature
water bath. This method requires approximately one hour.

1 Remove the reagent cartridge from -25°C to -15°C storage.

2 Place the reagent cartridge in a water bath containing enough room temperature deionized
water to submerge the base of the reagent cartridge up to the water line printed on the
reagent cartridge. Do not allow the water to exceed tlie maximum water line.
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Maximum Water Line

Allow the reagent cartridge to thaw in the room temperature water bath for
approximately 60-90 minutes or until completely tliawed.

Remove the cartridge from the water bath and gently tap it on tlie bench to dislodge water
from the base of tlie cartridge. Dry the base of the cartridge. Make sure that no water has
splashed on the top of the reagent cartridge.

Prepare 0.1 N NaOIl by combining the following volumes in a conical tube:
DNase, RNase-free water (2475 pi)
Stock 10 N NaOH (25 pi)

Invert the tube several times to mix.

| CAUTION
] Using freshly diluted NaOl lis essential in order to denature PhiX for cluster generation on the
MiSeqDx.
Combine the following volumes to make Diluted PhiX Internal Control:
PhiX Internal Control (2 1l
IX TE Buffer (8 pi)

C'ombine the following volumes of Diluted PhiX Internal Control and 0.1 N NaOll in a
microcentrifuge tube to make Denatured Diluted PhiX Internal Control:

Diluted PhiX Internal Control (10 gl)

0.1 N NaOH (10 pi)

Vortex briefly to mix the Denatured Diluted PhiX Internal Control.
Briefly centrifuge the Denatured Diluted PhiX Internal Control to collect contents.
Incubate for 5 minutes at room temperature to denature the PhiX Internal Control into single strands.

Combine the following volume of pre-chilled Library Dilution Buffer and Denatured Diluted
PhiX Internal Control to make PhiX/Library Dilution Buffer solution.
Denatured Diluted PhiX Internal Control (20 gl)
Pre-chilled Library Dilution Buffer (980 pi)
NOTE

You can store the the PhiX/l.ibrary Dilution Buffer solution up to 3 weeks at -25°C to -15°C as
single-use aliquots. After 3 weeks, cluster numbers tend to decrease.

1 Invert the reagent cartridge ten times to mix the thawed reagents, and then inspect that all
positions are thawed.
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NOTE
It is critical that the reagents in the cartridge are thoroughly thawed and mixed to ensure
proper sequencing.

Inspect reagents in positions 1, 2, and 4 to make sure that they are fully mixed and free of
precipitates.

Gently tap the cartridge on the bench to reduce air bubbles in the reagents.

NOTE
lhe MiScgDx sippcr tubes go to the bottom of each reservoir to aspirate the reagents, so itis
important that the re.servoirs are free of air bubbles.

Place the reagent cartridge on ice or set aside at 2°C to 8°C (up to 6 hours) until ready to set
up the mn. For best results, proctx'd directly to loading the sample and setting up the run.

Bring Library Dilution Buffer to room temperature. Vortex Library Dilution Buffer and ensure
that all precipitates have dissolved completely.

Centrifuge tlie SGP plate at 1000 ~ g at room temperature for 1 minute to collect
condensation.

Lalx?! a fresh microcentrifuge tube "PAL_Plate_ID" (Pooled Amplicon Library).

Determine the samples to be pooled for sequencing. A maximum of 12 samples/24 libraries
can be pooled for each sequencing run.

Transfer 10 pi of each libraty' to be sequenced from the SGP plate, column by column, to a
PCK eight-tube strip. Seal SGP u'ith an adhesive plate seal and set aside.

Combine and transfer the contents of the PCR eight-tube strip into the PAL tube. Mix the
PAI, tube thoroughly.

Label 3-6 fresh microcentrifuge tubes "DAL_Plate_ID" (Diluted Amplicon Librar)0-

NOTE

r Illumina rc'commend.s creating 3 DAL lubes per PAL for future use.
8 Add 784 pi of Library Dilution Buffer to each DAL tube.

9 Add 8 pi of PhiX/Library Dilution Buffer solution to each DAL tube. Using the same tip,
pipette up and down 3-5 times to rinse the tip and ensure complete transfer.

10 Transfer 8 pi of PAL to each DAL tube containing Library Dilution Buffer. Using the same
tip, pipette up and down 3-5 times to rinse the tip and ensure complete transfer.

11 Mix the DAL tubes by vortexing the tube at top speed.

( NOTE
1be diluted library DAL can be stored at -25°C to -15°C for up to 30 days.

12 Centrifuge the one DAL tube at room temperature for 1 minute to collect contents.
13 Using a heat block, incubate the DAL tube at 96°C for 2 minutes.

WARNING
Use caution when removing the lube. 1be tube and the heat block may be hot.

14 After the incubation, invert the DAL tube 1-2 times to mix, then immediately place in the
ice-water bath.
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15 Keep the DAL tube in the ice-water bath for 5 minutes.

o NOTE

F You must verform the heat denaturation step immediately before kadine DAL into the
MiSeq™ SBS cariridge v3 10 ensure efficient template koading on theMiSeq™ Dx flow cell.
Replicate DAL tubes must be heat denatured immediately before MiSeqDx loading.

Document # 1000000037191 00 45
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The flow cell is washed, dried, and loaded into MiSeqDx, samples are loaded into the reagent
cartridge, the reagent cartridge is loaded into MiSeqDx, and tire sequencing run is started. Tire
MiSeqDx performs cluster generation, sequencing by synthesis, and data analysis.

Estimated Time
Total sequencing duration; ~28 hours

Hands-on: ~5 minutes

Consumables

Item Quantity Storage Supplied By Kit Box
MiSe™™ Dx SBS Cartridge 1 pre-filled -25°C to - lliumina 2
v3 cartridge 15°C
MiSeg™ Dx SBS Solution ~ 1bottle 2°C to 8°C lllumina 4
(PR2)
MiSeq’™ Dx Flow Cell 1 flow caoll 27°C to 8°C lliumina 3B

For details on the steps outlined here, see the MiSeqDx Instrument Reference Guide (document #
1000000021961).

1 Use a separate, clean, and empty 1 ml pipette tip to pierce the foil seal over the reservoir on
the MiSeq'~” Dx SBS Cartridge v3 labeled I,0ad Samples.

2 Pipette 600 pi of the sample DAL libraries into the Load Samples reservoir, lake care to
avoid touching the foil seal while dispensing the sample.

3 Check for air bubbles in the reservoir after loading sample. If air bubbles are present, gently
tap the cartridge on the bench to release the bubbles.

Load Libraries

4  Log in to tlae MiSeq Operating Software (MOS) using your Local Run Manager user name
and password.
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o NOTE
If a previous user is logged in, select Log Off before bgging in. Confirm that the proper
username or login credentials are displayed.

P

From the | lome screen, select Sequence.

>

Select a run from the list.

.1

Confirm the run sctlings.

Clean the flow cell.

Load the flow cell.

10 Empty the waste bottle and load the MiSeq'™ Dx SBS Solution (PR2) bottle.
Il Load the reagent cartridge.

12 ‘The run automatically starts after passing pre-run checks.

13 Perform a post-run wash.
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For technical assistance, contact lllumina Technical Support.

Website:
Email:

lllumina Customer Support Telephone Numbers

Region

North America

vvww.illumina.com

techsupport@illumina.com

Toll Free

+1.800.809.4566

Regional

Australia +1.800.775.688

Austria +4.3 800006249 +43 19286540
Belgium +32 80077160 +32 34002973
China 400.635.9898

Denmark +45 80820183 +45 89871156
Finland +358 800918363 +358 974790110
France +33 805102193 +33 170770446
Germany +49 8001014940 +49 8938035677
Hong Kong 800960230

Ireland +353 1800936608 +353 016950506
Italy +39 800985513 +39 236003759
japan 0800.111..5011

Netherlands

New Zealand

+31 8000222493

0800.451.650

+31 207132960

Norway +47 800 16836 +47 21939693
Singapore +1.800.579.2745

Spain +34 911899417 +34 800300143
Sweden +46 8.50619671 +46 200883979

Switzerland

Taiwan

United Kingdom

+41 565800000
00806651752

+44 8000126019

+41 800200442

+44 2073057197

Other countries +44.1799..5.34000

Safety data sheets (SDSs)—Available on tlic lllumina website at support.illumina.com/sds.html.
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Ilepeaod ¢ an UlCKo2Q A3BING HA PYCCKUYN RIDIK

Hlumina

Hab6op pearentos Praxis™ Extended RAS Panel ann
KAaYeCTBEHHOrO onpelejieHHA cneuuPnuecKnX MyTaUHii reHOB
RAS (KRAS (k30811 2,3 w 4) 1 NRAS (k3041 2,3 u 4)
METO/OM CeKBEeHHPOBAHKA HOBOFO NOKOJeHHS B npobe
renomnoit THK uenosexa, sbinenientoil n3 obpasuos rxaneii
KOJIOPEKTAJAbHOro paKka, (puKCHPOBAHHLIX B popMainHe, H
3aKJ1I0YeHHLIX B NapadpnHoBLie OIOKH

PykoBoacTBoO cripaBoyHOe

lpowssoaurens:

«Unmomuna, HHk.»
(Ulumina, Inc.)

Anpec:
5200 Hamomuna Yafi. Can-Unero, Kamdopuna 92122, CLUA
(5200 lllumina Way, San Dicgo, California 921221, USA)

YracpxicHo

Co croponw Wunomnua, Uek.

/noanuce/ Dava: 14 man 2020 r

Aypenus BpayHpuax
ImasHBIA cneuuanucT HOpPMaTUBHO-NPABOBOrO OTAEeNa
llumina, Inc.
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HOTAPWAJIbHOE CBUAOETENBCTBO

[ocyJapCTBEHHLIA HOTapPUYC W pyroe
[IO/DKHOCTHOE JINLIO, 3aro/HSHOLLEe HACTOSILLWAA
cepvidviKar, NOATBEPKOAET TOMbKO SIMHHOCTL
dv314ecKoro g, NOAMMCABLLIETO IOKYMEHT, K
KOTOPOMY MPWIOKEH HACTOALLMIA cepTdvkar, HO He
OTBEYaET 33 [J0CTOBEPHOCTb, TOYHOCTb W
[eVICTBUTE/BHOCTb TAKOrO [I0KyMEHTa.

LLirar KarmdoopHist
Oxpyr CaH-[pnero

14 maa 2020 r. B Moem npucyTcTBun, Mapu ArocTrnHO, HoTapuyca
(BcTaBuTL DO 1 A0/ DKHOCTL A0/DKHOCTHOIO JLAY)

Aypenvna BbpayHpuax iM4HO
noAreepayia Ha OCHOBaHN YoeauTerbHbIX A0KA3aTe bCTB, YTO OHa SIBMSETCS JIALIOM,
UbVIM VEHEM MOASIMCaH [OKYMEHT, M 3aBepWia MeHs, YTO OHa MNoacaria ero B cwiy
VIMEOLLYIXCS Y HEE MOMHOMOUMIA, a Taloke, YTO MPOCTaR/EHEM €€ MOAFIC Ha AOKYMEHTE
JwBMHECKOE W FIPUIMHMECKOE SILIO, OT UMEHM KOTOPOrO SLIO AEIACTBOBAVIO, UCTIONHWIO
[JaHHbA [IOKYMEHT.

OCOBHABAA OTBETCTBEHHOCTL 3A TMPEAOOCCTABMEHVE 3ABEAOMO JIOXKHbLIX
CBEIEH/W, B COOTBETCTBAMN C 3aKOHOOATELCTBOM LLitara KarmdhopHs, A NoSBepaato,
4TO BbLLEVZIOKEHHaA MHAIOPVIBLWA SB/AETCH BEPHON.

Y[IOCTOBEPSHO COBCTBEHHOPYUHOW MO ACHHO U OGVLIAATIBHON MEHATHIO,

MAPW AFTOCTWHO
Hotapuyc naata KanmdopHus
Okpyr CaH-[Auero
~ JlnueHsus HoTapuyca Ne 2282380
“ CpoK MOWX NO/IHOMOUWNIA UCTeKaeT
23 mapta 2023 1.

Moogwes /nognuce/ (MeuaTtb)
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3TOT LOKYMEHT U €ro cofepxaHune ABnaTca co6cTBeHHOCTbI0 KOMnatiHH «nniomuHa, VHK.» 1 ee foYepHUX
KOMMaHuii («nnroMuHa») 1 npegHasHavyeHbl 415 UCMOAb30BaHMA 3aKa3uMKOM UCKIKUYUTENbHO Ha JOTrOBOPHOWA
OCHOBE B CBfI3V1 C MPUMEHEHMEM OMMUCAHHOIO (blIX) B HACTOALWEM AOKYMeHTe mn3genus(i), a He Ans UHbIX Leneit. He
fonyckaeTcs MCNOMb30BaHWe UM pacnpocrpaHeHne 3Toro JOKYMeHTa M ero CoaepXaHus B KaKUxX-1m6o UHbIX
Lensx u/unu ero nepepava, pasrnalleHve nUamM BOCNpon3BefeHNe COfepXaHnsa KakKuM-1m60 nHbIM nyteMm 6e3
npeaBapuTeNbHOrO MMCbMEHHOTO COrlacus KoMmnaHum «nntomuHa». JaHHbIA JOKYMEHT He npegycmaTpuBaeT
nepegayvy KomnaHuein «nntoMmnHa» Kakux-1mbo NnLeH3nii B COOTBETCTBMM C ee NaTEHTOM, TOBApPHbIM 3HAKOM,
aBTOPCKMMM npaBamMy UaM 06LIMMY 3aKOHOAaTe/IbHbIMU MpaBaMy, a Tak)kKe aHaflorMYHbIX NpaB Kakoi-nm6o
TpeTbel CTOpOoHe.

B Lensx rapaHTiu NpaBUAbHOTO U 6€30MacHOr0 MCMO/b30BaHUS ONMUCAHHOTO(bIX) B HACTOSALEM AOKYMEHTE
n3genus(id) KBanMPULUPOBAHHBIA 1 HagnexawuMm o6pa3oM MoArOTOB/EHHbIA MepcoHan 06si3aH CTPOr O CNejoBaTh
WHCTPYKUMAM, NpefCcTaBfeHHbIM B AaHHOM AOKyMeHTe. [epej MCnonb3oBaHUeM Takoro(ux) msgcnus(ii)
HEe06X0ANMO MOJIHOCTLID MPOYECTb W MOHATbL BCE COflepXXaHWe [aHHOT0 JOKYMEHTa.

YACTNYHO!: MPOYTEHUE N  HECOBMIOAEHUNE,MHCTPYKLUWUM MOXET MPUBECTWU
MOBPEXAEHWIO U3AENNA(N), TPABMUPOBAHWIO MEPCOHANA, B TOM YUC/E NOJIb3OBATENE
nnn apyrmx numy, W NOBPEXAEHNIO NHOITO UMYLLECTBA.

K
n

KOMMAHWA <NJNTNMIOMUNHA» HE HECET OTBETCTBEHHOCTW 3A HEMPABW/1IbBHOE
NCMONb30OBAHWE OMUCA!MOTO(bIX) B HACTOAWEM AOKYMEHTE WU3AEANA(A) (B TOM UYNCHE
EFO COC PABHbIX YACTEN WUV MPOFPAMMHOIO OBECMEUYEHUS).

B© 2017 Illumina, Inc. Bce npasa 3aliuLLeHbl.

Illiimina, Genetic Energy, MiSeqDx. Powered by Illumina, Praxis, TruSeq u ausaitH asnstoTca
3aperucTpUpPoOBaHHbIMN UK OXUAAOLUMMN perucTpaLuy ToBapHbIMM 3HaKaMu KomnaHum «nnomuHa, VIHK.»
u/vnn ee goyepnein(nx) komnanumn(in) B CLUA n/unn B gpyrnx crpaHax. Bce ocTanbHble Ha3BaHWA, NOTOTUMLI U
Apyruve ToBapHbIe 3HaKN ABNAKOTCA COOCTBEHHOCTLIO MX COOTBCICTBYHOLWUX BajeNbLeB.

[laHHOe n3genne MOXHO MCMO/b30BaTb B KA4eCTBE KOMMOHEHTa MeANLUHCKNX

MONEKYNAPHO-ANATrHOCTUYECKUX aHaIN30B, €C/IN 3TO pa3peweHo NPUMEHUMbIM O
3aKOHOAATEeNbCTBOM CTpaHbl. CaMo u3genue He obecneumBaeT Kakoi-nm6o
,D,I/IaFHOCTVIHECKVIVI pes3ynbTart, /(aHHOe n3genne BKNKOYaeT B cebs nonnmepasy P rom ega‘

GoTag® Hot Start npoussoac rea komnaHuu «Mpomera KopnopeiwH» (Promega Corporation) ans
pacrnpocTpaHeHus KomnaHwel «MnnrommHa, VHK.» no nnueH3mm KomnaHun «HpoMeia KopnopeiiH»
B cooTBeTcTBUM Cc naretamy CLUA NeNe 5,338,671 15,587,287 1 X COOTBETCTBYHIOLLMMMU
MHOCTPaHHLIMU MaTeHTamu.

NMPUMEYAHWME ONA NMOKYNATENA: OTPAHWYEHHOE NNUEH3NPOBAHWE

3a npefenamu CLUA ncnonb3oBaHune faHHOTO M3Aenus OCYLLeCTB/AEeTCA B COOTBETCTBMM C OAHUM unu 6onee u3
cnepytowmx nateHToB CLLUA 1 cOOTBETCTBYIOWMX NaTeHTHbIX hopmyn: 5,994,056 n 6,171,785. MpuobpeteHune
AaHHOK U3fenns BKIOYAET OrpaHnyeHHoe, He nojnexatiee nepegade cygebHoe npaso B COOTBETCTBUM C
BblLLeyKa3aHHbIMW NaTEeHTHbIMW OPMYynaMy Ha UCMO/b30BaHWe TOMbKO faHNOr0 KONMYyecTsa ngenus
NCKIUNTENbHO B 061acTW rapaHTUMM KayecTBa M KOHTPO/AA KayecTBa m3genuii n cnocobos B o6nactm
MeJULMHCKON ANarHOCTMKM in vitro, BKAOYas 6e3 orpaHuyeHunii cobnogeHve cneympukaymii, Y1CToTy 1
COOTBCTCIBME MEXAY CepusAMM, a TaKKe BKNHOYas OTUETbl O pe3ynbTarax JesTeNbHOCTU MOKynaTens B OTHOLWEHUN
onnatbl YCAYyr WK Apyrux KOMMepyeckux BOmpocoB. lNMepefaya npas B COOTBETCTBMU C KakKOW-nnb0o MHON
naTeHTHOI (OpMYynoil ABHbIM 06pa3oM, NOCPeACTBOM NPUMEHEHMA Ha NPaKTUKe WAU NOCPeACTBOM ANLEHNA Mpasa
BO3pPaXeHUs He fonyckaetcs. [na nonyyeHWs LONOAHUTENbHOW MHGOPMaLMM 0 NPUOBPEeTEHNN NNLLEH3NIA
obpalyaiiTech Ha cainT outlicensing@ lifetech.com nnm no agpecy: oTAen nNpefocTaBneHNs NULEH3NN, «Jlaind
TckHonopxus» (Life Technologies), 5791 Ban-AnneH-Baii, 1. Kapncbaa, wtaTt KanudopHnus 92008, CLLUA.
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11a6op peareHToB Praxis'Extended RAS Panel npegctaBnsieT co6oil Habop Ans KayecTBEHHOTO
onpegeneHus crtatyca 56 cneundmyeckux mytauuii reHoB RAS (KRAS (3k30HbI 2, 3 n4) n NRAS
(3K30HbI 2, 3 1 4)) MeTO40M CeKBENMPOBaHMWA HOBOFO MOKO/MeHWs B nNpobe reHomHon AHK uyenoseka,
Bbl4e/NeHHON 13 06pa3LLoB TKaHeil konopekTanbHoro paka (CRC), dhMKcMpoBaHHbIX B opmanuHe, v
3aK/1I0YeHHbIX B napaguHosble 6n10ku (FFPE) ana gnarHocTuky in vitro. 3ToT Habop npefgycMOTPeEH Ans
CEKBENUpPoBaHus Ha reHetTuyeckom cekEtoHatope MiSeqDx komHaEEWM UnntomuHa (Hllumina).

B faHHOM PYKOBOACTBE BK/HOUYEHbI 60/ee MOAPOGHbIE MHCTPYKLMMW, TEXHUYECKME TOHKOCTU U MOJMe3Hble
coBeTbl Ana BEBL 06yyatoLMxcs nonb3osarteseid, YTo6bl MOMOYL UM MPaBU/LHO BbINOAHATL NPOTOKON C
npumeHeHnem Habopa peareHToB Praxis Extended RAS Panel. 0 eio NPefnoXeHo B KayecTBe

JOMOTEEEHMAA 1 He flonxkHo 3aMeHaTh VEECEpYKLAO no MIMEECEH/EQ

HaGopbl npaiimepos, dJiankupywuue cneElncduueckne o6nactn, 8 Eenax RAS cogepxaEEwe myTauuu
rmépuansywtca Ea EcHomnyiw [JHK. Kaxpgwii o6pasey rcecomeeoii LHK npoTecTtuposaH c ABymA
nynamum npalimepoB, KOTOpble He3aBUCUMO G naHkupywT kaxaytw uenb [HK ¢ EEOcneaywouwei
pocTpoiikoin UCEEM W nurmposaHuem /ues GopmupoBaHua ob6pasuos [ HK, copepxauwux permoEEE>E
MHTepeca, ¢naEEknpoBaHHble nocnejoBaTenbHOCTAMMN yHuUBEpCanbHblX npaiimepos. Ncnonb3sys
npalimepbl MEEpekcupoBaHHble, nocTaBnfaeMegic s Habope, AHK o6pasubl 3atem amMEEJindpuunpywtcs B
HL P, cmeEEEuBaEoTcs B o4HY npo6bupky n cekEECHupylTca Ha reEEcTtnueckom cekseEEaTtopc MiSquX.
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A Mmbpugnyayms 0NNroHYKIeoTUAHbIX 30HA0B, AN onpedeneHns myTtauuin RAS
(kaxgyto uenb VK HesaBMcMMO hnaHKUPYHOT fBa Ny/a npaimepos)
B DNIoHTaumMa 1 nur nposaHue
C MpucoeanHeHne NHOEKCOB M afianTepoB AN CCKBEHUPOBAHUA C NOMOLLbIO
nup
D KoHeYHble aMHIMKOHbI, TOTOBbIe K CEKBEHWPOBaHUIO HA reHeTUYeCKOM

cekBeHaTope MiSeqDx

Mpouecc paboTbl ¢ Habopom peareHTOB Praxis Extended RAS Panel MOXHO KpaTKo onucatb
CneayroLwmmMmn cTagnaMu:

COwaHnc paboyerd KUKMa

Mpexae BCero co3faroT paboumnii umkn. FeHeTnyeckuii cekseHatop MiSeqDx mncnonb3yeT MHPopMauuto
0 paboyem UMKe ANA MAEHTUDMKALMM KaXK 40K o6pasua M eMy COOTBETCTBYHOLIMX UHAEKCOB.

YTo6bl co:wath pabounini uukn, ncnonb3ytoT nporpammy Local Run Manager n Mogynb aHanu3a gaHHbIX,
NoNyYeHHbIX C NpMMeHeHMeM Habopa peareHToB Praxis Extended RAS Panel. B 3T0T Mofynb BBOAAT
HasBaHuWe obpasua U MHAekcbl Ans 96-nyHoUHOro nnaHweta. C MOAYNS MOXHO pacnevyaratb CXemMy
HaHeceHMa Ha NAaHLWeT U UCNO0/b30BaTh 3Ty UH(OPMaLMi0 418 NOCTAHOBKM peakLuun B NiaHLWeTe BO
Bpemsi paboyero npouecca.

MpT otoB. icHiie 616. iuoick’
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BnbnmoTekn roToBsT, ncnonb3ya nNpoTokKon, I'IO,quﬁHO OMUCaHHbIN B JaHHOM PYyKOBOACTBE
nonb30Ba rens.

CcK'BcimpoBaiinc o6pawoB na npubope icHernyeckT! cekBeHaTtop MiSe<|)\

BnbnuoTteka, NpUroToBfeHHasa ¢ NpuMeHeHnemM Habopa peareHToB Praxis Extended RAS Panel
CEKBEHUPYETCH Ha reHeTUYecKoM cckeeHaTope MiSeqDx MeTOA4OM NapHO-KOHLEBOro yYTeHus, 141 umkn
C ABOWHbIM UHAEKCMPOBaHMEM. VIHCTPYKLUKM MO BbIMOMHEHUIO Ppaboyero Lukna cCeKBEHMPOBaHWA Ha
reHeTM4yeckom cekseHatop MiSeqDx cM. B JOKYMEHTe CnpaBo4YHOe PyKOBOACT BO npubopa
reHeTUYeCKmnii CEKBEHATOP MiSeqD x (gokymeHT Ne10(FO 000021961).

JIBTOMa rnyc'ckoe cekBenupoBanne nana.T i nanHbiX

Mogynb aHanu3a gaHHbIX, NOMYYEHHbIX C MOMOL b0 Habopa peareHToB Praxis Extended RAS Panel
obpabaTbiBaeT HYKNEOTMAbl, CTEHEPUPOBaAHHbIE HA TFeHeTMYeCcKOM CcCkBeHaTope MiSeqDx.3T0
BCTPOEHHOE MporpamMMHoe obecneyeHne npubopa. Mogynb aHann3a BblgaeT NOAPOGHYIO UHGOpPMaLMIO,
MOKa3blBalOLLYI0 Hanuyme B 06pasuax Kakon-nmbo m3 myTauuid, BKIKOUYEHHbIX B aHann3 no Habopy
peareHToB Praxis Extended RAS Panel. lononHuTenbHy0 u}lopmaunio no aToMy nporpaMmMHOMY
obecneyeHnI0 CM. B pasgenax CnpasouyHoe pyKOBOACT BO K FeHeTMYECKOMY cekBeHaTopy MiSeqDx
«MporpamMmmHbll Mmogynb Local Run Manager» (gokymeHT Nel ())0000()11880) U PykoBOACTBO
cnpaBoyHOe ANna nporpamMmHoro obecnevyeHns Local Run Manager gna moayna aHaT 3a Praxis Extended
RAS Panel (gokymeHT N21000000011875).

KomnaHus «/inniomMuHa» npeanaraet cnegyrolme cpeacTea oTcnexnsaHus 06pasyoB 1 ynpasneHns B
nabopatopuu:

®opma Lab Tracking Form mMoxeT 6bITb MCNOMb30BaHa 415 perne rpauum Takol MHGopmaunu, Kak
nMa onepatopa, MH(opmayms 06 obpasue M MHAEKCE, BPEMA Havyana M OKOHYaHWs, HoOMepa napTuii
peareHToB U LU [ pUX-KOfbI.

Mogynb ang aHanusa JaHHbIX, NOMYYEHHbLIX C NOMOLLbIO Habopa peareHToB Praxis Extended RAS
Panel ncnonb3yetca ana cosfaHus paboyero uukna. Mogynb obecneyvBaeT npoLeccbl 4ns

pet ucTpauun napameTpoBs nnaHlieTa 06pasLoB, HanpuMep, TaKMX Kak, HavMMeHoBaHue obpasua u
LBOVHble MHAEKCHI, MPUMeEHSEMble B paboyem LUKIe.
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3TOT pasgen CoLepXUT UHGopmaLmnio o coctaBe Habopa peareHToB Praxis Extended RAS Panel,
MCNO/b3yeMbIX PaCXOAHbIX MaTepuanax u 060pyfoBaHWUM, PeKOMEHAALUN N0 KONNYECTBY BHOCUMO
OHK 1 npakTuueckue pekoOMeHAaLMu No UCMOHEHWIO 3TanoB NPOTOKONA.

Habop peareHToB Praxis Extended RAS Panel (Ne no katanor>'20012431) cofepXuT cnegytouine
KOMMOHEHTbI. XpaHWTe KOMMNOHEHTbl Habopa peareHTOB MpPuW yKa3aHHOW TemnepaType B
NpefyCMOTPEHHbIX Npe-aMNAnpUKaLNoOHHOK 1 NocT-aMnNandunKaLMOHHON 30Hax.

B cBA3u C TeM, 4UTO peareHTbl, UCMO/bL3YEMbIE 40 W Nocne aMI'II'II/I(bVIKaLI,VIVI, noeTaB/AKTCA BMEETE, BaXXHO
MX pacnakoBaTb B I'Ipe-aMl'IﬂI/I(*)VIKaLI,VIOHHOVI 30HE na6opaTop|/||/|, a 3aTEM NepeHecTn peareHThbl,
ncnonb3yemble nocne aMI'I]'II/I(*)I/IKaLI,VIVI, B Haf/exauiee MeCTo XpaHeHuAa B I'IOCT-aMI'II'IVI(*)VIKaLI,I/IOHHOVI

30He.

Kopobka 1A: PeareHTbl npe-amnauukaunn

KomMnoHeHT KonunyectBO

bytep ana 1 npobupka
rnépugusauun

(Hybridization

Buffer)

Cwmecb ana
yanuHHeP! usa-
NNTMPOBaHNA
(Extension-Ligation
Mix)

npobupka

11paiivepsl
VHLEKCUPOBAHHbIE
nns501)-H
(1508) (Index
Primers A (A501) -
H (A508))

Mpaiimepsl 1 npo6upka
WHAEKCMPOBaHHblE 1 Anf KaXKAoro

1 npobupka
NS KaXAoro
npainmepa

(A701)- 12 (A712) npaiimepa
(Index Primers 1

(A701)- 12 (A712))

MUP nonnmepasa 1 npo6upka
(PCR Polymerase)

Cwmecb gna MNupP 1 npo6upka

(PCR Master Mix)

3anonHseMbl i

00beM
4,32 mn

4.8 mn

192 mKn

128 mKn

56 mMKn

2,8 mn

AKTUBHbIE NMHTpeaANEeHTDbI

BoaHblil 6ydhepHbIil pacTBoOp,
cofepxauwiuii conu n hopmammng

BopaHblit 6ydhepHblil pacTBop,
cofiepXalnii NaTeHTOBaHHYHO
cvmech AMNK-nonnmepas, AHK-
nirasbl n
[e30KCUHYKNeoTuaTpudocthaTos
(dNTP)

Mpavimepbl gns MLP ¢
NHAEKCHBIMYU
nocnefoBaTeslbHOCTAMU 1
afjanTepamu cekBeHVWpPOBaHMSA

11paiimepsl gns ML (P e
NHIEKCHbIMU
nocnefoBaTeNbHOCTAMU U
ajantepaMmun CEKBEHWPOBaHMWS

MateHToBaHHaa AlMK-nonnmepasa

BogHblil 6ydepHbIi pacTeop,
cogepxauwmit conu n dNTPs

Kopo6ka 1B: PeareHTbl An1a nocT-amnanukaymm
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XpaHeHne

-25 °C - -
15°C

-25 °C
15°C

-25 °C - -
15 °C

-25 °C
15 °C

-25 °C
15 °C
-25 °C
15 °C



3aHoNnAeMblH

KoMnoHeHT Konunyectso JNIK'| sBHbIE MHTpeaneHTbl XpaHeHue
06bem

PasbasuTenb gns npobupka 4,6 mn BogHbIi 6ythepHbIit -25
passegeHns 6ubnnoTeK Npw pacTBOp, COAepXaLlLmnii 15
Hopmanu3auun (Library COJIN, 2-MepKanTo3TaHoN U
Normalization Diluent) thopmamug
Bythep Ans passefeHus 2 npobupkn 4,5 mn BogHblil 6yhepHblii -25 °C
6nbnuotek (Library pacTsop 15 °C
Dilution Buffer)
KOHTpPOMb BHYTPEHHMIA npobupka HKOMKA BopHblit 6yepHbIit -25 °C
PhiX (PhiX Internal pae IBOp, cogepxxalyni 15 °C
Control) reHomHyto AHK PhiX

Kopo6ka 2: Pcal cHTbI A9 nocT-amnandukawmm
KomnoHew KonnyecTtso Copepxxumoe XpaHeHue
KapTpugx 2 KapTpuaxa KapTpuax oAHOKPATHOro NpuUMeHeHus, -25°C--15°C
MiSeq™ Dx SBS COflepXXalLnin peareHTbl 418 06pa3oBaHus
v3 (MiSeg™"’ Dx KNacTepoB W CEKBEHMPOBAHUA ANA
SBS Cartridge NPUMEHEHWNS C TeHETUYECKUM CEKBEHATOPOM
v3) MiSeqDx, B TOM yucne gpopmamug, 2-

mMepKanToaTaHon n <2% AMCO
Kopo6ka 3A: PeareHTbl gna npe-amnanpukaunm
3anonHsemblin
KoMMNoHEHT KonnyecTtso obbem AKTUBHbIE UHTPELNEHTHI XpaHeHue
1 dnakoH 24 mn BogHblil 6ytepHblit pactBop, 2 °C -

Bytdep Ans MHTEHCMBHOM cofepxawuii conu, 2- 8 °C
OTMbIBKY (Stringent Wash MepKanTo3TaHoN U
Buffer) thopmamup,
Bythep yHuBepcanbHbIi, 1npobupka 4,8 mn BogHblil 6ydepHbiid pactBop, 2 °C -
npomMbiBOYHbIV (Universal cofepxawmii conn 8 °C
Wash Buffer)

Kopo6ka 3B: PeareHTbl An1s nocT-aMmnangukaymu

3anonHsaemblin

KoMnoHeHT KonnuyectBo 06BeM AKTUBHbIE VUHTPELUEHTHI XpaHeHue
MwukpoyacTuubl A4ns 1npobupka 5 wmn BogHbIli 6ydepHbIil pacTBop, 2°C -
oumncTkn NLLP- cofepxaliuii TeepfodasHble 8 °C
HpogykToB (PCR Clean- napaMarHUTHbIE YacTULbl U
Up Beads) NOSIN3TU/IEHTINKONb
PacTBop MpoMbIBOYHbIA 2 Npobupkn 4,8 mn BogHbli 6ydepHbIil pacTBop, 2°C-
4ns HopManusauuu cojepxatiunii conu, 2- 8

6ubnunotek (Library
Normalization Wash)
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MukpoyacTuubl ana 1npobupka 1,2 mn BogHblil 6ydepHblii pactBop, 2 °C

6ubnnoteku (Library cojepxawinii TBepaodasHble 8 °C
Beads) napamarHuTHble rpaHynbl

Aueiika NpoTOYHasn CTeKknsHHaa nofanoxka c 2°C
MiSeq™ Dx (MiSeq™ 2 1 npoToyHas KOBa/IEHTHO CBA3aHHbIMM 8 °C
Dx Flow Cell) pesepByapa  Aueiika ONUFOHY KNCO rnaam v

Kopo6ka 4: PeareHTbl 41 NOCT-aMHAUGUKaLWUN

3anonHAeMbIi AKTUBHbIE

KoMiioiieiii KonnuecTtBo XpaHeHue
06bem WHTPEeANeHThI

Bythep MiSeg™ Dx SBS (PR2) 2 (hnakoHa 500 mn BogHbiii 6ytepHbiii 2 °C
(MiSeg”"™ Dx SBS Solution pacteop 8 °C
(PR2))

Kopo6ka 5: PeareHTbl Ana npe-amnangukaymm

' 3anonHsemblin - A |

KomMnoHeHT Konnuyectso obben AK'THBHbIE UHTPEANEHTbI XpaHeHue
MnaHwert 2 nnaHweta 1M MonunponuneHoBbI 15°C-
hUNbTPOBasIbHbI MUKponaaHweT ¢ membpaHoii 30 °C
TruSeq'™ Custom 13 MOAMAULNPOBAHHOTO
Amplicon Dx (TruSeg"» nonnagumpcynbhoHa
Custom Amplicon Dx
Filter Plate)

Kopobka 5: PeareHTbl A4 nocT-aMHAMduUKaLmm
KoMnoHeHT Konnuyectso 3anonHsemblii AKTUBHbIE XpaHeHue

00beEM HIH pegneHThbI

byep ans antoynn (Elution 1npobupka 4,8 mn BogHblii 6ydepHblii 15 °C -
Buffer) pacTeop 30 °C
Bbyep ans xpaHeHus 1npobupka 3,5 mn BogHblin 6ydepHblii 15 °C -
6ubnunotek (Library Storage pacTsop 30 °C
Buffer)

Kopobka 6: PeareHTbl ana npe-amnangukamm

3anonHsemblin

KoMnoHeHT KonunyecTBo 00BCM AKTUBHbIE NHTPEAUNEHTHI XpaHeHune
11yn npaiimepos A 1npobupka 150 mMkn BogHblli 6ydepHbIiA pacTsop, -25 °C - -
(Oligo Pool A - cofepkaLiuni 15 °C
Extended RAS) OJINTOHYKNEOTULbI,

Hale/fieHHble Ha reHbl RAS
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Myn npaiimepos B 1npobupka 150 mKn BogHblil 6yhepHbIil pacTBop, -25 °C
(Oligo Pool B - cofepxaliui 15 °C
Extended RAS) ONUTOHYKNeoT g bl,

Hale/fieHHble Ha reHbl RAS
Mpaiimepbl 4 npobupkn 75 MKn BogHbln 6yhepHblii pacTBop, -25 °C
KOH rposibHble AnA coaepxawymii 15 °C
nposepkn Kayectsa (QC OJIUTOHYKNEOTUAbI 415 OLEHKN
Primers) KavecTBa obpasua AHK
AMNK koHTponbHas Ws  1npo6upka 220 MKn BogHblii 6ythepHbIil pacTeop, -25 °C
nposepku kayectsa (QC cogepxauinin reHomHyto AHK 15 °C
Template) 4N19 OLleHKM KauyecTBa 06pasua

OHK
Cwmecb gna 2 npobupkn 1 wmn BogHblin 6ythepHblil pacTBop, -25 °C
KonmyecTBeHHoM MLIP COfEepXKaLlnii KOMMOHEHTHI 15 °C
(gPCR Master Mix) peakuun KonmyecTBeHHOW MLUP
bnbnnoTeka npobupka 8 MKn BogHblii 6ythepHbIil pacTBop, -25 °C
KOHTpo/nbHaa RAS cogepxawuin reHomuyto AHK 15 °C

(Panel Control -
Extended RAS)

4751 MOMOXM FCIbHOTO
KOHTPONS

10 N NaOH (oT0BST 13 TabNeTOK MM MCNOMb3YIOT CTaHLAPTHLINA pacTBop)

Bygep TE

Boga, cBo6ogHas ot PHKa3/AHKa3

PeareHTbl

10 N NaOl 1(roTtoBAT n3 TabneToK WAM NCMOMb3YIOT CTaHAapPTHbIN pacTBop)
JT1aHon, 200 ana mMonekynsapHoi 6uonoruu

bygep TE

Boga, cBo6ogHas ot PHKa3s/AHKa3

Mpubop leHeTHUCCKNH cekBenaTtop MiSegDx, Ne no katanory DX-410-1001
TruSeq® Index Plate Fixture Kit, Ne no katanory EC-130-1005

TruSeq® Index Plate Fixture & Collar Kit, Ne no karano!y EC-130-1007

O6opynoBaHMe M Marepua-3bl 419 HOATOTOBKH A0 amH 111(|)HkauHH

1 PeareHTbl And BblgeneHns v ounctkn AHK — gononHuTenbHyo nHdopmauuto
06 BbigeneHns AHK cMm. B MHCTPYKUMU NO NPUMEHEHUIO.

2 TepmM0610K — HEOO6X0AMM OAMH TepMO60K Aas 96-NYHOUYHOrO naaHweTa 4ns
MUP. Tepmo6nok fomkeH o6nagatb CAefyloWMMM TEXHUYECKUMU XapaKTepncTukamum.
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Heo6x04MMO MCNoNb30BaTh TEPMOGIOKM C HAarpeBaeMbIMN KpbILLKAMW.
[vana3oH TemnepaTtypbl: KOMHaTrras temneparypa +5 °C - 99 °C
PerynuposaHue temneparyp!,!: £0,1 °C rrpn 37 °C; £0,4 °C npu 60 °C

3 TepmocTar Ana o6pasyoB — HE0OXOAUM OAUIT TepMOCTAT (TepMOCTaT And
rmépmansaunn). TepmocTaT/u rKeH 06n1agaTb CeAyOWNMN TEXTTUYECKUMIN XapaKTepucTukamm.
AwnanasoH Temnepatypsl: 10 °C - 100 °C
PerynuposaHue temnepatypsl: £0,2 ®C

4 Hacronbunasa ueHTpudyra - Heobxoanma oarra HacTosibHas ueHTpudyra. (4/ra
nocTaMnIMUKaLMOHITON 30HbI TpebyeTca oThenbHasn). Mpuemnema Jobas LeHTpudyra ans
MNarHrreToB, rrO3BO/MIAOHLLSA 4OCTUYb CKOPOCTEN, YKasarrrrbix B rrpoTtokose (oT 280 go 2400 x g).

3 MukKpoueHTpUpyra — ofgHa mukpouerrTpudyr a A LeHTpUgyXHbIX
MUKPOTFTPOGUPOK.
b Mpeyn3noHHbIe NUNETKN — Heo6X0AMM OfUH KOMMEKT BbICOKOTOUITbIX

rrurreTok. (A,ra nocTamMnanMuKaLMoHHON 30HbI TpebyeTcs OTAeNbHbIA Habop MMNeTok).
Mc!!Onb3oBaHmMe NpeLm3noHHbIX MUNETOK HEOO6X04MMO Ara 0becneyeHns TOYHOro B!leceHns
peareHToB W nuccnegyembix 06pasLoB. Mox!ro MCNonb30BaTb OfHOKaHa/bITbIe LMK

MHOTOKaHa bHble NUMETKN MPW YCNOBUWN WX PCTY;TAPHOV KanMbpoBKWU ¥ TOUITOCTM B npegenax 5%
yKa3aHHOro o6bema.

7 PonnkoBoe unv KNMHOBUHOE Ye3pOoiCTBO ANA 3aneyvyaTbiBaHWSA NNaHLWETOB —
PONMKOBOE WM KWUITOBUAHOC YCTPOWCTBO ANA 3amneyaTbiBaHWS FUrarrietos Heo6xoanmMo ans
3anevaTbiBarrus MHKporrjrarrmcroB.

5 PacxogHble marepunanbl — Heo6X0AMMbI CnefyloLLMe pacxogHble MaTepuansl.
96-1yHOUYHbIe NAW 384-1yrroyrrbiC OrNMYecKne naaHweTbl U naerrkn gnsa MLUP
96-/IYNOUNBbIC MELLHCTH! 4/ MILP ¢ to6koit, 0,2 M, u3 MOINHpONANeHa nnn SKBYVBane!! TNbIC
96-ny1!OUY!1ble nnarwrcrbl Als xpaHeHus, 0,8 mn (nnaHuretsl MIDI)

r 11PUM1 Y1111
Y6enutech, 4to 96-1yHOUHbIA NAarireT Xopowo NOoAXOAMT K MarHUTITOMY HNaTUBY.

Cdurrbl Ha BoceMb npobupok gns MLP
BaHHOUKa (jlotok) ans pacTBopoB, MBX, cBobogrreiii o1 PHKa3/AHKas
YchoiicTBO 419 TEPMUYECKOTO 3ameyaTbiBaHUS MUKPOTUraHLLIETOB

rf HPIHIMI YALLIW
Mpu OTCYTCTBWM YCTPOICTBA /15 TEPMUUYECKOTO 3anedarbiBaHUsi MAKPON/IarrrrreToB
MOXHO MCMO/b30BaTh afjre3nBHYH Nierrky u3 aJllOMUHMEBOi honbru.

ApfresvnBHas nnerrka u3 aJlloMmmHmeBoi onbru
Mopxopawne HneHkn ana NLP-nnaHweToB
Hakorreurrukv gns nuneTok ¢ aspo30/ibHbIM (OUIbTPOM

O6opy nosarmHe m \ratepHanll licno.ll,3ycmr,!lc nocne a.mrrnHd rrkayrt

1 96-nyHOUYHaa nnu 384-nynoyHas cucrema geTeKTupoBaHusa gna
KONMYECTBEHHOIW NonumepasHoi LeHHoW peakumu (MLP) B pexume peanbHOro BpeMeHHU
Heo6xo4MMa 0fHa cucTema AeTeKTMPOBaHUS AN Konudecterrrroil MLP B pexxume peanbHOro
BpemeHn. CncTeMa AO/MKHA MMETb Har peBaeMyto KpbILWKY U nogaepXuBatb 96-n1yHOUHbIA unn 384-
NYHOYHbIA hopmaT 1 06nafath CNeaywuMn TEXHUYECKUMIN XapaKTepuCcTUKaMu..
* MuHUManbHbIA gnanasorr Temnepatypr,r: 37 °C - 95 °C
' louHocTb/ogHOpOAHOCTL: 0,5 °C

Kpacutens: PAM

2 TepmouuKiep — HEOOXOAUM OfMH TepMoLUMKIep. TepMOLUKIEP AO/MKEH UMETb
HarpesaeMyto KpbITITKy v 06Jragatb crefyoWwmMmy TeEXHUYECKUMU XapaKTePUCTUKAMU:
MWHWUManbHr, A gnarrasoH KoHgonsa Temnepatypbl: 4 °C - 99 °C
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To4yHOCTb KOHTpONA: £0,3 ®C

OnTuyeckas nNpoknagka Ans KoOMnpeccuu — onTuyeckas NPoknagka ans
KOMMpeccun pekoMeHAyeTcs 1S 06ecneyeHns Hagnexalleid TeMmnepaTypbl MAEHKU MEXAY
TepMouuKnepom Ans MUP v peakUMOHHbIMY NAAHLLIETaMM MPU UCMOMNb30BaHUN KNEALWMXCS NIeHOK
ANS NNaHLIEeTOoB.

L elikep ana MmukKponnanweToB — A1 paboTbl B HOCTaMNAN(PUKALUOHHON :HOHe
nabopatopun Heo6X0AMM OfMH LUeiKep NS MUKPOMMAHLIETOB, LieiiKep AN MUKPOM/IaHLWeToB
[JomKeH 06n1afath cnefyWUMM TEXHUUYECKMMU XapaKTepucTukamu.

MakcumanbHas ckopocrb rnepeMelunaHums; 3000 06/MuH
[vnana3oH ckopocTu nepemelwtnsaHus: ot 200 go 3000 06/MuH

HactonbHad uUeHTpudyra- HeobxoAMma OfHA HacTOMbHas LCTpudyra.
(OTpenbHas ueHTpudyra Tpebyetca Ans npeamMHAMKBMKALWMOHHON 30HbI). [lMpuemnema nto6as
LeHTpUdyra /W nnaHWeToB, MNO3BONAOLLAA OCTAYL CKOPOCTEN, yKasaHHbIX B MpoTokone (0T 280
[0 2400 Xg).

Tepm06/10K — HE06X0AUM OAWH TepmMo6NOK AN NpPobupoK. TepmMoBIOK AONXEH
06nafaTh CMefyOLWUMN TEXHUYECKUMUN XapaKTePUCTUKaMMN.
[Avana3oH TemnepaTypbl: »5 ®C- 99 °C
Pwynuposanuc temnepatypsl: 0,1 °C npu 37 °C; £0,4 °C npu 60 °C

MarHuTHbI/ WTaTUB  HEOBXOAWUM OAWH MarHUTHbINA WTaTMB AN 96-1yHOUHOIO
nnaHweTa. Jlyylas BOCNpPOU3BOAMMOCTL OTMEUEHA MPY PAcMoOXEHNU MarHUTOB COOKY, a He Ha
AHe LiTaTuBa.

Mpeun3noHHble NNHErKN — Heo6X0AMM OfWH KOMMNEKT NPeLU3NOHHbIX
nuneTok. (Ans paboTbl B npeamMnangnKaynoHHON 30He TpebyeTcs OTAENbHbIA KOMMIEKT).
Mcnonb3oBaHWe MPeLn3noHHbIX MMHETOK HEOBXO0ANMO Ans obecrneyeHnss TOYHOTO A03MPOBAHUA
BHOCMMbIX peareHTOB M UccnefyeMbix 06pa3uoB. MOXHO UCMOMb30BaTb OAHOKAHANbHbIE WK
MHOTOKaHabHble MUNETKU MPW YCNOBUW UX PETYNAPHON KafMOGPOBKU U TOMHOCTM B npeaenax 5%
YyKa3aHHOro 06bema.

MpuHagneXXunocrH AN icnb-anektTpodopesa HeobXo4MMble NPUHALNEXHOCTU
n npnbop ana 'anekTpodope:” [OMKHBI COOTBETCTBOBATH METOAMKE OKpalLWBaHWUA Ans
Bu3yanusauun npogykrtos MNLP B rene.

10 PacxogHble MaTepuanbl — HEOOXOANMbI Cneaytol e pacxogHble MaTepuasi.
96-nyHOUHble NnaHweTbl ang ULP ¢ 1o6koid, 0,2 M, N3 HONMMHPOHWU/EHA UMW 3KBMBANIEHTHbIE
96-NYHOUHbIC NNaHWeTbl Ans xpaHeHus, 0,8 mn (nnaHwetsl MIDI)

11PMM1.4111111

r Y6enutech, 4To 96-1yHOUHbIM NNaHWeT XOPOLWO NOAXOAUT K MAarHUTHOMY LUTATUBY.

2-4%-HbIi1 arapo3Hblii renb Ha Tpuc-6opatHom 6ydepe (TBE)

Mapkep monekynapHoii maccel AHK 100 H. o.

Kpacutenb ana HaHeceHusa OHK Ha renb

* KoHuyeckne npobupkn emkocTbio 15 Mn

* LleHTpUdY>XHble MUKPONPOOBUPKU

* C Tpunbl Ha BoceMb npobupok ans MLUP

N BaHHOYKM (N0TKKM) Ans pacTBopoBs, u3 MBX, cBobogHblie oT PHKa:A/HKas3
* Kneawuneca nneHkKn 414 3anevyaTbiBaHUA MAaHLLIETOB

N HaKOHEUYHWKM AN NUMETOKC a3po30/ibHbIM PUNLTPOM

MeTog MLP yacTo ncnonb3ytoT B nabopatopumn A8 aMnanpukauny onpeseneHHbIX
nocnegosatensHocTel AHK. Mpu HecobntoaeHMM Hagnexalwunx npasun paboTbl B nabopatopuu
npofaykTbl MUP MOryT 3arpsisHaTb peareHTbl, Mpubopsl 1 06pasybl reHomHol AHK, uTo npuBoanT K

JokymeHT Ne 1000000037191 vOO
O>1 NTNANLIOCN'NK IN VITRO
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PykoBofcTBO cnpaBoyHOe K Habopy peareHtos Praxis Extended RAS Panel

HenpaBWbHbIM 1 HEAOCTOBEPHLIM pe3y/ibTaTaM. KoHTaMuHaums npogyktamu WLLP MoXeT npuBecTu K
3a/lepXXKe UM npekpalleHnto paboTsl NabopaTopun.

Y6eauTtech, 4To nabopaTopus opraHnsosaHa Hagnexawum o6pasom, YToObl YMeHbLaTb PUCK
KOHTaMuHauun npogykramu MLP:

®N3MYeCKH pasfesiHIC HPC- H MOCTaMNANMUKALNOHHYIO 30HbI

Na6opaTopHble NOWAAM, TAe BbIMOAHAT NPOLECcChl NOAFOTOBKM 06pa3LoB K aMnanguKaumm
(BblA€NEHNE, KOMMUECTBEHHOE ONpejeneHue 1 HopManusaumsa AHK), LomKHbI 6bITh OTAENEHbI
0T Na6opaToOpHbLIX NOWaAeid, r4e BbIMOMHAT NPOLECCh Nocie aMnanpUKaLum.

[ns NPOMBIBKM NOTKOB, UCMO/Ib3YeMbIX 40 W Nocne aMnanguKaLnm, HUKOTAa He UCMOoNb3yiiTe
OfHY U TY e PaKOBUHY.

HwnB KocMm cnyyae He I/ICI'IOI'II:3yI71Te OflHY N TY e CUCTEMY OYUCTKWK BOAbI AN npoueccoB
noawroBkKn K aMI'I!'IVIqJVIKaLWIVI M BbINMONHAEMbIX Mocne aMI'IJ'II/I(*)I/IKaLI'I/II/I.

XpaHuUTe BCe UCMO/b3yeMble B MPOTOKOMAX PACXOAHbIE MaTepuasbl B NpCaMninguKaLnoHnoi
30HE U M0 Mepc HeoGXOLMMOCTYU MEPEHOCUTE WX B MOCTAMMAN(PUKALUOHHYIO 30HY.

Mcnonb3oBaHue cneunasbHOro 060pyf0BaHNSA U PACXOHbIX MaTepuanos

BbigennTe nosHble KOMMNNEKTb 060pYA0BaHUA U PACXOAHbLIX MaTepuanos (MUNeTKMK,
LeHTpugyru, TepmocTar, TEpMOBNOK U T. 4.), CNELMansHO NpegHasHavyeHHble 418 NpoLeccos,
BbIMO/IHAEMbIX [0 U NOCNe aMNInpUKaLUM, N HN B KOEM CllyYae He UCMOJb3yiNTe OfHU U Te Xe
KOMMNIEKTbl ANS pa3HbIX MPOLECCOB.

BbI,CI'F,‘l'II/ITe cneunanbHble 30HbI XpPaHEHNA (XOﬂO,qMﬂbHVIKM N MOPO3UNIbHbIE KaMepr) ana
XPaHeHUA pacxoaHbIX MaTepnanos, NCNOMb3yeMbIX A0 N Nocne aMI'I]'II/I(*)I/IKaLLI/II/I.

B cBsI3n C TeM, UTO peat eHTbl, UCMO/Ib3YyeMble [0 W MOC/e aMnN(pUKaL K, NepeBo3sT BMECTE, BAXHO
pacnakoBaTb peai eHTbl B MpeamnanmKalLMoHHOW 30He 1a6opaTopuu, a 3areMm MepeHecTy peareHThl,
UCMONb3yeMble Mocne aMnauduKaLun, B Hagnexatlee MecTo XpaHeHus B HoclamnangukaymoH! ol
30He.

[ns npepoTsBpalleHns KOHTamuHauum npoayktamu 1P BaxkHO pa3paboTaTb nabopaTtopHble
CTaHAapTHble OMepauroHHble NpoLeaypbl M CnefoBaTb NpaBunaM Hafgnexalleir 1abopaTopHoOi
npaktTuku. Komnauusa «AnnommHa» peKoMeHAyeT NpOoBOAUTL eXXeAHEBHYIO U eXXeHefeNlbHYI0 BaXKHY0
y60pKy nabopatopHbix nomeleHnii 0,5%-HbIM pacTBopoM runoxnoputa HaTpusa (10%-Hbim
oTbennBaTenem).

I 111M;1Y111>] KA1, 11111

i UToGbl MpesoTBParuTb gerpajaunto uccnegyemoro obpasua Uim peareHTa, nepes Hadyanom
n6oro npotecca paboTbl y6eaUTECh, UTO BCE Napbl MOILLEFO PacTBOPa MOMHOCThIO
YNeTyunnce.

FlkeTeBHasA BnaxHaa yb6opka npeamllnmdukannOlnio ll nwbl

ExefHeBHas BnaKHas y6opka npeamnanduKaLMoHHoR 30Hbl 0,5%-HbIM pacTBOPOM FMMOX10puTa
HaTpusa (10%-HbiM OTGeNMBaTeieM) NOMOraeT YCTpaHUTb NPoAyKThl MLLIP, KOTopble MOr/M NonacThb B
npcamnanduUKaLMOHHYO 30HY.

OnpegennTe npeamnanuKaLnOHHbIE 30HbI, NPeACTaBNAOLWNE HAMBONbLINIA PUCK KOHTaAMUHALMUK, U
npombiBaiTe 3TK 30HbI 0,5%-HbIM pacTBOpOM runoxnoputa HaTpus (10%-HbiM 0TGennMBaTeNem) Ao
Hayana N bbIX NpoLeccoB NOAroTOBKM 06pa3LoB K amnan@ukaymm. 30Hbl BbICOKOTO puUcka Mor™t
BK/IIOYaTL CnefytoLee:

Pabouyve NoBepxHOCTU CTONIOB
[BepHble pyyku
Pyuku fBepLbl X0N04NNbHUKA/MOPO3UIBHOWN Kamepbl
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MbiTb /1A KOMMblOTEpPA
Knasunatypsl

1'//Kcrvesllvm B.1axkman yb6opka 1locramnnl|hmkar1011non 30HbI

YMmenbineHne Konu4yectTsa npogyktos MLP B nocraMmnangukaLuMoHHON 30He MOMOraeT CHU3UTb PUCK
KOHTaMuHaLMn B nNpeaMninduKaLMoHHOW 30He. [N JOCTVKEHWS 3TON LeNn HYXXHO BbIMOMHATb
eXeAHEeBHYI0 BNaXHYI yH6OpKy noctamnindukaymoHHoR 30Hbl 0,5%-HbIM pacTBOPOM FMNOXaopuTa
HaTtpua (10%-HbiM oT6enmBaTenem).

Onpegenurc HoctamnaudukaumrorHsie 301111, npeacTasnaowme Han6ONLLINIE PUCK KOHTAMUHALK, Y
eXeAHeBHO MpoMbIBaiTe 3Tn 30HbI 0,5%-HbIM pacTBOpOM runoxnoputa Hatpus (10%-Hbim
oT6enmeatenem). 30Hbl BbICOKOIO PUCKa MOT'YT BKHOUATb Cnedytollee:

Tepmoumnknepsl

MecTo paboTbl ¢ amnanduymposaHHoi AHK Ha paboyem cTone
[BepHble pyyku

Pyuku gBepLbl X0N04MAbHUKA/MOPO3UIbHOW KaMepbl

MbiWwb Ana KomnboTepa

Knasnatypbl

I"./keHege. 1bLL B.LUI/KHan ybopka Bcex nomeTeHuin .iaboparopim

Pa3 B Hefento NMPOBOAUTE TLLATENbHYIO BAAXHYH Y60PKY 30H paboTbl 40 W nocne
amnangukaunn 0,5%-HbiM pacTBopoM runoxnoputa Hatpusa (10%-HbiM oT6envBaTenem).

MpoTupaiiTe BCce paboyne NOBEPXHOCTW CTONOB U N1abopaTopHbIe MOBEPXHOCTH.

MpombiBaiiTe BCE MHCTPYMEHTHI, He MOAMEXallne eXeJHEBHON NPOMbIBKE.

TwaTensHO BbIMOITE MOAbLI B NabopaTopuu.

Y6epmTech, 4TO NEpCOHan, OTBETCTBEHHbIN 3a eXeHeAenbHY yBopKy, nmeet
Hajnexalwyt noAroToBKY HO NPeAOoTBPALLEHUI0 KOHTaMUHauuu npogyktamu MLP.

Mpcamc'rbl, ynasLne Ha no.i

Mon 3arpsasHseTca npogyktamu MLP, KoTopble NepeHocAaTCcs Ha 00yBW AWL, NPUXOAAWMUX U3
nocTamMnAN(pUKaLMOHHOWK 30HbI; NO3TOMY Nt060I NpeameT, ynaBLiniA Ha Nos, Heo6XxoLMMO
06pabaTbiBaTb KaK KOMTaMUHUPOBAHHbIA.
Ynasuwue Ha non npefmersl 04HOPa30BOro UCMOJb30BAHWNA, HANPUMeEp, NyCcTble
nNpobrpKW, HAaKOHEYHWUKKN 418 NUMETOK, NepyaTKu, Belankn Ana nabopaTopHbIX XanaTos,

HeobX0AMMO BbIOpachbIBaTh.
Ynaslyue Ha Non npegmeTbl AN MHOTOKPATHOrO MCMNO/b30BaHUA, HanpumMep

NUMNETKY WM KOHTelHep ¢ BaXXKHbIMW 06pasuamun, Heo6X04MMO HEMeLNEHHO TLaTeIbHO NMPOMbITb
0,5%-HbIM pacTBOpOM runoxnoputa Hatpus (10%-HbiM oT6enmBartenem).

MpomoiiTe N06Y0 MOBEPXHOCT b B 1a60PaTOPUM, KOHTAKT MPOBABLLYHO C
KOHTaMWHMPOBAHHbLIM NpegMeToM. Jluuam, o6pallaBuiuMcs ¢ N06LIM YHABLLMM Ha MO NpeaMeTom
04HOPa30BOr0 MM MHOTOKPATHOTO MCMO/b30BaHUs, HEOGX0AUMO BbIGPOCUTL 1aGOPaTOPHbIE
nepyaTkn U HafeTb HOBYIO Mapy.

Mpu NpUroToBNeHNN 6MGNNOTEK ANS CEKBEHWPOBAHUSA C UCMOMb30BaHWMEM AAHHOIO NMPOTOKO/A
cobnopaiite cnefyolme peKOMeHAaLMn.

Ob6ecneyeHune eguHoobpasma

Mcnonb3yiiTe MHOTOKaHanbHble MUMNETKU — A1 06ecrneyeHns euHoo6pasms
BCEX MccnefyeMblX 06pa3LoB, HO BO3MOXHOCTU MCMO/b3YyiATe MHOTOKAHA/bHYH MUMETKY.
MpoBoauTe perynspHyt KannGpoBKy MUMETOK.

EnuHoo6pasme N8 MeHbLWEro KoMMuyecT Ba 06pa3yoB  Kaxjas npobupka ¢
peareHTOM, MocTaB/ssemMas ¢ HabOPOM, COAEPXUT JLOCTATOUHbIA 06bEM [/ MOMYYEHUs pe3y/bTaToB
MpU MCNo/Ib30BaHUM CTaHAAPT HbIX 1a60PaTOPHLIX METOA0B C UCMOb30BAHUEM PYUHBLIX MUMETOK U
NOTKOB ANsl peareHToB. UToGbl rapaHTMpOBaTh TOYHOE BHECEHVE HEOGXOAMMOro o6beMa peareHTa.
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NepeHOCUTE peareHT B KaXXAYH NYHKY MAaHWweTa O4HON NUNETKON MAN MHOTOKaHanbHON MUMETKOW
U3 CTPUNOB Ha 8 Npo6upok ;bilst MLP, copepKaliux anuKBOTbl peareHra.

1*alN0la ¢ mal TMMbIMY MUK|)OoYacrHuamm

PaboTa Nnpu KOMHaATHON TemnepaType — nepes UCNOMb30BAHNEM Bbl4epXKMBanTe
MUKPOYacCTULbl A0 AOCTUXKEHUS KOMHATHOW Temneparypsi.

TwaTtenbHO NepemMellMBaHTe Ha BOPTCKCE — HEMOCPEACTBEHHO Mepef
MCMOMb30BaHMEM MepemellainTe TWATeNIbHO MUKPOYACTULbl Ha BOPTCKCE, 40 NOABNEHUS
0[HOPOJHOTO LBeTa.

Tuyatenl.Ho nepemew nBaiite o6pasLbl — nocne 4o06aBNeHUs MUKPOUACTUL, K
obpasuam TLiaTeNbHO MepemMeLlairc Ux NUMNeTKoi (BBepx M BHW3 fecs b pa3). KomnaHus
«nnloMnHa» Tak)Ke peKOMeHAYeT UCMOMb30BaTh LUeiiKep ANA TLWaTeNbHOro nepemMellBaHus
o6pa:Ly0B.

ObecneynBainTe makcMmanbHOe CBA3bIBAHWE — [/18 NOAYYEHUSA NyYLLNX
pe3ynbTaTOB MHKYOUpYIiTe CMecb 06pasya ¢ MUKpoYacTULaMK Npu KOMHATHOI TeMnepaType B
TeYeHne BCEro ykasaHHOI0 B MPOTOKO/E MepUoga BPEMEHN.

OT6upaii re OCBETNEHHbI pacTBOP MeLNEHHO  MOC/e MOMeLLeHNUs NnaHLweTa
Ha MarHUTHbIM LWTaTUB AOXAUTECH, YTOOLI PacTBOP CTan NPO3payvHbIM, MOCME YEro NepexouTe K
cnefyolleid cTagun. Y epxusasa nnaHweT Ha MarHATHOM LUTaTMBE, MeA/IeHHO 0T6upalite
NUHETKON OCBET/IEHHbI PacTBOpP, He KacasiCb MUKpPOYaCTUL,.

i Ipc.ioi BpaiiicHitc ncpckpcc moil konT aMmuHa iium

MeHsiiTe HAKOHEYHUKUN Nepej packanbiBaHUEM peareHToB M 06pasLoB —
MEXAY packanblBaHUEM peareHTOB W 06pasLloB BCErfa WCMO/b3yiTe HOBbI HAKOHEYHUK ANS
MUNeTKu.

MepeMellnBaiiTe COAEPXMMOe NMIAHLLIETOB COMNIACHO UHCTPYKLUN —
nepemeLlnBaiiTe 06pa3slibl MHOFOKaHabHOW NUNETKOW U, eCIM yKa3aHo, Lclpudyrupyite
niaHWweT. He Mcnofb3yiiTe BOPTEKC A/1S NNaHLIETOB.

Ncnonb3yiiTe HAKOHEUYHUKN C a3P030/IbHBIM (hHNbI POM — WCMONb30BaHMe
HaKOHEYHWKOB C a3p030/IbHbIM (DULIPOM YMEHbLIAET PUCK MepeHoca aMnMKOHOB U KpoCC-
KOHTaMUHaLuW MeXAy WcciefyeMbiMy o6pasLamu.

NDombinka 80"||-HbIM pac3B(»poM vraiio.ia Ha craT u ohiicikh npoayktos 1Ll P

FotoBbTe cBeXUii 80%-HbIli pacTBOp 3TaHONa — AN CTafuil NPOMbIBKM BCerja
[oToBbTE CBEXWI1 80%-HbIii pacTBOP 3TaHOMA. DTaHON MOXET MOr/owars BOAy M3 BO3AyXa, YT
BAWAET Ha pe3ynbTathl.

MonHoe! bl yfanainTe 3TaHON U3 NYHOK — y6eanTech, YTO 3TAHON NOJIHOCTbLIO
yAaNieH Co AiHa IYHOK, NOCKO/IbKY OH MOXET cofepXaT b 0CTaTO4YHble PacTBOpbI, yAaneHms
0CTaTOYHOrO 3TaHO/Ma U YCKOPEHUS BbICYLUIMBAHUA MCMOMb3YTe MHOTOKaHanbHYH NuHeTKy P20.

Ob6ecneynBaiTe NOAHOE UCNapeHne  OCTaBbTe M/aHLIET MO MeHbLUeil mepe Ha
NATb MUHYT MPY KOMHATHOI TeMnepaType BHe MarHUTHOK WTaTuBa A8 NOJIHOTO MCMapeHus.
OCTaTouYHbIN 3TaHON B IYHKaX MOXXET NOBAUATb Ha 3P(EKTUBHOCTb MOCNEAYIOWMNX PeaKLnii.

pcboBaHus kK BHocumon ANK

B Ha6ope pear eHTOB Praxis Extended RAS Panel npefyCMOTPeHO MCNO/ib30BaHUe
reHomHoin AWK, BblgeneHHON M3 (UKCMPOBAHHbLIX (HOPMaINHOM U 3anunTbiX B NnapatpuH (FFPR)
06pasLoB TKaHW KonopekTanbHoro paka (CRC).

OueHka kavectBa JHK — nocnefoBaTeNlbHOCTb AEACTBMIA MO NPOBELEHUIO
aHanm3a ¢ nomoubio Habopa peareHToB Praxis Extended RAS Panel HauuHaeTcs €O cTagum
onpepeneHns kadectsa AHK, nytem namepeHus amnanguymnpyemoro konnyectsa AHK B obpasue
OTHOCUTENbHO KOHTPONbLHOM MaTpulbl. TOT TeCT onpegenseT pasHULYy KOAn4yecTBa LUKI0B
(3HaueHue genbta Cq) ANa Kaxaoro obpasLa OTHOCMTENIbHO KOHTPO/IbHOM MaTpULbl.

O6pasybl reHomHoi AHK (r4HK), no3gonsowme nonyuyntb BeANYMHY AenbTa-Cq, MEHbLUYO UK
paBHyto 5,00, MOXHO MCMOb30BaTh A4 aHanusa ¢ noMolbio Habopa peareHToB Praxis Extended RAS
Panel, Illumina He pekomeHayeT ucnonb3oBaHne 06pasLoB reHomHon AHK c BennuunHon genbta-Cq
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Pykopoacino cipasowisoc X ualopy pearcioos Praxis Extended RAS Pancl

Gonee 5,00 nn necnenonanuii ¢ nomowbio Habopa pearciros Praxis Extended RAS Pancl .
Kome s, 1 WAUCCI I

B cooteeTCcTSHM € NPaBiNaMK HaLIeKattell TabopaTopioit PAKTHKN B KaXLI
pabounii uuxn obasaTensHO A0NKEN GHITh BKINOMCH KOHTPOALHMHA 0OPA3CE K OTPHIATENLINLIH
KOoHTponbHbE ofpasen (Ge3 MaTprum).

A6Gpeanatypsi ana naGopa pearcutos Praxis Extended RAS Panel

Adbpeananpa  Onpeacacnne

AMP Hnanwer ana ammmdmixawnn (AMplification Plate)
CLP {Tnanwer ana ounctky (CLean-up Plate)
DAL Passeaennan 6nbanorexa amnkonos (Diluted Amplicon Library)
FPU Verpoiicteo ans punsTposanus 8 maswere (Filter Plate Unit)
HYB { Inaswter ans rubpusussaunn (HY Bridization Plate)
LNP Inanumer ans nopmanyu3zauny 6nbanorexn (Library Normalization Plate)
NTC Orpuuareabhbii xoHTpoas/Ges marprusl (Negative/No Template Control)
PAL OG6vesunennas GnGnunorexa amnnnkonos (Pooled Amplicon Library)
SGP Inanwer ana xpauenna (StoraGe Plate)
Hokyment Ne 1000000037191 v00 16

ACEEUTNETTIOCTHKIEIN VITRO
& 000 LIMPMH (2] INFO@CIRMIRU & WWW.GOSZDRAVNADZOR RU



Ha npuBefeHHON HWXKe cxeMe NpefcTaBfeH npouecc paboTbl ¢ HabopoMm peareHToB Praxis Extended
RAS Panel. Touykn 6€30NacHO OCTaHOBKM OTMEeYeHbl MeXAy CTagnamMu.
Cxema npoliecca MpoBefenns aHanmsa ¢ NomoLLbio Habopa peareHToB Praxis Extended RAS

Panel

OueHka kavectsa AHK. kbincnennoll u3
o6pasyos 1'1'PI'
PyuHble onepaunn: 60 MUH
NHkyb6aumsa: 30 MuH
Pcal CH bI
[OHK KoHTponbHas ans nposepku Kadectsa (QC
Template)
11palivepbl KOHTPOMbHbIE AN MPOBepKM Kadecrsa (QC
Primers)
Cmecb ansa konunuvecteeHHol MLP (qPCR Master Mix)

Pe3ynbTar
MnaHwer

M'mbpunusaums nyna npallmepos
PyuHble onepauuu: 15 MuH
NHkybaups: 3-18 4
PcaiCHTbi
Myn npaiimepos A(0ligo Pool A- Extended RAS)
Myn npaiimepos B (Oligo Pool B - Extended RAS)
Bydhep ans ru6punusayun(Hybridization Buffer)
Brbnnoteka KoHTporbHas RAS (Panel Control -
Extended RAS)
Tcay lurai
MnaHwet HYB
|
YpaneHne HecBsi3aBMWXCA npaimepoB
PyuHble onepauumn: 25 MUH
i’earein bl
Bydhep ans nteHcnemnoi otMbiBkM (Stringent Wash
Buffer)
Bythep yHUBepCa/IbHbIA NPOMbIBOYHBIN (Universal
Wash Buffer)
PesynbTar
MnaHweT FPU
|
X3omMrauma-niy nposaHue cBAa3aBLIKNXCA
npaiimepos
PyyHble onepauuun: 5 MUH
WHKy6auusi; 45 MuH
Pcarcunbl
CMecb ans ynmHHenns-nuruposaHuns (Extension-
Ligation Mix)
Pe3ynbTas
MnaHweT FPU

11UP ambimbukauna
PyuHble onepauyvt; 30 MyH
Bpems upkia: 90 MuH
Mwew bl
Cwmecb ana MUP (PCR Master Mix)
MUP nonumepasa (PCR Polymerase)
MpaiiMepbl MHAeKcMpoBaHHbIe (Index Primers)
NaOH
PesysbTar
Mnaxwer AMP
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PyuHble onepauyu: 20 MUH
Mpoucec o6pab<rrkv: 30 MUH
I mn.

Byep ans amouum (Elution Buffer)
Mukpoyactuusl ana ounctku I (P-Hpogykros (PCR
Clcan-Up Beads)

EtOH
4T ML
MnaHwet LNP

"1'pm;;AT 'Tum-' rnu’ g
PyuHble onepauyumn: 30 MuH
Mpouecc 06paboTkm; 50 MyH
UCTbI
Pa36aBuTenb 415 pa3seaeHUs 6mbanoTek npu
Hopmanumsaumu (Library Normalization Diluent)
MwkpouacTuubl gns 6ubnuoteku (Library Beads)
PacTBOp MPOMBIBOYHBIN 415 HOpMaM3aLun 6réanoTek
(Library Normalization Wash)
Bydep ans xpaHeHus 6mbnunotek (Library Storage Buffer)
NaOH
I'Cy 'binl
MnaHwet SOP

: >6ke -inii nue ullo.liiCJ
PyuHble onepauyu: 10 MUH
Pcarct bl
Bydep ans passegeHws 6mbnuotek (Library Dilution
Buffer)
I \nbr UL
Mpo6upkn PAL n DAL

n<>
V MlvHawm
LU, \Uk k
amn.muknumm
("O4M</KHOC1b
YoV H
.XONIOAIHOM McCrC
{aHo »xwuTe 40.1 MN(4No; vcH1in
>a B .Kioo|m 1opriem
»XXypHane 0 1IOKMIMRA



Ha aToii cTaguu 6yaeT npoBefjeHa KonuvecTBeHHas peakuusa MUP ana onpegeneHus
amnangpuuupyemoctu rAHK, BoigeneHHoin 3 obpasuos FFPE. MyTem cpaBHeHUs amnanguumpyemoctu
AMNK n3 o6pasyos FFPR 1 o6pa3ya KoHTpons kKavecTsa - rAHK, nonyyeHHow He n3 FFPF, ons Kaxgoro
uccnegyemoro obpasua Moxet 6bITb paccumTaHo 3HavyeHne ACQH, KOTOPOE M UCMONb3YeTCA ANA OLEHKU
kavectBa JHK v ee npurogHocT B nccnegoBaHnax ¢ NOMoLblo Habopa peareHToB Praxis Extended
RAS Panel. KonnuectBo BHocumoit AHK MeHsieTCA B 3aBUCUMMOCTU OT ee KayecTsa.

[*acmel Hoc B[)cmu
O6uwas NpofonXuTeNbIIOCTb: 3 Yaca
PyuHble onepauuu: 60 MUH

PacxofHble maTepus.3bl

K
Mosuyns KonnuecTso XPpaHeHNe 1o crermmaiek opobka B
Habope
Mpaiimepbl KOHTPO/bHbIE A/ MPOBEPKM -25 °C - -
KayecTBa (QC Primers) 4 npobupky 15 °C «hnniomnta (
OHK KoHTponbHasa ansa nposepku -25 °C - -
kayecTtBa (QC Template) 1 npobupka 15 °C «hnniommnta» 6
Cwmecb ana konu4yectseHHoi MUP (qPCR -25 °C - -
Master Mix) 2 npobupku 15 °C «nnromuHa» ¢
Mo mepe -25 @C- -
MeHomHaa AHK —
A Heo6xoaMmMocTH 15 ®C Monbsosatens
Boga, cBo6ogHaa ot PHKa3/AHKas3 o mepe 15eC- Monb3oBaTenb—
Heo6XxoaMMocCTHr 30 °C
96-1YHOYHbIA UK 384-1yHOUHbIN 1 nnaHwer 15°C- HoNb30BATENb
ONTMYECKUIA NNaHWeT 1 nneHka gna MUP 30 GC onb3oBarent—
Mo mepc 15°C -
CTpunbl Ha BoceMb npobupok ang HLP HEOBXOMMOCTY 30 °C Monb3oBartesnb
LleHTpudyXHble MUKPONPOBUpKK Mo mepe 15°C- Monb3oBaTens—

Heo6xoaMmMocTH 30 °C

M3Bneknte AHK KOHTponbHYO ans nposepku kadectBa (QC Template), npaiimepbl
KOHTpPONbHbIE ANa npoBepkn kadecta (QC Primers), cmecb gna konuuyectseHHoi MLP (QPCR
Master Mix) n reHomMmHyto AHK 13 mecTta xpaHeHus npu Temnepatype oT -25 °C go - 15 °C u
pasmMopaxmBaliTe Npy KOMHaTHOW TemnepaType B TedeHne 30 MUHYT.

11omMecTuTe Pa3MOpPOXEHHbIE MPOBUPKU Ha fnef.

f HPUMHYNTH
> Ecnn ncnons3yete AHK KOHTponbHY ans nposepkn kadectsa (QC Template) B nepBbiii
pas, 418 LONTOCPOYHOI0 XPaHeHUs annKBOTUPYITe ee Mo 7 MKA B cTpunbl ans MLP,
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yTo6bI M36exaTb MHOTOKPATHOI0 pasmMopaXmnBaHNA-oTTanBaHuA

Onpe,qenvlTe CXeMY HaHeCeHMA B NYHKN NnaHWera ana peakyum KONTMYECTBEHHOM
MLP.

Ons 10 nccnefyemblx 06pasLoB KOMMaHUa «/INNIOMUHAa» PeKOMeHAYyeT CXeMy, NpeAcTaBleHHYIo
Ha pucyHke 2 ans 384-1yHOUYHOro opmata. AHANOTMYHYIO CXeMY MOXHO afganTupoBaTb Ans 96-
nyHounoro ¢opmata. MectupoBaHue AHK koHTponbHON ans nposepkn kKauvectBa (QC Template),
NTC u kaxaoro nccnegyemMoro obpasua npoBoaaT B Tpex noBiopiiocTHX.

Mpeanonaraemas cxema HaHeceHus 10 o6pasyoB BYHKM NaaHWweTa

2 ? 4 " H /3_9__‘_U10 1 12 12, 14 1? If. 17 Id 19 20 H—Zi—Hz ilﬁ |
B
i-—1
H----h
_(m _qﬁ 7y(|
ut
QCT = AHK koH IponbHaa gna nposepku Kadecta (QC Template)
NTC = Kompojib 6e3 matpuubl (No Template Control)
2 [o6asbTe 5 Mkn obpasya AHK koTponbHOl ana npoeepku kayecTBa (QC

Template) k 495 mkn cBob6ogHoi oT PHKa3/AHKa3 Bogbl B LeHTpU(YXHOW MUKPOMPO6UpKe.
3 MepemeluaiiTe passedennblii 06pasel, Ha BOpPTEKCE.

4 [o6aBbTe 1,5 MKN BblgeneHHoON reHomHol AHK k 148,5 Mkn cBo604HOlN OT
PHKa3/[AHKa3 Bogbl B CTpMMe Ha BOCEMb MPOOGUPOK Ana nonyyeHmsa 100-KpaTHOro pas3BefeHus.

f OPUM! Y WwIT

> KomnaHus «/nnioM1uHa» peKOMeHAYeT BbINONHATL Pa3BeieHMs B CTPUME HA BOCEMb
npo6upok ans MLUP, uTo6bl cAenaTb fierye Npouecc nepeHoca peareHToB ¢ NOMOLLbIO
MHOTOKaHanbHOW NUNeTKM.

5 MepemelaiiTe pa3BegeHns nunetkoin P200 (BBepx v BHM3 10 pas).

6 [o6aebTe 150 MKn pa3BefeHHOro o6pasya HK KOHTpPONbHOW ans npoBepKu
kayectBa (QC Template) B Hencnonb3oBaHHYO NPOBUPKY CTpUNa Ha BOCEMb NMPO6UPOK B
COOTBETCTBUM CO CXEMOW HaHeCeHWs B IYHKM MAaHLlera.

7 B apyryto Hemcnonb3oBaHHYH MpobupKy fo6aBbTe 150 MK BOAbI CBOGOAHON OT
PHKa3/AHKa3 ana ncnonb3oBaHMsA B KayecTBe o6pasua KOHTponb 6e3 matpuuybl (NTC).

8 MpurotoBbTe cMecb Ana KonuvecteeHHoi MLUP (QPCR Ma.stcr Mix) B
cooTBeTCTBMM C rabnuucii 11 (384-nyHouHblii hopmat) uam lao.iimen 12 (96-nyHOYHbIA hopmarT).

& 000 LHPMH (7] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



CMecb COAEPXNT LOMONHNTENbHbIA 06bEM.

Cwmechb ;ulst konuyecTseHHoi MLP (gPCR Master Mix) (384-nyHOuUHbIA (hopmar)

PacxogHble maTepua.ybl MKM Na .ivilka mkm Ha 36 peaKimii
Cwmecb gns konuuecteeHHol MLP (gPCR
Master Mix) 5,0 mMKn 205 mKn
|—| ] ASAY
paimepbl KOHTPO!‘IbeIe 4Ns NpPOBEPKYU I 33 MK
kayectBa (QC Primers)
Bona, cBo6oaHas oT PHKas/AWKas 2,2 MKN 90 mKn

Cwmecb gna konuuectseHHol MLUP (gPCR Master Mix) (96-nyHouHbIli hopmar)

PacxofiHble maTepua.lbl MKM na nyukn  Mkn na 36 peaKiiiiii
Cmecb gna konuuectseHHol MUP (qPCR
A LP (@ 10,0 MKn 410 wkn
Master Mix)
Mpalimepbl KOHTPO/IbHbIE AN NPOBEPKM
P P p A posep 1,6 Mkn 66 MKn

kayectBa (QC Primers)

Boga, cBo6oaHas ot PHKa3/4HKa3s 4,4 MKn 180 mKn

9 TuwaTeNbHO, HO OCTOPOXXHO NepemellaliTe peakLMOHHYH CMEeCh.

10 [o ncnonb3oBaHMsA NOMeCTUTe PeakLMOHHYK CMeCh B 3alluLLeHHOe OT cBeTa
MecTo.

UT06bl 6bIN0 YAOOHEE MepemMeLlMBaTb MHOFOKaHanbHOM NUMNETKON, oTbepuTe
annKBOTY CMeCH B JIOTOK WK CTPMN Na BOCEMb NMPO6GUPOK.

12 [o6asbTe 8 MKn (384-nynoyHblii hopmat) nnm 16 mMkn (96-nyHOUHbIA hopmarT)
CMECU B KXKAYH NYHKY NiaHWweTa 418 KOMYecTBEHHOW MLIP. BHUMaTeNbHO cnefuTe 3a TOYHbIM
NepeHoCoOM B IYHKW, MOCKONbKY He3HAUMTeNbHbIE U3MEHEHWUS MOBAUAIOT Ha pPe3ynbTaTbl aHanusa.

13 [o6aBbTe B KaXAyl NynKy nnaHweTa 2 MKA (384-nyHouHblli hopmaT) mam 4 MKn
(96-nynoyHbIn hopmaT) passegeHHon OHK KoHTponbHO gna npoBepku Kayectsa (QC Template),
pasBefeHHbIX uccnefyembix 06pasyoB wim BoAbl, cBob6ogHoin oi PHK'at/AMKaH BHumaTenbHO
cnefuTe 3a TOYHLIM MEPEeHOCOM B /IYHKW, MOCKOJIbKY He3HauuTeNbHble M3MEHEeHUs MOBMWAIOT Ha
pesynbTaTbl aHanM3a.

14 3anevartaiiTe niaHWeT NOAXOAfALIEA NNEHKON Ana npmbopa, cTapasch n3bexartb
NepeKkpecTHOW KOHTaMWHALUKU M NonajaHns Ha NOBEPXHOCTb KpbileK. Y 6eanTech, YTO NieHKa
HakfeeHa NpaBuUIbHO M MNAaHLWeT 3aneyaTtaH paBHOMEPHO.

Mpu Heo6X0AMMOCTU NMOMECTUTE MAaHLWIeT B aganTep U LEHTPUGYrupyiiTe nnaHweT
npm 1000 Xg B TeyeHne 1 MUHYTHI.

16 Y6eanTech, 4TO NNEHKA He COAEPXMT KaKO-Nmbo XUAKOCTU WX NblAW, NOMECTUTE

nnaHweT B Npubop Ana KonmyecTBeHHol MLUP B NpaBuAbHON OpueHTaLMm, 3aTeM 3aKpoiTe
KPBILLIKY W NPOBOAMTE KONMNYeCTBEeHHYIO MLIP B COOTBETCTBUM CO CeAyOWMM TEMNEPATYPHbLIM
npogunem:

«lopsunii» cTapT
50 ®C B TeyeHue 2 MUHYT
95 ®C B TeveHue 10 MUHYT
x40
95 °C B TeyeHue 30 cekyHf
57 °C B TeyeHune 30 CeKkyHA
72 °C B TeyeHue 30 cekyHp
MopTeepaunTe, YTO Npubop YUKCUpPYeT n3obpaxeHus nocne cragum 72 °C.
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MPUMPYITHNE
Bo u3bexxaHue oWIN6KU M3MEPEHMIA M3-3a (hoHa, NoporoBoe 3HaueHue Cq cneayet
HacTpOUTb raK, YToGbl OHO MOAXOAUNO ANS UCMO/b3yeMoro npuéopa.

17 Mocne nocnegHero atana TEPMOLMKIEP BbIMOMHAET aHann3 06pasLoB. Y 6e[uTeCh,
yto rpadmkm amnamdukaumm AHK KoTponbHOW Ana npoeepkn Kavectsa (QC Template)
COOTBETCTBYIOT OXMAaeMbIM (CM. KpPMBble aMNAN(UKALUN 3eIEHOTO LBeTa Ha pUCYHKe ?). B
60nblWNHCTBE cucTem Cq amnandukauum obpasua AHK KOHTPONLHON Ans MPOBEPKM KayecTBa
(QC lemplate) cooTBeTcTBYET NPN6IN3NTENBHO 15-22 umknam. MICKNKUYMTE M3 rpynnbl Tpex
NOBTOPHOCTEl Te, KOTOPble OTAIMYAOTCA OT OCHOBHOM rpynnsl Ha >0,5 Cq. [Be U3 Tpex
noBTOpHOCTel < 0,5 Cq fO/MKHbI ObITb BKIHOUYEHbI B OKOHYATENbHbIE BblYUCAEHNS. ECin 3Tu
KPUTEPUM KayecTBa He BbIMOJSIHEHbI, ANS TakMx 06pa3L0B ciefyeT NOBTOPUTbL MPOLECC OLEHKM
KayecTBa.

iliniM1 YALLN

Ecnu 4 unn 6onee Ha 10 06pa3LoB M3 NOCTAHOBKM MMEKOT UCKIOUYEHHbIE MOBTOPHOCTH,
3TO YKa3blBaeT Ha TEXHUYECKME OLWMOKM, MO3TOMY NPOLLECC OLLEHKN KayecTsBa cregyet
MoB TOPUTb ANIA BCeX 06pa3L,oB.

11PHM1-4N11111
Ecnm aMnandukaums asyx unu 6onee NOBTOPHOCTEW He NPOUCXOANT, AN TaKuxX 06pasLLoB
crefyeT MOBTOPWUTbL MPOLECC OLLEHKM KauyecTsa.

e

110BTOPHOCTU, A4N1S1 KOTOPbIX KPUBbIE aMMIM(UKALUYU OTIMYAKOTCS OT OXKMUAAEMBIX,
CNefyeT NCKAUYNTL (CM. KPMBble aMMANGUKALMN CUHETO LBETA HA PHCYHKO 3).

OueHKa KayecTBa 06pasL0B* MeTO40M KoAu4yecTBeHHoW MLLP

* OueHKy KayecTBa 06pasuos AHK, kak nokasaHO Ha pUCYHKe 3, ANnf UCMOMb30BaHUA B CO34aHUN
6nbNMOTEK AN CEKBEHUPOBAHWA CNEAYOLLEero NOKoAeHNs, NPOBOAMAN METOAOM KO/MYECTBEHHOM
nonMmepasHoi LEeMHON peakuumn B peXXMMe peasibHOro BPEMEHM C UCMO/b30BaHWEM YKa3aHHbIX B
TeKcTe napameTpoB. Ha rpatvke nokasaHbl KpuBbie aMnanguKaLmm KonmyecTBeHHON HLLP,
NONYyYEeHHbIe ANS 3TUX 06pa3sL,oB.

dHanctoBas NMHUA nopoi oBas nuHusa Cq

KpuBble CMHEro LBeTa nosTopHocTn AHK ¢ 0TKnoHeHMeM npodunei amnangukaymnm,
KOTOpbIE AO/MKHbI 6bITb MCKIOYEHbI M3 pacyeToB dCq

KpuBbie 3e1eHOT0 LBeTa nosTopHocTn AHK c oXunaaembiMy KpMBBIMU aMnan(uKayuu.
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KOTOpPble MOXHO UCMOMb30BaTh /N5 pacyeToB Aenbta Cq

g CpepgHee 3HayeHne Cq AHK KoHTponbHoOI ans nposepku kayecTBa (QC |emplate)
BbIUMTAIOT M3 cpefHero 3HavyeHns Cq Kaxpaoro obpasua (cpegHee 3HavyeHne Cq obpasua - cpefHee
3HaveHne Cq AHK koHdonbHON ansa npoBepku kayectsa (QC Template) ons nonyyeHus 3HaveHwui
aenbta-Cq Ana Kaxjoro o6pasuya. 3anucbiBaldT 3HaYeHUs aenbTa-Cq v KoappUUNEHTbI pasBeeHNs
o6pasua. KoahuymeHTbl passefeHns o6pasua onpeaenstoT Ha OCHOBaHUM peKOMeHAauuii B
lao.miie 16.

20 Y6enutechb, uto amnangukauns NTC npomcxoanT nNo MeHbiHen mepe vepes 10
LMKNoB nocne amnangukaumm maduubl ana KK.

HPIIMI.MAiImi.
Ecnn NTC He npoxofuT, MOBTOPUTE BECb MPOLLECC OLLEHKM KauyecTBa A/ BCeX 06pa3LioB.

Mpumepbl pacyeTos dCq

KoHeuHble

CpepaHee
MoBTOpHOCTL [TOBTOPHOCTL [IOBTOPHOCTb 3Ha4YeHuA
Mpnumep Ne 3HadyeHne dCg”
1 2 3 BK/IOYEHHbIEe c
B pacyeTtbl Cq q
1 24,80 25,11 25,06 Bce 24,99 6,87
OciiclBHg; He cooTBeTcTByeT theboBaHuto K dCq (<5,00). Obpa3el, He COOTBETCTBYET
theboBaHMAM KayecTBa AN aHanmsa.
17,22 18,58 17,9: Met H/N H/11
NeslclBHA: Wcknounte noBTopHocTu ¢ >0,5 Cq pasHuULeid OT oCTanbHbIX (heX MOBTOPHOCTENA.

Mpouecc oueHKN KauyecTBa o6pasLa He06X04MMO MOBTOPUTL, MOCKO/bKY
TpebyeTcs Kak MUHUMYM [Be AeACTBUTENbHbIE MOBTOPHOCTH.

3 22,45 22,63 23,52 22,45 122,63 22,54 4,42

Ncllclshs; WNckntounTe noBTOPHOCTM € oTanumem >0,5 Cq OT ocTanbHbIX () CX MOBTOPHOCTEN.
PaccunTaiite dCq ¢ Mcnonb30BaHNeM 3HAYeHWUI ONA ABYX LEACTBUTENbHbIX
nosTopHocTel. Tpeb6oBaHne Kk dCq BbiNoAHeHO (<5,00).

21,56 21,73 21,48 Bce 21,59 3,46
NeiiclBHA: O6pasubl COOTBETCTBYIOT (he60BaHMSAM KayecTBa, rae 3HaueHus g ex
NoBTOPHOCTElH He oTnmyatoTcs Ha >0,5 Cg. TpeboBaHue kK dCq BbinonHeHO (<5,00).
18,21 18,50 19,04 Bce 18,70 0,58
NeHe lgHA: O6pasybl COOTBETCTBYHT TPeOOBaHMAM KauyecTBa, ifAC 3HAYEHUs Tpex
NMOBTOPHOCTENW He oTanyatoTca Ha >0,5 Cq. TpeboBaHue K dCq BbinonHeHo (<5,00).
ANK 17,86 18,11 18,40 Bce 18,12 0
KOHTPONbHas ans
NpoBepKHN
kayecTBa (QC
Template)
(tipiiMcp 1)
Nexe | BHA: AOMNK KoHonbHas ana npoeepkun kayectsa (QC Template) cooTBeTCcTBYET

theboBaHMAM KayecTBa, rge 3Ha4eHUs Tpex MOBTOPHOCTEN HC oTAmyaroTcs Ha >0,5
Cq. ANK koHTponbHaa ans nposepku kayvectsa (QC Template) npowna KOHTPONb
KayecTBa (cpegHee 3HaveHne Cq >15 un <22).

KoH 1 po.lbHble pacueTsl

MC 26,00 25,64 25,83 Bce 25,82 1,7
(olphuaTe. bHbl i
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Pykusanicinn cipasodine x nabopy peareirvos Praxis Extendod RAS Panel

(SO N Y]

Jlesicynim: Bee obpaim 1 coorsercTsytoT TpeGoBannam kauectsa. AMnanpukaunn NTC
AomKua mponcxoste epes 210 unknos nocne ammwimdukauwn JIHK
KOHTPOALHOA Ana iposepkH kavecTra (QC Template). MlopTopite npowece
OUEHKH KauecT18a Ana Beex obpasuos, JIHK xonrponsHoil ana nposcpki ka4ecTsa
(QC Template) n NTC.

HIIK 9.85 9,73 987 Bee 9.82 0

KOHTPONLHAA NN

npoBePKH

xavecTsa (QC

Template)

tnpviep 2)

Avsicornu: JIHK xonrponsran ana niposepkn kauccrsa (QC Template) ne coorsercTeyer
Tpebosaunan. Cpeance 3Hauenne Cq nomkno 6uiTs =15 1t <22, Mosropure
fpolece OLUCHKH KavccTBa VA Beex o0panios, JIHK koHTpoabhoi ana uposepxu
kavecwna (QC Template) n NTC.

*dCq paccunTpant no qopmyne [cpeanee 3navenne Cq obpasua - cpernee snaucumne Cq AHK
KOHTPOALHOH A nposcpkn kauceTsa (QC Template) (npusep 1))

TOUR A b 3OTIAC HON OC 1AMTOBKI

Komnanns «Hnnomusa» peKoMEHNYeT XPaHHTL BuACICHHYIO FeroMiylo JIHK upn teMneparype ot 2
°C a0 8 °C 8 Te4CHHC MAKCHMYM 28 CYTOK 1AM XPaHHTD CC B 3AMOPORKCIINOM BIIC NPH TEMAEPATYPE OT
=15 °C 1o -25 °C B reuenne makenmym 161 cytok. Fenomnan JHK, XpaniBIanca B 3aMOPOXEHHOM
BHIC, cTa0HILHA MAKCHMYM 2 (1IKAA SaMOPBXHBAHNA W OTTAHBAHNA.

(RN
‘ad
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BeegnTte MMs nonb3oBaTens U naponb B nporpammy Local Run Manager.

HaxmuTe Ha ykasaTtene «Create Run» (Co3gaTtb nporoH) u Boibepute «Extended
RAS» (Habop peareHToB Praxis Extended RAS Panel).

Y6eauTech, 4TO B BEPXHEM /IEBOM Yr 1y 3KpaHa nosBunach Hagnuch «Create Run
Praxis Extended RAS» (Co3gaTb NporoH ana Habopa peareHToB Praxis Extended RAS Panel).

BBeauTe Ha3BaHWe, NO3BOMATOLEC UAEHTU(MULMPOBATL MPOTOH CPean AaHHbIX
aHanM3a BbICOKOMPOU3BOANTENBHOIO CEKBEHMPOBaHUSA. Vcnonr>3yiiTe 6yKBbl andaBuTa, Npo6ess,
nosyYepKHyTble Npobenbl uan Tupe.

[HcobaTaTensito| Beeante onucaHve NporoHa, noMmoratouiee MageHTMONLNpoBaThb
nporoH. Merronb3yite 6ykBbl angasuTa.

YKaxuTe 06pasrum 418 NporoHa, UCMonb3ys chefytolime onuyun:
BBof 06pa3L0oB BPYUHYH — MCMOAb3yiTe Tabnumuy Ha akpaHe «Co34aTb FTPOFOH».
MimnopTupoBaHue 06pa3L0B — nepeigute BO BITCLWHWIA (halin B hopmare
3Ha4YeHW, pa3geneHHbIX 3anaToi (*.csv).
Mocne 3arronHeHns Tabnuubl 06pa3LoB MHopMaynio 06 06pasLax MOXITO 3KCMOPTMPOBATI. BO BHELLHWUIA
thaiin u umrropr upoeath 3TOT (haiin Ans ApPYror o NporoHa.

HaxmuTe Ha o6nacte Al wam E7 gna BBoda nHdopmauum 06 obpasyax. 06jracib
Al CcOOTBETCTBYeT BepxHeMy NIeBOMY KBaApaTy NIYHOK CXeMbl NnaHTeTa and rubpuausauuv (Hyb)
1 BKOYAET 06pa3urn ana nynos onuUroHykneotngos A n 13
O6nactb E7 COOTBCICTBYET HWKHEMY MPABOMY KrrafpaHTy CXembl rrnarrwera gna ruépugn: aumm
(Myb) n BkNOYaeT 06pasubl AN MYN0B ONUTOHYOreoTnAoB A 1 B.

[)ra Kaxnoi Ncnosib3yemoit NyHKN BBOAMTE YHUKANr>Hoe HasBaHMe o6pasria B none
«Sample Name» (HassaHue obpa3sua) B Tabnuue nyna A.
Wcnonl>3yiite 6ykebl andasuTa, TMpe UM NOguepKHYTbIE NpoGenrn.
Hassarrve o6pasua aBTOMaTU4Yeckn BK/IrO4aeTcs B COOTBETCTBYIOrLYro NYHKY B Tabnurio rryna B.
Mpn BBOAE Ha3Barrus obpasLa Ha aKpaHe rrosBJAIOTCSA ABOMHbIE afaTepbl ANA KaXOr0o
UHAeKcHOro npouTteHns (Index Read) onpepfelteHHON NyHKM.

[Hcob6ssaTenrulo| XoTa pekOMeHAyeTCsa CXeMa no YMONUaHuio, UCNoNb3yinTe
Brinagarowee MeHto «Positive Control» (MonoxuTtenbHbl Korrtponb) unn «Negative Control»
(OTpuruaTenbHbI KOHTPOb), 4TO6LI U3MeHUTbL nonoxeHue KortTpojtbHbix o6pa3yos.

[;rs oTo6paxeHuUs cxemrn irjraHMcTa HAXMUTE KHOMKY MbITW Ha MUKTOTrpamme
neyaru.

Bbibepute «Print» (MeyaTtb), 4TO6bLI paerreyaraTtb CXeMy naarrrrreTa gns
rTPUroTOB;reHns 6MbnoTek.

HaxmuTte Ha «Close» (13aKpbIThb).

Haxmute Ha «Save Run» (CoxpaHUTb MPOroH).

Haxmute rmaobnacts Al unn E7.
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1UKOBQACTBO cripaBoYHOe K Habopy peareHToB Praxis Extended RAS Panel

2 [ns BbiBOAa NMpuMepa HAXXMUTE NUKTOrpamMmmy «Export» (3kcnopT) S

BBeanTe yHUKanbHoe maTBamme obpasua B popme, cogepxawien go 10 obpasyos, u
coxpaHuTe ¢aiin. icnonb3yiite 6yKBbl andaBuTa, TUPC UM NOAYEPKHYTbIE MPO6Gensbl.

. .
[Data] ([aHHbIE)] [Sample Names as a 4*3 matrix] (Ha3saHue

06pa3yoB B Buge 4*3) p .
O6pasel, 1 [ O6pasel 5 j\06pa3eu, 9 o
O6pasey, 2 I106pa3e|4 6 |O6pa3eu, 10
O6pasey, 3 O6pasey 7 110M10XXNTeNbHbIVi_KOHTPO/b
O6pasey 4 O6pasel 8 [OdULaTCAbHbIA_KOHTPONb

Haxmute komaHay «Import Samples» (MmnopTupoBaTh 06pasLbl).

MepeliguTe B MeCTO pacnofioxXeHus aiina ¢ MHGopmaLmein o6 obpasue B hopmaTe
*
.CSV.

[Mocne oKoH4YaHUSA pa6OTbI aona OTO6pa)KeHVIFI CXeMbl njiaHweTa HaAXXMUTE Ha

NNKTOrpamme & nevatu.

Bbibepute «Print» (MeyaTtb), 4Tobbl pacneyaratb CXeMy naHLWweTa Ang
NPUroTOBNEHNA BUBNNOTEK.

Haxmute «Close» (3akpbliThb).

HaxmunTte «Save Run» (CoxpaHWTb MPOroH).

MocnepgoBaTenbHOCTM NpaiMepoB MHAEKCUMpoBaHHbIX A-H (A501-A508)

MnaekcupoBannen! npanmep [Mocneposa TefibHOErb

11paiiMcp MHAEKCUPOBaHHbIN A .

(A501) IGAACCIr

Mpaiimep MHAEKCMPOBAHHbLIN B

(A502) TGCTAAGT

Mpaiimep MHAEKCUPOBaHHbLIA C

(A503) TGTTCTCT

Mpalimep MHAEKCMPOBaHHbIN D

(A504) TAAGACAC

Mpaiimep MHAEKCMPOBaHHbIW E

(A505) CIAAICGA

Mpalimep MHLEKCUPOBaHHbIN F

(A506) CTAGAACA

MpaiiMep MHAEKCUPOBaHHbIN G

(A507) TAAGTTCC

Mpaimep MHAEKCMpPOBaHHLIA H

(A508) TAGACCTA
MocnepoBaTenbHOCTM NpaiMePoOB MHAEKCUPOBaHHbIX 1-12 (A701-A712)

WNHoeKcuMpoBaHHbIN npaimep Mocneposa TenbHOE3b

MpaiiMep MHAEKCUPOBaHHbIA 1 ATCACGAC

(A701)
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Pykosoacine cnpasounoe « nabopy pearcirton Praxis Extended RAS Panel

l‘lpaltuep. uume;«_:kpommz ACAGTGGT

{A702) L

[pattmep nunexcuposannbsii 3 CAGATCCA

(A703)

Ipaiimep nunexcHpoBannsti 4 ACAAACGG

(A704)

1lpalimep HHaekcHpoRannmiii 5 ACCCAGCA

(A705) _ U - I

Mpaiimep wnaekcHpoBaHHLIH 6 AACCCCTC

(A706) '

VpaiiMep kuaekcnposaimmit 7 CCCAACCT

A . i N

Fpatimep unaexcrposannsiit § CACCACAC

(A708) _

[paiimep unackeupobaHHbiit 9 GAAACCCA

(A709) -

TNpatimep unaexcuposanuuft 10 TGTGACCA

(A710) .

11paiimep HHaexcHpoRaHHLIN 1 ] AGGGTCAA

(AT1D) -

Ipafimep minexcHposantbiil 12 AGGAGTGG

(AN2)

26
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Ha 3Toii cTagumn nynbl npaliMepoB U3 Habopa pcai curos Praxis Extended RAS Panel, cneynduyHsie K
reHam RAS rnbpumausytotcs ¢ obpasuamm reHomHoi AHK.

J 11P1:AYyW>]. KA1 1111

J LaHHbIA Habop peareHTOB COAEPXMUTNOTCHLHANLIID ONaCHble XUMUYECKue
BewecTBa. Bpes ans nepcoHana MoxeT 6bITb MPUUYNHEH B pe3ynbTaTe BAbIXaHUSA,
npornaTbiBaHMA, NonajaHusa Ha KoXy v nonafaHus B rnasa. Bo nsbexaHune pucka
BO3/eNCTBMA, NCNONb3YTe CPeACcTBa 3alNTbl, B TOM Ynicie cpeAcTBa 3awuThl rnas,
nepyaTtkn unabopatopHbliii xanaT. C MCMNONb30BAHHbLIMW peai eH ramH o6palatoTcs
KaK C XUMWUYECKUMM OTXOAaMMN U YTUNN3UPYIOT UX B COOTBETCTBUU C MPUMEHUMBIMMN
pPernoHanbHbIMW, HALMOHANBbHBIMW U MECTHBIMMW 3aKOHAMMW U HOpMaTUBaMW.
JononHnTeNbHble CBEAEHNS O 3alynTe OKpYXaloLleli cpefbl 1 6e30nacHOCTM CM. nacnopTa
6e3onacHocTu Ha cainTe >upport.illumina.com scb.html.

NMPUM! YAWI N

Illumina He nopaepXxunBaeT Mcnonb3oBaHme obpasuos rAMNKc sennunHoli genbta-Cq
6onee 5,00 gns NogroToBKM 6MBNMOTEK C NPUMEHEHMEM Habopa peareHToB Praxis
Extended RAS Panel.

—|_|

Pacuc! Hoc Bpem4
O6Lwasa npofo/mKUTeNIbHOerb: 3-18 4acoB (B TedeHWe HOoUK)
PyuHble onepauuu: 15 MuH

Pacxo.wble maicpna.ibi

Mo3nyuna Konunuccreo XpaHeHune  Tlocraswuk Kopobka s
Habope
Myn npaiimepoB A (Oligo Pool A - -25 °C - -
Extended RAS) 1 npo6upka 15 °C «MnnomuHa» 0
Myn npaiimepos B (Oligo Pool B - -25 °C - -
Extended RAS) 1 npobupka 15 °C «MnmomuHa» ()
Bytep ana rubpugmnsaymnm 25 X - -
(Hybridization Buffer) 1 npo6upka 15 °C «Mnmiommna» 11
-25 °C - -
MeHomHaa AHK 20 MKn 15 X Monb3osatens —
Bubnnoteka KoHonbHas RAS 1 npo6upKa 25X - - NOMUHEY 6
(Panel Control Extended RAS) pobup 15 X
Mo mepe 15X -
b TE —
yep Heo6XxoaMMOoCTH 30 X Monbsosarent
96-nyl-|0l4Hb|V| nnaHwert gna MLP ¢ 1 nnaHwer 15X - HoNb30BaTENb
t06Kol 30 X
lMneHka gns 3anevyatbiBaHUA 15X -
2 NMEHKN Monb3oBatens —
MUKPOM/aHLWeTOB UK 30 X
AntoMUHUEBas onbra
CTepu/ibHbIE NOTKU flo mepe 15X - Monb3oBartesnb
P Heo6X04MMOCTH 30 X _
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1 Onpefenute o6pasybl reHomHoi A11K, KoTopble 6yAyT MCNONb30BaTLCS AN
nccnegoBaHusa. O6pasubl, N03BOAAIOLWME MONYYUTL BeIMUMHY fenbla-Cq <5,00, MOXHO
MCNonbL30BaTh .TAA NpoLlecca NOAroTOBKM 6M6GANOTEK C MOMOLbIO Habopa peareHToB Praxis
Extended RAS Panel.

2 111colN)s3alensilo] Ecnm o6pasubl BbigeneHHol AHK HC COOTBETCTBYIOT MOPOroBoi
BeNnnunHe aenbla-Cq, ansd sbigeneHns AHK M0OXHO MCnonb30BaTb 4OMNONHUTENbHbIE CPE3bl TKaHU
npu UX HanMumn.

3 WM3enekute nyn npaimepos J1 (Oligo Pool A - Extended RAS), nyn npalimepos B
(Oligo Pool B - Extended RAS), 6ydep gna rmbpmgmsauun (Hybridization Buffer), o6pasubl
reHomHoin [JHK n 6mbnunoteky KoHTponbHyto RAS (Panel Control - Extended RAS) u3 mecTa
XpaHeHWs npu Temnepatype -25 [0 -15 °C v pa3mopo3bTe Npu KOMHATHON TemnepaTtype.

TwatensHo nepemeTalite nyn npaimepos A (Oligo Pool A - Extended RAS), nyn
npaiimepos B (Oligo Pool B - Extended RAS) u 6ydep gns rubpugmsauum (Hybridization Buffer),
Ha BopTekce, YTobbl y6eAnTbCA, YTO BCe OCafKW PacTBOPUIUCH, 3aTeM KPaTKOBPEMEHHO
LeHTPUQYrupyinTe 4na 0CAXAEHUA XUAKOCTN C KPbITKWA U CTEHOK NPO6GUPKK.

I_f IHPIIMI YALW,

Mepeg ncnons3oBaHmem bydepa ans rmbpugnsaymm (Hybridization Buffer) BusyansHo
OLLEHMTe MPO6UPKY B BEPTUKANbHOM MOMOXEHUN Mepes UCTOYHUKOM OCBELLEHNUS, YTOOLI
y6efmnTbCs, YTO BCe 0CAAKM MOMHOCTbIO PacTBOPUIUCS.

Yc raHoBurc temnepatypy 96-nyHounolo tepmo6sioka Ha 95 °C.

00151 NOATOTOBKM K CTafMW 3/I0HTaLMW-/LL POBaHUs MpeABapuTeNnsHo nalpciite
repmocrart go 37 °C.

Co3pgaliTe NPoroH 1 BBeANTE MHGOPMaLmMo 06 obpasyax Ha NAanTcTc B MOAY/b
aHanusa Habopa peareHToB Praxis Extended RAS Panel. MpoBepbTe pacnonoxeHune
NOMOXUTENbHOFO M OTPMLATENIbHOTO KOHTPO/A, a 3aTeM pacnevataiiTe CXeMY pacnofioXKeHMs
06pa3loB Ha NnaHTeTe. KomnaHus «nnioMuHa» peKoMeHayeT NPoBoAMTh 06paboTKy 06pa3LioB
cepuaMK, BKAKOYaKOLWMUMM He 6onee 12 06pa3uos/24 6ub6ANOTEKN.

11141M1;4A11N1.

Mpu MCNO/Mb30BaHUN KOHTPO/bHLIX 06Pa3LLOB CY)X6a TEXHUYECKON MoaaepXKKu
KOMMaHun «/nntoMuHa» rapaHTupyeT npefocTaBneHne ah(heKTUBHOTO TEXHNYECKOTO
COMPOBOX/EHMS MO YCTPaHeHuo nNpobiem. Cnyx6a TEXHUYECKON MOALEePXKU KOMMaHUK
«nnioMrUHa» He CMOXeT 06ecneunTb TEXHUYECKOe COMPOBOX/AEHME, ECIN B NMPOTOH He
GbININ BKNIOUYEHbI KOHTPO/IbHbIE peakLum.

| MpomapKnpyiiTe HoBbI 96-nyHOUHBLIA nnaHTeT and MLUP IIYB_Plate_ID.
MpeanoXxeHHy cxemy BHeceHus 06pa3uoB B nyHku nnaHTeta HYB gnsa cnegytowmx craguii cm.
na pucyHke 4.
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Cxema nnaHweta HYB

1 2 3 4 5 6 7 X 9 K) I 2

Obpa:icy,  OGpasel} O6paseL, Obpasel, Ob6pasel| O6paseL,
1 5 9 | 5 9

O6pasey, O6pasel, OGpaseL, O6pasel, OGpasel, OGpasel
2 6 10 2 6 10

Obpasel, OGpase; [MMoloxane.lbiul| O6pasey O6paky —[MoNOXUTENbHbIA

3 7 I KOHTPO/b 3 7 KOHTPO/1b

O6pasey, O6pasey, * OTplwarc.ibiwii  O6pasey, OGpajcu  OTpUIATCAbHbIN

4 8 1*  mKTpo.Tb 4 8 KOHTPO/b
e O6pasel;, O6pasel, O6pasel, O6pasel, O6pazel} O6paseLy
- 1 I 15 19 u 3 19
'E 1 1 ! O6pasel;, O6pasel O6pasel, O6pasel, O6pasel| O6pasel,
7 12 16 20 » 16 20
! 1
G A | O6pasel, O6pasel, [MotoxurenbHbiii  O6pasel, O6pasel, MonoXuTeNbHbIA
i 13 17 KOHTPO/b 13 17 KOHTpatb
[ | 1 O6pasel; O6pasey OTpuuatenbHbIi  O6pasel, Obpanel  OTpuuaTesibHbI
1H 1 i 14 . KOHTPO/Tb 14 X KOHTPO/b
11yn npaiimepoB A (Oligo Pool A- Extended RAS)
Myn npaiimepoB B (Oligo Pool B- Extended RAS)
2 Mcnonb3ysa cxeMy BHeceHMs 06pa3LoB, NOKa3aHHYH Ha pucyHke ‘1, go6asbTe K)

MKn 6ydepa |li B nyHKn, 0603HaYeHHble Kak oTpuuaTenbHblii KoHTponb (NTC) ans nyna
npaiimepos A (Oligo Pool A - Extended RAS) n nyna nparimepos B (Oligo Pool B - Extended
RAS).

3 [na kaxpgoi 6ubnmoTekn ita 12 06pasyos/24 6u6nMoTekn f06aBbTe 2,5 MK
6n6nnoTekn KoHTponbHoli RAS (Panel Control - Extended RAS) k22,5 mkn 6ydepa TE B
LeHTPUGYXXHON MMKponpobupke. TuiaTeNlbHO nepemMellariTe pa3BefeHHbI 06pasel, 6M6INoTeKN
KOHTponbHON RAS (Panel Control - Extended RAS).

4 Mcnonb3ys cxemy Brnecenus o6pa3ttOB B IyHKM NnaHLWleTa, NOKasanmnyt Ha pUcyHke
4, no6aBbTe 10 MKN pa3BefeHHOro obpasua 6ubnmoTekn KoHTponbHoin RAS (Panel Control -
Extended RAS)., n3 nyHkTa 3 B K&XAY0 U3 fBYX NYHOK, 0603HaYEHHbIX KaK MOMOXMNTeNbHbIN
KOHTpOAb ;ula nyna npaiimepos A (Oligo Pool A - Extended RAS) u nyna npaiimepoe B (Oligo
Pool B - Extended RAS).

5 Onpegenute, TpebyeTca nu pasBefeHune 06pasLioB, Ha OCHOBaHUM W6AMUbI 16. Mpu
Heo6XxoAMMOCTU B pa3BefeHnn 15 Mkn reHomHoli AWK, BbigeneHHoi u3 o6pasyoB EFPE,
passeaunTe 6ycepom E B cooTBeTcTBUM C Tabnumue!! 16. Hanpumep, ans obpasua ¢ gensta Cq -1,50
po6asbTe 15 Mkn o6pasua k 15 mkn 6ygepa TE. Ana o6pasua ¢ genbta Cq -2,50 gobasbTe 15 MKN
obpasuya k45 mkn bydepa E.

[enbTta-Cq Tabnuuya passegeHunii

Oenvta Cq <-151 orT1-1,50 80 07-0,50 go ot 0,51 go ot 151 po >5,00
-0,51 0,50 1,50 5,00
Pa3BegeHune 4- 2-Kpartnoe bes bes bes He
KpaTHoe pasBefeHus passefeHuA passefleHUs  MogjAep>Xusaercs
6 Vcrnonb3ys cxemy BHeceHus 06pa3L0oB BJIYHKU NaHLWeTa, NOKAa3aHHYH Ha prncymnke

4, po6aBbTe 10 MK Kaxpgoro obpasya reHomHol JHK, npuroToBneHHOro Ha cTaguv 5, B IyHKHU C
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nynom npaiimepoB A (Oligo Pool A - Extended RAS) nnaHweta HYB, HaunHas ¢ KonoHOK 1 wm
7. MoBTOpMTE 3TOT NpoLecc ans NYHOK ¢ nynom npaiimepoB B (Oligo Pool B - Extended RAS)
nnaHweTta HYB, HaunHas ¢ KonoHok 4 uan 10.

( 11PMM1.4411111.

A MpoBepbTe, UTOGLI CXeMa BHeCeHUs 06paTyoB AHK B 1yHKW MaaHWweTa 1 NoaoXeHus
MOMIOXNTENLHOTO M OTPULLATENIbHOTO KOHTPO/IbHLIX 06Pa3L0B e00TBCICTBOBA/IN CXEME
BHECEHWs1 06pa3LoB B IYHKU MMaHLLETa, MOKa3aHHOW Ha pucyHKe 4.

C NOMOLLbl0 MHOFOKaHanbHOM NUNeTkn f06aBbTe MO 5 MKN nyna npaimepos A
(Oligo Pool A - Extended RAS) Bo Bce nynku, cogepxaline reHomHyto HK, 6ubnnoteky
KOHTponbHyto RAS (Panel Control - Extended RAS) n oTpuuaTenbHbllii KOHTPONbHbIA 06pasel,
npegHasHaveHHble ana nyna npaiimepos A (Oligo Pool A - Extended RAS), B KonoHkax 1-3 nnm 7-
9 nnaHweTa II'YB. C nomolybl0 MHOrOKaHanbHOW NUNeTKM Ao6asbTe Mo 5 MK nyna npalimepos B
(Oligo Pool B - Extended RAS) B0 BCe NyHKMU, cogepxawyue reHomHyto AHK, 6ubnnoteky
KOHTponbHyto RAS (Panel Control - Extended RAS) 1 oTpuuaTeNnbHbIl KOHTPONbHbIA 06pasel,
npeAHasHayeHHble ansa nyna npaimepos B (Oligo Pool B - Extended RAS), B konoHkax 4-6 wnam
10-12 nnaHweta II'YB. Bo n3bexaHue nepekpecTHOl KOHTaMUHALUN MeHANTe HAaKOHEYHWKK nocne
KaXkaoih KOMOHKW.

C nomoubio MHOFOKaHanbHOMW NUNEeTKN f06aBbTe K KaAomy 06pasuy B niaHwere
IYB no 40 wmkn 6ydepa ans rubpuamsaumn (Hybridization Buffer). Mepemewaiite cmecb
nuneTkoil (BBepx M BHM3 3-5 pa3). Bo u3bexaHue nepekpecTHoii Kolltamunauum wmeHsiiTe
HaKOHEYHWKW MOCNe KaX4oW KOMOHKW.

f 11PIIMI YHALW W
T Y6eamTech, UTO BCe KpUCTanabl UAM ocafok B bydepe ana rmépugnsaumm (Hybridization
Buffer) pacTtBopuauce.

f IHPIHMI YATLITI
T He cmelwnBaiiTe nynbl npaiMepoB u 6ydep ana rmbpugmsauun (Hybridization Buffer) ans
XpaHeHuns. MNpn 06beAnHEHUN Nynbl NpaliMepoB YTpaynBaloT CTabUAbHOCTbL Aaxe npu
XpaHeHuu B 3amopoxelniom Buge.

3anevaraiite nnanwer HYB c nomowbo nneHkn gns mukponnaHweTos. Mpu
OTCYTCTBMU M/EHKU ANA 3aneyaTbiBaHUA MWKPOMAAHLLETOB UCMOMb3YArc antoMUHNEBYIO hONbIY 1
Ba/IMK UM SPYTrOi MHCTPYMEHT ANA 3anevyaTbiBaHUA, 0COGEHHO TLLATeIbHO 3aneyvartaiTe no
nepuMmeTpy mnaHwera.

K) LleHTpudyrupyiite npn 1000 X g npy KOMHATHOM TemnepaType B TeyeHue 1
MWHYTBI.

u MomecTtnte nnaHweT HYB B npegBaputensHo HarpeTbiii 610k npu 95 °C u
UHKY6UpyiTe B TeueHUe 1 MUHYTLI.

12 Vi3meHuTe TemnepaTypy B TOM e TepMo6i10ke Ha 40 °C 1 UHKY6UpyiTe B TeyeHue
3-18 yacos.

f MMIM1I4YNIMANE

MepemeleHne nnaHweTa U3 Tepmobioka Ha 95 ®C B Apyroii npeABapuTeNbHO HarpeThli
TepMo6/10K, YyCTaHOB/EHHbIV na 40 °C, okaxeT 0TpMLUaTe/lbHOe BAUAHWE Ha pe3ynbTaThbl

rmépugmsaymn.
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3Ta npouegypa NOWOANT yAanuTb HecBA3aBLIMecs npaiiMepbl 13 pacTBopa reHomHoin AHK ¢ nomoubio
(hMNbTPOBANIBHOIO MaHLLIEeTa, Ha KOTOPOM NPOUCXOAMT 0T6OP No pasMepy nocnefosaTefibHOCTW. [iBe
CTafun OTMbIBKM Gydhepom Ans UHTEHCUBHOW OTMbIBKM (Stringent Wash Buffer) o6ecneunBaloT nonHoe
yfaneHne HecBA3aBLUMXCA NpaiimepoB. TpeTba CTagus NPOMbIBKM 6ydhepom YHWBEPCANbHbIM,
npomMbiBoYHbIM (Universal Wash Buffer) nossonseT yganuTb ocTaBlimiics 6ydep 419 MHTEHCUBHOM
npombiBKKM (Stringent Wash Buffer) u nogrotosuTb 06pasubl K cTafum 3f0Hraunuun-nmruposanms.

] 11PL; NY11>1;xa1;HNnl

[aHHbIli Habop peareHTOB COAEPXMWT NOTEHLMaNbHO ONacHble XMMuUyeckne Bemeci Ba.
Bpef 4n1s nepcoHana MOXET GbliTh NMPUUYMHEH B pesynbTaTe BAbIXaHWUA, Npornal biBaHus,
nonafjaHunsa Ha KOXYy M nonagaHus B rnasa. Bo nsbexaHue pucka Bo3felicTeus
MCMONb3YyiTe CpefcTBa 3aUTThl, B TOM YUCNe CPEACTBa 3aWlUThl a3, mepyarku u
nabopaTopHblil xanat. C NCNONb30BaHHbLIMW peareHTamMmn o6palalTca Kak ¢
XUMUYECKUMU OTXOAAMMN U YTUANSUPYIOT MX B COOTBETCTBUM C MPUMEHUMBIMU
PErMoHanbHbIMMW, HaLMOHAaNbI|bLIMU U MECTHBIMU 3aKOHAMU M HOPpMATMBaMU.
JononHnTeNbHble CBEAEHMNA O 3aliMTe OKpyXarw e cpefbl 1 6e30M1acHOCTM CM. nacnopTa
6e3o0nacHoOCTM Ha caiTe support.iliviniiui.coT stls.Inml.

f*ac4ciHoc B[>cms
O6wWan NpoAC/IKNTENbHOCTb: 25 MUHYT
PyuHble onepauun: 25 MuUH

Pacxo.uwble m<ncpua.lbl

Kopo6ka B
Mosnuus Ko.!lnuec X n
1 nuects() paucunc 0CTaBLLUK Habope
Cmecb Ans yANMHHEHNS-
nuruposaHusa (Extension- 1 npobupka -25°C--15 °C «nnomuHa» 1A
Ligation Mix)
Bytep Ans UHTEHCUBHON
OoTMbIBKY (Stringent Wash 1 piakoH 2°C-8°C «nnoMuHa» 3A
Buffer)
Bytep yHMBepcanbHbIii,
npombiBOYHbIN (Universal 1 npo6upka 2°C-8°C «nnomuHa» 3A
Wash Buffer)
MnaHwert
(hMNbTPOBASbHbII
TruSeq™ Custom

d 1 nnaHwert 15®C-30°C «nnoMuHa» 5

Amplicon Dx (TruSeq™
Custom Amplicon Dx

Filter Plate)

AfianTepHoe KosbLio 1nnaHwer 15°C-30 °C 1lonb30Baresnb —

MnaHwet MIDI 1 nnaHweT 15®C-30®C Monb3oBartesnb —

NoTkun L1o mepe 15°C-30°C Monb3oBarens —
HEeo6XoaMMOoCTH

I N3BneknuTe cMech A1 YANUHHeHMs-nul uposaHus (Extension-Ligation Mix) u3
MecTa XpaHeHuUs npu TemnepaType -25 °C go -15 °C 1 pa3mopo3bTe NpyY KOMHATHO TemnepaType.
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2 Cwmech f;ls yanuHHeHua-nuruposanmus (Fxtension-Ligation Mix) ncnonbaytoT Ha
cTaguun 510Urayun-nurnpoBaHuns, 1 ee pasMopaxmBaHue 3aHMMaeT NpUBAN3nNTeNbHO 20 MUHYT.

3 M3BnekuTe 6ydep 418 UHTEHCMBHOM OTMbIBKM (Stringent Wash Buffer) n 6ydgep
YHUWBepCanbHbIil, NpoMbiBOYHbIA (Universal Wash Buffer) n3 mecta xpaHeHus npuw TemnepaTtype oT
2 °C po 8 °C v ocTaBbTe NMpy KOMHATHOW Temneparype.

4 CobepunTe yCcTpoOIACTBO ANS unbipoBaHMa Ha nnaHweTe (FPU) B cnegytouiem
nopsagke (CHU3y BBEPX);

YCTPOACTBO ANs (UNLTPOBAHUA HA NNaHLLeTe

A

Kpbliwwka

®dunbTpoBanbHbIN NAaHWeT
AgfanTepHoe Ko/bLO
MnaHwet MIDI

o0 w >

MpomapkupyiTe nnaHweT GuabipoBanbHblli FPU_Plate_ID.

BbINonHMTE NpeABapuTenbHYO NPOMbIBKY MeM6paHbl niallneTa
(MNbIPOBANLHOIO, KaK OMUCAHO HIXE:

a C NOMOLLbI0 MHOTOKaHaNbHOW NUMNETKN BHECUTE B KaXAYH NYHKY no 50 mMkn 6ydepa ans
WUHTEHCUBHOW OTMbIBKM (Stringent Wash Buffer)

b 3akpoiite nnaHweT FPU KpbIWKOWA (MNbIPOBaNbHOMO NAaHLWeTa 1 AepXXuTe ee 3aKpbiTol B
TeyeHne BCeli CTAANUMN LeHTPUGYrupoBaHums.

c LieHTpudyrupyiite nnaHwet FPU npu 2400 x g Npn KOMHaTHOW TemnepaType
B TEYEHNE 5 MUHYT.
d Henn npomMbIiBOYHBIA 6yhep CANT He MOMHOCTbIO, elle pas LUeHTpudyrupyiite

npu 2400 Xg npyv KOMHaATHOI TemMnepaType B reyeHne 5 MUHyT.

r 11PUM1 YMHM1-:
Komnanus «nntomumna» HacTOATENbHO PEKOMEHAYET UMeTb 3anacHble NiaHLIEeThbl
unbTpoBanbHble (FC-130-1006) B KauecTBe 06L,e1a60paTOPHbLIX PaCX0OAHbIX
maTepuanos.
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Mocne MHKy6auun ans rmépuamsaummu y6eanTech, 4To TepmMo6aoK oxnaguncs fo
40 °C.

11141M141n1
Ecnun 3a Moub Tepmo610K He oxnagunca fo 40 °C, Heo6xoaMmo 6yeT NOBTOPUTH
NpPUroToBeHne 6MBGANOTEKMN.

WN3BneknTe nnaHweT HYB u3 Tepmo6ioka u LueTpu dyrupyite npu 1000 x g npu
KOMHATHOW TeMmnepaTtype B TeueHne | MUHYTbI, 4TOObI co6paTh KOHAEHCAT.

C NOMOLbO MHOTOKaHaNbHOW NUMNETKW, YCTAaHOB/IEHHOW Ha 65 MK/, NepeHecuTe
BeCb 06beM KaXoro o6pasua B LieHTP COOTBETCTBYIOWMX NPeABAPUTENB O MPOMbITLIX TYHOK
nnaHweTta PUAbTPOBaNbHOr0. Bo nM3bexxaHne NepekpPecTHOW KOHTaMUHALUU MEMSIATC HAaKOHEYHUKM
nocne Kaxpaol KONOHKMN.

3akpoiiTe nnaHWeT GpuabipoBanbHbI KPbIWKOA 1 nef«Tpmj)yi npyitte npn 2400 x g
MpU KOMHATHOW TeMnepaType B TeYEHWe 5 MUHYT.

MPUMIYAHIT.

Y6enmTech, UTO XUAKOCTb NOCAE LeHTPUPYrMpoBaHMs MOMHOCTbIO cnuta. Mpu
HeobX0AMMOCTN MOBTOPUTE LEHTPUDYrMpoBaHue.

BbInonHWTEe NpOMbIBKY MiaHLWeTa (*)I/I]'IprOBa!'IbHOFO, KaK ONMncaHO HuXxe:

a C MOMOLLbI0 MHOFOKaHaNbHOW MUMNETKN BHECUTE B KXY NYHKY C 06pa3sLom
no 50 mkn 6ydepa /wa MHreHcnBHOM oTMbIBKK (Stringent Wash Buffer). MNpu co6nogeHun
OCTOPOXHOCTMW BO M36eXaHue NepeKpecTHON KOHTaMUHAaLMKN LUMEHa HAKOHEYHUKOB MeXay
KOMIOHKaMu He TpebyeTcs.

b 3aKpoiiTe nnaHWeT PUAbTPOBa/bHbIA KPbILWKOA 1 LeHTpUgyrupyite npu 2400
Xg Npu KOMHATHOI TemnepaType B TEYEHWE 5 MUHYT.

| Ecnu NpoMbIBOYHbI 6ydep CAUT HC NOMHOCTLIO, elwe pa3 LeHTpudyrupyite
thunbipoBanbHbI noaHweT npyu 2400 X g NpM KOMHATHOW TemnepaType B TeYeHVEe 5 MUHYT.

[MoBTOpPMTE NMPOMbIBaHNE, Kak ONUCaHO HMXe:

a C NOMOLLbI0 MHOTOKaHa/IbHOW MUMNETKN BHECUTE B KXY NYHKY C 06pasLom
Ho 50 mkn 6ytepa AN MHTEHCMBHON OTMbIBKM (Stringent Wash Buffer).. Mpu cobntofeHnn
OCTOPOXHOCTW BO M36exaHne NepeKpecTHON KOHTaMMHaLMU 3aMeHa HaKOHEUYHVKOB MeXay
KONOHKaMun He TpebyeTtcs.

b 3akpoiiTe nnaHWeT QUbIPOBaNbHbIA KPbIWKOA M LeHhugyrupyinte npu 2400
X(g npu KOMHaTHOI TemnepaType B Te4YeHUe 5 MUHYT.

c ECnn NpOMbIBOYHbLIN 6ydep CAUT HC NOMHOCTLIO, elwe pa3 ueHpudyl npyirte
nnaHweT npun 2400 X g Npu KOMHaTHO TemnepaType B TeYeHWEe 5 MUHYT.

Ypanute Becb CO6pPaHHbIN K 3TOMY MOMEHTY (huabTpat, CoOAepXawunii ggopmamug, B
COOTBETCTBYHO[UNIA KOHTENHEP AN ONacHbIX OTXOA40B, 3aTeM MOBTOPHO cobepute FPU. Tor xe
nnaHwet MIDI MOXHO ncnonb3oBaTb NOBTOPHO ANS OCTaNbHOrO Mpouecca MOATOTOBKA K
aMnangukaymm.

C NOMOLLb0 MHOTOKaHa/lbHOV NUNeTKy f06aBbTe B KaXAYH0 NYHKY € 06pasuom no
45 mkn 6ydepa yHMBepcanbHoro, npombisodHor o (Universal Wash Buffer). Mpu cobnrogeHnm
OCTOPOXHOCTW BO M36exKaHne MepeKPecTHON KOHTaMWHauMN 3aMeHa HAaKOHEYHWKOB MeXay
KONOHKaMu He TpebyeTcs.

3aKpoiiTe nnaHweT PuUAbHoBaNbHbINA KPbIWKON 1 LeHpudyr npyiite npu 2400 x g
npyv KOMHaTHOI TemnepaType B TeYEHWE 5 MUHYT.
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Pyxosoactso cnpesownoc & Habopy pearewrros Praxis Extended RAS Pancl

A LPHND AR,
' Yb6eaurecn, 470 KHAKOCTL NOCHE LEHTPHYIHPOBAHHA NORHOCTHIO cnuta. 1lpn
neobxoaumocTn nostopure uenTpidyrnposanne, Ocrasinniica npoMusoynbit Gydep
MoXeT HHIHOKHPOBaTL NOCAEAYIONIHE CPMCHTATHBHBE PEaKItiK.
Jloxyment Me 1000000037191 v00 34

I MHATHOCTHRH IN VITRO
& 000 LHPMH (27 INFO@CIRMLRU & WWW.GOSZDRAVNADZOR RU




B pesynbTarte 9TOM peakLuu NPOMCXOAMT CBsI3biBaHWE TMBPUAN30BABLINXCA NPaiiMepoB U3 napsbl,
KOTOpPbIE PACMONOXEHbI Bbille WM HUXE MO MOC/Mef0BaTe/IbHOCTY LieNeBoro pernora. JHK-nonmmepasa
oCyLLeCTBASET 4OCTPOIKY OT npaiimMepa, PacrnonoXeHHOro Bbille N0 NOCNeA0BATENLHOCTH, C
nocneayoLW MM NUTMPoBaHMEM C 5’-KOHLOM npaiimMepa, PacnonoXeHHOTo HUXe Mo Moc/iefoBaTe/lbHOCTM
LIe/IeBOr0 pernoHa, ¢ nomouiblo AHK-nurassl. B pesynbTate 06pas3ytoTcs NpoayKTbl, cogepxauine
NpeACcTaBNAOLLME UHTEPEC LiesieBble 061acTu.

Pacuc! Hoc Bpem4
O6waa NpoAoMKUTENbIOCTL: 50 MUHYT
PyyHble onepauun: 5 MUH

PacxofHble marepHa.HA

Mo3nymna KonnyecTBo XpaHeHune [Moc3aBwuk' Kopobka B
Habope

Cwmecb Ans yaonuHHeHusa- | npobupka -25 °C--15~C «MnnomuHa» IV

nuruposaHusa (Extension-

Ligation Mix)

Knesuiascs 1wTykKa 15°C-30 °C Monb3oBaTens —

antomullnesas onbra

NOMKn Mo mepe 15~c-30 °C Monb3oBaresnb
Heob6XxoaMMocCTuU

C NOMOLLbI0 MHOFOKaHanbHON NMUMETKN BHECUTE B KAXAYHO NYHKY
(hMNbTPOBaNbHOIrO NaHLIeTa, COAePXallyto uccnegyemolit obpasew, no 45 mkn cMecu ans
yanuHnenua-nuruposaHus (Extension-Ligation Mix). Peakumna yANMHHENUA-NNTUPOBAHUSA
NPOXOANUT na MembpaHe GubTpPoBanbLHOrO naanwera. Mpy co6NO4EHNN OCTOPOXHOCTU BO
n3bexaHne NepPeKpPecTHOW KOHTaMUHALMKM 3aMeHa HAKOHEYHWMKOB MeXAY KOMOHKaMu He TpebyeTcs.

3aneyvaTaiiTe (GUNLTPOBANLTMAN NNaHLLET KNeAwWwencs antoMMHNEBOR onbroi, a
3aTeM 3aKpoliTe KPbIWKOW, YTOObI 3aKpennuTb oLy BO BPEMS UHKYyOaLuu.

MHKybupyiiTe BCe yc3poiicTeo FPU B nogorpetom go 37 °C TepmocTaTe B TeYeHUe
45 MUHYT.

Bo Bpems nHKy6aumun nnaHweta FPU nofgrotoBbTe NAATHHCT A4NS aMNANUKATLLM
AMP, Kak onucaHo B crnegytolem pa3;tcjTe.
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Ha 3TO/ cTagui NpoMcxoAnT aMnaduKaLusa NpoAyKTOB YANMHHEHUA-NNTUPOBAHUS C UCMONb30BaHNEM
npaiMepoB, KOTOpPbIE MPUCOEANHSAIOT MHAEKCHbIE NOCNEA0BATENLHOCTU A MYNbTUMNIEKCMPOBAHUS
06pas3LoB, a TaKxXe 06LiMe afganTepbl, HEO6X04MMbIe AN 06pPa30BaHNs KacTepoB.

I’acMci Hoe BpemA
O6Lwwas NpoAo/HKNTEeNbHOCTb: -105 MUHYT
PyuyHble onepauunun; 30 MUH

Pac\o,!llble malC|)nansi

Mosnyna Konunyectso XpaHeHue [MoeraBWwuk' Kopobka B
Habope

Cwmecb gna MUP (PCR 1 npobupka -25 °C- - «nnomuHa» 11

Master Mix) 15

Mpalimepsl 1 npobupka ans -25 - - «MnmomuHa» 1A

WHAEKCMpPOBaHHble A KaXk4oro 15

(A501)-H(A508) (Index npaiimepa
Primers A (A501) - H

(A508)

Mpaiimepsl 1 npobupka ansa -25 °Cc - - «nnomuHa» U1
NHAEeKCUpoBaHHbIe 1 KaXk4oro 15 °C

(A701)- 12 (A712) npanmepa

(Index Primers 1 (A701) -

12 (A712)

MUP nonumepasa (PCR 1 npobupka -25 °C - - «MnnomuHa» 11
Polymerase) 15

MneHka gna MLP- 1 15°C-30 °C Tonb3oBaTen —
NNaHLWeToB

0,05 N 5mMn 15°C-30°C Tllonb3oBaTtesb

CBEXENPUTrOoTOBAEHHbIN
pactsop NaOH

96-N1yHOYHbI NnaHweT 1 nnaHwer 15°C-30®C [llonb3oBatenb —

ana MLUP ¢ to6koik

J1oTKM Mo mepe 15 ®C-30°C [lonb3oBaTenb —
HEeobX0AMMOCTH

MpuroToBbTe cBexuii 0,05 N pactsop NaOH, fo6asnsas 25 mkn 10 N NaOH k 4975
MK/ CTEPULHOI BOAbI.

OnpegennTte npainmepbl MHLEKCUPOBaHHbIE /15 UCMO/b30BAHUA B COOTBETCTBUM C
rpadnyeckoin cxemoi nnaHweTa, MOCTPOEHHON MOAY/MeM aHanm3a pe3ynbTaToB, MOYUYEHHbIX C
nomolybio Habopa peareHToB Praxis Extended RAS Panel.

M3BneknTte cmech ans MLP (PCR Master Mix) n cOOTBETCTBYIOLME Npaiimepbl
WHIEKCUPOBaHHbIE N3 MecTa XpaHeHua npu Temnepatype -25 °C go -15 °C 1 pa3mMopo3bTe Ha CTofe
npyv KOMHaTHOI Temneparype. OcTaBbTe peareHTbl 411 pasMopaXuBaHus NpMoanM3NTenbHO Ha 20
MUHYT.
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4 Mocne TOIO, Kak npaiiMepbl MHAEKCMPOBaHHbIE MOMHOCTLIO Pa3MOpO3ATCS,
nepemMellaiiTe COepXMMOe KXol nNpobUpKM na BOpTeKce, a 3aTeM KPaTKOBPEMEHHO
OTUEHTPM(YTUPYATe NPOGUPKU B MUKPOLEHTPUMY!e. B KauecTse afanTepos Ans
MUKPOLEHTPU(YTN UCNONb3YiiTe LEHTPU(DYXHbIE MUKPONPOGUPKN EMKOCTbIO 1,7 MA.

N PacnonoxuTe npaiimepbl B LWITaTWBe MO CNeAytoLieil CXeMe:

a PacnonoxuTte npo6bupkn ¢ npaiimepamu MHAeKcupoBaHHbIMKU J1 (JI501)-1
(A508) (Index Primers A (A501) - H (A508) (6enble KpbiLKK, NPO3paYHbIn pacTeBop) B
BEPTUKaNbHOM Harpas/ieHUW, BblpaBHMBAA € pagamu A-H.

b PacnonoxuTe npo6upku ¢ npaiimepamu MHAeKcUpoBaHHbiMM 1 (A701) - 12
(A712) (Index Primers | (A701) - 12 (A712) (opaH>XeBble KPbILIKW, XXENTbIA pacTBOp) B
ropM30oHTaNbHOM HanpaBieHuy, BbipaBHWBAsA C KONOHKamu 1-12.

duKcalus MHAEKCHOTO NnaHlleTa

n Mpaivepbl nHaekcupoBaHHble A (A501)- Il (A508) (Index Primers A (A501) - Il (A508)
(6enble KpbIWKK)

B lMpaiimepsbl nHAekcnpoBaHHble 1 (A701)- 12 (A712) (Index Primers 1 (A701) - 12 (A712)
(opaH>eBble KpbILLKW)

" nnaHwet JIMP

6 MpomapknpyiiTe HOBbI 96-1yHOYHbIA naaHweT gna 11LP AMP (nnawHeT gnsa
amnangukalmm).

BHecuTe npaiimepbl MHAEKCMPOBaHHbIE B NYHKM MnaHweTa AMP cnefyowmm
obpaszom:

C NOMOLLbI0O MHOTOKaHaNbHOW NUMNeTkn f06aBbTe N0 9 MK BbIGPaHHbIX
npaiiMepoB nHAaekcupoBaHHbiX A (A501) - H (A508) (Index Primers A (A501) - H (A508)
(Npo3payHblii pacTBOp) B COOTBETCTBYHIOLLME NYHKN KOMOHKM nnaHuweTa AMP.

C NOMOLLbI0O MHOTOKaHa/bHOW NUMNeTKN f06aBbTe N0 9 MK BblGPaHHbIX
npanmepoB nHAaekcmpoBaHHbiX 1(A701) - 12 (A712) (Index Primers 1(A701) - 12 (A712)
(KenTblil pacTBOP) B COOTBETCTBYHOLWMIA paa nnaHweTa JIMP. Bo ns6e>k aHne nepekpecT HOJi
KOHT aMunHauumn npaﬁmepos WHOEKCUPOBAHHbIX H906X0,CI,VIMO MEHATb HAKOHEYHUKWN nocCne
Ka> fjoro paja.

Ypanute BCe Npo6UPKKU € npaliMepamMmun NHLEKEeMPOBaHHbIMMW M3 paboyeil 30HbI.
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PykoBOACTBO cnpaBo4Hoe K Habopy peareHToB Praxis Extended RAS Panel

f, 11P11M1.YN11N1:
A MpaliMepbl MHAEKCUMPOBaHHbIE NpefHa:LladYeHbl TONbKO 411 O4HOKPATHOFO UCMO/b30BaHUS
M BOMKHbI BbITh CPa3y YHUUTOXEHbI NOC/E UCMO/b30BaHUS.

S MpuroToBbTe pabounii pacteop ans ML1,P cmech ans MLtP (PCR Master Mix) / MLIP
nonumMmepasbl (PCR Polymerase), kak OnuMcaHO HUXE:
a [na 12 o6pasyos/24 6ubnuotek gobasbte 21 mka MUP nonnmepassl (PCR
Polymerase) k 1050 mkn cmecun anga 1P (PCR Master Mix),
b MepeBepHU IC NPUTOTOBMIEHHbIA pabounii pacteop ana MLP 20 pas, 4Tobbl
nepemeLlarhb.

Ha cnepytoueid ctagnm atoT pabounii pactBop BHOcsAT B nnaHwet AMP. Pa6ouwnii pacTBop ans
MLLP cTabuneH nNpy KOMHaTpHO TeMHeparype B TedeHne 10 MUHYT, a Tak)Ke NpU Heo6X0ANMOCTM
MOXET XPaHUTbCS Ha NibA4y BO BPEMS MPUrOTOBEHUS.

f ilIMIMIMALLHI

- MUP nonumepasy (PCR Polymerase) Bcerga fo6asnsiite B cmecb ans MLUP (PCR Master
Mix) HemocpeaCTBEHHO Mepes MCMNOAb3oBaHWEM. He XpaHnTe 06beANHEHHbI pabounii
pacTtsop Ana HLP.

Mocne 3aBeplleHWs peakuun YANMHHEeHWUA-NUrupoBaHus ussnekute FPIJ wu3
TepmocTata. CHWMWUTE TJEHKY W3 allOMUHWEBOA (ONbIM UM BEPHUTE HA MECTO KPbILLKY
(hUNbTPOBANLHOIO NnaHLeTa.

CHATWe antOMWHWEBON (ONbrM  nepes LeHTpudyruposaHuem obecrneymBaeT 3 deKTUBHOE
NMPOXOXJAeHNEe cynepHaTaHTa peakLMOHHOW CMecK yepe3 UAbLTP B NAaHWeT 418 0TX0L0B.

LleHTpudyrupyinte nnaHweT FPU npu 2400 x g npu KoMHaTHOW TemnepaType B
TEeYEeHUEe 2 MUHYT.

C HOMOWbIO MHOrOKaHalbHOW MNWNETKM BHECUTE B KaXAYH NYHKY MnaHweTa
(hMNbTPOBANLHOTO, COAEPXKALLYO nccnefyemblii obpasey, no 25 mkn 0,05 N NaOH. Y6egmswiuce,
YTO HAKOHEYHWKM MUMETKA KOCHYNUCb MeMBpaLL.l, mepemellaiTe Wesoyb NUMEeTKoii (BBEPX U BHU3
5-6 pa3). Heo6X04NMMO MEHSATb HAKOHEYHNKM MOC/e KaXA0N KONOHKM.

HakpoiiTe 1 WHKy6upyiiTe nnaHwWeT (QWIbTPOBaNbHbIA MNP  KOMHATHOM
TemnepaTtype B Te4eHMe 5 MUHYT.

Bo BpeMs MHKybauun nnaHweTa PUAbTPOBAbHOIO MePeHecure ¢ NOMOLLbIO
MHOTOKaHanbHOM NUMeTKM Ho 22 MKn paboyero pacteopa Ans HLIP B Kaxaytlo NyHKy nnaHwera
AMP, cogepxalero npaimepbl UHAEKCUPOBaHHble. MeHANTe HaKOHeY! LKW nocne Kaxaoro

obpasua.
Hepetiecme antompoBaHHble 06pasLbl 13 GuabTpa B NnaHwetT AMP, Kak onucaHo
HUXe:
a YCcTaHOBUTE MHOTOKaHanbHyt nunetky P20 Ha 20 mkn.
b MepemewwaiiTe 06pa3sLbl B NEPBO KONOHKe NiaHLeTa QuabTPOBanbHOMo

| nNMHeTKol (BBEPX M BHU3 5-6 pas).

riPIIMIAIAImMI
Cnerka HaknoHuTe nnaHwet FPU, yTo6bl nonHocTbio 0To6paTth 06pa:sel, U n3bexatsb
06pasoBaHWs My3bIpbKOB BO34YyXa.

c MepeHecuTe Mo 20 MK U3 NNaHLIEeTa (hUNbTPOBANLHOTO B COOTBETCTBYIOLLYHO
KONOHKY nnaHweTta AMP.
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OCTOpOXHO nepemellainTe nunetkoin (5 6 pa3 BBEPX ¥ BHU3), YTOGLI
TwartenbHo nepemewarts AHK c pabouum pactsopom ans MLP.

AHanornyHoiM 06pa3om nepeHecute obpasLbl U3 0CTaNbHbIX KONOHOK
(hMNbTPOBAILHOIO NAaHweTa B NnaHwWeT JIMP. Bo ns6e>k aHne nepekpecTHOM
KOHT aMunHauumun npalﬁmepos MHOEKCUPOBAHHBIX W Uccnenyembl X o6pa3uos Heo6x0,qv1M0
MEeHATb HAKOHEYHUKN nocne Ka)K,qOVI KONOHKWNU.

Kak To/MbkO Bce o06pas3ubl nepeHeceHbl, nnaHwetr MIDI ¢ cobpaHHbIMU
oTxofamu nnaHweta FPU moxHO BbIGpocUTb. MeTannmyeckoe afanTepHOe KOMbLO MOXHO
MPOMbITb M OCTaBUTb A4/ fallbHelLero ncnonb3oBaHus.

3aneyvataiite nnaHwet AMP nogxogsuwieidi NNeHKol Ans niaHweTa ¢ NOMOLLbIO

ponvka.
LleH rpugpyrmpyiite npu 1000 X g Npu KOMHaTHOWM TemnepaType B TeyeHue
MUHYTHI.
9 MepeHecuTe nnaHweT JIMP B nocTaMnAN(PUKaLWOHHYIO 30HY.
10 Mposegute MUP, ncnonb3ys cnefyowyto nporpaMmy Ha TepMOLMKNepe:

95 °C B TeYeHne 3 MUHYT
32 umkna:

' 95 °C B TeueHue 30 cekyH[
66 °C B TeyeHune 30 cekyHf
72 °C B TeyeHune 60 cekyHf
72 °C B TeYeHue 5 MUHyT
BbigepxusaHue npu 10 °C

1IP11M1 4ynnni

KomnaHnsa «MnniomMmnHa» HacTOATENbHO PEKOMEHAYET UCMOMb30BaTb ONTUYECKYIO
KOMMPECCUOHHYH NPOKAaAKy, Yrobbl 06ecneunTb Hagnexallyto TeMnepaTypy Mexay
Tepmouuknepom ana MUP 1 peakyMoOHHbIMWU MaHLWeTaMn U NPegoTBPaTUThL UCNapeHne
obpasua.

liPiiMi Yyo11111-

YcTaHoBuTe Ha npubope ans MLUP 06bem peakLMOHHON cMecn Ha 60 MK M CKOPOCTb
N3MEHEHUNA TeMnepaTypbl Ha MakCMMalibHOE 3Ha4YeHue.

0O UKD Bronacnounm oCTnnmoBKIM

Ecnu He nepexoanTb cpasy K cTaguu ounctku MLP, nnaHwet JIMP M0XHO 0cTaBUTb Ha TepMoOLMKiepe
Ha HOYb UKW XpaHUTbL Npu Temnepartype ot 2 °C go 8 °C BnnoTb A0 48 CyTOK.
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Mocne MLUP:

1 Cwmewalite 5 MKN nNpoayKta amnandukauum ¢ 15 mkn BoAabl, CBO6OAHON OT
PHKa3/AHKas, n npy Heo6xoAuMOCTH C KpacuTenem and HaHeceHus OHK Ha resnb.

2 MpoBeguTe anekTpoopes B 2-4% arapo3HOM refe C MapKePOM MOEKYNSPHON
maccbl 100 i. 0., 4TO6bI MOATBEPLAMTL HaNMUMe U APKOCTb CBEYEHUA NPoAYyKTa 6M61MOTEKN
pasmepom 250-280 n. o.

06pasiibl, aMIAMBMKaLNA KOTOPbIX NpoLina ¢ 060MMK nynamu npaiimepos A u B, cuutaioT
AEMCTBMTeﬂbeIMM, N MOXXHO NepexoanTb K OCTa/lbHbIM CTaguaM MnocnenoBaTe/ibHOCTU
LeicTBuUiA (pucyHok 7).

O6pasubl, 419 KOTOPbIX aMnANQUKaLua ¢ O4HUM K3 NynoB NpaiMepoB (pmc> nok 8, cnesa) wuau ¢
obommu nynamu npaiMepoB (pucyHok 8, cnpasa) 6Gblsa HE3HaYMTEeNbHOW MM OTCYTCTBOBAnNa,
CUNTalT HefleiCTBUTENbHBIMUW, 1 OCTaNbHble CTAAUN MOC/eA0BaTeIbHOCTH AeCTBUNA
NPOBOAUTbL Henb3s. B cnyyae nonyyeHWs HefeliCTBUTENIbHOrO pe3ynbTarta refb-
3nekTpodopesa He06XOANMO MOBTOPUTbL CTaAMIO NPUTOTOBEHNS BUBINOTEKN AN 3TOr0
obpasua unu obpasuos.

Pe3ynbTat refb-3iekTpothopesa OTpMLaTENbHOrO KOHTPOALHOTO o6pasia f0/MKeH BbiTh
HyneBbIM. Hanuune npogykTa amnangurkaLmm oTpuLaTe/lbHOro KOHTPOAbHOro obpasya ¢
oboumn nynamu npaiimepos J1 n B cBMAETENbCTBYET O BO3MOXHbIX OLIMGKax npu 06paboTke,
T. €. KOHTaMuHauuy, owmnbKax Npy MepeHoce UaW Npyu COCTaBAEHUMN CMeCceil uccnesyemblix
o6pasyoB. OnepaTop AO/MKEH ONPEAenUTb NPUUYUHY M NPU HEOOXOAUMOCTH NMOBTOPUTH
npoLecc NoAroToBku 6mubmoTek. B cny™ae Nofo3peHna Ha KOHTaMUHaLUI0, NPOLLEce
NOAroTOBKM 6MBNMOTEKM criegyeT MOBTOPUTL 18 Bcex 06pa3uos. Mpu nogo3peHmmn Ha
OWMGKY Npu MepeHoce UM COCTaBNEHMM CMeCeil NOBTOPUTE MPOLLecC MOATOTOBKU
6MOBNNOTEKMN ANA HEMONYUYMBLUMXCA 06pa3LLoB.

MpucyTcTBue nonocbl 500 N. 0. HOPMaNbHO W He BAWSIET HA NPOU3BOAUTENIBHOCTL CUCTEMBI.

MpuUMep XOpoLIUX pe3y/bTaToB refb-31eKTpodopesa

‘01>
400 Il 0
‘00no
21010

10lo

A B B
.1 PasmepHsblii cTaHgapT 100 n.o.

B Myn npaiimepoB A (Oligo Pool A - lixtended RAS)
C Myn npaiimepos B (Oligo Pool B - Extended RAS)
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Mprmep oTpULATENbHBIX PE3yNbTaTOB refb-3aNeKTpodopesa

Oino

B

1 Pa3mepHbIin cTaHgapt 100 n.o.
B Myn npaiimepoB A(0ligo Pool A - Extended RAS)
C Myn npaiimepos B (Oligo Pool B -Extended RAS)

MpuMep pe3ynbLTaToB AN UcCnedyemMblX 06pasLoB

KM) mo

O6p:men | O6pasew, 2 Obpasey 3  Obpasel, 4 OrpuuaienbHbIi

(Hepetictn  (devicteuTe (MeiiciBuie ([eiicreunse KOHTPO/b
nTeneH) neH) NeH) NeH) (HepelicTBuTeneH)
(CoolBeiCTBycT
Tue60HaHNAMN)

1 PasmepHsblii cTaHgapT 100 n.o.
B Myn npaiimepos A(0Oligo Pool A - Extended RAS)
C Nyn npavimepos B (Oligo Pool B - Extended RAS)
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Ha aTom 3Tane mukpodactuubl ans ounctku LWL P-npogykToB (PCR Clean-Up Beads) ucnonb3ytT gas
OYMUCTKM OT APYFUX KOMMOHEHTOB PeakLUOHHON cmecu.

Pacuemwe npcMii

O6waa NpofoMKUTENbHOCTL: 50 MUHYT

PyuHble onepaunmn: 20 MUH

Pac\Qullle maTtcpua. Ibl

Mo3nynsa

Bytep ans :3nouum
(Elution Buffer)

MwukpoyacTuubl ansa
oyncTku MupP-
npogyktos (PCR Clean-
Up Beads)

80%-Hblit
CBEXENPU TOrOBNEHHbIN
pacTBop 33aHona

96-NyHOUHbIE MJIaHLEThI
MIDI

MneHka gns
3aneyatblBaHUA
nnaHwera

J1oTKn

Konnuectso

1 npobupka

1,8 Mn Ha 12
o6pasuos/24
6MbnnoTeKkn

15 mn Ha 12
o6pasyos/24
61MbnnoTeKn

2

Mo mepe

HeobxoANMOCTH

Mo mepe

HeobX04NUMOCTH

r IPIIMI Y1111

A B Hauyane BbINOMHEHWA 3TOr0 NMPOTOKO/A NPOCMOTPUTE pasgen «Mepbl
NpesoCTOPOXHOCTMY», KacaloWmuincs obpaLleHns ¢ MMKpoYacTMuaMm v npombiBKU 80%-
HbIM PacTBOPOM 3TaHO/A Ha CTaAMN 0YMUCTKM nNpoayKTos TLP.

XpaHeHue

15°C- 30 °C

2°C-8°C

15°C- 30 °C

15°C-30 °C

15°C-30 °C

15°C-30 °c

MocTaBWwnk

«nnroMmunHa»

«nnroMmunHa»

Monb3oBaTenb

Monb3oBaTenb

[Monb3oBaTeNb

Monb3oBaTenb

Kopo6ka B
Habope
5

3B

Josegnte mukpoyactuubl ang ounctkun HLUP-nponyktos (PCR Clean-Up Beads)
[0 KOMHAaTHO TemnepaTypbl.

MpuroTtoBbTe cBeXUil 80%-m,m pacTBop 3TaHo/a U3 abCONTOTTTOrO aTaHona. Ana 12
06pa3uoB/24 6nbnuotek npurotoBbTe 80%-Nbiii pacTBOP 3TaHoONa, Ucnonb3ysa 12 ma abcontoTHOrO
aTaHona n 3 mn Bogbl, cBo6oaTTONM OT AMKa3/PHKa3. TwaTensHo nepemeluanTe.

f IPIIMI 4yn1im1

MOXET Mornowatb Bo4y 13 BO3Ayxa, YTO BNUSET Ha pe3ynbTathbl.

[ns cTagnii NpoOMbIBKM BCerga rotoBbTe CBeXuii 80%-Hblil pacTBOp 3TaHOMa. dTaHON

LeHTpudyrupyinte nnaHwer AMP npn 1000 X g Npu KOMHaTHO TemnepaType B
TeyeHne | MUHYTbI, 4TOBbI co6paTh KOHAEHcaT.

MpomapkupyiTe HoBbl naaHweT MIDI "CLP_Plate_TD" (nnaHWeT AN OYUCTKMK).
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3 MepeBepHUTE MUKPOYACTULbI zuib ounctku [1LIP-npogykToB (PCR Clean-Up Beads)
10 pa3. TwaTenbLHO MepemellanTe UX Ha BOPTEKCE, a 3aTeM CHOBa nepesepHuTe 10 pas.

4 OcmorpuTe pacTsop BU3yanbHO, YTOObl y6eANTbCA, YTO BCE MUKPOYACTUL bl XOPOLLO
pecycneHAnpoBaHbl.
5 C NoOMOLWLbI0 MHOTOKaHanbHOW MUHETKU BHECUTE B KaXAYH NYHKY nnaHweTa CLP

no 55 mkn mMukpoyactuy ana ounctku MUP-npogyktoB.(PCR Clean-Up Beads)

C nomouLbl0 MHOTOKaHanbHOW MUMNEeTKN, YCTaHOB/EHHON Ha 60 MK, nepeHecuTe
Becb NpoaykT MUP n3 nnaHweta AMP B nnaHweT CLP. MeHANTe HAKOHEYHUKM MOCNE KaXAoro
obpasua.

3aneyvartaiTe nnaHwet CLP kneswencs nneHKon gns nnaHLWeToB.

BcTpaxuBaiiTe nnaHweTt CLP Ha weiikepe Ans mukponnaaHweTos npu 1800 06/MuH
B TEYEHME 2 MUHYT.

VHKy6upyiTe 10 MMHYT npyu KOMHaTHOW Temnepatype (15 °C — 30 °C) 6e3
BCTPAXMBAHWUS.

K) MoMecTUTe NAAHLWIET HA MAarHUTHbIM LUTAaTUB MUHUMYM Ha 2 MUHYTbl WK [0 TeX
nop Nnoka CynepHaTaHT He CTaHeT MPo3payuHbIM.

Moka nnaHweT CLP HaxoAWTCA Ha MarHUTHOM LUTAaTKBE, OCTOPOXHO yAanuTe
CynepHaTaHT MHOrOKaHa/libHOl NUNEeTKOW, ycTaHOBNEHHOW Ha 100 MKN. MeHsTe HAKOHEUYHUKM
nocne Kaxgoro obpasua.

l‘[ HPiIMIMATILII.

i Pxnn kakue-nn6o MUKpPOYaCTULbl Cﬂy‘-IaI7IHO 3aXBaTUNNCb B HAKOHEYHUK, BbIMYCTUTE KX
06paTHO B M/aHLIEeT, OCTaBbTe M/aHLWeT HA MarHUTHOM LUTaTUBE HAa 2 MUHYTbI U MOKa
cynepHaTaHT He CTaHEeT CBET/bIM.

f HIMIMIMAImi

A 3afepXKN Ha 3Toii CTagMu MOTYT NPUBECTW K CAIMMAHUIO MUKPOYACTUL, NOCNe yaaneHus
cynepHaTaHTa. KakK TONbKO CynepHaTaHT yjaneH, Kak MOXHO 6bICTpee nepexoaute K
cnefytoLLeid cTagnu.

Moka nnaHwet CLP HaxoguMTca Ha MarHUTHOM LUTaTUBE, I'IpOMOI7ITe MUKpo4dacTunuybl
CBeXenpurotosneHHbIM 80%-HbIM PacTBOPOM 3TaHOMA, KaK OMUCAHO HWMXKeE:

a C NoMolbt0 MHOFOKaHanbHOM NUMNEeTKN [06aBbTe B KOXKAYH NYHKY C
nccnegyembiM obpasuom 200 MK cBeXenpuroToBneHHo 80%-HOro pacteopa 3TaHona. Mpu
CO60JEHNN OCTOPOXXHOCTU BO W;"GCXKaHWEe MePeKPecTHON KOHTaMUHALUN MeHATb
HaKOHEYHWKMN He TpebyeTcsA. B 3TOT MOMEHT HeT He06XOAMMOCTW pecyCcrneHANpoBaThb
MUKPOYaCTULbI.

b WNHKy6upy#iTe NNaHLWeT Ha MarHUTHOM LITaTMBE B TeYeHne MUHUMYyM 30
CEKYHA UAN [0 TeX Mop, NMoka CynepHaTtaHT He CTaHeT MPo3payHbIM.

c OCTOPOXHO yflannTe CynepHaTaHT.

13 Moka nnaHwet CLP HaxoAUTCA HAa MAarHUTHOM LUTATWBE, BbIMOMIHUTE BTOPYHO
NMPOMbIBKY 3TaHO/IOM, KakK OMUCAHO HUXE:

a C NOMOLLbI0 MHOTOKaHaNbHOW NUMETKN BHECUTE B KaXKAYH NYHKY C
uccnegyembiMm 06pasuyom 200 MK cBeXenpurorosneHHoro 80%-Horo pacTsopa aTaHona.

b WNHKy6UpYIiTe NNaHWeT Ha MarHUTHOM LWTaTUBE B TeueHne MUHUMYM 30
CEeKYHJ UNK [0 TeX Hop, NMoKa CyrnepHaTaHT He CTaHeT MPo3paqHbIM.

c OCTOpPOXHO yanuTe cynepHaTaHT.

AokymeHT Ne 1000000037191 vOO
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14 [na ynaneHns n3bbiTKa 3TaHOMa UCMONb3YHTE MHOTOKaHaNbHY nuneTky P20,
YyCTaHOBNEHHY0 Ha 20 Mkn. He B36anTbiBaiiTe YacTULLA U HC KacaliTecb MX.

CHuMUTE TUWHWET CLP ¢ MarHWTHOTO LUTaTMBA M OCTaBbTE MUKPOYACTULbI A5
MoACYLWNBaHNS Ha BO3flyXe B TeUeHUEe 5 MUHYT.

C NoMolLLybi MHOrOKaHanbHOW MUHETKN A06aBbTe K KaXAOMY MCCneayeMomy
ob6pasyy no 25 mkn 6ydepa gna anwouyun (Elution Buffer) . MNpu cob6ntogeHnn 0CTOPOXKHOCTU BO
n3bexxaHne NepekpPecTHON KOHTaMWUHALUU MeHATb HAaKOHEYHUKMN He TpebyeTcs.

17 3aneyvatariTe naaHLWeT NJAEHKON AN MAaHLIEeTOB.

18 Bc TpAxuBaiiTe nnaHweT CLP Ha weiikepe gna mukponnaHweTos npu 1800 06/MuH
B TeyeHne 5 MUHYT.

I_f 11DKM1.411111.

) Y6enmtech, 4To BCe 06pasybl NOMHOCTLIO pecycneHAnpoBaHbl. Mpu Hanuuum 06pasyos, B
KOTOPbIX MUKPOYACTULbI He MOAHOCTbLIO PecycrneHANpPOBaHbl, OCTOPOXHO NepemeLlaiiTe
WX BBEPX W BHWU3 M MOBTOPMTe ABE MpeALIecTBYOLWME CTagun.

19 MomectnTe nnaHweT CI.P Ha MarHWTHbIA WTaTUB MUHUMYM Ha 2 MUHYTbI UK [0
TeX Mop, Nnoka cyrnepHaTaHT He CTaHeT MPo3payHbIM.

20 MpomapkupyiiTe HOBbIA nNnaHweT MIDI LNP_Plate_ID (nnaHweTt ans
HopManusauum 6nbanoTexn).

21 C NOMOLLbI0 MHOTOKaHanbHOW NuneTkn P20 1 TOHKMX HaKOHEYHWKOB MepeHecmTe
no 20 MKn cynepHaTaHTa 13 nnaHweTta CLP B nnaHwet LNP. Bo n3bexaHue nepekpecTHOM
KOHTaMUHaLMN MeHANTe HaKOHEeYHUKN MoCcne KaXAoro obpasua.

r nPMM! yaiini
EXNM Kakne-nn6o MUKPOYacTWLbl CyYaiiHO MepeHecMch B HAKOHEYHWUKM, BbINYCTUTE UX
06paTHO B M/aHLIET, OCTaBbTe MMaHWeET Ha MarHWTHOM LITaTVWBE Ha 2 MUHYTbI [0
OCBEr/IeHUW cymnepHaTaHTa.

r

(11cobs3aTcnbilo) MepeHecuTe ocTanbHble 5 MKN cynepHaTaHra m3 nnaHweta CLP B
HOBbI MAaHLET U NPOMapKMUpyliTe Ha3BaHWEM W Jaroil MporoHa. XpaHUrc aToT naaHweT npu
Temnepatype o1 -25 °C fo -15 °C [0 3aBeplUeHns NporoHa CeKBEHNUPOBAHUA M aHann3a faHHbIX.
3T ounLLeHHble NPoAYKThl MLIP MOXHO MCnonb3oBaTh A8 MOWCKA W yCTPaHeHUA
HencnpaBHOCTel B Clyyae HeyAayHOro nMporoHa o6pasLios.

23 3aneyvartaiiTe nnaHweT LNP nieHKOR ana nnaHLWeToB U LeHTpugyrupyii re [du
1000 X g npv KOMHaTHOI TemnepaType B TedeHune 1 MUHYTbI, 4TOObI rapaHTUPOBaTb, YTO BECb
CynepHaTaHT HaxoAUTCA Ha AHe NYHKMU.

TOUYKA KE3OMATNown (K IANOBKM

Mocne ouucTkm MLP NpoAyKTOB nnaHWweT cTabuneH B TeyeHne 3 4acoB Mpu TemnepaType oT 2 °C [0
8 °C.
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STUM CNOCOBOM HOPMANM3YHT KOAMYECTBO KaXKAolh 6MGANOTEKMN, YTO6GbLI 06eCneynTb UX PaBHOMEPHYHO
npeAcTaB/feHHOCTb B 06beAMHEHHOM 0bpasue 6MbanoTeKN.

I’acMci Hoc Bpcmu
O6wWan NpoAoMKUTENbHOCTb; 14yac 20 MUHYT
PyuHble onepauunmn: 30 MUH

PacxofHble marepuansl

Mosunyna KonnuectBo XpaHeHue MocTaBLW KUK Kopob6ka B
Habope
Pas6aBuTenb gns 1 npobupka -25 °C--15 °C «MnniomuHa» 1A

pa3BefeHns 6M61MoTeK
npu HopManusaunm
(Library Nonnalization

Diluent)

MukpoyacTuubl gns 1 npo6upka 2°C- 8°C «MnnomuHa» 3B
6ubnuotekn (Library

Beads)

PacTBop MpOMbIBOYHbI 2 npobupkm 2°C- 8°C «MnniomnHa» 3B

417 Hopmanu3sauun
6nbnuorck (Library
Normalization Wash)

Bytep ana xpaHeHus 1 npobupka 15°C-30 °C «nnomnHa» 5
6ubnunotek (Library
Storage Buffer)

0,1 N 3 mn 15°C-30 °C Monb3oBaresnb
CBEXEMPUTOTOBNEHHbIN
pacteop NaOll

96-N1yHOYHbIN NnaHwer 1 nnaHwer 15°C-30 °C Monb3oBatens —
ana MLUP ¢ 1o6kol

KOHM4eckas npobumpka 1 npobupka 15°C-30°C MonbsoBatenb -
eMKocTblo 15 mn

MneHka ana Mo mepe 15°C-30 °C Monb3oBaTenb -
3aneyaTbiBaHUA Heob6xogmMmocTu

nnaHwera

11P[-ay11PKx;un:1111n

[aHHbIA Habop peareHTOB COAEPXUT NOTEHLMANbHO OMAaeHble XMMUYECKNE BeLlecTBa.
Bpeg ana nepcoHana MoXeT 6bITb MPUYUHEH B pe3ynbTaTe BAbIXaHUA, NpornaTbiBaH A,
nonajaHunsa Ha KOXy u nonajaHusa B rnasa. Bo nsbexaHme pucka Bo3geicTBus
ncnonb3yiTe cpeAcTBa 3alWMTbl, B TOM YMC/ie CPeACTBA 3alWMThl a3, nepyaTky u
nabopaTopHblil xanat. C Menonb30BaHHbIMUW peareHTaMu obpalialoTca Kak ¢
XUMUYECKUMWN OTXOJaMUN U YTUNN3UPYIOT UX B COOTBETCTBUMN C NPUMEHUMbBIMU
pernoHanbHbIMW, HALUOHANBHBIMW N MECTHBIMMW 3aKOHAMW Y HOpMaTUBaMu.
JononHuTenbHble CBEAEHNS O 3alinTe OKpyXarLei cpefbl 1 6e30NacHOCTM CM. nacrnopTa
6e3onacHoOCTU Ha caiite siipport.illumina.com/sds.lilml.
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1 MpuroToBbTe cBexuii o,IN pacteop NaOH, go6asnss 30 mkn 10 N NaOH k 2970
MK/ CTepUIbHON BoAbl, cBO6oAHOW oT PHKa3/AHKaT.

2 3BneknTe pasbaBuTenb 4na pasBegeHns 6ubnnoTek npu Hopmanmsauum (Library
Nonnalization Diluent) u3 mecTa xpaHeHus npu Temnepatype -25 °C go -15 °C n goBegute 4o
KOMHaTHOW TemnepaTypbl. [1pn HEOBXOAMMOCTN UCNONbL3YIiTe BOAAHYIO 6aHi0 Ha 20 °C—25 °C.

1 nPMIYNONr

A B pasbasuTene ;wa passefeHusa 6ubnuotek npu Hopmanmusaumm (Library Normalization
Diluent) MmoryT o6pa3oBaTbCsi BUAWMbIE OCALKM UKW KpucTannbl. Mepes MCNonb30BaHMEM
nepemeluaiiTe el0 Ha BOPTEKCe, a 3aTeEM OCMOTPUTe BM3yanbHO MPOBUPKY, Aepxa ce B
BEPTMKaNbHOM MONOXEHUW Nepef UCTOYHUKOM OCBELLEeHUs, YTO6bl ybeanTbes, YTO BeCb
0CafloK NOAHOCTbIO PacTBOPUACS.

3BneknTe MuKpoyacTmubl ana 6monunotek (Library Beads) u pactBop
NMPOMbIBOYHbIA AN Hopmanusauum 6uenuotek (Library Normalization Wash) us mecta xpaHeHuUs
npun Temnepatype 2 °C go 8 °C n foBefuTe 40 KOMHATHON TeMmepaTypbl.
Mpn HEO6X0AMMOCTM MCNONb3YITe BOAAHYH 6aHI0 Ha 20 °C 25 °C.

TuaTenbHO MepemelyaiiTe MukpoyacTuubl ns 6ubnuotek (Library Beads) na
BOpTEKCe B TeueHMe 1MWHYTbl, NepMoaNYecKn nepeBopaynsas NpobUpKy, 4O Tex Mop, noka
MWKpPOYaCTMLbl He pecycrneHAunpytores, a ocagka Ha fHe Npobupkn Npu ee nepesopavyvBaHnm
OyfeT HC BUAHO.

[na 12 o6pasuos/24 6ubnuotek BHecuTe 1575 MK pas3baBuTens Ana passefeHun
6ubnuotek npu Hopmanusauum (Library Normalization Diluent) B HOBYIO KOHUYECKYK NpobupKy
eMKOoCTblo 15 M.

[na romoreHusaymyM MmukpoyacTul, ncnonb3yiite nunetky P1000, ycTaHOBNEHHYHO
na 1000 mkn, 4TO6bI TWaTeNbHO pecycneHANpoBaTb MUKpoYacTuubl ana 6menunotek (Library
Beads) nepemelynBaiite ux nuHeTKol (BBepX 1 BHU3 10 pas).

MMIM1 y.amnr

r KpaiiHe BaXXHO NONHOCTbIO pecycneHAMpoBaTh 0CafoK MUKpoYacTuy, ans 6mbanoTek
(Library Beads) Ha gHe npobupku. Vcnonb3oBaHue nuneTkn PHOOO rapaHTupyet
O[JHOPOLHOe pecycrnenanpoBaHune. 37O CYLLECTBEHHO A8 AOCTUXEHUA eANMHO0BPa3HOIA
NNOTHOCTW KacTEPOB B NMPOTOYHOW sAuelike.

Ona 12 o6pasuos/24 6M6n1MoTeK nepeHecuTe nunetkoit 300 MKN MUKpoYacTuy, Ans
6ubnnoTek (Library Beads) B npo6upky, cofjepxalyto pasbasutens LLis passegeHns 6n6nnoTek
npn Hopmanusauum (Library Normalization Diluent) . Xopomo nepemeluaiTe, nepeBopaynBas
npobupky 15-20 pas.

11PIIML4ALI11F

Munetka PKOOO, ycTaHoBneHHasa Ha 1000 mkn, rpebyetcsa As NOHOMO
pecycneHinMpoBaHMsA MUKPOYACTUL, Ha cTaguu 2. CmelunBaiiTe TO/IbKO yKa3aHHble
KonuuecTBa pa3basmTens Aana passefeHns 6ubnmotek npu Hopmanusaumm (Library
Normalization Diluent) n mukpouacTuy ansa 6u6nmnoTtek. OcTaBlINiics pa3baBuTenb Ans
passefieHUa 6M6IMOTEK NPU HOpManm3auum u yactuubl ana éubnuotek (Library Beads)
HEOOXO0ANMO XPaHUTb OTAENbHO MPU COOTBETCTBYIOLLEN PEKOMEHAYEMON TemnepaType.
Urobbl COXPaHUTb UX CTabWUAbLHOCTb, MUKpPOYaCcTULbl ans 6ubnmnotek (Library Beads) Hu B
KOEeM Ccflyyae He ciefyeT 3amMOpaxmBaTb UM CMeWwunBaTb ¢ pasbaButenem Ans pasBefeHus
6ubnunotek npu Hopmanusauuu, (Library Normalization Diluent) ecnum nx He UCNONb3YOT

cpasy.

C NMOMOLLbI0 MHOTOKaHabHOM NUNETKN BHecUTe 45 Miol 06beANHEHHOr0 pa6oyero
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pacTBopa pa3baBuTens ana passegeHus 6ubnuotek npu Hopmanmsauyum (Library Normalization
Diluent) n mukpoyacTtuy ans 6uénuorck (Library Beads) B kaxayto nyHKy nnaHweta LNP,
cofiepxallero 6u6nmnoTekn. Mpu cobntOAeHNN OCTOPOXKHOCTM BO M36eXaHMe NepekpecTHO
KOHTaMMHaL MU 3aMeHa HaKOHEYHWMKOB MeXAy KO/0HKaMu He TpebyeTcs.

3anevartaiTe nnaHweT LNP nneHKol ans nnaHWweToB.

BcTpaxwmBaiite nnaHweT LNP Ha weiikepe Ans MUKpOHAaHweToB npu 1800 06/MuH
B reyeHue 30 MUHYT.

(  HTYM.YUAMLW

A 30-MUHYTHAs MHKY6aLMUs NPUHLMUNNANBHO BaXHA ANS NPaBUIbHOW HOpManu3aluum
6ubnnoTeku. MHKy6auus B TedeHUe 6OMbLIETO WM MEHbLUET0 BPEMEHMW, MOXET MOBAUSATH
Ha NpejCcTaBNeHHOCTb 6UBANOTEKN W NAOTHOCTL KNacTepos.

MomecTnTe NnaHweT LNP Ha MarHWTHbIA WTAaTUB MUHUMYM Ha 2 MUHYTbI UK 40
Tex HOp, MOKa cynepHaTaHT He CTaHeT NPO3pPayHbIM.

Moka nnawHeT LNP HaxoAnTCA Ha MarHMTHOM LUTaTKBE, OCTOPOXHO yAanuTe
CynepHaTaHT B Hag/aeXalnil KOHTelHep ANS OMacHbIX OTXO40B MHOrOKaHanbHOW NUNETKON,
YCTaHOB/IEHHOW Ha 80 MK..

f 1114NIrY\111m

A Henu kakme-nn60 MUKpOYaCTULLbl CyYaiHO nonanu B HAaKOHEYHWKM, BbIMYCTUTE KX
06paTHO B MNaHLWIET, OCraBbTe MIaHWeT Ha MarHUTHOM LITATUBE HA 2 MUHYTblI WX 0
OCBET/IEHUSA CynepHaTaHTa.

CHuMMMTe nnaHweT LNP ¢ MarHMrHoro wratvMea v NpoMoiTe MUKPOYacTULLbI
pacTBOPOM NMPOMbIBOYHBIM A/ HopMmanu3auuu 6ubnuotek (Library Nomialization Wash), kak
OMUCaHO HWXe:

a C NoMOLLbI0 MHOTOKaHaMbHOW MUMNETKN BHECUTE B KaXAYH NYHKY C
nccnefyemMbiM 06pasyomM Mo 45 MK pacTBopa NPOMbIBOYHOIO ANA HOpManu: auun 6ubamnoTek
(Library Normalization Wash).

Mpy cobnofeHNN OCTOPOXKHOCTY BO U36eXaHWe NepeKpPecTHOW KOHTaMWHaLUK 3aMeHa
HaKOHEUYHWKOB MeXAy KOMIOHKamu He TpebyeTcs.

b 3aneyaraii re nnaHweT LNP nieHKoW 418 NiaHLLEeTOoB.

r BcaxusaiiTe nnaHweT LNP Ha welikepe ans mukponaaHweToB npu 1800
06/MWH B TeYeHMe 5 MUHYT.

d MomectuTe nnaHwet LNP Ha MarHWTHbI/A WTaTUB MUHUMYM Ha 2 MUHYTbI UK
[0 TeX Mop, MoKa CyrnepHaTaHT He CraHEeT MPO3payHbIM.

OCTOpPOXHO yaannTe CynepHaTaHT B HaAnexalnili KoHTeliHep A1 OnacHbIX
OTXO/0B.

10 CHumuKTe nnaHweT LNP ¢ MarHATHOroO wTaTuMBa U NMOBTOPUTE NPOMbIBKY
pacTBOPOM NpOMbIBOYHLIM anst HopMajm:ianHH 6u6nunotek (Library Normalization Wash), kak
OMMCaHO HUXe:

a C NOMOLLbI0 MHOTOKaHaNnbHOM NUHETKN BHECUTE B KaXAYH NYHKY no 45 Mkn
pacTBopa NMPOMbIBOYHOIO Ans HopMmanusauuun 6ubnunotek (Library Normalization Wash).

Mpy coBMIOLEHUIN OCTOPOXHOCTW BO M36eXaHWe NEPEKPECTHON KOHTaMWHALKUKW 3aMeHa
HaKOHEYHWKOB MeX/y KO/IOHKaMu He TpebyeTcs.

b 3aneyvatarite nnaHwet LNP nneHKON gns nnaHLWeTOoB.

c BcTpaxuBaiite nnaHweT LNP Ha weiikepe gnsa mukponnaaHweTos npu 1800
06/MWH B TeYeHne 5 MUHYT.
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14

16

20

21

11

23

MomecTnTe NnaHweT LNP Ha MarHUTHbIA WTaTUB MUHUMYM Ha 2 MUHYTHI.

OCTOPOXHO yaanuTe CynepHaTaHT B Haf/1eXalnil KoHTeliHep 415 OnacHbIX
OTXO/10B.

f 3anevataiiTe nnaHweT LNP naeHKoi ans nnaHLweTos.

LleHTpudyrupyiite nnaHweT LNP npn 1000 X g Npu KOMHaTHO TemnepaTtype B
redeHue 30 ceKyHf, 4Tobbl cObpaTh OCTABLUMIACA NPOMbLIBOYHBIA Gydep.

MomecTuTe nnaHweT LNP Ha mal H rHbIi WwTaTus.

[ns ynaneHna n3bbiTKa pacTBOpa MPOMbIBOYHOIO AN HOpManu3auum 6ubnmoTex
(Library Normalization Wash) ucnonb3yiiTe MHOrokaHanbHyt NnHeTKY P20, ycTaHOB/IEHHYIO Ha
20 mKn.

CHuMnTe nnaHweT LNP ¢ MarHu rHoro wratusa v o6aBbTe B KaXAYH NYHKY MO
30 mkn 0,1 N NaOH gnsa antoupoBaHusa obpasya.

3aneyvatarite nnaHweT LNP nneHKol ans nnaHwwes.

BcTpsxusaiite nnaHwet LNP Ha weiikepe ;uls MukponnaHwetos npy 1800 06/MuUH
B TEYEHME 5 MUHYT.

B TeyeHue 5-MUHYTHOIO BCTPAXMBaHWUA NPOMapKUpPyiTe HOBbIV 96-NyHOYHbINA
nnaHwet ansa MUP SGP_Plate_ID.

BHecuTe B KaXXAYyl0 NYHKY, KOTOpas 6yaeT ncnonb3oBatbca B nnaHwete SGP, no 30
MK 6ydepa gns xpaHeHua 6ubnunotek (Library Storage Buffer).

Mocne 5-MUHYTHOTO BCTpsXMBaHUA ybeauTech, 4TO Bce 06pa3ubl B nnaHwerte LNP
pecycneHaunpoBaHbl. Ecin 06pasLpbl He pecycneHAnpoBaHbl, 0OCTOPOXHO NepemMellainTe aTu
06pa3Lbl MMMNETKOW BBEPX W BHW3 WU CMerka MNOCTy4MTe NAaHLWeToM No CToAy, YTo6bl
pecycneHiMpoBaTb MUKPOYACTULLbI, 3aTEM BCTPSAXMUBaATE ewe 5 MUHYT.

1Mco6szarc:n,Ho| LieHTpudyrupyiite nnaHwet LNP npyu 1000 X g npu KOMHaTHO
remHepatype B TedyeHune 30 CeKyH/, 4To6bl cobparb 06pasubl Ha [HE NYHKMU.

MomecTnTe nnaHweT LNP Ha MarHUTHbIMA WTATUB MUHUMYM Ha 2 MUHYTHI.

C NOMOLLbI0 MHOFOKaHa/lbHOW MWHETKW, yCTaHOB/EHHOW Ha 30 MK/, NepeHecuTe
cynepHaTaHT u3 nnaHweTta LNP B nnaHweT SCP. OCTOPOXHO nepemMeluaiiTe NUNETKOW (BBEPX U
BHM3 5 pa3).

f IHHPIIMIiM AL

n P.cnin kakne-nn60 MUKpoYacTuubl cnyqaﬁHo nonann B HAKOHEYHUKWN, BbIMYCTUTE
MUKpo4acTmuybl 06paTHO B NJIaHLWET, 0CTaBbTe MJIaHLWET Ha MAarHUTHOM LUTaTUBe Ha 2
MWHYTbI UKW OO0 OCBETNIEHNA CyNnepHaTaHTa.

3aneyvaTaiite nnaHweT SGP nneHKoON 415 NNaHWeTOB, a 3aTeM LeHTpudyrupyiite
npu 1000 X g npu KOMHaTHOW TeMnepaType B TedeHue 1MuHyThl. Cpa3y nepexoguTe K
06beANHEHNIO 6UB6INOTEKN.

JokymeHT Ne 1000000037191 vOO
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1lcpes CCKBEHMPOBAHMEM Ha FreHeTUYeCKOM cekBeHaTope MiSeqDx B npouecce MOArOTOBKM K 3Tany
reHepauuy KnacTepoB M CEKBEHNPOBAHWUIO 00bEANHAIOT paBHble 06BbeMbl HOPManM30BaHHOM
6nbnnoTekn, passefieHHol B 6ythepe ana rmbpuansaunn (Hybridization Buffer), n nogeepratoT

TEPMMUUECKON feHaTypaluun. B KauecTBe BHYTPEHHErO KOHTPO/S [/ CEKBEHUPOBAHUS UCMO/b3YOT
PhiX.

I*acuclHOC Bpems
O6waa NpofomKUTENb.NOCTbl 10 MUHYT
PyuHble onepauunu: 10 MuH

Pac\(blHble Ma repiia.iM

Mo3nyna Konnyectso XpaHeHue MocTaBW KK Kopob6ka B
Habope
Bythep nna passegeHus 2 npobupku -25 'AC--\5°C «MnnwomMuHa» 1N

6uonunotek (Library
Dilution Buffer)

KOHTpPONb BHYTPEHHUIA 2 MKN -25 ®C--15 °C «MnnomuHa» 1B
PhiX (PhiX Internal

Control)

0,1 N 2,5 mMn 15°C-30 °C [Monb3oBaTenb

cBexxe np uroToR e HH.: i1
pactsop NaOH

IX bygep TE 8 MKn 15°C-30 °C MonbsoBaten —
LleHTpudy>xxHble Mo mepe 15°C-30 X' Monb3oBatens —
MUKPONPO6UPKHY Heo6xoanumMocTu

CTtpun Ha BOCeMb 1 15®C-30 °Cc lMonb3oBatens —

npobupok ana NLpP

Bepnepko co nbfom 1 15°C 30-°cC Monb3oBatens —

YcTaHoBUTE TemnepaTypy Tepmo6/10Ka, NOAXOAALWEro AN LEeHTPURYKHbIX
npobupok emkocTbio 1,5 mn, Ha 96 °C.

11lpuroToBbTe NeasHyto 6aH0 B Befepke co NbaoM. Oxnagute 6ydep gnsa
passegeHns 6mubnunotek (Library Dilution Buffer) Ha negsHoli 6aHe.

HauHuTe pasmopaxuBaTb KapTpuax MiSeq™ Dx SBS v3 (MiSeq™™Dx SBS
Cartridge v3).

Huxe npusefeHbl MHCTPYKUMK, ONUCLIBaOLWLME, KaK Pa3MOPO3UTb KapTPUAX C peareHTamu ¢ NoMoLLbto
BOAAHON 6aHVM KOMHATHOI TemnepaTypbl. 3Ta METO4MKA 3aHMMaeT NPUBAN3NTENLHO OAMH Yac.

1 M3BnekuTe KapTpuaxX n3 Mecta xpaHeHusa npu Temnepatype -25 °C go -15 °C.

2 1lomecTnTe KapTPULX B BOASIHYIO 6aHI0, COAEpXKaLlyH LOCTAaTOYHOe KOMUYECTBO
[EeNOHU3UPOBAHHOI BOAbl KOMHATHOI TeMMepaTypbl, MOrpy3MTe OCHOBaHWE KapTpUAXa [0 OTMETKM
LOMNYCTUMOTO0 YPOBHS BOAbl . He JonyckaiiTe npeBbileHUsi MaKCUManbHOTO YPOBHS BOAbI.
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MakcnmanbHbIM YPOBEHb BOJbI

f=F ]

3 OcTaBbTe KapTpULK Ans pasMOPaXnBaHWS B BOASHON 6aHe KOMHATHOM
TeMnepaTypbl NpUGAN3NTENBHO Ha 60-90 MUH MAKM [0 MOHOTO Pa3MOpPaXMBaHMUS.

4 MN3BneknTe KapTpUAX M3 BOASHOW 6aHU 1 OCTOPOXHO MOCTYYMTE UM HO CTONY,
uTO6bl YAANNT b BOLY U3 OCHOBAaHMS KapTpuaka. BbiCcylunTe 0CHOBaHME KapTpuaxa. Y GeanTecs,
uTO BOAA He Monana Ha KapTPUAXK C peareHTaMu cBepxy.

MpurotoebTe 0,1 N NaOH nyTtem 06beanHeHUs cneayrowmx o6bLemMoB B
KOHWYeCKol npobupke:
Boga, cBobopaHas ot [JHKa3 n PUKas (2475 mkn)
McxopgHbili 10 N pacteop NaOH (25 mkn)

MepeBepHUTe NPOBUPKY HECKO/MbKO pa3, 4To6bl NepemellaTh COAepXMUMOE.

| 1IMAY11PL XXAI mil-
4 Mcnonb3oBaHWe cBeXXenpurotoeneHHoro pactsopa NaOH BaxHo ansa geHatypauun PblX
Ans 06pa3oBaHMA KnacTepos.

/Xnsa nonyyeHns pasBefeHHOro KOHTposns BHyTpeHHero PbIX (PbIX Internal Control)
06beauHUTe cnegytowme 06bEMBbI:

KoHTponb BHyTpeHHUiA PbIX (PhiX Internal Control) (2 mkn)
1X Bygep TR (8 mkn)

Ana nonyvyeHusa geHaTypupoBaHHOIO pa3BefeHHOro KOHTPOA BHYTpeHHero PbIX
(PbIX Internal Control) (o6beguHuTe cnegyoline obbembl pa3BefleHHOr0 KOHT pons
BHyTpeHHero PbIX (PbIX Internal Control) n 0,1 N NaOH B ueHTpU{y>XHOI MUKPOHPOGUPKeE:

Pa3BefieHHbI KOHTPONb BHYTpeHHUA PbIX (PbIX Internal Control) (10 mkn)
0,1 N pactBop NaOH (K) mkn)

KpaTKoBpeMeHHO MepemMeluaiiTe feHaTypUpOBaHHbIV pa3BefeHHbI KOHTPOb
BHYTpeHHMiA PblX (PblX Internal Control) Ha Boprckce.

KpaTKoOBpPEMEHHO LeHTpUtyrupyite feHaTypupoBaHHbI pa3BefeHHbIi KOHTPOb
BHYTpeHHMIA PblX (PblX Internal Control), 4uto6bl cobpaTb COAEPXUMOE CO CTEHOK MPOBMPKMN.

NHKybupyiiTe B TedeHUe 5 MUHYT NpyM KOMHATHON TeMnepaTtype AN AeHaTypauuu
KOHTpONs BHYTpeHHero PblX (PblX Internal Control) .

[ns nonyyeHusa pacteopa KOHTpons BHyTpeHHero PblIX (PhiX Internal
Control) B 6ydepe gns passegeHus 6uonunotek (Library Dilution Buffer) o6beanHuTe cnegytouime
ob6bembl 6ytepa ana passefeHusa 6ubnuotek (Library Dilution Buffer) n geHaTypupoBaHHOro
pa3BefleHHOK KOHTpons BHYTpeHHero PhiX (PhiX Internal Control).

[leHaTyprpoBaHHO pa3BeAeHHbI KOHTPOb BHYTpeHHUIA PbIX (PbIX Internal Control) (20 mkn)

MpeaBapuTeNbHO OXNTaXAEHHbI 6ydep Ana pa3BeaeHus 6ubnunotek (Library Dilution Buffer)
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(980 wmka)

Hf'HMI 4nwn.

PactBop KoHTponsa BHyTpeHHero PhiX (PhiX Internal Control), /6ydep ana passefeHus
6ubnmnotek (Library Dilution Buffer) MoXHO xpaHUTb 40 3-X Hejenb Npu TemnepaTtype ot
-25 °C po -15 °C B BUge aNMKBOT 15 OLHOKPATHOro ucrnonb3oBaHud. ocne 3 Hepenb
KO/IMYEeCTBO KNAacrepoB HaYMHAET YMeHbLUATbCA.

MepeBepHMTE KapTPUAXK AECATb pas, YToObl NepemelwlaTb OTTasiBLIME PeareHThl, a
3aTeM MpPOBepbTE, YTOGbI BCE MONMOXKEHUS OMNasu.

11PMAM1,YNMT
Ons 3 heKTUBHOIO CEKBEHMPOBAHMA NMPUHLMNNANBHO BaXKHO, UTOObLI peareHTbl B
KapTPUAXKE MOSTHOCTbIO OTTAsIN W MepPeMeLlanich.

MpoBeauTe BU3yanbHbIli OCMOTP peareHToB B NOMOXeHUAX 1,2 n 4, yTobbl
y6eAnTbCS, YTO OHW NOMHOCTLIO MepemMeLlannucb U He codepxxar OCafKoB.

OCTOPOXHO NOCTYUYUTE KAPTPULKEM MO CTOMY, UYTOBbI YC FPaHUTb My3bIPbKM
BO34yXa B peareHTax.

( MM 4nnmi
Tpy6Kn cucTembl nogaqn 06pasLoB retleTmucckoro cekseHatopa MiSeqDx fox0asT A0
[Ha KaXX[0ro pesepByapa peareHToB, NO3TOMY BaXHO, YTO6bI B pe3epByapax He 6b1n10
ny3blpbKOB BO3AYyXa.

[l0 rOTOBHOCTM K Hayany NporoHa noMecTuTe KapTpUAK Ha fief, UAn oTcTaBbTe Npu
TemnepaType oT 2 °C go 8 ®C (go 6 yacoB). [aa Nony4vyeHUs Ny4ywnx pe3ynbTaToB NepexoauTe
HenocpeACTBEHHO K 3arpy3ke o6pasua v 3anycky nporoHa.

[oseante 6ydep ana passegeHuns 6ubnmotek (Library Dilution Buffer) go
KOMHaTHOW TemnepaTypbl. MepeMewaiTe 6ydep ana passegeHuns 6ubnunotek (Library Dilution
Buffer) Ha BopTekce nybefmTech, YTO BCE 0CAAKM MOMHOCTLIO PAaCTBOPUINCS.

LleHTpudyrupyiite nnaHwet SGP npu 1000 X g Npy KOMHaTHOW TemnepaType B
TeyeHne 1MUHYTbI, YTOObI COBpaTh KOHAEHCAT.

MpomapkupyiiTe HOBYIO LEHTPUGYXHY MuUKponpobupky PAL_Plate_ID
(o6begmHeHHas 6ubAMOTEKA aMMNAINKOHOB).

Onpepennte 06pasubl Ans 06beAnHeHNS. Ha Kax bl MPOroH CEKBEHMPOBaHMS
MOXHO 06benHUTL 12 06pa3LoB/24 6M6NNOTEKN.

MepeHecnTe HO 10 MKN KaXKAON 6GUBANOTEKM AN CEKBEHMPOBAHWA M3 NnaHLeTa
SGP, KONMOHKy 3a KOMOHKOi, B cTpun gna MNLP Ha BoceMb npobupok. 3anevataiite nnaHweTt SGP
Knesiwencs NAeHKON AN NNaHLWEeTOB W 0TCTaBbTE B CTOPOHY.

O6befnHNTE 1 NepeHecuTe cofepxumoe ctpuna ana MLP Ha BoceMb Npo6MpoK B
npobupky PAL. TwaTenbHO nepemeluainte npobupky PAL.

MpomapkupyiiTe 3-6 HOBbIX LEHTPUDYXHbIX MuKponpobupok DAL _Platc_ID
(pa3BeseHHaa 6UbNMOTEKA aMNIVKOHOB).

MPNM1 Y111,

r
Komnanumsa «nntomMmuHa» peKoMeHayeT npurotosuts 3 npobupkn DAL ans PAL gns
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6yfyLLero passegeHus.

BHecuTe B Kaxayto npo6upky DAL 784 mkn 6ydepa ans passeaeHus 6M6nmoTek
(Library Dilution Buffer).

BHecuTe B Kaxayto npo6upky DAL 8 mkn pacTBopa KOHTpons BHyTpeHHero PhiX
(PhiX Internal Control) B 6ydepe ans passegeHua 6ubnmotek (Library Dilution Buffer) .
Micnonb3ys oAWH 1 TOT XX€ HAKOHEYHUK, MepeMeLlaiTe NUMNeTKo 3-5 pa3 BBEPX W BHW3, YTOObI
NPOMbITb HAKOHEYHWK W rapaHTMpOBaTh MOJIHbIVA MepeHoC.

K) MepeHecnTe B Kaxkayto npobupky DAL, cogepxalyto 6ydep ans passegeHus
6ubnnotek (Library Dilution Buffer), Ho 8 Mkn 13 npo6upku PAL. cnonb3ys oguH 1 TOT Xe
HaKOHeYHUK, nepemellariTe nunerkoi (3-5 pa3 BBepx M BHM3), 4TO6bI MPOMbITb HAKOHEYHUK U
rapaHTMpOBaThb MOJHbINA MepeHoC.

1] Mepemelwwaiite npobupkn DAL Ha BOprckcc npu MakcMMasnbHOW CKOPOCTH.

ilMIMI 4ynmil
PassefieHHYyt0 6u6nmoTeky DAL MOXHO XpaHUTb npu Temnepatype oT -25 °C go -15 °C B
TeyeHmne 30 CyTOK.

LleHTpnyrupyiite ogHy npo6upky DAL npu KOMHaTHOi TemMnepaType B TeYeHMe
MUHYTbI, 4TOBbl CO6pPaTh COAEPXMMOE CO CTEHOK.

NHkybupyiTe npobupky DAL B Tepmo6ioke npu 96 °C B TeYeHNe 2 MUHYT.

| 11PL.AY|||>] KA1 Mill
J Cobntofainte 0CTOPOXHOCTb NpU M3BAeYeHUN NPOOGUPKKU. Mpobupka 1 TepMOBAOK MOTyT
6bITb rOpPAYMMM.

14 Mocne uHKyb6auyuy nepesepHMTe Npobupky DAL 2 pasa, 4T06bl NepemMellaTb
COAepXMMOe, 3aTeM cpasy NEPeHecUTe Ha NefsHy 6aHio.

Boigepxute npobupky DAL Ha nefsHoil GaHe B TeueHWe 5 MUHYT,

f 11P11M1.4/1H11],

A UTo6bl rapaHTMPOBaTh 3MEKT MBHYIO 3alpy:3Ky 06pasua B Aueliky npoTouHyo MiSeq ”
Dx (MiSeq"™ Dx Flow Cell) Ha reHeTu4yeckomMm cckBeHaTope MiScqDx, cTtaguto
TEPMUYECKOW AeHaTypaLun Heob6Xo4MMO BbIMOMHATL HENOCPEACTBEHHO Nepef 3arpyskoi
cogepxumoro DAL B kaprpmapx MiSeq™Dx SBS v3 (MiSeq™ Dx SBS Cartridge v3).
Mpo6upkn DAL Heobxoammo nofBepratb TepMUYECKON AeHaTypauuum HenoCcpeacTBEHHO
nepeg 3arpy3koli B reHeTUM4ecknini cekseHatop MiScqDx.
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fAyeliky NPOTOYHYIO NMPOMbIBAIOT, BbICYLLUMNBAKO! 1 aarpy>arr B Npubop reHeTUYecKnini CeKBeHaTop
MiSeqDx, 06pasLbl 3arpy>atrT B Kaprpuak, Kaprpux 3ayxxatT B reHeTUYECKUA CeKBeHaTop
MiScgDx 1 HaumHaloT iipoi on cckBenupoBanusa. 'cncruyccknii cekseHaTtop MiSeqDx BbinonHsAeT
craguun o6pa3oBaHUs KNacTepoB, CCKBEMWPOBANMUS Ny TeM CUHTE3a U aHann3 faHHbIX.

Pacuenloc Bpems
O6Lwwas Npoao/MKNTENbHOCTbL CEKBEMMPOBaNUS; ~28 yacos
PyuHble onepauun; -5 MUH

Pacxowsble malepna.ibi

Mosunyua Konnyectso XpaneHue MocraBwmnK Kopo6ka B
Habope
Kaptpngx MiSegMDx 1 -25 °C - -15 °C «UnnomuHa»
SBS v3 (MiSeq™ Dx npeABapuTenbHO
SBS Cartridge v3) nanonnennbli
KapTpuax
Bythep MiSeq™ Dx SBS 1 dnakoH 2°C- 8°C «MnnioMmuHa»

(PR2) (MiSeq™ Dx SBS
Solution (PR2))

fAyeiika NpoToYHas 1 npoToyHas 2°C-8°C «MnnroMuHa» K
MiSegMMDx (MiSeg™™  sueiika
Dx Flow Cell)

Mofpo6HOe onucaHne MepeyvmncrienmblX Bbllle CTafWUin CM. B JOKyMeHTe CnpaBo4YHOe PYKOBOACTBO K
npubopy reHetnyeckmnii cekseHaTop MiSeqDx (gokymeHT Ne1000000021961).

1 UT06bI NPOKONOTL YNIOTHUTENL C MEMOPAHOI 13 aNtOMUHUEBON PONbLIM Hag pe3epByapom Ha
KapTpugxe MiSeq™ Dx SBS v3 (MiSeq"" Dx SBS Cartridge v3), MapKupoBaHHbI1 .3arpyska
obpasyoB (Load Samples), ncnonb3yinTe OTAeNbHbIA YACTLIA NYCTOW HAKOHEYHUK AN NUMETKK
Ha 1 mn.

2 MepeHecuTe nuneTkoii 600 mkn 6ubnmoTekn o6pasyoB DAL B pesepByap 3arpyska o6pasuoB.
Crapaiitecb nsberarb KacaHus ynnoTHUTeNS ¢ MeMOpPaHoi M3 antoMUHWEBON (oL Npu
nepeHeceHnn ob6pasLios.

3 MpoBepbTe HanMuue My3bipbKOB BO3AyXa B pe3epByape nocne 3ady3sku obpasua. Mpu Hanmuum
My3bIpbKOB BO3/yXa OCTOPOXHO MOCTYUMTe KapTPUZXKEM MO CTONY, YTOObI BbINYCTUTL My3bIPbKY.
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13

3arpy"ka 6uénumoTtek

BBefnTe MM No/blOBATENS M Napoab B ONepaLMoHHOe NporpamMmmMHoe obecneveHne MiSeq
(MOS), ncnonbuya Hpol'pammy Local Run Manager.

ipiiMi unmT
Ecnun B nporpammy }alpy)XCHbl flaHHble MpefblAyLiero noabL30BaTens, nepesa 3arpysKoi

[laHHbIX BblGepuTe KomaHay «Log Off» (BbliiT 13 cuesembl). MoaTBEPANTE, Y TO
oTobpaXxkaeTcsa NpaBWIbHOE UMSA MOMIb30BATENS UK PETUC TPaLUOHHbIE [aHHbIe.

Ha rnaBHoli cTpaHule BbibepuTe «Sequence» (MocnefoBareNbHOCTb).
BbiGepnTe NPOroH m3 mepeyHs.

MoATBEpPAWTE YCTAaHOBKY MapameTpoB NPOroHa.

OuncTUTe AYeliKy NPOTOYHYIO.

3arpysuTe A4eiiky NpoOTOYHYIO.

OnopoXxHUTe (hNakoH ¢ 0TXogaMu U 3adysuTte GnakoH ¢ 6ydepom MiSeq*'* Dx SBS
(PR2) (MiSeg™ Dx SBS Solution (PR2)).

3ar pysuTe KapTpuax.
MporoH 3anyckaeTca aBTOMAaTWYecKn Mocae MPOXOXAEHUA MpeABapUTeNbHOW MPOBEPKY.

BbIMOMHUTE NPOMbIBKY MOC/Ie NPOroHa.
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[3Ta cTpaHMua cneynanbHO OCTaBeHa MyCTOiA]
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Bedean:  www.illumina.com
Apee e ponnon nenini: techsupport@ illumina.com

FRONCTN 1 I PoIIs R TICHICROI OV O hosisnom H e s

Pernon Becnaz Lt ovep 1e.sedona Perona. i
Cenepuast Avwepiwa +1 RNOR094566

ABCIprINN +1 800775688

AscIpus +43 800006249 +43 19286540
[N R +32 80077160 +32 34002973
Kuvan 400 635 9898

Sanus +45 80820183 +45 89871156
DU s 1358 800918363 +358 974760110
Gpanunn +33 805102193 +33 170770446
I epyatm +49 8001014940 +49 8938035677
Conkont 800960230

HIp. 2am g +353 1800936608 ~353 016950506
Hraams +39 800985513 +39 236003759
Sinoam 0800 111 5011

Husepaanam +31 8000222493 +31 207132960
Horasy 3ecan o 0800 451 650

Hopuerun +47800 16836 +47 21939693
Cumamp +] 800 579 2745

Henanmum +34 911899417 +34 800300143
{kncuny +46 850619671 +46 200883979
Wlaciiuapnst +41 565800000 +41 800200442
1 dtiinam, 00806651752

Beanwoipuramisn +44 8000126019 +44 2073057197
Aprene eepanng +44 1799 534000

Macnopra Gezonacuocn (ITB) — aocTymus 1a sebceaiire somnanni «ArmoMHa» no aapecy

suppoent humnma.cem sds luml,

JNokymenr Ne 1000000037191 v00
SN HOCTHIRELIN MV TTRO
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Hoxymentr Ne 1000000037191 v00

[D7a cvpanuna cncusanbHo ocTarncHa NycToi )

«Unmuomunan (lllumina)

5200 lllumina Way

r. Can-Jlnero, wrar Kanudopnng 92122 CllIA
(San Diego, California 92122 USA)

+1 800 809 ILMN (4566)

+1 858 202 4566 (3a npenchamu CesepHOH AMCPHKH)

techsupport@illumina.com

VD
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MepeBog aHHOrO TEeKCTa BbINoMHeH nepedauvkom JleGeaesbiM AHApeemM Hukonaesmyem

Poccniickas degepauyms

"opog MockBa.

LllecTHaguaToro noHA ABe ThicAYM ABaALATOro rofa.

A, AeitHeko Jliogmuna BanepreBHa, BPeMEHHO MCMOMHAOWAA 0693aHHOCTM HOTapuyca ropoja
Mocksbl MpokoweHKOBON EneHbl EBreHbeBHbI, CBUAETENbCTBYHO NOA/MHHOCTL MOAMUCU NepeBOAYMNKA
Nebenesa AHapes Hukonaeesunya.

Moanuck caenaHa B MOeM NPUCYTCTBUMN.

JIn4yHOCTL NOANUCABLLErO JOKYMEHT YCTaHOB/IEHA.

3aperunctpupoBaHo B peecTpe: Ne 21/86-H/77-2020-
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Hlumina'

Reagent kit Praxis™ Extended RAS Panel for qualitative
determination of the status of specific mutations genes of RAS
(KRAS (exons 2,3, and 4) and NRAS (exons 2,3, and 4) by
sequencing a new generation in a human genomic DNA sample
isolated from colorectal cancer tissue samples fixed in formalin and
enclosed in paraffin blocks

Instruction for Use

Manufacturer:

IHllumina, Inc

Address:

5200 Illumina Way, San Diego, California 92122, USA

Approved

On behalf of Illumina, Inc.

Date 17 2.020

Aurelia Brownridge
Sr. Regulatory Affairs Specialist
Illumina, Inc.
MARY AGOSTINO
Notary Publie - California

San Oiego County
A Commission s 2282380

My CofTT. ExDi'es mar 23, 2023
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ACKNOWLEDGMENT

A notary public or other officer completing this
certificate verifies only the identity of the individual
who signed the document to which this certificate is
attached, and not the truthfulness, accuracy, or
validity of that document.

State of California _
County of San Diego 3

On before me, Agostino, Notary Public
(insert name and title of the officer)

personally appeared
who proved to me on the basis of satisfactory evidence to be the person(s) whose name(s) is/are
subscribed to the within instrument and acknowledged to me that he/she/they executed the same in
his/her/their authorized capacity(ies), and that by his/her/their signature(s) on the instrument the
person(s), or the entity upon behalf of which the person(s) acted, executed the instrument.

| certify under PENALTY OF PERJURY under the laws of the State of California that the foregoing
paragraph is true and correct.

WITNESS my hand and official seal.

Notary Public =California
San Olego County
Commisvon 3 2282380

My CorrT. Exoi®es mar 23. 2C23
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Praxis™ Extended RAS Panel

FOR INUTAO DIAGNOSTIC USE

Catalog # 20012431: 2 Runs, up to 10 samples plus 2 controls per
run/20 samples per kit

Intended Use

The Praxis™ Extended RAS Panel is a qualitative in vitro diagnostic test using targeted high throughput
parallel sequencing for the detection of 56 specific mutations in RAS genes [KRAS (exons 2, 3, and 4) and
NRAS (exons 2, 3, and 4)] in DNA extracted from formalin-fixed, paraffin-embedded (FFPE) colorectal cancer
(CRC) tissue samples. The test is intended to be used on the Illumina MiSegDx*” instrument.

Summary and Explanation of the Assay

Clinical Description

Mutations in the RAS oncogenes are frequently found in human cancers. These mutations activate the
mitogen-activated protein kinase pathway contributing to the malignant phenotype. Historically, KRAS exon
2 (codon 12 and 13) mutations were an established predictive biomarker of resistance to anti-epidermal
growth factor receptor (EGER) therapy for metastatic colorectal cancer (MCRQ. Multiple clinical trials have
since established the value of extended RAS testing to include exon 2 (codons 12 and 13), exon 3 (codons 59
and 61), and exon 4 (codons 117 and 146) of either KRAS, or NRAS} Overall, extended RAS mutations
(KRAS exons 3, 4 and NRAS exons 2, 3, 4) account for 11% of patients with mCRC." Taken together,
mutations in NRAS and KRAS may affect up to approximately 53% of patients.“™

RAS Mutations in Panel

The Praxis Extended RAS Panel is an in vitro diagnostic test used in the detection of specific mutations in
exons 2, 3, and 4 of KRAS and NRAS. higun 1 depicts the general locations of the mutations within the
exons of the genes. Codon changes with red arrows show location of mutations targeted in the assay.

RAS Genes ’K 1 5 and (R 5 and Targeted Sequencing

il J i
KRAS A

NRAS
Key: Amplicon Coverage
Exons Covered

The assay is designed specifically for the detection of the mutations from the KRAS and NRAS genes listed
in Table 1. The assay simultaneously determines the presence or absence of each of the 56 mutations in
every sequenced sample.
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Praxis Extended RAS Panel

Praxis Extended RAS Panel Summary of Mutations*

Chromosome Gene
chel2 KRAS
chrl2 KRAS
dhri2 KRAS
chri2 KRAS
chei2 KRAS
chrl2 KRAS
chrl2 KRAS
chrl2 KRAS
chri2 KRAS
chrl2 KRAS
chri12 KRAS
chrl2 KRAS
chri2 KRAS
chrl2 KRAS
chel2 KRAS
chrl2 KRAS
chrl2 KRAS
chrl2 KRAS
chrl2 KRAS
chrl2 KRAS
chrl2 KRAS
chri2 KRAS
chr12 KRAS
chri2 KRAS
chr12 KRAS
chri2 KRAS
chri2 KRAS
chri2 KRAS
chrl NRAS
<hrl NRAS
chrl NRAS
chrl NRAS
chrl NRAS
chrl NRAS
chrl NRAS
chrl NRAS
chrt NRAS
chrl NRAS
chrl NRAS

2 | Document # 1000000037190 v00
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Amino Acid
p.Gly13val
p.Gly13Ghu
p.Clyl3Asp
pCly13Asp
pGly13Cys
pGlyl13Arg
p.Gly12Trp
p.Gly12Ala
p.Gly12Asp
p.Gly12Phe
p.Gly12Asn
p.Gly12Val
p.Gly12Ser
pGly12Cys
pGly12Arg
p.Gin6iHis
p-Gin61His
p.GinblLeu
p.Gin6lArg
p-GlnblLys
p-Giné1Glu
P-Ala59Gly
p.AlaS9Thr
p.Alal46Val
p-Alal46Thr
p-Alal46Pro
p.Lysl17Asn
p-Lysl17Asn
p.Gly13Glu
p-Gly13Glu
pGly13Asp
p.Glyl3Val
pGly13Cys
PGlyl3Arg
p.Gly12Trp
pGly12Ala
pGly12val
pGly12Asp
pGly12Phe

wild Type > Mutation
<38_39GC>TT
<I38_WGC>AA
¢.38_39GC>AT
<.38G>A

c37GT

¢ 37C>C
<.34_36GGT>TGG

c35C>A
¢.34_35GG>TT
cI4_35GG>AA
€.35C>T
cHUGA
cHCT

< MOC

<. 183A>C
C.I83A>T
182A>T
c.182A>G
CI1B1C>A
c181C>G
¢176C>G
c175G>A
c437CT
c436G>A
436G>C
cIBLAST
c351A>C
¢.3_I9CGT>AG
c38_39CT-AA
cBG>A

¢ 38G>T
cI7G>T
c37GC

¢ 34_36CCT>TGG
< 35G>C
<35G>T
cI5C>A
¢3H4_35GC>TT

August 2017



Chromosome Gene
chrl I
chrl N
chrl I
chrl N
chrl I
chrl I
chrl I
chrl N
chrl I
chrl I
chrl N
chrl N
chrl I
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Amino Add
p.Glyl2Asn
p.Glyl2Ser
p.Glyl2Cys
p.Glyl2Arg
p.GIn61His
p.GIn61His
p.GIn61Arg
p.GIn6lLeu
p.GIn61lLys
p.GIn61Glu
p.Ala59Gly
p.Ala59'1hr
p.Alal46Vval
p.Alal46Thr
p.Alal46Pro
p.LysllI7Asn
p.LysllI7Asn

Wild Type > Mutation
c.34_35GG>AA
c.34G>A
€.34G>T
c.34G>C
C.I183A>T
c.I83A>C
c.182A>G
c.I182A>T
c.I81C>A
c.181C>G
c.176C>G
c.175G>A
€.437C>T
C.436G>A
c.436G>C
c.351G>C
c.351G>T

* K R A 5 proto-oncogene, GTl’ase [Homo sapiens (human) J(Gene ID: 3845) - NM_004985.4, NP_004976.2.

f N H A 5 neuroblastoma RAS viral oncogene homolog [Homo sapiens (human) ] (Gene ID: 4893) - NM_002524.4, NP_

002515.1.

Testing forK H A S and N R A 5 mutations is recommended by the NCCN Guidelines® for all patients with
m CRC Only patients who have wild type RAS are eligible for anti-EGFR therapy*“.

Principles of Procedure

The Dlumina Praxis Extended RAS Panel involves three main procedures. The first is to qualify the DN A
sample that can be used for the test (Figure ?). The second is to manually prepare the samples for
sequencing, which is called library preparation. Library preparation consists of four key steps: Hybridization,
Extension-Ligation, PCR Amplification, and Library Normalization (Figure 3). The third procedure is to
sequence the prepared sample using SBS (sequencing by synthesis) chemistry on the MiSeqDx.

Qualification of FHPE Samples

The Praxis Extended RAS Panel workflow starts with DN A qualification step which is performed to
determine if the DN A is of sufficient quality for use with the Praxis Extended RAS Panel. Genomic DN A
samples are qualified by measuring amplifiability relative to a control DN A template.
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A Hybridization— A pool of upstream and downstream oligonucleotides specific to the targeted regions in the
Praxis Extended RAS Panel is hybridized to the sample genomic DNA. Two oligonucleotide pools (A and B)
independently test each strand of DNA. At the end of this process, a three-step wash procedure with a filter
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capable of size selection removes unbound oligonucleotides from the genomic DNA.

B Extension-Ligation— The second step, Extension-Ligation, connects the hybridized upstream and downstream
oligonucleotides. A DN A polymerase extends from the upstream oligonucleotides through the targeted region,
followed by ligation to the 5' end of the downstream oligonucleotide using a DN A ligase. The result is the
formation of products that contain the RAS-spedfic oligonucleotides flanked by sequences required for
amplification.

C PCR Amplification— The third step, PCR Amplification, amplifies the extension-ligation products using primers
that add index sequences for sample multiplexing, as well as common adapters required for cluster generation
on the MiSegDx. At the end of this process, a PCR clean-up procedure purifies the PCR products (referred to as a
library).

D Library Normalization—The final step. Library Normalization, normalizes the quantity of each library to
ensure more equal library representation in the final pooled library. At the end of this process, the pooled
library is loaded onto the MiSeqDx for sequencing using SBS chemistry.

Sequencing

SBS chemistry uses a reversible-terminator method to detect single nucleotide bases as they are incorporated
into growing DN A strands. During each sequencing cycle, a single fluorescently-labeled deoxynucleotide
triphosphate (dNTP) is added to the nucleic acid chain. The nucleotide label serves as a terminator for
polymerization, so after each dNTP incorporation, the fluorescent dye is imaged to identify the base and then
enzymatically cleaved to allow incorporation of the next nucleotide. Because all four- reversible terminator-
bound dNTPs (A, G, T, Q are present as single, separate molecules, natural competition minimizes
incorporation bias. Base calls are made directly from signal intensity measurements during each sequencing
cycle. The result is base-by-base sequencing.

Data Analysis

The Praxis Extended RAS Panel module of tlie Local Run Manager software processes base calls generated

during primary analysis and produces information about each sample, called secondary analysis. Secondary

analysis includes demultiplexing, FASTQ file generation, alignment, variant calling, and report generation.
Demultiplexing— This is the first step in secondary analysis. Demultiplexing separates data from
pooled samples based on the unique sequence indexes that were added during the PCR amplification
step.
FASTQ File Generation— After demultiplexing, the Praxis Extended RAS Panel module generates
intermediate files in the FASTQ format, which is a text format used to represent sequences. FASTQ files
contain the reads for each sample and the quality scores, excluding reads from any clusters that did not
pass filter.
Alignment— Alignment compares sequences against the reference to identify a relationship between the
sequences and assigns a score based on regions of similarity. Aligned reads are written to files in BAM
format. Local Run Manager uses a banded Smith-Waterman algorithm that performs local sequence
alignments to determine similar regions between two sequences.
Variant Calling— Developed by Illumina, the somatic variant caller identifies mutations present at low
frequency in the DN A sample. In order to minimize false positives due to FFPE artifacts, mutations are
first called for each pool separately. Then, mutations from the two pools are compared and combined
into a single output file. If found, only mutations listed in Table ’ are reported. For more information, see
the Prid iy Eotended BAS Pavel Reference Goite (fecunent aLOCEEOO0ITIVL],

» Report Generation— Results are accessible through Local Run Manager in the Samples and Results tab
for the run, and the following simple-text output file is generated:
) Extended RAS Panel Report— Details whether each sample contains any of the mutations listed in

the reference panel.

Limitations of the Procedure

1 Forll 11l diagnostic use.
2 In this procedure, the Extended RAS Panel Report only determines the presence or absence of theN i )
and fCRAS mutations listed in Table 1.
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3 In a study assessing 685 banked specimens, 31% failed to meet the QC requirement of dCq < 5.0.
4 Neoplastic content is required to be > 50% in order for a FFPE tissue to be processed for sequencing.

Reagents

Reagents Provided

niumina provides the following reagents for the Illumina Praxis Extended RAS Panel (Table 2-Tablc 10).
Catalog # 20012431 has been configured for 2 runs with a maximum of 10 samples plus 2 controls per run.

Praxis Extended RAS Panel, Box 1

Box IA Pre-Amp Reagents

. Ei . )
Component Quantity Volume Active Ingredients Storage
Hybridization 1 tube 4.32 ml  Buffered aqueous solution containing salts and -25°C to -15°C
Buffer formamide
Extension-Ligation 1 tube 4.8 ml Buffered aqueous solution containing proprietary -25°C to -15°C
Mix blend of DN A polymerases, DNA ligase, and
dNTPs
Index Primers A-H 1 tube 192 pi PCR primers with index sequences and -25°C to -15°C
(A501-A508) per sequencing adapters
primer
Index Primers 1-12 1 tube 128 pi PCR primers with index .sequences and -25°C to -15°C
(A701-A712) per sequencing adapters
primer
PCR Polymerase 1 tube 56 pi Proprietary DN A polymerase -25°C to -15°C
PCR Master Mix 1tube 2.8 ml Buffered aqueous solution containing salts and -25°C to -15°C
dNTPs
Box IB Post-Amp Reagents
. FUIl
Component Quantity Volume Storage
Library 1 tube 4.6 ml Buffered aqueous solution containing salts, 2- -25°C to -15°C
Normalization Mercaptoethanol, and formamide
Diluent
Library Dilution 2 tubes 4.5 ml Buffered aqueous solution -25°C to -15°C
Buffer
PhiX Internal 1 tube 10 pi Buffered aqueous solution containing PhiX -25°C to -15°C
Control genomic DNA
Praxis Extended RAS Panel, Box 2
Box 2 Post-Amp Reagents
Component Quantity Contents Storage

MiSeqT"M Dx SBS
Cartridge v3

Single-use cartridge that contains cluster generation
and sequencing reagents for use with the MiSeqDx,
including formamide, 2-Mercaptoethanol, and < 2%
DMSO

2 cartridges
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Praxis Extended RAS Panel, Box 3

T.i Box 3A Pre-Amp Reagents
C t tit Fiu
omponen Quantity Volume
Stringent Wash 1 bottle 24 ml
Buffer
Universal Wa.sh 1 tube 4.8 ml
Buffer
Box 3B Post-Amp Reagents
) Fill
Component Quantity Volume
PCR Clean-Up 1 tube 5 ml
Beads
Library 2 tubes 4.8 ml
Normalization
Wash
Library Beads 1 tube 1.2ml
MiSeq™ Dx Flow 2 1 flow
cell containers cell

Praxis Extended RAS Panel, Box 4

Box 4 Post-Amp Reagents

Fill
Component Quantity Volume
MiSeg™ Dx 2 bottles 500 ml
SBS Solution
(PR2)

Praxis Extended RAS Panel, Box 5

Box 3 Pre-Amp Reagents

Fill
Component Quantity yolwne
TruSeq™ Custom 2 plates N/A
Amplicon Dx Filter Plate

Box 5 Post-Amp Reagents
. Fill

Component Quantity Volume
Elution Buffer 1 tube 4.8ml
Library Storage 1 tube 3.5ml

Buffer
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Mercaptoethanol and form amide

Buffered aqueous solution containing solid phase
paramagnetic beads and polyethylene glycol

Buffered aqueous solution containing salts, 2-
Mercaptoethanol and formamide

paramagnetic beads

Glass substrate with cov;
oligonucleotides

Ingredients

Buffered aqueous solution

Ingredients

Polypropylene microtiter plate with a modified
polyethersulfone membrane

Active Ingredients

Buffered aqueous solution

Buffered aqueous solution

Storage

2°C to 8°C

2°C to 8°C

Storage

2°C to 8°C

2“C to 8°C

2°C to 8°C

Storage

2°C to 8°C

Storage

15°C to 30°C

Storage

15°C to 30°C
15°C to 30°C



Praxis Extended RAS Panel, Box 6

Box 6 Pre-Amp Reagents

. Fill ) ’
Component Quantity Voliune Active Ingredients Storage
Oligo Pool A- 1 tube 150 pi Buffered aqueous solution containing -25°C to -15°C
Extended RAS oligonucleotides targeting the RAS genes
Oligo Pool B- 1 tube 150 pi Buffered aqueous solution containing -25°C to -15°C
Extended RAS oligonucleotides targeting the RAS genes
Quality Control 4 tubes 75 pi Buffered aqueous solution containing -25°C to -15°C
(QC) Primers oligonucleotides for DN A sample qualification
Quality Control 1 tube 220 pi Buffered aqueous solution containing genomic -25°C to -15°C
(QC) Template DNA for sample qualification
gIXZR Master Mix 2 tubes 1ml Buffered aqueous solution containing gPCR -25°C to -15°C

reaction components

Panel Control- 1 tube 8 pi Buffered aqueous solution containing genomic -25°C to -15°C
Extended RAS DNA for assay po.sitive control

Reagents Required, Not Provided

Pre-Amp Reagents
10 N NaOH (prepare from tablets or use a standard solution)
TE Buffer
RNase/DNase-frce water

Post-Amp Reagents
ION NaOH (prepare from tablets or use a standard solution)
Ethanol, 200 proof for molecular biology
TE Buffer
RNase/DNase-free water

Storage and Handling

Room temperature is defined as 15°C to 30°C.
Reagents are provided in sufficient quantity for 2 separate uses of a maximum of 12 samples/24 libraries
each, including controls. Between uses, reagents should be recapped and returned to their original
storage temperatures, unless otherwise indicated as single use only.

3 The following reagents are shipped frozen and are stable when stored at -25°C to -15°C until the
specified expiration date.

Oligo Pool A —Extended RAS
Oligo Pool B—Extended RAS
Hybridization Buffer
Extension-Ligation Mix

Index Primers A-H (A501-A508)
Index Primers 1-12 (A701-A712)
PCR Polymerase

PCR Master Mix

Library Normalization Diluent
Library Dilution Buffer

PhiX Internal Control

MiScq™ Dx SBS Cartridge v3

QC Primers

QC Template
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Panel Control— Extended RAS
gPCR Master Mix
Except for the reagent cartridge, the reagents above are stable for a maximum of 5 freeze/thaw cycles that
occur before the specified expiration date.
Index primers and the MiSeq™ Dx SBS Cartridge v3 are single-use only.
| CALITION
J Do not store reagents in a frost-free storage unit or store in door compartments.
Do not refreeze the reagent cartridge after it has been thawed. It can be stored up to 6 hours at 2°C to 8°C.

4  The following reagents are shipped refrigerated and are stable when stored at 2°C to 8°C until the
specified expiration date.

Stringent Wash Buffer
Universal Wash Buffer
PCR Qean-Up Beads
Library Beads
Library Normalization Wash
MiSeq™Dx SBS Solution (PR2)
MiScq™Dx Flow Cell
SBS Solution and Flow Cell are single-use only.

5 The following reagents are shipped ambient and are stable when stored at room temperature until the

specified expiration date:
Elution Buffer
TruScqg™ Custom Amlicon Dx Filter Plate
Library Storage Buffer

Filter plate is single-use only.

6 Changes in the physical appearance of the reagents provided can indicate deterioration of the materials.
If changes in the physical appearance occur (e.g., obvious changes in reagent color or cloudiness
apparent with microbial contamination), do not use the reagents.

7 The Hybridization Buffer, Stringent Wash Buffer, and Library Normalization Diluent reagents might
form visible precipitates or crystals. Before use, vortex vigorously, and then visually inspect to ensure
that no precipitates are present.

8 Adhere to the following best practices when handling PCR Clean-Up Beads and Library Beads:

The beads should never be frozen.

Allow the beads to reach room temperature.

Immediately before use, vortex the beads until well-suspended and color appears homogeneous.
Thoroughly mix the sample after the beads are added by pipetting up and down 10 times.
Alternatively, use a shaker to thoroughly mix samples.

Incubate the bead/sample mixture at room temperature for the entire duration indicated.

Follow instructions when using the magnetic stand. Wait for the solution to clear before aspirating.
Keep the plate on the magnetic stand when slowly aspirating the supernatant, taking care not to
disturb the separated beads.

9 The PCR amplification plate can remain on the thermal cycler overnight, or it can be stored at 2°C to 8°C
for up to 2 days. Before storing the plate at 2°C to 8°C, seal the plate well.

i CALTTION

Do not freeze the Library Beads or mix with the Library Normalization Diluent reagent if not used
immediately.

10 The diluted amplicon library can be stored at -25°C to -15°C for up to 30 days.

Equipment and Materials

Equipment and Materials Required, Sold Separately
1 MiSeqgDx Instrument, Catalog # DX-410-1001
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TraSeq® Index Plate Fixture Kit, Catalog # FC-130-1005
TruSeq Index Plate Fixture & Collar Kit, Catalog # FC-130-1007

Equipment and Materials Required, Not Provided

Pre-Amp Equipment and Materials |
1 DNA Extraction and Purification Reagents—See | | b EI1I[{111)] on page 12.
2 Heat Block— One heat block for a 96-well PCR plate is required. The heat block must meet the following
performance specifications. Heat blocks with heated lids are required for use.
> Temperature Range: Ambient +5°C to 99°C
Temperature Regulation: +0.1°C at 37°C; +0.4°C at 60°C
3 Sample Incubator— One incubator (hybridization oven) is required. The incubator must meet the
following performance specifications.
Temperature Range: 10°C to 100°C
Temperature Regulation: £0.2°C
4 Tabletop Centrifuge— One tabletop centrifuge is required. (A separate centrifuge is required in the post-
amp area.) Any plate centrifuge that attains the designated speeds of the protocol (280 to 2400 x g) is
acceptable.
Microcentrifuge— One microcentrifuge for microcentrifuge tubes.
Precision Pipettes— One set of precision pipettes is required. (A separate set is required in the post-amp
area.) The use of precision pipettes is required to ensure accurate reagent and sample delivery. If they are
calibrated regularly and are accurate within 5% of stated volume, single-channel or multi-channel
pipettes can be used.
7 Sealing Rollers or Sealing Wedge— A sealing roller or sealing wedge are required for sealing
microplates.
8 Consumables—The following consumables are required.
96-well or 384-well optical PCR plates and seals
96-well skirted PQ< plates, 0.2 ml, polypropylene, or equivalent
96-well storage plates, 0.8 ml (MIrO1 plates)

NOTE
Make .sure that the 96-well plate is fit compatible with the magnetic stand.

PCR eight-tube strips
Solution basin, PVC, RNase/DNase-free (trough)
Thermal microplate sealer

NOTE
If a thermal microplate sealer is not available, adhesive aluminum foil seal can be used.

Adhesive aluminum foil seal
Appropriate PCR plate seals
Aerosol resistant pipette tips

Post-Amp Equipment and Materials
1 96-Well or 384-Well Real-Time PCR Detection System—One Real-Time PCR Detection system is
required. The system must meet the following performance specifications. In addition, the system must
have a heated lid and support a 96-well or 384-well format.
Minimum Temperature Range: 37°C to 95°C
Accuracy/Uniformity: £0.5°C
Dye: FAM
2 Thermal Cycler—One thermal cycler is required. The thermal cycler must have a heated lid and meet
the following performance specifications:
Minimum Temperature Control Range: 4°C to 99°C
Control Accuracy: +0.3°C
3 Optical Compression Pad— An optical compression pad is recommended to provide a proper thermal
seal between the PCR thermal cycler and reaction plates when using adhesive plate seals.
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Microplate Shaker— One microplate shaker is required in the post-amp lab area. The plate shaker must
meet the following performance specifications:
) Maximum Mixing Speed: 3000 rpm

Mixing Speed Range: 200 to 3000 rpm
Tabletop Centrifuge— One tabletop centrifuge is required. (A separate centrifuge is required in the pre-
amp area.) Any plate centrifuge that attains the designated speeds of the protocol (280 to 2400 x g) is
acceptable.
Heat Block—One heat block for tubes is required. The heat block must meet the following performance
specifications.
' Temperature Range: Ambient +5°C to 99°C

Temperature Regulation: +0.1°C at 37°C; +0.4“C at 60°C
Magnetic Stand— One magnetic stand for a 96-well plate is required. Better performance is seen when
the magnets are on the side of the stand and not on the bottom.
Precision Pipettes— One set of precision pipettes is required. (A separate set is required in the pre-amp
area.) The use of precision pipettes is required to ensure accurate reagent and sample delivery. If they are
calibrated regularly and are accurate wifiiin 5% of stated volume, single-channel or multi-channel
pipettes can be used.
Gel Electrophoresis Supplies— Gel electrophoresis supplies and apparatus are required along with an
appropriate staining method to visualize PQ< products in the gel.

10 Consvmiables—The following consumables are required.

96-well skirted PCR plates, 0.2 ml, polypropylene, or equivalent

» 96-well storage plates, 0.8 ml (MIDI plates)

f NOTE
Make sure that the 96-well plate is fit compatible with the magnetic stand.

TBE Agarose gel
100 bp DN A molecular weight marker
DNA loading dye
Conical tubes, 15 ml
Microcentrifuge tubes
PCR eight-tube strips
Solution basins, PVC, RNase/DNase-free (trough)
Adhesive plate seals
Aerosol resistant pipette tips

Specimen Collection, Transport, and Storage

Tissue Assessment

The Praxis Extended RAS Panel utilizes DN A samples extracted from formalin-fixed paraffin-embedded

(FFPE) colorectal cancer (CRQ tissue samples.

To prepare FFPE CRC tissue samples for DN A extraction:

1 Scrape excess paraffin away from the tissue using a fresh, sterile scalpel. Use serial sections for DN A
extraction.
Use sections with ~ 50% neoplastic content by area for processing without macrodissection.

3  For sections that are less than 50% neoplastic content by area, enrich neoplastic content by
macrodissecting the sections to obtain > 50% neoplastic content by area. In order to maximize total tissue
area captured per slide, macrodissecting to obtain 50% neoplastic content by area is recommended.
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Maximizing Total Tissue Area Captured per Slide During Macrodissection

Macrodissect to obtain > 50% neoplastic content by
area, while maximizing total tissue area captured
per slide.

20% neoplastic content by area.

4  Cumulative tissue area is the total tissue area per section times the total number of 5 pm sections. For
optimal results, recommended cumulative tissue area using 5 pm sections is 240 mm” or greater with
~ 50% neoplastic content by area. For optimal yield of amplifiable DNA, use at least 8 x5 pm sections or
equivalent alternate thickness serial sections.
NOTE
r If macrodissection was performed, the macrodis.sected tissue area should be used in the determination of
cumulative tissue area.

Recommended Cumulative Tissue Area is > 240 mm”»

Recommended Cumulative Tissue Area:

For 5 pm section.4, ~ 240 mm2 aunulative tissue
area with > 50% neoplastic content by area. For
optimal DN A yield, use at least eight slides.

Per Slide as Required:
Macrodissect to obtain > 50% neoplastic content by area,

while maximizing total tissue area captured per slide.

Minimum cumulative tissue area using 5 pm sections is 80 mm” with > 50% neoplastic content by area.
Equivalent cumulative tissue area for alternate thickness serial sections can also be used.

Minimum Cumulative Tissue Area is 80 mm”

Minimum Cumulative Tissue Area:
For 5 pm sections, 80 mm2 cumulative tissue area
with| 50% neoplastic content by area.

Per Slide as Required:
Macrodissect to obtain ~ 50% neoplastic content by area,

while maximizing total tissue area captured per slide.

6  Extracted DN A samples giving a delta Cq value < 5.00 can be used for the Praxis Extended RAS Panel.
[Optional] If extracted DN A samples do not meet the delta Cq threshold, additional sections can be used

for extraction if available.

DNA Extraction
niumina recommends column-based DN A extraction kits, using double the amount of Proteinase K,
overnight Proteinase K incubations with agitation, and final elutions in at least 30 pi volume.
Bead-based extraction methods and methods using only lysis of crude cell extracts are not recommended

for use with this assay.
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Dlumina recommends storing extracted genomic DN A between 2°C and 8°C for a maximum of 28 days
or storing frozen between -15°C to -25°C for a maximum of 161 days. Genomic DN A stored frozen is
stable for a maximum of 2 freeze/thaw cycles.

Warnings and Precautions

CAUTION
Federal law restricts this device to sale by or on the order of a physician or other practitioner licensed by the law
of the State in which he/she practices, to use or order the use of the device.

Some components of this assay contain potentially hazardous chemicals. Personal injury can occur
through inhalation, ingestion, skin contact, and eye contact Wear protective equipment, including eye
protection, gloves, and laboratory coat appropriate for risk of exposure. Handle used reagents as
chemical waste and discard in accordance with applicable regional, national, and local laws and
regulations. For additional environmental, health, and safety information, see the SDS at
support.illumina.com/sds.html. (See | HQEHIS on page 6 for more information.)

Handle all specimens as if they are potentially infectious agents.

Failure to follow the procedures as outlined may result in erroneous results or significant reduction in
sample quality.

Use routine laboratory precautions. Do not pipette by mouth. Do not eat, drink, or smoke in designated
work areas. Wear disposable gloves and laW atory coats when handling specimens and assay reagents.
Wash hands thoroughly after handling specimens and assay reagents.

Do not use any assay components beyond their stated expiration date on the assay carton label. Do not
interchange assay components from different assay lots. Assay lots are identified on the assay carton
label.

Store the assay components at the specified temperature in designated pre-amplification and post-
amplification areas.

Repeated freeze-thaw cycles (up to 5) of the Box 1 and Box 6 components will not compromise the
integrity of the assay.

Index primers are single use only and should be discarded after use.

9 To prevent sample or reagent degradation, ensure that all sodium hypochlorite vapors have fully
dissipated before starting the protocol.

10 Proper laboratory practices and good laboratory hygiene is required to prevent PCR products from
contaminating reagents, instrumentation, and genomic DNA samples. PCR contamination may cause
inaccurate and unreliable results.

11 To prevent contamination, ensure that pre-amplification and post-amplification areas have dedicated
equipment (e.g., pipettes, pipette tips, vortexer, and centrifuge).

12 Avoid cross contamination. Use fresh pipette tips between samples and between dispensing reagents.
Mix samples with a pipette and centrifuge the plate when indicated. Do not vortex the plates. Using
aerosol-resistant tips reduces the risk of amplicon carry-over and sample-to-sample cross-contamination.

13 Index-sample pairing must match the printed plate layout exactly. Mismatches between the printed plate
layout and the sample will result in loss of positive sample identification and incorrect result reporting.

14 Always prepare fresh 80% ethanol for wash steps. Ethanol can absorb water from the air, impacting
results.

15 Ensure that all ethanol is removed from the bottom of the wells during wash steps. Residual ethanol
may impact results.

16 Adhere to the specified drying time following the magnetic stand step to ensure complete evaporation.
Residual ethanol can impact the performance of subsequent reactions.

17 Do not mix the Oligo Pool A and Oligo Pool B and Hybridization Buffer for storage. When combined, the
Oligo Pools become unstable, even when stored frozen.

18 The use of thermal cyclers with active cooling (e.g., Peltier, thermoelectric cooled) is not recommended for
the hybridization step. The passive cooling step is critical for proper hybridization.

19 Always add PCR Polymerase to the PCR Master Mix immediately before use. Never store the combined
working solution.

20 During the library normalization step, itis critical to resuspend the library bead pellet. This is essential
for achieving consistent cluster density on the MiSegq™ Dx flow cell.
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21 Adhere to the specified incubation times in the library normalization step. Improper incubation can
affect library representation and cluster density.

22 Due to the number of plate transfers and subsequent potential for contamination, extreme care should be
taken to ensure that well contents remain fully in the well. Do not splash contents.

23 DNA samples giving a delta Cq value less than or equal to 5.00 can be used for the Praxis Extended
RAS Panel. Ulumina does not support the use of gDNA samples giving a delta Cq value of greater than
5.00 with the Praxis Extended RAS Panel.

Index Primer Sequences

Sequences for Index Primers A-H (A501-A508)

Index Primer Sequence
Index Primer A (A501) TGAACCrr
Index Primer B (A502) TGCTAAGT
Index Primer C (A503) TGTTCTCT
Index Primer D (A504) TAAGACAC
Index Primer E (A505) CTAATCGA
Index Primer F (A506) CTAGAACA
Index Primer G (A507) TAAGTTCC
Index Primer H (A508) TAGACCTA

Sequences for Index Primers 1-12 (A701-A712)

Index Primer Sequence

Index Primer 1 (A701) ATCACGAC
Index Primer 2 (A702) ACAGTGGT
Index Primer 3 (A703) CAGATCCA
Index Primer 4 (A704) ACAAACGG
Index Primer 5 (A705) ACCCAGCA
Index Primer 6 (A706) AACCCCTC
Index Primer 7 (A707) CCCAACCT
Index Primer 8 (A708) CACCACAC
Index Primer 9 (A709) GAAACCCA
Index ftimer 10 (A710) TGTGACCA
Index Primer 11 (A711) AGGGTCAA
Index Primer 12 (A712) AGGAGTGG

Instructions for Use

Qualification of DNA Extracted from FFPE Samples

Preparation
1 Bring the QC Template, QC Primers, qPCR Master Mix, and genomic DNA to room temperature.
2 Place thawed tubes on ice.

f NOTE
If u.sing QC Template for the first time, aliquot 7 pi of QC Template into different PCR strip tubes for long-
term storage to avoid freeze-thawing.

Procedure
1 Determine the plate layout of the gPCR reaction.
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10
1
12

13

14

15
16

17

NOTE
Samples, QC Temp ate, and No Te late Control (NTC) all must be tested in triplicate. See the Prans
t X[Eﬂdﬂﬂ P EI 1 n”) MDM& [Tt for more information on plate layouts.
Add 5 fil of QC Template to 495 pi of RNase/DNase-free water in a microcentrifuge tube.
Vortex the dilution to mix the sample.
Add 1.5 pi of extracted genomic DN A to 148.5 pi of RNase/DNase-free water in a PCR eight-tube strip to
make a 100-fold dilution.
Using a P200, pipette up and down 10 times to mix the dilutions.

Add 150 pi of the diluted QC Template to an unused well in the PCR eight-tube strip consistent with the
plate layout.

To another unused well, add 150 pi of nuclease-free water for use as NTC sample.

Prepare the qPCR Master Mix reaction as follows for a 384-well or 96-well format. The master mix
contains extra volume.

384-Well Format
gPCR Master Mix: 5.0 pl/well (205 pi for 36 reactions)
QC Primers: 0.8 pl/well (33 pi for 36 reactions)
RNase/DNase-free Water: 2.2 pl/well (90 pi for 36 reactions)
96-Well Format
qPCR Master Mix: 10.0 pl/well (410 pi for 36 reactions)
QC Primers: 1.6 pl/well (66 pi for 36 reactions)
RNase/DNase-free Water: 4.4 pl/well (180 pi for 36 reactions)

NOTE : , .
r seethe FILISETT00eE RAY Panel Reference Guite [focvn st LILEDNID 1Y) for more information on
preparing the qPCR Master Mix reaction.

Mix reaction mix gently but thoroughly.

Place the reaction mix on ice and protect it from light until use.

Aliquot master mix into a trough or eight-tube strip to aid in dispensing with multi-channel pipettor.
Add 8 pi (384-well format) or 16 pi (96-well format) of the master mix to each well of the qPQ< plate.
Take care to pipette accurately into the wells as small variations will affect the assay.

Add 2 pi (384-well format) or 4 pi (96-well format) of the QC Template dilution, the sample dilutions, or
nuclease-free water to each well of the plate. Take care to pipette accurately into the wells as small
variations will affect the assay.

Seal the plate with the appropriate seal for your instrument, taking care to avoid cross-contamination
and to avoid smudging the surface of the lids. Verify that the seal is oriented correctly and uniformly
sealed.

Place the plate on an adapter (if needed) and centrifuge the plate to 1000 x g for 1 minute.
Ensure that the seal is free of any liquid or dust, place the plate on the gPCR machine in the correct
orientation, then close the lid and run the following qPCR thermal profile:
Hot Start
50°C for 2 minutes
95°C for 10 minutes
x40
95°C for 30 seconds
57°C for 30 seconds
72°C for 30 seconds
> Confirm that the instrument captures images after the 72°C step.
NOTE

The Cq threshold should be set to a value appropriate for your instrument that avoids inaccurate
measurements due to background.

T

After the final step, the thermal cycler analyzes the samples. Ensure that the QC Template produces
expected amplification curves. On most systems, the QC Template should amplify at a Cq of
approximately 15-22 cycles. Exclude replicates from a triplicate group that are > 0.5 Cq different from the
rest of the group. At least two of the three replicates less than or equal to 0.5 Cq apart must be included
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in the final calculation. If these criteria are not met, the qualification process should be repeated for those
samples.
( NOTE

Four or more samples per 10-sample run having replicates removed indicate technical errors and the
qualification process for all samples should be repeated.

( NOTE
If little to no measurable amplification occurs for two or more replicates, the qualification process should be
repeated for those samples.

18 Replicates exhibiting abnormal amplification curves should be excluded.

NOTE ‘ ‘
r see the P11 ELT00e0 A0S PanelReference G uite (foovn o0& LTHNITYTIYL] for more information on

appropriate amplification curves.

19 Subtract the average Cq for the QC Template from the average Cq for each sample (Sample Average Cq -
QC Template Average Cq) to yield the delta Cq values for each sample. Record the delta Cq values and
the sample dilution factors. The sample dilution factors are based on the recommendations in the P [t

Exinded RAS Panel Referense G uite [Coovment &l 0OCCNNITLNL),

20 Make sure that amplification of the NTC occurs at least 10 cycles after QC Template amplification.

NOTE
Repeat entire qualification process ft)r all samples if NTC fails.

SAFE STOPPING POINT

niumina recommends storing extracted genomic DN A between 2°C to 8°C for a maximum of 28 days or
storing frozen between -15°C to -25°C for a maximum of 161 days. Genomic DN A stored frozen is stable for
a maximum of 2 freeze/thaw cycles.

Set Parameters

For more information on the Local Run Manager software, see theU
Ol [eeunentwLOCPNEEELLEED) and the Lotel Run B aniger
g orkton Guite (CocrmenLELCERIIDILLRT S,

Log in to Local Run Manager.

Click Create Run, and select Extended RAS.

Make sure that "Create Run Praxis Extended RAS" is visible in the top left comer of the screen.
Enter a run name that identifies the run from sequencing through analysis.

B WN R =

Use alphanumeric characters, spaces, underscores, or dashes.
5 [Optional] Enter a run description to help identify the run.
Use alphanumeric characters.

Specify Samples for the Run

Specify samples for the run using the following options:

Enter samples manually— Use the table on the Create Run screen.
Import samples— Navigate to an external file in a comma-separated values (Tcsv) format.

Enter Samples Manually

1 Click the plate region A1 or E7 to enter sample information in the samples table.
Region Al is equivalent to the upper left quadrant of wells in the Hyb plate layout, and includes
samples for Oligo Pools A and B.
Region E7 is equivalent to the lower right quadrant of wells in the Hyb plate layout, and includes
samples for Oligo Pools A and B.

2 In the Pool A table, enter a unique sample name in the Sample Name field for each well you use.
Use alphanumeric characters, dashes, or underscores.
The sample name automatically populates the corresponding well in the Pool B table.
Dual index adapters for each Index Read, specific to the well, display as you enter a sample name.
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3 [Optional] Although the default layout is recommended, to change the position of control samples, use
the Positive Control or Negative Control drop down menu.

4 Qick the print l“ icon to display the plate layout.

5 Select Print to print the plate layout as a reference for preparing libraries.

6 Qick Close.

7 Click Save Run.

Import Samples

1 Qick the plate region Al or E7.

2 Qick the ExportS icon for an example template.

3 Enter aunique sample name in the template for up to 10 samples and save the file.

Use alphanumeric characters, dashes, or underscores.

[Data] Sample Names as a 4 * 3 matrix

Samplel Samples Sample9
Sample2 Samples SamplelO
Samples Sample? Positive_Control
Sample4 Samples Negative_Contro!

Qick Import Samples.

Browse to the location of the sample information file in *.csv file format.
When finished, click the print @ icon to display the plate layout.

Select Print to print the plate layout as a reference for preparing libraries.
Qick Close.

Click Save Run.

Hybridization of Oligonucleotide Pool

Preparation

1

Determine genomic DN A samples to be used in the assay. Samples giving a delta Cq value less than or
equal to 5.00 can be used for the Praxis Extended RAS Panel.

2 [Optional] If extracted DN A samples do not meet the delta Cq threshold, additional tissue sections can
be used for DN A extraction if available.

3 Bring the Oligo Pool A, Oligo Pool B, Hybridization Buffer, genomic DN A samples, and Panel Control
sample to room temperature.

4  Vortex the Oligo Pool A, Oligo Pool B, and Hybridization Buffer vigorously to make sure that all
precipitates have dissolved, then briefly centrifuge the tubes to collect liquid.

5 Set a 96-well heat block to 95°C.

6 Pre-heat an incubator to 37°C.

7 Create the run and enter sample plate information in the Praxis Extended RAS Panel analysis module.
Verify the location of positive and negative controls and then print sample plate layout.

Procedure

1 Setoutanew 96-well PCR plate (hereafter referred to as HY B plate).

NOTE ) .
see the P (008 Bl ted RAS Parelefernre buite (Docvn ot LHEITEVEATIEY for more information on
suggested HYB plate layout.

Add 10 pi of TE Buffer to each of the Negative Control (No Template Control) wells for Oligo Pool A and
Oligo Pool B.

For each 12 sample/ 24 library preparation, add 2.5 pi of Panel Control to 22.5 pi of TE Buffer in a
microcentrifuge tube. M ix the diluted Panel Control thoroughly.

Add 10 pi of diluted Panel Control prepared in the previous step to each of the two Positive Control
wells for Oligo Pool A and Oligo Pool B.

Dilute genomic DN A samples (if necessary) according to the recommendations in fable 13.

& 000 LHPMH (7] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



Delta Cq Dilution Table
Delta Cq <-1.51 -1.50 to -0.51 -0.50 to 0.50 0.51 to 1.50 1.51t0 5.00 >5.00

Dilution 4x 2X No dilution No dilution No dilution Not supported

Add 10 |il of each genomic DN A sample (diluted as necessary) to the appropriate wells for Oligo Pool A
and Oligo Pool B.

w NOTE
! For information on diluting your samples and the suggested plate layout for correct Oligo Pool A and Oligo
ool 8 well selection, see the 111 LA 120 14§ FATELEITE LS § Ul foeun i LTTSTT

Add 5 pi of the Oligo Pool A to all Oligo Pool A wells containing genomic DNA, Panel Control, and
Negative Control. Then, add 5 pi of the Oligo Pool B to all Oligo Pool B wells containing genomic DNA,
Panel Control, and Negative Control.

Add 40 pi of Hybridization Buffer to each sample in the HYB plate. Gently pipette up and down 3-5
times to mix.

NOTE
r Ensure any crystals or precipitate in Hybridization Buffer have dis.solved.

9 Seal the HYB plate and centrifuge 1000 g at room temperature for 1 minute.

10 Place the HYB plate in the pre-heated block at 95°C and incubate for 1 minute.

11 Change the temperature of the same heat block to 40°C and incubate for 3-18 hours.
NOTE

r Moving the plate from the 95°C heat block to another pre-heated block set to 40°C will adversely affect
hybridization.

Removal of Unbound Oligonucleotides

Preparation

1 Bring Extension-Ligation Mix, Stringent Wash Buffer, and Universal Wash Buffer to room temperature,
and then vortex briefly.

2 Assemble the filter plate assembly (hereafter referred to as the FPU) in order from bottom to top: MIFO1
plate, adapter collar, filter plate, and lid.

3  Pre-wash the filter plate membrane as follows:

a Add 50 pi of Stringent Wash Buffer to each well.

b Cover the filter plate with the lid and centrifuge at 2400 x g at room temperature for 5 minutes,

¢ If the wash buffer does not drain completely, centrifuge the filter plate again at 2400 x g at room
temperature for 5 minutes.

Procedure

1 Remove the HYB plate from the heat block and centrifuge at 1000 x g at room temperature for 1 minute.

2 Transfer the entire volume (approximately 65 pi) of each sample to the corresponding wells of the filter
plate.

3 Cover the filter plate with the lid and centrifuge at 2400 x g at room temperature for 5 minutes.

NOTE
r Make sure that liquid has drained after centrifugation. Repeat centrifugation if necessary.

4  Wash the filter plate as follows:

a Add 50 pi of Stringent Wash Buffer to each sample well.

b Cover the filter plate with the lid and centrifuge at 2400 g at room temperature for 5 minutes,

¢ If the wash buffer does not drain completely, centrifuge the filter plate again at 2400 g at room
temperature for 5 minutes.
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Repeat tiie wash as described in the previous step.

NOTE
r If the wash buffer does not drain completely, centrifu™e again at 2400 g at room temperature until all
liquid has gone through (an additional 5-10 minutes).

Discard all the flow-through (containing formamide), then reassemble the FPU.
Add 45 pi of Universal Wash Buffer to each sample well.
Cover the filter plate with the lid and centrifuge at 2400 x g at room temperature for 5 minutes.

NOTE

r Make sure that all liquid has drained after centrifugation. Repeat centrifugation if necessary.

Extension-Ligation of Bound Oligonucleotides

Procedure

1

2
3
4

Add 45 pi of Extension-Ligation Mix to each sample well of the filter plate.

Seal the filter plate with adhesive aluminum foil, and then cover with the lid.

Incubate the FPU in the pre-heated 37°C incubator for 45 minutes.

While the FPU plate is incubating, prepare the AMP (Amplification Plate) as described in the following
section.

PCR Amplification

Preparation

Prepare fresh 0.05 N NaOH by adding 25 pi of 10 N NaOH to 4975 pi of sterile water.

Determine the index primers to be used according to the plate graphic printout from Praxis Extended
RAS Panel analysis module.

Bring PCR Master Mix and the appropriate index primers to room temperature. Vortex each thawed tube
to mix, and then briefly centrifuge the tubes.

Arrange the primers in a rack using the following arrangements:

a Arrange Index Primers A-H (A501-A508) primer tubes (white caps, clear solution) vertically, aligned
with rows A through H.

b Arrange Index Primers 1-12 (A701-A712) primer tubes (orange caps, yellow solution) horizontally,
aligned with columns 1 through 12.

Set out a new 96-well PCR plate (hereafter referred to as the AM P plate).
Add index primers to the AMP plate as follows:

a Add 9 pi of the selected index primers [A-H (A501-A508)] to the appropriate well in a column of
the AM P plate.

b Add 9 pi of the selected index primers [1-12 (A701-A712)] to the appropriate row of the AMP plate.
Tips must be changed after each row to avoid index cross-contamination.

NOTE
Index primers are single use only and should be discarded immediately after use.

I

7 Prepare the PCR Master Mix/PCR Polymerase PCR working solution as follows:
a For 12 samples/24 libraries, add 21 pi of PCR Polymerase to 1050 pi of PCR Master Mix.
b Invert the prepared PCR working solution 20 times to mix.
The PCR working solution is stable at room temperature for 10 minutes and can also be stored on ice if
needed during preparation.
Procedure
1 Remove the FPU from the incubator, and then remove the aluminum foil seal.
2 Cover the filter plate with the lid and centrifuge at 2400 g at room temperature for 2 minutes.
3 Add 25 pi of 0.05 N NaOH to each sample well on the filter plate. Pipette the NaOH up and down 5-6

times to make sure the NaOH contacts the filter.
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Cover and incubate the filter plate at room temperature for 5 minutes.

W hile the filter plate is incubating, transfer 22 pi of the PCR working solution to each well of the AMP
plate containing index primers.

Transfer samples eluted from the filter to the AM P plate as follows:

a Pipette the samples in the first column of the filter plate up and down 5-6 times.

NOTE

r Slightly tilt the FPU plate to ensure complete aspiration and to avoid air bubbles.

b  Transfer 20 pi from the filter plate to the corresponding column of the AM P plate,

c Gently pipette up and down 5-6 times to thoroughly combine the DNA with the PCR working
solution.

d Transfer the remaining columns from the filter plate to the AM P plate in a similar manner. TipS
must be changed after each column to avoid index and sample cross-contamination.

7 Seal the AMP plate and secure with a rubber roller.
8 Centrifuge at 1000 g at room temperature for 1 minute.
9 Transfer the AMP plate to the post-amplification area.
10 Perform PCR using the following program on a thermal cycler:
95°C for 3 minutes
32 cycles of:
95°C for 30 seconds
66°C for 30 seconds
72°C for 60 seconds
72°C for 5 minutes
Hold at 10°C

SAHE STOPPING POINT

If not proceeding immediately to PCR Clean-Up, the AM P plate can remain on the thermal cycler
overnight, or can be stored at 2°C to 8°C up to 48 hours.

Verify Library Preparation

1 Combine 5 pi of amplified product with 15 pi of RNAse/DNAse-free water and DN A loading dye if
necessary.
2  Run on a 2A% TBE agarose gel with 100 bp ladder to confirm the presence and brightness of the 250-280
bp library product.
Samples that show amplification in both Oligo Pool A and B are considered valid and can be
processed through the remainder of the workflow.
Samples showing little to no amplification in one Oligo Pool or both Oligo Pools are considered
invalid and should not be processed through the remainder of the workflow. If an invalid gel result is
observed, library preparation for that sample or samples will need to be repeated.
The Negative Control sample should show an Invalid gel result. If the Negative Control sample shows
amplification in both Oligo Pool A and B, this indicates potential processing errors, i.e. contamination,
pipetting errors, or sample mix-ups. The operator should evaluate the root cause and repeat library
preparation as appropriate. If contamination is suspected, library preparation for all samples should
be repeated. If pipetting errors or mix-ups are suspected, repeat library preparation for the affected

samples.
NOTE )
r For more information and examples of valid and invalid results, see the Proviy Ertended R4S Fanel
belersnce Guide (Corument iy UMDOUUHH.)‘
PCR Clean-Up
Preparation

1 Bring the PCR Qean-Up Beads to room temperature.
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2

Prepare fresh 80% ethanol from absolute ethanol. For 12 samples/24 libraries, prepare 80% ethanol using
12 mL of absolute ethanol and 3 mL of DNase/RNase-free water. Mix thoroughly.

Procedure

12
13
14
15

16
17
18
19

20

Centrifuge the AM P plate at 1000 g at room temperature for 1 minute.

Set out a new MIO1 plate (hereafter referred to as the CLP plate).

Invert PCR Qean-Up Beads 10 times. Vortex vigorously and then invert 10 more times. Visually inspect
solution to ensure that beads are resuspended.

Add 55 pi of PCR Qean-Up Beads to each well of the CLP plate.

Transfer the entire PCR product from the AMP plate to the CLP plate.

Seal the CLP plate and shake on a microplate shaker at 1800 rpm for 2 minutes.

Incubate at room temperature without shaking for 10 minutes.

Place the plate on a magnetic stand fora minimum of 2 minutes or until the supernatant is clear.
With the CLP plate on the magnetic stand, carefully remove and discard the supernatant.

With the CLP plate on the magnetic stand, wash the beads as follows:

a Add 200 pi of freshly prepared 80% ethanol to each sample well.

b Incubate the plate on the magnetic stand for a minimum of 30 seconds or until the supernatant is
clear.

¢ Carefully remove and discard the supernatant.

Repeat the wash as described in the previous step.

Use a P20 multi-channel pipette set to 20 pi to remove excess ethanol. Do not disturb or touch the beads.
Remove the CLP plate from the magnetic stand and air-dry the beads for 5 minutes.

Add 25 pi of Elution Buffer to each sample.

Seal the CLP plate and shake on a microplate shaker at 1800 rpm for 5 minutes. After shaking, verify if
samples were resuspended. If not, repeat this step.

Place the CLP plate on the magnetic stand for a minimum of 2 minutes or until the supernatant is clear.
Set out a new MIO1 plate (hereafter referred to as the LNP plate).

Transfer 20 pi of the supernatant from the CLP plate to the LNP plate.

[Optional] Transfer the remaining 5 pi of supernatant from the CLP plate to a new plate and label the
plate with a run name and date. Store this plate at -25°C to -15°C until completion of the sequencing run
and data analysis. The cleaned up PCR products can be used for troubleshooting efforts in the event of
sample failures.

Seal the LN P plate with an adhesive plate seal, and then centrifuge at 1000 g at room temperature for 1
minute to ensure all the supernatant is at the bottom of the well.

SAFHE STOPPING POINT

After PCR Qean-Up, the plate is stable for up to 3 hours at 2°C to 8°C.

Library Normalization

Preparation

1 Prepare fresh 0.1 N NaOH by adding 30 pi of 10 N NaOH to 2970 pi of RNase/DNase-free water.

2 Bring Library Normalization Diluent, Library Beads, and Library Normalization Wash to room
temperature.
Vortex Library Normalization Diluent vigorously and ensure that all precipitates have dissolved.
Vortex Library Beads vigorously for 1 minute with intermittent inversion until the beads are
resuspended and no p>ellet is found at the bottom of the tube when the tube is inverted.

Procedure

1 Mix Library Normalization Diluent and Library Beads in a fresh 15 ml conical tube as follows:

a For 12 samples/24 libraries, add 1575 pi of Library Normalization Diluent to a 15 ml conical tube,
b To homogenize beads, use a P1000 pipette set to 1000 pi to resuspend Library Beads thoroughly by
pipetting up and down 10 times.
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f NOTE
It is critical to completely resuspend the library bead pellet at the bottom of the tube. The use of a P 1000
ensures that the beads are homogeneously resuspended and that there is no bead mass at the bottom
of the tube. This is essential for achieving consistent cluster density on the flow cell.

c For 12 samples/24 libraries, pipette 300 pi of Library Beads to the tube containing Library
Normalization Diluent,
d Mix by inverting the tube 15-20 times.

2 Add 45 pi of the combined Library Normalization Diluent/Library Beads working solution to each well
of the LNP plate containing libraries.

Seal the LNP plate and shake on a microplate shaker at 1,800 rpm for 30 minutes.

Place the LNP plate on a magnetic stand for a minimum of 2 minutes or until the supernatant is clear.
With the LNP plate on the magnetic stand, carefully remove and discard the supernatant.

Remove the LNP plate from the magnetic stand and wash the beads with Library Normalization Wash
as follows:

[o2 &2 BN @V}

Add 45 pi of Library Normalization Wash to each sample well,

b  Seal the LNP plate and shake on a microplate shaker at 1,800 rpm for 5 minutes,

c Place the LNP plate on the magnetic stand for a minimum of 2 minutes or until the supernatant is
clear.

d Carefully remove and discard the supernatant.

Repeat the Library Normalization Wash procedure as described in the previous step.
Seal the LNP plate with an adhesive plate seal.

9 Centrifuge the LNP plate at 1000 g at room temperature for 30 seconds to collect residual wash buffer.

10 Place the LNP plate on the magnetic stand.

11 Use a P20 multi-channel pipette set to 20 pi to remove excess Library Normalization Wash.

12 Remove the LNP plate from the magnetic stand and add 30 pi of 0.1 N NaOH to each well.

13 Seal the LNP plate and shake on a microplate shaker at 1,800 rpm for 5 minutes.

14 During the 5-minute shake, set out a new 96-well PCR plate (hereafter referred to as the SGP plate.)

15 Add 30 pi Library Storage Buffer to each well to be used in the SGP plate.

16 After the 5-minute shake, ensure that all samples in the LNP plate are resuspended. If the samples are
not resuspended, gently pipette those samples up and down or lightly tap the plate on the bench to
resuspend the beads, then shake for another 5 minutes.

17 [Optional] Centrifuge the LNP plate at 1000 g at room temperature for 30 seconds to collect contents to
the bottom of the wells.

18 Place the LNP plate on the magnetic stand fora minimum of 2 minutes.

19 Transfer the supernatant from the LNP plate to the SGP plate. Gently pipette up and down 5 times to
mix.

20 Seal the SGP plate and then centrifuge at 1,000 x g at room temperature for 1 minute. Proceed
immediately to Library Pooling.

Library Pooling
Prepare for Library Pooling

1 Set a heat block suitable for 1.5 ml centrifuge tubes to 96°C.
2 In an ice bucket, prepare an ice-water bath. Chill the Library Dilution Buffer in the ice-water bath.
3 Begin thawing the MiScq”'~"Dx SBS cartridge v3.

Prepare the Reagent Cartridge

1 Thaw the MiSeq™ Dx SBS Cartridge v3 in a water bath containing enough room temperature deionized water to
submerge the base of the reagent cartridge up to the water line printed on the reagent cartridge. Do not
allow the water to exceed the maximum water line.

2 Allow the reagent cartridge to thaw in the room temperature water bath for approximately 1 hour or
until thawed.
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3 Remove the cartridge from the water bath and gently tap it on the bench to dislodge water from the base
of the cartridge. Dry the base of the cartridge. Make sure that no water has splashed on the top of the
reagent cartridge.

Denature and Dilute PhiX Internal Control
1 Prepare 0.1 N NaOH by combining the following volumes in a conical tube:
DNase, RNase-free water (2475 pi)
Stock 10 N NaOH (25 pi)
2 Invert the tube several times to mix.
1 CAUTION
Using freshly diluted NaOH is essential in order to denature PhiX for duster generation on the MiSeqDx.
3 Combine the following volumes to make Diluted PhiX Internal Control:
PhiX Internal Control (2 ul)
IX TE Buffer (8 pi)
4 Combine the following volumes to make Denatured Diluted PhiX Internal Control:
Diluted PhiX Internal Control (10 pi)
0.1 N NaOH (10 pi)
Vortex briefly to mix the Denatured Diluted PhiX internal Control.
Briefly centrifuge the Denatured Diluted PhiX Internal Control to collect contents.
Incubate for 5 minutes at room temperature to denature the PhiX Internal Control into single strands.
Combine the following volume of pre-chilled Library Dilution Buffer and Denatured Diluted PhiX
Internal Control to make PhiX/Library Dilution Buffer solution.
Denatured Diluted PhiX Internal Control (20 pi)
Pre-chilled Library Dilution Buffer (980 pi)

0 N o O

Inspect the Reagent Cartridge
1 invert the reagent cartridge ten times to mix the thawed reagents, and then inspect that all positions are

thawed.
| NOTE
n It is critical that the reagents in the cartridge are thoroughly thawed and mixed to ensure proper
sequencing.

Inspect reagents in positions 1, 2, and 4 to make sure that they are fully mixed and free of precipitates.
Gently tap the cartridge on the bench to reduce air bubbles in the reagents.

f NOTE
The MiSegDx sipper tubes go to the bottom of each reservoir to aspirate the reagents, so it is important that
the reservoirs are free of air bubbles.

4  Place the reagent cartridge on ice or set aside at 2°C to 8°C (up to 6 hours) until ready to set up the run.
For best results, proceed directly to loading the sample and setting up the run.

Prepare Samples for Sequencing

1 Bring Library Dilution Buffer to room temperature. Vortex Library Dilution Buffer and ensure that all
precipitates have dissolved completely.

2 Centrifuge the SGP plate at 1000 g at room temperature for 1 minute.
Set out a fresh microcentrifuge tube (hereafter referred to as the PAL tube.)

4 Determine the samples to be pooled for sequencing. A maximum of 12 samples/24 libraries can be
pooled for each sequencing run.

5 Transfer 10 pi of each library to be sequenced from the SGP plate, column by column, to a PCR
eight-tube strip. Seal SGP with an adhesive plate seal and set aside.

6 Combine and transfer the contents of the PCR eight-tube strip into the PAL tube. Mix the PAL tube
thoroughly.
Set out 3-6 fresh microcentrifuge tubes (hereafter referred to as the DAL tube.)
Add 784 pi of Library Dilution Buffer to each DAL tube.
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10

11

12
13

J

14
15

Add 8 of PhiX/Library Dilution Buffer solution to each D AL tube. Pip>ette up and down 3-5 times to
rinse the tip and ensure complete transfer.

Transfer 8 pi of PAL to each DAL tube containing Library Dilution Buffer. Pipette up and down 3-5
times to rinse the tip and ensure complete transfer.

Mix the DAL tubes by vortexing the tube at top speed.

NOTE
Ihe diluted library DAL can be stored at -25°C to -15°C for up to 30 days.

Centrifuge the one DAL tube at room temperature for 1 minute to collect contents.
Incubate the DAL tube on a heat block at 96°C for 2 minutes.
WARNING
Use caution when removing the tube. The tube and the heat block may be hot.
After the incubation, invert the DAL tube 1-2 times to mix, then immediately place in the ice-water bath.
Keep the DAL tube in the ice-water bath for 5 minutes.
NOTE
You must perform the heat denaturation step immediately before loading DAL into the MiScq™ Dx SBS

cartridge v3 ensure efficient template loading on the MiSeq™ Dx flow cell Replicate DAL tubes must be heat
denatured immediately before MiSeqDx loading.

Library Sequencing

Procedure . |
For details on the steps outlined here, see the |l 1$¢10 1 [1strunentReferenrs Guite (fovument e LLLEECOILIVL],
1 Use a separate, clean, and empty 1 ml pipette tip to pierce the foil seal over the reservoir on the MiSegDx

10
11
12
13

Cartridge labeled Load Samples.

Pipette 600 pi of the sample DAL libraries into the Load Samples reservoir. Take care to avoid touching
the foil seal while dispensing the sample.

Check for air bubbles in the reservoir after loading sample. If air bubbles are present, gently tap the
cartridge on the bench to release the bubbles.

Log in to the MiSeq Operating Software (MOS) using your Local Run Manager user name and password.

NOTE
If a previous u.ser is logged in, select Log Off before logging in. Confirm that the proper username or login
credentials are displayed.

r

From the Home screen, select Sequence.

Select a run from the list.

Confirm the run settings.

Clean the flow cell.

Load the flow cell.

Empty the waste bottle and load the MiSeq™ Dx SBS Solution (PR2) bottle.
Load the reagent cartridge.

The run automatically starts after passing pre-run checks.

Perform a post-run wash.

View Analysis Results

2

From the Local Run Manager dashboard, click the run name.

Qick the Samples and Results tab to view the analysis report.
If analysis was repeated, expand the Select Analysis drop-down list and select the appropriate
analysis.

[Optional] Qick the Copy to Clipboard” icon to copy the Analysis folder path.
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Interpretation of Results

1 The fllumina Praxis Extended RAS Panel is designed to detect the K R A 5 and N R A 5 mutations listed in
Table 1.
2 Analysis results are summarized on the Samples and Results tab. The report is also available for export.

Praxis Extended RAS Panel Report

The Praxis Extended RAS Panel Report details ifa run passed or failed, and whether each sample contains
any of the 56 Extended RAS Panel mutations.

The Run State on the Samples and Results tab shows if the sequencing run passed quality metrics. If the Run
State is Fail, all samples are listed as invalid.

Sample Results

Sample Result.s Table

Column Heading Description
Sample Name The sample name provided when the run was created.
Sample Sample validity results.

Valid— Presence or absence of panel mutations is reported.
Inva[id— Prfsence or absence of panel mutations cannot be determined. See

NPTl et e 1
Result Sample results for panel mutation detection.
2sEaePanelM Ctetin Delected o pageLd ana Pantll otelon WotDeleeted on page
Gene The gene, K R A 5 or N R ) 5 , where a mutation is detected, if applicable.
Exon The exon number in which the mutation is present, if applicable.
Amino Acid Human Genome Variation Society (HGVS) amino acid change notation.
Nucleotide HGVS nucleotide change notation.
Sample Invalid

The sample result. Invalid, indicates that the presence or absence of a Praxis Extended RAS Panel mutation
cannot be determined. Repeat library preparation, sequencing, and analysis for Invalid samples. If a sample
fails 2 times, additional troubleshooting can be necessary. If all samples in a run are Invalid because of a
Run State of Fail, contact Illumina Technical Support.

Panel Mutation Detected
The sample result. Panel Mutation Detected, indicates that a Praxis Extended RAS Panel mutation is
detected. The report lists all detected mutations.

Panel Mutation Not Detected
The sample result. Panel Mutation Not Detected, indicates that no Praxis Extended RAS Panel mutations are
detected.

Quality Control Procedures

Good laboratory practices dictate that control material should be evaluated to detect differences in processing
and technical procedures in the user's laboratory that may produce significant variability in results.

1 Positive Controls (Panel Control)— The Panel Control is required on every run. The Panel Control has 2
mutations, K R ) 5 Exon 2 p.Glyl2Asp c.35G>A and N H A S Exon 3 p.GlInblLys c.ISIOA. The Panel
Control must generate the expected genotype to be valid. If the control is invalid, processing errors may
have occurred. The software will fail the entire sequencing run and all samples will appear as Invalid.
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2 Negative (No Template/No DNA) Control— The use of a negative (no template/no DNA) control (Blank)
is required on every run. For a valid run, the Blank sample should appear as Invalid. If an unexpected
outcome occurs in the Blank sample, the software will fail the entire sequencing run and all samples will
appear as Invalid.

3 Before using this assay in the laboratory, the performance of the assay should be verified by testing a
number of positive and negative samples witii known performance characteristics.

4 All quality control requirements should be performed in accordance with local, state, and/or federal
regulations or accreditation requirements.

5 If a sequencing run has failed, contact Alumina Technical Support to troubleshoot your run.

Performance Characteristics

Definitions Of Calculations Use(j In Performance Characteristics

Sample Qualification (Sample QC) Pass Rate: The Sample O E pass rate is defined as the percent of
specimens that meet the sample quality control specification (dCq < 5).

Sample First Pass Rale: Sample first pass rate is defined as the percent of specimens that give a valid result

the first time they are processed.

Agreement Calculations: The Praxis Extended RAS Panel is designed to specifically detect 56 mutations in

the K R A 5 and N R A 5 genes. Tlie assay simultaneously determines the presence or absence of each of the 56

mutations in every sequenced sample. The reference for agreement calculations is bi-directional Sanger

sequencing or a control condition where indicated.

1 Overall percent agreement (OPA) is calculated as the number of mutant and non-mutant positions that
agree with the reference divided by the total number possible mutant and non-mutant positions for all
valid replicates. OPJ1 is calculated on a per mutation basis; there are 56 mutations per sample. Overall
percent agreement was calculated as follows:

(# specimens x 56 mutant and non-mutant positions concordant with reference)/(# specimens x 56
mutant and non-mutant positions total) = OPA

2  Positive Percent Agreement (PPA) is calculated as 100% times the number of true positives (mutant
positions concordant with reference) divided by the sum of the number of true positives and the number
of false negatives on a per mutation basis. Positive Percent Agreement was calculated as follows:

[ mutant positions x # replicates = # potential mutant positions
(# true positives)/ (# tnie positives + # false negatives) =PPA

3 Negative Percent Agreement (NPA) is calculated as 100% times the number of true negatives (non-
mutant positions concordant with reference) divided by the sum of the number of true negatives and the
number of false positives. NPA is calculated on a per mutation basis; there are 56 mutations per sample.
Negative Percent Agreement was calculated as follows:

# wild type specimens x # replicates x 56 non-mutant positions) + (# mutant specimens x #
replicates x # non-mutant positions) = # potential non-mutant positions
(# true negatives)/ (# true negatives + # false positives) =NPA

4 Percent Correct Call (PCC) is calculated as 100% times the number of correct calls divided by the number
of calls attempted. This term is used for Reproducibility. The same calculation is described as percent
agreement (positive or negative percent agreement) in other analytical studies.

Confidence Interval Calculations: Oie-sided 95% lower confidence bounds and 2-sided 95% confidence

intervals were calculated using the Clopper-Pearson (exact binomial) method for analytical or clinical

studies, or the Wilson Score method (where indicated) in clinical studies.

Analytical Accuracy - Comparison to an Orthogonal Methoct

Banked formalin-fixed, paraffin embedded (FFPE) colorectal cancer tissue samples collected during the
Amgen panitumumab study (protocol no. 20050203 ['203 study]) were tested with the Praxis Extended
RAS Panel. Samples were also evaluated using the reference method, bidirectional Sanger sequencing
(Sanger). The agreements between results from Praxis Extended RAS Panel and Sanger were compared to
evaluate the accuracy of the Praxis Extended RAS Panel.
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Subject-level RAS status was positive if the subject had at least 1 mutation detected. Subject-level RAS status
was negative if no mutation was detected. Positive Percent Agreement (PPA) is calculated as 100% times the
number of true positive subjects divided by the sum of the number of true positive subjects and the number
of false negative subjects. Negative Percent Agreement (NPA) is calculated as 100% times the number of true
negative subjects divided by the sum of the number of true negative subjects and the number of false
positive subjects. Two-sided 95% confidence intervals are calculated using the Qopper-Pearson (Exact
binomial) method.

Of the 1183 subjects, the following were excluded from the accuracy analysis (combination of Sanger and
Praxis Extended RAS Panel): 358 had no tissue available, 127 had insufficient tissue area, and 13 had
insufficient neoplastic cells. Of the remaining 685 subjects, 214 were removed due to dCq > 5.0, 1 due to
unestimable dCqg, another 28 due to MiSeqDx QC failures, and lastly 1 subject was removed due to sample
processing error/aborted run. The remaining 441 subjects had valid Sanger and Praxis Extended RAS Panel
results, which were compared.

When evaluated at the subject level (Fable 15), 230 of the 441 subjects were RAS positive by Sanger
(mutation detected by Sanger); of these, 227 were RAS positive by the Praxis Extended RAS Panel. The
remaining 211 of 441 subjects were RAS negative by Sanger (no mutation detected by Sanger); of these, 206
were RAS negative by the Praxis Extended RAS Panel. This resulted in a PPA of 98.7% and an NPA of
97.6%.

Positive and Negative Percent Agreement of
Subject-level RAS Results

Praxis Extended RAS Sanger Total
Panel Positive  Negative

Positive 227+ 5 232

Negative 3** 206 209

Total 230 211 441

Performance Summary

Agreement Statistic P(_)mt Exact 95% CI
Estimate
PPA 227/230 = [96.2%,99.7%)]
98.7%
NPA 206/211 = (94.6%,99.2%)]
97.6%

*There were 224 exact matches for within-subject, all mutation-level results; for 2 subjects, MiSeqDx detected the
Sanger detected mutation and 1 additional mutation; for 1 subject, MiSeqDx and Sanger detected different mutations.

subject had 2 mutations detected by Sanger; 2 subjects had 1 mutation detected by Sanger.

The data were also evaluated at the mutation level and designated true positive (TP), true negative (TN),
false positive (FP), and false negative (FN). The PPA and NPA are presented for each mutation along with a
95% Qopper-Pearson (Exact binomial) confidence interval in Table 16 and Table 17.
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Location

KHS Exon 2

(F4Y Exons

HAS Exon 4

NE = not estimable

gative Percent Agreement of Mutation-level Results in theK b 5 Gene (dCq | 5.0)

Mutation
c.34G>T
C.34G>A
€.34G>C

c.34_35GG>TT
€.34_35GG>AA
c.34_36GGI>TGG
c.35G>A
€.35G>T
c.35G>C
c.37G>T
c.37G>C
c.38G>A
c.38_39GC>TT
c.38_39GC>AA
c.38_39GC>AT
c.175G>A
c.176C>G
c.I81C>A
c.181C>G
c.182A>T
c.182A>G
c.I83A>C
c.I183A>T

C.351AX:
c.351A>T

C.436G>A

€.436G>C

C.4370T
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w

FN

o

O O O O b O O O O O b O O O O O O O O O N O O O O O

FP

O O O O O O O O O O O O O O O O O o O N N B O O o o o o

TN

426
430
440
439
440
440
384
396
427
438
440
399
440
440
440
440
440
440
441
440
439
435
440
437
438
429
439
437

Total
440
440
440
440
440
440
440
440
440
440
440
440
440
440
440
441
441
441
441
441
441
441
441
440
440
440
440
440

PPA (95% Cl)
100.0 (76.8-100.0)
90.0 (55.5-99.7)
NE'

100.0 (2.5-100.0)
NE
NE
100.0 (93.5-100.0)
95.2 (83.8-99.4)
100.0 (71.5-100.0)
100.0 (15.8-100.0)
NE
100.0 (91.4-100.0)
NE
NE
NE
100.0 (2.5-100.0)
100.0 (2.5-100.0)
0.0 (0.0-97.5)
NE
100.0 (2.5-100.0)
100.0 (15.8-100.0)
100.0 (54.1-100.0)
100.0 (2.5-100.0)
66.7 (9.4-99.2)
100.0 (15.8-100.0)
100.0 (71.5-100.0)
100.0 (2.5-100.0)
100.0 (29.2-100.0)

NPA (95% Cl)
100.0 (99.1-100.0)
100.0 (99.1-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
99.7 (98.6-100.0)

99.5 (98.2-99.9)

99.5 (98.3-99.9)
100.0 (99.2-100.0)
100.0(99.2-100.0)
100.0 (99.1-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.1-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)



Positive and Negative Percent Agreement of Mutation-level Results in thell T4 S Gene (dCq1”5.0)

Mutation

c.34G>T

ation
1Exon 2
C.340A
c.34G>C
.34 35GG>TT
c.34_35GOAA
c.34_36GGTATGG
c.35G>A
€.35G>T
€.35G>C
c.37G>T
c.37G>C
c.38G>A
c.38G>T
c.38_39GT>AA
.38_39GT>AG
1Exon 3 c.175G>A
c.176C>G
c.I81C>A
c.181C>G
c.I182A>T
c.182A>G
c.I83A>C
C.I83A>T
lExon 4 C.3510C
C.3510T
C.436G>A
€.436G>C
C.4370T

* NE = not estimable

TP

O O O O O N O U N O N O O O O O O N O O O M O O O O O p

FN

o

O O O O O O O O O O O O 0O O O O 0O O O o o o o o o o o

FP

O O O O O O O O O O b O O O O O b O O O O O o o o o o p

TN
439
441
441
441
441
441
437
441
441
441
439
440
441
441
441
441
441
433
441
439
436
441
439
441
441
441
441
441

Total
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441
441

PPA (95% Cl)
100.0 (2.5-100.0)
NE
NE
NE
NE
NE
100.0 (39.8-100.0)
NE
NE
NE
100.0 (15.8-100.0)
NE
NE
NE
NE
NE
NE
100.0 (59.0-100.0)
NE
100.0 (15.8-100.0)
100.0 (47.8-100.0)
NE
100.0 (15.8-100.0)
NE
NE
NE
NE
NE

NPA (95% Cl)
99.8 (98.7-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
99.8 (98.7-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
99.8 (98.7-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)
100.0 (99.2-100.0)

CVerall PPA and NPA calculated at the mutation level for each gene, and across both genes (total), are
presented in Tabic 18. Two-sided 95% confidence intervals for PPA and NP A are calculated using the
Qopper-Pearson (Exact binomial) method.

iji '

Location/Mutation TP FN
CRASIRY 204 5
FRASIEN 23 0

Total 227 5

FP

5
3
8

TN

12114
12322

24436

Total
12328
12348
24676

Total Positive and Negative Percent Agreement of Mutation-Level Results
PPA (95% C1)

97.6(94.5-99.2)
100(85.2-100.0)
97.8(95.0-99.3)

NPA (95% CI)

99.96(99.9-100.0)
99.98(99.9-100.0)
99.97(99.9-100.0)

Figure 7 shows a distribution of the Praxis Extended RAS Panel mutation frequencies. Using ~ 50% tumor
content in the FFPE specimen, the distribution of mutation frequencies observed in the '203 study for
samples that tested positive is demonstrated in Figure 7. The majority of specimens showed mutation
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Praxis Extended RAS Panel

frequencies in the 0.15 to 0.35 range. There were 14.9% of subjects with mutation frequency < 0.15, and 55.3%
of subjects with mutation frequency 2 0.15 and < 0.35.

Praxis Extended RAS Panel Mutation Frequency Distribution for Positive Samples (n=235)

Count of Mutation Frequency
n3aSRB8LELHLELERSAEBRS

010 ©020 030 040 050 060 070 080 090

Mutation Frequency
A cross-tabulation of Praxis Extended RAS Panel and Sanger mutation-level resuits are summarized in the
confusion table of Sanger and Praxis Extended RAS Panel Results (see : .. i-), There were 445 possible

comparisons between mutations reported by Sanger and/or Praxis Extended RAS Panel for the 441 evaluable
subjects in the RAS Evaluable analysis set. Four (4) subjects had two mutations reported by Praxis Extended
RAS Panel, by Sanger, or both methods; therefore, the number of mutation-level results (n=445) is greater
than the number of subjects (n=441),

Counts along the diagonal in the table represent results that agree at the mutation level (both methods report
the same mutation or both methods report no mutation detected). Counts off the diagonal represent results
that disagree. Both methods agreed on most resuits (434/445, 97.5%); 206 of the results that agreed were
reported as no mutation detected (negative). In the negative column for Sanger, there were 5 instances (FP) of
mutations reported by the Praxis Extended RAS Panel (eg, 1 sample Sanger reported as no mutation, while
the Praxis Extended RAS Panel reported KRAS Ex2 ¢35G>A). In the negative row for Praxis Extended

RAS Panel, there were 4 instances (FN) of mutations reported for Sanger (eg, 1 sample RAS Panel reported as
no mutation, while Sanger reported KRAS Ex2 ¢34G>A).

Results corresponding to the 4 subjects who had 2 mutations detected by Sanger and/or Praxis Extended
RAS Panel are noted by footnotes in the confusion table shown in T.:00e 1,
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Praxis Extendad RAS Panel

Confusion Table of Sanger and Praxis Extended RAS Pane! Results
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Footnoted results A, 8, C and D indicate the 4 subjects who contributed two results to the cell counts in the table
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Praxis Extended RAS Panel

ASubject where Sanger reported 2 mutations (KRAS Exon 2 ¢.34G>A and KRAS Exon 2 ¢35G>T) and Praxis Extended RAS Panel reported panel mutation not detected.

*Subject where Sanger reported 1 mutation (KRAS Exon 2 ¢.34G>T) and Praxis Extended RAS Panel reported the same mutation and an additional mutation (KRAS Exon
2¢cHUCT and KRAS Exon 2 ¢.35G).

“Subject where Sanger reported 1 mutation (KRAS Exon 2 ¢.38G>A) and Praxis Extended RAS Panel reported the same mutation and an additional mutation (KRAS Exon
2 c38G>A and KRAS Exon 2 ¢.35G>T).

PSubject where Sanger reported two mutations (KRAS Exon 2 ¢.38G>A and NRAS Exon 2 ¢.35G>A) and Praxis Extended RAS Panel reported the same two mutations
{(KRAS Exon 2 ¢.38C>A and NRAS Exon 2 c35G>A).
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Analytical Sensitivity (DNA Input Range)

The Praxis Extended RAS Panel workflow involves sample qualification, library preparation and sequencing.
Genomic DNA specimens are qualified for use in the assay by measuring amplifiability of the specimen
relative to a control DNA template through a real-time quantitative PCR (qPCK) reaction. Measuring
amplifiability accounts for both the quantity and quality of the DNA specimen for qualification. A
quantification threshold value (Cq) is generated using the Quality Control Template and each genomic DNA
specimen. The metric to assess the amplifiability is the change in quantification threshold (Cq) between the
specimen and the control template DNA (Delta Cq; dCq). The dCq value is used to determine whether a
specimen qualifies for the Praxis Extended I"AS Panel assay and is the measure of DNA quality and quantity
(DNA Input) for this assay. The acceptable measure for the assay is a Delta Cq <5.

DNA input was evaluated over the range of delta Cq values from -0.5 to 5 in order to evaluate assay
performance. A Delta Cq level of -0.5 to 5 corresponds to approximately 1200 ng to 25 ng, respectively, of
intact DNA used in the assay.

A panel of 9 CRC FFPE specimens each containing 1 unique Extended RAS panel mutation, and 1 CRC FFPE
specimen wild type for Extended RAS panel mutations was evaluated. The mutations represented were in
KRAS exons 2, 3, and 4 and NBAS exons 2 and 3. The mutation frequency for this panel ranged from
approximately 10% to 20%.

The specimen panel was tested in duplicate library preparations at each DNA input level for a total of 20
observations at each DNA input level. Specimens were sequenced at the maximum multiplexing level of 10
samples plus controls per run. Two (2) DNA input levels were tested: 1) dCq -0.5 to 0.5 (nominal high end)
2) dCq 4 to 5 (nominal low end).

All specimens showed a valid result after library preparation and sequencing with a sample first pass rate of
100% (20/20) for each DNA input level. OPA, PPA, and NPA are calculated on a per mutation basis; there
are 56 mutations per sample. The overall percent agreement relative to Sanger sequencing was 100%
(1120/1120) for each DNA input level. The positive percent agreement was 100% (18/18) and negative
percent agreement was 100% (1102/1102) for both DNA input levels relative to Sanger sequencing. Therefore,
this study demonstrates the performance of the Praxis Extended RAS Panel assay for the delta Cq (DNA
input) range of -0.5 to 5.

To demonstrate the performance with challenging samples that harbor mutations near the limit of detection
(LoD) of the mutant allele frequency, an additional study was conducted. Since DNA is qualified based on a
dCq cutoff of 5.0, a nominal DNA input concentration range (12.5ng to 50ng) corresponding to approximate
values of dCq 6-4 was selected for evaluation. A panel of 5 blended CRC FFPE specimen mixes, each
containing 2 unique representative Extended RAS panel mutations, one at a low (approximately 8%) and one
at a high (approximately 14%) mutation frequency level, was used. Two (2) of the five (5) sample mixes were
spiked with a RAS panel multinucleotide variant (MNV). Two DNA input levels were evaluated for each
FFPE blend: a dCq level of 4-5 corresponds to approximately 50-25 ng, respectively, and a dCq level of 5-6
corresponds to approximately 25-12.5 ng, respectively, of intact DNA. Twelve (12) observations of each of the
5 specimen mixes were collected over 3 non-consecutive days per DNA Input/Delta Cq and mutation
frequency level. The total number of observations for the study across all specimen mixes was 60
observations; there were 120 observations across all mutation frequency levels per DNA input level

(2 observations 2 instruments [sequencing runs] 3 non-consecutive days x 5 mixes). The sample first
pass rate was 100% (60/60) for dCq 4 to 5 and 91.7% (55/60) for dCq 5 to 6. For dCq 4 to 5, 100% (120/120) of
observations showed the expected Extended RAS Panel mutation result. For dCq 5 to 6, 95% (114/120) of
observations showed the expected Extended RAS Panel mutation result. Mean mutation frequencies were
similar between Delta Cq levels, whereas specimens with Delta Cq 5 to 6 had more mutation frequency
variability in general than the same specimens with Delta Cq 4 to 5. The study confirmed that the Praxis
Extended RAS Panel is able to detect mutants with accuracy at DNA input corresponding to dCq < 5.0 and
approximately 25 ng of intact DNA for mutations near the LoD.

Analytical Sensitivity (Limit of Blank [LoB] and Limit of Detection [LoD])

LoD is defined as the minor allele frequency at which 95% of samples are reliably detected. The Limit of
Blank (LoB) and the Limit of Detection (LoD) study for the Praxis Extended RAS Panel was conducted using
3 blended CRC FFPE specimen mixes, each containing 2 representative Extended RAS Panel mutations at 5
mutation frequency levels (approx. 10%, 5%, 2.5%, 1.25% and 0%). These mixes were run in duplicate with 2
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different reagent lots by 5 operators on 2 nonconsecutive days for a total of 20 observations per specimen
mix per lot. The total number of observations for the study across all levels, specimen mixes, and reagent
lots is 600 observations (20 observations * 5 levels x 3 specimen mixes x 2 lots = 600 observations). All runs
included 10 samples plus controls on a single flow cell to test the LoD at the assay sample throughput
limits. The sample mixes were prepared at the low level of DNA input (dCq=4-5). The range of results for
95% detection of each mutation tested is shown in Table 20. Using Probit analysis, the LoD for the 6
representative mutations ranged between 4.2%-5.3% (Table 20). Overall, the data supports the claim of 5%.

Limit of Detection

Gene Exon Mutation LoD
(R4S 2 C.35G>A 5.0%
(RN 3 C.182 A>G 4.7%
(4 2 C.38G>A 4.8%
(hhd 4 C.436 G>A 5.3%
(RhS 3 C.183 A>C 4.2%
(R 2 €.38_39 GT>AA 4.5%

The limit of blank (LoB) for each of the 56 mutations claimed by this assay was calculated using specimens
wild type for RAS panel mutations. Three wild type (WT) specimens were used in this study. A total of 60
observations were generated per study mutation per lot (20 observations 3 WT samples). Two lots were
used in the study. No false positive calls were reported. There was one observation with mutation frequency
above the threshold, but the mutation was only detected in one oligo pool and not confirmed in the other,
and was therefore not reported. The clinical threshold is set at 2.6%.

Precision

Lot-to-Lot Precision

A Lot-to-Lot Precision study was conducted to evaluate the performance of the Praxis Extended RAS Panel
across manufactured reagent kit lots. Three (3) reagent kit lots were tested using a panel of 5 blended CRC
FFPE specimens. Each CRC FFPE specimen contained 2 unique representative Extended RAS panel
mutations: one at a low (approximately 8%) mutation frequency level and one at a high (approximately 14%)
mutation frequency level. Twelve (12) observations of each of the 5 specimen mixes were collected over 3
nonconsecutive days with 3 reagent kit lots. The total number of observations for the study across all reagent
lots was 180 observations across all specimen mixes and 360 observations across all mutation frequency
levels. Across all lots and days, 99.7% (359/360) of observations showed the expected Extended RAS Panel
mutation result. One low frequency mutation was incorrectly called as wild type. A variance component
analysis was performed for each of the mutations/mutation frequency levels to estimate the variability of the
system. The total standard deviations ranged from 0.011 to 0.029. The reagent lot component of the total
standard deviation ranged from 0 to 0.015.

Reproducibility

An external study was performed to assess the reproducibility of tlie Praxis Extended RAS Panel across 3
external testing sites (2 operators per site), 1 reagent lot, and 3 non-consecutive testing days. Testing was
conducted with 6 well-characterized sample panels of genomic DNA samples from FFPE clinical specimens
or cell lines. Each panel consisted of 10 members, for a total of 60 members across panels.

The 60 panel members consisted of duplicates of 4 unique wild type (for ILAS panel mutations) specimens,
12 unique mutant specimens (with a single mutation) prepared at both high and low mutation frequency
levels, and 2 unique mutant specimens (with a single mutation) prepared at a low mutation frequency level
only. Each unique specimen/mutation frequency level sample (tested in duplicate in each run) had 36
possible results (2 replicates x 2 operators x3 days x 3 sites) if all results were valid. The Delta Cq values for
each of the reproducibility sample panel members ranged from 3.64 to 4.08.

Percent Correct Call (PCC) across mutations and wild types was evaluated by comparing the Praxis
Extended RAS Panel result to the expected mutation result (expected mutation detected or not detected) in
each sample. PCC is calculated as 100% times the number of correct calls divided by the number of calls
attempted. Two-sided 95% confidence intervals are calculated using the Wilson score method.
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Qualitative Reproducibility

Combining sites, sample pass rates were * 94.7% for the first run of the sample or in samples tested in runs
that were valid on first pass. The mutation-level percent correct call (PCQ across mutations from all mutant
samples was 99.6% (905/909) excluding failed sample data. The number of attempted calls across all 56
panel mutations (regardless of whether a detected mutation was expected or not) for all valid samples was
58,856 (56 X1051). ~ t of these 58,856 mutation level observations, there were only 6 incidents where the
observed and expected results were discordant; the mutation-level PCC across mutations and wild types
from all samples combined was 99.99% (58,850/58,856).

iable 21 shows PCCs for each of the 26 unique mutant specimen/mutation frequency level samples
(combining replicates across 2 panel members) and corresponding 95% 2-sided score Cls.

; Mutation-Level Percent Correct Call for Individual Unique Mutant Spedmens/Mutation
Frequency Level Samples (Evaluable Analysis Set)

Amino Percent

e R e comaen
Change (%)
Low (147 exon2 p.Glyl2Cys  c.34G>T 36 36/36(L00%) (90.4,
100)
! p.Clyl2NIrii  c.34G>C 36 36/36(100%) (90.4,
i 100)
p.Glyl2Ser  c.34G>A 35  35/35(100%) (90.1,
100)
p.Glyl2Ala  ¢.3565C 35  35/35(100%) (90.1,
100)
p.Glyl2Asp  c.35G>A 36  36/36(100%) (90.4,
100)
p.Glyl2val  c.35G>T 36  36/36(100%) (90.4,
100)
p.Glyl3Asp  c.38G>A 35  35/35(100%) (90.1,
100)
(147 exon 2@ 249 249/249(100%)  (98.5,
samples) 100)
(147 exon3 p.GIN61His  c.I83A>C 33 33/33(100%) (89.6,
100)
: (141 exon 4 p.Lysli7A.sn  c.351A>T 35  33/35(94.3%) (8L.4,
‘ 98.4)
p.Alal46Thr  c.436G>A 36  36/36(100%) (90.4,
100)
(RS £ 4@ 7L 69/71(97.2%) (90.3,
samples) 99.2)
(F4E exons) 353 351/353(99.4%y (98, 99.8)
) exon 2 p.Glyl2Asp  ¢.35G>A 31  31/31(100%)  (89,100)
I14Y exons p.GIn61Arg  C.182A>G 33  33/33(100%) (89.6,
100)
[T exona p.LyslI7TAsn  c.351G>T 35  35/35(100%) (90.1,
100)
p.Alal46Thr  c.436G>A 35  34/35(97.1%) 5.5,
99.5)
114 exon 4l 70 69/70(98.6%) (92.3,
samples) 99.7)
NRAS (all exons) 134 133/134(99.3%)  (95.9,
99.9)
RAS(all exons) 487  484/487(99.4%) (98.2,
99.8)
High (145 exon2 p.Glyl2Arg  c.34G>C 33 33/33(100%) (89.6,
100)
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Mutation

Amino

Level Exon Add
Change
p.Glyl2Ala
p.Glyl2Asp
p.Glyl2Vval
p.Giyl3Asp
K R A 5 exon 2(all
samples)
(1 5 exon 3 p.GIn61His
(14 5 exon 4 p.LysllI7Asn
p.Alal46Thr
K H A 5 exon 4(all
samples)
(hh 5’&“ exons)
N R ﬁ 5 exon 2 p.Glyl2Asp
N R A 5 exon 3 p.GIn61Arg
h|“5 exon 4 p.LysllIZAsn
p.Alal46Thr
IiA 5 exon 4(all
samples)
RE HHH exons)
RAS(all exons)
Overall All panel mutations

Base
Change

c.35G>C
c.35G>A
c.35G>T

€.38G>A

c.183A>C
C351A>T

C.436G>A

C.350A
C.182AX:
c.351G>T

C.436G>A

36

36

35

36

176

35

36

35

71

282

34

34

36

36

72

140

422

909

Percent
Correct Call
(%)
36/36(100%)
36/36(100%)
35/35(100%)
36/36(100%)
176/176(100%)
35/35(100%)
36/36(100%)
35/35(100%)
71/71(100%)
282/282(100%)
34/34(100%)
34/34(100%)
35/36(97.2%)
36/36(100%)
71/72(98.6%)
139/140(99.3%)

421/422(99.8%)

905/909(99.6%)

95% two-sided confidence interval calculated using the Wilson score method.

Sample-Level Percent Correct Call Across Wild Type Samples (Evaluable Analysis

Set)

Sample

Wild Type 1
Wild Type 2
wud Type 3
Wild Type 4

Overall

Percent Correct Call

N (%)

35 35/35(100%)
36 36/36(100%)
36 36/36(100%)
35 35/35(100%)
142 142/142(100%)

95% Cr

(90.1,100)
(90.4,100)
(90.4,100)
(90.1,100)
(97.4,100)

95% two-sided confidence interval calculated using the Wilson score method.
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95%
cr

(90.4,
100)
(90.4,
100)
(90.1,
100)
(90.4,
100)
(97.9,
100)
(90.1,
100)
(90.4,
100)
(90.1,
100)
(94.9,
100)
(98.7,
100)
(89.8,
100)
(89.8,
100)
(85.8,
99.5)
(90.4,
100)
(92.5,
99.8)
(96.1,
99.9)
(98.7,
100)
(98.9,
99.8)



Table 23 shows the variance component analysis of mutation frequency results for each source of variation and total variation for the Evaluable analysis
set (for mutation frequency). Results are shown for each unique mutant sp>ecimen/mutation frequency level sample, combining sites.

Variance Component Estimates for Individual Mutant Specimen cind Mutation Level (Evaluable Analysis Set for Mutation Frequency)

Mean Site Operator Day(Site, Replicate  Total

Level Exon Change Change N Mutation SD (Site) Operator) SD SD
Frequency (%cCVv) SD (%CV) SD (%CV) (%CV) (%CV)

Low (14 exon2 p.Glyl2Cys C.340T 36 0.080 0.003  0.003 (4.0) 0.000 (0.0) 0.009 0.010

4.0) (10.8) 12.2)

p.Glyl2Arg c.34G>C 36 0.078 0.020  0.004 (5.3) 0.005 (6.6) 0.008 (9.8)  0.022

(25.2) (28.3)

p.Glyl2Ser C.34G>A 35 0.080 0.005  0.000 (0.0) 0.000 (0.0) 0.011 0.012

®.1) (13.9) (15.2)

p.Glyl2Ala c35G6>C 35 0.072 0.000  0.000 (0.0) 0.010 (13.8) 0.013 0.016

©.0) 17.5) (22.2)

p.Glyl2Asp c35G>A 36 0.072 0.000  0.000 (0.0) 0.002 (3.4) 0.013 0.014

©.0) (18.7) (19.0)

p.Glyl2val C.35G>T 36 0.083 0.002  0.000 (0.0) 0.000 (0.0) 0.009 0.010

(3.0) (111) (11.5)

p.Glyl3Asp c38G>A 35 0.002 0.000  0.000 (0.0) 0.015 (16.7) 0.017 0.023

©.0) (18.9) (25.3)

(1) exons p.GIn61His c.I83A>C 33 0.086 0.000  0.000 (0.0) 0.000 (0.0) 0.011 0.011
©.0) (12.9) (12.9)_

i 1Y exona p.LyslI7Asn c351A>T 33 0.090 0.000  0.000 (0.0) 0.003 (3.1) 0.010 0.010

©.0) (10.7) 11.2)

p.Alala6Thr  c.436G>A 36 0.099 0.005  0.000 (0.0) 0.000 (0.0) 0.009 (9.4)  0.010

4.8) (10.6)

1 IH4Y exon2 p.Glyl2Asp c.35G>A 3l 0.078 0.002  0.000 (0.0) 0.000 (0.0) 0.009 0.010

2.9 12.1) (12.4)

1147 exons p.GInblArg C.I82A>G 33 0.097 0.000  0.000 (0.0) 0.002 (1.8) 0.009 9.5  0.009

0.0) 9.6)

I147 exona p.LyslI7Asn c.351G>T 35 0.086 0.001  0.002 (2.4) 0.003 (3.9) 0.007 8.4)  0.008

.7 .7

p.Alald6Thr  c.436G>A 35 0.080 0.006 0.000 0.000 (0.0) 0.016 0.017

©.9) ©.0) (20.5) @1.7)

High (47 exon2 p.Glyl2Arg .34G>C 33 0.2.30 0.047 0.004 0.000 (0.0) 0.019 (8.1)  0.051

(20.4) @ (2.1)
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. Site i i
Mutation Amino Add Base Mean oD Operator Day(Site, Replicate  Total

Level Exon Change Change N Mutation (Site) Operator) SD SD
Frequency (%CV) SD (%CV) SD (%CV) (%CV) (%CV)

p.Glyl2Ala c35G>C 36 0.281 0.009  0.000 (0.0) 0.008 (2.9) 0.013 (4.7)  0.018

3.3) (6.5)

p.Glyl2Asp c35G>A 36 0.259 0.000  0.000 (0.0) 0.005 (2.0) 0.015(5.8)  0.016

©.0) 6.2)

p.Glyl2val c.356>T 35 0.206 0.000  0.000 (0.0) 0.000 (0.0) 0.020 9.9)  0.020

0.0 (9.9

(1) exon2 p.GlylI3Asp C.38G>A 36 0.263 0.000  0.000 (0.0) 0.000 (0.0) 0.024 (9.3)  0.024
©.0) ©3)

KRAS exon 3 p.GIn61His C.I83A>C 35 0.259 0.000  0.000 (0.0) 0.000 (0.0) 0.013(5.0) 0.013
(0.0) (5.0)

(140 exona p.LyslI7Asn c351A>T 36 0.267 0008  0.007 (2.6) 0.003(1.2) 0.014 (5.3) 0.018
(3.0 (6.7)

p.Alal46Thr  c.436G>A 35 0.277 0.000  0.000 (0.0) 0.000 (0.0) 0.015 (5.6)  0.015

©.0) 5.6)

IF47 exon2 p.Glyl2Asp c35G>A 34 0.274 0.000  0.000 (0.0) 0.000 (0.0) 0.013(4.8) 0.013
I 4.8)

High IF4) exons p.GIn61Arg C.IB2ASG 34 0.281 0.000  0.000 (0.0) 0.000 (0.0) 0.012 4.3) 0.012
(0.0) “.3)

IF47 exon 4 p.LyslI7Asn c.351G>T 36 0.258 0.010  0.010 (3.7) 0.012 (4.5) 0.045 0.048
(3.9) 17.3) (18.7)

p.Alal46Thr  c.436G>A 36 0.258 0.000  0.000 (0.0) 0.000 (0.0) 0.014 (5.6) 0.014

(0.0) (5.6)

Analytical Specificity (Interfering Substances)

An Interfering Substances study was conducted to evaluate the impact of potentially interfering substances on the performance of the Praxis Extended
RAS Panel Assay. Assay performance was evaluated in the presence of exogenous substances, (paraffin wax, xylene, ethanol and Proteinase K, extraction
solutions), as well as endogenous substances (necrotic tissue and hemoglobin).

Exogenous Substances

The exogenous substances tested are extraction solutions commonly used during the DNA extraction process and are listed with tested quantities in Table
24. Fifteen (15) colorectal FFPE specimens were tested per interfering substance and compared with untreated controls. The specimens represented wild type
specimens containing no Extended RAS panel mutations (5/15 specimens), as well as specimens containing prevalent Extended RAS panel mutations
(10/15 specimens). Specimens were sequenced at the maximum multiplexing level of 10 samples plus controls per run.
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Extended RAS Panel

Substances Tested

Interfering Substance Actual Am
Deparaffinization Solution 1.69 X 107
Paraffin Wax (in Xylene) 2.50 X

Xylene 2.50 X 10"5
Ethanol 1.69x107
Proteinase K 3.30 X 10
Wash Solution, N 6.25x10"M
IX Wash Solution, P 6.25 X 10
Wash Buffer AW | 6.25 X 102
Wash Buffer AW 2 6.25 X 10"

For all exogenous substances tested, all 15 specimens passed the sample qualification requirement (15/15,100% Sample QC Pass Rate) and showed a valid
result after library preparation and sequencing (15/15, 100% Sample First Pass Rate).

OPA, PPA, and NPA are calculated on a per mutation basis; there are 56 mutations per sample. All 15 specimens for all 9 exogenous substances showed
agreement with the untreated control condition at all mutant and non-mutant positions. No false positives and no false negatives were observed. None of
the potentially interfering substances evaluated at the maximum concentrations exp>ected to be encountered in the process of genomic DNA (gDNA)
extraction from FFPE tissue impacts performance of the Praxis Extended RAS Panel Assay.

Endogenous substances (Hemoglobin)

Fifteen (15) CRC FFPE specimens were each tested in the presence or absence of 2 mg/mL hemoglobin, a CLSI "high" amount of hemoglobin. The
spKxrimens represented wild type specimens containing no Extended RAS panel mutations (5/15 specimens), as well as specimens containing prevalent
Extended RAS Panel mutations (10/15 specimens). Specimens were sequenced at the maximum multiplexing level of 10 samples plus controls per run. All
15 specimens passed the sample qualification requirement (15/15,100% Sample QC Pass Rate) and showed a valid result after library preparation and
sequencing (15/15, 100% Sample First Pass Rate). All 15 specimens showed agreement at all mutant and non-mutant positions with the untreated control
condition. No false positives or false negatives were observed. The concentration of hemoglobin tested does not affect performance of the Praxis Extended

RAS Panel.

Necrotic tissue

Fifteen (15) CRC FFPE specimens composed of wild type specimens containing no Extended RAS panel mutations (10/15 specimens), as well as specimens
containing prevalent Extended RAS Panel mutations (5/15 specimens) and between 10-80% necrotic tissue as determined by pathology review, were
utilized for evaluation of endogenous necrotic specimens. Specimens were sequenced at the maximum multiplexing level of 10 samples plus controls per
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Praxis Extended RAS Panel

run. 14/15 specimens gave a valid result after library preparation and sequencing (93.3% Sample First Pass Rate). The overall percent agreement was 99.9%
(783/784) relative to Sanger sequencing. PPA was 100% (4/4) and NPA was 99.9% (779/780). The 1 false positive detected was likely due to a mutation

below the limit of detection of Sanger sequencing. Overall, the Praxis Extended RAS Panel meets performance characteristics with tissue
containing 10-80% necrosis.
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Guard banding Studies

The Praxis Extended RAS Panel workflow guard banding studies evaluated selected workflow steps of
Sample Qualification, Library Preparation, and Sequencing. Test samples included FFPE genomic DNA and
cell line genomic DNA to increase mutation diversity. The Library preparation conditions were tested at the
maximum multiplexing level of the assay at 10 specimens per run.

Sample Qualification (QPCR step)

Five genomic DNA samples were tested at various storage times of gPCR master mix and reaction mix.
Since both the gPQ< master mix and reaction mix are used right away, the testing conditions included
holding the gPCR master mix at room temperature for 1 hour in ambient light, and the reaction mix for 10
minutes on ice. Average dCq differences of less than 0.25 were observed indicating stability of the qPCR
master mix and reaction mixes.

Library Preparation
Hybridization and Extension-Ligation incubation times and temperatures were tested at approximately +/-
5% of the specitied value. 100% of specimen tested showed a valid result with the expected mutations.

During PCR Amplification, sodium hydroxide is used to remove the extension-ligation product from the
filter plate. The concentration and incubation times were tested at approximately +/- 5% of the specitied
value. 90% of specimens tested at low sodium hydroxide concentration and 100% of specimen tested at all
other conditions showed a valid result with the expected mutations.

Storage times of PCR working solution and hold times of the PCR plate (post-amplification) were tested at
approximately +/- 5% of the specitied value. All specimens tested at all conditions showed a valid result
with the expected mutations.

For the PCR clean-up and Library Normalization steps, the following conditions were tested at
approximately +/- 5% of the specitied value: a) incubation times, b) shaking times, and concentrations of c)
ethanol (PCR clean-up), d) sodium hydroxide solution (Library Normalization). 90% of specimens tested for
the longer PCR clean up elution incubation and 100% of specimens tested at all other conditions showed a
valid result with the expected mutations.

For the Library Pooling step, times for heat denaturation and cooling were tested at approximately +/- 5% of
the specitied values. 90% of specimens tested at the longer cooling, and 100% of specimens tested at all other
heat denaturation and cooling conditions showed a valid result with the expected mutations.

DAL (Diluted Amplicon Library) storage was tested up to 84 days (stored at -20°C). 100% of specimens tested
showed a valid result with the expected mutations.

Sequencing

Robustness of deep sequencing is achieved with a minimum sequencing depth requirement for the samples
to be called "valid". A total of 40 specimens plus controls were tested by 2 operators for meeting the
minimum coverage of 1800X across both pools (900x per pool) per sample at the maximum multiplexing
level of the assay at 10 specimens per run. All specimens met the minimum coverage requirement with an
average coverage of approximately 3K0OOOx across both pools per sample.

Stability

Real-Time Stability

The objective of the real-time stability study was to establish the shelf life of the Praxis Extended RAS Panel
kit by evaluating the product throughout the proposed shelf life when stored per label conditions. The study
design was based on the testing of three Praxis Extended RAS Panel kit lots and utilized the classic stability
study design described in CLSI EP25-A. The kits were stored in its final kitted configuration for the duration
of the study, at storage conditions detined on the product label. Frozen kit components were stored at -15°C
to -25°C. Refrigerated kit components were stored at 2°C to 8°C. Room-temperature components were stored
at 15°C to 30°C. Each kit has the appropriate expiry date printed on the box level label.
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Open-Tube Stability

The open-tube, in-use stability of the sample qualification and library preparation reagents was evaluated
under standard use conditions. The reagents are expected to be used two (2) times which corresponds to
opened tubes for the room temperature and 2°C to 8°C components and two (2) freeze/thaw cycles for the
reagents stored between -15°C and -25°C. The frozen reagents were subjected to 5 and 6 freeze/thaw cycles
between execution control testing and final testing. Room temperature and 2°C to 8°C components were
tested under the standard use conditions per label requirements for two separate library preparations with
opened reagents closed and retumed to their indicated storage conditions between uses. The study showed
that all quality control acceptance criteria were met for all kits tested, both in the execution tests and after the
freeze/thaw cycles.

Summary of Analytical Studies

When evaluated at the specimen level at external sites using study specimens, and after exclusion of Praxis
invalids, the Praxis Extended RAS Panel demonstrated a PPA of 98.7% (227/230) and an NPA of 97.6%
(206/211), as compared to Sanger.

The Praxis Extended RAS Panel can detect 56 mutations ( .~ ) in the KRAS and NRAS genes. The
performance of the Praxis Extended RAS Pane! assay was demonstrated for the delta Cq (DNA input) range
of 0.5 to 5. The LoD for each mutation tested ranged from 4.2% to 5.3%. Assay performance was not
negatively impacted by interfering substances and necrotic tissue. No false positive results were detected due
to well-to-well or run-to-run sample carryover. Precision and reproducibility of assay performance was
demonstrated across mulliple sources of variation with minimal contribution of reagent lot and other factors
to overall variability.
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Use of this product is covered by one or more of die following US patents and corresponding patent claims outside the US: 5,994,056 and
6,171,785. The purchase of this product includes a limited, non-transferable immunity from suit under the foregoing patent claims for
using only this amount of product solely in die field of quality assurance and quality control for products and processes in the In Vitro
Human Diagnostics Field, including, widiout limitation, conformance with specifications, purity and batch-to-batch consistency and
including reporting results of purchaser's activities for a fee or other commercial consideration. No right under any other patent claim is
conveyed expressly, by impDcation, or by estoppel. Further information on purchasing licenses may be obtained by contacting
outlicensingWlifetech.com or CXit Licensing, Life Technologies, 5791 Van AUen Way, Carlsbad, California 92008.
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{lepesod ¢ an2Tulickoeo A36IKa HA PYCCKULE AIHIK

llumina'

Ha6op pearentos Praxis™ Extended RAS Panel ann
KaY“eCTBEHHOrO ONpee/icHH: CTaTyca cneunduuecknx
myTaunii renoB RAS (KRAS (3x30onbi 2, 3 1 4) n NRAS

(ox30Hb! 2, 3 H 4) METOAOM CEKBEHRPOBAHHSA HOBOI'0 MOKOJ/ICHHSA
B npobe resomnoii JHK uenroseka, soinenennoii u3 obpazuos

TKaHeH KONOPEKTAILHOTO paKka, PHKCHPOBAHHLIX B

dopmanune, H 3aK/I04EeHHbIX B NapadpuHOBbIE (10KH

“HCTp)’KLlHﬂ o NPUMEHCHHIO

Mpowseoanrens:

«Mnmomuna, Uuk.»
(Hlumina, Inc.)

Anpec:

5200 Wimomuna Yaih, Can-inero, Kanndopuna 92122, CLIA
(5200 Ilumina Way, San Diego, California 921221, USA)
YTeepxaexo

Co cropoust Hamomuna, Wk,

/noanuce/ Dara: 14 man 2020 r
Aypenwa BpayHpuax

FnasHuiil cneuuanueT HOPMaTMBHO-NPABOBOTO OTAeNa
llumina, Inc.
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HOTAPUANBHOE CBUAETENLCTBO

FocypapCTREHHBIA HOTapHYC WNK Apyroe
ACMKHOCTHOE FINLO, JANONHAIOLLIES HACTORLLIUM
CepTUUKaAT, NOATBEPXAIET TONLKO NUYHOCTL
OU3UIECKOro NUUA, NOANVCABWETO AOKYMENT, K
KOTOPOMY NPHAOXKEH HACTOALWMA CepTPUKaT, HO He
oTBEvaeT 33 [OCTOBEPHOCTL, TOMHOCTD UNK
ACACTENTENLHOCTL TAKOTO AOKYMEHTA.

Wrar KanndopHua
Oxpyr Can-[uero )

14 man 2020 r. & moem npucytcremm, Mapu ArocTuHo, HoTapuyca
(ectasute PO ¥ AONXHOCTL AOTRKHOCTHORO NNLA)

Aypenua BpavHDURX NU4HO
noATeepAWNa Ha OCHOBAHWK yﬁenu'renbuux A0Ka3aTenoLCrs, YTO OHA ABNRSTCA NULIOM,

HbUM MMEHEM NOANUCAH AOKYMEHT, ¥ 33BEPUNA MEHA, YTO OHAa NOANKCANAE ero B cuny
MMEIOWMXCA Y HES NONHOMOYUA, @ TAKKE, YTO NPOCTABNEHUEM €€ NOANUCH Ha NOKYMEHTe
PUINECKOS NNY IDPUANNECKOS NULO, OT UMEHM KOTOPOrO NUUO ASACTBOBAND, UCNONHUNO
AaHHBIA JOKYMEHT.

OCO3HABAA OTBETCTBEHHOCTb 3A NPEANOCTABNEHWE 3ABEAOMO NOXHbLIX
CBEQIEHWUN, B cooTBeTCTBMM C 3aKOHOAaTeNbCTEOM LUtata KanudopHua, A noaTeepxaaio,
YTO BHILLENSNONEHHAA MHPOPMALWA ABNRETCA BEPHON.

YAOCTOBEPAIO COBCTBEHHOPYYHOW NOANUCHIO U OPULIMATIBHON NEYATHIO

23 wapta 2023 ¢

Noanwcy, /noanwce/ (Meuaty)
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iHlumina’

Hab6op peareHToB Praxis™/V Extended RAS Panel

ona ANATHOCTUWKW /V VITRO

Ne no Kaiajiory 20012431: 2 nporoHa, o 10 obpasuos c 2

Kon IponbHbLIMK 06pasyamu na oguH nporon/20 obpasLuos na oauH
Habop

Ha3HauyeHUe

Habop peareHTOE} Praxis™ Extended RAS Panel npegcTtaBnseT coboit Habop 4N Ka4ecTBEHHOrO onpeaesneHns
cTatyca 56 cneyngmuecknx mytaumii reHoB RAS (KRAS (sksone,e2, 3 u 4) u NRAS (sksoueu 2, 3 u 4)) METOAOM
CCKBEHUWPOBAMNUS erosoro NMOKOMEHMA B Npobe reEEomHoi AHK uvenoBeka, BbEAENCHHOM M3 06pa3LI0B trseecii
KoropekTanEEOEO paka (CRC), ¢mkcmpoBaHHBEX B thopmanuHe, 1 3aknio4eEEEELX B napagvHoBble 6n10ku (FFPF)
NS AMarHocTMKK in vitro. 9T1oT EEa60p npeayCcMo3pcH Ans cekBCEEMpoBaHust EareHeTM4veckom cekBcEEaTope
MiSeqDx komnaEEwm nnomuHa (lllumina).

Kpa IKOC onncanne m noncneimsi K aHanmsy

KnHllHYeekoe ollmcaHHe

B 310KkaqecTBeEEEEE. Ex EEOB00OpasoBaEEMSIX Y YenoBeka 4acTo o6Hapy>KmBaloT MyTaETK B OHKOECHax RAS. 91u
MyTaLMn aKTUBMPYIOT CUTHAbHBIA MYTb MUTOMeH-aKTUBMPYIOLLEA NpoTenHKMHA3EN, npmBogaEumiA K
(hopMMpPOBaHUIO 3/10KavecTBEHHOro (cEEOTUNA. PaHee 6 eeno YCTaMOBICEEO, UTO MyTaLMKN B sksoeec 2 MEHA KRAS
(komoH 12 n 13) sBnsEOTCA NPOrHOCTMYECKMM GroMapKepoM pesvicTeEETEEOCM K aEEMEGFR (EEaEHOneHHon BA
peLeEEEop snnaepvanibEEOE o (hakTopa pocTa) Tepanuu mctactaTuyeckoEo konopekTaJEbHoro paka (mCRC). Mo3gHee
B MHOE 0UMCNeHHbIX IEMHNYeCKMX nccnefoBaHnsax 6bin ycTaHoBMeEE 06beM pacLunmpeHHoOro TectuposaHus RAS ¢
BIOEHOueHeM 3k30EEa 2 (KogoHbl 12 1 13), sk30Ha 3 (KofoHbl 59 1 61) 1 3K30Ha 4 (KOAOHbI 117 1 146) rceeos KRAS
Wi NRAS.' B Lenom paclumpeHHas rpynna myTaunii RAS (sksoeeen 3, 4 KIL4S M X30HbI 2, 3, 4 NRAS)
BCcTpeyvaeTca y 11% naEEveHToB € eiiCRC.' B coBokynEEOCTW, MyTaTEMM BNRAS M KRAS MOryT BbIsSsBNATLCA Y 53%

EEaLyeHToB.- M
MyTauun RAS B naiie,iii

Habop peareHToB Praxis Extended RAS Panel npeactaBnseT cobon EEabop onst avaE HOCTMKM in vitro,
UCEEONb3yeMbiii Mpy 06HapyeHUn cncEInguyHbIX MyTaEEWA B 3k3oHax 2, 3 U4 KRAS MNRAS. Ha pHcuHke |
nokasaHa /1oka;Ensaums mytaumin B ETpegenax sxsoeeos 3TUX reHOB. VI3MeHEHNS KOAOHOB, OTMEYEHHbIX KpacHbIMU
CTpesikamu, 3To MyTaumn, Ha BEEE,EeH/e KOTOPbIX HaleneH aHanuns.
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KRAS

NRAS

()r)0'HauclTsa

eHbl RAS (KRAS ii KRAS) 1 uenesoe ceKi”eiinponaMne

Gl12 G613 A59 Q61
‘U A
X ax f-
AS9 Q61
Ji Ji

KXXpbITHE aMMNIMKONOB
ioKpbii bic >xaoHbl

K117 Al46
N "i
Kn7 Al146
- -

[aHHbIi Habop peareHTOB cneumanbHO paspaboTaH A4S 06HapyXXeHUs MyTauuii B reHax KRAS M NRAS, MepeyeHb

KOTOpbIX NpeacTaBneH B lao imu

Kaaoii 13 56 MyTauuii B K&XXAOM W3 CEKBEMUPYEMbIX 06pasLioB.

I. Ha6op no3Bo/sieT 04HOBPEMEHHO OMNpefeNnsiTh HaMume UAM oTCYTCTBUE

( BOAHbIV nepeyeHb My lamiit, Mmccnenyembix ¢ momolybio Habopa peareHToB Praxis Fxtended RAS

Panel*

Xpomoco.ma leH OK30H
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KJIiAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 2
xp. 12 KRAS 3
xp. 12 KRAS 3
xp. 12 KRAS 3
xp. 12 KRAS 3
xp. 12 KRAS 3
xp. 12 KRAS 3
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AMUHOKMCNOTA
p.Glyl3Vval
p.Glyl3Glu
p.Glyl3Asp
p.(ilyl3Asp
p.Glyl3Cys
p.Glyl3Arg
p.(ilyl2Trp
p.Glyl2Ala
p.Cilyl2Asp
p.Glyl2Phe
p.Glyl2Asn
p.Glyl2Val
p.Glyl2Ser
p.Glyl2Cys
p.Glyl2Arg
p.GInOIHis
p.GIn61His
p.GIn6lLeu
p.Ciln61 Arg
p.GInOlILys
p.GIn61Glu

Avkuii Tun > myTaums
c.38_39GC>rr
c.38_39GC>AA
€.38_39GC>AT
c.38G>A
c.37G>T
€.37G>C
c.34_36GGT>rCi(}
€.35G>C
c.35G>A
€.34_35GG>TT
c.34_35GG>AA
c.35G>T
c.34G>A
€.34G>T
€.34G>C
c.I83A>C
c.I83A>T
c.I82A>T
c.182A>G
C.1810A
c.I81C>G



Hadep pearemon Pravs | aended R AN Panet

Xposieosa Ten ‘Iton AMHHORICIOTR Auxiit THA > MYTANHK

xp. 12 KRAS 3 p-Ala59Gly ¢.176C>G

xp. 12 KRAS 3 p.Ala59Thr ¢ 175G>A

xp. 12 KRAS 4 p-Alald46Val ¢437C>T

xp. 12 KRAS 4 p.Alal46Thr c.436G>A

xp. 12 KRAS 4 p.Alal46Pro c.436G>C

xp. 12 KRAS 4 p.-Lysl17Asn c.IS1A>T

xp. 12 KRAS 4 p.Lysl17Asn c.351A>C

xp. | NRAS 2 p.Glyl13Glu ¢.38 39GT>AG

xp. | NRAS 2 p.Gly13Glu ¢.38 39GT>AA

xp. 1 NRAS 2 p-Glyl3Asp ¢.J8G>A

xp. 1 NRAS 2 p.Glyl3Val ¢.38G>T

xp. 1 NRAS 2 p.Glyl3Cys ¢.37G>T

xp. 1 NRAS 2 p.Glyl3Arg ¢.37G>C

xp. 1 NRAS 2 p.Glyl2Tmp ¢.34 36GGT>TGO

xp. 1 NRAS 2 p.Glyl2Ala ¢35G>C

xp. 1 NRAS 2 p.Glyl2Val ¢.35G>T

xp. 1 NRAS 2 p.Glyl12Asp ¢.35G>A

xp. | NRAS 2 p.Glyl2Phe ¢.34 35GG>1T

xp. ) NRAS 2 p.Glyl2Asn ¢.34_35GG>AA

xp. i NRAS 2 p.Glyl12Ser ¢.34G>A

xp. | NRAS 2 p.Glyl2Cys ¢.34G>T

xp. 1 NRAS 2 p.Glyl2Arg ¢.34G>C

xp. | NRAS 3 p.Gin61His c.I83A>T

xp. | NRAS 3 p.Gin61His c.183A>C

xp. 1 NRAS 3 p.GinblArg c. 182A>G

xp. | NRAS 3 p-Gin6liLeu c.182A>T

xp. ) NRAS 3 p-Gin6llys c.181C>A

xp. t NRAS 3 p.GIn61Glu ¢.181C>G

xp. | NRAS 3 p.Ala59Gly ¢.176C>G

xp. | NRAS 3 p-Ala59Thr c.175G>A

xp. 1 NRAS 4 p.Alal46Val ¢.437C>T

xp. | NRAS 4 p.Alal46Thr ¢.436G>A

xp. 1 NRAS 4 p.Alal46Pro €.436G>C

xp. ) NRAS 4 p.Lysl17Asn ¢.351G>C

xp. | NRAS 4 p.Lys117Asn ¢.351G>T

* Hpotoonxoren KRAS, F'i®aza [Homo sapicns (senorex)] (uacurndprkausionnsi Hosep (M) rena: 3845) -
NM 004985.4, NP_(XM976.2.

* Tomo.ior spycrore onxorena RAS nelipofinactomu NRAS [Homo sapiens (ucaosex)] (U1 rena:; 4893) -

NM_002524.4, NP_002515.1,

ABiver 20017,
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| ecTMpoBaHWC Ha Hanuume MyTaumin KRAS UNRAS peKOMeHA0BaHO PykoBoAcTBOM HaunoHanbHOW cetun
MHOTOMPOGUAbHBIX OHKONOrnYeckux yupexgeHuin CLUA (NCCN)® gns Bcex nauymeHToB ¢ mCRC. JTHTU-EGFR
Tepanuu nognexar TOMbKO nauueHTbl ¢ reHamu RAS gukoro tuma™.

[NMpnHUMNbLI MeToAa

Hab6op peareHToB Praxis Extended RAS Panel BkntouaeT B ce65 Tpy OCHOBHbIX MeTOAUKW. [epBas U3 HUX COCTOUT
B OLleHKe KayecTBa o6pasua AHK, KoTopblil 6yaeT ncnonb3oBatbcs B aHanuse (puc\ nok 2). Btopas — 370
npuroToBieHne 06pasLoB AN CEKBENUPOBANUA BPYYHYHO - COGCTBEHHO NMPUTOTOB/IEHNE BUBNNOTEKM.
MpuroTtosneHne 6MBGNNOTEKN COCTOUT U3 YeTbIPeX OCHOBHbIX CTaguil: rmbpuamnsaums, anoT auusa-nurupoBaHue,
amnangukaumna ¢ NOMOLbI0 NoaMMepasHoi uenHoi peakuyun (MLP) n Hopmanusaums 6ubnmotekn (pT-\x0oK ).
TpeTbA MeTOAMKA 3aK/H0YAETCA B CEKBEHWPOBAHMMW MOArOTOB/EHHOr0 obpasLa C UCMoNb30BaHUEM XUMUYECKOrO
MeTO/a CEKBEHUPOBaHUSA NyTeM cuHTe3a (0T SBS - sequencing by synthesis) Ha reHeTU4eCKOM CeKBeHaTOpC
MiSeqDx.

OueHka kKauccraa (opaswx M Pl

MocneaoBaTeNbHOCTbL AECTBMIA MO NPOBEAEHMIO aHanM3a ¢ NOMOLLbIO Habopa peareHToB Praxis Extended RAS
Panel naunHaerca co cTaguu oueHkn Kavecrsa AHK, KOTOPYHO BbINOAHAIT, YTO6bI ONpeaennTb, ABAAETCA /N
cTeneHb Kavecrea JHK goctatouHoi ans ganbHelilwiero :Tna noarotoBkn 6nbnmotek . KayecTBo o6pasy,oB
reHomHon JHK oueHWBAOT MyTeM KOJIMYECTBEHHOTO ONpefeneHns BO3SMOXHOCTA aMNntMKaLnum OTHOCUTENbHO
KOHTPONbHOW AHK-MaTpuLbl.

1 pa(|)Hk amn.lHPHKaHWH
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Mpm oTonneHne 6MGNNOTEKN

Mpouecc iipiiroToiueniiH dnaiiioTCKii
Anii i\ i npanm\K'IK>n, iisi Kli>K,t\io m nawuvexk /L 1K'

lo.iMoiui llo.ii. ©b;i
ic.ii.ckiiii  VIHTepecytowasa ieii.cKnii
QHI I ofi.iacrb {OH.i2

lioji.ioHaic.'ibCKilii

K12
NPT T7R7-CRY TTICNT?2Y 7157,

l1o.ii. 1(4iaic,ii>CKiiH

P7 J P5

P7 P

A Mmbpnansaums — nyn npaiMepos, CNeunpUYHbIX K NOCNeA0BATE/IbHOCTAM, PacroOXEHHbIM BbILLE U HUXE
Mo Moc/efoBaTeNlbHOCTY OT LieNIeBOM 06/71aCT, KOTOPYHO aHanM3upyHT C MOMOLLBI0 Habopa peareHroB Praxis Extended
RAS Panel, rubpuamsytoT ¢ 06pasuom reHomHoi AHK. [ea nyna npaiimepos (J1 n B) No3BoNAIOT HE3aBMCUMMO
amnnguumposal b kaxk;lyto nutb J11K. 0 OKOHYaHWM 3TOrO MPOLLECCa BbINO/HAOT TPEXCTYNEHUATYIO NPOLEaypY
CefleKLMM Mo pasMmepy - OTMbIBKM Na (UbTPE, C MOMOLLbIO KOTOPOro npoucxoau! BblI60POYHOE YAaNeH e HECBA3ABLLMXCA
npanvepos.

B 3MoHraunsa-IMrnpoBaHne  na BTOPOW CTaguW 3M0HFALMWN-IMIMPOBAHUS MPOUCXOANT COeAMHEHNE
rMopran30BaHHX MpaliMepoB, Pacro/oXEHHbIX BbILLE ¥ HUXKE NO nocnegosarensitocth. JHK-nonvuMepaly ocyLecTenset
3710LL LMo BAO/Mb BCEl LieneBoin 06/1acTh, HaumHas ¢ npalimepoB, PAacroOKEHHbIX BbIHTE MO NMOCNeA0BarefbICru, a
3atem JAHK-nurasa ocyiecTsnseT nul nposaHue ¢ 5’-KOHLIOM NpaiiMepoB, PacrioNOKEeHHbIX HUXe Mo
nocnefoBaTeNbHOCTY. B pesynbTarte 06pa3ytoTcs MPOAyKThl, cogepxalupe RAS-cneumdmunble npaimeps! v
(hnaHKVpyemble UMK MOeNesoBaTeNlbHOCTH, NpefHa3HaueHHbIe ANs aMnanguKalmv.

C Amnnndukaumna metogom MLP — Ha TpeTbeli CTagum NPOMCXOANT aMnInMKaums NPOLYKTOB 3/1I0HraLmm-
nuruposaHus metogom MLP, npy 3TOM MCMoNb3ykTCa TTpaliMepbl, KOTOPble NPUCOEAUTTSIOT UTTAEKCHbIE
TTOCNEA0BATENLMOCTM AN MyNbTUI/ICKCMPOBATTUA 06pasLioB, a TakkKe 06LLMe asanTepbl, He06X0AMMbIe Ans 06pa3oBaHuUs
KNacT epoB Tra fiueiike B TTPOLLECCE CEKBETTMPOBATTYA Ha reTTeTMYECKOM cekBeTTatope MiSegDX. Mo OKOTTYaHWUM JaHHOrO
npouecca NpoBogaT ounctky | MAP-TTpoaykToB (61GANOTEKN).

D Hopmanusauymsa 6ubamoTekn — Ha MocefTTel CTafgnun TTPOUCXOANT TTOPMan3aLms KONIMYeCcTBa KaKaoro
BapuaTTTa 61bnoTeKn, 0becTTeumBas Takum 06pa3oM 60jlee paBHOMEPTTYHO NMPCACTABICTTHOCTb KaXKOr0 BapuaTTTa
6MONMNOTEKN B KOTTEYHOM 0GBEAMMETTTTOM 06pasLie. Mo OKOHYaHUM 3TOr0 TTPOTTeeea 0OLEANTTEHHYTO GUBANOTEKY
3arpy>atoT B reHeTU4ecKmnii cckeeHaTop MiSeqDX ;T CeKBeTTVpOBaTTMS MeToAoM SBS.

C'ekIrcHupounalll]e

B octToBe XMmMun SBS ana onpegeneHnsa OTAENbHbIX HYKIEOTUAO0B IEXNUT METOoh 06paTumMoli TepMuHaLmm, Kotopas
NMPOUCXOLUT NO Mepe BK/IHYEHUS HYHTCOTUAOB B pacTywne uyenu JHK. B Xo4e KaXX 40K UMKNa CEKBEHUPOBAHUA K
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Lenu HYKNENHOBOI KUCNOTbl NPUCOEAUHAETCH OAUH Ae30KCMHYKneoTualpudoctar (dN MP), MeyeHHbIN
(h/TlyOpeCLeHTHON MeTKoM. HykneoTnaHas MeTKa BbINOMHAET YHKLNIO TepMUHATOpPa NOAMMepuU3aLun, noaTomy
nocne BkAYeHNs kaxgoro dN I'P hiyopecLeHTHbIR KpacuTenb PUKCUPYETCH - CHUMAaeTCA Ha KaMepy U
npeacTaBaseTca B Ka4ecTBe M300paxeHUs, 4TO NO3BONAET UAEHTU(PULMPOBATL HYKNEOTUA, U 3aTeM
(hepMeHTaTMBHO OTLLENNAETCS AN8 BKAKOYEHUS creaytollero Hykneotmga. Mockonbky Bce yetbipe dNTP (A, G, T,
C), cBA3aHHble C 06paTVMbIM TEPMUHATOPOM, HaxoAATCcA B (hOpMe OTAENbHbIX M30/MPOBAHHLIX MOJIEKY/, OWUGKHK
BK/IIOYEHNA CBOAATCA K MUHUMYMY 3a CYET eCTECTBEHHON KOHKypeHuuu. OnpefeneHne HyK1eoTU40B NpoOMCXoanT
HernocpeACTBEHHO Ha OCHOBAHWUMW W3MEPEHWI i MHTEHCUBHOCTY CUTHaNa B XO4e KaXOro LMKa CeKBEHMpOBaHuA. B
pesynbTaTe OCYLLeCTBASETCH CEKBEHMPOBaHME OCHOBaHWe 3a OCHOBAHMWEM.

Aihlimt namubl X

OnpepeneHne HyKNeoTWAOB, NOYYEHHOE B XOAe OCHOBHOIO aHanusa, OCyLiecTBASeT MOAY/b ANS Habopa peareHToB
Praxis F.xtended RAS Panel nporpammHoro o6ecrneyeHus Local Run Manager , KoTopblii 06pabaTtbiBaeT u
npeAocTaBNAeT NH(HOPMALMIO O KaxX4oM 06pasue, YTO Ha3biBaeTCHd BTOPUYHbIM aHaAn3oM. BTOpuYHbIA aHanus
BK/IOYAET fIeMYNbTUNNEKCMPOBaHNeE, co3fanne daiina FAS I'Q, BbipaBHMBaHWe, ONpejeneHne BapuaHToB U
co3flaHue oTyeTa.

[JemynbTunnekcmposaHue — 3T0 nepsas cTafus BTOPUYHOTO aHanm3a. [JemynbTUniekcMpoBaHme
pasfenset faHHble, NOMyYeHHble AN 06beJMHEHHbIX 06pariioB, Ha OCHOBAHUMN YHUKA/bHbIX UHAEKCOB
nocnefoBaTenbHOCTH, KOTOPbIE BbIM NpUCOeANHEHbl Ha cTaguu MLUP amnandpukauuy.

' CospaHue aiina FASTQ — nocne geMynbTUNAeKCMpoBaHNA MOAyNb Habopa pcareHros Praxis
Kxtended RAS Panel co3gaeT npomexyTouHble (aiiibl B popmate FASTQ, KOTOpble NpeAcTaBsoT coboii
TEKCTOBbIA hopmaT, NCMOb3YEMbIA ANns oTobpaxeHUs nocnegosaTensHocTell. Paiinbl FASTQ cogepxart
pe3ynbTaThbl 419 KaXAoro obpasua v oLeHKn KavecTsa B 6annax, 3a UCKNHOYEHMEM [aHHbIX TeX K1acTepos,
KOTOpbIE HE HPOLLIN yepes ubTP.

BblpaBHMBaHWEe — BbipaBHMBaHWE 03Ha4YaeT CPaBHeHWE NOCNef0BaTelbHOCTeN C PethCPCHCHBIM
006pasyoM N8 UAEHTUDKKALMM CXOACTBA MEXAY NOCNeoBaTe/IbHOCTAMU U NPUCBOEHUE OLeHKM B 6annax,
OCHOBaHHOW Ha 06nacTax nofobus. BbipOBHEHHbIE NPOYTEHWA 3anucbiBalOTCA B alinbl B popmaTe BAM. B
nporpamme Local Run Manager ncnonb3yercs NpuBA3aHHbIA anroput™ CMuTa-YoTepMmaHa, KOTOpbIii
BbIMO/IHAET NOKa/bHble BbIPABHMBAHUA NOCNeL0BaTeNbHOCTEN ANA onpejeneHuns obnacteli nogobus mexagy
[ByMS NOC/ef0BaTeNIbHOCTAMMU.

' OnpegeneHne BapnaHTOB — OMNpeAenTeNlb COMaTUYECKUX BapuaHTOoB, pa3paboTaHHbIi KoMNaHuen
«MnnwomnHa» (lllumina), nageHTuuumMpyeT MyTauumn, npucyTcTeytowmne B obpasue ANK ¢ HA3KOA YacToOTOA.
YT06bI CBECTM K MUHUMYMY KOMMYECTBO JIOXKHO MONOXKUTENbHbLIX Pe3yNbTaToB 3a CYeT apTedakToB FFPL,
MyTauuu cHavana onpefenstoT 418 KaXLOro nyna B OTAeNbHOCTU. 3aTeM MPOBOAUTCA CPaBHEHWe MyTauuii 13
[BYX NYNOB M UX 06befMHeHNe B O4HOM BbIXOLHOM (haiine. Ecnm myTaumm 06Hapy>XeHbl, B Or4eTe yKasbiBaloT
TONbKO MyTauuW, nepeyeHb KOTOPbIX NPMBEAEH B TO.tuc | . JONONHUTENbHYIO MH(OPMALWIO CM. B
[OKYMEHTE CnpasoyHoe pykosocTBo Habop peareHToB Praxis Extended RAS Panel (AOKyMeHT
Ne 10(HO0()0037191).

: Co3paHune oTyesa — pe3ynbTarbl LUKAa CEKBeHMpPOBaHUS oTobpaxatTca B Tabnuue «O6pasybl u
pesynbTaTbl» B nporpamme Local Run Manager, KoTopas co3fjaeT cnefytownii BbIXO4HONM (haiin B hopmate
npoc loro TekcTa;

* OTueT 06 aHann3e faHHbIX NOAy4YeHHbIX ¢ iIOMOUibio Habopa pear eHTOB Praxis Extended RAS
Panel— B 3TOM 0T4eTe 418 KaXAoro obpaslia ykasaHo, COAepXKaHue My rauuii no npuBeLeHHOMY
MepeyHto MnaHenn cpaBHeHus.

OrpaHnyedTsa MeTOAUKU

And in vitro [UarHOCTUKK.

B parrHoit meToanke B OTyeTe 06 aHann3e JaHHbIX MONYYEHHbIX C MOMOL b Habopa peareHToB
Praxis Extended RAS (uKcupyelcs ToNbKO rranmuve unmu oTCyTCTBME MyTaLUil B reHax NRAS 1 KRAS,
nepeyeHb KOTOpbIX NpuBefeH B T6.ruuc 1

B nccnegoBaHmm no oueHke 685 06pa3LoB M3 6aHKa TKaHel, 31% He yaoBneTsopsanu TpeboBaHuUIo
KoHTponsa kavectsa (KK) dCq <5,0.
Heobxoanmo, 4tobrn B FFPE TkaHu, NpegHa3Ha4YeHHOW 4NA CEKBEHWPOBaHUA, COAEpXaHue
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0nyxo0/eBoi TKaHWU cocTaBnsno >50%.
Peai enThbl

Peai cHTbI, NnocTaB/fisieMble B Habope

KomnaHus «nntoMuHa» nocTaBnseT cliefytoline peareHTsl Ans Habopa peareHToB Praxis Extended RAS
(annta #ekuunna W)). Ne no karanory 20012431 paccumtaH Ha 2 NporoHa ¢ MakCcMmanbHbIM Konuuyectsom 10
06pa3LoB € 2 KOHTPO/IbHbIMU 06pa3Lamun Ha OA4MH MPOTOH.

Hab6op pcai OATCH I'raxis Hxlencled R.\S, kopobka 1

Kopo6ka 1A: PeareHTbl npe-a\lniH()MKaiuni

Konunyect 3anonksc
KoMnoHeHT Ho MbIH AKTUBHbIE NHTPEANEHTbI .XpaHeHve
06beM
Bydep ansa 1 4.32 Mn BogHblIli OydepHbIit pacTBoOp, copepxatumii conm m - -25 °C - -15 °C
rmépmayzaumm npo6upka thopmamug,
(Hybridization Buffer)
C'mcceb ans 1 4.8 mn BogHbIi 6ythepHbIii pae3 BOp. CoAepxaLLnii -25°C- -15°C
yaaumcnms- npo6bupka nareHToBaHHyto cmecb JHK-nonumepas. AHK-
JIMrMpoBaHns nurasel 1 dNTP
(Hxtension-Ligation
Mix)
MpaiiMepbl 1 192 vkn  1lpaitmcpol gn1s MLP ¢ MHAEKCHBIMK -25°C- -15°C
WHAEKCUPOBaHHbIE A-  npobupka nocnefoBaTeNbHOCTAMU 1 afarnepamu
H (A501-/1508) (Index Ha CekBenupoBanus
Primers A (A501)
OAVH
npaimep
Mpaiimepbl 1 128 mKn Mpaiimepbl gna ML(L ¢ HAEKCHbIMK -25°C- -15 X
WHAEKCUpOBaHHble 1-  npobupka nocnefoBaTe/lbHOCTAMM Y afanTepamm
12(A701-A712)(Index Ha CEKBEHMPOBaHWSA
Primers 1(A701)- 12
(A712)
OAVH
npavimep
11LIP nonnmepasa 1 56 mMKn MareHToBaHHasa AMK-HonnmMepasa -25°C- -15°C
(PCR Polymerase) npo6bupka
Cwmecb ana ML(P (PCR 1 2.8 mn [ofHbIA OythepHbI pacTBop, cogepxawuii conm u- -25 °C - -15 °C
Master Mix) npo6upka dN'fI’

Kopob6ka IB: Pearemrbl gna noct-a.Mn.iii(j)iiKannH

KonnuecTs 3aronHse
KomnoHeHT o MbIH .ALLIVBHbIE NHTPESUEHTI XpaHeHue
06beM
Pa3basuTens 1a 1npobupka 4,6 mn BogHbIii BydepHbIii pacTBop, cogepxalinii conm, 2- -25 °C - -15 °C
pasBefeHns 6ubnnoTex MepKanTo3raHos 1 opMamunz
npy HopMaIN3aLmum
(Library Normalization
Diluent)
Bydep ans passefeHws 2 npobupku 4,5 M BogHbIin 6ydepHbIii pacTBop -25°C- -15°C

6nbnmo rek (Library
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Dilution Buffer)

KoHTponb BH\TpcHHUIA 1 npobupka HO MKn BogHbIli 6ydhepHbIii pacTBop, cogepalumii -25 -15 °C
PhiX (PhiX Internal reHomHyto A1 IK PhiX
Control)

I laoop peweH loli Praxis Extended RAS, kopobka 2

Kopo6ka 2; PcarcTbl gna TioT-amnangnkawnu

KoMnoHeHT KonnyecTtso Copgepxumoe XpaHeHue
KapTpnmk MiSeq™Dx 2 kapTpumpka KapTpuipK 04HOKPaTHOro NpUMeHeHws, -25°C- -15°C
SBS v3 (MiScqg™Dx COoflepXXalLyin peareHThbl /15 06pa3oBaHNs KnacTepoB

SBS Cartridge v3) 1 CEKBEHMPOBAHMA Ha reHeTUYECKOM CeKBeHaTope

MiSeqDx, B TOM uuc/e opmamus,. 2-
MepkanTo3taHon n <2% AMCO

Ktoop peaienioB Praxis Extended RAS. kopobka 3

Kopo6ka 3A: Peato Tbl A4/ HPC-a.MHAHPUKAL MK

{anonHHC
KoMMoHeHT Konuuectso mblii AKTUBHbIE UHTPCAUEHTHI XpaHeHue
06bem
Bydep ons vH TeHcBHOM 1nakoH 24 mn BogHbI 6ythepHbIil pacTBOp, cogepalluii conn. 2- 2 °C - 8°C
OTMbIBKM (Stringent MEPKaHTONTaHoN 1 hopmammz,
Wash Buffer)
Bydhep yHuBepcanbHbiid. 1 npobupka 4,8 mn BogHbIi 6ythepHbIil pacTBOp, COLEPXKaLLMii Conu 2°C-8°C

MPOMbIBOYHBIIA
(Universal Wash Buffer)

Kopo6ka 3B: PeyHenTbl Ana nocr-amnanHKanHn

3anonHsae
KoMnoHeHT KonnyectBo Mblii AKTWBHbIE UHTPeANEH Tbl XpaHeHue
06bem
MukpouacTuLpl ans 1npo6upka 5 mn BogHbIin BythepHbIii pacTBOp, COAEPKALLMIA 2°C- 8°C
oumncTKmM MLIP- TBepAodasHble napamMarHUTHbIE rpaHynbl 1
npogyk-ToB (PCR Clean- HOMM3TUNEHT IMKONb
Up Beads)
PacTBOp NMpOMbIBOYHbIA 2 Mpobupku 4,8 M BogHbIi1 BychepHbIii pacTBop, cogepxaiimii conun. 2- 2 °C- 8 “C
NS HopMan3aumm MepKaTo3TaHon v hopmamuz,
6ubnmotek (Library
Nomialization Wash)
MukpouacTuLbl ans npobupka 1.2 mn 17oaHbIiA 6yhepHbI pacT BOp, COAePXaLLyii 2°C-8“C
6rbnuotekn (Library TBepAodasHble napaMmarHUTHbIE rpaHy bl
Beads)
fAueiika NpoTOYHaA 2 pesepsyapa CTeKk/NgHHas NOAMOXKA C KOBa/IEHTHO CBA3aHHbIMU 2 °C - 8 °C
MiSeq™ Dx (MiSeq ™ MPOTOYHASA o 5w IOHYK/EO TAaM K
Dx Flow Cell) Ayeika

laoop pearen romn lk'axis Extended RAS. kopobka 4
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Kopo6ka 4: PearenTbl ansa (I0 cr-amnan(j)nkaullm

3anonHsaem

KoiMiOHCHI Konunuyectso AKTWBHbIE UHTIEANEHTHI XpaHeHue
bl 06beM
Bytep MiSeq™ Dx 2 hnakoHa 500 mn BogHblIli 6ythepHbIii pacTBop 2°C-8°C
SBS(PR2)(MiSeg™’
Mx SBS Solution (PR2)
iaoop poareHtoB i’raxis Extended RAS. K'opobka 5
Kopobka 5: Pearetbl ang iipe-aMii.iiK|)iiKaiuui
3anonHsem
KomnoHeHT KonquCTBobuﬁoﬁbeM AKTUBHbIE UHTPEANEHTSI XpaHeHue
MnaHweT 2 nnaHwerta H/M MonvnponunneHoBbIA MUKponaaniieT ¢ MembpaHoii 15 “C - 30 °C
(hUNbIPOBATbHBIN VT monuemumpoBanHoro nonnTgupcynsgona
IruScq  Custom
Amplicon Dx (TruSeq ™
Custom Amplicon Dx
Filter Plate)
Kopo6ka 5: ['eareHTbl Tna MocT-aMMANGpuUKaTT
3anonuge
KomMnoHeHT KonnyectBo mMblii AKTUBHbIE NHTPEANEHTbI XpaHeHue
06bem
Bydep Ana Toumn 1npobupka 4.8 Mn  BogHbIii BydepHblii pacTBop 15X-30 °C
(Elution Buffer)
Bytep ans xpaneHus 1npobupka 3.5 mn BogHblIii 6ytepHbIii pacTeop 15°C-30 °c
6ubnunortek (Library
Storage Buffer)
labop peareH rou Praxis Extended RAS, kopo6ka 6
Kopobka 6; I'caieiiibi gna npc-amnangHkawT
3anonuse
KomMnoHeHT KonunyecTBo Mblii AK'TUBHbIE UATPELNENTHI XpaHeHue
06beM
1lyn npaiimepos A 1npobupka 150 Mk 10fnbiil BydepHbIii pacTBOP, COAePXKaLLMiA -25°C--15 °C
(Oligo Pool A- O/INTOHYKNEOTHAbI, HaleNeHHbIe Ha reHbl RAS
Extended RAS)
Myn npaiimepos B 1npobupka 150 MKn  BogHbIin 6ydepHbIil pacTBop, CofepKaLLmii -25°C--15 °C
(Oligo Pool B - O/INTOHYKNEOTHAbI, HaLeeHHbIe Ha reHbl RAS
Extended RAS)
[Mpaiimepbl 4 npobupkn 75 MK BogHbIli 6ythepHblii pacTBop, CofepXaluui -25 °C--15°C
KOHTPO/bHbIE ANA 0 nn10HYK/ICOTUABI AN OLEHKN KayecTsa obpasua
nposepkmn kauvectsa (QC OHK
Primers)
/1MK KoHTponbHas ansa  1npobupka 220 Mk BogHbIi 6ydepHbIil pacT Bop, CofepKalLmii -25 °C--15 °C
nposepkn kavectsa (QC reHoMHyto /1HK ans oueHKM KayecTBa obpasua
Template) OHK
Cwecb ans 2 npobupkn  1mn BogHbI 6ydhepHbIii pacTBOp, COAePXalLLuii -25°C--\5°C
KonmyecTseHHo MNLIB KOMMOHEHTbI peakLmny KonuuecTseHHol MLP

(gPCR Master Mix)
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Brbnmoteka 1 npobupka 8 MK BogHbIli 6yhepHbIii pacTBop, Cofepalluii -25°C--15°C
KOHTpOsibHas RAS reHomHyto IHK Ana nonoXutensHoOK KOHTPONA

(Panel Control -

F.xtcndcd RAS)

Heob6xoammble peT eHrbl, He NOCraBsisie.Mble ¢ HA6OpPOM

Pearemn,! ncHonbaycmbiC 4o amnangukawunum
10 N NaOH (rotoBAT 13 Tab/MeTOK WM UCNONbL3YT CTaH4APTHbIA pacTBop)
Bygep TE
Boga, cBo6ofHaa ot PHKa3/AHKa3

IVai cmid. ncnonb3yemizie nocne amunu(|)ukauum
10 N NaOH (roToBsT v3 TabneToK WAN WCNOMb3YIOT CTaHLAPTHbIN pacTeop)
JTaHon, 200 (abCONOTHLIN) AN MONEKYNAPHOI Gruonor un
bytep TE
Bona, cBo6ogHasa oT PHKas/QHKa3

XpaHeHne H obpalleHHe

1 KomHaTHaa Temnepartypa - Temnepatypa ot 15 ®C go 30 °C.

2 PeareHTbl MOCTaBNAAOTCA B JOCTATOYHOM KOAMYECTBE AN 2-X OTAE/bHbIX NPUMEHEHWIA, KOTOpbIe
BK/IIOYAIOT MaKcMManbHo 12 o06pa3uos/24 6UbGNNOTEKN AN KaX4Oro obpasua, BMECTe C KOHTPO/IbHbIMU
obpasuamun. Ecnu ans peareHTa HC yKa3aHO «TO/bKO ANf OLHOKPATHOIO NPUMEHEHUSA», B NMPOMEXYTKE MeXay
NPUMEHEHNSAMUN peareHTbl CnefyeT CHOBA 3aKPbITb KPbILWKAMKU 1 NOMECTUTb 06PATHO B YKa3aHHble YCNOBUSA
XpaHeHus.

3 YKa3aHHble HVXKe peareHTbl TPAHCNOPTUPYIOTCA B 3aMOPOXEHHOM BUfe W CTabuNbHbI B YCNOBUAX
XpaHeHus npu TemnepaType ot -25 °C go -15 ®C [0 yKa3aHHOI faTbl UCTEYEHNs CPOKa FO4HOCTMW.

Myn npaiimepos J1

Myn npaiimepos B

Bydep ana rmbpugmnsanmm

Cwmecb 4N yanvHoHUA-NIMTMPoBaHmA

Mpaiimepbl MHAeKcMpoBaHHbie A-H (A501-/1508)

Mpaiimepbl MHAEKCUpOBaHHbIe 1-12 (A701-A712)

MUP nonnmepasa

Cwmecb gna NupP

Pa3baBuTens 4N pas3BefjeHUs 6MBNMOTEK NpU HopManusauum

Bygep ana passefeHus 6ubnmoTek

KOHTpoNb BHYyTpeHHMiA PhiX

Kaptpugx MiSeq’™ Dx SBS v3

MpaiiMepbl KOH3PO/bHbIE 4/ NPOBEPKM KavyecTBa

AHK KoHTponbHasa 414 NPOBEPKU KayecTsa

BrnbnnoTteka KOHTponbHas RAS

Cwmecb gns konn4yecTBeHHol MLUP
3a UCKNIoYeHEM KapTpuaxa C peareHTaMu nepeyncneHHble Bbllle peareHTbl CTabuibHbl B TEYEHME
MaKCMMyM 5 LIMK/I0B 3aMOpaXKMBaHuWa 1 pa3mMopaXKMBaHWs A0 YKa3aHHON AaTbl UCTeYeHUs Cpoka iogHOCTM.
MpaiiMepbl MHAEKCUPOBaHHbIE U KapTpumk MiSeq™’ Dx SBS v3 npegHasHayeHbl TONbKO 418 O4HOKPaTHOrO

MPUMEHEHNS.
| 11P1:ay11P1,x AEMNMNE
" He XpaHuTe peareHTbl B X0N04U/bHUKE 6€3 3aMOPO3KM WM B BEPHbIX OTCEKAX.

Mocne pasmMopaxKMBaHMs KapTpuaXa c peareHTaMu He 3aMopaxuBsaiiTe ero NOBTOPHO. Ero MoxHo
XpaHuTbL npu Temnepatype ot 2 ®C o 8 °C 0 6 4acos.

4 YKasaHHble HUXe peareHTbl TPAHCMOPTUPYHOTCA B OXNaXAEHHOM BU/Ee U CTabUNbHbI B YCN0BUAX
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XpaHeHus nNpu Temnepatype oT 2 °C go 8 °C A0 yKas3aHHOI AaTbl UCTEYEHMA CPOKa FOAHOCTHU.

Bytep 419 WHTEHCUBHOW OTMbIBKM

Byep yHUBepcanbHbIA, NMPOMbIBOYHbII

MuKpoyacTuubl ;uls ouncTku MLP-NpoayKToB

MuKpoYacTuLLbl ;L na 6UBANOTEKN

PacTBOp MPOMbIBOYHBIA A1 HOpManu3auum 6nbanoTek

bydep MiSeq™ Dx SBS (PR2)

fyeiika npoTo4yHas MiSeq™ Dx

Bytep MiSegM/Dx SBS (PR2) n ayeiika npoTtoyHas MiSeq DX npefHasHayeHbl TONbKO 11 OLHOKPaTHOrO
NPUMEHEHUA.

YKasaHHble HUXKe peareHTbl TPAHCMOPTMPYOTCA NpU TeMnepaType OKpy>XKatoLleil cpedbl U crabunbHbl
B YC/TOBMAX XPaHEHUS MNPy KOMHATHOW TemnepaType 0 yKa3aHHON AaTbl UCTEYEHUs CPOKa FOAHOCTH.

Bytep ans anoynm

MnaHweT unbTpoBanbHbin 1YuSeq”™ Custom Amplicon Dx

Bytep ans xpaHeHns 6MbInoTEK
P uNbTPOBaNbHbLIVA NAaHWeT NpejgHasHayveH TOAbKO AN OL4HOKPAaTHOrO MCMOJIr.30BaHus.

N3MeHeHns (m3nyeckux CBOWCTB peareHToB, noctaslrsemf>rx B Habope, MOTyT CBUAETe/bCTBOBATbL 06
YXYAITTeHUN MX KavecTsa. Mpu nossnerrMm 3MerreHnin hu3nyecknx CBOMCTB, HarrpuMep, BUAUMOTO
M3MErreHns LBeTa UM rrOMyTHEHUA pear eHTOB, Koropoe CBHijieTejrbCTnyeT 0 MMKPOGITOin KOHTaMUHaL MK, He
NCMOMb3yiTe 3TN peareHTbl.

B Takux peareHTax, kak 6ytep ana rubpugmsayuu, 6ytdep Ansg UHTEHCMBHOW OTMbIBKU U pasbaBuTeNb
Ans pasrregerrua 6M61M0OTEK NpyU HOpManu3auuu, MoryT obpasosarr’*ca BUAMMINIE OCaLKU WU KpUCTaNbr.
Mepeg rrcnonr,30BarrMeM TlLaTenbHO NepemMellaiiTe UX Ha BOPTCKCE, a 3aTeEM 0CMO3pUTe BU3yaNbrro, YTo6bl
y6eamnTr.ca B OrCyTCTBMM OCAfKOB.

Mpun paboTe ¢ MMKpoYyacTULaMmn Ans o4ncTky MLIP-NpogyKTOB M ¢ MUKpoYacTMuamu Arrs 6ubnmoTeku
cobnrogaii re cnegytoLine rrpakTUYecKne peKomerraawmnu:

He 3amopaxuBaiite MUKpOYaCTULLbI.

BblgepxnBaiTe MUKPOYACTULLbl 40 JOCTVXKErTUS KOMHATHON TeMrrepaTypsbl.

HcnocpeacTBeHITO nepef Merronb30BaHNEM TruaTenlbHO rrepeMenraiTe MUKPOYacTuULbl Ha BOPTEKCE A0
O[rTOPOArToro LBeTa.

Mocne fo6asnerrus MMKpOYacTuUL, TLiaTenbHO NepemernainTc o6pasew, rruncTkol (BBepx u BHKU3 10 pas).
ANrneprraTMerro Twarenbrro NnepeMernanTc nccnegyemble o6pasibl Ima Luenkepe.

NHKybunpyiiTe cmech o6pa3uia ¢ MUKpOYacTMLaMy Npu KOMITaTHON TemnepaType B TEYeHWE yKa3aHrroro
nepnofa BPeMEHMU.

CnepfyiiTe MHCTPYKLMAM NO MCMNO/Ib30BAHNIO MArrrMTHOTO rrrTatvea. [eped yaaneHuem pacTsopa
[OXAUTECh, Y4Trobbl OH CTan NPo3payHbIM. Y AepXusas nnaHLweT Ha MarrrMTHOM WUrTaTUBC, MEL/IEHITO
oTbupaiTe cyrrepHaTaHT, cTapascb e 3aTparmBaTb OTAe/ MBNTMECS MUKPOYACTULS,T.

11narrrky MUP MOXHO 0CTaBUTbL Ha TEPMOLMKNEPE HA HOYb WK XparruTb Npu Temnepatype ot 2 °C go
8 °C po 2 cyTok. lMepep xparreHvem nnawku rmpu 2 °C - 8 °C TwaTenbHO 3arrevaraiTe ee.

J npl:aynl4y>KAl-nnl:

He SaMOpa)KMBaVITE MUKpoYacTumubl AN 6M6INOTEKN MM UX CMECh C pa36aBVIT6ﬂ9M OnAa pasBefeHnd
61M6bnnoTeK npn HopmMannsaunun, eCnmn He co6V|paeTer ncnonb3oBatb UX Cpasy.

10 Pa3BefieHHYro 6M611M0TeKY aMMIMKOHOB MOXHO XpaHUTbL npu Temnepatype ot -25 °C go -15 °C B
TeyeHue 30 CyTOK.

Ob6opyaoBaHMe N maTepuassbl

Heo6xogumoe o6opyaoBaHne U maTepuanbl, NocraBneMble oTAe/IbHO

1 Mpubop reHeTnyecknin cekeeHaTtop MiSeqDx, Ne mo KaTanory DX-410-1001
2 Habop TruSeq® Index Plate Fixture Kit, No no katanory FC-130-1005
3 Habop TruSeq Index Plate Fixture & Collar Kit, Ne no katasrory FC-130-1007

Heobxoanmoe obopypoBaHue H MalepHanbl, He nocTaB/deMble C HA6OpPOM
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()r'topygobavvie n matepuansl, UCNOJMb3yeMble 40 amnan(UKaLnm

1 PeareHTbl anda BbifjeneHna v ounetkn JHK cM. /b/n /IIAHa eipaimite I\

2 Tepm06a0OK - Heob6XxoanMM OAMH TePMO6I0K Ans 96-NyHOUYHOI nnawku ansa MAOP. TepMo610K fO/MKeH
MMETb CnefyroLine TEXHUYECKNE XapaKTepucTukn. Heo6xoaMmo Mcnonb3oBaTh TeEPMOBIOKM C HarpeBaeMbiMm
KPbILLKaMW.

[wvanasoH temnepatypbl: oT 5°C go 99 °C
PerynupoBaHue 3emnepatypsl: +0,1 °C npu 37 °C; £0,4 °C npu 60 °C
3 TepmocTa! gnd o6pa3LoB — HeoOXOAUM OAMH 3epmocTaT (Tepmoc3aT A4ns rubpuamnsalum).
TepmocTat AO/MKEH UMeTb CefytoLlmne TeEXHUYeeKne XapakTepmnes nku.
OwnanasoH Temnepatypbl: 10 °C - 100 °C
PerynuposaHue 3emnepatypbl: +0,2
4 HacTtonbHasa ueH rpudyra - Heo6xoanma ofHa HacToNbHas LeH3pugyra. /1aa paboTsl B
nocTamMnANPUKaLMOHHON 30He TpebyeTcs OTAeNbHasA LeH3 pudyra. Mpuemiema nobas ueHTpugyla ans
nnawek, No3BoNALWaA A4OCTUYb CKOPOCTEN, YKasaHHbIX B npoTokone (0T 280 go 2400 x g).
5 MHKpPOLEHTPH(Yra — ofHa MUKPOLEHTPUGYra AN LeH3pUDYXXHbIX MUKPOMPOBUPOK.
Mpeun3NoHHbIE HAMETKN - HEOOXOAUM OAWH KOMMEKT BbICOKOTOUHbLIX NUNe3oK (Ans paboTbl B
nocTaMnaAngurKaLMoHHOK 30He TpebyeTCa OTAE/NbHbIA KOMMNAEKT). VICnonb3oBaHNe BbICOKOTOUYHbIX MUMNETOK
Heob6xoguMo 418 ob6ecneyeHNs TOYHOTO BHECEHWS pcarensos v uccnefyeMbix 06pasyos. MOXHO
MCMoMb30BaTh OfjHOKAHA/IbHbIE UM MHOTOKaHa bHbIE MUNETKWN MPU YCN0BUWN WX PErYNSPHON KannbpoBKu 1
TOYHOCTM B Npegenax 5% ykasaHHOro o6bema.

7 P0NMKOBOE MAN KINHOBUAHOE YCTPOWCTBO ANA 3aHEYarbiBaHNA HNawWwCcK — Heob6XxoAnMo Ans
:3anevatbiBaHnA nnawek ana MLP.
8 PacxofiHble MaTepuanbl — Heo6XO4MMbI CliefytoLLne pacxofHble MaTepumasbl.

96-nyHouUMble nnu 384-nynoyHble onTuyeckue MLP-naawkn n nieHkn
96-nyHOuYHble Nnawkn ansa VILP ¢ o6Koii, 0,2 M, U3 NonunponuieHa unm 3KBUBaNeHTHOro maTepuana
96-nyHOYHbIE Nnawkn ana xpaHeHnus, 0,8 mn (nnawkn MIDI)

MPMM! Y\11111,
Y6eauTech, uto 96-nyHouNas niawka MOAXOAUT K Marmuriomy LUTasviey.

CTtpunbl na BoceMb npo6upok ana M (P
BaHHouKa (10TOK) ans pacteopos, MNBX, ceob6ogHas oT PHKa3/AWKas
YCTpOCTBO 15 TEPMUYECKOTO 3arneyaTbiBaHNs Mnnallek

(. 11PM11,4\11ML
Mpu 03eyTCTBUK Yerpoitersa 419 TEPMUYECKOTO 3aneyaTbiBaHNA Miallek MOXHO Menonb30Basb a/llOMUHNEBYIO

honbry.

AntoMuHVeBas onbla
Moaxogauwme nneHkn gna MUP-nnawek
' HaKOHEYHMKMN AN NUNEeTOK C a3p030/bHbIM PUALTPOM

O6opypoBaHue n Masepmagbl. UCMOMb3YEMble MOC.3e aMUan(|)ukaumnm

1 96-nyHO4YHasA unu 384-nyHo4YyHasa cuctema AercCKTUPOBaHMUA A1 KOJIMYECTBEHHOH NOAMMEpPa3HoNn
LueHHoi peakuum (MLP) B pexxume peanbHO BPeEMeEHN — HEOOXOAMMA OAHa CUCTEMa AeTEeKTMPOBaHUA
Ona KonuyecTBeHHOW MLUP B pexxmme peanbHOro speMeHn. Cuctema AofxHa 061agatb Cnegyowmnmm
TEXHUYECKMMMN XapaKTepucTukamu. Kpome Toro, cuctema fo/mKHa UMeTb HatheBaeMyto KPbILKY W
noaaepXueaTtb 96-1yHOUHbIN UAN 384-1yYHOYHLIV hopmar.
» MuHMMaNbHbIA gnana3oH 3emnepatypbl: 37 °C - 95 °C
' ToyHocTb/ogHOpPOAHOCTL: +0,5 °C
¢ Kpacutens: FAM

2 Tepmounknep — Heo6X0AMM OAWH TepMoLMKaep. TepMoLuUKaep LO/MKEH NMeTb HadeBaemMyHo
KPbIWKY W 06nafatb CnefylWwmnmMmmn TEXHUYECKUMIN XapaKTepucTuKaMu:

MWUHMManNbHbIA gManas3oH KOHTPoAs TemnepaTypbl: 4 °C - 99 ®C

' To4yHOCTb KOHTpoONa: £0,3 °C

3 OnTuyeckas KOMMNPECCMOHHAA NPOKNajgkKa— ONTUYecKas NPoKNajka Ana HajaBlvMBaHUA
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pekoMeHayeTcs Ans o6ecrneyeHuns Halnexatuei TepmMon3oNsLUN MeXLY TEPMOLVKIEPOM M PeakLUOHHbLIMY
nnawkaMmm Npyu UCNONb30BaHWUW MNEHOK ANS Nnallek.
LWeikep gna nnawek — Ansa paboTbl B nocTaMnannKaLMoOHHOR 30He nabopatopun Heob6XxoanM
OfVH Welikep ana nnawek. LLeiikep ons nnawek JO/MKEH MMETb CReAYOLWNe TEXHUYECKNE XapaKTEPUCTUKMN.
MakcumanbHas CKopocTb nepemelinsaHus: 3000 06/MuH
[wnana3oH ckopocTu nepemewnsaHus: ot 200 go 3000 06/MuH
HacTonbHaa ueHTpudyra - Heobxoanma ofHa HacToNbHas LeH rpudyra. 4na paboTsl B
npeamMnaMUKaLOHHON :loHe TpebyeTca oTAaenbHasa LeHTpudyra. Mpremnema nobas LeHTpudyra ans
nnawek, No3BoastoLWas 4OCTUYb CKOPOCTeN, yKasaHHbIX B npoTokone (o1 280 go 2400 x g).
TepMo610K— Heobxoaum ofuH TepMo610K Ang npobupok. Tepmobnok gonxkeH obnagatb
cnefyoWwmMm TEXHUYECKUMUN XapaKTepucTnkamum.
[wnanasoH Temnepatypbl: oT +5 °C go 99 °C
PerynuposaHue temnepatypsl: £0,1 °C npu 37 ®C; +0,4 °C npu 60 °C
MarHulHblH WNATHB — HEO6XOANM OfMH MArHUTHbIA WTATMB Ana 96-NyHOUHOW naawku. JSlyyuias
BOCNPOM3BOAMMOCTb OTMEYEHA MPU PACMONOXKEHUW MAarHMTOB Ha 60Ky, a He Ha [He WwTaTuBa.
MpeunsnoHHble MMHETKN — HEo6X0AUM OfWH KOMMNEKT BbICOKOTOUYHbIX NUMNeToK. (Ana paboTsl B
npeamMmnan@UKaLMOHHOR 30He TpebyeTca OTAeNbHbI KOMNEKT). VIcnonb30BaHME BbICOKOTOYHbBIX NUMNETOK
Heob6xoaMMo Ans o6ecneyeHns roOYHOro BHeceHMs peai cHTOB n uccnegyembix 06pasyos. MoXHO
WCHONbIOBATb OfHOKaHa/bHble UM MHOFOKaHabHble MUMNETKN MPU YCAOBUU UX PETYNAPHO KaiMGpOBKU U
TOYHOCTU B npefenax 5% ykasaHHOr 0 06beMA.
MpuHagnexHocrn Ana renb-anekT poopesa — Heob6Xo4MMble NPUHAANEXHOCTU U Nprubop Ans
:3nek! pochopesa [OMKHbI COOTBETCTBOBATL METOAMKE OKpalLUBaHUs Ans Busyanusauuu MLP-npoayKTos B
rene.

10 PacxogHble MaTepuanbl — HeOOXOAMMbI CMefyHLINe PacCXOAHbIE MaTepuansl.
96-nyHouHble nnawku gna MUP c w6koit, 0,2 M, U3 NOAMNPONUIEHa MW 3KBUBANEHTHOIO MaTepuana
* 96-NyHOYHble Nnawku ans xpaHenusa, 0,8 mn (nnaHwetsbl MIDI)

(  limvil yaum
T Y6eauTecb, 4To 96-yHOUH; N/allKa MOAXOAWT K MarHUTHOMY LUraTuBy.

2-4%-Hblli arapo3HbIil refb Ha Tpuc-60paTHOM anekTpodopesHom b6ydepe (TBE)
Mapkep MonekynspHoit maccel AHK 100 H. o.

Kpacutens ang HaHeceHua AHK Ha renb

KoHnueckne npobupku emkocTbio 15 mn

LleTpuyXXHble MAKPOMPOGUPKM

CTtpunbl Ha BoceMb nNpobupok ans MLP

BaHHOUYKM (NOTKKU) ana pacteopos, MNMBX, cBo6ogHble oT PHKa3/AHKa3

MneHkn fna 3anevatbiBaHWA MnaHLweTa

HaKoHeYHUKN 415 MUKPOMNUMETOK C &;3P0:H0/IbHbIM (DUIbTPOM

O rTtop, NepeBo3Ka U XpaHeHMe 06pasLoB

OuyeHKa TKaHu

[nsa paboTbl ¢ Habopom peareHToB Praxis Extended RAS Panel ncnonb3ytoT o6pasusl AHK, BbigeneHHOR ©3
(DUKCUPOBaHHbLIX (hOpPMaMHOM M 3anuTbiX B napagmH (FFPE) 06pa3uoB TKaHM KonopekTanbHoro paka (CRC).
MoproToBka o6pa3yoB TkaHeit FFPE CRC gnsa BbigeneHnsa AHK:

1 C NoMOLLb YMCTOr0 CTEPUIBHOTO CKaNbMens 03pexKbTe U3NULIHKI napaguH oT TKaHu. Ans
BbigeneHns AHK ncnonb3yiite cepuitHble cpesbl.

2 Vicnonb3yiiTe cpesbl, cogepxawyne >50% onyxoneBoil TKaHW MO naowagn 6e3 Makpogmccekyuu.

3 [ns cpe3oB, B KOTOPbIX M0OWaAb ONYX0NeBoi TKaHM cocTaBnseT MeHee 50%, oboraleHue

ONyX0/1eBOI TKaHW NPOBOASAT NMyTEM MaKpPOCKOMWYECKOro NpenapupoBaHus cpe3os A0 noayyeHus >50%
OMyX0/1eBOW TKaHW HO Maowagn. YTobbl MakCUManbHO YBEMYNTL 06LLYH0 Nowajb TKaHW, (UKCMPOBaHHO
Ha NpeLMeTHOM CTEK/e, PEKOMeHAYeTCs MaKpOCKOMMYEeCKoe npenapupoBaHune Ao nonyyeHus 50%
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0I'IyX0erBOI7I TKaHW no nnowaan.

Yscnnucnnc oouwlel ii.ioma/in TkaHu. (J)nkcnposannol | na npc.aMeHoM CTeK/e, BO Bpems
MaKpocKomiMccKoro npenapuposatlng

CopiepxaHie onyxoseBoi TKaHW HO HAoLLa, 1 eoeTasnisieT 20%. MpoBOAAT MaKpPOEKOMNUYEEeKoe npenapupoBaHmne o
nonyyeHns >50% onyxo/eBoid rkamu no nowaau,
MakeMManibHO YBEeNMYMBasA Npu 11 oM O6LLYIO MIOLLG;Th
rkanu, (hMKCMPOBaHHOW Ha NpeaMeNn HOM Crekne.

CoBOKynHas niowajb TKaTTW paBHa 06Leld nnowaan TKaHU na Koau4ecTBO CPe3oB AN 06Lyero
KO/INYEeCTBa CPE30B TONWMHON 5 MKM. [N NofyvyeHns ONTUMaNbITbIX Pe3ynTTaToB peKOMeHayemas
COBOKYMHas njoliafb TKaTTV NP UCMOb30BaHWM CPE30B TONTUMHON 5 MKM cocTaBnsieT 240 mm™ nnn 6onee
npu cofepXXaHum onyxoneeoi TkaHum >50% no nnoTtuagn. Ans ontumansTToro TTeixoga AHK uncTionb3yiite Kak
MUTTUMYM 8 CPe30B TONMTTOW 5 MKM ¥;TV 3KBUBaNEHTHOE KO/IMYECTBO CEPUATTTNIX CPE30B APYrOi TOTTLUMTTLT.

r iimMi' . MAiiiii
n o o

r 11pv OTTpeaeneH e0BOKYTTHOI TT/IOLLGAW TKaHW CNefyeT MCMo/b30BaTh MOLAAb TKATTU. HOMYYeHTTOM
MaKpOCKOMMUYECKM MpenaprpoBaHUEM.

Pckcuiennycmasi COBOKYTTMas NaonTagr. TKaHu cocTas.laer .240 mm’

Y

ﬂ,l‘lﬂ O4HOro nNnpeagmMeTHOro Cteksia B COOTBETCTBUMU C PeKomer,yemaﬂ COBOKYyIMHaA niowanb TKaHU:
|pe6oBaHHAMY: .

A5 cpes3oB TONWMHOM 5 MKM COBOKYMHas nowaib
[poBoAA FMaKpOCKOMNMYECKoe MPeTTapupoBaHne 40 MOoNyyeTTUs TKaHW, coaepxaLein >50% ornyxo;TeBoi TKaTTVi No
>50% 0MyXx0/1eBOIA TKATTW MO TINOTTTAW, MaKCMabHO YBENNYMBas TTowvm. cocTaBITBCT 240 M. [ins ONTW.MasIbTHOro
TIpV 3TOM OOLLYH MI0Waab TKATTU. (PUKCMPOBATTHOW Tia BbIxoga AHK ncnonb3yiite kak MMHUMYM BOCEMb
MpeaMeTTIOM CTEK/Ie. NpeaMETTTbIX CTEKO.
5 Mpu ncnonT>30BaTTN CPE30B TONLWMHOM 5 MKM MUHWMaNbTTas COBOKYTTHas TT/ONTafb TKaHM,

cofepxalyeid >50% onyxo0neBOi TKaTTV MO TTAoMTaaW, cocTas3TaeT 80 MMM, [4nd CepuitHbIX CPe30B LPYroii
TOMLWMTTbI MOXHO TakKXXe WMCMONT>30BaT b 3KBUBANIEHTHYTO COBOKYNTTYIO LUTOLLAb TKAHMW.

MTTTTNMLLTLITa COBOKYTTHas 1Tnomgar> TkarmT coctaranget 80 \T.m-

[Ana ogHoro HpcaMelHoro cTekna B COOTBETCTBUU C MuHMManbHaa CoOBOKyMNnHasa nsowasb TKaHu:
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TpeboBaHUAMMU: [ns cpe3oB TOMLWMHOM 5 MKM COBOKYMHast MaoLlaib
TKaHW, cogepxallein >50% omyxoneBoii iKaHu no

[MpoBOAAT MaKPOCKOMNUYECKOE MpenapupoBaHune 4o MnosyyeHus nnowwam, cocTasnser 80 MM*.

>50% Onyx0/1eBOii TKaHK MO N/IOLAAM, MaKCUMa/bHO YBENYMBas
Mpy /1 oM OGLLYHO MAOLLAAb TKaHW, (MKCUPOBaHHOM na
MpPeaMETHOM CTEK/E.

[nsa paboTtbl ¢ Habopom peareHToB Praxis Extended RAS Panel MOXHO mcnonb3oBatb 06pasubl
BblgeneHHon AHK ¢ BenuumHoii genbta-Cq <5,00.

[11eo6s3alensllo| Ecnu 06pasubl BbligeneHHoi JHK He COOTBErcTBYHOT NOPOroBoOii BeNMUMHE AefNbTa-
Cq, ANS BbIfeNeHN MOXHO UCMNO/b30BaTb JOMNOMIHUTENbHbLIE CPE3bl MPU UX HaNUYuK,

B|>1pencllne AHK

KomnaHus «MnntoMuHa» pekoMeHayeT NCNOMb30BaTb Habopbl peareHToB Ans BbigeneHnsa AHK, ocHOBaHHbIe
Ha KOJIOHOYHOM MeTOfe BblJeNleHNs, C UCMO/b30BaHNEM YABOEHHOIO KO/MYecTBa nporenmHasbl K, MHKy6aumnio
C NpoTenHasoil K B TeYeHMe HOUM C MOMELLIMBAHUEM W 3/TIOMPOBaHNE KaK MUHUMYM B 06beme 30 MK

[ns paHHoro Habopa He peKOMEHAYeTCS MCMO/b30BaTb METOLWNKN BbleNeHNs C MPUMEHEHNEM MarHUTHbIX
MUKPOYaCTUL, MW B KOTOPbIX WUCMOJb3YETCA TOMBbKO TM3NC HEOUULLLEHHbLIX K/IETOUYHbIX 3KCTPAKTOB.
KomnaHus «nnioMuHa» peKoMeHAyeT XpaHUTb BblgeneHHYt0 reHomHyto AHK npu Temnepatype ot 2 °C go
8 °C B 3eyeHMe MakCUMyM 28 CYTOK UM XpaHUTbL ee B 3aMOPOXEHHOM BuAe npu Temnepatype ot -15 °C go -
25 °C B reyeHue makcumym 161 cyTtok. MeHomHas AHK, xpaHuBLIaACA B 3aMOPOXEHHOM Buge, ctabusibHa B
TeYeHWe MakCUMyM 2 LIMKNOB 3aMOPaXUBaHWA M pasmopaxmnsaHus.

Ocobble ykasaHuna n mMepbl iipe/ioeiopovKiiocrii
( HM/YTPLKIT iim

‘P defepanbHbIi 3aKOH paspeLlaeT NPoAKY 3roro YCTPOMCTBA TOMbKO MO 3aKasy Bpaueil Wim Apyr UX Npak3 VKYHLLWX
CMeLManncToB, MEOLLMX NULIEH3WIO B COOTBErCTBUM C 3aKOHOATENLCTBOM Li3a3a B KO30POM OH/OHa paboTaem,
NS NPUMEHeHNs JaHHOTO YCTPOICTBA UM 3aKasa Ha ero MpuMeHeHNe.

1 HekoTopble KOMNOMET bl Habopa peareHTOB cOAepXaT MNOTEHLMANbHO ONaCHbIe XUMUYECKUE
Bel,ecTBa. Bpeg ans nepcoHana MoXeT ObiTb MPUUYMHEH B pe3ynbTaTe BAbIXaHUSA, NPOrnaTbiBaHUS,
nonagaHus Ha KOXy W nonafaHus B rnasa. Bo nsbexaHue pucka BO3eiiCTBMA UCNONb3YyiiTe cpefcTBa
3aWunT bl, B TOM YMCNe CPeACT Ba 3aluT bl a3, nepyatku u nabopaTopHbiii xanat. C
HCWONb30BaHHLIMM peareHTaMun 06palLalTCa Kak C XMMWYECKMMUN OTX0AaMU U YTUNN3UPYIOT UX B
COOTBETCTBUM C MPUMEHUMbIMU pei MOHANbUBIMU, HALLMOHANbHbLIMWU U MECT HBIMW 3aKOHaAMU 1
HopMaTuBamu. [LONONHUTENbHbIE CBEAEHMA O COXPAHEHUW OKPY>XKaloLeid cpefbl U 630MacHOCTH CM.
nacrnopta 6e3onacHocTn Ha caite support.illuiniiui.com sds.html. (lonoNHUTENbHYIO MHGOPMALUIO CM. B
pasgene /’ urcinnhi Ha e3paHnue 6)

2 Co BceMun o6pasuamm obpallatoTcs Kak ¢ NOTEHLUANbHO MH(EKLUOHHBIMU areHTamu.

3 HecobntoaeHWe onncaHHbIX Bbille NPOLeAyp MOXeT NPMBECTM K OWIMGOYHBIM pesynbTaTaM wuin
3HaYMTENbHOMY CHUXEHWIO KayecTBa Mccreayemoro obpasua.

4 Vicnonb3yliTe cTaH4apTHbIE Mepbl MPefOCTOPOXXHOCTY Npu paboTe B nabopatopuu. He oTbupainte

peareHTbl pTOM. He npuHuMmaiiTe nuuly, HaNUTKU WU He KypuTe B 30HaX, NpefHa3HaYyeHHbIX Ana pa6oTbl. Mpu
paboTe ¢ nccnegyembiMmm obpasLamm 1 peareHTamu Habopa MCNonb3yiTe OAHOPA30BbIE NEPYATKM W
na6opaTtopHble xanaTbl. Mocne pa6oTbl C UCCAefyeMbIMU 06pasLaMu 1 peareHTaMmu Habopa TuaTensllo
BbIMOTE PYKMW.

5 He ncnonb3yiiTe KOMNOHEeHTbI Habopa nocne faTbl UCTEYEHWUS CPOKA FOAHOCTU, YKa3aHHOW Ha
3TUKETKe KapTOHHOI ynakoBKW Habopa peareHToB. He 3aMeHsITe KOMMNOHEHTb Habopa KOMMNOHEHTaMu 13
APYTMX TOBapHbIX napTuii. NaeHTudumkaTopbl TOBapHbIX NapTuid Habopa ykasaHbl Ha 3TUKETKe KapTOHHOM
ynakoBKuW Habopa.

6 XpaHnTe KOMMNOHEHTbI Habopa Mpu yKasaHHO TemnepaType B NpefyCcMOTPEHHbIX
npeamnanUKaLMOHHOKA 1 MOCTaMNANPUKALNOHHON 30HaX.
7 MHOroKpaTHble LMK/bl 3aMOPaXKMBaHNsA M Pa3MOPaXMBaHUS KOMMOHEHTOB KOPOGKKU 11 KOpPoGKM 6 [0
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5 pa3 He OKaXyT OTPMLATENLHOTO BAUSAHNA Ha eaquHo06pasne pe3ynbTaToB aHaluM3a.

VIHAeKenpoBaHHble Npaimepbl NpefHa3HavYeHbl TOMbKO AN OAHOKPATHOrO MCMNOMb30BaHUA, U Nocne
UCMNOMb30BaAHUSA WX CNEAYET YHUUTOXMUTb.

UT06bl NpefoTBpPaTUTL MOBPEXAEHME UCcCeayeMoro obpasua unm peareHTta, nepes Hadanom
BbIMO/IHEHNA NPOTOKONA y6eanTech, YTO BCE Mapbl TMMOX/I0pPUTa HATPUA MOMHOCTLIO YNETYYUUCH.

[ns npefoTBpalleHns KOHTamMuHauum npogyktamun MUP peareHToB, Npu6opoB 1 06pa3LoB FreHOMHO
AHK Heob6xogmmo cobntofgath npaBuaa Hagnexalleih 1abopaTopHON NPaKTUKN W Hagnexallei rurueHsl npu
pa6oTte B nabopatopmn. KoHTaMuHaums MOXET NPUBECTU K HENpPaBWIbHbIM U HELOCTOBEPHbIM pe3ynbTaTam.

[ns npefoTBpalweHns KOHTaMWHauny ybeamTech, 4To npeamnanguKkalyMoHHas u
nocTamMnaMMKaLuuoHHasa 30Hbl CHaGXeHbl HEOOX0AMMbIM 060pYAOBaHMEM, HANPUMeEP NUNEeTKaMmu,
HaKOHEYHUKaMMN 418 MUMNETOK, BOPTEKCOM U LEHTpUdyroii.

M36eraiiTe nepekpecTHOl KOH raMmHaumn. Kaxpabllii pa3 nepes oT60pomM HOBOrO MCCNefyemMoro
o6pasua v 4o6aBfeHneM HOBOro pealeHTa MCNoMb3yiNTe HOBbI HAKOHEUHWUK ANns nuneTku. MepemewinsaiTe
uccnegyemble 06pasiibl C NOMOLLbI MUMNETKU U LEHTPUQYTMpyliTe NNaHLWeT B COOTBETCTBUN C YKa3aHUAMMU.
Hc ncnonb3yiiTe BopTeKc ANs nnawek. Micnonb3oBaHne HAaKOHEYHUKOB C a3p030/IbHbIM (WUNbIPOM YMeHbLIAeT
pUCK MepeHoca aMN/IMKOHOB W MepPeKpPecTHOW KOHTaMUHaLMW Mexay uccnegyeMbiMm obpasuamu.

Mapbl MHAEKC-06pa3el, 4OMKHbI TOYHO COOTBETCTBOBATb MEYaTHbIM CUMBOJIAM CXEMbl HAHECEHUS B
NYHKW NnaHweTa. HecoBnageHna mMexay mnccnegyembiM 06pa3Lom v nevyaTHbIM CUMBOJSIOM CXEMbl HAHECEHMUS
B IYHKN MAaHLWeTa NpuBeayT K HEBEPHON MAEHTU(PUKALMUN NOMOXUTENbHbIX 06pa3L0B N HEKOPPEKTHbIM
pesynbTaTam, NpeLCTaBASEMbIM B OTYETE.

[na ctaguii NpomMbIBKM BCErAa roToBbTe CBeXWii 80%-Hblii pacTBOP 3TaHONA. ITAHON MOXET
nornow,artb BOAY M3 BO3AyXa, YTO BAUSET Ha pe3y/bTarhl.

Mpy BbINOAHEHUN CTaANA NPOMbIBaHUS y6eLnNTeCh, YTO BECb 3TAHON yAaNieH CO AHa JIYHOK.
OCTaTOYHbIA 3TAaHON MOXEeT MOBANUATb Ha Pe3y/bTaThl.

Mpu BbINO/THEHMM CTaAMN B MarHUTHOM LITaTMBe cO6tOAaiTe yKasaHHOE BPeMs BbICYLUMBAHMWA, YTOObI
rapaHTMpoBaTb MOAHOE ncnapeHue. OCTaTOYHbIA 3TaHON MOXET MOBANUATL HA BOCMPOM3BOLUMOCTb
nocnefyloLmnx peakyui.

He cmewwuBaiTe nyn npainmepoB A, nyn npaiimepoB B u 6ydep ana inbpuansaumnmn ans xpaHeHus. Mpu
06beAMHEHMM MyNbl NpaiMepoB yTpaunBaloT CTabUNbHOCTb AaXe NPU XpaHEHWW B 3aMOPOXKEHHOM BUJE.

Ons ctagun rmbpuansaunm He peKOMeHAYEeTCs MCMO/b30BaTb TEPMOLUMKIEPb! C aKTUBHbIM
OXNaXAEeHNEM, HanpuMep, ¢ 3nemMeHTaMmn lMenbTbe U C TEPMO3INEKTPUYECKMM OXnaxeHuem. Ctagns
MacCUBHOIO OXNAXKAEHUS ABNSAETCA KPUTUUECKOWN AN NpaBUIbHON rnbpumsaynu.

MLP-nonnmepasy Bcer ga fo6aenainte B cmecb ana MLIP HemocpeACTBEHHO Mepef UCMNOb30BaHMEM.
Hun B Koem cnyyae He XpaHUTe 0O6beAMHEHHbI paboymnili pacTBop.

Ha cTagun Hopmanu3auun 6M6NMoTeKN KpaiiHe BaKHO pecyCneHAMpoBaTb 0CaA0K MUKPOYACTUL, Ans
6M61M0TEKN. DTO CYLLECTBEHHO /TNA LOCTMIKEHUS €4MHO06Pa3HON NAOTHOCTM KNacTEpPOB B MPOTOYHON A4elike
Ha reHeTM4yeckoM cckBeHaTope MiSeqDx.

Ha cTtagun Hopmanusauun 6mbnnoTekn cobntofalite ykasaHHOe Bpems UHKybaumu. HenpaBuibHas
MHKY6aLmns MOXeT NOBMMATb Ha NpeAcTaBAeHHOCTb 6MBAMOTEKN U NNOTHOCTbL K1acTePOB.

B cBA3M C MHOTOKpaTHbIMK MepeHocamMy NAalleK M BO3MOXTIOCTbIO MOC/eAytoLLeil KOHTaMHaunm
cnefyeT yaensatb 0cob6oe BHUMaHne. Heobxogmmo ybeanThest, YTO BCe COAEPXKMMOE IYHKN MONHOCTbIO
ocTanoch B NyHKe. He BbINnecknBaiTe COAEPXXMMOE NYHOK.

O6pasybl AHK, no3sonstouime Nony4ynTb BeANYNHY genbTa-Cq, MeHbLWY UanM pasHyto 5,00, MOXHO
ncnonb3oBaThb Ana pabotsl . lllumina He nogaep>xuBaeT Mcnonb3oBaHne o6pasyos reHomHoli AHK (rAHK) ¢
BeNMYMHON penbTa-Cq 6onee 5,00 gna paboTbl ¢ Ha6opom peareHToB Praxis lixtended RAS Panel.

I'Iocnc,qOBa 1CNbI10CT11 iiiiaeKciipOBaiiiihix iipairviepoB

lloc;ie;ioBaicjibHOCTM mi;icKCiipoBamibi\ npaiimepos A-Il ((A501-A.50S)

VIHNCK'cMpOoBanHsbIii npaiimep MocnefoBaTeNbHOCTb

WNHaekcpoBaHHbIin npaiimep A (A501) TGAACCTT
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VHAeKcrpoBaHHbIi npaiimep B (A502) TGCTAAGT
WHpekcvpoBaHHbIi npaiivep C (J1503) TGTTCTCT

VHAeKcupoBaHHbIii npaiivep D (A504) TAAGACAC
VIHaeKcMpoBaHHbIiA npaiimep E (A505) CTAATCGA
MHpaekcpoBaHHbIi npalimep F (A506) CTAGAACA
VIHAeKcrpoBaHHbIA npaiimep G (A507) TAAQ'TICC

VHzekcupoBaHHbIii npaiimep H (A508) TAGACCTA

1loc.lcnoHalcnb}oCTM MHACKCUMpOMaMMmbliX Hpalwepoun 1-12 (N1701-1712)

VIHaeKcUpoBaHHbIV npaimep MocnegosaTcnbitoc! b
VIHaeKcMpoBaHHbIN npaiimep 1(A701) ATCACGAC
VHaeKcrpoBaHHbIN npaiimep 2 (A702) ACAGTGGT
VHaeKcvpoBaHHbIi npalivep 3 (A703) CAGATCCA
WNHaekcnpoBaHHbIi npaiivep 4 (A704) ACAAACGG
WHaekcupoBaHHL i npalimep 5 (A705) ACCCAGCA
VIHaekcmpoBaHHbIiA npalimep 6 (A706) NACCCCTC
VIHaekcrpoBaHHIi npalimep 7 (A707) CCCAACCT
VHAekevpoBaHHbI npavimep 8 (A708) CACCACAC
WH;lekcnpoBaHHbIii npaiivep 9 (A709) GAAACCCA

VMHpekcvpoBaHHbIi npaiivep 10 (A710) TGTGACCA
WHpaekcmpoBaHHbIiA npavivep 11 (A711) AGGGTCAA
VHaeKcmpoBaHHbIi npaiivep 12 (A712) AGGAGTGG

NHCTPYKLMA MO NPUMEHEHUIO

OuyeHka kKameersa A UMK, BblgeneHHo ns obpasyos FFPE

1lonr()14Y’>BKa
1 Josegute AHK KOHTPONbHYIO ANS MPOBEPKN KayecTBa, Npaimepbl KOHTPONbHbIE 415 NPOBEPKM
KayecTBa, CMeCb AN Konu4yecTBeHHol MLP v reHomHyto AHK g0 KOMHaTHOW TemnepaTypbl.
2 lMomecTnTe pa3MOPOXKEHHbIE NPOOUPKMN Ha Nef,.
IrumMi umim
pj Bo 136exaHne 3aMopaXmMBaHus U pasMOPaXMBaHKA NPy NePBOM MCMO/b30BaHUM KOHTponbHOW AHK ans
' MPOBEPKM KayecTBa 0 ibepuTe aIMKBOTbI MO 7 MK B pasHble Npobupku crpmna gnsa MLUP ang gnmtensHoro
XpaHeHus.

Mewgagnka

Onpegenute CXeMY HaHeCeHUs B NYHKW NnaHLWeTa AN peaxkumu KONMNYEeCTBEHHO MupP.

N [IP11\11:un11l11:
Heobxoanmo TecTUpoBaTh BCe Uccnegyemble 06pasibl, KOH rponbHyto AHK ansa nposepku KavecTtsa
N KOHTPONbHbIN 06pasel, 6e3 matpuubl (NTC, No Template Control) B Tpex NOBTOPHOCTAX.
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13

14

15

16

,U,OI'IO!'IHI/ITe!'IbHyIO Mchopmau,vno 0 CXeMax HaHeCeHUA B NYHKU NNaHLWETOB CM. B AOKYMEHTE
CnpaBo4yHoe pykoBoacTBO Habop peareHToB Praxis Extended RAS Panel (AoOKymMeHT
Ne 1()000()()037191).

[Job6aebTe 5 Mkn KoHTponbHOW AHK ana nposepku kayecTBa K495 mMkn cBo6ogHoi ot PHKas/AHKau
BOAbl B LEHTPUAYXHON MUKPONpO6UpKe.
MepemewaiiTe pa3BefeHHbIN 0b6pa3el, Ha BOPTCKCE.
[o6aBbTe 1,5 MK BblaeneHHoi reHomHol AHK Kk 148,5 mkn cBo6ogHoi oT PHKas/AHKa3 Boabl B
CTpUNe Ha BOCEMb NPO6MPOK 0 nonyyeHus 100-KpaTHOK pasBefeHus.
MepemewaiTe pa3segeHus nuneTkoii P200 (BBepx u BHK3 10 pas).
[o6aBbTe 150 MKn pa3BefeHHON KoHrponbitoit AHK ana npoBepky KayecTBa B HEMCMO/b30BAHHYO
npobupKy CTpuna Ha BOCeMb NPOOGMPOK B COOTBETCTBMM CO CXEMOW HaHECEHWS B IYHKWU MNaHLieTa.
B gpyryto Heucnonb3oBaHHY Npobupky fobasbTe 150 MK 6e3HYK/ea3HOW BOAbl 411 MCMOb30BaHUA
B KayecTBe o6pasya NTC.
MpuroToBbTe CMeCb AN KONMYECTBEHHOW HLLP B cOOTBETCTBMU C 384-1YHOUHbIM MW 96-YHOUYHbIM
thopmatom. Cmecb COAEPXKUT AOMNONHUTENbHBIV 06BEM.
384-nyHOuUHbIW hopmaT
Cwmecb ans konuyecteeHHow MUP; 5,0 Mkn Ha nyHKY (205 mkn Ha 36 peakuuid)
Mpaiimepbl KOHTPONbLHbIE A4NS MpoBepkM KavecTBa: 0,8 MKA Ha Nynky (33 MKN Ha 36 peakuui)
Boga, cBo6oaHas oT PHKa3/AHKas3: 2,2 Mmkn Ha nyHKy (90 mkn na 36 peakuuit)
96-NyHOYHbIA hopmat
Cwmecb ans konu4yectseHHoi MLIP: 10,0 Mkn Ha nyHKY (410 MKn Ha 36 peakuuii)
Mpalimepbl KOHTPO/bHbIE AN NPOBEPKU KavecTBa: 1,6 MK Ha NyHKY (66 Mkn Ha 36 peakuuit)
Boga, cBo6ogHas ot PHKas/JHKas3: 4,4 mkn Ha nyHKy (180 mkn Ha 36 peakuwii)

_( limvil yn1im1
p* [0noNHUTENbHYO MHOPMaL M0 O MPUIOTOBAEHUN CMECU A1t KOSMUECT BeHHOW 11LIP cMm. B AOKYMeHTe
CnpaBo4Hoe pykoBoacTBO Habop peareHToB Praxis Extended RAS Panel (4oKymeHT
J1b 1000000037191).

1'watenbHO, HO OCTOPOXKHO MepemMeLlaiiTe peakyMOHHY CMECh.

[lo ncnosb3oBaHyWa NOMeCTUTE PeakLMOHHYI0 CMeCh B 3allWLIeHHOe OT CBeTa MeCTO.

lMepeHecuTe anMKBOTY CMECU B IOTOK WNW CTPUN HA BOCEMb MNPO6GUMPOK, YTOOLI MCMONbIOBATH
MHOMOKaHanbHy MUMeTKy.

BHecute 8 MKn (384-nyHOUHbIA hopmaT) unam 16 Mkn (96-NYHOUHbIA DOPMAT) CMECU B KaXAYIO NYHKY
nnaHweTa s KonuyectseHHol MUP. BHUMaTeNbHO cnefuTe 3a TOYHbIM MEPEHOCOM B IYHKM, NOCKOMbKY
He3HauYnTeNIbHble U3MEHEHUSA MOTYT MOBAUATL Ha Pe3y/bTarhl.

BHecuTe B KaXAyH NYHKY nnaHweta 2 MK (384-1yHOYHbIA opmat) uam 4 Mkn (96-nyHOYHbINA
topmar) passegeHHoi AHK koHTponbHOW gHA npoBepkmn kavecTBa (QC Template), pasBefeHHbIX
nccnefyembix 06pasLoB UM BoAbl CBO6OAHON OT Hyknea3. BHMMaTenbHO cneanTe 3a TOUHLIM MEPEHOCOM B
NYHKU, MOCKOMbKY HEe3HAuMTeNbHble M3MeHeHUs MolyT NoBNUATL Ha pe:}ynbTaThl.

3anevaraliTe nnaHWeT NAEHKOW, NOAX0AALENH ANS UCNONb3yeMOro npubopa, ctapaiTech M3bexarb
NnepekpecTHOW KOHTamMuWHauMmn 1 nonajaHns Ha NOBEPXHOCTb KpbllleK. Y 6e[uTech, YTO MNJIEHKA pacnonoXxeHa
npaBWabHO, a NMAHLIET 3arnevyaTtaH paBHOMEPHO.

Mpn Heo6Xo04MMOCTM NOMECTUTE MAaHwWweT B afgantep U LeTpudyTupyiiTe nnaHwet npu 1000 X g B
TeyeHne 1MUHYTHI.

Y6eanTech, 4TO N/EHKA He MMeeT KaKon-1mbo XUAKOCTU WU MblAW, NOMECTUTE MAaHLeT B Npubop
AN KonmyecTBeHHoN MLP B NpaBunbHON opueHTauMm, 3aTeM 3aKpPOiTe KPbILKY U NPOBOANTE
KoNnmyecTBeHHY0 TMLIP B COOTBETCTBUM CO CNefyHOLUM TeMnepaTypHbIM Npouiem:

«lopsunii» cTapT
50 ®C B TeYeHne 2 MUHYT
95 °C B TeyeHune 10 MUHYT
x40
95 °C B TeyeHue 30 CeKyH[
57 °C B TeyeHune 30 CeKyH[,
72 ®C B TeveHune 30 CEKYH[,
MopTBepauTe, 4TO NPUGOP (MKCUPYET N30bpaxeHns nocne cragum 72 °C.
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f HIPHMI YATIim
Bo n3bexxaHne HeTOYHbIX M3MEPEHMIA 13-3a (hOHa, NOPOroBoe 3HayeHve Cq cnegyeT HaerponTb Tak. Yobbl OHO
noaxoauno Ans AaHHOro npubopa.

Mocne KOHEYHOW CTagun TepMOLMKAEP BbIMOMHAET aHann3 06pa3LoB. Y6eanTech, Yro rpadukm
amnangukaymn AHK KoHTponbHOR Ans npoBepku kadecTBa (QC Template) cOOTBETCTBYIO I OXMUAAEMBIM.
Onsa 6onbwnHeTBa cuctem Cq amnandukaunn AWK kowponbHoii ana nposepkn kadectsa (QC Template)
COOTBETCTBYET NpubNn3nTenbHo 15-22 uyuknam. Vcknounte u3 rpynnbl ipex NOBTOPHOCTEN Te MOBTOPHOCTH,
KOTOpble OT/IMYAKTCA OT OCHOBHOW rpynnbl Ha >0,5 Cq. Kak MuHMMYyM [Be 13 Tpex noBTopHocTein <0,5 Cq
[OOMXKHbI 6bITb BKNOYEHbI B (DUHANBHbIE BbIYUCIEHUSA. ECNM 3TW KpUTepumn KayecTBa HC BbIMOMHEHLI, AN
Takux o6pasuos cnefyet NOBTOPUTL MPOLLECC OLEHKM KayecTsa.

f llintM1 ymun
r Ecnm noBTOPHOCTU MCK/KOUEHbI 13 YeTbIPEX WM Gornee 06pasLoB Ha OfvH nporoH 10 06pasLos, 3ro yKasblBaer
Ha TEXHUYECKME OLUMOKM, MOITOMY MPOLIECC OLEHKM KauecTBa C/ICAyc3' MOBropuTh /1S BCeX 06PasLioB.

r liniMi yman
T Ecrm HeGonbLLIas WM HeM3MepUMas aMMINGMUKaLMS MPOUCXOANT Y IBYX UK Gonee MOBTOPHOCTEN, A4S Takux
06pasLioB criefyeT NOBTOPUTH MPOLIECC OLIEHKM Kayeersa.

|_|OBTOpHOCTI/I, ONA KOTOPbIX KpuBblE aMI'II'IVI(bVIKaLI'I/IVI oT/In4aTCcAa OT OXXKUAaeMblX, cneayet UCKIKUYNTL.
niMiMi.MAiim
r [0ononHu refbHy0 MHAOPMALIMI0 0 HaAMeXalnX KPMBbLIX a.MMNIM(MUKALUM CM. B JOKYMEHTE PyKoBOACT BO
cnpaso4yHoe Ha6op peareHToB Praxis Extended RAS Panel (gokymeHT JI? 10(HO(KO0037191).

CpefiHee 3HaueHne Cq AHK KoHTponbHoii ;uls npoBepkn kauecTsa (QC Template) BbIUUTAIOT U3
cpeaHero 3HadeHuns Cq gna Kaxgoro obpasua (cpegHee 3HaveHne Cq o6pasua - cpegHee 3HaveHune Cq AHK
KOHTPO/LHOI Ans npoBepkn Kauectsa (QC Template) ¢ monyueHnem 3HadePluii genbta-Cq AnA KaXaoro
obpasua. PernctpupytoT 3HaveHns genbta-Cq 1 KoapurymeHTbl pa3BegeHuns obpasua. KosphuuneHTsbl
passegeHus obpasLa onpefensaOT HA OCHOBaHWM PeKOMEHAALNIA B pa3fjene PykoBoACTBO cnpasoyHoe Ha6op
peareHToB Praxis Extended RAS Panel (agokymeHT M/ 1000()()()037191)..

20 Y6enmtech, 4to amnangukayma NTC nponcxoanT Kak MuHMMYM 4vepe3 10 umknos mnocne
amnandukaumm JHK koH rponbHoi ans npoepkun kadecTtsa (QC Template).
f HiniMI YALLIW.

"p* Dem NTC He npoxoguT, NOBTOPUre BeCh MPOLIECC OLEHKM KayecTBa A/ BCeX 06pa3LioB.
FTOHKA bl fONNeHWN OCTANOBKM

KomnaHus «MnnromMmuHa» peKkoMeHAyeT XpaHUTb BblfeNneHHyo reHoMHyto AHK npu temnepatype ot 2 °C o 8 °C
B TeYeHMe MakKCMMyM 28 CYTOK WM XpPaHWUTb ee B 3aMOPOXEHHOM BuAe npu temnepatype ot -15 °C go -25 °C B
TeyeHne makcumym 161 cyTok. MeHomHasa QHK, xpaHuBLIasca B 3aMOPOXEHHOM BUfAe, CTabunbHa B TeUyeHune
MaKCUMyM 2 LUK/I0B 3aMOPaXXUBaHUA 1 OTTanBaHus.

HacTpolika napamei poB

[ononHuTtensHy nH(opmMaLmio HO nporpaMmmHoMy obecnedeHnto Local Run Manager cMm. B pasfenax
PyKoBOACTBO CNpaBoOYHOE K TEHETMYECKOMY cekBeHaTopy MiSeqDx. MporpamMmmHblii Mogynb Local Run Manager
(BokymeHT Ne 1000000011HSO) n PykoBOACTBO CnpaBo4YHOe ANs nporpaMmMHoro obecneyenus Local Run Manager
ans mopyna aHaumsa Praxis Extended RAS Panel (aokymeHT Ne1000000011H75).

1 Boligute B npolpammy Local Run Manager.

2 Haxmute «Co3sgatb nporoH» (Create Run) v Bblbepute «PacwinpeHHas naHens RAS» (Extended
RAS).

3 YbeanTech, YTO B BEPXHEM JIEBOM YI/ly 3KpaHa nossunack Haanmcb «Co3fatb NPOroH pacluvpeHHon
naHenn RAS Praxis» (Create Run Praxis Extended RAS).

4 BBefguTe Ha3BaHuWe, NO3BONAIOLLEE NAEHTU(HMNLMPOBATL NMPOrOH aHann3a BblCOKOMPOU3BOANTENIBHOTO
cekBeHMpoBaHuA. Mcnonb3yinTe 6yksbl angasuTa, Npodensbl, NOAYEPKHYTbIE NPO6enbl UK TUpe.

5 [11eo6s3alcnbilo| BBeanTe onucaHue npor oHa, NoMoraroliee MaeHTUPULMPOBATL NPOTOH.

Menonb3yiiTe 6ykBbl andasuTa.
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YKaxurc obpaulibl n1as nporoHa

YKaxuTte 06pa3u,b| Ana nporoHa, ncnonb3ya cnegyrouwmne onunn:

BBog 06pasL0B BPYUHYIO — MCNONb3yiiTe Tabnuyy Ha akpaHe «Co3aas b nporoH» (Create Run).
NmnopT HpoBanHe 06pa3L,0B — MepeiguTe BO BHeWHNUIA (aiin B hopmaTe 3HAYEHWUIA, pa3feneHHbIX 3anaTon
(*.csv).

Beopg o6pasyom mpy‘Trt\to

1 [na BBoga MHopmaumm 06 nccnegyemom obpasue Bbigenute o6nacte JIL vnn F7 B Tabnuue
06pasLoB.

O6nactb Al COOTBETCTBYET BEPXHEMY NEBOMY KBajpaHTy CXeMbl NaaHweta ans rmopunansayum (Nyb) un
BKtOYaeT o6pasubl 4ns nynos npaiimepos J1 (Oligo Pool A - Extended RAS) u B (Oligo Pool B - Extended
RAS).

O6nacTb E7 cOOTBETCTBYET HMXXHEMY MPaBOMY KBafpaHTy CXembl nnaHweTa ana rubpugusauunn (Hyb) un
BKtOYaeT o6pasubl ans nynos npaimepos A (Oligo Pool A - Extended RAS) u B (Oligo Pool B - Extended
RAS).

2 [na Kaxpoi ncnonb3yemoil NYHKU BBOAWTE YHMKaNbHOe Ha3BaHWe obpasua B none «HaspaHue
o6pasya» (Sample Name) B Tabnuue nyna A. Wicnonb3yinTe 6ykBbl andasuTa, TUPE UK NOAYEPKHYTbIE
npob6ensl.

Ha3BaHune o6pa3Lia aBTOMaTM4eCKM BK/IOYAETCA B COOTBETCTBYHOL YO NYHKY B Tabnuue nyna B.
Mpu BBOAE Ha3BaHWs 06pa3lia Ha 3KpaHe NOSBNATCA ABOWHbIE afanTepbl ANS KaXA0ro UHAEKCHOrO
npouTeHus (Index Read) onpeaeneHHO NYHKW.

3 111cobs3alenl,mo| HecMoTps Ha TO, YTO PEKOMEHAYETCA CXema Mo YMOMYaHMWI0, NCNObI3yliTe
BbiNagatouiee MeHto «lMoN0XUTeNbHbIA KOHTPonb» (Positive Control) nnn «OTpuuaTenbHblii KOHTPONb»
(Negative Control), 4To6bl M3MEHUTbL MOMOXEHWEe KOHTPONbHbLIX 06pa3L0B.

4 [na oTo6paXkeHNs CXeMbl NNaHWeTa HAXXMWUTE Na NUKTOrpaMmy B neyatu.
Bblbepute «Mevatb» (Print), 4Tob6bl pacrneyaTtaTtb CXemy NiaHweTa Ans CnpaBku Npu NPUroToBiaeHNM
6MbnnoTeKN.

HaxmuTe Ha KomaHay «3akpbliTb» (Close).
HaxmuTe Ha KomaHay «CoxpaHuUTb NporoH» (Save Run).

Mmuopruposamue (HTpasyos

1 Haxmunte Ha o6nactb Al nnn F7.
2 [na BbiBofa npumepa WwabnoHa HAXXMUTe NUKTOrpammy «3kcnopt» (Export)
3 BBeanTe yHMKanbHOe Ha3BaHWe o6pasua B MaTpuue, cogepxaleit o 10 o6pa3uoB, U coxpaHuTe daiin.

WcnonbayitTe GyKBbI andaBuTa, TMPe WM NOAUYEPKHYTbIe MPOGeNbl.

[ [AaHHbIE] Ha3BaHnsa 06pa3uoB B BuAe WwabnoHa 4 * 3
I [Data] (Sample Names as a 4*3 matrix)
106pasey, 1 O6pasey 5 Oo6pasey, 9
%OGpaseu, 2 O6pa3sey, 6 O6pasey, 10
O6pasey, 3 O6paszey 7 MoNOXNTEN bHbIA_KOHTPON b
106pasew, 4 O6pasey 8 OTpuuaTenbHbI_KOHTPON b

Haxmute komaHgy «MmnoptuposaTb 06pasybli» (Import Samples).
MepeignTe B pacnonoxeHue gaiina nHhopmaymm 06 obpasye B popmate aiina *.csv.

Mocne oKOHYaHWsA pPaboTbl A8 0TOOGPAKEHUA CXEMbl MaHWeTa HAXKMUTE Ha MUKTOrpaMmme neyaTu.
BbibepuTe «MeyaTb» (Print), 4To6bl pacneyaraTtb CXeMY MaaHLWeTa 418 CNpPaBKW MPY NPUTOTOBNEHNUN
6M6NNOTEKMN.

HaxMnTe Ha KomaHay «3akpbiTb» (Close).
HaxmuTe Ha KomaHgy «CoxpaHu Tb nporoH» (Save Run).
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MTHOpNAN uuiiisi Nnyna oNMroHykKeoTnaos
1lonr()toBKa

Onpegenute o6pasubl reHoMmHo AHK, KoTopble 6yayT ucnonsb3oBaTbes. O6pasybl, N03BONAKOLWME
nony4nTb BENMUUHY AenbTa-Cq, MeHbLY 1an paBHyto 5,00, MOXHO MCNOML30BATh AN Habopa peareHToB
Praxis Extended RAS Panel.

111cobs3alenbilol Ecnu o6pasuybl BbigeneHHon JHK HC COOTBETCTBYOT NOPOroBOM BEMUYNHE AC/bTa-
Cq, ans sbigene[lua AHK M0OXHO UCMONb30BaTh AOMOMHUTENbHbIE CPE3bl TKAHW MPU UX HANUYUN.

[oBegnTe 4O KOMHATHON TemnepaTypbl nyn npaiimepos A (Oligo Pool A - Extended RAS), nyn
npanmepoB B (Oligo Pool B - Extended RAS), 6ydep ans rnépugmsauumn (Hybridization Buffer), o6pa3subl
reHomHoli AHK 1 ob6paseu 6nbnnotekn KoHTponbHoli RAS (Panel Control - Extended RAS).

TwartenbHo nepemeluaiite nyn npaimepos A (Oligo Pool A - Extended RAS), nyn npalimepos B
(Oligo Pool B - Extended RAS), 6ydep ans rubpuaunsauymm (Hybridization Buffer), Ha Bop3ekce, 4T06bI
y6eanTbCA, UTO BCe 0CafKu pacTBOPUIIUCE.

YcTaHoBUTE Temnepatypy 96-n1yHo4YHOro Tepmo6aoka Ha 95 °C.

MpeaBapuTenbHO HarpeinTe TepmocTaT Ao 37 ®C

Co3zpfaiiTe NporoH v BBeAUTe MH(OpMaLuo 06 obpasyax Ha nNaaHweTe B MOAY/b aHanusa faHHbIX,
MOJIYYEeHHbIX C MOMOLLbLIO Ha6opa peareHToB Praxis Extended RAS Panel. [TpoBepbTe pacnonoxeHune
NONOXUTENLHOT0 1 OTPULLATENILHOTO KOH3PO/s, a 3aTeM pacreyaTaiTe CXemy pacrnosioxeHns o6pasLoB Ha
nnaHwere.

Mcronuka

M3BneknTe 13 ynakoBKW HOBbIA 96-1yHOUHbIA nnaHweT ana MUP (ganee 0603HayYeHHbIN Kak naaHweT
HYB).

f 11PV\11 Y \11M1

/(ononnuTenbHy0 MHAOPMaLMIO 0 Npeaiaraemoii cxeme nnaHweta HYB cM. B JOKYMEHTEe PyKoBOACTBO
cnpaBoyHoe Habop peareHT 0B Praxis Extended RAS Panel (gokymeHT JTe 1000000037191).

[o6asbTe K) Mkn 6ytepa TE B KaXAYH0 M3 NYHOK OTPULATENILHOT O KOHTPOS (KOHTPONAb 6€3 MaTpuLbl)
019 nyna npaiimepos A (Oligo Pool A - Extended RAS) u nyna npaiimepoe B (Oligo Pool B - Extended
RAS).

Ona kaxabix 12 o6pas3uos/24 6uM6nnoTekn BHecuTe 2,5 MK 6UBAMOTEKM KOHTponbHOM RAS (Panel
Control - Extended RAS) k 22,5 mkn 6ydepa TE B UEHTPUDYXHYIO MUKPONPOOUpPKY. TLaTenbHO
nepemellainTe pas3BefleHHbI 06pasel, 6MbANoTEKM KOH3ponbHO RAS (Panel Control - Extended RAS).

[Jo6aBbTe 10 MK/ pa3BefeHHOro obpasua 6ubnmoTekn KoHTponbHoli RAS (Panel Control - Extended
RAS)., NpUroToBneHHOro Ha npegbigyLiei cTaguun, B KaXKAYH U3 NYHOK MONOXUTENbHOIO KOHTPOASA ANA nyna
npaiimepoB A (Oligo Pool A - Extended RAS) n nyna npaiimepos B (Oligo Pool B - Extended RAS).

Mpn Heob6XxoAMMOCTH pa3BefuTe Uccnegyemble obpasybl reHomHon AHK B cOOTBETCTBUM C
pekomeHgaunsasmMm B lao.iimc 13.

labnHua passefeHunii genbia-Cq

oT-1,50 jo 0ot1-0,50 fo ot 151 o
enbTta C <151 0710.5100E50 >5,00
fleneta €4 0,51 0,50 A 5,00
Be3 bes He

Pa3seseHne  4-kpatnoe 2-KpaTHoC be3 passeneHus
passefeHus pa3ssefieHna MoAJepXX1BaeTcs

[o6aBbTe 10 MK KaX4oro npyv He06X04MMOCTU pa3BefleHHOro uccaegyemoro obpasya reHoOMHoW
[AMK B cooTBeTC TBylOWMe NyHKN ansa nyna npaiimepos A (Oligo Pool A - Extended RAS) n nyna npalimepos
B (Oligo Pool B - Extended RAS).

( UTUML,YALINL'.
[0nonHUTENbHYHO MHAOPMALIO O Pa3BeaeHNM UCCedyeMblX 06pasLioB 1 NpejnaraeMoii cxeme naHLLIeTa ans
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KoppcKi HOO BbiGopa /iyHOK nyna npaiimepoB A (Oligo Pool A - Extended RAS) v nyna npalimepos B
(Oligo Pool B- Extended RAS) cm. B JOKyMeHTe PykoBoAcTBO cnpasouHoe Habop peareHT 0B Praxis
Extended RAS Panel (gokymeHT No !1000000037191)..

[o6aebTe no 5 mkn nyna npaiimepoB A (Oligo Pool A - Extended RAS) B0 BCe NYHKW C FTEHOMHOW
OHK, o6pazHom 616n1moTekn KoHTponbHo RAS (Panel Control - Extended RAS). u ouyatenbHbIM
KOHTPONbHbIM 06pasuoM ans nyna npaiimepos A (Oligo Pool A - Extended RAS). [lo6aBbTe No 5 MKN nyna
npanmepoB B (Oligo Pool B - Extended RAS) Bo Bce nyHKU ¢ reHomHoin [HK, o6pa3uom 61bnmoTekn
KOHTponbHOl RAS (Panel Control - Extended RAS) un oTpuuateNbHbIM KOHTPOMbHLIM 06pa3Lom s nyna
nparimepos B (Oligo Pool B - Extended RAS).

8 Job6aBbTe K Kaxgomy o6pasyny B nnaHwete 11YB no 40 mkn 6ydepa ans rnbpugnsauun (Hybridization
Buffer). 1kpemewainTe cMecb NMNeTKol (BBepX M BHU3 3-5 pas).

r 11141\ L:un1lA)|
Y6eauTech, 4TO BCe KPUCTa/Ibl M 0CafoK B Bydepe ans rmbpugmsaumm (Hybridization Buffer) pactBopunmce.

0 3anevaralite nnaHweT HYB u ueHpudyrupyinte npn 1000 X g Npu KOMHATHON TemMnepaType B
TeyeHne 1MUHYTHI.
11 MomectuTe nnaHwet IIYB B npesBapuTensHO HarpeTbiii 610K npu 95 °C 1 MHKYBuMpyiiTe B TeyeHue 1
MUHYTBI.
n M3meHnTe Temnepatypy B TOM Xe Tepmo6sioke na 40 °C u uHKybupyiite B TeyeHume 3-18 vacos,
f iimivnMAIiiHi-

1 Kpc.MCLUEHME niaHLeTa 13 TepMobaoka Ha 95 °C B Apyroii nNpeaBapuTeNibHO HarpeTbiil repMob/IoK,
YCTaHOB/EHHbIN Ha 40 °C. OKaXKeT OTpuLaTe/lbHOE BAUSHUE Ha pe3ynbTaThbl rMépuamsaumn.

y.iiUieiiHC necBsA3aBuULIXeB O/INTOHYKNEOTNAOB

11onro lu)BKa

1 [JoBegnte cmecb ana yanuHHeHus-nuruposaHus (Extension-Ligation Mix), 6ygep ansd MHTEHCUBHON
oTmbIBKM (Stringent Wash Buffer) n 6ydep yHuBepcanbHbili, npombiBouYHbll (Universal Wash Buffer) go
KOM a3 HOli TeMnepaTypbl, & 3aTeM KpPaTKOBPeMEHHO MnepemeLuaiiTe na BOpTeKCC.

2 Cobepute yctoiicreo pfgns (QuUNbTPOBaHMS Ha nNnaHweTe (ganee o603HavyeHHoe Kak FPU) B
cnegylouieM nopsigke CHU3y BBepx: naaHweT MIDI, aganTepHblil BOPOTHUYOK, MAAHWET PUALTPOBaIbHbLIA 1
KpbILLKa.

3 BbinonHuTe npeaBapuTeNibHY0 NPOMbIBKY MeMOpaHbl NiaHweTa Gunb(oBanbHOr0, Kak OnmcaHo
HUXeE:

n [ob6aBbTe B KaXAyt NyHKY no 50 MKn 6ydepa A UHTEHCMBHOM OTMbIBKM (Stringent Wash
Buffer).

b 3akpoliTe nnaHWweT QUAbTPOBA/bHbIV KPbIWKON 1 LeHpudyrupyintc npm 2400 x g npu
KOMHATHOI TemnepaTtype B TeueHne 5 MUHYT.

e Ecny npoMbIBOYHBIA Gydep CAUT He MOMHOCTLIO, elle pa3 LeHOUpyrnpyinTc nnaHwer

(hunbTpoBanbHbIA Npu 2400 X g NP KOMHATHOI TemnepaType B TeYeHUe 5 MUHYT.

\dcTonnka

M3Bnekute nnaHwet HYB un3 Tepmo6i0Ka v LeHTpugyrmpyite npn 1000 X g npu KOMHaTHOM
TeMnepatype B TedeHne 1 MUHYTHI.

MepeHecuTe BeCcb 06BLEM KaXkaoro obpasuya (NpubamsnTensHo 65 MKA) B COOTBETCTBYHOLWME NYNKU
nnaHweTa (UAbTPOBANLHOTO.

3akpoiTe nnaHweT GUNb(POBaNbHbIA KPbIWKOK U LeHpudy! npyiite npm 2400 X g Npu KOMHATHOM
TemMnepaType B TeYeHUe 5 MUHYT.

- 11P11IML.YM11INY,

' Y6eanTech, YT XMAKOCTb MOC/E LEHTPUDYIMPOBaHMS MOSHOCTLIO CnTa. Mpy HEOBXOAUMMOCTY MOBTOPUTE
LEEHTPUYTpoBaHMe.
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4 BbINONHUTE NPOMbIBKY (hWNbTPOBANbHOMO NMAHLLETa, KaK ONUCAHO HUXeE:
a [o6aBbTe B KaXAY0 NYHKY € nccnefyembim o6pasHoMm 50 mMkn 6ydepa A1 MHTEHCUBHON OTMbIBKM
(Stringent Wash Buffer).
b 3akpoiiTe nnaHWeT (UAbTPOBa/bHbIV KPbIWKOW U LeHTpudyrupyiite npm 2400 x g npu
KOMHATHOW TemnepaType B TeueHWe 5 MUHYT.
A PXnn NpoMbIBOYHbIN 6ydhep CAUT He MOMHOCTBIO, elle pa3 LeHTpudyrupyiite nnaHwweT
thunbdosanbHbil npu 2400 X g ry KOMHATHON TemnepaType B TeYeHWe 5 MUHYT.
5 MoBTOpPMUTE NPOMBIBKY, Kak ONUCaHO Ha NnpefbifyLein cTagum.
[ ILIMIMI YamLw,

Henu npombiBOYHbIN 6ythep CAUT HC NOMHOCTLIO, NOBTOPUTE LeHTpudyruposaHne npu 2400 X g NpY KOMHATHOW
Temnepartype Ao Tex Nnop, Nnoka BCA XWAKOCTb He npoiigeT yepe3 punbTp (4ONONHUTENBHO B TeyeHne 5-10

MUHYT).
0 OT6pocbTe Becb huMnbTPaT, cogepXaluii hopmamug, 3aTem NoBTOpHO cobepute FPU.
7 [o06aBbTe B KaXAYH NYHKY C uccnegyemoiM 06pasuomMm no 45 mkn 6ydepa yHUBepcanbHOro,
npombiBo4yHOro (Universal Wash Buffer).
S 3akpoiiTe nnaHwWeT PUAbTPOBANbHbIA KPbILWKON U LeHpudyrupyiite npn 2400 X g Npu KOMHATHOA

TemnepaTtype B TeueHne 5 MUHYT.

HIMIMi MALiHi
Y6eauTtechb, UTO XWUAKOCTb NOCNe LEeHTpUdyrnposaHma noanoabto canta. Mpu HEO6Xo0AMMOCTU NOBTOPUTE
LeHTpudyrmuposaHue.

'3I'IOHFaLI|I/IF|-J'II/IFI/IpOBaHI/Ie CBA3aHHbLIX O/TNTONY KNeo3ngos

M c1u\um Ka

1 Jo6aBbTe B KaXAYH NYHKY NnaHweTa QuabhoBanbHOr0, COAepXallyo nccnegyemslii o6pase, no 45
MK CMecU ans yanuHHeHua-nul nposanus (Extension-l.igation Mix)

2 3anevartaiiTe nnaHwWeT QUAbLTPOBA/bLHBIA KNeAwWwelica antoMMHNEBOR DONbLION, a 3aTeM 3aKpoiiTe
KPbILLKOIA.

3 WHKybupyiiTe FPU B nogorpetom go 37 °C TepmoeTaTe B TeueHue 45 MUHYT.

4 Bo Bpemsi nHKy6aunn nnaHweta FPU noAroToBbTe nnaHWeT Ans amnandukaunn AMP, Kak onucaHo

B C/leflylolleM pasfene.

MUP amnnndunkaymns

1lon1()lonka

1 MpuroToBbTe cBexunii 0,05 N pactBop NaOH, nytem fo6asneHns 25 mkn 10 N NaOll k4975 mkn
CTepUbHOI BOfbI.
2 Onpepgennte npaiMepbl M}LEKCUPOBaHHbIE 4151 UCMNOMb30BaHMS B COOTBETCTBMU C (hadnyecKom

CXeMOli niaHweTa, NoCHOEeHHON MOAYNeM aHaNM3afaHHbIX, MOMYYEHHbIX C MOMOLLbIO Habopa peareH T 0B
Praxis Extended RAS Panel.

3 [oseante cmeckb gns MUP (PCR Master Mix) 1 cooTBeTCTBYHOLWME NpaiMepbl UHAEKCMPOBAHHbIE A0
KOMHATHOW TemnepaTypsbl. MepemewlaiTe COAEPXXNUMOE KaXKA0l pa3MOPOXKEHHOW NPOBUPKN Ha BOPTEKCE, a
3aTeM KpPaTKOBPEMEHHO LeH(pudyrnpyite npobUpKu.

4 Paenonoxute npaiimepsbl B LITaTUBE MO CNeAyloLLeil cxeme:

a PacnonoxmTte npobupkn ¢ npalimepamn MHAeKcMpoBaHHbIMM A (J1501) - 11 (J1508) (Index Primers
A (A501) - H (A508)) (6enble KpbIWKK, MNPO3payvHbIi pacTBOP) B BEPTUKANbHOM HampaB/eHUM,
BblpaBHMBasA ¢ pagamu J1-H.
b PacnonoxuTe Npo6upku ¢ npaiimepammn nHgekcuposaHHubiMu 1 (A701) - 12 (A712) (Index Primers
1 (A701) - 12 (A712)) (opaHXeBble KPbILIKM, XeNTblA PACTBOP) B [ OPM30HTANLHOM HamnpaBneHun,
BblpaBHMBAA C KOMIOHKaMy 1-12.
5 M3BneknTe 13 ynakoBKW HOBbIM 96-nyHOUHbIV nnaHweT ans MUP (ganee 0603HaYeHHbIN Kak nnaHweT
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AMP).
BHecuTe npaiimepbl WHAEKCUPOBaHHbIE B IYHKW NaaHweTa JIMP crefyowmm 06pasom:

a Jlo6aBbTe Mo 9 MKN BbiGpaHHbLIX NpaiMepoB MHAeKcUpoBaHHbIX A (A501)- 11 (A508) (Index
Primers A (A501)- H (A508)) B cooTBeTCTBYHLME NYHKN KONOHKM MnaHweTta JIMP.
b [o6aBbTe N0 9 MK Bbl6PaHHbLIX MpaiiMepoB UHAEKCMPOBaHHbIX 1(A701) - 12 (A712) (Index

Primers 1 (A701) - 12 (A712)) B cOOTBETCTBYIOWMIA pAj nnaHweta AMP.
Bo unye>k anvne nepekpec T HOW KOHT aMUHaLWUN NpaiiMpoB MHAEKCNPOBAHHbIX HEOBX0OAUMO MEHAT b
HaKOHEYHWKWN nocne Ka> Aoro paga.
rl‘ iim\ii 4
IMpaiimepbl MHAEKCUPOBaHHbIe NPeAHa3HayYeHbl TONbKO /19 OAHOKPATHOrO MCMO/b30BaHUS W JO/MKHbI ObITh
Cpasy YHUYTOXEHbI MOC/Ee UCMO/b30BaHUS.

MpurotoBbTe pabounii pacteop ansa MLP cmeck gna MUP (PCR Master Mix) / MUP nonumepa'sa (PCR

Polymerase), Kak OMmMcaHo HUXe:

a [na 12 o6pasyos/24 6ubnnotek fobasbte 21 mMkn MUP nonumepasbl (PCR Polymerase) k 10.50 Mkn
cmecn anda MUP (PCR Master Mix).

b MepeBepHMTE NPUTOTOB/EHHbIR paboumnii pacTsop ansa MLP 20 pa3, 4robbl nepemeluats.

Pa6ouunii pacteop gns MLP ctabuneH npy KOMHaTHOW TemnepaType B TedeHne 10 MUHYT, a TaKxke npu

Heo6X04UMOCTY MOXET XPaHUTLCA Ha NbAy BO BPEMSA MPUTOTOBMEHMS.

Moronnka

WN3Bneknte FPU u3 TepmMocTaTa, a 3aTeM CHUMUTE FepMeTUYHbIA CNO antoMUHUEBOR (ONLT 1.

3aKpoiiTe naaHLWeT (UIbTPOBaIbHLIA KPbILKOA W LLeHTpudyrnpyiite npn 2400 X g NpM KOMHATHO
Temnepartype B TeHeHNe 2 MUHYT.

[o6aBbTe B KaXAYI0 NYHKY MnaHweTa QuabTPoBanIbHOr0, COAepXaLlyt uccnegyemblii obpaseu, no 25
mMkn 0,05 N NaOH. Mepemewaiite NaOll nunetkoil (BBepx u BHU3 5-6 pa3), uTobbl y6eamtbesa, 4to NaOll
nonagaeT Ha (unbTp.

3aKpoiiTe U MHKY6UpYTe NnaHLweT UAbTPOBaNbHBIA NPU KOMHATHON TeMnepaType B TeyeHne 5 MUHYT.

Bo Bpems MHKybaLMn nnaHweTa nepeHecnte 22 mkn paboyero pactsopa ans MLP B KaXA4yt NyHKY
nnaHwerta AMP, cogepxaliero npaimepbl UHAEKCUPOBAHHbIE.

MepeHecnTe ob6pasubl, 3NHOUPOBaHHbIE C (MNbTPaA, B NnaHweT AMP, Kak ONMMCaHO HWXKe:

a Mepemewwaiite 06pasLbl B MEPBO KONOHKe (hMNbTPOBANBHOIO MAaHwWweTa NUNeTKON (BBEPX W BHW3
5-6 pas3).

f HIMIMI Y4111me
Cnerka HakMoHU Te niaHweT FPU, uTo6bl rapaHTMPOBaTh MOSHOE 0T6MPaHWe 1 M3GexaTb 06pa3oBaHKs
My3bIPbKOB BO3AyXa.

b MepeHecuTe no 20 MKA M3 NNaHweTa (GUAbTPOBAbLHOINO B COOTBETCTBYIOLLYH KOMOHKY MAaaHWweTa
AMP.

c OCTOpOXHO nepemellaiiTe nuneTkoin (5-6 pa3 BBEPX U BHM3), 4TO6bI TWaTeNbHO 06bEANHNTD
OHK c pabouum pactBopom xws MLIP.

d AHanornyHoiM 06pa3om nepeHecuTe o6pasLbl U3 OCTaNbHbLIX KOMIOHOK MnaHLeTa

(hunbTpoBanbHOro B naaHwetr AMP. Bo T6e>x aHue nepekpecTHOH KOHTamMuHaunm npaimepos
MHAEKCNPOBaHHBLIX U nccnegyembl X 06pa3u03 Heoﬁxo,qmmo MEHATb HaAaKOHEYHUKNU nocne Ka)K,CI,OVI

KONOHKW.
7 3aneuatainTe nnaHweT AMP 1 3aKkpenunTe ¢ NOMOLLbIO PE3MHOBONO POMKKA.
8 LleHTpudyrupyitte npn 1000 X g Npu KOMHaTHO TemnepaType B Te4YeHNE 1 MUHYTHI.
9 MepeHecnte nnaHweT AMP B noctamnanUKaLUOHHYHO 30HY.
)] Mposegute MLP, ncnonb3ys cnefyowyo nporpamMy Ha TepmouuMKnepe:
95 °C B TeyeHne 3 MUHYT
32 umkna:

95 ®C B TeyeHune 30 ceKyH[
66 °C B TeyeHne 30 cekyHS
72 °C B TeveHune 60 ceKyH[
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72 °C B TeYeHMe 5 MUHYT
Bbigep>kvusaHue npu 10®C

TOYKA 'MNOMNA(M() OCT AHOBKMU

Henn He nepexoguTth cpasy K ctaguum oumcTtku MUP, HnaHwer JIMP MOXHO 0CTaBUTb Ha TepMoOUMK/epe Ha
HOYb UNN XpaHUTbL npu Temnepatype o1 2 °C go 8 °C BNNOTL 40 48 CyTOK.

MoBepkT! iipiiroiOB.iemni 6HIMN/11101ekH

1 O6bveanHuTe 5 MK NpogykTa amnaudukayum ¢ 15 mkn Boabl, cBo6oaHol ot PHKas/AHKas, u npu
Heob6X0AUMOCTKN C KpacuTenem ;s HaHeceHus AHK Ha renb.
2 MpoBeanTe 3nekTpotopes B 2-4% arapo3HOM refie ¢ MapKepoM MONeKynsipHoli maccel 100 m. 0., 4TOGbI

NOATBEPAUTL HanMyune N APKOCTb CBeYeHUA npogykra 6ubnnotekn 250-280 H. o.

O6pasubl, amnandukayms KOTopbix npowna ¢ o6oumn nynamu nparimepos A (Oligo Pool A - Extended
RAS) n B (Oligo Pool B - Extended RAS), cunTaloT LeACTBUTENbHbIMW, W MOXHO MNEPexouTb K
0CTa/lbHbIM CTaANAM MOCNef0BaTeNbHOCTN AeliCTBUIA.

O6pasubl, 418 KOTOpbIX amnangukauus ¢ obonmu nynamm npaiimepos A (Oligo Pool A - Extended RAS)
n B (Oligo Pool B - Extended KAS),6bi/1a HE3HAUMTENbHOW UAM OTCYTCTBOBaNa, CUMTalOT
HefLeNCTBUTENbHBIMM, 1 OCTalbHble CTafuN NOCNef0BaTelbHOCTU AEeNCTBUIA NPOBOAUTL HeNb3s. B
cryyae HefleiCTBUTENbHOTO pe3y/bTaTa refb-anekTpogopesa Heo6X04UMMO NOBTOPUTL CTaAMIO
npuroToBneHUs 6M6AMOTEKN Ans 3TOro obpasua unm obpasLos.

PesynbTar refib-afekTpodopesa 0TpMLATENBHOTO KOH rpofibHOro obpasua - Aopoxka 6e3 ML P-npoaykTa.
Hannuve npogykra amnandukauum oTpuularesbHOro KOHTpoAbHOro o6pasya ¢ 060MMm nynamu
npaiimepoB A (Oligo Pool A - Extended RAS) n B (Oligo Pool B - Extended RAS), cBMAeTeNbCTBYET O
BO3MOXHbIX OWIN6Kax npu 06paboTke, T. €. KOHTaMUHaLWUW, ownbKax Npy NepeHoce NUHETKOW wan npu
COCTaB/IEHMMN eMeceil necnefyembix 06pasyoB. OnepaTop AO/HKEH ONPEAeNTb NPUUUHY U NpK
Heo6Xx04MMOCTH MOBTOPUTbL NPUrOTOBEHME 6MBANOTEKM. B cnyyae nofo3peHns Ha KOHramuHaumio
npuroToBieHne 6M61MOTEKN cnefyeT NOBTOPUTL ANS Bcex 06pasyos. Mpu NMofo3peHUM Ha oW KbKy npu
nepeHoee NUNETKON WK COCTaBNEHWW CMeceil NOBTOPUTE NPUTOTOBNEHWUE BNOINOTEKN.

f MPAM! Yyninm
'p’ [0ononHUTeNbHY MHGOPMaLMIO 1 MPUMEpPbl 4OETOBEPHBIX 1 HEMIOETOBEPHBIX Pe3ybTatoB CM. B
[OKYMeHTe PykosoAcTBO cnpaBoyHoe Ha6op peareHToB Praxis Extended RAS Panel (JokymeHT
jVo 1000000037191).

OuwncTtka MNMUP npogykTtoB

11lonlY) roHka

1 [oseanTte mukpoyactmuybl gns ounctku MLP-npogykTos (PCR Clean-Up Bead.s) O KOMHaTHOM
TemnepaTtypsbl.

2 MpuroTtoBbTe cBEXUI 80%-HbIli pacTBOP 3TaHOMa M3 abCONOTHOrO aTaHona. Ana 12 o6pasyos/24

616nMoTeK NpUrotToBbTe 80%-Hblil pacTBOP 3TaHOMA, UCMOMb3Ys 12 Ma abCONKOTHOMO 3TaHONa U 3 MA BOABI,
cBo6oaHoli oT AHKa3/PHKa3. TwarensHo nepemeluaitTe.

MeToguka

LleHTpudyrupyiite nnaHwetr AMP npu 1000 X g Npv KOMHaTHOI TemnepaTtype B TeYeHWe 1 MUHY Tbl.

3BneknTe 13 ynakoBKM HOBbIV naaHweT MIDI (ganee 0603HayeHHbI Kak nnaHweT CLP).

MepeBepHUTe MUKpoYvacTuubl Ans ounctkn MUP-npogyktoB (PCR Clean-Up Beads) 10 pas.
TwaTenbHO nepemMellalite UX Ha BOPTEKCE, a 3aTeM nepeBepHu re ewe 10 pa3. OcMoTpuTe pacTBop, Y4TO6LI
y6efnTbCs, YTO BCE MMKPOYACTULLI PECYCMNEHMPOBaHbI.

[o6aBbTe B KaXAyto NyHKY nnaHweTa CLP no 55 Mkn MukpoyacTuy, ana oumctku MLP-npoaykToB
(PCR Clean-Up Beads).

MepeHecute Becb npogykT MUP u3 nnaHweta AMP B nnaHwet CLP.

3aneyvatarite nnaHweT CLP n nepemelwnBainTe Ha Wweikepe Ans MukponnaHweTtosB npu 1800 06/MuUH B

& 000 LHPMH (&7 INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



10

13

14

13

16

17
18

20

TEYEHNE 2 MUHYT.

NHKy6upyiiTe V) MMHYT NpUM KOMHATHOW TemnepaType 6e3 mepemeLLnBaHus.

lMomecTMTe NNaHHIOT HA MarHUTHBIA WTATMB MAHUMYM Ha 2 MUHYTbI WK A0 TeX Mop, rnoka
CyHepHaTaH!| He CTaHeT Npo3paqHbIM.

Moka nnaHwet CLP HaxoguTca Ha MarHMTHOM LUTATMBE, OCTOPOXHO YAannTe CyrnepHaTaHT.

Moka nnaHweT CLP HaxoguTca Ha MarHUTHOM LUTATWUBE, NMPOMOWTE MUKPOYACTULbI, Kak OnnMcaHo
HUXKe:
B [lo6aBbTe B KaXAyto IYHKY € uccnegyeMmbim o6pasyom 200 MK CBEXENPUTOTOBEHHOTO 80%-

HOro pacTBopa 3TaHosa.

b NHKy6upyiiTe NnaHLWeT HA MarHUTHOM LUTaTMBe B TeYeHUe MUHUMYM 30 CEKYH[ WUAM A0 TeX Hop,
MoKa CynepHaTaHT He CTaHeT Mpo3payHbIM,
r OCTOpPOXHO yAanuTe cynepHaTaHT.

MoBTOPMTE MPOMbIBKY, Kak OMWUCAHO Ha MpeablayLieit cTagum.

Ans ynaneHns n3bbiTKa 3TaHONA UCNONb3YITe MHOrOKaHanbHy0 nuneTky P20, ycTaHOBNEHHYO Ha 20
MKAn. He B:}6anTbiBaliTe MMKPOYaCTULbl N HC KacaiTecb WX.

CHumuTe nnaHweT CLP ¢ marHMTHOro Ww3aTuBa U NOACYLINTE MUKPOYACTULIbI Ha BO3AYyXe B TeyeHue 5
MUHYT.

[obaBbTe K KoMy uccnefyemomy obpasuy no 25 mkn 6ydepa ans :3mouun (Elution Buffer).

3anevaraii re nnaHwet CLP 1 nepemelaiiTe Ha BOpPTEKCe 419 MUKponnaHLwe ros npu 1800 06/MuUH B
TeyeHune 5 MUHYT. Tocne BCTPAXUBAHUA NMPOBepbTe, YTO6LI BCe 06pasLbl Obin pecycneHAnpoBaHsbl.
MoBTOpUTE 3Ty CTAAMNIO NPU HEOOGXO[UMOCTH.

MomecTnTe nnaHweTt CLP Ha MarHUTHbIA WTaTUB MAHUMYM Ha 2 MUHYTbI WAW A0 TeX HOp, Nnoka
CynepHaTaHT HC CTaHeT MPo3payHbIM.

W3BneknTe n3 ynakoBkn HoBblii nnaHweT MIDI (ganee 0603HayeHHbI Kak nnaHwet LNP).

MepeHecuTe HO 20 MKN cynepHataHTa u3 nnaHwerta CLP B nnaHwet LNP.

111eo6s3atcnbilo| MepeHecnTe ocTanbHble 5 MK cynepHaTaHTa u3 niaHweTa CLP B HOBbIA MAaHLIET K
npomapKupyiTe Ha3BaHWEM ¥ AaTO NporoHa. XpaHuTe 3TOT NiaHLWeT Mpu TeMHeparype ot -25 °C go -15 °C
[0 3aBepLLEHNA NPOroHa CeKBEHWPOBAHUA W aHan3a AaHHbIX. 3TV OYULLEeHHble NPOoAYKTbl MLIP MOXHO
MCMoMb30BaTh AN NMOMCKA M YCTPaHEHUS HeMCMpaBHOCTEN B Clyyae HeyjauyHOro nporoHa o6pasuos.

3aneyvatarite nnaHweT LNP knesiweics naeHKOW Ana NAaHWeTOB U LeHTpudyr npyinte npyu 1000 x g
MpyM KOMHATHOW TeMHepasype B TedeHWe 1 MUHYTbI, YTOObI BeCb CynepHa3aHT OKas3a/lCA Ha fjHe NYHKMU.

K )UK L3()1UICL KA ()(* 1 /LK )BKM

Mocne ounctkn npogykTtos MLUP nnaHweT c3abuneH B TeyeHUe 3 4acoB npu TemnepaType oT 2 °C go 8 °C.

Hop\lanllzaHns GH6NUO i CKKN

lloarorounka

MpurotoBbTe cBexnii 0,1 N pacteop NaOH: cmewaiite 30 mkn 10 N NaOH 1 2970 mkn BOAbI,
cBo6oaHoi oT PHKas/AMKas.

2 [oseaute pasbaBuTens Ana pasBegeHns 6ubnmotek npu Hopmanusauum (Library Normalization
Diluent), mukpouactuubl gns 6ubnuotekn (Library Beads) u pacTBop MpPOMbIBOYHbIA Aa5 HOpManu3auum
6ubnunotek (Library Normalization Wash) o komHaTHO TemnepaTypsl.

3 TwartenbHO NepemellainTe pa3baBuTenb 414 pa3BefeHns 6ubnmotek npyu Hopmanmsaumm (Library
Normalization Diluent) Ha BopTekce u y6enTechb, YTO BCe 0CafKu PacrBOPUNINCH.

4 Twarenbito NepemellainTe MukpoyacTulbl gna 6ubnnotekn (Library Beads) Ha Bop3ekce B TeueHue 1
MUHYTbI, NEPUOSMNYECKN MepeBopaynsas Npobupky, A0 TeX HOP, MOKa MUKPOYaCTULbl He pecyCcneHamnpytoTcs,
a ocafika Ha fiHe Npo6upPKK Npu ee nepesopavymBaHuy 6yLeT He BUAHO.

Mcrogmka
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13
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CwmeTaiiTe pasbaButens Ansa passegeHuns 6ubnuotek npu Hopmanusauum (Library Normalization
Diluent) n mnkpoyacTuubl ana 6ubnuotekun (Library Beads) B HOBOW KOHUYECKO Npo6upKe eMKOCTbIO 15 mn,
Kak OnucaHo Huxe:

a [na 12 o6pa3uos/24 6ubnnotek BHecute 1575 MKN pa3baBuTens Ans passefeHus 6M6nMoTeK mpu
Hopmanusauun (Library Normalization Diluent) B KOHMYeCKYyt0 NMPOGMPKY eMKOCTbIO 15 M.

b [ns romoreHmsaunn MukpodacTuuy ucnonb3yiite nunetky P1000, ycTtaHoBAeHHY Ha 1000 MK/, 4TO6LI
TUWIATENLHO PeeyCrneHAnpoBaTh MUKpoYacTULbl uls 6ubnuoteku (Library Beads), TujaTensHo
nepemeLLMBas MX NUMNeTKON (BBepx u BHM3 10 pas).

( ITPITVLE MAITIT

r KpaiiHe BaXKHO MOMHOCTLIO peeycneHAMpPOBaTb 0Caf0K MMKpodacTul ans 6ubnmnotekn (Library Reads)
na anc NpoGupku. Wcnonb3oBaHne nunetku PKHOO rapairmpyei OfHOPOAHOE PECYCHENAMPOBaHUC
MUKPOYacTWL, U OTCYrCrBMe WX CKOMMEHWS Ha [HEe NPOOMPKU. 3TO CYTLECTBENNO AN AOCTUXKEHMS
€AMHO06Pa3HON NMOTHOCTU KNacTepPOB B MPOTOYHOM siYelike.

Y [nsa 12 o6pa3uos/24 6ubnnoTek nepeHecuTe nunetkoi 300 MKN MUKpoYvacTul, aAnsa 6ubnnoTekn
(Library Beads), B npo6upky, cogepxaliyto pasbaBuTtenb 415 pa3BefeHns 6M6nnoTek npu
Hopmanusaumm (Library Normalization Diluent),

d MepemewlaliTe, nepesopaymBas npobupky 15-20 pas.

[o6aBbTe 45 MK 06befMHEHHOrO paboyero paersopa pasbasuTens Aaa pasBefeHns 6ubanoTek npu
Hopmanu3aunu (Library Normalization Diluent) u mukpouactuy gna 6ubnunotekn (Library Beads) B kaxgyto
NyHKy nnaHteta LNP, cogepxatero 6uénmoteku.

3aneyvaralite nnanwet LNP 1 nepemelunBali Te Ha weiikepe 415 MUKponaaHwetos npyu 1800 06/MuH B
TeyeHne 30 MUHYT.

MomectnTe nnaHwe3 LNP Ha MarHUTHbIA W TaTUB MUHUMYM Ma 2 MAHYTLI MW 40 TexX Nop, noka
CynepHaTaHT He CTaHeT NPo3payHbIM.

Moka nnaHweT LNP HaxoauTca na MarHWTHOM LUTATMBE, OCTOPOXHO YAanuTe CyrnepHaTaHT.

CHumuTe nnaHweT LNP ¢ MarHMTHOro wraruea v NpoMoiTe MUKPOYACTULbI PacTBOPOM
NPOMbIBOYHbLIM AN HopManu3auuu 6ubnuoTtek (Library Normalization Wash), Kak onucaHo Huxe:

a [lo6aBbTe B KaXAYH0 JIYHKY C uccnegyeMbiM 06pasuom no 45 MKa pactBopa NPOMbIBOYHOTO A1
HopManu3auum 6mbnuotek (Library Nonnalization Wash)

b 3aneyaraiite nnaHweT LNP 1 nepemewnBaiitTe Ha Lielikepe ans MMKponaaHweToB npyu 1800
06/MVH B TeYEHME 5 MUHYT.

c 1lomectute nnaHweT LNP Ha MarHUTHbIN WTaTUB MUHUMYM Ma 2 MAHYTBI WKW 4O TexX Mnop, Mnoka
CynepHaTaHT He CTaHeT Npo3payHbIM,

d OCTOPOXHO yAanuTe cynepHartaHT.

MosTOpUTE NpoLesypy NPOMbIBKW A8 HOpManu3auum 6MbamoTekn, Kak OnmMcaHo Ha npeablayLy el
cTaguu.

3aneyvartalite nnaHweT LNP knesweica naeHKoON Ans NiaHLWeTos.

LeHnTpudyrunpyiite nnaHwet LNP npu 1000 x g npu KOMHaTHOW TemnepaType B TeuyeHne 30 CeKyHS,
4yTo6bl COOpPaTh OCTABLUMIACSH MPOMBIBOYHBIN PacTBOP.

MomecTuTe nnaHweT LNP Ha MarHUTHbIA WTATUB.

[na ypaneHus n3obiTKa NPOMbIBOYHOIO pacTBopa AN HopManusauum 6MbanoTekn Mcnonb3yite
MHOTOKaHanbHy nunetky P20, yCTaHOBMEHHYO Ha 20 MK/.

CHumuTe nnalliwer LNP ¢ MarHUTHOro WTaTuBa U 4o6aBbTe B Kaxayto nyHKy no 30 mkn 0,1 N NaOH.

3aneyvaralite nnaHweTt LNP v nepemelunBaiite na weiikepe Ang MukponnaHweTtos npu 1800 06/MuH B
TeyeHne 5 MUHYT.

13BNeKnTE M3 ynakoBKW HOBbIA 96-1yHOUHbIA nnaHweT gna MLUP (ganee 0603HaYeHHbIN Kak naaHweT
SGP).

[Job6aBbTe B KXAYIO NYHKY, KoTopas 6yaeT ucnonb3oBarbea B nnaHwete S(iP, no 30 mkn 6ydepa ans
xpaHeHmsa 6ubnuotek (Library Storage Buffer).

Mocne 5-MUHYTHOrO BCTpsXMBaHUA ybeauTech, YTO BCe 06pa3ubl B nnaHweTe LNP
pecycneHanpoBaHbl. Ecnn obpasLbl He pecycneHAMpoBaHbl, OCTOPOXHO MepeMellainTe 3T obpasLbl
NMNEeTKOW BBEPX W BHU3 WM CNerka NocTyynTe naaHy]ctoMm Mo ctony, YTobbl peeycneHimpoBaTth
MUKPOYaCTULIbl, 3aTEM BCTPAXMBaAWTE eLe 5 MUHYT.
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17 fl 1co6s {aTcnbuo| LleTpudyrnpyiite nnaHwet LNP npyu 1000 x g npu KOMHaTHOI TemnepaType B
TeyeHune 30 ceKyH[, 4TO6bl cobpaTb 06pasLbl HA fHE NYHKW.

MomecTuTe nnaHweT LNP Ha MarHUTHbIA WTaTUB MAHUMYM Ha 2 MUHYTI.

MepeHecuTe cynepHaTaHT 13 nnaHweTta LNP B nnaHweT SGP. OCTOPOXHO nepemeLlainTe NUNeTKoi
(BBEPX 1 BHU3 5 pa3).

20 3aneyvaTtaite nnaHwet SCP, a 3aTem UeHTpMdyr npyiite npu 1000 X g Npu KOMHaTHOW TemnepaType B
TeyeHne 1 mMuHYTbI. Cpasy nepexogmTte K 06begnHEHUO0 6MbAnOoTEK.

o5

()ol>camnliclllle 61NN iorek

1104r0TOHKA K 00bENUNCHTO 6UBANOIOK

1 YcTaHoBUTE TeMnepaTypy TepMo6/10Ka, NOAXOAALIEr0 AN LeHTPUMYXHbIX NMPOBMPOK eMKOCTbio 1,5
M/, Ha 96 °C.

2 MpuroToBbTe NeasHyto 6aHto. Oxnagute 6ydep ana passeaeHus ouonunotek (Library Dilution Buffer)
Ha nefsHol GaHe.

3 HauHn Te pasamopaxuBatb KapTpumx MiSeq™Dx SBS v3 (MiScq™Dx SBS Cartridge v3).

llonroloBB>Te Kap3punx c pcarctamu

1 Pasmopo3bTe KapTpuax MiSeq'r Dx SBS v3 (MiSeq™ Dx SBS Cartridge v3) Ha BogsHOW baHe,
codepxKalleil 4ocTaToOuHOe KOMMYecTBO AEVOHM3NPOBAHHON BOAbl KOMHATHOW TeMnepaTypbl, 4TOGbI
NnorpysnTb OCHOBaHWE KapTpUAXa c peareHTaMu Ao YPOBHA BO/bl, OTNEYATaHHOr0 Ha KapTpuaxe c
peareHTamu. lMe gonyckainTe NpeBblEHUS MaKCUMaNbHOIO YPOBHS BOfb.

2 OcTaBbTe KapTPUAXK C peareHTaMun A/ pa3MOpaMBaHUA Ha BOAsHON 6aHe KOMHATHOW TemnepaTypbl
npu6aN3NTENbHO Ha 14ac WaK [0 OTTaMBaHWUs.
3 MN3BneknTe Kap3puaX ¢ peareHTamy U3 BOASHOM GaHW 1 OCTOPOXKHO MOCTYYMTE UM MO CTOJY, YTO6bI

YanuTb BOMY U3 OCHOBAHWS KapTpuaxa. BbICylLU Te OCHOBaHWe KapTpuka. Y6eAnTech, 4TO BOAA He nonana
Ha Kap3puaX C peareH Tamu CBepxy.

[cwnasn paHHa n passenenHe K'ourpons BH\ ipoimci o PhiX (PhiX Internal C4introl)

1 MpurotoBbTe 0,1 N NaOH nyTem 063I0AWHCHMA CNefYyHOLINX 06bEMOB B KOHWYECKOW Npobupke:
Boga, cBo6oaHan ot AHKa3 n PHKas (2475 mkn)
NcxogHbiid KO N pacteop NaOll (25 mkn)

2 MepeBepHUTE NPOGUPKY HECKONbLKO pa3, YToGbl NepemellaTh COAEPXKMMOe.

| 11B1 NY111M.KbI1N1
j Vicnonb3oBaHue cBeXenpurotossieHHoro pacteopa NaOH BaxHo ans feHatypauun PhiX B uensx
06pa3oBaHuNs K/acTepPOB Ha reHeT14ecKoM cekseHaTope MiScqDx.

3 [ns nony4yeHns pasBefeHHOro KoHTpons BHyTpeHHero PhiX (PhiX Internal Control) o6beauHuTte
cnegytowine 06b-eMbl:
KOHTpONb BHYTpeHHuiA PhiX (PhiX Internal Control) (2 mkn)
IX Bytep TE (8 mKkn)
4 [ns nonyyeHuna geHaTypupoBaHHOI0 pa3BefleHHOT O KOHTPONA BHy3peHHero PhiX (PhiX Internal
Control) 06begmuHNTe cnegytowne o6bembl:
Pa3BefieHHbIi KOHTPONb BHYTpeHHMI PhiX (PhiX Internal Control) (10 mkn)
0,1N pactBop NaOH (10 MKJT)

3 KpaTKOBpPEMEHHO MepemMellainTe AeHaTypUPOBaHHbLIN pa3BefeHHbIn KOHTPONb BHYTPeHHMI PhiX (PhiX
Internal Control) Ha BopTekce.
6 KpaTKoBpeMeHHO LEeHTpudyrupyiite AeHaTypupoBaHHbIil pasBefieHHbI KOH3POAb BHYTPeHHUIA PhiX

(PhiX Internal Control), uto6bl cobpaTb CofepXMUMOe.
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7 WNHKybunpyiiTe B TeueHne 5 MUHYT NpU KOMHATHOM TemnepaType AN AeHaTypauum KOHTpons
BHyTpeHHero PhiX (PhiX Internal Control) o oTAenbHbIX HUTENA.

8 [na nonyyeHus pactsopa PhiX B 6ydepe ans passeseHus 6ubnunotek (Library Dilution Buffer)
o6beauHUTe cnegyrowme o6bembl 6ydepa ana passefeHns 6uonuotek (Library Dilution Buffer) n
[leHaTypupoBaHHOTr0 pa3BefleHHOro KoHTpona BHyTpeHHero PhiX (PhiX Internal Control).

[eHaTypupoBaHHbIl pa3BefeHHbI KOHTPOAb BHY3peHHMI PhiX (PhiX Internal Control) (20 mkn)
MpeaBapuTenbHO OXNaXAeHHbI 6ydep ana passegeHusa 6ubnuotek (Library Dilution Buffer) (980 mkn)

Mun3yanbkas npoBepka Kap3puaxa c peai cu ramu

1 MepeBepHUTE KapTPUAXK C peareTamMmn AecsiTb pa3, YToObl MepemMewaTh OTTasBLIME peareHThl, a 3aTem
MpoBepbTe, YTO OTTAsNN BCE MOJOXKEHWS.

mmmMrynnT.

[nA KayecTBEHHOT 0 CEKBEHWPOBAHUS BaXHO, YTOGbI peareHTbl B Kaprpuaxe HOMHOETbI0 03Tasnu U 6biaun
0AHOPOAHBIMY.

MpoBeanTe BU3yanbHbIi OCMOTP pPeareHTOB B MOAOXeHMAX 1,2 u 4, uTo6bl Y6eANTLCS, UTO OHU
MOMHOCTHIO OHOPO/HbI U HE COZLEPXKAT OCafKOB.

OCTOPOXHO MOCTYUYMTE KapTPUAXKEM MO CTONY, YTOGbI YCTPAHUTbL My3blpbKM BO3AYyXa B peareHTax.

i IHiMIMI 4.mun

Tpyb6kn cuctembl nogaym obpasuo MiSeqDx f0OX04AT A0 AHA KaXA0ro pesepsyapa Ana oT6opa peareHTos,
No3TOMY BaXKHO, YTOObI B pe3epByapax HC 6blI0 My3bipbKOB BO3AyXa.

i [lo roToBHOCTU K Havany riporoFia nomMecTuTe KapTpUAX C peareHTaMu Ha fief Uaun gepxuTe npu
Temnepatype oT 2 °C go 8 °C (go 6 yacoB). [N NonyyYeHMsa NyyLnX pe3ynbTaTtoB, nepexoauTe
HenocpeACcTBEHHO K 3arpy3ke o6pasua u 3anycky nporota.

lo;m oTOBKa 00pajiioit A4.39 cekBcMmMpoBanus

[oseanTte 6ydhep ana paseefeHus 6ubnmotek (Library Dilution Buffer) go komHaTHOI TemnepaTtypsl.
MepemeluaiiTe Ha MopTeKkcc M y6e[nTech, YTO BCE OCALKM MOSTHOCTbIO PACTBOPUANCD.

LleHTpudyrupyiite nnaHwet SGP npu 1000 X g Npyv KOMHATHOW TeMnepaType B TeyeHne 1 MUHYTHI.

M3BNeknTe 13 yNakoBKW HOBYIO LLeHTPUDYXHYI0O MUKPONPO6MPKY (fanee 0603HAYEHHYIO Kak
npobupka PAL).

OnpegennTe 06pasubl ;WA 00beSUPIOHNA, KOTOPbIE NMpefHa3HaveHbl 411 CeKBEHMPOBaHUA. Ha Kaxablii
MPOroH CEKBEHNPOBAHMSA MaKCUManbHO MOXHO 06beAUHNTL 12 06pa3uoB/24 6MGANOTEKMN.

MepeHecuTe no 10 MKN Kaxgoi 6M6AMOTEKN ANA CEKBEHMPOBaHUS M3 niaHweTa SGP, KOMOHKY 3a
KO/TIOHKOW, B cTpun ans MNLIP Ha Bocemb npobupok. 3aneyataiite nnaHweT SGP knesiweiica nneHkoli ans
NiaHLeTos.

O6T.efMHUTe 1 nepeHecuTe cogepxumoe ctpuna ana MLLP Ha BoceMb Npo6upoK B Npobupky PAL.
TwarenbHO nepemMellanTe cogepxvmoe npobupku PAL.

M3BneknTe 13 ynakoBku 3 6 HOBLIX LLeHTPUDYXHbIX MUKPONPOOUPOK (fanee 0603HAYEHHbIX Kak
npo6upka DAL).

Job6aBbTe B Kaxayto npobupky DAL 784 mkn 6ytepa ansa passegeHus 6uénuotek (Library Dilution
Buffer).

Jo6aBbTe B Kaxayto npobupky DAL 8 mkn pacTtBopa KOHTponsa BHyTpeHHero PhiX (PhiX Internal
Control) B 6ydepe ansa passegeHus 6ubnuotek (Library Dilution Buffer).. MNepemewaiite nuneTtkoin (3-5 pa3s
BBEPX W BHU3), YTOObI NPOMbITb HAKOHEYHWUK W rapaHTMPOBaTb MO/HbIA NepeHoc.

10 MepeHecuTe B Kaxayo npobupky DAL, cogepxatyyto 6ydep ansa passefeHus 6ubnuotek (Library
Dilution Buffer)., no 8 mkn n3 npobupkn PAL. MepemelwaiiTe nuneTkoil (3-5 pa3 BBepX W BHK3), Y4TOOLI
NPOMbITb HAKOHEYHWK W FapaHTUpOBaTh NOJHbIA MepeHoc.

rn MepemewalitTe cogepxmmoe npooupkn DAL Ha BOpTeKce NMpyM MaKCUManbHON CKOPOCTU.

iimvii unnT.
PasBefeHHy0 6M6nmMoTeky DAL MOXHO XpaHuTb npu Temnepatype ot -25 °C go -15 °C B TeyeHne 30 cyToK.
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12 LeHdundyrnpyitte ogHy npobupky DAL npyu KOMHaTHOW rcMnepaType B TeyeHue 1MUHYTbl, 4To6bI
cobpaTb COLEPXMMOE.

13 NHkybupyiite npobupky DAL B TcpMo6i0Kc npu 96 °C B TeYeHNe 2 MUHYT.
| IIPI NY11P1;xn1;ut
J Cobntoaaiire 0CTOPOXXHOCTb NpU M3B/IEYEHUM NPOBUPKU. MPo6MpKa 1 TepMOBIOK MOTYT 6bMN b FOPAYUMN.
14 Mocne nHkybauuu nepesepHuUTe Npobupky DAL 1-2 pasa, 4To6bl NepemMellaTb COAEPXUMOE, 3aTeM
cpa3y NnepeHecuTe Ha fefiaHy10 6aHio.
15 BbigepxuTte npobupky DAL Ha nefaHoi 6aHe B TeueHMe 5 MUHYT.

iiiniMi yunnr.

UTo6b! rapaHTUpoBaTh 3th(eKTUBHYHO 3arpy3Ky MaTpuLlbl B A4eiiky npoToyHyo MiSeq™ Dx (MiSeq™
Dx Flow Cell), cTaguto TepMuyeckoii ieHaTypaumm nco6.X0AMMO BbIMOMHATL HEMOCPEACTBEHHO Nepef
3arpyskoii cogepxumoro DAL B KapTpugk ¢ peareHTamy MiScqDx. 11po6upku DAL ¢ HOBTOpRoe3sMu

Heo6x0aMMOo noasepraTb TePMUYECKON feHaTypaLum HCMOCPeACTBCLHO Nepes 3ay3Koil reHeTUHeCKOoro
cckBeHatopa MiSeqDx.

CckBenumpoBanue 6M6ANOTEKN
Mcronunk'a

Moapo6bHoe onucaHne NepcuncnepLlbiX Bbille CTafuil CM. B JOKYMeHTe PYyKOBOACTBO CripaBoyHoe npubopa

reHeTu4yeckuii cekseHatop MiSeqDx ans MOS (gokymeHT Ne1000000021961).

1 UT06bl MPOKONOTL NPOKNAAKY-YNIOTHUTENb C MEMOPAHON U3 antoMU}LCBOWA (hONbIM Haf pe3epByapoM
Ha KapTpumxe MiSeq™ Dx SBS v3 (MiSeq™ Dx SBS Cartridge v3), c MapkMpoBKOil 3arpyska o6pasLoB
(Load Samples), ucnonb3yinTe YACTbIA HAKOHEYHUK ANS1 NUMETKW Ha 1w,

2 MepeHecuTe nNunetkoii 600 Mkn 6uGnmnoTekn DAL B pesepByap 3arpyska o6pasyos (Load Samples).
CrapaiiTecb n3ber aTb KacaHWs NPOKNAAKN-YNIOTHUTENS C MeMOPaHOW W3 antoMUHWEBON oL Npu
BHeceHunu obpasua.

3 MpoBepbTe HanMume Ny3bIPbKOB BO3AyXa B pe3epByape nocne 3arpysku obpasua. Mpu Hanuumum
ny3blpbKOB BO3AyXa OCTOPOXHO MOCTY4MTE KapTPUAXKEM MO CTOJY, YTO6bI BbIMYCTUTb My3bIPbKU.
4 BBeguTe uma nonb3oBaTens M Naposb B onepayuMoHHoOe npodamMmHoe obecneveHne MiSeq (MOS),
ucnonb3ys nporpammy Local Run Manager.
f M1 Y Mini;

Ecrm B nporpammy 3arpy»eHbl JaHHble NpeablayLLero nob3oBaTens, Nepes 3arpy3koii AaHHbIX BbiGepuTe
KO.MaHgy «BbiiiT u3 cuctembl» (1,09 Off). 110ATBEPANTC. U To OTOBPAXKAETCSH NPaBUIbHOE UMS NOMb30BaTENS
WM pCryeTpaLMoHble JaHHbIe

5 Ha rnaBHoli cTpaHuue BblibepnTe «lMocnegoBaTenbHOCTb» (Sequence).
6 BbibepuTe NPOroH M3 nepeyHs.

7 MofTBEpANTE YCTAHOBKY MapaMeTpoB MpPOroHa.

8 OuncTnTe fYeiiKy NPOTOYHYHO.

9 3ay3unTe A4Yeilky NPOTOYHYIO.

10 OnopoXHUTe (hnakoH ¢ oTxXofamn n 3adysunTte gnakoH ¢ bygepom MiSegM” Dx SBS (PR2) (MiSeg™”
Dx SBS Solution (PR2)

n 3ady3nTte KapPUaXK C peareHTaMu.

12 [MporoH 3anyckaeTcsa aBTOMaTUYECKM MOCME NPOXOXKAEHUSA NPeSBapuUTEeNbHO NPOBEPKMN.

13 BbinonHnTE NPOMbLIBKY MOC/ie NPOroHa.

Mpoemo ip pe3ynbTaToOB aHanun3a
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HaxXmuTe KHOMKOM MbllK HasBaHue NPOi OHA Ha naHenu ynpasneHus nporpammsl Local Run
Manager.

UTo6bl BbIBECTW Ha 3KpaH OT4YeT 06 aHanuse, HaxmMuTe Tabnuuy «O6pasubl 1 pesynbTaTbl» (Samples
and Results).

Ecnun aHanu3 6bi1 NpoBefeH NOBTOPHO, Pa3BEPHUTE KOHTEKCTHbIA CNMCOK «Bbli6op aHanm3a» (Select
Analy.sis) n BbibepuTe COOTBETCTBYIOLLMI aHaNu3.

[11co6s3alenbilol HaxxmuTe KHOMKOW Mblwy nukTorpammy «Konuposath B 6ydep o6meHa» (Copy to

Clipboard), wh 4To6bl CKOMMPOBAaTb MYyTb COXPAHEHUS B Manke «AHanm3».

n repnpcraums pesynblaTos

Habop peareHToB Praxis Extended RAS Panel komnaHumn «nnioMuHa» npegHasHayeH ans
06HapyXXeHus myTaunii KRAS UNRAS, MEPEYNC/IEHHbIX B laoc.imu .

CBOAHble pe3ynbTaThl aHanM3a NpeacTaBeHbl B Tabnuue «06pasubl 1 pesynbTaTbl». OTUET TakxKe
MOXHO 3KCMOPTUPOBATh.

O ryer o6 aHanuse

B OTYeTe 06 aHanu3e faHHbIX, MOAYYEeHHbIX C NOMOLLbLIO Habopa peareHToB Praxis Extended RAS Panel nogpo6Ho
OMWCAaHO, YCMEeLLHO N NPOLLEe MPOFOH, U COAEPXUT NN KaXAblA uccnegyemblii 06pasel, kakyr-nm60 us 56
myTaumin RAS.

«CTatyc npoloHa» (Run State) B Tabnuue «O6pasubl 1 pes3ynbTatbl» (Samples and Results) nokasbisaer,
COOTBETCTBYET /I NPOrOH CEKBEHWPOBAaHNA MapameTpaMm KayecTBa. ECim B cTaTyce MPOroHa yKasaHO «He MpoLleny
(Fail), Bce 0bpa3ubl 6yayT OTMeYEeHbl Kak HefeCTBUTENbHbIE.

Pc3ynblaTbl aHanuia vccnefyemblX 06pa3LI,OB

ra6nuua pcs>nbrall B aHanmsa 06pasyos

3Ar0;10BOK cTONGLA OnucaHue
HassaHvie 06pa3ua HasBaHue 06pasLia YKa3bIBatoT Mpy CO3aaHUM MPOTOHa.
O6paszeL Pe3ynbTaThbl 1ccneayeMbiX 06pasLoB Mo BLULLALOCTY.

[OelicteuTeneH (Valid) — ykasaHO Hann4ve Wim OTCYTCTBME MyTaluiA NaHeu.
Hepgelictutenen (Invalid)- - HannMuve wm OTCYTCTBME MynaLMiA MaHeN OMNpeaenTb

Hesosmoxno. CM. 0f,
Pesynb3ar PesynbTaTbl ONpeaeneHys MyTaLyii NaHeu B 1CCNeAyeMbIX 06pasLax.
CM. Mvnhnaol IhIIW.ni lul LI VtnpailUui N Mynu nyT thwe H we .bAHHWT Ikl i Hiprhilli,
leH O/ KRAS vim NRAS, B KOTOPOM BblfiB.3eHa MyTaLus, eCim NPUMEHUMO.
OK30H Howmep 3K30Ha B KOTOPOM MPUCYTCTBYET MyTaLyisi, €C/ii MPUMEHNMO.
AMUHOKMCI0TA O603Ha4eHMe a.MMHOKIC/IOTHO 3aMeHbl HO HOMeHKTaType OBLLECTBa Mo UCC/EA0BaHUI0

Bapuauuin reHoma yenoseka (HGVS: Human Genome Variation Society).
11ykneotng, O603Ha4eHVe HyKIeoTMAHOM 3aMeHbl no HGVS.

()6pascy nenencTwu cnen

PesynbTat 06pasua «HegelcTBMTENIEH» MOKA3bIBAET, YTO HalM4YMe WM OTCYTCTBME MyTauum RAS HEBO3MOXHO
onpeaennTb. Ana o6pa3uoB, onpeAeneHHbIX Kak HeeCTBMUTENbHbIE, MOBTOPUTE NPUTOTOBEHNE BUBNNOTEKN,
CeKBEHMpOBaHWe W aHanun3. Ecnm cekBeHMpoBaHMe 06pasya He MPOXOAUT 2 pasa, MOXET OblTb HEOBXOAUMbIM
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NPOBECTM JONOMIHUTENbHbI/ MOUCK M yCTpaHeHWe HencnpaBHOCTeN. Ecnm Bce 06pasubl B MPOroHe
HeAenCTBUTENbHbLI B CBA3M CO CTAaTyCOM NpPOroHa «He npowen», 06paTy recb B CNyX0y TeEXHUYECKOI NOAAEPXKKN
KOMMNaHUN «INNHoMUHA».

MyTuna naHenun 13>1A13eva

PesynbTat 06pasua «MyTauus naHenu BbisiBNEHa» MOKa3biBaeT, YTO 0GHapyXeHa MyTauns RAS. 13oTuete
MpuBeAEH CMMCOK BCEX BbIABMEHHbIX MyTaluid.

M\TaHWH Hanenn He LWNAABNEHO

PesynbTat 06pasta «MyTalnii NaHenn HC BbIABNEHO» MOKa3blBaeT, UTO MyTauuil RAS He 06HapyXeHo.

Melankn KoHTposne] Kadecrsa

MpaBuna Hagnexalieit nabopaToOpHOW NPaKTUKK TPebYT NPoBeLEHUS OLEHKM KOHTPO/AbHOrO matepuana ans
BbISIBNEHMS pa3nnunii B 06paboTKe N TEXHUYECKMX METOAMKax B 1abopaTtopmm nonb3oBaTens, KOTopble MOryT
NMPUBECTU K CYLLECTBErTHON BapnabenbHOCT PesynbTaTos.

1 MMON0XU rcnbHble KOHTPOAWU (KOHTPO/b HAHENH) — KOHTPO/b MaHen Heob6Xo4uM Mpu KaXKAoMm
nporoHe. KOHTPO/b narren umeeT 2 mytaumm - KRAS 3K30H 2 p.Glyl2Asp ¢.35G>A M NRAS 3K30H 3
p.GIn6l Lys c.181C>A. UT06bl KOHTPOAb Narrean 6bin AeiCTBATEIrbITbIM, AO/MKENT GMUTb NOMTYUErr OXMAacMrsii
rerroturr. Ecnn KOHTpONb HeAelcTBUTENEH, MOM/IM BO3HUKHYTb OrMKMOKK rrpy 06paboTke. MporpaMmHoe
o6ecneyeHne He CMOXET MO3rHOCTbIO BbIFTOHUTL MPOrOrT CEKBErTMPOBarrus, 1 Bce 06pasiibl OKaxyTcs
HeeCTB 13 ENbITEIM L.

2 Oi pHuatenbi!bil| KOT ponb (6e3 MmaTpuibl/6e3 AHK) — ucnonb3osarrve 0TPULLATENILHOTO KOHTPONA
(6e3 maTpuubi/6e3 AHK) (xonoctas npoba) HeO6X0ANM MPU KaXXAOM MporoHe. YTo6bl Irpor ofT 6bin
[eiicTBM3eNbHLIM, X03rocTas npoba JOMmKrra BrurnageTb Kak HefelcTBUTenbHas. Ecnu B xonocToin npobe
TTOMyYen HeOXWAAHHTAN pe3ynbTaT, NporpaMmHoe obecneyeHne TIC CMOXET MOMHOCTT,H0 BbIMOMHUTL TIPOT OH
CEeKBEHMPOBaHWA, 1 BCe 06pasLibl OKaXYTCA HeAeliCTBUTENbHbIMU.

3 1lepca NpUMeEHEHUeM AaHHOTO aTTanusa B 1abopaTtopuun cnefyeT BbTNONTTUTL FTOBEPKY
NPOV3BOAMTENILHOCTH aHann3a nyTeM TECTUPOBAHUSA Pa3/IMYHbIX NONOXWUTENbTTbIX W OTPULIATE3THHT.TX
06pa3sL0oB C M3BECTHLIMW XapaKTepUCTUKaMU NMPOU3BOAUTENLHOCTHU.

4 Bce Tpe6oBaHMUs K KOTTTPO/IO KayecTBa AOMKHTW 6bITh BLTNOATTEHbI B COOTBETCTBUM C MECTHLIMMU,
rocyZAapCTBeHHbIMU U/MAU heaepanbHbIMU NPeAnMcaTTUSAMK LT TPe6OBaHMAMMN aKKpeanTaLum.
3 Ecnn NporoH cekBeTTMPOBATTUS TIC NPOLLUEN, 06paTUTECh B CNYXOY TEXHUYECKOW NOAAEPXKKMA KOMMaHWu

«MnniomMnTTa» ;uls NoMCKa W yCTPaTTEHWs HEMCTPABTTOCTE NPOroHa.

Xapakic|)1icTnKI1l NPon3BOANTENBHOCTY

OnpefeneHnsa BCex pacyeToB, UCMOMb3yeMbIX MPU XapaKTepuUCcTuke
npoussogun NC/AblI10CT11

MpoueHT cooTBeTc! BAA 06pa3yoB rpe6osaHnam KoHTpons kadecresa (KK obpasua): npoLeHT COOTBETCTBUSA
06pa3uoB TPe6OBAHMAM KOHTPO/IA KavyecTBa ONpeaensatoT Kak npoueTTT 06pa3LoB, COOTBETCTBYTOLLMX
crneungukaumm Kowpons kayectsa obpasua (dCq <5).

MpOLEHT yCNEWHOro NPOXoXAeHNa NepBoro NporoHa obpasua: TTPOTIEHT YCNENMTHOr0 MPOXOXAEHNSA NEPBOro
nporoTTa o6pa3Tra onpefensioT Kak NpoLeHT 06pa3LoB, A8 KOTOPbIX NO;TyYeH AeACTBUTENbHbINA pesynT.TaT npu
nepBoOM MpOroTTe.

PacueT coTnacoBatTusi: Habop peareHToB Praxis Extended RAS Panel npegrrastrayett gns cneyupuyHoro
o6Hapy>xeHusa 56 myTaLuii B reHax KRAS U NRAS. Habop no3BosifeT OAHOBPEMEHTTO ONpefenaTb Traamuve unm
OTCYTCTBME KaXAON 13 56 MyTauuii B KaXKAOM CeKBeHMpyeMoM obpasue. CTaHLapTOM A9 pacyeToB COOTBETCTBUA
fB/ife3CA NIByTTanpaBneHHOC CeKBeTTMpOBaHme no CaHrepy wam, ecfin ykasaHo, KOH3pOJibHOE YC/I0BueE.

1 O6wwii TrpotreHT cooTBeTcTBUA (OPA; Overall percent agreement) paccumMTbiBatlOT Kak pe3ynbTaTt
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[eNeHns KONMYecTBa MyTaHTHbIX M HEMYTaHTHbIX MOI0XEHWUIA, KOTOPbIE COrNacyTCsa Co CTaHAapTOM, Ha
06LLee KOMMYECTBO BO3MOXHbBIX MYTaHTHbIX U HEMYTaHTHbIX MOIOXEHWUI 418 BCeX AeACTBUTENbHbIX
noBTOpHOCTEN. OPJ1 paccunTbiBalOT ANA KaXA0W MyTauumn ¢ y4eTOM CYLLECTBYHOLMUX 56 MyTauunin Ha oanH
o6pasey. O6WMIA NPOLLEH3 COOTBETCTBUS PacCUMTbIBaNM, KaK NOKa3aHO HUXE:

(Kon-Bo 06pasLoB X 56 MYTaHTHbIX Y HEMYTaHTHbLIX MOJIOXEHWUIA, COBMNaAatoLWMX C NONOXEHUSAMM
cTaHfapTHoro obpasya)/(Kon-Bo 06pa3LoB X 06Wee KOA-BO 56 MyTaHTHbIX U HEMYTAHTHbIX MOJIOXKEHWIA)
= OPA.

2 MpoueHT nonoxutensHoro cooteseTcTeua (PPJ1; Positive Percent Agreement) paccuMTbiBalOT Kak
100% KONNYeCTBO BEPHbIX ONPefeneHnii MON0XNTENbHbIX Pe3ynbTaToB (MYTaHTHbIX MOMOXEHWUNA,
COBNaJaloLmMX C COOTBETCTBYOLWMMUN NOMOXKEHUAMY CTaHAAPTHOro obpasya), AefleHHoe Ha CyMMYy
KO/INYeCcTBa BEPHbIX MONOXUTENbHbLIX Pe3yNbTaToB M KOMUYECTBA IOXKHO OTPULIATENIbHbIX PE3yNbTaToB A/1d
KaXXAon myTauun. MpoLeHT NoA0XMTebHOr0 COOTBETCTBUSA PacCUMTbIBAM, KaK MOKA3aHO HUXE:

KON-BO MYTaHTHbIX NMONOXEHWUIA X KON-BO MOBTOPHOCTEN = KO/-BO BO3MOXHbIX MYTa@HTHbIX MOMOXEHWN

(KON-BO BEPHbIX MONOXUTENbHBIX Pe3ynbTaToB)/(KON-BO BEPHbIX NOMOXUTENbHbLIX Pe3yNbTaToB i KON-BO
NOXHO OTpULATENbHBLIX pe3ynbTaToB) =PPA

MpoueHT oTpuuatensHoro cooteetcTema (NPA; Negative Percent Agreement) paccunMTbiBalOT Kak
100% KONM4ecTBO BEPHbIX ONpefeneHNii oTpuLaTebHbIX pe3ynbTaToB (MYTaHTHbIX MOMOXETTHN,
COBNaJaloLLLMX C COOTBETCTBYIOLW UMW NOMOXKEHUAMY CTATTAAPTHOro o6pasya), AefleHHOe Ha CyMMY
KO/INYeCcTBa BEPHbIX OTpULATENIbHbIX Pe3yNbTaTOB M KONMYECTBA JIOXHO OTPULATENbHBIX pe3ynbTatos. NPA
paccumMTbIBalOT ANA KaXAOW MyTauMu ¢ y4eTOM CyLLec rByTowmx 56 myTtarTuii TraoguH obpasew,. MpoueHT
OTPUTTATE/IbHOrO COrNacus PaccyMTbIBA3TH, Kak MoKasaTTo HUXKE:

(kon-Bo 06pa3LLOB AVMKOT O TUTTa X KON-BO MOBTOPTTOCTEN X 56 HEMYTAHTHT.TX NMOMIOXEHWUA) T (KOM-BO
MyTaTTTHbIX 06pa3L0B X kojt-bo TTOBTOPHOCTEN X KOM-BO HEMYTAHTHbIX TTOMOXEHUIA) = KO/-BO
TTOTETTUMAIbHBIX HEMY TAHTTTbIX TTOMOXEHI

(KoNn-BO BepTTLIX 03pULIATENbLTTLIX PC3yNbTaToB)/(KONM-BO BepTThbiX orpHTiaTejTOHTHX pe3ynbTaToB + KON-BO
NOXTTO MOJIOXUTENbHbIX pe:3ynbTaToB) =NPA

4 MpoueTTT BepHbIX onpegenettuin (PCC; Percent Correct Call) paccunTtbiBatoT Kak 100% KonmyecTBo
BEPTTLIX OMpefeneHnil, fiefleHHOe TTa KOIMYeCTBO MPeAnpPUHATBIX OTTPefeNeTTUiA. STOT TeEpPMUH MCMNONL3YTOT
[N onpefeneTTVs BOCMPOM3BOAMMOCTMW. TaKOW e pacyeT OnMCaTT Kak HPOTTEHT COOTBETCTBUSA (TTPOTTEHT
MONOXWUTENIBHOTO WUIN 03PULATENIbTTON0 COOTBETCTBMUA) B APYT UX aHa/N3 NYCCKUX 1Ce3Tef0BaHMUAX.

PacyeTbl [JOBEpPUTENIbHbIX UHTEPBANOB: PacyeTTn HWXKHUX TPaTTUL, OL4HOCTOPOTTHUX 95% [0BEPUTENTLHTIX

UTT3epBasioB U 2-CTOPOTTHMX 95% [0BEpUTENbHbIX UHTEPBANOB G6T/IM BbINO3THETTHI N0 MeTogZy KnontTtepa-MNupcoTta

(c3poroTo cOOTBETCTBUSA BUTTOMMA3TEHOMY pacnpefeneHunio) AN aHaNUTUYeCKUX UK KIMHUYECKUX 1Ce3Tef0BaHNi

UM NO MeToAy CYMMapHO OueTTKu BusTbcoTTa (rAe yKasaHo) B K3TUHUYECKUX UCCNefoBaHUAX.

JTHanT nycckada roymoc! b - cpaBHeHMe e OPTOroHaNbHbIM MErogom

O6pasubl HUKCUMPOBaHHbIX hopManMHOM, 3anuTbix B TTapadmH (FFPE) TkaHeli n3 6aHKa TKaHei, cobpaHHT/e B
nccnefoBaTTM NaHUTyMymaba, NpoBeAeHHOM KomnaTTueid «AmTeH» (ATngen) (Homep npoTokona 20050203
[uccnepoBatTue 203]), 6611 NMPOTECTMPOBATTHI C TTOMOLBI Habopa peareHToB Praxis Extended RAS Panel. OueHka
06pasTioB Oblfia TaKXKe BbINOAHEHa METOAOM CPaBHETTMSA - ~[BYHanpaBleHHbIM CEKBeHUpoBaHWeM Mo CaHrepy
(Sanger). [3Ts OTleHKM TOUTTOCTM METOAMKU C UCMONT,30BaHNEM Habopa peareHToB Praxis Extended RAS Panel
NPOBOAWAN CPaBTTEHVE COOTBETCTBUIA MeXAY pe3ynbTartaMu, MoayYeHHTAMM C UCMNOMb30BaHMEM Habopa peareTTToB
Praxis Extended RAS Panel n cekBeHnpoBaHusi To CaHrepy.

CtaTyc RAS TraypoBHe cy6beKTa cumTany NOMOXKMTENbHbIM, eCM Yy Cy6bekTa 06Hapy>XMBanu no MeHbTUEN Mepe
ofiHy MyTaumTo. CTatyc RAS Ha ypoBHe Cy6beKkTa CUMTanu oTpuuaTebHbIM, eCin MyTalmnini HeC 06HapyXunBasT.
MpoueHT nonoXxuTtenbHoro cootsetcTens (PPA) paccunTtbiBaloT Kak 100% BepHbIX onpefieNieHunii cy6beKTOB C
NONOXWTENbHbIM Pe3yNbTaToM, le/leHHOe Ha CYMMY KOAn4ecTBa CyObEKTOB C BEPHLIM MONOXUTENbHbLIM
pesynbTaToM M KONMYecTBa CYyObEKTOB C NOXHO 03puLaTeNbHbIM pe3ynbTaTom. MpoueHT oTpuLaTenbHoro
coo3seTcTBMA (NPA; Negative Percent Agreement) paccumTbiBatoT Kak 100% BepHbIX OMpeaeneHnin cyobekToB ¢
OTPULATENbHBIM Pe3ynb3aToM, JefleHHOe Ha CYMMY KOM4YecTBa CyObLEKTOB C BEPHLIM 03pULLaTENIbHbIM
pesynbTaTOM U KO/IMYecTBa CyOBLEKTOB C JIOXKHO OTPULATENbHBIM pe3ynbTaToM. [ByCTOpOHHME 95%
[0BEpUTENbHbIE MHTEpPBabl paccynTbiBaldT no metogy Knonnepa-lNupcoHa (CTpororo cooTBeTcTBMA
6MHOMMANbHOMY pacnpefeneHunio).

N3 1183 yyaCTHMKOB UCCNEJ0BaHUSA CReAYHOLWME YYAaCTHUKN GbINM UCKKOYEHbI U3 aHaIM3a TOYHOCTM (KOMBUHAL UK
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CeKBeHMpoBaHUs no CaHrepy 1 ¢ NoMouiblo Habopa peareHToB Praxis Hxtended RAS Panel): y 358 o6pasubl TKaHM
He 6blnM monyyeHsbl, y 127 nnowagb TKaHW 6blna HeAOCTAaTOUYHOW, My 13 6bIO0 HELOCTAaTOYHOE KO/IMYECTBO
OMyX0NeBbIX KNeTOK. M3 ocTanbHbix 685 y4aCTHUKOB MccnefoBaHns 214 yyacTHUKA GbIN NCKITKOYEHbI B CBA3M CO
3HayeHuem dCq >5,0, 1B CBA3M C He Mogaexalwum oueHkKe 3HadyeHnem dCq, ewie 28 — B CBA3MN C HeyAauHbIM
KOHTponeM KayectBa MiSeqDX u, HakOHel, 1y4acTHMK 6bl UCKIKOUYEH B CBA3N C OLWIMOKOWA Npu 06paboTke
06pa3LaYocTaHOBKOM NMPOroHa. Aas ocTaBlerocs 441 y4yacTHMKa OblAM NMONyYeHbl 4OCTOBEPHbIE pe3y/bTaTbl
CeKBeHNpoBaHMs No CaHrepy 1 ¢ NOMOLUbIO pacluMpeHHOon naHenn RAS Praxis n NnpoBefeHO WX CpaBHEHMeE.

Mpu oueHKe Ha ypoBHe cybbekTa (TO T Ha !")y 230 u3 441 yyaCTHMKA UCCMEA0BaHUS ObIN MOAYYEHbI
NoNoXuTenbHble pe3ynbTaTbl onpegeneHns RAS no metogy CaHrepa (MyTauus, BbiiBNeHHas no metogy CaHrepa);
y 227 13 HUX BbIAN NOMYYeHbl MOMNOXKUTENbHbLIE pe3ynbTaThl onpefeneHns RAS ¢ noMoLlblo Habopa peareHToB
Praxis Extended RAS Panel. ¥ ocTanbHbix 211 13 441 yyaCTHMKa UCCNeA0BaHNA BblNN MOMYyYeHbl OTpULaTeNbHbIe
pesynbTatbl onpegeneHns RAS no metogy CaHrepa (MetogoM C3aHrepa myTauuil He 6bI10 BbISBNEHO); Yy 206 u3
HMX ObINN NOMYYeHbl OTpuULaTeNbHble pe3ynbTaTbl onpegeneHns RAS ¢ NOMOLLbIO paclinpeHHON naHenn RAS
Praxis. B pesynbTate 3HauyeHune PPA coctaBnsno 98,7%, a NPA — 97,6%.

MponeT no.lox!Mc.lbHOT HOTPHLATCABIKNO COOrBCTC!BUA pC3ynblatoB onpeaeneHns RAS Ha
YpOBHe cy6betoa

.MeTtog CaHrepa

Hab6op peareHToB Praxis [MonoxutensOTpuyatedb HTAM
Extended RAS Panel libin

HbIU
pesynbtat pe$ynbTar
110n0Mu TeMbHbIA pesynbTar 221* 5 232
OTpuuaTe/bHbIin pesynbTar 206 209
MToro 230 211 441

CBOfiHblE XapaKTepUCTUKN MPOU3BOAUTENBHOCTH

Cratmes nyeckas oueHka Touye4yHas TouHbIi 95% AH
cornacua oueHka
PPA 227/230 =98,7%  [96,2%, 99,7%)J
NPA 206/211 = 97,6%  [94,6%, 99,2%)]

*"1v1 OLieHKe M0 BeeM MyTaLWsM Ha BHYTPUEYOBEKTHOM YPOBHE Obl10 MOTYYEHO 224 TOUHbIX e0BHAZENUs; 41 2 YYaeTHNKOB
vecnefoBaHMa cmetema MiSeqDx BbisiBIIa MyTaLMIO, OMpeaeneHHyHo no Metody CaT epa. U 1 40NONHUTENbHYHO MyTauuio; 41A
1yvaeTHuKa vccnenoBaHMa MiSeqDx 1 CaHrep BbISBUIM PasfvyHble MyTaLuu.

1yyaCTHMKa BbISBMEHO 2 MyTauuy MeTooM CaHrepa; Y 2 y4aeTHMKOB BbifB/ieHa 1 Mynaums mMetofom CaHrepa.

OueHKa gaHHbIX Oblfa TakKe NpoBefeHa Ha YPOBHe MyTauuu M 0603HaYeHa Kak BepHas nonoxutensHas ([P, true
positive), BepHaa oTpuuatenbHaa (TN, true negative), noxHo nonoxutensHaa (FP, false positive) n noxHo
otuuatenoHas (FN, false positive). B kb -ninec 16 1 lau nmc 17 npeactaBneHsl 3HaueHns PPA n NPA ana kaxgoi
MyTauuu BmecTe ¢ 95% [0OBEpUTENbHBIM UHTEPBaANIOM MO MeToAy KnonHepa-MupcoHa (TOYHOro COOTBETCTBUSA
O6UHOMMANLHOMY pacnpefeneHunto).

[MpoLEHT NONOXUTENBHOIO U OTPHHATENLIOTO COOTBETC!BHA pe3ynblaToB OHpPE.YCNEHNA Ha YPOBHE

s (dCq 15.0)

Jlokanmsaups MyTauus TP FN FP TN Wroro PPA (95% OW) NPA (95% 4W)
KRAS 3K30H 2 c.34G>T 14 0 0 426 440 100,0(76,8-100,0) 100,0 (99,1-100,0)
c.34G>A 9 1 0 430 440 90,0 (55,5-99,7) 100,0 (99,1-100,0)
c.34G>C 0 0 0 440 440 NF.! 100,0 (99,2-100,0)
¢.34_35GG>TT 1 0 0 439 440 100,0 (2,5-100,0) 100,0 (99,2-100,0)
c.34 35GG>AA 0 0 0 440 440 NE 100,0 (99,2-100,0)
c.34 36GGT>TGG 0 0 0 440 440 NE 100,0 (99,2-100,0)

& 000 LHPMH (&7 INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



KRAS I3CH3

KRAS '3k30M 4

*NE = He nogniexu ! oueHke (not estimable)

¢.35G>A
c.35G>T
€.35G>C
c.37G>T
¢.37G>C
c.38G>A
C.3X39GOTT
€.38_39G(>AA
€.38_39GC>AT
c. 175G>A
C.1760G
C.1810A
c.181C>G
C. 182A>T
c.I82A>G
c. 183A>C
c.I83A>T
C.351A>C
c.351A>T
c.436G>A
€.436G>C
c.437C>T
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384
396
427
438
440
399
440
440
440
440
440
440
a1
440
439
435
440
437
438
429
439
437

440
440
440
440
440
440
440
440
440
441
441
441
441
441
441
441
441
440
440
440
440
440

100,0 (93,5-100,0)
95,2 (83,8-99,4)
100,0(71,5-100,0)
100,0(15,8-100,0)
NE
100,0 (91,4 100,0)
NH
NH
NE
100,0 (2,5-100,0)
100,0 (2,5-100,0)
0,0 (0,0 97,5)
NE
100,0 (2,5-100,0)
100,0(15,8-100,0)
100,0 (54,1-100,0)
100,0 (2,5-100,0)
66,7 (9,4-99,2)
100,0(15,8-100,0)
100,0(71,5-100,0)
100,0 (2,5-100,0)
100,0(29,2-100,0)

99,7 (98,6-100,0)
99,5 (98,2-99,9)
99,5 (98,-3-99,9)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,1-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0(99,1-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)

MponeT NOAOXTENbHOIO H oTpuuato. ibHoro eooiBCieiBHTi pesynbTaros oiipe.te.iieiiHM Ha ypoBHe
laium Hiene XRAS (dC'q 5.0)

Nokanunsayma

NRAS )To\\2

My3sanuns
e.34G>T
e.34G>A
e.34G>C
€.34_35GG>TT
c.34_35GG>AA
€.34_36GGT>TGG
e.35G>A
¢.35G>T
€.35G>C
c.37G>T
€.37G>C
e.38G>A
c.38G>r
€.38_39GT>AA
€.38_39GI>AG
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439
441
441
441
441
441
437
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PPA (95% [11)
100,0(2,5-100,0)
NE
NE
NE
NE
NE
100,0 (39,8-100,0)
NE
NE
NE
100,0(15,8-100,0)
NE
NE
NE
NE

NPA (95% V)
99,8 (98,7-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
99,8 (98,7-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)



C.1750A
¢. 176C:>G
C.I1810A
c.l8IC>G
C.182A>T
c. 182A>(i
C.183A>C
C.183A>T
€.351G>C
.351G>T
CA436G>A
C.436G>C
C.4370T

NRAS 3K30H 3

NRAS 3K3on 4

* NE = He nogniexxut oLeHKe
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NE
NE
100,0(59,0"-100,0)
NE
100,0(15,8-100,0)
100,0(47,8-100,0)
NE
100,0(15,8-100,0)
NE
NE
NE
NE
NE

100,0 (99,2-100,0)
100,0 (99,2-100,0)
99,8 (98,7-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0(99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)
100,0 (99,2-100,0)

3HauyeHus obuiero PPA 1 NPA, paccuMTaHHble Ha ypOBHE MyTauuu, 419 KaX0K reHa v na 060Mx reHos (MTOro)
npefctasnedsl 8 u>nth IN [iByctopoHHune 95% poseputenbHble nHTepBanbl agnsa PPA 1 NPA paccunTbiBalOT no
metogy Knonnepa-IupcoHa (CTpOroro cooTBeTCTBMA BUHOMUANBHOMY pacrnpefeneHuio).

Oomnii iiponcm wyonoxurensito! § v OipiliyatonbHoto O | Bd ClBLA pesynbTaros oupeneneHus Ho

Kaxnoll myrauum

Nokanusanma/mywmnmnm TP
KRAS/hce 204
NRAS/rcc 23

Urol( 227
Ha "MJXukc

lixtcnded RAS Panel. Ha pitcNiiK'

FN

5

FP
5
3
8

N
12114
12322
24436

MToro
12328
12348
24676

PPA (95% 1)
97,6 (94,5-99,2)

100(85,2-100,0)

97,8 (95,0-99,3)

NPA (95% AM)
99,96(99,9-100,0)
99,98 (99,9-100,0)
99,97 (99,9-100,0)

MoKayaHo pacrnpejeneHune YacToT MyTauuid, NOMYYeHHbIX C MOMOLLbIO HaGopa pear eHTOB Praxis
MoKa3aHo pacnpejeneHne 4acToT MyTalWii, SKCNepUMeHTaNbHO

onpegeneHHbIX B uccnefosaHmm ‘203 B o6pasuax ¢ NONOXKMUTENbHLIM Pe3ynbTaToM TecTa Npu UCNoNb30BaHUN
o6pasyos FFPE, cogepxawnx >50% onyxoneBoi TKaHW. [Moka3aHo, 4YTo B 60/bLWNHCTBE 06Pa3LL0B 4acTOTbl
MyTaumnili HaxoaaTcs B gnanasoHe oT 0,15 o 0,35. Y 14,9% y4yaCTHWKOB MCCNeA0BaHUA YyacToTa MyTauuii
cocTaBnana <0,15, ay 55,3% y4aCTHUMKOB MCCNeA0BaHMA YacToTa MyTauuin coctasnsana >0,15 n <0,35.

PacnpegenenmMe 4acToT MyTalMii. [t0/1) YeMHbIX C MOMOLLbLIO Habopa peareHToB Praxis Extended RAS
Panel B o6pasuax ¢ lllnoxInensneiM peuxnsiatom (N=235)
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YacToTa \i> rayuii

Kpocc-Tabynauusa pe3ynbsTaToB ONpPefeneHns Ha ypoBHe MyTauuu, nonyyeHHbIX ¢ MOMOLL b0 Habopa peareHToB
Praxis Extended RAS Panel u cekBeHnpoBaHueM no CaHrepy, npeicrasneHbl B CBOAHOM Buie B Tabnuue
HeCcOOTBETCTBMIN Pe3ybTaTOB CeKBEHMPOBaHMS No C3Hrepy 1 ¢ nomolyblo Habopa peareHToB Praxis Extended RAS
Panel (cM. UM I\ 10). BbINo NonyueHo 445 NONOXKUTENbHBIX PE3YNLTATOB CPABHEHUA MEXAY MyTauusamMu,
onpegeneHHbIMW cekBeHMpoBaHMeM no CaHrepy n/unm ¢ nomolybio Habopa peareHToB Praxis Extended RAS Panel
;uls1 441 noanexallero oleHKe y4acTHUKA UCCNeA0BaHus B BbIGOPKe MoAnexaliux oueHKe aHann3os RAS. Y
yeTbipex (4) y4aCTHUKOB UccnefoBaHUs OblN0 BbIABMEHO ABE MyTauuy € NOMOLLbI0 Habopa peareHToB Praxis
Extended RAS Panel, cekseHnpoBaHMem no CaTepy unm o60MMn MeTofamm; No3TOMY KOMYECTBO pe3y/ibTaToB
Ha ypoBHe MyTauuu (N=445) npesblllaeT KONMYECTBO YYACTHUKOB MUCCNefoBaHuUa (Mn-441).

3HaueHuns No guaroHanu Tabnvubl NpeAacTaBNAlOT co60i pe3ynbTaThbl, COTNacytolWmecs Ha ypoBHE MyTauum
(o6oumu MeToAaMu onpefeneHa 0fHa W Ta Xe MyTaums uam 06oMMy MeToAaMn MyTauuii He BbISIBEHO). 3HaYeHns
BHE AMaroHanu npefcTaBnAaOT cob60i He cornacyrowmecs pesynbTarbl. Mo 60bWMHCTBY pe3ynbTaToB 06a MeToAda
cornacytoTcs (434/445, 97,5%); 13 HUX nonyyeHo 206 pe3ynbTaToB OTCYTCTBUA BbISBMEHHbIX MyTaLuil
(oTpuuatenbHbiX). B cTonbue oTpuuaTenbHbIX pe3ynbTaToB, NOAYYEHHbIX MeToAoM C3aHrepa, B 5 cinyvasax
oTMeuyeHbl myTauuu (FP), BbisiBNeHHble ¢ NOMOLL b0 Habopa peareHToB Praxis Extended RAS Panel (Hanpumep, B 1
o6pasue, B KOTOpoM MeTofoM CaHrepa MyTauuil He BbISIBIEHO, C MOMOLLbH Habopa peareHToB Praxis Extended
RAS Panel BbisiBneHa MyTauma KRAS 3k30H 2 ¢35G>A). B cTpoke oTpuuaTenbHbIX pe3ynbTaTtoB ana Habopa
peareHToB Praxis Extended RAS Panel 66110 oTmeueHo 4 cnyyasa (FN) myTaumii, BbisiBNeHHbIX MeTogoM C3Hr epa
(Hanpumep, B 106pasue, B KOTOPOM 1A naHenn RAS myTauuil He BbiSiBeHO, MeTo40M C3Hrepa BblisiB/ieHa
MyTauma KRAS 3K30H 2 c34G>A).

Pe3ynbTaTbl, COOTBETCTBYIOLWME 4 YHACTHMKAM UCCNe0BaHUSA, Y KOTOPbIX GbIN0 BbIBAEHO 2 MyTaLuW MeTOA0M
CaHrepa u/mnn Habopom peareHToB Praxis Extended RAS Panel, oTMeueHbl B CHOCKax K Tabnivue HeCOOTBETCTBUNA,
npuBefeHHol B (a6-unm |u.

& 000 LHPMH (&7 INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



FlaGup pestvinon Prasis Fatended RAS Panel
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Hadop pearcriok Pranas Fatended RAS Paned

Pesynetatel A, B, C 1 D, yxa3aHHble B CHOCKE, IOAYYEHB) AN 4 YHACTHHKOB HCCACLOBARHA H HMEIOT 3HaveRNA B Auchixe TabnHuo
A Y4acTHHK, ¥ KOTOPOro Metoszom Canrepa sbinssteno 2 Myvaunn (KRAS 3xk3om 2 €.34G>A n KRAS »x30m 2 €.35G>T). a ¢ novoulsio naGopa pearentos Praxis
Extended RAS Panel myTaunii se snissieso.

B YyacTHuk. y koToporo merosom Canrepa suisencia | myrauna (KRAS 3130k 2 ¢.34G>T). a ¢ nomowsio waGopa pearentos Praxis Extended RAS Panel poispaena
Ta ke MyTauKn # aononuivenshas Mmytauns (KRAS axson 2 €.34G>T n KRAS 3k3on 2 ¢.35G>C).

CYyacTHuK, y koTOporo meronom CaHrepa BuisencHa 1 MyTauns (KRAS 3x3on 2 ¢.38G>A), a ¢ nosowsio Habopa pearentop Praxis Extended RAS Panel sbissnena
Ta Ke MYTAUMA H AONOAHHTELHAA MyTauus (KRAS k300 2 ¢.38G>A n KRAS uson 2 ¢.35G>T).

D YuacTHuk, y koTOporo Metonom CIUrepa spiapaeHo Ape myTaunn (KRAS sx3on 2 ¢.38G>A n NRAS k304 2 ¢.35G>A), a ¢ nomowsio nabopa pearentos Praxis
Extended RAS Panel smnpnenst te xe Mytaunn (XRAS 3k30u 2 ¢.38G>A 1 NRAS 2x30m 2 ¢.35G>A).
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AHanH IH4ycckasa 4Y\bciBuTenbHoCc!b (Anana3oH BHocumon A HK)

MocnenoBaTeNbHOCTL AECTBMIA MO NPOBEAEHMIO aHanM3a ¢ NoOMoLLbi0 Habopa peareHToB Praxis Extended RAS
Panel BknovaeT B ce6s OLEHKY KayecTBa uMccnefyembix 06pasLoB, MPpUroTosieHne 6MGAN0TEKN 1
cekBeHupoBaHue. KayectBo 06pa3uoB reHomHoin JHK oueHMBalOT NyTeM KOAMYECTBEHHOMO OMnpeaeneHuns
amnanduumpyemocti obpasua OTHOCUTENIbHO KOHTPONbHOW AWVK-MaTpuubl METOAOM KOMMYECTBEHHOW
nonvmMepasHoi uenHol peakuuu (MUP) B peanbHOM BpemeHu. OnpegeneHme amnanuupyemMocT no3sonset
OLLeHUTb KaK KO/IMYecTBO, Tak U KayecTBO o6pa3ua AHK ana oueHkn kadyectsa. MoporoBoe 3HayeHue
KONM4YecTBeHHOro onpegeneHns (Cqg) nonyyars, UCNOMb3ys MaTpULy KOHTPOAS KayecTBa W KaXAblii o6pasel
reHomHoli AHK. Mepoii oueHkn aMnanduumnpyemMocTu ABASETCA M3MEHEHMe NOpora KonYecTBEHHOTO
onpeaeneHus (Cq) mexpgy nccnegyembiM o6pasyom n KoHTponbHon AHK-matpuueii (gensia Cq; dCq). 3HaueHue
dCq ucnonb3ytoT, 4To6bI ONpeAennTb, MPUTOLHO N KayecTBO MccliedyemMoro obpasua fna aHanusa ¢ NOMOLLbLo
pacwupeHHol naHenn RAS Praxis, AN KOTOPOro OHO ABAseTCA Mepoi kKadecrsa u konmyectsa AHK (BBoga AHK).
lMpremnembiM 3Ha4eHWeM A1 [aHHOTO aHanu3a asnsaeTca fenbta Cq <5.

[ns oueHKn npon3BoauTensHOCTM aHanmsa BBog AHK oueHvBanu B gnanasoHe 3HaveHuii Cq ot -0,5 go 5.
YpoBeHb genbta Cq oT -0,5 0 5 COOTBETCIBYET KO/IMYECTBY MCNO/Mb3YEMOI B TFTOM aHann3e MHTakTHol AHK,
cocraenatowemy npnu6ansntensHo ot 1200 Hr Ao 25 H|- COOTBETCTBEHHO.

OueHkKy npoBoaunn gna naHenu m3 9 FFPF o6pa3uoB CRC, Kaxablii U3 KOTOpbIX codepxan lyHWKanbHYHO
MyTauuio Mo nepeyHto U3 Habopa peareHToB Praxis Extended RAS Panel, n 1 FFPF o6pasua CRC gukoro tuna no
OTHOLIEHMIO K MyTauuaM U3 nepeyHs Habopa peareHToB Praxis Extended RAS Panel. Bbinu npeacraBneHsbl
MyTaLumM, Haxoaswmeca B 9k30Hax 2, 3 M 4 reHa KRAS 1 B 3k30Hax 2 1 3 reHa NRAS. YacToTa MyTauuii ans atoin
naHenn Haxogunacb B AnanasoHe npu6aunsutenbHo ot 10% go 20%.

MaHenb 06pasyoB TeCTUPOBaNN B ABYX MOBTOPHOCTAX MpenapaToB 6MBANOTEKN ;WA KaXAoro yposHs Beoda AHK,
npv 3ToM Npu Kaxgom yposHe BBoga AHK pe3ynbTatbl peructpuposany B 06uwein cnoxHoctu 20 pas.
MaKcrManbHbIl YPOBEHb MYNbTUNIEKCMPOBAHMS ANA CEKBEHMPYeMbIX 06pa3LoB cooTBeTcTBOBaN 10 uccnegyembim
obpasuam BMecTe C KOHTPOAbHbIMU 06pasLamun Ha 04UH NPOroH. Bbifo nporectupoBaHo fBa (2) ypoBHA BBOAA
OMK: 1) dCq ot -0,5 g0 0,5 (HOMWHanbHbIA BepxHuil npegen) 2) dCq oT 4 Ao 5 (HOMUHANbLHbLIA HYWKHWUIA npegen).

Bce o6pasubl Ans Kaxaoro ypoeHsa Beoga [AHK nokasanu feliCTBUTENbHbIA pe3ynbTaT nocie NpUroToBieHns
6M6n1noTeKn 1 cekBeHUpoBaHuA npu 100%-HOM MepBOM ycnewHOM nporoHe o6pasya (20/20). OPA, PPA n NPA
paccunTbIBalOT 4N KaXA0N MyTauuu ¢ y4eTOM CyLiecTBYOWmMX 56 myTaumini Ha ogmH o6pasel,. O6WMiA NpoueHT
COOTBETCTBMA OTHOCUTENIbHO MeTOoa CeKBeHMpoBaHUA Ho CaHrepy coctaenan 100% (1120/1120) and Kaxpgoro
ypoBHA BBoAa AHK. TMpoLEHT NON0XKWUTENLHOTo COOTBETCTBMA OTHOCUTE/IbHO METOfa CEKBEHMPOBaHUA Mo CaHrepy
coctaBnan 100% (18/18), a npoueHT oTpuuaTensHoll cooTsetcTeusa cocTasnsn 100% (1102/1102) ana Kaxmoro
ypoBH#A BBoga AHK. Takum o6pa3om, B 3TOM WCCNef0BaHUN NMPOM3BOLUTENLHOCTL aHanm3a ¢c NOMOLLbIO Habopa
peareHToB Praxis Extended RAS Panel npogemoHcTpupoBaHa ans gensta Cq (Beoga AHK) B guanasoHe ot -0,5 fo
5.

YT06bI NOKa3aTb NPOM3BOAUTENLHOCTb A1 NMPO6AEMHbIX 06pa3L0oB, HeCyLMX MyTauum ¢ 4acToTOlW MYTaHTHOrO
annens, NpMbAMKeHHON K npegeny o6HapyxxeHus (MO), 66110 NPOBEAEHO AONONHUTENbHOE UCCNeA0BaHMe.
MockonbKy kKavecTBo AHK oueHMBalOT Ha OCHOBaHMMW TOouku oTceveHus dCq, paBHoi 5,0, Ans OUEHKM Gbin BbIGPaH
HOMMWHaNbHbLIMA AnanasoH KoHueHTpauum Beognmoin AHK (o1 12,5 Hr go 50 Hr), COOTBETCTBYHOLLWIA
npnbnnsuTenbHbiM 3HadeHnam dCq 6-4. Mcnonb3oBanu naHens u3 5 nepemeltaHHbix cmeceli FFPF o6pasyoB CRC,
KaX[bliA N3 KOTOPbIX COAEPXan 2 YHUKaNbHble pernpe3eHTaTUBHbIE MyTaLuyu U3 NepeyHs no Habopy peareHToB
Praxis Extended RAS Panel: ogHy ¢ HU3KUM (Mpn6an3nTensHo 8%) v ogHY € BbICOKUM (NpubansnTensHo 14%)
YPOBHEM 4acToThbl MyTauuu. B gea (2) n3 natm (5) cmeceil 06pa3L,0B BHOCUAN MYNbTUHYKICOTUAHbIVA BapuaHT
(MNV) naHenn RAS ¢ 13BECTHOW KOHUEHTpaynein. [ns oueHKM Kaxaon cmecn FFPE 06pasyoB ncnonb3oBanu Aga
ypoBHs BBoga AHK: ypoBeHb dCq 4-5 cooTBeTcTBYeT NpnbansmTensHo 50-25 Hr cOOTBETCTBEHHO, a ypoBeHb dCq
5-6 cooTBeTCcTBYeT 25-12,5 Hr cOOTBETCTBEHHO MHTakTHOW AHK. PesynbTaThl Ans Kaxpoih m3 5 cmecein 06pasuos
perucTpupoBanu gBeHaguatb (12) pa3 B TeueHune 3 fHei, ngywmx He noapsg, Ha ofvH ypoBeHb BBoaa AHK/genbTa
Cqg 1 yacToTbl MyTauuu. Ha NpoTsXXeHWn BCEro ucciefoBaHUs pesynbTaThl ANs BCEX CMeceil 06pa3uoB
pervcTpupoBanu B 06Leil cnoXHocTU 60 pas; Ans BCeX YPOBHEW 4acTOTbl MyTauuu Ha OAWH YpoBeHb BBOoAa AMK
pe3ynbTaTbl peructpupoBanu 120 pas (2 perucrpauuun pesynbtaTtoB x 2 npubopa [MporoHa cekBeHMpoBaHMUA] X 3
NAYWMX He nogpag AHA X 5 cmeceit). MpoueHT ycrnewHOro nepeoro nporoHa o6pasya coctasnsan 100% (60/60) ans
dCq ot 4 go 51 91,7% (55/60) gna dCq ot 5 go 6. Ana dCq ot 4 go 5 100% (120/120) 3aperncTpmpoBaHHbIX
pe3ynbTaToB MOKasanu oXuaaemyto MyTauuio U3 nepeyvHs no Habopy peareHToB Praxis Extended RAS Panel. Ons
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dCq oT 5 10 6 95% (114/120) 3apernclpupoBaHHbIX Pe3ynbTaToB MOKasanu 0XUAaeMylo My TaLuio U3 NepeyHs no
Habopy peareHToB Praxis Extended RAS Panel. CpefHue 3Ha4YeHUS 4acTOTbl MyTauum OblIM CXOAHBIMU MeXay
ypoBHAMU genbTa Cq, npu aToM B 06pa3uax ¢ genbTa Cq oT 5 4o 6 BapuabenbHOCTb YacTOTbl MyTauuii B Lenom
6bina 6onblue, Yem ;UL Tex e 06pasloB ¢ AenbTa Cq oT 4 40 5. B MccnefoBaHMW NOATBEPAUMN, UTO MyTaLUK,
yacroTa KOTopbix npubnmxkeHa K MO, moryT 6bl Tb ONpeAeneHbl ¢ NOMOLLbI Habopa peareHToB Praxis Extended
RAS Panel npu BBoge AHK, cootBeTcTBytowWwem dCq <5,0 n npnbansnTenbHo 25 Hr nHTakTHOU AHK.

Nnanwnyeckas 4yyBcTBUTeNbHoe! b (Npegen xosnocton npobbl |MXM1 v npegen
o6 HaPYxennga |[MO|)

Mo ONpeaensioT Kak MUHMMa/bHYIO 4acTOTy anfens, npyu KoTopoii el ko onpeaensetca 95% 06pasLioB.
ViccnepoBaHue npegena xonoctoit npo6bl (MXM) n npegena o6HapyxeHus (MO) gna Habopa peareHToB Praxis
Extended RAS Panel 66110 npoBefeHo ¢ ucnonb3oBaHnem 3 cMmeceit FEPE o6pasuoB CRC, KaxAblii U3 KOTOPbIX
cofepXan 2 penpeseHTaTUBHbIE MyTaLuu U3 nepeyHa Habopa peareHToB Praxis Extended RAS Panel npu 5
YPOBHSAX 4acToTbl MyTaunid (npubnusntensHo 10%, 5%, 2,5%, 1,25% u 0%). MpoOroH sTUxX cMmeceii B fBYX
MOBTOPHOCTAX C 2 pasnnMyYHbIMN TOBAPHbLIMW NapTUAMK peareHToB BbINOHANN 5 pasnnyHbIX onepaTtopoB B Te4eHNe
2 MAYWMX HC NOApsfL AHEN, pernespupys pesynbtatbl B 06Lein cnoxHoe! n 20 pa3 Ha 0gHY cMecb 00pas3L0B Ha
OfHY TOBapHyt napTuio. ObLLee KOANYECTBO perucTpayuii pesynbTatoB B UCCNEL0BAHUN 18 BCEX YPOBHEW U
TOBapHbIX NapTuii peareHToB cocTaenseT 600 pa3 (20 pa3 x 5 ypoBHel x 3 cMecu 06pa3y0B X 2 TOBapHbIe MapTun
= 600 pa3). Ana TectupoBaHusa MO npu npegenbHoin npoHyck!KOW cnocobHOCTK aHanmsa obpasua BCe MPOroHbI
BKNtoYanm 10 06pasyoB C KOHTPONAMU B OAHO NMPOTOYHON Aveiike. CMecn 06pa3L0B Moayyanu npu HU3KOM
yposHe BBoga AHK (dCq=4 5). nana3oH pe3ynbTatoB Ana 95% 06HapyXXeHnUs KaxAolh TeCTUPYEMOU MyTauum
HpefesasneH B uuviniu. 20. C ucnonb3oBaHMeM npobut-aHanusa onpegenunu MO ans 6 penpeseHTaTUBHbIX
MyTauuin B guanasoHe 4,2% 5,3% (i;)o mit:i .'<). B uenom atu gaHHble NOATBEPXAAIOT 3aABEHHOE 3HaYeHne 5%.

1lpcncn o6HapLKeHHA

[eH OK30H MyTauus HO

KRAS 2 C3H GA 5,0%
NRAS 3 C. 182 ASG 4,7%
KRAS 2 c.35 G>A 4,8%
KRAS 4 C.436 G>A 5,3%
KRAS 3 C183 A>C 4,2%
NRAS 2 C38 39GT>AA 4,5%

3anB/IeHHbIA ANs AaHHOrO aHanusa npegen xonoctoit npobsl (MXIM) ;uls Kaxgoi 3 56 MyTaL Wit paccUNTLIBaNM C
1CMoNb30BaHMeM 06pasL0B AMKOro TUMa MO OTHOLWEHMIO K MyTauuam nallcnm RAS. B aToM mcciefoBaHum
ncnonb3oBanu 3pu obpasua gukoro tuna (WT). B gaHHOM uccnefoBaHUy pe3ynbTaTbl peructpuposany 60 pas ans
KaXJol nccnefyemoii MmyTaumum Ha ofHY ToBapHyt napTtuto (20 pa3 x 3 o6pasya WT). B aToM mccnegoBaHun 6biaum
MCNO/b30BaHbl ABe TOBapHble NapTun. JTOXHO NONOXMUTENbHbIX Pe3yNbTaToB He 6bl0 Mony4eHo. B ofgHOM 13
C/lyyaeB yacTtoTa My Tauuu NpesblLliana NoporoBoe 3HayeHne, Ho MyTauus Gbina BbigBEHA TONbKO MpK
MCMONb30BAHNUN OAHOTO My/na OIMIOHYKNEOTUAOB U HE MOATBEPXKAEHA B PYIUX, MO3TOMY OHa He Oblna yKasaHa.
KnuHuueckoe iiopoiOBoe 3HaueHWe ycTaHOBNEHO Kak 2,6%.

MpeynsnoHHoe! b

NpoLBvoumoc e Lapri\ii peai cmon

VccnegoBaHve NpeUn3nOHHOCTU NapTUl peareHTOB ObII0 NPOBeAEHO AN CPAaBHUTENbHOM OLEeHKM Habopa
peareHToB Praxis Extended RAS Panel mexay TOBapHbIMU NapTUAMU NPOU3BOANMBIX HabopoB peareHToB. Tpu (3)
napTum Habopa peareHTOB TeCTUPOBAAM C UCMNOJIb30BaHMEM NaHenn u3 5 cmewaHHbiX FFPE o6pasyos CRC.
Kaxgbiii 1'TPE o6pasel, CRC cogepxan 2 YHWKanbHble penpe3eHTaTMBHbIE MYy TalMK M3 MepeyHs no Habopy
peareHToB Praxis Extended RAS Panel: ogHy ¢ HU3kum (Npu6am3nTensHo 8%) 1 0AHY C BbICOKUM
(npn6nn3nTenbHo 14%) ypoBHEM 4acTOTbl MyTauuu. PesynbTaTbl A1s KaXaow us 5 cmeceli 06pasuos
peructpuposanu gseHaguats (12) pa3 B TeyeHune 3 AHel, NAyWmUx HC nNogpsg, ¢ 3-mMa napTmamu Habopa peareHTOB.
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Ha npoTs>XeHnn BCcero uccnefoBaHWs pesynbTaTbl AN BCeX cMeceil 06pa3LoB perncTprpoBanmn B obLiei
CnoxHocTn 180 pas; AN BCEX YPOBHEW 4acTOThl MyTauuun pesynbTaTbl pernctpmposanu 360 pa3. [Ansa Bcex napTuii
1 aHeit 99,7% (359/360) 3aperncrpMpoBaHHbIX pe3ynbTaTOB NOKa3aan 0XWUAAeMY MyTauuio U3 MepeyHs no
Habopy peareHToB Praxis Extended RAS Panel. OgHa MyTauus ¢ HU3KOW 4acTOTOlM 6blna HEBEPHO OMpefeneHa Kak
AUKNIA TUN. NS OUeHKN BapnabenbHOCTU CUCTEMbI AN KaXA0N MyTauun/KaXKAoro ypoBHS 4acToTbl MyTaunii
MPOBOAWAN ANCMNEPCUOHHbIE KOMMNOHEHTHbIA aHanu3. O6Lne cTaHAapTHble OTKNOHEHUSA HaXOAWNUCH B AnanasoHe
o7 0,011 go 0,029. KOMMOHEHT 06LEro cTaHAapTHOTO OTK/IOHEHNS, NpeAcTaBAAloWMiA coboit cTaHaapTHOe
OTK/IOHEHWe A41a NapTumM Habopa peareHToB, HaxoAwnca B AnanasoHe ot 0 go 0,015.

Bocllpon 3nognumocTt

/149 OLEHKN BOCMPOU3BOAMMOCTI pe3ynbTaToB, MOJYYEHHbIX C MOMOLW b0 Habopa peareHToB Praxis Extended RAS
Panel 6b1710 NnpoBefeHO BHELLHee MUCCef0BaHMe BOCNPOM3BOAUMOCTY AN 3 HE3aBUCUMbIX MECT MpPOBeAeHUA
nccnepoBaHnsa (2 onepatopa B 04HOM MeCTe MpPOBEAEeHUS uccnefoBaHus), 1 napTum peareHToB u 3 gHeid
TEeCTUPOBaHUSA, UAYLWNX He noapss. TecTupoBaHUe NPOBOAUAM C 6 XOPOLLO 0XapaKTepn3oBaHHbIMU NaHensMun
o6pasyos 10I—OI\/I-O7I,EI,I/IK u3 KnmHmnyeckmx FFPE 06pa3LoB unm nMHUIA Knetok. Kaxpgas naHenb coctosina ns 10
06pasLLoB, BCero 6b110 NCNONbL30BaHO 60 06pa3L0B AN BCEX NaHenei.

B coctas 60 06pa3L0B naHenu BXOAWIN MO ABe MOBTOPHOCTM 4 YHUKa/bHbIX 00pa3LoB AMKOro Tuna (no
OTHOLIEHUIO K MyTaumnam naHenn RAS), 12 yHWKaNbHbIX MyTaHTHbIX 06pa3L0B C OANHOYHON MyTaumei,
MONYYEHHbIX KakK NPW BbICOKOM, TaK W NPU HU3KOM YPOBHE 4YacTOTbl MyTaLuu, n 2 YHUKanbHbIX 06pa3sua ¢
OfMHOYHOM MyTaumeir, NOAyYeHHbIX TONbKO MPWU HU3KOM YPOBHE HYAacTOTbl MyTauun. [na KaXAoro YHUKanbHOro
uccnefyemoro obpasya/obpasya ypoBHS 4acTOTbl MyTaLuWil, TECTUPYEMOr0 B KaXX4OM MPOroHe B ABYX
MOBTOPHOCTAX, AO/IXHO ObITb MOMYyYeHO 36 MONOXKMUTENbHBIX PE3YNbTaToOB (2 MOBTOPHOCTM X 2 onepaTopa X 3 fHA
X3 mecTa npoBefeHns nccnefoBaHns), ecnu Bce pesynbTaTbl AeiiCTBUTeNbHbI. 3HaYeHns genbTa Cq ANA KaXAoro
13 06pa3LoB NaHenn aHanMsa BOCMPOM3BOAUMOCTM HAXO4WUIUCh B AnanasoHe oi 3,64 fo 4,08.

OueHKy npoueHTa TouHbIiX onpegenenunii (PCC; Percent Correct Call) gna Bcex MyTaHTHbIX 06pa3LoB 1 06pa3uoB
OVKOTO TWMa NpoBOAUAN NYTEM CPaBHeHWA pe3ynbTaTa onpefeneHns ¢ NOMoLbI0 Habopa peareHToB Praxis
Extended RAS Panel ¢ oxujaeMbiM pe3ynbTaTtoM onpefeneHns mytaunu (obHapy>xXeHa unn He obHapy>KeHa
oXujaemas MyTauus) B Kaxgom obpasue. PCC paccuuTbiBaloT kak 100% KOMMYECTBO BEPHbLIX OMpeAeneHuit,
[leNleHHOe Ha KO/IM4YeCcTBO MPenpUHATLIX onpeneneHunii. [BycTtopoHHMe 95% A0BepuTeNbHbIE MHTEPBabI
paccuMTbIBalOT MO MErogy CyMMapHOiW oueHkn BunbcoHa.

Kaucc | Bcunas ouc'nmka BOCNpPOU serognmMocTn

Mpy 06beAUHEHUN JaHHbIX 418 MeCT NpoBeAeHNs UCCNef0BaHNA NPOLEHT YCMEWHOro NporoHa Ans nepeoro
nporoHa obpasya unm B o6pasuax, TECTUPYEMbIX B MPOroHax, KOTOpble 6bINN AeACTBMTE/bHbI C MEPBOr0 pasa,
cocTaBnan >94,7%. MNpoueHT To4HbIX onpegeneHunii (PCC) Ha ypoBHe MyTauuu Ans BCEX MyTauwid BO BCex
MYTaHTHbIX 06pa3uax coctaenan 99,6% (905/909) 3a UCKOYEHNEM JaHHbIX HeyfAauyHbIX 06pa3uoB. Konnmyectso
NpeanpuHATBIX ONpefeneHnid 4is Bcex 56 MyTaumnii naHenn He3aBMCUMMO OT TOTO, 6bifia M 06HApYXeHHas MyTauns
0XWgaeMoi, ona Bcex AeicTBMTeNbHbIX 06pa3LoB cocTaBnsano 58 856 (56 x 1051). Cpegm atux 58 856
3KCMepMMeHTaNbHbIX Pe3ynbTaToB HabntoAaemMble N OXMUAAEMble pe3yNbTaTbl, MOMYYEHHbIe HA YPOBHE MYyTaLuWii,
6bIN HecornacoBaHHbIMM TONbKO B 6 cny4vasax; PCC Ha ypoBHe MyTauumil Ans Bcex 06befMHEHHbIX MYTaHTHbIX
06pasyoB 1 06paslyoB AMKOro Tuna cocTaBnsn 99,99% (58 850/58 856).

> ' W IIC2! npeacTaBneHbl 3HaueHns PCC Ans Kax[oro U3 26 yHUKanbHbIX MyTaHTHbIX 06pa3L,08/06pa3LoB
YPOBHS 4acToTbl MyTauuii (06beANHEHHbIE MOBTOPHOCTM AN 2 06pa3L0B MaHenn) u cooTBeTcTBYOWMe 95%-¢e 2-
CTOPOHHME cymmapHbie .
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mciii TOYHbIX ONPC/IC/ICHUI Ha \POBHE M)TaLHH /51 OTACAbHbIX YHHKaMbHbIX M\ lamubix
non yposHAa uacTto 111 myTaumii (Honnexaras oueHke BbiGopKa aHanH la)

yraa 3K3on annomenora oonosanns N onponencimn (i) 9% AN
11uskuit (347 sksom 2 p.(ilyl2Cys c.34G>T 36  36/36(100%) (90,4, 100)
p.(ilyl2Arg c.34G>C 36  36/36(100%) (90,4, 100)
p.(ilyl2scr c.34G>A 35  35/35 (100%) (90,1, 100)
p.Glyl2Ala c.356>C 35  35/35 (100%) (90,1, 100)
p.Glyl2Asp c.35G>A 36  36/36(100%) (90,4, 100)
p.Glyl2val c.356>T 36  36/36(100%) (90,4, 100)
p.Glyl3Asp c.38G>A 35  35/35 (100%) (90,1, 100)
(14 aksom 2 (Bec o6pasysl) 249 249/249(100%) (98,5, 100)
(141 skson 3 p.GIn6L Ills c.I83A>C 33 33/33 (100%) (89,6, 100)
(14 aksom 4 p.Lysl 17Asn  c.351A>T 35  33/35 (94,3%) (81,4, 98,4)
p.Alal46 Thr  c.436G>A 36 36/36(100%) (90,4, 100)
K R | 5 3K30H 4 (BCe 06pasLbl) 71 69/71 (97,2%) (90,3, 99,2)
(14 (sce axsonb) 353  351/353 (99,4%) (98, 99,8)
14 sksom 2 p.Glyl2Asp c.35G>A 31  31/31 (100%) (89, 100)
IF4 sksom 3 p.GIn61 Arg c.I82A>G 33 33/33 (100%) (89,6, 100)
IFhY skson 4 p.Lysl 17Asn c.351G>T 35  35/35 (100%) (90,1, 100)
p.Alal46Thr  c.436G>A 35  34/35 (97,1%) (85,5, 99,5)
N R ) S 3K30H 4 (Bce 06pasLbl) 70 69/70 (98,6%) (92,3, 99,7)
14 (ece axsombl) 134 133/1.34 (99,3%) (95,9, 99,9)
RAS (BCe 3K30HbI) 487  484/487 (99,4%) (98,2, 99,8)
[BbICOKMIA (141 skaom 2 p.Glyl 2Arg c.34G>C 33 33/33 (100%) (89,6, 100)
p.Glyl 2Ala c.356>C 36 36/36(100%) (90,4, 100)
p.Glyl 2Asp c.356>A 36  36/36(100%) (90,4, 100)
p.Glyl2val c.356>T 35 35/35 (100%) (90,1, 100)
p.Glyl3Asp c.38G>A 36 36/.36(100%) (90,4, 100)
(11 akson 2 (ce o6pasypl) 176 176/176(100%) (97,9, 100)
(147 akson 3 p.GIn61 His c.I83A>C 35 35/35 (100%) (90,1, 100)
(14 skson 4 p.Lysl 17Asn  C.351A>T 36 36/36 (100%) (90,4, 100)
p.Alal46Thr  c.436G>A 35 35/35 (100%) (90,1, 100)
(147 axson 4 (sce o6pasup) 7 71/71 (100%) (94,9, 100)
(147 (sce aksombl) 282 282/282 (100%) (98,7, 100)
IF 1) skson 2 p.Glyl 2Asp c.35G>A 34 34/34 (100%) (89,8, 100)
I 4 skson 3 p.GIN61 Arg C.I182A>G 34 .34/34(100%) (89,8, 100)
I 4T skson 4 p.Lysl 17Asn  ¢.351G>T 36  35/36 (97,2%) (85,8, 99,5)

p.Alal46Thr C.436G>A 36 36/36 (100%) (90,4, 100)

1147 akson 4 (sce o6pasupl) 72 71/72(98,6%) (92,5, 99,8)
IHEY (sce aksomb) 140 139/140 (99,3%) (96,1,99,9)
RAS (Bce 3K30HbI) 422 421/422 (99,8%) (98,7, 100)
NelvcT 2017 OokymcT 4* 1000000037190 vOO 143
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Hadop pearciios Prasis 1 vended BAN Puneld

Beero Bee Mytanuun nanceam 909  905/909 (99.6%) (939, %.8)

™ Ninycroponine 95% noBEPHTEABHBIE HHTCPBATH PACCTHTHIBAIOT N0 MCTOLY CyMMapHOiH oueHky Bunscona,

PIPOIRTO T0MIIN D2PC ICICHHE G A PORHE OUPIEE T I8 ORI THROTS 11060 TR0 8 AT O1CHR
EIRIOPKS ailg 1)

Mpouent rovupix

Obpasen N onpe.eensiy 95% A1}

, (%) . -
Jlukui than | 35 35/35 (100%) (90,1, 100)
Hpkwii van 2 36 36736 (100%) (90.4, 100)
Jlukuii Tan 3 36 36/36 (100%) ) (904, 100)
Hpkudi tan 4 35 35/35 (100%) (90.1. 100)
Beero 142 142/142 (100%) (97.4, 100}

M flsycTopornue 95% N0BEPUTCIbHBIC HHTEPBANK PACCHHTHIBAIOT O METOAY CyMMapHOi olenkh Binkcona.

Arden 20 o Jlonyviens N FOOGOGOST 190 wan M
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Hadop peareniog Pravis Taended RAS Pane)

NPEACTABNCHB PE3YALTATH KOMIOHEHTHOTO IHCNEPCHONHOTO AHANHIA HACTOTH MYTAUHT W HTOFOBAR AHCNIEPCHA ANA NOUIeKawEeH oueHke Bubopke
ananusa (An3 4acToTel MyTaunhi). Pe3y;IbTaTl MOKA3aHK 1A KAKIOTO YHHKLILHOTO MYTaHTHOTO o5pa3ua/obpasua ypoBRE 4acTOTH MYTauHi, obbeaNNENRLIX ANA
MECT NPOBEACHHA HCCTEIOBAHNA.

NI H I PACICTHER DISCHI 100 UDOPOHIE LU M IHRIE NG IHIIN MY GIHEITRIN COPEII0R 1 OO 3108 APUBHS Hac 1O TSN LA L0 LICASTTAN
CHUHRY BEICOPRD QIRL D1 B Sad TS S Ldiimn

SD L
Mecia L{enw (vmeero "
Vposeun Y soH Savena Saviena N Cpe.oms 4aciera nponcicun Oucparop {caiin) UpOBCICHNN, Hon '::’:m P llu:;;m:c
L5gr T BMIHOKNCIGTHE  OCHORANNR MY TOUNY Hee e 0nan  SD(% KB  annamow) SB(% o K o L
un KB) (% KB) {% KB)
(% kB)

Huzkuit KRAS 3om 2 p.Gly12Cys ¢.34G>T 36 0.080 0,003 0.003 (4.0} 0,000 (0.0} 0.009 0.0t0
(4.0 110.8) (2.2

p.Glyl12Arg €34G>C 36 0078 0,020 0.004 ¢5,3) 0.005 (6.6) 0,008 (9.8) 0,022

(25.2) {28.3)

p.Glyi2Scr c.34G>A 35 0,080 0.005 0.000 (0.0) 0.000 (0.0) 0.011 0,012

(6.1} 1319 {15.2)

pGlyl2Ala ¢.35G>C 35 0072 0.000 0.000 (0.0} 0.010(13.8) 0.013 0.016

(0,0 {17.5) (22.2)

p.Glyl2Asp ¢I5G>A 36 0.072 0.000 0.000 (0.0} 0,002 (3.4) 0.013 0.014

(0.0} Q8.7 (19.0)

p.Glyl2Val ¢.35G>T 36 0,083 0,002 0.000 (0.0 0,000 (0.0) 0.009 0.010

3.0 ann 1.9

p.Glyi3Asp c38G>A 38 0,092 0.000 0.000 (0.0) 0.015 16,7 0.017 0.023

0. (189 (25.3)

KRAS y3on 3 p.GIn6lHis c.183A>C 33 0,086 0,000 0000 (0.0 0.000 (0N 0.on 0.01)
(0.0) {129 (12.9)

KRAS »w3on 4 p.Lysl 1 7Asn c.IS1IA>T 33 0.090 0,000 0.000(0.0) 0,003 (3.1) 0.010 0010
oM 110.7) (11.2)

p.Alal46Thr ¢.436G>A 36 0.099 0,005 0.000 (0.0} 0.000 (0,0) 0,009 (9.4) 0.010
45 {10.6)

NRAS w30m 2 p.Glyl 2Asp ¢.35G>A k)| 0,078 0,002 0.000 (0.0) 0.000 (0.0) 0,009 0,010
Q29 (2.1 (12.9)

NRAS wion 3 p.Glinbt Arg ¢.182A>G 33 0.097 0.000 0.000 (0.) 0,002 (1.8) 0.009 (9.5) 0.009
0.0y (9.6}

NRAS wion 4 p.lys117Asn e 351G>T 3s 0,086 0.00) 0,002 (2.4) 0.003 (3.9 0.007 (8.4) 0,008
.7 9.7
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YpoBeHb

Bblcokuii K R A S

BbicoKknii N R A 5

AHanuTunyeckas cnemmnunyuHocTb (1imrepepnpyk)1lle Beweersa)

TK30H

3K30H 2

3KJ/I0H 2

3K30H 3

3K30H 4

3K30H 2

3K30H 3

9K30H 4

3ameHa

aMmmnok11C.101kbl

p.Alal46Thr

p.Glyl2.Arg

p.Glyl2Ala

p.Glyl2Asp

p.Glyl2val

p.Glyl3Asp

p.GIn61 His

p.Lysl 17Asn

p.Alal46Thr

p.Glyl2Asp

p.GIn61 Arg

p.Lysl 17Asn

p.Alal46Thr

3ameHa

OCHOBaHUNA

C.436G>A

€.34G>C

€.35G>C

c.35G>A

c.35G>T

c.38G>A

c.I83A>C

C.351A>T

C.436G>A

c.35G>A

c.182A>G

€.351G>T

Cc.436G>A

35

33

36

36

35

36

35

36

35

34

34

36

36

CpeqaHss yacrora Hposenenns OnepaTop (caiiT)

MYyTraHWH

0,080

0.230

0,281

0,259

0,206

0,263

0,259

0,267

0,277

0.274

0,281

0,258

0,258

Sl)a.iq

Mccia

|tcc.iegoBaH
ns

(% KB)
0,006
(6,9)
0,047
(20,4)
0,009
(3.3)
0,000
(0.0)
0,000
(0,0)
0,000
(0,0
0,000
(0.0)
0,008
(3,0)
0,000
(0,0)
0,000
(0,0)
0.000
(0,0
0,010
(3,9
0,000
(0,0

Sl) (% KB)

0,000
0,0
0,004
a7
0,000 (0,0)
0,000 (0,0)
0,000 (0.0)
0,000 (0,0)
0,000 (0,0)
0,007 (2.6)
0.000 (0,0)
0,000 (0,0)
0,000 (0.0)

0,010(3,7)

0,000 (0,0)

.leHb (Mecto
HPOBEeAEeHHS,
aHa.lH1HK) SI) (%
KB)

0,000 (0.0)

0,000 (0.0)

0,008 (2,9)

0,005 (2,0)

0,000 (0,0)

0,000 (0,0)

0,000 (0,0)

0,003 (1,2)

0,000 (0,0)

0,000 (0,0)

0.000 (0,0)

0,012(4,5)

0,000 (0.0)

SD
HOBFOPHOCTH
(% KB)

0,016
(20,5)
0,019(8,1)
0.013 (4,7)
0.015 (5,8)
0,020 (9,9)
0,024 (9,3)
0,013(5,0)
0,014(5,3)
0,015 (5,6)
0,013 (4,8)
0,012(4.3)
0,045

(17.3)
0,014(5,6)

MTorosoe
SD
(% KB)

0,017
(21,7)
0,051
(22,1)
0,018
(6.5)
0,016
(6.2)
0,020
(9,9
0,024
9.3)
0,013
(5.0)
0,018
6.7)
0.015
(5.6)
0,013
(4.8)
0,012
4.,3)
0.048
(18,7)
0,014
(5.6)

WccnegoBaHne BAUSHUA UHTEPREPUPYIOLLMX BELLecTB Gblfo NPOBEAEHO ANS OLEHKW BAUSHWA NOTEHLMaNbHbIX UHTEP(EpMPYHOLLMX BELLECTB HA BbIMOHEHNE
aHanu3sa c nomollblo Habopa peareHToB Praxis Extended R.\S Panel. OLleHKy NpoBOAMAM B MPUCYTCTBUM 3K30TEHHbIX BellecTB (MapaguMHOBOro BOCKa, KCUONa,
3TaHoMa U NpoTenHasbl K, pacTBOpPOB ANs BbIAENEHUS), & TAKXKE IHAOTEHHbIX BELLeCTB (HEKPOTUYECKON TKaHU U reMorno6nHa).

41 Nok\ meHT > 10)(0)()0()00T71K) \ 01

& 000 LHPMH (] INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU

Ne| \cT 2017 |



'YKIOTenHble BeL,ecTBa

Viccnepyemble 3K30TeHHbIE BELLECTBa NPeACcTaBAAT co60i pacTBOPbI A1 BblAeNeHUs, 06bIYHO MCMOJb3yeMble B Mpouecce BbigeneHus AHK, nepeyeHb KOTOpPbIX
BMECTE C UCCMeAYEMbIMU KONMYECTBaMM NpUBEAEH B . THM . Bbino npotectupoBaHo nsTHaguath (15) FFPE 06pasyoB KONOPEKTaTbHOr0 paka Ha 0gHO
UHTEpepupytoLLee BELLECTBO M NPOBELEHO CPaBHEHME C KOHTPONbHbIMU 06pa3uamu, He MNOABEPraBLUIMMUCS BO3L4EACTBUIO. ITW 06pasubl NpeAcTaBnsan coboi
o6pasLbl AMKOro TUMa, He CoAepXKallue .MyTauuil U3 nepeyHs no Habopy peareHToB Praxis Extended R.AS Panel (5/15 06pa3LoB), a Takxe 06pasLbl, cogepxatimne
pacnpocTpaHeHHble MyTaumu 13 aToro nepeyns (10/15 o6pasyoB). MakCMManbHbIA YPOBEHb MY/bTUNNEKCUPOBAHUS 419 CEKBEHMPYEMbIX 06pa3L,0B COOTBETCTBOBA
10 nccnepyembimM 06pa3LaM BMeCTe ¢ KOHTPONbHbIMU 06pa3LaMn Ha OAUH MPOroH.

IK'cnegy emble BelleciHa

11| lcpdpep|dyrowice sciucciso <I>ak*|nuccKoe K'o.TUecuo [MKM/25 MKM ».iioaial
PacTBop Ana AenapaduHu3aLmm 1.69 X 10"

MapauHOBbIA BOCK (B KCUONE) 2,50 x

Keunon 2,50x10-" ~ ~ ~
JrtaHon 1.69 xt0-0-' ~ ~
MpotenHasa K 3.30 X 10-"

MpoMbIBOYHBIA pacTeop, N 6.25 X 10-"

1-KpaTHbIi1 NpoMbIBOYHBIN pacTBop, P 6.25 X 10-»

MpombIBOYHBINA Bydhep AWL 6.25 X 10-*

IMpo.MbIBOYHbIA Gydhep AW2 6.25 xToN'

[nsa Bcex nccnefoBaHHbIX 3K30TeHHbIX BellecTB Bce 15 06pa3LoB COOTBETCTBOBAAN TPEOGOBAHUAM OLLEHKWM KOHTPONA KavecTsa o6pasuos (15/15, 100%
NMPOXO0X/eHMe NpPoroHa 06pas3L0B KOHTPOS KayecTBa), M MOc/e NPUroTOB/IEHNS GUBIMOTEKN U CEKBEHMPOBAHMS OblN MOMYYEHbl AeACTBUTE/bHbIE Pe3ybTaThl
(15/15, 100% ycneLwiHOe NPOX0OXAEHWE MepBOro NPOroHa).

OPA, PP.J1 n NP.A paccuMTbIBalOT 4151 KaXA0N MyTauuu C y4eTOM CYLLeCTBYHOLWMX 56 MyTauuii Ha ofmH obpasel. Ans Bcex 15 06pa3yoB Ans BCeX 9 3K30TMeHHbIX
BELLECTB 6blfI0 MOKA3aHO COOTBETCTBME C KOHTPO/IbHbIMU YCN0BUAMM 6€3 BO3AENCTBUA BO BCEX MYTAHTHbIX U HEMYTAHTHbLIX MOMIOXEHUAX. JIOMHO MONOXUTENbHbIX
W JIOXKHO OTPpULAaTEe/IbHbIX Pe3ynbTaToB He Habnofann. Hu 0fHO M3 NOTeHUMaNbHO MHTEPhEPMPYIOLWMX BELeCTB, OLeHWBAeMbIX MPU MaKCUMa/bHbIX
KOHLIEHTpaLMsX, NCNOb30BaHME KOTOPbLIX OXKnAaeTcs B npouecce BblgeneHns reHomHon AHK (8 4HK) n3 FFPE TkaHW, He BAMSIET Ha BbIMO/IHEHWE aHann3a ¢
nomolLyblo Habopa peareHToB Praxis Extended RAS Panel.

3uporemHble Beutee lBa (IeMorjcoim )

Bblno nNpoBefeHO TeCTUpOBaHMe Kax4oro u3 naTHaguaty (15) FFPE o6pasyos CRC B npucyTCTBUM MAW B OTCYTCTBME 2 MI/.M1 FeMOrio6nHa «BbICOKON
KOHLEHTpauMmn» B COOTBETCTBUM C onpeaeneHreM VHCTUTYTa KNMHUYECKMX W nabopaTopHbix cTaHgapToB (CLSI; Clinical and Laboratory Standards Institute). 3tn
o6pasubl NpeacTaBnsanm coboli 06pasubl AUKOTO TUNA, He COAepXKallLMe MyTaluii U3 NepeyHs no Habopy peareHToB Praxis Extended RAS Panel (5/15 o6pasLoB), a
Takxke o6pasLbl, CoAepXKalle pacnpocTpaHeHHbIe MyTaluMK M3 NepeyHst No Habopy peareHToB Praxis Extended RAS Panel (10/15 06pa3yoB). MakCcMManbHbIi
YPOBEHb MYNbTUMNEKCUPOBAHUA A1 CEKBEHUpPYeMbIX 06pa3LoB cooTBeTcTBOBaN 10 nccnefyembiM obpaslamMm BMeCTe C KOHTPO/bHbIMW 06pa3uaMun Ha OAWH NPOTOH.
Bce 15 06pa3uoB cOOTBETCTBOBATM TPe6OBaHUSAM OLEHKMN KOHTPONAA KavecTBa o6pa3uos (15/15, 100% npoxoXaeHue nporoHa 06pa3LoB KOHTPOSA KayecTBa), W
nocne NPUroToBAEHNS BUBANOTEKU N CEKBEHMPOBAHUA ObIIM MOMYyYeHbl BasuaHble peaynbTatbl (15/15, 100% ycnewHoe NpoXoXAeHue nepBoro nporoxHa). [Ans scex
15 06pas3sLoB Obl/I0 NOKa3aHO COOTBETCTBME C KOHTPO/IbHLIMMW YCN0BUAMK 6€3 BO3AENCTBUA BO BCEX MYTAHTHbIX W HEMYTAHTHbIX MOMOXEHUAX. JIOXKHO
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Hadop peatenies Pravis T aended RAN Pand

ROJIOKHTEILHBIX HAK JOKHO OTPHUATENBLHBIX PE3YNLTATOR He Habmonanu. MCCAenOBaHHAA KOHLIEHTPAUHA FEMOTNOOHNA HE BIHSET HA BHINONHCHHE BHAH3A ¢
nomowmbio HaGopa pearewros Praxis Extended RAS Panel.

HICRponigsecsas tkane.

Jha oueHkn o5pa3loB PHIOTCHHON HEKPOTHUECKOH TXaHW nenonblosank naTHaauate (15) FFPE obpa3suoce CRC. B coctae xoropbix Bxoanns obpasiisl AMKONO
THRA, He coaepxalune MyTauni u3 nepeuna no nabopy pearentos Praxis Extended RAS Panel (10/15 oGpazuos). a taxke ofpazusi, coaepxalme
PacTpOCTPaHeHNbIe MYTAUHH K3 3TOFO nepeyna (5715 obpaiuoe). n 10-80% nexpornuecxoil Tkany, onpeneneHHON B X01€ NATOIOTHYECKOTO HCCACAOBAHUA.
MakcHMaNbHbBIH YPOBEHb MYALTHILIEKCHPOBAHHA iANA CEKBEHHPYEMBIX 06pa3nos cooTeercTeoban 10 HecacayembiM 00pasiam BMecTe C KORTPOALHBIMH O0pasuaMy
Ha oavn nporon. Jlina 14/15 obpazuos 6ui.10 NOMYYEHH PAAHIAHBIE PEIYALTATH NOCHE NpurotTosieHna SnbanoTexn u cexvennposanna (93.3% nepaoro ycnewuoro
nporona o6pa3uon). OGWIKA NPOUEHT COOTBETCTEHA OTHOCHTENLHO METOAA CeKBCHHPOBaHNA No CIHTepY cocTainn 99.9% (783/784). PPA cocrasnan 100% (4/4). a
NPA coctaensn 99,9% (779/780). Oaun (1) BUARACHHBIH OAHO NONOXKHTENLHBIH PEIYIbTAT. BEPOATHO, GbiI CBAZAR ¢ TEM, YTO 4ACTOTA MYTAUHH Obina HKe
npeaena oGHapyKeHna 018 cexaeHnpoBans no Canrepy. Takum oGpasom. wabop pearentos Praxis Extended RAS Panel cooTeercreyer XapakrepucTikaM, ecih
TiaHb conepxut 10-80% nexposa.
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MccnenoBUHNA no onpefeneHNo UHTepBana 3aHun bl

B WCCMef0BaHUSAX MHTepBana aaluTbl NOC/EA0BATE/IbHOCTU BbIMOHAEMbIX JEACTBUIA B aHa/IM3e C NOMOLLbH
Habopa peareHToB Praxis Extended RAS Panel npoBognnn oueHKY OTAENbHbIX CTaAWiA: OLEHKY KayecTBa o6pasua,
NPUroToBAEHNS BUGNNOTEKN U CEKBEHHPOBaHMA. [1N19 MOBbIWEHNSA CTeNeHN pa3Hoo6pasnsa myTayuii B
nccnegyemble o6pasybl BKAOYanu reHomHyw AHK FFPE TkaHei n reHoMHyw OHK nuHuWii kKneTok. Ycnosus
NPUroToBneHns 6M6INOTEKN UCCNefoBann NpM MakCMManbHOM YPOBHE MYNbTUMAEKCUpoBaHUS 06pasyos, (10
06pa3LoB Ha OAWH MPOTrOH).

OueHKa Kadccrmna obpasuos (cranma ko.immeci Bemioii MLP)

MATb 06pas3uoB reHomHon AHK nccnegoBany Npu pasnnmyHbIX CPOKaxX XpaHeHWs CMecu Ans KoimyecTBeHHoin HLLIP
N peakLMoHHON cMech. MOCKONbKY M CMeCb AN Konu4yecTBeHHol MLIP v peakyMOHHYIO CMeCb MCNOMb3YHT cpasy,
YyCNOBWSA TECTUPOBAHMS BKAKOYaAN BblAepXMUBaHWe CMecu Ans KoanyecTBeHHo HLP mpu KomHaTHOW TemnepaType
B TeyeHue lyaca npu 06bIYHOM OCBELLEHWUW, a PEAKLMOHHOW cMecn - B TeyeHue 10 MUHYT Ha Nibay.
JKCnepuMeHTaNbHO onpeaeneHHble cpegHme pasnuuuns dCq meHee 0,25 CBUAETENLCTBYHT 0 CTabUNLHOCTU CMecH
Ana konuyecteeHHol MLP 1 peakyMOHHbLIX CMeCeil.

LipiirOTOIJIOHUC 616110 Teku

BpeMS M TemnepaTypy WHKy6auum rubpuan:tauum v yannHHeHUs-nMrupoBaHna TecTUpoBanu npu npubansnMTensHo
+/- 5% 0T yKa3aHHOro 3HayeHuns. Ansa 100% npoTecTMpoBaHHbIX 06pa3[toB 6Gbin NOMyYeH BaMAHbINA pe3ynbTaT C
0XMNAaEMbIMU MYTaLUAMMK.

[ns ypaneHns NpoayKTa yAJMHHEHUA-TMTMPOBaAHUA U3 (OMAbTPOBaNbHOIO NnaHweTa B npouecce MLP
aMnanguKaymm Ucnonb3yT rMAPOKCUA Hadupus. Ero KOHUEHTpayLui 1 BpeMsi MHKybauum TecTupoBanu npu
npuénn3nTensHo +/- 5% 0T yKasaHHOro 3HaveHusa. Ana 90% o6pa3uoB, TECTUPYEMbIX MPU HU3KOW KOHLEHTpauumn
rngpokcnga Hatpus, n ana 100% o6pasuoB, TeCTUPYEMbIX MPW BCEX OCTa/bHbIX KOHLEHTpaumax, 6bii NonyyeH
Ba/IMAHbIV pe:TyNnbTaT C 0XKMAAeMbIMU MyTaLUsamu.

Bpems xpaHeuyuns paboyero pacteopa /uus MLP n Bpemsa Bbigep>xunsaHus niaHyydeta gria MLLP nocne amnaundgumkaymm
TeCTUpOBaAN Y4 NPUBAN3NTENBHO 5% OT yKa:TaHHOY 0 344yayeHusi. [ins Bcex 06pasL,0B, MPOTECTUPOBAYYHbIX BO
BCEX BapuaHTax yC/ioBMiA, ObIN YYOMyYeH BaTUMAHbIA PE3yNbTaT C 0XXULAEMbIMU MyTaLUsMU.

Ons ctagnii ouncTkn yypogykta MUP 1 yyopmaTtumsadly 6M6nMoTeKn BbiNM YYPOTECTMPOBAHY.Y CNeAyHoLLe YC0BUA
npyu 44pnbuuN3UTENLHO +/- 5% 0T yKa3aHY4oro 3yradeyuns: a) Bpemsa UHKybauumn, b) Bpema BCTPAXUBaHUSA Y
KOHLeu4YTpaumm ¢) ataHona (oumctka npogykrta MLUP), d) pacTeopa usgpokcmga HaTpus (Y4opmanmsaqyms
o6nonnoTtekn). Ans 90% o6pa3uoB, TECTUPYEMbIX Npu 60/ee /yunTeNbHOM BPEMEHW 3/4HOMPOBaYYMS Ha CTagun
ouncTky npogykta MUP, n gna 100% 06pa3ytoB, TECTUPYEMbIX MPU BCEX OCTaNbHbIX YCNOBUAX, 6bIN NONyYeH
LeNCTBUTENbHbIN pe3ynbTaTe OXMAAEMUIMU MYTauLLAMM.

Ons ctagmn o6beamHevuns 6M6NNOTEKN TeCTUPOBANN BpeMs TEPMUYECKON AeHaTypaLun U OXNaxXaeHUs Yipn
npno6ananTe/dbHO +/- 5% OT yKasayuyyoro 3Hadeuums. Jus 90% o6pa3uoB, TECTUPYEMbIX Y4on 60Niee ANTNTETbHOM
oxnaxgeuumm, n g/us 100% 06pas3LoB, TECTUPYEMbIX MPU BCEX OCTa/bYUbIX YCMIOBUAX TEPMUYECKON AevdaTypaummn u
OXNKAEHMS, BblN NONYYEH BaMAUYLYIA Pe3yNbTaT C 0XXKUAAEMbIMU MYTaUUSAMK.

XpaHeHune pa3BefeHHol 6ubnmotekn amnankoHos (DAL; Diluted AunpMcon Library) Tectuposanu BnioTs o 84
LHen (B ycnoBusax xpaHeHus npu -20 °C). Ans 100% 44poTecTMpoBaHY4Y,uX 06pa3L,oB 6bll MonyyYeH BaingHbIN
pe3ynuryar ¢ 0OXuAaeMbIMU MyTaLMaMu.

C'ekHcnupoBaHLC

HageXHocTb rny6oKo4Yo CeKBEHHPOBaHWA AOCTUraeTcs Npu Coba0AeHMN TpeboBaHWUA K MUHUMANbHON rny6uHe
CeKBeHMpoBayuma Ans obpasLoB, onpefeniedyHbIX Kak «Ba/umgyybie». Byms (2) onepatopamu 6b1/40 NPOTECTUPOBAHO
B 06LLeli CNnoxXHOCTM 40 06pa3ytoB BMECTE C KOHTPO/IbHbIMY 06pa3yyammn A5 ouupeseNleHns CooY BeTey BUS
Tpe6oBaHWIO K MUHUMaIbY4OMY NOKpbITUIO 1800X ans o6omx yuynos (900X Ha oguuy nyn) Ha ofuH o6pasew, npu
MaKCcMMa/4bHOM YPOBHE MYNbTUrYNeKCUpOBaHMSA, BKOYarowem 10 o6pasLoB wa oAMH Npoy oH. Bce o6pasubl
COOTBETCTBOBA/IN TPEGOBAHMIO K MUYUMMATIbYYOMY YYOKPLUTUIO, COCTaBNfYOLWEeMY npuban3nTensHo 3HOOOxX ans
060Mx NynoB Ha oguH obpasel,.

& 000 LHPMH (&7 INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU



CnaAbnnbHOCTb

C'TabUNbIOCN. H PEXMME PEXUbNOro BPEMEHU

Llenb nccnenosaHus crabunbHOCTU B PeXXUME peanbHOro BpeMeHu coCTosNa B YCTAHOB/IEHWUM CPOKa FO4HOCTU
Habopa peareHToB Praxis Extended RAS Panel nyTem oOLeHKM NPoAyKTa Na NpoTAXKEHWM BCEro npegnalaemoro
CpOKa rofHOCTU NPU XPaHEHWUW B YCNOBUAX, YKa3aHHbIX Ha 3TUKeTKe. [in3aiiH uccnefosaHns 6bl1 OCHOBAH na
TecTMPOBaHUM TPex TOBapHbIX NapTuii tiabopa peareHToB Praxis Extended RAS Panel n na ucnonb3oBaHumn
Knaccu4yeckoro amsaiiHa mccnefoBaHus, onucaHHoro B CESI EP25-A. B TeueHue Bcero nccnefoBaHnsa Habopsl
XpaHWAu B IOTOBOW KOHMMIypauum nNpu ycnoBUsX, yKasaHHbIX Ma 3TUKETKe MpoAyKTa. 3amopaXmBaeMble
KOMMOHEHTbI Habopa xpaHuAu npu Temnepatype ot -15 °C go -25 °C. Oxnaxjaemble KOMMOHEHTbI Habopa
XpaHuam npu Temnepatype ot 2 °C go 8 °C. KOMMNOHeHTbl, NpeAgHa3Ha4yeHHble 419 XpPaHEHUS MPW KOMHAarHoi
Temnepatype, xpaHunu npu Temneparype ot 15 °C go 30 ®C. Ha 3TukeTke Kaxoro Habopa na Kopobke
oTrneyartaHa COOTBeTCTBYIOLLAA AaTa UCTEUYeHUs CPOKa rOLHOCTH.

Crabu:n,110Cr> nocne BCKPbI TS NPOBUPKK

CTabUNbHOCTb peareHToOB AN18 OLEHKM KayecTBa 06pasL0B 1 NPUTroTOBAEHUS GUOGINOTEKN B YCNOBUAX NMPUMEHEHUS
nocne BCKpbl IVH npobupkn oueHnBany nNpyu CTaHAAPTHbIX YCNOBUSAX MPUMEHEHUS. OXMAAKOT, Y T0 3TW peareHTbl
6yfyT Mcnonb3oBaHbl ABa (2) pasa, YTO COOTBErCTBYET XpaneHU0 KOMMNOHEHTOB, NpeAHa3HauYeHHbIX A5 XpPaHeHUs
npu KOMHaTHOW TemnepaType 1 npu Temnepatype oT 2 °C go 8 °C, B OTKpbITbIX NpobupKax n agsym (2) unknam
3aMOpaXKMBaHMA W OrTauBaHusa Ana pealcHTOB, KOTOPbIE XPaHAT npu Temneparype ot -15 °C u -25 °C.
3aMOpPOXeHHble peareHTbl noasep|'ann 5 v 6 UMKNaM 3aMOpaKMBaHUS N OTTauBaHUS MeXAY BbINMOSHEHNEM
KOHTPO/IbHOTO TECTMPOBAHMNA M OKOHYATENIbHOT0 TeCTMpPOBaHUs. KOMNOHEHTbI, MpeAHa3HaYeHHble ANa XpaneHus
npu KOMHaTHOW TemnepaType 1 npu Temneparype ot 2 °C go 8 °C, TeCTMpoBann B CTaHAAPTHbIX YC/IOBUAX
NMPUMEHEHUS B COOTBETCTBUMN C TPEOOBAHUAMM, YKa3aHHLIMU Ha 3TUKETKe AN ABYX OTAENbHbIX Mpenaparos
6M6NMOTeKMN, NOCNe Yero OTKPbITbIe peareHTbl 3aKpbiBain ¥ BO3BpaLLany B yKa3aHHbIE YCN0BUA XPaHEHNSA MeXAy
npuMmeHeHnsMU. B nccnegoBaHnm nokasaHo, YTO /19 BCEX TECTUMPYEMbIX HAOOPOB peareHTOB Kak Npu BbIMOJHEHNUN
TECTOB, TaK M NOC/e LUMK/IOB 3aMOPaXMBaHUS M ONanBaHWS BCE KPUTEPUU KOHTPOAS KayecTBa BbIMOHEHbI.

3aKNo4YeHMe HO amasnH rmdyeckunl HeenesoBaHHAM

Mpy npoBefeHUN OLEHKW Ha ypOBHe 06pasua B Apyrux nabopaTopusax uccnefoBaHua nocfie UCKNOYeHUs
HefelcTBUTeNbHbLIX 06pa3uoB Praxis nokasaHo, 4To y Habopa peareHToB Praxis Extended RAS Panel PPA
coc TaBnset 98,7% (227/230), a NPA — 97,6% (206/211) no cpaBHeHUIO C CeKBeHMpoBaHWeM no CaHrepy.

C nomoublo Habopa peaieHTOB Praxis Extended RAS Panel moxHo onpegenutb 56 myTtaymin (lao,imui 1) B reHax
KRAS UNRAS. BbinonHeHne aHanusa ¢ nomoubio Habopa peareHToB Praxis Extended RAS Panel nokasaHo gns
aenbta Cq (eBoga AHK) B guanasoHe oT -0,5 fo 5. 110 gns Kagow TeCTUpyeMoi MyTaunum Haxoguics B
fnnanasoHe oT 4,2% po 5,3%. Hanuune nHTepdeprpyroLinX BeLWEeCTB M HEKPOTUYECKON TKaHW He oKasanu
OTPULLATENIbHOMO BAWUAHMA Ha BbINOJIHEHWE aHanun3a. JIOXKHO MOMIOXKUTENbHBIX MyTauuii B pesynbTate nepeHoca
06pasLoB 13 OAHON NYHKN B APYTYI0 WM KOHTAMWUHALMKW M3 OLHOT0 NPOroHa B fpYroii He BblABNEHO. TOYHOCTb U
BOCMPOM3BOAMMOCTb ObINN MOKa3aHbl 415 MHOIMX UCTOYHWKOB, MO KOTOPbIM MOXeT 6biTb BapnabesbHOCTb nNpu
MWHMMaNbHOM MCMOMb30BaHWUM MapTWii peareHTOB W BAMAHUA APYTMX (haKTOPOB Ma 06LLyt0 BapnabenbHOCTb.
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Maien rol ii HOBapPHbIC 3HaKN

ATOT NIOKYMCH! 11 €70 cofgpXaHue AB/SIKNes COBCTBCHHOCTbK) KOMMaHMM «/NnoMuHa, VIHK.» 11 ce NIOYCPHW.Y KOMMaHMi (<NMIoMHHa») 1
Hpe/Ha3HaueHb! ;IS UCMO/b30BaHNS 3aKa: JUMKOM UCK/IOUMTE/IbHO Ha J0rOBOPHOI OCHOBE B CBSI3W C MPUMEHEHWEM OMMCaHHO (bIX) B
HactoaTeM JOKyMeHTe U3AcnuaA(iA), a He .37 UHbIX Lieneid. He JOHyCKaercs MCnonb3oBaHWe WK PacCHPOC3PaHEHNC TIOTO AOKYMeTa U eto
COfiEPKaHWsl B KaKUX-MBO UHBIX LIe.35X H/MM ero nepedaya, paii naHleHne unm BoCHPOW3BECHME COAeKaHUs KakUM-IMGO MHBIM Myrem 6e3
npesBapuTeNbHOTO0 MUCbMEHHOTO COFacsi KOMMaHUy «/nntoMyHay. [aHHblii JOKYMEHT HC NpedycMaduBaeT nepefady KomnaHmeit

« NMoMUHa» KaKUX-IMGO NINLEH3MU B COOTBETCTBUM C C& HareHToM, TOBapHbIM 3HaKOM, aBTOPCKVMM MpaBamy Ui 0GLLMMM

3aKoHOAaTe. 1bIH.IM1 MPaBamMy, a 3aKKe aHaIOMMUHbIX HPaB Kakoii-nn6o 3perbeli CTopoHe.

[ns NpaBUILHOMO 1 6E30MacHOr0 UCMo/b30BaHUs OMMUCAHHOTO(bIX) B HAE30sLLEM JOKyMeHTe n3acnua(il) kBasu(1)MUMpoBaHHBIA U Ha-T3CKaLLUM
06pa3oM MOATOTOBMEHHbIA NepcoHan 06s13aH choro cneaoBaTb MHCTPYKUMAM, NPeAe3aBeHMnbIM B JaHHOM [OKYMeH3e. 11epcs UCMoMb3oBaHneM
Takoro(nx) usgenusi(H) Heo6Xo4MMO HOMHOCTBIO HPOYEE3b W MOHSIThL BCE COAEPXKaHNe JaHHOTO JOKYMEHTa.

WKMOMHOM 1IIPOMTHHHF I HE COB/IKOAEHVE NHCTPYKLNIA MOXXET NPVUBECTW K MOBPEXOEHUKT W3OENNSA(IA),
1PIBMUPOBAHWIO NMEPCOHAJIA. B HOM YWCJIE MOJTIb3OBATENEN NN O1'YTX NiAL, N IFKOBPEXAEHWNIO MHOEO
NMYLWECTBA.

KOMMAHNA «NNTIOMUHA» HE HECET OTBETCTBEH HOT' TV 3A HEMPABU/IbHOE VCMOJIb3OBAHVE OHUCAHHOIO(bIX) B
HACTOALWEM AOKYMEH TE U3AENNA(WN) (B FOM UYMCNE EFO COC'TABHbIX YACTEWM WA MPOrPAMMHOIO
OBECMNEYEHNA).

BC52017 Illumina, Inc. Bce npasa 3aluLLeHbI.

Illiimina, Genetic Energy, MiSeqDx, Powered by Illumina. Praxis, TriiSeq v no3ouHblii An3aliH ABNAHOTCA 3aperncTpUpoBaHHLIMU U1
0XVAAIOLLMMM perviespanHn roBapHbIMH 3HaKaMu KoMnaHum «/naromHHa, UnK.» n/innm ee gouepHeii(nx) komnanum{ii) B CLLIA n/unn B gpy3ux
c3paHax. Bce ocTanbHble Ha3BaHWs, IOFOTUMbI U ApYTVie 30BapHble 3HaKW ABASKOTCA COBC3BCHHOCTBIO UX

COOTBE3E3BYHOLLMX Bafe/bLeB.

[JaHHOe M3fienMe MOXKHO UCMO/b30Basb B KAUECTBE KOMMOHEHTA MEAULMHCKUX MOMEKYNSPHO- O
AVarHoCTYECKUX aHa3n30B, eC/IN 3TO PA3PeLLEHO NMPUMEHNMBLM 3aKOHOAA3eN1be3BOM ChaHbl. Camo
u3aenme He 06ccneynBaes Kakoii-nmbo AnarHoCTUYeCKuniA pesynblaT. [JaHHoe U3aenme BKMYaes B Prom eg a

cebs nonumepasy GoTag* Hot Start nponsBoacTBa KomnaHun «Hpomera KopHopeiiwuy» (Promega
Corporation) ans pacnpocTpaHeHUs KOMMaHWel «nioMmnHa, VIHK.» no nnueH3un KomnaHmm «Hpomera KoprnopeiiluH» B
aloreeTesBuH C HateHraviH CLUA 5,.3.38,671 1 5,>87.287 1 nx cOOTBErCTBYIOLLMMI MHOCKHAHHbBIMW MaTeH3amu.

11PUMEYAHNE 017 MOKYMNATENA; OrPAHNYEHHOE JIMLIEH3NPOBAHNE

3a Hpcae.3a.Mm CLLIA 1cnonb3oBaHNe JaHHOMO M3Aenus OCyLLee3 BNSErcs B COOTBE3CTBUM C OGHUM Ui 6onee 13 crefyrowmx nateHsos CLUA n
c(10TBC3C3BYHOLYMX MasenTHbIX dopmyn: 5,994,0,56 1 6,171,785. MNprobpeTeHne JaHHOTO n3genns Bktovaer OaHNYeHHbIR, He No;LIcKaLLmi
nepefaye CyfebHbIi IMMYHWU3CT B COOTBE3CTBUW C BbILLeYKa3aHHbIMM MaTenTrrbiM1 (hopMynamm ma MCnosb30BaHKe TONbKO faiiHO0
KOMMYECTBa M3AeNNSA NCK/KUNTENBHO B 061aer rapaHTUM KadeesBa U KOHTPO/IS KauecTBa M3aenuid 1 crnocobos B 0611aCTV .MeANLMHCKON
[Har3tocTVKY in vitro, BKIOYas 6e3 orpaHMyeHuniA cobMoAeHNe CHELH(MKANWIA, Une30Ty” 1 COOTBErCTBUE MEXAY CEPUAMM, a TakKe BK/HOUast
030€erbl 0 pe3y/ib3aTax AedTe/bIloCc3U MOKyNarcas B OTHOLLEHUW Oniasbl YCAyr Win Apyrmx KOMMepYeckux BOMpocoB. llepcaadya npas B
COOTBErCrBUM C KaKo-N1M60 MHOM ITaTcLLTTIoi (hopMysioli SBHBIM 06pa3oM, FrOCPeACTBOM MPUMEHEHMS Ha FTPaK3VKC UM MOCPeSCTBOM JIMTHeHNs
npaBa BO3PAXKEITHS e A0rTycKaercs. [ nonyyerrHs AonoMHUTC/LITON UrrpopmMaLm o NPHOBPCTENTTTA NITLCH3MIA obpalLar Trech Ha carTr
outlicensing@lifctecli.com wwm rmo agpecy: 03gen npefoc3aBneHws amLUerravid, «/laid TckHono;bkus» (Life Technologies), 5791 BaH-AnneH-
B3i, r. Kapnc6a,;'!, wras Kasu()iopHus 92008, CLLIA.
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Konranrnas nudopmanns
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{Mumina)

5200 Uarsommna-Bri

{5200 1Mumina Way)

. Can-Jluero, suvar Kaampopuuns 92122 CILA

+1 800 309 ILMN (4566)

+| 858 202 4560 (3a npeacaavn Cencpuol Amepixn)
techsupporte illumina.com
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MepeBos AAHHOTO TeKCTa BbINOMHEH NepeBofUYnKOM JlebefeBbiM AHLpeeM HukonaeBnyem

Poccuiickas ®epepauus

["opog Mocksa.

LLlecTHaguaToro noHA ABe TbiCAYM ABaALaToOro roga.

A, OeitHeko /ltogmuna BanepreBHa, BPEMEHHO MCMOMHAOLWAS 0683aHHOCTM HOTapuyca ropoaa
Mockabl NpoKoLeHKoBOW EneHbl EBreHbeBHbI, CBUAETENLCTBYHO MOAMMHHOCTL MOAMUCU NepeBOAUMKa
Nebenesa AHapes Hukonaesnya.

Mognuck caenaHa B MOEM MPUCYTCTBUN.

JInyHoCTb NoAnucasLUero 4OKYMEHT YCTaHOB/EHA.

3apeructpupoBaHo B peectpe: Ne 21/86-H/77-2020-

B3bickaHo rocyaappts:eHHo ownJLLfel (o Tapudy): 100 py6. 00 Kon.
YnnayeHo 3a oka:iHve y gy a~BoBoro Nt xHuyeckoro xapakrepa: 300 py6. 00 Kon.

.B. [eliHeko

MpoLwwHypoBaHo, NpAaymMepo™HO N ppxnewpenaTsio nuct(-a,-0B).

N.B. [OeiiHeko
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Hlumina"

Reagent kit Praxis™ Extended RAS Panel for qualitative
determination of the status of specific mutations genes of RAS
(KRAS (exons 2,3, and 4) and NRAS (exons 2,3, and 4) by
seguencing a new generation in a human genomic DNA sample
isolated from colorectal cancer tissue samples fixed in formalin and
enclosed in paraffin blocks

Workflow Guide for Local Run Manager Praxis™ Extended RAS
Panel Analysis Module

Manufacturer:

Illumina, Inc

Address:

5200 Illumina Way, San Diego, California 92122, USA

Approved

On behalf of Illumina, Inc.

pae Maw \U ,1070

Aurelia Brownridge
Sr. Regulatory Affairs Specialist
Illumina, Inc.

MARY AGOSTINO
Notary Public - California
San Diego County
Commission S 2282380
My Comm, Exoires Mar 23. 2023
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ACKNOWLEDGMENT

A notary public or other officer completing this
certificate verifies only the identity of the individual
who signed the document to which this certificate is
attached, and not the truthfulness, accuracy, or
validity of that document.

State of California
County of San Diego 3

On 4 before me Agostino, Notary Public
(insert name and title of the officer)

personally appeared N, 11 AN

who proved to me on the basis of satisfactory evidence to be the person(s) whose name(s) is/are
subscribed to the within instrument and'acknowledged to me that he/she/they executed the same in
his/her/their authorized capacity(ies), and that by his/her/their signature(s) on the instrument the
person(s), or the entity upon behalf of which the person(s) acted, executed the instrument.

| certify under PENALTY OF PERJURY under the laws of the State of California that the foregoing
paragraph is true and correct.

WITNESS my hand and official seal.
MARY AGOSTINO
Notary Public - California
~~] San Diego County
Commission ~ 2282380
My Comm. Expi'es Mar 23. 2023

Signature (Seal)
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Overview

Set Parameters
View Analysis Results
Analysis Report
Analysis Output Files
Technical Assistance

Document #1000000011875 vOO ILLUMINA PROPRIETARY

July 2017
FOR IN VITRO DIAGNOSTIC USE
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Local Run Manager Praxis Extended RAS Panel Analysis Module Workflow Guide

This document and its contents are proprietary to lumina, Inc. and is afiiletes ("Ilumina”), and are intended solely for
the contractusl use of its customer in connection with the use of the product(s) described herein and for no cther
purpose. This document and its contents shall not be used or distributed for any other purpose and/or otherwise
communicated, diaclosed, or reproduced in any way whatsoever without the peior written consent of lumina. Buming
does not convey any license under its petent, trademark, copyright, or common-taw rights nor simiter rights of any third
parties by this document.

The inatructions in this document must be sirictly and expilicitly folowed by quaiified and properly trained peraonnel in
order 1o ensure the proper and safe use of the product(s) described herein, All of the contents of this document must
be fully read and understood prior to using such product(s).

FAILURE TO COMPLETELY READ AND EXPLICITLY FOLLOW ALL OF THE INSTRUCTIONS CONTAINED HEREIN

MAY RESULT IN DAMAGE TO THE PRODUCT(S), INJURY TO PERSONS, INCLUDING TO USERS OR OTHERS,
AND DAMAGE TO OTHER PROPERTY.

ILLUMINA DOES NOT ASSUME ANY LIABILITY ARISING OUT OF THE IMPROPER USE OF THE PRODUCT(S)
DESCRIBED HEREIN (INCLUDING PARTS THEREOF OR SOFTWARE).

© 2017 Mumina, Inc. Al rights reserved.

Mumina, Praxis, and the sireaming bases design are registarad or pending trademarks of Mumina, Inc. and/or its
aifiiate(s) in the U.S, and/or other countries. All other names, loges, and other trademarks are the property of thelr
respective owners.
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Local Run Manager Praxies Extended RAS Panel Analysis Module Workflow Guide

The Local Run Manager Praxis™ Extended RAS Panel analysis module is for use with Praxis Extended
RAS Panel. The analysis module performs secondary analysis and report generation from segquencing
runs that use the Praxis Extended RAS Panel. See the package insert Praxis Extended RAS Panel
{document # 1000000037190).

About This Guide

This guide provides instructions for setting up run parameters for sequencing and analysis for the Praxis
Extended RAS Panet analysis module. For information about the Local Run Manager dashboard and
system setlings, see the Local Run Manager Software Reference Guide (document # 100000001 1880).

o

h S PN Lt
e 1 AN A

Log in to Local Run Manager,

Click Create Run, and select Extonded RAS.

Make sure that “Create Run Praxis Extended RAS" is visible in the top left comer of the screen.
Enter a run name that identifies the run from sequencing through analysis.

Use alpbanumeric characters, spaces, underscores, or dashes.

5 [Optional] Enter a run description to help identify the run,
Use alphanumeric characters.

Specify Samples for the Run

Specify samples for the run using the following options:
» Enter samples manually—-Use the table on the Create Run screen.
» Import seamples—Navigate to an external file in a comma-separated values (*.csv) format.

After you have populated the samples table, you can export the sample information to an extemal file,
and import the file for another run,

Enter Samples Manually

1 Click the plate region A1 or E7 to enter sample information in the samples table.
Region A1 is equivalent to the upper left quadrent of wells in the Hyb plate [ayout, and includes
samples for Oligo Pools A and B.
Region E7 is equivalent to the lower right quadrant of wells in the Hyb plate layout, and includes
samples for Oligo Pools A and B.

2 In the Pool A table, enter a unique sample name in the Sample Name field for each well you use.
Use alphanumeric characters, dashes, or underscores.
The sample name automatically populates the corresponding well in the Pool B table.
Dual! index adapters for each Index Read, specific to the well, display as you enter a sample name.

3 [Optional) Although the default layout is recommended, to change the position of control samples,
use the Positive Control or Negative Control drop down menu.

oo N -

4 Click the print 8 icon to display the plate layout.

Document # 1000000011875 vO0
FOR IN VITRO DIAGNOSTIC USE
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Local Run Manager Praxis Extended RAS Panel Analysis Module Workflow Guide

5 Select Print to print the plate layout as a reference for preparing libraries.
6 Click Close.
7 Click Save Run.

Import Samples
1 Click the plate region A1 or E7,

2 Click the Export idhi icon for an example template.

3 Enter a unique sample name in the template for up to 10 samples and save the file.
Use alphanumeric characters, dashes, or underscores.

lsan] Samom”ngiiégnaﬁx

ssmplel SampleS Samples
Ssmple2 Samplet Sample10 |
:Sample3 Sample? Positive_Control :
samples Somples  _  Negstive Control
4 Click Import Samples.
§ Browse to the location of the sample information file in *.csv file format.
6 When finished, click the print B icon to display the piate layout.
7 Select Print to print the plate layout as a reference for preparing libraries.
8 Click Close.
9 Click Save Run.
LT S pREE T
1 From the Local Run Manager dashboard, click the run name.
2 Click the Samples and Results tab to view the analysis report.

» |f analysis was repesated, expand the Select Analysis drop-down list and select the appropriate
analysis.

3 {Optional] Click the Copy to Clipboard® icon to copy the Analysis folder path,

Analysus Report

Praxis Extended RAS Panel Report
The Praxis Extended RAS Panel Report details if a run passed or failed, and whether each sample
contains any of the 56 Extended RAS Panel mutations.

The Run State on the Samples and Results tab shows if the sequencing run passed quality metrics. )f
the Run State is Fail, all samples are listed as invalid.

Document # 1000000011875 vOO
FOR IN VITRO DIAGNOSTIC USE
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Local Run Manager Praxis Extended RAS Panel Analysis Module Workflow Guide

Sample Results
Table 1 Sample Results Table _
Cokunn Heading o W o
Sampie Name The nrnple narne promdod when the run was eruud
Sample Sarnpl. valdity results.
Valid- Presence or absence of panel mutations is reporied.
Invelid- Presance or absence of panel mulations cannot be determined. See
Sampie invaiid on page 5.
lel Sample resulsfot panel mmation doloction
See Panel Mutation Detected on page 5 and Panef Mutation Not Delected on page
S,
Genre The gene, KRASor NRAS, mreamuuuonisaofm:cﬁapphm )
Exon Theemnnmbsnmd!monmﬂonhprmnt.hpplnbh
Amino Acid Human Genome Vatblion SOciely (HGVS) arnino aud dnngo nomion
Nucieotide I-IGVS nudeotlde dnnoo notation

Sample Invalid

The sample result, Invalid, indicates that the presence or absence of a Praxis Extended RAS Panel
mutation cannot be determined. Repeat library preparation, sequencing, and analysis for Invalid
samples. {f a sample fails 2 times, additional troubleshooting can be necessary. If all samples in a run
are Invalid because of a Run State of Fail, contact lllumina Technical Support.

Panel Mutation Detected

The sample result, Panel Mutation Detected, indicates that 8 Praxis Extended RAS Panel mutation is
detected. The report lists all detected mutations.

Panel Mutation Not Detected

The sample result, Panel Mutation Not Detected, indicates thet no Praxis Extended RAS Panel
mutations are detected.

FAY IS P

The following analysis output file is generated for the Praxis Extended RAS Panel analysis module.
Analysis output files are located in the Alignment folder.

Fth . Description

ExdendecRacPaneReporiit  The Praxis Extended RAS Panel report details if a run passed
or failed, and whether each sample contains any of the 56
Extended RAS Panel mutations.

Alignment Folders

Each time that analysis is requeued, the Local Run Manager creates an Alignment folder in the run
folder named Alignment_N, where N is a sequential number.

Document # 1000000011875 vO0
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Technical Assistance

Fortechnical assistance, contact lllumina Technical Support.

Website;
Email:

llumina Customer Support Telephone Numbers

Region

North America
Australia
Austria
Belgium
China
Denmark
Finland
France
Germany
Hong Kong
Ireland

Italy

Japan
Netherlands
New Zealand
Norway
Singapore
~pain
Sweden
Swlrerland
Taiwan
United Kingdom

Other countries

Safety data sheets (SDSs)-Available on the lllumina website at support.illumina.convsds.htm.

www.illumina.com

techsupport@illumina.com

& 000 LHPMH (&7 INFO@CIRMI.RU & WWW.GOSZDRAVNADZOR.RU

Toll Free
+1.800.809.4566
+1.800.775.688
+43 800006249
+32 80077160
400.635.9898
+45 80820183
+358 800918363
+33 805102193
+49 8001014940
800960430
+353 1800936608
+39 800985513
0800.111.5011
+31 8000222493
0800.451.650
+47 800 16836
+1.800.579.2745
+34 911899417
+46 850619671
+41 565800000
00806651752
+44 8000126019

+44.1799.534000

Regional

+43 19286540
+32 34002973
+45 89871156
+358 974790110
+33 170770446

+49 8938035677

+353 016950506
+39 236003759

+31 207132960
+47 21939693
+34 800300143
+46 200883979

+41 800200442

+44 2073057197



VD

lllumina

5200 lllumina Way

San Diego, California 92122 U.S.A.
+1.800.809.ILMN (4566)
+1.858.202.4566 (outside North America)
techsupport@illumina.com
www.illumina.com

FOR IN VITRO DIAGNOSTIC USE - 1
© 2017 lllumina, Inc. All rights reserved. I Iuml na
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MepeBof C aHTNMIACKOTO S3biKa Ha PYCCKMiA 3blK

llumina'

Hab6op peareHToB Praxis™”™ Extended RAS Panel gnsa
Ka4eCTBEHHOrO onpegeneHns ctatyca cneyumpPuuyeckux MmyTtaynuii
reHoB RAS (KRAS (9k30HbI 2,3 n4) n NRAS (5k30HbI 2,3 1 4)
MeTO40M CEeKBEHWPOBAHUA HOBOIO NOKOJ/ieHUA B Nnpobe reHOMHO

O HK uyenoBeka, BblgeneHHol n3 o6pa3uoB TkaHeli
KONnopeKkTa/ibHOTro paka, (pMKCMpOBaHHbLIX B popmMasiuHe, n
3aKNYEeHHbIX B napaduHoOBble 6/10KMU

PyKOBOACTBO CrnpaBoYHOE A4/19 NporpaMMHoro obecneyeHns Local Run
Manager onsa moaynsa aHamsa Praxis™ Extended RAS Panel

npon3BoanTE/b:

«AnnomuHa, VIHK.»
(Mumina, Inc.)

Afpec:

5200 NnntomuHa Yaih, CaH-Auero, KanndopHusa 92122, CLUA
(5200 Ilumina Way, San Diego, California 921221, USA)

YTBepxaeHo

Co cTopoHbl NnntomunHa, VIHK.

Inognunce/ Jata: 14 man 2020 r
Aypenuna bpayHpumk

NaBHbIN creunaIMcT HOPMaTUBHO-NPaABOBOIO oTAeNa

lllumina, Inc.

MAPW ATOCTUHO
Hotapuyc wrata KanndopHus
Okpyr CaH-Auero
Nnuensus Hotapuyca Ns 2282380
' Cpok Moux MOMHOWIOHA/ ncTekasT->
23 mapta 2023 1.
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HOTAPWAJIbHOE CBUAETE/NIBCTBO

[OCy/AapCTBEHHLIA HOTaPUYC W OpyToe
[IO/DKHOCTHOE JIALIO, 3ar0/HSHOLLEE HACTOSLLWAA
ceprvdvkar, NoATBEPXIAET TOMbKO SIMYHOCTb
Jw3MHECKOr0 /LR, NOAMMCABLLIETO AOKYMEHT, K
KOTOpOMY NMPWIOKEH HACTOSILLWIA CERTUGMKAT, HO He
OTBEYaET 3a [JO0CTOBEPHOCTb, TOYHOCTL WA
[EVCTBUATEIBHOCTb TaKOro A0KyMEHTA.

WraT KanudopHus
Okpyr CaH-[nero

14 maa 2020 r. B Moem npucyTcTBuKn, Mapn ArocTvHO. HOoTapuyca
(BcTaButb DO 1 A0/DKHOCTL AO/DKHOCTHOMO SMLA)

Aypenvna bBpayHpuax NMyHoO_

noarBepa/ia Ha OCHOBaHN YoeayTebHbIX AOKA3ATENLCTB, YTO OHA SIBMSETCS JIALIOM,
YbVM MEHEM MO IMCaH AOKYMEHT, 1 3aBepiia MeHs, YTO OHa noaricaria ero B cwiy
MMEIOLLYIXCA Y HEE MO/THOMOHMIA, a Taloke, YTO MPOCTaB/eHVeM ee Moarucy Ha IoKyMeHTe
dwvBn4ecKoe W KPOMHECKOE SILO, OT MVIEHM KOTOPOrO JLO AEVICTBOBASIO, VICTIONHWIO
[AHHbIA IOKYMEHT.

OCOBHABAA OTBETCTBEHHOCTb 3A TMPEACCTAB/IEHVE 3ABEAOMO JIOXKHBIX
CBEIEH/W, B COOTBETCTBUM C 3aKOHOAATE/LCTBOM LLirata KarmdoopHns, s NoaTBepxaato,
YTO BbILLEV3/IOXEHHASA MHCOOPMALMA SIBMSETCS BEPHON.

YAOCTOBEPAO co6cTBEHHOPYHYHOM NOANUCHIO U OhULMANIBHON MeyaTblo.

MAPU ATOCTUHO %
HoTtapuyc wrata KanutopHusa
Okpyr CaH-fluero
NnueHsna Hotapuyca Ne 2282380
* CpOK MOUX NOSTHOMOUMIA UCTeKaeT
23 mapta 2023 1.

Moanuce, /noarmcs/ _(Mevatb)
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HHlumina'

PyKOBO/ZCTBO CrnpasBoyHoe A/19 NporpamMmHOro
o6ecneveHna Local Run Manager gna moayns aHanmsa
Praxis Extended RAS Panel

AnAa ANATHOCTUKA IN VITRO

O6wasn nHopmaums
YcTaHoBKa napameTpoB
OtueT 06 aHanuse

BbIxoaHble paiinibl nocne aHanmsa

TexHuyeckasl nogaepxka

YACTHAA NHOOPMALINA
[JokymeHT Ne 1000000011875 VOO KOMMAHA ILLUMINA
Wionb 2017 .

AnAa oMArHOCTUKA IN VITRO
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HacTosipin oKyMeHT sSiBNsieTcA COGCTBEHHOCTLIO koMmaHu lllumina, Inc. n ee addmnmpoBaHHbIX L, 1
npegHasHayYeH UCKTIOUNTESBHO /1 UCTIO/b30BaHNA 3aKa3iMKOM KOMMaHUM COriacHO AOroBOpY M COBMECTHO C
MCNonb30BaHMeM ApYrux NPOAYKTOB/M3AeNuiA, KOTOpbIe OnMcaHbl B HACTOSLLEM AOKYMeHTe. PacnpocTpaHeHue win
nepefaya HacTosiLLEero OKyMeHTa 1 ero uHdiopmaLymn niobbiIM cnocobom Ans MHbbIx Apyrux Lenei 6e3
NMUCbMEHHOTO cor/iacus koMnaHuy lllumina 3anpelueHsl. Hactoswym gokymeHTom Komnanua lllumina He nepepaet
HUKaKMX ULLEH3UI Ha pe3y/ibTaTbl CBOEM paboThl, 3alyileHHbIe NaTeHTaMu, TOProBbIMY Mapkamy 1 aBTOPCKMM
npasaMy Wi B COOTBETCTBUM C HOpMamy OBLLIEro npasa Wiv Nogo6HbIMM NpasBaMn TRETLUX SINL,

[ns npaBUIbHOTO 1M 6e30MacHOr0 UCMO/b30BaHKS OMMCAHHbIX M3AEUM, YKa3aHHbIe MHCTPYKUUM J0/MKHbI CTPOro
BbINOSHATLCA KBaIMPULMPOBAHHBIM 1 CNeLMasibHO 06y4YeHHbIM NnepcoHasioM. MNepes UCnonb30BaHneM Takux
“3aenmii 0683aTeIbHO CrIeflyeT 03HAKOMUTLCS CO BCEA MHGhopMaumel, NPeACTaBIEHHOV B HACTOSILLEM [JOKYMEHTE.
HEMOJ/THOE O3HAKOM/IEHVE C MH®OPMAUNEWN N HETOYHOE COBJTIOAEHVE BCEX YKA3AHHbBLIX
VHCTPYKLMIA MOXET NMPUBECTU K MOBPEXAEHNIO U3AENMIAMPOAYKTOB, TPABMVPOBAHUIIO
MEPCOHAJA, B TOM YMC/IE MOJMTIb3OBATENIEN N APYTUX /AL, A TAKKE K HAHECEHWIO YLLEPEA
VIMYLWECTBY. .

KOMIMAHVA ILLUMINA HE NMPUHUMAET HA CEBA HUKAKOW OTBETCTBEHHOCTW 3A HEMPABW/IbHOE
MCIOJIb3OBAHVE OMNCAHHbBIX N3OENN/MPOLYKTOB, X KOMMNOHEHTOB W MPOIrPAMMHOIO
OBECIIEYEHUA.

AsTOpckoe npaso ©2017 KomnaHusa lllumina, Inc. Bce npasa 3aluyiLeHbl.

lllumina. Praxis n ansaiiH co CTPYySALLMMUCA CUMBO/IAMU SIBAISIKOTCS 3apPerMcTpUpOBaHHbIMU UM OXMAAIOLLIMMN
perycTpauuy ToproBbiMM HaMMeHoBaHMsAMIN KomniaHum lllumina, Inc. nvnm ee addmnmpoBaHHbIx nnl B CLUA 1
Opyrux cTpaHax. Bce ocTasibHble HaMMeHOBaHUA, SI0TOTUMbI U NPOYME TOProBble MapKn AB/AKOTCA COOCTBEHHOCTLIO
COOTBETCTBYIOLLMX Baje/bLeB.
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Onwasa nHpopmalams

MporpammHoe o6ecneveHne Local Run Manager, moaynb aHanu3a gaHHbiXx Praxis™ Extended RAS
Panel ncnonb3yeTtcsi COBMECTHO ¢ Habopom peareHToB Praxis Extended RAS Panel. JaHHblii MOgyb
BbINOJITHAET BTOPUYHbLIA aHann3 1 oOpMMpOBaHMe OTYETOB NO pe3ysibTaTaM CEKBEHUPOBaHMWS, KOTOpbIE
BbIMOJIHAOTCA C NOMOLLblo Habopa peareHToB Praxis Extended RAS Panel. CM. MHCTpyKumMio no
npumMeHeHnto Ha «Habop peareHToB Praxis Extended RAS Panel» (gokymeHT Ne 1000000037190).

0 [aHHOW MHCTPYKUUKU

B [@aHHOI MHCTPYKUMM NpuUBEAEHbl YKa3aHWs Mo HacTpolike napameTpoB paboyero uvkna
CEeKBEHUPOBAHUSA W aHanu3a AN NporpaMMHOro MoAayns aHanmsa faHHbIX MNOSYYEeHHbIX C MOMOLLbIO
Habopa peareHToB Praxis Extended RAS Panel. OnncaHne naHenm MHCTPYMEHTOB M CUCTEMHbIX
HacTpoek npunoxeHns Local Run Manager cM. B cnpaBo4HOM pykoBoAcTee Kk O Local Run Manager
(aokymeHT Ne 1000000011880).

I’ TaHOBKa napamMmeTposB

1 3aiignte B nporpammy Local Run Manager.

2 WenkHnte «Co3gatb pabounii unkn» (Create Run) n Bbibepute Extended RAS.
3

Yb6eautech, YUTO B 1€BOM BEPXHEM YI/y 3KpaHa oTobpaxaeTtcs «Create Run Praxis Extended
RAS» (co3gaHue uukna Praxis Extended RAS).

4 BeeauTe HasBaHWe paboyero uvkia Ana uaeHTudukaumn Bcero npouecca aHanmsa, HauuHas ¢
CEKBEHVPOBaHWS.
Wcnonb3yiite 6yKBEHHO-UMMDPOBLIE CUMBOJIbI, NPO6esbl, 3HaKM NoAYepKUBaHUA UK Aednchl.

5 [OnunoHanbHo] BBeaguTe onncaHne paboyero umkna, 4tobel caenatb ero NoUcK nerye.
NcnonbayliTe 6yKBEHHO-UNKDPOBLIE CUMBOSbI.

YkazaHue o6pasyoB A/is LMKna

YKauTe 06pasiibl 415 paboyero LyKna ¢ NOMOLLbIO CeAyoLmMX Onuuii;

PyuHoin BBOA 06pa3uoB (Enter samples manually) - ucnonb3ayiite Tabnuuy Ha akpaHe Create
Run (Co3pgaTb pabounii umkn).

MmnopT o6pasuoB (import samples) - BbibepuTe haitn B hopmare 3HayeHuli ¢
pasgenurenamu-zanatbiMu (*.csv).

Mocne 3anonHeHust Tabnuubl 06pasLoB MOXHO 3KCMOPTMPOBATL AaHHble 06pa3LL0B BO BHEIMHUIA halin 1,
BMoC/eACTBUN, UMMOPTMPOBATb €ro Npu NpoBeAeHn apyroro pa6oyero uukna/aHanmsa.

Py4yHoii BBOg 06pasLoB

1 LWenkHnute Ha obnactn nnaHweta Al nnn E7 gna BBofa AaHHbIX obpasua B Tabnuuy.
O6nacTtb Al cOOTBETCTBYET BEPXHEMY /IEBOMY KBaZpaHTY NIYHOK Ha cxeme nnaHweTa Hyb un
BK/IOYaeT obpasubl Ans nynos npaimepos A n B (Oligo A u B).

O6nacTb E7 cOOTBETCTBYET HMXHEMY MPaBOMY KBagpaHTy SIYHOK Ha cxeMe nnaHweTta Hyb u
BK/NtOYaeT obpasybl As1a nynos npanmepoB A n B (Oligo A n B).

2 B tabnuue «IMyn A» B nosie HauMmeHoBaHuns obpasua (Sample Name) Beegute yHuKanbHOe
HauMmeHoBaHMe obpasua A1 Kaxaol Ncnonb3yemol nyHku. cnonbayiiTe 6yKBEHHO-UUGpPOBLIE
CYMBO/bI, AeNCHI UM 3HAKN NOAYEPKNBAHMS.

Ha3BaHue ob6pasua aBTOMaTMyeCckn BHOCUTCA B COOTBETCTBYIOLLYIO NIyHKY B Tabnuue «Myn B».
Mpu BBOAE Ha3BaHWsA 06paslia Kaxaon cUUTbIBAEMON NO3ULUMA NpUCBaMBaETCS ABYX3HAUHbIN
WHAEKC.

3 [OnunoHanbHO] HeCcMOTps Ha To, YTO PEKOMEHAYEeTCH UCMO/b30BaTbh CXeMY pasMeLLeHNsa no
YMOJTHaHUIO, U3MEHUTb PACMOJIOXEHNE KOHTPOJ/IbHBIX 06pasL0B MOXHO C NOMOLLbLIO BblNajarLwero
MeHto Positive Control (MonoxuTenbHblii KOHTposb) uan Negative Control (OTpuuarensHbliii
KOHTPO/b).

4 LWenkHute no 3Hauky «leyatb» (Print) © 4N 0TOOpaXeHUs CXeMbl NaaHwWweTa.
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Haxmunte «lMevatb» (Print), 4To6bl pacneyataTb CXeMy pasmelleHns 06pasuoB Ha nnaHweTte ons
noaroToBkn 6nGNMoTEK.

6 LlenkHnTe «3akpbiTb» (Close).

7 WenkHnTe «CoxpaHnUTb pabounii umkn» (Save Run).

NmnopT o6pasuyos

1 LlenkHmute no obnactu nnaHweta Al nam E7.
2 LLlenkHMTe no 3Hauky akcnopTa Export J1 gnsa otobpaxeHnsa npumepHoro wabsioHa
3 BBeguTe yHUKasibHble Ha3BaHUS 06pasLoB B KoanyecTse 40 10 WT. 1 coxpaHute goaiin.

Ncnonb3yiiTe 6yKBEHHO-LU(POBbLIE CUMBOJIbI, Ae(PUCHI UIN 3HAKWU NOAYEPKUBAHNS.

[Data] Sample Names asa 4*3 (matrix)
[daHHbie] (HassaHusa o6pasLos B hopmate
mMaTpuubl 4*3)

Samplel Sample9

(O6paseLl) Samples (O6paseLs) (ObpazeLd)
Sample2 SamplelO
(O6paseL) Sample6 (O6paseL6) © 6pa3€LgO) |
Positive_Control
Samples | .
(Obpaseu3) Sample7 (O6pasel?) ﬁgﬁf&”&eﬂb“"'”
Negative_Control
Sample4 _ |
(O6pazeud) Samples (O6paseu3) ﬁg:?ggﬁ;fﬂb%m

WenkHute «MmnopTt o6pas3uoB» (Import Samples).
YkaxuTe pacnosnioxeHue daina nHdopmanmmn o6 obpasuax B oopmare *.csv.
Janee uwienkHuTe Ha 3Hauke «Meuvatb» (Print) B AN 0TOGpaxeHWs CXeMbl NaaHweTa.

HaxmuTe «lMeuaTb» (Print), yTobbl pacneyataTtb CXeMy pasmelieHns 06pa3uoB Ha NAaHweTe B
KayecTBe obpasua Ans noaroToBkn 6MBGANOTEK.

LlenkHute «3akpbiTh» (Close).

WenkHnte «CoxpaHUTb NPOroH» (Save Run).

I[pocMoip pe3ynbTatoB aHanusa
Ha naHenn nHcTpyMeHTOB npunoxexHns Local Run Manager BbibepuTe HasBaHMe paboyero uukia.

Bbibepute Tabnuuy «O6pasubl 1 pe3ynbTaTbl» (Samples and Results), 4Tobbl NPOCMOTPETbL OTYHET
06 aHanuse.

Ecnn aHanns BbINO/IHAACSA MOBTOPHO, packpoiiTe cnMcok Bbibopa aHanu3os (Select
Analysis) 1 BbIGEPUTE HYXHbI aHaNN3.

[OnumoHanbHo] WenkHnTe no 3Havky «KonupoBaTb B 6ydep o6meHa» (Copy to Clipboard) wb.
4yTO6bl CKOMMPOBATbL NYTb K Manke C C[3ali/loM AaHHbIX aHanM3a.

OT1yeT 006 aHanu3e

OTyeT No aHanM3y AaHHbIX, NOMYYEHHbIX C NTPUMEHEHNEM Habopa peareHToB
Praxis Extended RAS Panel

B OTYeTe MO aHa/M3y faHHbIX, NOMYYEHHbIX C NPUMeHeHnemM Habopa peareHToB Praxis Extended RAS
Panel cogepxuTca nHdopmaums 06 ycnewHom uam HeygauyHoMm 3aBepLueHur MPOroHa U 0 HaxXOoXAeHUW B
ob6pasuax kakoi-nnbo n3 56 MmyTaumii, KOTOpble aHa/IM3NPYIOTCS C NPMMEHeHneM Habopa peareHToB
Praxis Extended RAS Panel.

CraTyc pa6ouero uuknia (Run State) Bo Bknagke «O6pasubl 1 pe3ynbTaTthl» (Samples and Results)
nokasbiBaeT COOTBETCTBME pabOoyero Lukna CEKBEHMPOBaHUSA nokasaTensm kadectsa. Ecnu ctaTyc
pabouero uukna «Owunbka» (Fail), ana Bcex o6pa3L0B yCTaHABNMBAETCA COCTOSIHUE «HE AelCTBUTENEH
(invalid).
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PesynbTaTbl No ob6pasyam

Tabnuvua 1 Pe3ynbTathl No obpasuam

3aro/oBoK CToN6La OnucaHve

Sample name

(Hassanwe 06pasLa) HasBaHuve o6pasua, ykazaHHOe npu co3gaHun paboyero uukia.

Pe3ynbTaTbl NPOBEPKY Ba/IMAHOCTY 06pasLoB.
[OelictButensHblii. (Valid) - nHdopMauys 0 Hanmuum/oTcyTCTBUM MyTauuii

Sample

(O6pazeL) npefocTaeiseTcs.
He pgelictButensHblii. (Invalid) - Hannume/oTcyTcTBME MyTaumiA onpeaenntb
HEBO3MOXHO. CM. pa3fen HepelicTeuTenbHblili 06pasel Ha cTpaHuue 5.

Result PesynbTarbl 06HapyxeHns myTauuii B obpasLiax.

(Pe3 ﬂbTaT) Cwm. pasfgenbl MyTauua obHapy><eHa Ha cTpaHuue 5 UMyTauua He obHapy><eHa Ha

4 cTpaHuue 5.

Gene

(reH) [[eH KRAS WM NRAS, B KOTOpPOM ObHapy>XeHa MyTauna, eC/in NPUMEHNUMO.

Exon

(3K30H) Homep 3k30Ha, B KOTOPOM MMEETCHA MyTauusi, €C/iv NPUMEHNMO.

Amino Acid MpumMeyaHme 06 N3MEHEHU aMUHOKUCNOTBLI MO AaHHbIM HGVS (Human Genome variation

(AMuHOKMCNOTA) Society).

Nucleotide o

(HykneoTva) MprMeyaHvie N3MeHeHWA HyKNeoTuaoB cornnacHo HGVS.

HepenctButenbHbI obpasey,

PesynbTaT «HepgelictBUTENbHbIN 06pasel» (Invalid) ykasbiBaeT Ha TO, YTO oNpeAennTb Hasmune unm
OTCYTCTBME MyTauun reHa c nomollblo Habopa peareHToB Praxis Extended RAS Panel HeBo3MOXHO. [ns
Takmx o06pasLoB HEOH6XOAMMO MOBTOPHO BbIMO/IHUTL NOATOTOBKY 6GUG/IMOTEKN, CEKBEHUPOBAHME U
aHanu3. Ecnu NnoBTOPHLIA aHanu3 obpasLa Takke 3aBepLlaeTcs ¢ OLMOKOM, MOXeT noTpeboBaTbes
[OMNoNHUTENbHOE yCcTpaHeHne npobnem. Ecnm Bce o6pasybl B LUKIE HeAelCTBUTENbHbI, T. K. CTaTyC
uukna «Owunbka», obpatuteck B CNyx0y Texnoaaepxkn komnaHum lllumina.

MyTaumsa o6HapyxXeHa

Pesynbtat «Mytaunsa obHapyxeHa» (Panel Mutation Detected) yka3biBaeT Ha TO, YTO C NMOMOLLbIO
Habopa peareHToB Praxis Extended RAS Panel 6bi1a 06HapyxeHa MyTauusa reHa. B otyete 6yget
npuBefeHa BCSA MHpopMaLusa no 06HapyXeHHbIM MyTauusam.

MyTauma He o6HapyXeHa

Pesynbtat «MyTauusa He o6HapyxeHa» (Panel Mutation Not Detected) yka3biBaeT Ha TO, 4TO C NOMOLLbIO
Habopa peareHToB Praxis Extended RAS Panel myTauuu reHa He 06HapyXeHbl.

BbixofHble (haitnbl nocne aHanusa

[ns moayna aHanusa faHHbIX, NOAYYEHHbIX C MOMOLbI0 Habopa peareHToB Praxis Extended RAS Panel
dopmmpyeTcs cneaylowmii BbIXogHOM daitn nocne aHanvsa gaHHbIX. BbixogHble goaiinibl nocne aHanmsa
HaxoauTca B nankax Alignment.

via chaiina OnwcaHve

ExtendedRasPanelReport.txt B otueTe cogepxutca nHdopmaums 06 yCrewHoM Wi HeyaaqyHoM
3aBEpPLUEHVN LMKMA aHaNM3a 1 O HaXOXKAEeHUM B 06pasLiax Kakoi-nméo 13
56 myTaumii nccnegyembix ¢ MOMOLLBIO Habopa peareHToB Praxis Extended
RAS Panel.

Mankn Alignment

Mpun KaXxgom NOBTOPHOM gob6aBneHun aHanmsa B ouepeb npunoxeHue Local Run Manager co3gaet
nanky Alignment B nanke uukna c umeHem Alignment_N, rge N - nopsgkoBblii HOMeEp.
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eXHNYeCKasa nogaepxka

Mo BCEM TEXHUYECKMM BoOMnpocam obpawaintecb B CNYyXO0y Tex-noanepxKu
KoMmnaHuu lllumina.

Be6-caiiT: www.illumina.com
2. noyta: techsupport@illumina.com

Homepa TenedoOHOB Cnyx6bl Tex-noaaepXxku komnaHmm lllumina

PervioH BecnnatHblii Homep PervoHanbHasi nogaepxka

CeBepHas AMepuka + 1 800 809 4566

ABCTpasna + 1800 775 688

ABCTpUS +43 800006249 +43 19286540
Benbrus +32 80077160 +32 34002973
Kutaii 400 635 9898

JaHns +45 80820183 ,+45 89871156
PrHNAHANA +358 800918363 +358 974790110
®paHuus +33 805102193 +33170770446
repmaHms +49 8001014940 +49 8938035677
"OHKOHT 800960230

WpnaHows +3531800936608 +353016950506
Wranus +39 800985513 +39 236003759
AnoHns 0800 111 5011

HupepnaHap! +31 8000222493 +31 207132960
Hosas 3enaHoys 0800 451 650

Hopserus +47 800 16836 +47 21939693
CwuHranyp + 1.800.579 2745

VicnaHns +34 911899417 +34 800300143
LBeuus +46 850619671 +46 200883979
Lseliuapus +41 565800000 +41 800200442
TaliBaHb 00806651752

BenvkobputaHusi +44 8000126019 +44 2073057197

[Jpyrve cTpaHbl

MacnopTta 6e3onacHoCcTN maTepuanos (SDS) gocTynHbl Ha Beb-calite komnaHum lllumina

+44 1799 534000

support.illumina.com/sds.html.
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To IVD

Komnanumsa lllumina

5200 lllumina Way

San Diego, California 92122 CLLA.

+1 800 809 ILMN (4566)

+1 858 202 4566 (3a npeaenamvn CeBepHOli AMEPUKL)
techsupport@illumina.com

www.illumina.com

llumina*
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MepeBof JaHHOTO TEKCTa BbIMO/HEH M peBoAUMKOM JlebeaeBbiM AHapeeM HiKonaeBnyeM

Poccniickan defepauns

["opos MockBa.

LLlecTHaguaToro MOHA ABe ThbiCAYM ABafLAaTOro roga.

A, OeitHeko Jltogmuna BanepreBHa, BPEMEHHO MCNOMHALOWAA 0693aHHOCTM HOTapuyca ropoja
MockBbl MpPOKOLIEHKOBOW ENeHbl EBreHbeBHbI, CBUAETENLCTBYO MNOAAMHHOCTL MOAMUCK NEpPeBOAYMKa]

Neb6enesa AHapes Hukonaeesnya.
Mognuch caenaHa B MOEM MPUCYTCTBUN.
JInuHOCTb NoANMCaBLLEro 4OKYMEHT YCTaHOB/EHA.

3apeructpupoBaHo B peectpe: No 21/86-H/77-2020-

B3biCKaHO rocygapcr; nownuHel (no Tapudy): 100 py6. 00 kon.
YnnayeHo 3a okas 0" n TexHmyeckoro xapaktepa: 300 py6. 00 kon.

N.B. feitHeko

lMpolwHypoBaHO, MPOH n ckpellneHo,l64atbio j
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Hlumina*

Reagent kit Praxis™ Extended RAS Panel for qualitative
determination of the status of specific mutations genes of RAS
{KRAS (exons 2,3, and 4) and NRAS (exons 2,3, and 4) by
sequencing a new generation in a human genomic DNA sample
isolated from colorectal cancer tissue samples fixed in formalin and
enclosed in paraffin blocks

Addendum to instruction for use

Manufacturer:

[llumina, Inc

Address:

5200 Illumina Way, San Diego, California 92122, USA

Approved
On behalf of Hlumina, Inc.

Date -Sovlg, 7070
Aureha Brownridge
Sr. Regulatory Affairs Specialist
Illumina, Inc.
AGOSTINO 1

Notar/ Public - California t

San Diego County 5
Commission # 2282380 r
Comrr. Expires Mar 23. 2023 P
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ACKNOWLEDGMENT

A notary public or other officer completing this
certificate verifies only the identity of the individual

who signed the document to which this certificate is
attached, and not the truthfulness, accuracy, or -
validity of that document.

State of California ,
County of San Diego )

n Ut b yoyv before me, Mary Agastino, Notary Public
(insert name and title of the officer)

4
personally appeared ﬂuww Bﬂm ndq.g, _ ‘
who proved to me on the basis of satisfactory evidence to be the person(s) whose name(s) is/are
subscribed to the within instrument and acknowledged to me that he/she/they executed the same in
his/her/their authorized capacity(ies), and that by his/her/their signature(s) on the instrument the
person(s), or the entity upon behalf of which the person(s) acted, executed the instrument.

| certify under PENALTY OF PERJURY under the laws of the State of California that the foregoing
paragraph is true and correct.

WITNESS my hand and official seal.

Signature \MM‘-,\ Aprlae (gea
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iHumina

1. HauMeHoBaHHe MCAHINMHCKOrO H3NCIHS.

HaumenoBanue nigeans:

Ha6op pearextos Praxis™ Extended RAS Panel juia kauecTBEHHOIO ONpelCAEHHS CTATYCA cienHPUUecKnX
MyTauuil rcios RAS (KRAS (2x30mbl 2, 3 M 4) 1 NRAS (3k301b1 2, 3 1 4)) MCTOAOM CCKBEHHPOBAHHSA HOBOI'O
nokonenus 8 npode reomnoit JIHK uenoseka, BuiacnenHoit n3 ofpa3sios TKaveHk KOMOPCKTAILHOrO paxa,
(ukcupoBaHHbIX B hopMATHHE, H 3aKMOUCHHLIX B napaduitoskie 6noku (anee Praxis Extended RAS Panel
Him nabop pearcutos Praxis Extended RAS Panel) B cocrane:

L. PearenTn! ga nmpe- H nocr- amuandnaunn, xopobxa 1:

Pearentss ana upe-amnanduxaunn (Pre-Amp Reagents), kopobxa 1A:

1.1. Bydep ana rnGpuansanuu (Hybridization Buffer) — 1 npoGnpka (4. 32 Mi/npoGupka).

1.2. Cmech juig yaauuncuus-suruposanus (Extension-Ligation Mix) — | npo6upka (4,8 Ma/npoSupxka).

1.3. lpaiimepol naaexcupoBannbic A (A501) — H (A508) (Index Primers A (AS01) -- 11 (AS08)) — 1 npoGupka

A1 Kaxaoro upaiiMepa (192 mxa/npobupka).

1.4. IMpaiimcpst nujickeuposanibie 1 (A701) - 12 (A712) (Index Primers 1 (A701) - 12 (A712)) - 1 npoGupka

s kaxaoro npafimepa (128 mxn/npoGupka).

*.53. HUP nonnmepasa (PCR Polymerase) — 1 npoGupka (56 Mxn/npoSupka).

..6. Cmcep ans MLP (PCR Master Mix) — 1 npobupxa (2,8 mi/npoGupxka).

Pearentsi s nocr-amnanpuxannn (Post-Amp Reagents), xopobka 1B:

1.7. PasGasureap )i paseenchus Gubanorex npu wopmanuszaumu (Library Normalization Diluent) - 1

nupodupxa (4.6 Ma/npodupka).

1.8. Bydep aunn passenenus 6ubamorck (Library Dilution Bulfer) - 2 npo6upku (4.5 Ma/npotupka).

1.9. Koutponb suyrpennnit PhiX (PhiX Internal Control) — 1 npoSupka (10 mxn/npoGupka).

[1. PearenTes ann nocr-amnauduxanns (Post-Amp Reagents), xopobxa 2:

2.1. Kaprpusx MiSeq"™ Dx SBS v3 (MiSeq™ Dx SBS Cartridge v3) - 2 .

I11. Pearentst ans npe- w nocT- amiindnkaunu, xopobka 3:

Pearentni nas npe-amnandnxauns (Pre-Amp Reagents), kopofka 3A:

3.1. bydep s unvencustol ormbieku (Stringent Wash Buffer) — 1 gnaxon (24 ma/dnakon).

3.2. Bydep yunscpeanhibii, npombisounbiii (Universal Wash Buffer) - 1 npo6upka (4.8 ma/npoGupka).

Pearentnl jas nocr-amnauguxannu (Post-Amp Reagents), xopo6xa 3B:

3.3. Mukpouactiun jutg ounctks TLP-npoaykros (PCR Clean-Up Beads) — 1 npoGupka (5 Ma/upobupka).

3.4. PactBop npombiBounlif 1Uia nopmanuiauun Gubiuorex (Library Normalization Wash) — 2 npoGupku (4.8
M/upobupka).

3.5. Mukpouactuum s 6nbnuorekw (Library Beads) ~ | npoGupxka (1.2 Ma/npobupka).

3.6. Sluefixa nporounas MiSeq™ Dx (MiScq™ Dx Flow Cell) — 2 peacpsyapa (1 aueiika ua pciepsyap).

IV. Pearenve! s nocr-amnandnkaunns (Post-Amp Reagents), kopobka 4:

4.1. Bydep MiScq™ Dx SBS (PR2) (MiSeq™ Dx SBS Solution (PR2)) - 2 ¢uiakona (500 ma/dnakon).

V. PearcuTnt A% npe- 1 nocr-aMnanPUKannm, Kopodxa §;

Pearentsi ans npe-amuannkanuu (Pre-Amp Reagents), kopobxa §:

5.1. lnauwer ¢punsrposanshbit TruSeq™ Custom Amplicon Dx (TruSeq™ Custom Amplicon Dx Filter

Plate) - 2 wir.

Pearentol aan nocT-amuanguxauny (Post-Amp Reagents), kopobika 5:

5.2. Bydep nna smouwn (Elution Buffer) — 1 npoGupxa (4.8 ma/npoGupka).

3.3. bydep ana xpanenns 6ubanorex (Library Storage Buffer) - 1 npoGupxa (3,5 Ma/npo6Gupka).

VL. Pearcurml ana npe-amnanpuxkaunu (Pre-Amp Reagents), kopofka 6:

6.1. llyn upaiimepon A (Oligo Pool A — Extended RAS) - 1 npobupka (150 mxa/npobupka).

6.2. [lyn npaiimepos B (Oligo Pool B — Extended RAS) - 1 npoGupka (150 mxn/upobupka).

6.3. Tipatimepsl konTponbHbic Ans npoBepkK kaucceTa (QC Primers) — 4 upoGupku (75 Mxa/npoGupka).

6.4. IHK konrtponsras ans nposepku kadecta (QC Template) — 1 npoGupka (220 mxn/npoSupka).

6.5. Cmech Juia konnuecTennoi 11LP (QPCR Master Mix) ~ 2 npobupku (1 Ma/npobupka).
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illumina
6.6. bubnuoteka KoHTponbHas RAS (Panel Control - Extended RAS) - 1npo6upka (8 Mkn/npobumpka).
VII. WNHCTPYKUMSA MO NPUMEHEHUNIO - Lhit.
VIIIl. PykoBofcreo cnpaBoyHoe - 1LwrT.
XI. PykoBoACTBO CnpaBoYyHOe A/ nporpammHoro o6ecriedyeHus Local Run Manager gns Moayns aHanusa
Praxis"” Extended RAS Panel - 1 wr.

2. HasHayeHue 1 NpUHUKUN geiierBns MeguLUMHCKOro nsgenus
2.1 Ha3HaueHUe

Habop pcareH'roB PraxisExtended RAS Panel npegeraBnser co6oil Habop ANs KavyeCTBEHHOrO
onpegeneHus ctaryca 56 cneundgunyecknx mytaumii reHos RAS (KRAS (3k30HbI 2, 3 1 4) n NRAS (3K30HbI 2,
3 1 4)) MeToLOM CeKBeHMpPOBaHMA HOBOFO MOKONeHUs B nNpobe reHomHoin AWMK uyenoseka, BbleNeHHON K3
o6pa3yoB TKaHel KonopektanbHoro paka (CRC), (UKCMpPOBaHHbIX B (hOpMasMHE, W 3aK/OYEHHbIX B
napaduHosble 6nokn (FFPE) ons gnarHocTukm in vitro. 3ToT Habop NpeaycMOTPeH ANs CEKBEHUPOBAHMA Ha
reHeTM4YeckoM cckBeHaropc MiSegDx komnanun nnomuHa (HHlumina).

.Obnacrb NMPUMCHUENHA U bel/IKLl,l/IOMaI'IbHOC Ha3Ha4dyeHune
KnnHunyeckas nabopaTtopHas AnarHoCTuUKa.

4. TVH nccnegyemoro obpasua

O6pasey, AHK, BbigeneHHbln 13 00pa3uoB TkaHel KonopektanbHoro paka (CRC), (MKCUPOBaHHbIX B
(hopManuHe, 1 3aKNKOYEHHbIX B NnapauHoBble 6nokn (FFPE).

5. Bug aHanus a
KauyecTBEeHHbIA.

6. MonynsaunoHHble aemMorpauyeckune acncKrbl UCMo/ib30BaHUA MCAULUUUCKOIO AMAlMOCTUYECKOro
n3nenuvs
Hc npumeHnmo.

7. CBefleHMA 0 NOTeHUMa/bHbIX N0Nb30Ba reNsiX MeaNLMHCKOro U3aenuns
CneynanucTbl, KBaiM(pULUMPOBaHHbIE B 061aCTW KIMHWYECKO NaboparopHoil AWArHoCTUKWU. TOMbKO AN
NpogecCcMoHanbLHOro NPUMEHeHUs.

8. lNoKazaHnA 1 NPOTUBOMNOKa3aHMUA K UCMNO/Ib30BaHMIO MeANLIMHCKOIo n3aenms

8.1. TlMokasaHuA:

Hab6op pear eHTOB Praxis Extended RAS Panel npegHasHayeH Ans KayeCTBEHHOro onpeaeneHus cratyca 56
cneynnyHbix MyTaumnin B reHax RAS [KRAS (3k30HbI 2, 3 1 4) n NRAS (3K30HbI 2, 3 1 4)| B Nnpo6e reHOMHOVA
OHK u4enoBeka, BblgefneHHONW K3 06paslUoB TKaHeil KonopektanbHoro paka (CRC), ()MKCMpOBaHHbIX B
(hopmManuHe, 1 3aKNHOYEHHbIX B napaguHosblie 6110kn (FFPE).

MauneHTam € KoJflopeKrasbHbIM pakoM Npu OTCYTCTBUM MyTauun B reHax RAS nokasaHa npoTMBOOMNYX01eBas
Tepanusa MOHOK/IOHaNbHbIMW aHTUTeNnaMn K EGFR.

[NokasaHWs Briomapkeps! JleyeHve PekomMeHzaUmm HO neyeHUo

Konopekta/is ~ KRAS AMKWUIA Mpotusoonyx  httD:/AMwww.oncolouv.ru/association/clinical-

HbliA paK - ¢ ™n oneBast uuidclines/2018/rak orvamov kishki pr2018.pdf
ovkum TVYMIM  (oTeyTCTBUE Tepanus

reHos RAS My rauuii B MOHOK/IOHa/Tb

OK30HAX 2, 31 MbiMu httD:/Avww.oncoloHv. ru/association/clinical-

4) NNRAS HTUTENAMU K yjidelines/2() 18/rak obodochnoy kishki pr2() 18.pdf
OVKARA TUN LGFR
(otcyTcTBME
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MyTauum B
aK'tomax 2, 3 un
4)

8.2. MpormnesonokaluHUA
3BecrHbix NpoTMBOMNOKa3aHWiA HeT.

8.3. Bo3Y0 >XK1ble N060YHbIe 3h(PEKTbI NCNONb30BAHNA 'YeULIHHCKOro 1U3genns
11e NpUMEHUMO.

9. Hdopmauyma o npoussoan! ene (M3rotToBUTeEsNE) N paspaboTUMKe MCANULMUICKOro MU3Lena U MecTe
(MecTax) NPON3BOACT Ba MeAUUNHCKOIO U3Lenuns

9.1. HopMaLmsa o nponssognTesie (U3roToBUTENE) N paspaboTumMKe MeSULIMHCKOIO U3Lenus
«MnnommHa, NHK.», 5200, WnntoMuHa ¥Yaia, r. Can-Auero, wrat KanudopHus, 92122, CLUA (Illumina, Inc.,
5200 Illumina Way, San Diego, California 92122, USA)

\2. H(hopmauma o mecte (MecTax) NMPOM3BOACT Ba MEAULIMHCKOIO N3aenns
NnntomuHa, NHK.», 5200, MnntoMmuHa ¥Yai, r. Can-Auero, wrat Kanugophusa, 92122, CLUA (Illumina, Inc.,
5200 Illumina Way, San Diego, California 92122, USA)

10. Knacc noTeHUMansiioro pucka MeMLMHCKOro U3aenns

Knacc noteHyuuansHoro pucka 26.

11. ObuLee onncaHne MeSULMHCKOIo N3LeNA 1N ero KOMMOHEHTOB (YacT ei)

11.1. BHewHWA BUA MEAVLIMHCKOIO U3aenns

Habop peareHToB Praxis Extended RAS Panel npegHa3HayeH Ans 06Hapy>XeHUs cneunnyHbiX MyTauuii B
3k30Hax 2, 3 n 4 reHoB KRAS n NRAS na reHeTu4yeckom cekBeHaTtope MiScq, BapnaHT ncnosHeHusa: MiScq
Dx, komnaHumn «nnomuHa» (Illumina) MiScqDx.

MpoTokon no Habopy peareHToB Praxis Extended RAS Panel HaumMHalOT C OLEHKM KayecTBa 006pasLOB.
KauecTtBo 06pa3uoB BbigeneHHon AHK oueHnBaOT nocpeAcTBOM KOMM4YecTBeHHOW HLP B peanbHOM
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spemeun (kITIIP), xotopas nosposact onpeacnuts Kavecrso # xoxamuvecrso JIHK no pesynsraram
ammmbuunpyemocts  JIHK.  O6pasusi  lomkam  yaosnersopate  TpeGosanusMm, ykasaiibiM B
conposoauTensholi nHdopMaurn K nabopy pearciton Praxis Fxtended RAS Pancl. [ns oucHku obpasios
AHK. nnucH3npoBanibix BHCLIHHMHK focTaBuukaMH, B Habop pearclitos Praxis Extended RAS Pancl pxoaut
cMech i konnuccteennodt LILIP (qPCR Master Mix). Cnenuduxaumun na amnandukarop (TepMouuxnep)
ana k1P, noayucuiibie nipy oleHKE TPEX KOMMCPUECKHX Moaesieli ammindukaTopos, Gy/lyT npejacTabieHbl
B HHpOpMaUUH 00 H3Zenmu.

Obpaznw [IHK, ynosacrsopsiomye TpeGOBaHHAM. MCNONLYIOT NPH NPUIOTOBAEeHMR OubinoTekn mns
NONMYHEHUR LENCBbX CNeNHpUUCCKUX aMIIMKOHOB. [{na nocreayiowicro paszaciennus oOpasioB B npoecce
AHAIK3A HCTIONLIYIOT MH/ICKCHPOBAHHE, YTO 1103BOAAET OOLCAWHATL OOPa3LL! 1IEPCA CEKBCHHPOBANHEM.
Obvenunciubie 00pasiibl CCKBCHHPYIOT Ha IeNCTHUECKOM cekecHatope MiSeq, Bapuant ucnoanchns:
MiSeqDx, komnanun «Hanomuna» (Illumina).

I [pHMeyanna: onUCante reHeTHYCCKOID CCKBeHaTopa MiSeq, Bapuant Henoanchus: MiSeqDx npurecio 8
HCHTPYKLIHY 1O IKCIUTyaTalHK Ha npuop.

LUXeMa venons3osatng tiabopa pearentos Praxis Extended RAS Pancl B o6mieit ainarnoctrueckoit cuereme
nokasana Ha pacynke: RAS Panel System,
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PucyHok: RAS Panel System

1) Npwy)Tosnenne OhGihot« s 2) CekBeHHpOBaHHe 3) Co3naBHe oTyeTa
3Jrasbl KK B
Oaexxka KauecTBa Mperotosnease 6abnsoTen Mocoenoxartenssocts JHK
o6pasua 3noopodapcs a araposaom rene Naanw Kayectsa
KMLP
O6paszey, AHK
nFomengH
ykayecTEa
[BoaHas uenb ) _ MiSeqDi
TniSeq Cuitotn .mplicon 12 06T,C'ApsAeHH’ oopeswi npo:*H ¢ BbisETeHsible BapnaHTbl
NOIOBITMEN!, HINY fa OHAfafaCLmA. ThhbLU KR.4S. ML4S - 66 ~nTanHs
fcOHITCIO.TAUK
IMpBroT. GHG.350TeKB. HechopmanHsi o
Obpasew, KK HAH He dCq BbINO/IBEAO He nocresioaare.1bBKTB.
COOTBETCTBJET He COOTBETITBYCT

KPBTEPEAM

BbcaxHaBaHKe, OrpesiexxHue BEFKH'IIE

H cnpeneneHune b4ecTx3

MeToanKa aHanmsa:

MpoBeseHne aHann3a e Habopom peareHToB Praxis Extended RAS Panel BKAto4aeT Tpu npoueeea, onveanHbix
HVKe:

)UueHKa KameeTBa o6pasua:

Habop peareHToB Praxis Extended RAS Panel npumeHstoT gns aHanusa ob6pasuos AWK, BblgeneHHoON u3
06pasL0B TKaHe KOMOPEKTanbHOro paka, (PMKCUPOBaHHbIX B (POPManuHe, 1 3aK/OYEHHbIX B NapauHOBbIe
6nokn (FFPE). MockonbKy pa3mep 06pa3u0B TKaHEN UM KOMMYECTBO Heonac inyeckmx KneToK 3HaAYUTENbHO
pasnuuatores, nepef BbigeneHvem AMNK o6pasubl cnegyeT nposepsATb. PeKOMeH0BaHO WCMOAb30BaTh
obpasybl TKaHeil TOMWMHOMW 5 MKM M COBOKYNHOW nnowafbto 240 mm" unm 6onee, ¢ cofepXaHuem
OnyxoneBblX TKaHeln > 50 %. [Ans nonyyeHWs ONTUMaNbHOrO KonuyecTBa amHaugpuumpyemon AHK
PEKOMeH/[0BaHO MCMNOo/b30BaTh 8 CPe30B M0 5 MKM U/ 3KBMBANIEHTHOE KOIMYECTBO CepUiHbIX CPE30B ApYroWn
TONWMHbl. bonee noapobGHble pekomeHjauuun Ho BbigeneHnto AHK un3 o6pasyos EFPE npuBegeHbl B
COMPOBOAUTENbHON MHDopMaLmmn 06 ngennu.

Pa6boTy ¢ Habopom peareHToB Praxis Extended RAS Panel HaumMHaloT ¢ :3rana onpegeneHns kKauyectsa AHK,
BblAeneHHoW u3 obpasyoB FFPE; kauectBo OELK oueHMBaKOT Mo Konu4yecTBy amHanduumpyemoinn AHK
obpasya B cpaBHEHWW C KOHTponbHOW [AHK-maTpuueir. Mpu oueHke Kayecrsa 06pasLoB onpefenstoT
pasNnumns LMKN0B KOIMYECTBEHHOIO onpeseneHuns (genbta 3HaveHmnii Cq) Ana Kaxaoro obpasiua B CpaBHEHUN
C KOHTponbHoM [OHK-marpuuein. OAna wmcnonb3oBaHus Habopa peareHToB Praxis Extended RAS Panel
3HayeHue genbta Cq ana reHomHon AHK o6pasua AonkHO 6biTh <5,00. Komnanua «MnnomuHa» (lllumina)
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He peKOMeHAyeT MpoBOAMTbL aHann3 obpasuyos AHK, ana Kotopbix nony4vyeHo 3HaveHus penbta Cq > 5,00, €
ncnonb3oBaHnem Habopa peareHToB Praxis Extended RAS Panel. MNposegeHne aHanmsa KHLIP n kputepun
KayecTBa 06pasL,0B NpuBeLeHbl B CONPOBOAUTENBHON NHOpMaLun 06 n3genuu.

MpuroToBneHne GUGINOTEKMN:

Mpouecc NPUroToBneHNUs 6UBIMOTEKN COCTOUT M3 YETbIPEX OCHOBHbIX CTaAMWii: rMGpUAN3aLMS, 3N0HTaLMS-
nurupoBanue, MUP-aMHAUGMKaALKUS 1 HOpManu3auus 6UM6IMoTeKN.

Mocne BbigeneHnsa MK n nogTeepxaeHMa Kadec iBa 06pasiia HauMHaoT 3Tan NPUroToBieHNA 6MBANOTEKN C
rmépuamnsaunn reHomHon AHK ¢ npegBapuTenbHO CMeWaHHOMW ONTUMM3NPOBAHHOW CMeCbl MpalriMepos,
cneyndpuryHbIX K MNOCNefoBarefbllOCTAM, PacrnoNOXeHHbIM Bbile WM HWXKe OT ueneBok obnacrm Praxis
Extended RAS Panel. Kaxpablii 30HA BKOYaeT NOKyC-CNeyuPprUUHy0 nocnefoBaTeNlbHOCTb M afanTepHYyHo
nocnefoBaTe/lbHOCTb, KOTOPbIE MCMONb3YKTCA NPy Nocnedytowen amnangukaymmn. ea nyna nparimepos (A
” B) N03BONAKOT HE3aBUCUMO TECTMPOBATb Kaxayt HUTb AHK. o OKOHYaHWW 3TOro npouecca BbIMOMHAKT
TpexXCcTyneH4yary npoueaypy OTMbIBKM C MCNOMb30BaHWEM (UILTPA, C MOMOLLLIO KOTOPOro BbIGOPOYHO (B
"aBMCMMOCTM OT pa3mepa) yAansarTCa HCCBSA3aBLUMCCA npaliMepbl U3 pacTBopa reHomHoin AMK.

Ma cTaguu 3NOHTraunn-NMrnpoBaHna NPOUCXOLUT COeJMHEHME MpaimMepoB, PACcNONOXEHHbIX BbILLE U HUXE
no nocnegosatensHoctn. AHK-nonumepasa ocyuiecTBnseT AOCTPOWKY BAOAb BCei LENeBOin 06nacTwu,
HayuMHas ¢ NpamMepoB, PacrnosioXEeHHbIX Bbllle MO NociefoBaTeNIbHOCTH, a 3aTeM HK-nurasa ocywecrtsnser
NMrnpoBaHne ¢ 5'-KOHLOM MpariMepoB, PacnofioXXeHHbIX HWKe Mo nocncgosalensitoctun. B pesynbrarte
obpasyknes nNpoAyKTbl, cogepxawme RAS-cneundpunyHble npariMepbl U (AaHKUpPyemble UMUK
nocnefoBaTe/lbHOCTU, BbIOpaHHbIe A8 amnaugukayuu.

AmMnandukaymio NpoAyKIB 3M0HlayMnM-IUrnpoBannsa OCyLEeCTBAAOT NpU  NOMOLWM  YHUBEpPCaNbHbIX
npariMepoB, KOTOpble MNPUCOEAUHAT WHAEKCHble MNOCNeA0BaTeNbHOCTM NS MY/bTUMNNEKCMPOBaHUA
obpasuoB, a Takke o6wue aganTepbl, HeobxoAuMble AN 06pa3oBaHUA KMacTepoB B TFeHETUYECKOM
cekBeHaTtope MiScqDx. 9Tn npalimepbl BKAKOYAKT Cleungpunyeckme MeTKM nocnefoBaTe/lbHOCTeR, KOTOpble
No3BONAT 06beAMHATL 06paslibl B OAHON A4Yeilke NPOTOYHON W/MNKM B OAHOM MPOrOHE CEKBEHMPOBaHMA B
KOHUe aHanm3a. B npalimepbl  TakXe  BKIKOYEHbl  MOCNeAOBaTENbHOCTW,  KOMMJ/EMeHTapHble
nocneAoBaTeNlbHOCTAM  HYKNeOTMAO0B 3axBaTa, (PUKCMPOBaHHbLIX Ha A4velike MPOTOYHON. B pesynbTaTe
6pasytoTcs NpoAyKTbl, cogepxawme RAS cneynduyHble ONUTOHYKNEOTUAbl, (PIaHKMPOBaHHbIE
nocnefoBaTelbHOCTAMM, HEO6X0AMMbIMUK ANA aMAnhKaLmn.

Hannumne npoayktos MLP oueHnBaoT meTofoM anekTpodopesa B rene. Mocne ounctkm MLUP-npoagykToB
KOJINYECTBO KaXK[Oro BapmaHta 6M6/IMOTEKM HOPMasiM3YyOT MpY MOMOLM KOMMOHEHTA C MUKPOrpaHynamu,
obecneynBas paBHOMEPHYIO MPeLCTaBNeHHOCTb KaXKA0ro BapnaHTa 6M6InM0TeKN B KOHEYHON 06beMHEHHOW
obpasue. OObeAUHEHHble O6MOGNMOTEKM aMNAMKOHOB MOryT 6e3 npeaBapuTenbHoOl  06paboTKu
HenocpefCcTBEHHO BBOAMTbLCA B KapTpuMk MiSeqDx SBS v3 (MiSeqDx SBS Cartridge v3) ans
CEKBEHMPOBaHMNA Ha reHeTUYeCcKoM cekBeHatope MiSeqDx.

CeKkBeHMpOBaHWe:

Mocne NpUroToBieHNs 6UGINOTEKN N BHECEHUA 06beMHEHHOW 6M61MoTekn B KapTpuak MiSeqDx SBS v3
(MiSeqDx SBS Cartridge v3) npoBoasAT cneaytou|nMini 0CHOBHOM 3Tan — CEKBEHMPOBAHME HAa FeHETUYECKOM
cekBeHaTtope MiSegqDx. Ha6op peareHToB Praxis Extended RAS Panel no3sonseT npoBecTW MOAHOE
CeKBeHupoBaHMe 141 napbl OenoBaHWn B [BYX HanpaB/leHUAX HoefnefoBaTeNlbHOCTM, o0b6eeneymnsas
CEKBEHMpPOBaHMe KaxX[OW LeneBon 06/1acTM Kaxgoro ob6bpasua B [ABYX HanpaBNeHMAX C OMTMManbHOW
TOYHOCTbIO. CNoNb3yeTcs XUMUYECKMII MeTO[ CeKBEHMPOBaHWUA NyTemM cuHTe3a (SBS), B KOTOpOM 4eTbipe
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HYKAeoTHAA € GAYOPCCUCHTHHIMM MCTKAMHM 1APAINENBHO BKIIOYCHB! B THOPHAM3HPORAHILIC KNAacTCPhl
o0pasion 1a NOBEPXHOCTH Auelxy npoTouHoi. HykneoTwmias MeTka BLINONHACT PYHKIMK) TCPMHRATOPA
NOINMEPHIALAU.  1I0ITOMY nocne  Bkmouchun  kaxaoro dNTP  dayopecttenvnnli  kpacurens
BH3YQNUINPYETCA. HTO MO3BONRET HACHTHGHUMPOBATHL HYKICOTHII C NOCHE/AYIOIUM (HCPMEHTATHBHBIM
PacineiCHACM JUisl BKILIOYEHHA CIICAYIOMEro HYKAcoTAAR. TTpoLiece HOBTOPAIOT UIA HYKHOIO YHCNA JRHKIOB
CEKBEHUPOBaHMUA.

UnTepnperaing pelyabtaton:

LAz wwrcpuperaltiy pe3ynbTaToB ananu3a AAHHBIX, AOJIYYCHHBIX ¢ HCHOAB30BANKHCM Halopa pearcHToB
Praxis Extended RAS Panel ucnonssyior nporpammuoce obecnieucnne Local Run Manager Moaynb ananisa
Praxis Extended RAS Panel.

TOT MOAY/Ib BPEAOCTABASET PILCHAA O MPOBCACIIHK BTOPHYIIONO aHAJIH3a H COCTARNIAET OTYCT O NporoHax
CEKRCHHPOBAHHA ¢ HCNONbL30BaHuEM Habopa pearclitoB Praxis Lxtended RAS Pancl. CM. uuctpyknuio no
npuMmeHennio nadopa pearcutos Praxis Extended RAS Panel.

"Ipumcyanne: uporpaMmuoe oficencucaue Local Run Manager Moayns anannsa Praxis Extended RAS Panel
. CTAHOBJICH 12 TEHETHYCCKOM cexsenaTope MiScq, BaprauT ncnonnenua: MiSeq Dx.

Jlia nposenenus ananusa ¢ nabopom pearcntoB Praxis Extended RAS Panel ucnonwiytorces paznnunbie
NPHIIOMKEHNA JUIA BBOAA, OOpabOTKH. CKaHMPOBAHMSA, KONTPOAS KauCCTBA W aHANN3A JAHNBIX Ha PasHbX
CTA/IMAX NIpOLECCa HA NEeHETHYCCKOM cekBeHatope MiSceq, Bapnant Henonnenna: MiSeqDx. Anropxra,
NOSROAAIOLHE NPOBOAMTL BTOPHUNDIA aHAIH3 JAHHBIX CEKBCHUPORAHNUA. NOMYUCHNILIX CHCTCMOI, ARIACTCH
UACThIO NPBAOKEHHUA ANt cocTariacHBs otyeroB MiSeq Reporter (MSR) v 8 nanpHelinem B HaCTOSIUCM
JAOKYMCHTC T4 apXHTCKTYpa npos pamuroro obcenevenus (110) ynomuiacres kax 110 Exiended RAS Panel
¢ MSR. lporpammuoe ob6eeneuenne Praxis Extended RAS Pancl ¢ MSR nenonib308anoch Uit KTHHRYECKAX
necnenosannit. [Monpobnas urgopmauna o IO Praxis Extended RAS Pancl ¢ MSR npusesena Ha 6aok-
cxeme: nporpammitoe obccnevene Praxis Extended RAS Panel ¢ MSR.
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bjioK-cxeivia: iipoi paiviiviHOc o6ecneveHmne Praxis Extended RAS Panel ¢ MSR.

dalinbl

KomnbtoTep ao.1b3081Tens pesTnLTaTOA ®aH.Thl pelTbTaToK
CekBesHpoaasHa NenBrysoro aHa"Tn
MpoTokon
aHa/m3a
M1 MOS RTA MSR
s MB«lX MiSeqDx
MOCTTHYBMILLE pecpepeHTHbIN
(hparmMeHTbI
Xa3a NaHubIX
10/1b30BaTMA Ortuert Exteaded KJ15

Pand OTu4eT 0 MmeTpukax
Cepwii TOKO3as!» BCYO.HO30THENbsbIE (Pali1bl 5bIM0.Tu.Teuke (haiinbl — ToNbKO nporoHa

.TIT 1CT3MOEKN e coomeewrm”.wiuHvpacno>KeHuu.

Mocne nepBoii pa3paboTKM NPOrpaMMHOro obecrneyvyeHnsa ANA aHanmsa faHHbIX, NOMYYEHHbIX C MOMOLLbH
Habopa peareHToB Praxis Extended RAS Panel ¢ MSR (MiSeq Reporter) 6bina nponseefeHa onTuMn3aL,ms
apXxu rekTypbl NporpaMMHoOro obecneyeHuns ana nnathopmsl MiScqDXx ¢ Lenbto o6ecrneyeHns BOSMOXHOCTEN
ero paclivMpeHns ana paspaboTKM Apyrux TecToB (aHanM30B, KOTOpble OYAYT BbINOMHATHCA Ha npubope, a
TaKXKe CBAI3aHHbIX C HWMW peareHTOB W pPacxofHbIX MaTepuanoB) W Ans o0b6ecrneyeHUs BO3MOXHOCTU
NCNOCPeACTBCLUION BanMpaumm 3STUX TeCTOB, 4YTO MO3BOAMAO MPOLOMKMTL pa3paboTKy npogykra B
pernaMeHTUPOBaHHbIX YCNOBUAX.

Llenbto OlLlMmm3anmm 6bina paspaboTka naaTtopmMbl, HC 3aBUCALLEA OT MPOBOAUMbIX TECTOB, YTO CO34an0 6bl
6onee Nerkyk MHTerpaunto NocneayoLnx TeCTOB 1 eANHbIV COrnacoBaHHbI NONb30BaTENbCKNIA UHTEpeiC.
Kpome TOro, onTummnsaymsa nosbllaeT y406CTBO paboThbl MONb30BaTENE 3a CUET 0TKa3a OT BCNOMOraTe/ibHbIX
nporpaMM M KoHconngaumm mx QyHKUMoHana.

MporpammHoe ob6ecneyeHne gns Praxis Extended RAS Panel ¢ MSR mncnonb3oBannm B aHaUTUYECKUX W
KVHWYEeCKUIA unccnefoBaHnax. [nsa AeMOHCTpauuM aHalIMTUYeCKOW 3KBMBANIEHTHOCTU OblIO NPOBEAEHO
CpaBHUTENIbHOE 1UCCnefoBaHve ¢ ucnosnbi3osaHnem MSR n MiSeqDx Analysis Portal (MAP).

B a3Ttom wuccnepoBaHWM  OLEHMBANacb aHanMTMYecKas 3KBMBANEHTHOCTb  AaHHbIX, MONYYEHHbIX C
ncrnonb3oBaHnem Extended RAS Panel u Tekyuield nporpammHoi apxuTekTypbl ¢ MSR, n nporpammHol
apXUTEKTYpPbI, KoTopas 6yaeT BbinyTuena BMecTe ¢ 3TUM npoayktom — n/o Extended RAS Panel Software ¢
MAP ans Kommepueckoin peanusauuv. CpaBHUBaNu pe3ynbTaThbl LUKI0B CEKBEHUPOBAHMA C MCNO/b30BaHUEM
OfMHAKOBbIX 6M61MOTEK. BM6IMOTEKM NOATOTOBUAM M3 06pasyoB TKaHeli FFPE KOMOpeKTanbHOro paka u
06pasuoB Fb'PE KneTouHbIX NUHKIA. iccnegoBaHue NpoBOAUAN B ABa 3Tana:

e 1 atan — cCpaBHEHME [aHHbIX HE3aBUCUMbIX LUWK/IOB CEKBEHWPOBAHWA OLMHAKOBbIX OM6INOTEK.
FotoBunm 6mubnnoTekn obpasua B ABYX UAEHTUYHbLIX MOBTOPHOCTAX, UCMOMb3ys Habopbl 06pasLoB Ans
OLLeHKM BOCMPOM3BOAMMOCTW aHanu3a; LMK/bl CEKBEHUPOBAHWA MPOBOAWAN Na ABYX pasHbIX npubopax
— c ycTaHoBneHHbIM n/o Extended RAS Panel ¢ MSR n n/o Extended RAS Panel ¢c MAP.
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s 2 tan - Cpasucnine ¢aition VCF, cozpannnix 1w/o MAP u MSR. Ucxoanme nantibie, 10syucHHbIC ©

uenonblosannesm /o Extended RAS Pancl ¢ MSR na 1 1ane uccnenosatna, nosTopiio aHaIH3MPOBAIR

¢ stoMottbio 11/o Lxtended RAS Panel ¢ MAP. JIns uMmiopra nexoansix aannbix 11/0 Lxtended RAS Panel

¢ MSR B cuctemy Extended RAS Panel ¢ MAP wcnons3opany BaH/INPOBAHHYIO NPOrPaMMy 3arpy3ku

(LRM Uploader). Bropuwunbiit ananu3 aaliHsix npoBeiu ABKAR — cHavana B n/o ¢ MSR, u 3aTem B /o

¢ MAP. ycrpanus, rakum o0pa3oM. Bce MCTOMHMKH BapHabenhHOCTH aHanH3a., KpoOMC pazinymii,

CBAZAHHBLIX C HCNOABL3OBAHHEM NPOTpaMMEOI0 obopy/osannsa. Ucxoaubie snamible (B euge daiinos

*.vef), nonyuensisie ¢ ucnonbzopanncM n/o Extended RAS Panel ¢ MSR. cpasnuBany ¢ pe3ynbraraMu
NOBTOPHOIO ananusa, nposcaesHoro n/o Lxtended RAS Pancl ¢ MAP.

Pesynnrars! HCCie0BaHAA TOKA3ANH aHANTMTHYCCKYIO 3KBUBaNeHTHOCTE /o Extended RAS Panel ¢ MSR w
n/o Extended RAS Pancl ¢ MAP. Bce kputepni npuemncMocTd OLUIH Y/IOBACTBOPEHbLI, aHATHTHYCCKAA
IKBUBMICUTHOCTD /IBYX BAPHAHTOB aPXUTEKTYPHI POrpaMMuoro ofeciicienus Guina npoAEMOHCTPUPOBAHA.
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illumina

Hab6op peareHToB Praxis Extended RAS Panel npegHa3HauyeH gnsi onpegeneHms myTtaumnin KRAS n NRASH
nepeymneneHHblX B Tabsimue: MHTepnpeTauns pesynbl aToB.

Tabnuua: NHTepnpeTaunsa pesysbTaloB

\1). ‘M, i dH Yl Wl LiK A L. ItiKiiii nilt M\ lamr:
chil.-» KRAS p.(il\ 13V.il ¢3S 3K.LC -TI'
dil 12 KRAS ) p (ily LUill ¢ 3X V)(iC AA
diil2 KRAS 2 li.(ily 13A>,p C.3X 34GC'>AT
2 KRAS 2 p.(ild 3A>p r3XG A
dirl 2 KRAS 2 p (ilvl 3( vs C.37G |
dill 2 KRAS - p.Cilvl 3Aiy 0.37G.'C
dil 12 KR,\S pOlvi2lip C.34 3fiCiCil ICiCi
dil 12 KRAS 3 p.(ilvI2 \Li C.35G >C
diil2 KRAS 2 p (ilvl 2.Asp 35G A
dill 2 KRAS p Cilv 12Plio c.34 35Cifi IT
dill 2 KRAS ) p.()1y12AmM1 c 34 3SGC. AA
dill 2 KRAS = p (il\ 12.Viil C3SG T
dill 2 KRAS 2 p (il> 12Sa C.34G A
dill 2 KRAS 2 p.GIvI2C\N c34Ci T
dir 12 KR \S 7 P-(.K 12\1n; c.34Ci C
dir 12 KRAS 3 p.(jliiM His CIS3A T
dill 2 KRAS 3 p.(ilnfi 11lis (IX3A 1
dill 2 KR \S 3 p.filllM 11 i IX2A 1
dil 12 KRAS > p,(ihi6l Aip c 1X2A d
dir 12 KRAS 3 p (illlA 11 vs c.IXIC' >A
dil i KRAS 3 p (1N A(ilu c.sloci
dil 12 KRAS 3 p.Ala59(.h c 170Cc A
dil 12 KRAS 3 p.Ala59 rill Ci7.41 A
sm12 KRAS 4 p Alal46\al ¢ 43701
dil 12 KRAS 4 p.Ala 149M1r C439Q A
Alirl2 KRAS 4 p \Lil4M ro c 430G C
dil 12 KRAS 4 p.l.vs! 17.Asii C.351 A |
dil 12 KRAS 4 p. 1vsl 17 \sii c351A'C
dill NR AS p ik 13(illl C.3X 30GI| ACi
dini NRAS p (ily 13(jlu C.3X 39Cil AA
dirl NR AS p.Cilvl 3.Asp C3XG A
dili NRAS 2 p.Cily 13val C.3XG 1
r.lirl N'RAS 2 p.Glvl 3C'vs c37C. T
dini NRAS 2 p.Cilvl 3Ay> 037G C
dili NRAS ) pCilvi2lip 0 34 3f,GCrr TCiCi
di i NRAS p Cilvi2,Ala C.33G'C
dirl NRAS p (ilvI2V.il 0 3.5(i !
dii NRAS p.Cilvl 2.Asp oT"Ci A
dill NRAS pGlyl2Pho c.34 3sci(1 11
dill NRAS p.Cilvl2 Asn c.34 33GG AA
ylirl NRAS p.Cilyl2Sa c 34G A
dill NRAS pGlvi2rvs C.340 |
dirl NRAS 2 p GIVI2.Ar;j 0 34G «
olirl NRAS 3 p.Cilnfil Mis CIX3A T
dii NRAS 3 p.CilnCi 11 lis 0 1X3A C
dirl NRAS 3 p CiliKil Arp C.LX2A @
di i NRAS 3 p.CiliiC) 1L cii C.IX2A>T
dil i NRAS 3 p CiliKll I ys c.IXIOA

np<Ytoo|iko1Clt KRAS. CiTP-aia 1llonio s;ipiais (4C iorck)| (M) iciia; 3X45) - NM 0049X5.4. NPJ)04976.2.

loMo.ioi Hiipyciioio 0iiKOiciui k.\S iiciipoo.KicioMM SRAS |l iomo sapiens (uc.iounck)| (I1) ieiui: 4X93) - \'M_002524.4, NT 002515.1

O luet Praxis Extended RAS Panel BKnOYaeT AaHHble O NPOXOXAEHWM MPOroHa U HanM4YMM Kakomn-nnbo
MyTauumn, U3 nepevyncnerHHbIX B pedpepeHTHOW naHenn. AHann3 KOH rpoibHbIX 06pas3L,oB, BXOAALMX B COCTAB
Habopa, No3BO/IAeT BbIABUTbL Pa3NMyunsa B NPOLECCUPOBAHUMN M TEXHUYECKOM BbIMOSHEHUW MPOLEAYp cpeau
nabopaTopuii, KOTOpble MOFYT 3HauYMMO BAWATbL Ha BapuabenbHOCTb pe3ynbTaToB. NS onpegeneHus
Ba/IMAHOCTW MPOroHa CCKBEHUPOBAHNA UCNONL3YHOTCA NMOOXKUTENbHbIE N OTPULLATE/IbHbIE KOHTPOJIN.

Pe3ynbTarbl aHanM3a NpeLcTaBfAOTCA B 0TUYETe, Kak NoKasaHo B Ta6n|/|u,e: PeByfleaTbI aHa/n3a.
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illumina

Tabnuuya: Pe3ynbTalbl aHanmsa

i.n @IlAIg, Oiiiuamu
HassaHwve obpasua HavmeHoBaHve 06pa3sua ykasbiBatoT MpK CO34aHMN MPOroHa
Obpasey, Oobpasel, OnpefeneHve Kameersa:

CO0TB. - HanMuMe WM OTCYTCTBIE MyTaLK, BXOASLLUMX B NaHesb
Hc cooTB. - Hilluume WK orcys3cTane Mynaumii, BXOAALLMX B MaHesb,
OMPeSEeN UTb HEBO3MOXHO

17e3ynblar TesynbTaT 0OHapY>XeHUA my ramiii B 06pasue
MyTaums, Bxonatas B Navemb. B¥iBneHa- UMeeTcs Myraums. BXogsiuas
B NaHesb.

Cnncok BbisiBNeHHbIX \i)Tauiiii. BXOAALWMX B NaHesb.
My ianmi. BXO4ALWas B Mame.Tb. He BbIAB/IEHA - OTCXTCTBYET MXTaLys.
BXOAALLAA B NaHesb.

cm eH KRAS 1 XRAS, B KOTOPO.M BblIfIB/IeHa MyTaums, eciiv NpUMEHUMO
OK30H Homep 3K30Ha. B KOTOPOM BbIIB/IEHA MyTaums, ecivm npuMeHMmo
AMTIOKUC.lOTa 0O603Ha4eHe aMUHOKMUC/IOTHON 3aMeHbI Mo HOMEHKaType OﬁLLI,GCTBa rno

VccnefjoBaHMIO Bapuaumii reHoma yenoseka (HGVS; Human Genome
Variation Society).
Flyk1C.U)1117, 0603HaueHne HyKeoT!aHol 3aMeHbl no HGVS

11.3. OnucaHne KOMNOHEHTOB (Yac3ei) MeaAnLNHCKOro nulgenmns

Ha6op peareHToB Praxis Extended RAS Panel (PN 20012431) komnaHuun «nnomuHa» (lllumina) coctoii r
N3 cnefyowmnx KOMMOHEHTOB, nepevncneHHbixX B Tabnuue: KomnoHeHTol Praxis Extended RAS Panel.
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ilumina
Tabnuua: KomnoHeHTbl Habopa pearcH roe Praxis Extended RAS Panel, PN 20012431

11pumedanme: aaHHble 0 pH HC NPUBOAATCS, EC/IM HC YKa3aHO 06GpaTHOE.

KommnoHeHT/ doTorpagpum KonunuecTso, AKTUBHbIE
Howmep no kartanory 06bem/3anonneHm WHTPeauneHThbl, pH 1
(PN) €, pasmepsl: (hm3myeckue u
BbicoTa (H) XUMUYECKMNe CBOICTBA

PeareHrbl ns npe- n noct- amnandukaumm, kopobka 1, PN 20012195:

annHa (L) avametp

(D)

PeareHTbl gns npe-amHnngukaymm (Pre-Amp Reagents), kopobka 1A, PN 20012196:

Bydep o Konnuectso: 1 BoaHbIi 6ydhepHbIii
rmépuamsaumn npo6upka pac reop, CoaepxarLmii
(Hybridization O6bem: 4,32mn conm 1 cpopMammz,
Buffer)
PN 15035442 Pasmepbl: BHeLLHWii BUA:
Mpo6upka: BecuBeTHas XNOKOCTb
11:92,0 mv X dusnyeckan popma:
1 D: 150 mm+ 10%  XKMAKOCTB
KpblLLKa: LiBeT: 6ecupeTHbIi
. N 180 mm x D: 17  3anax: 6e3 3anaxa wm co
Ne i M iH Y
vv ilO % C/1abbIM 3arnaxom
Cwmecb oA Konuyectso: 1 BoaHblii 6ydhepHbIn
YA/ IMHHENNs- npo6upka pacTBOp, coAepxaLLnii
JIMrnpoBaHus O6bem: 4,8mn rnareHToBaHHY0 CMeCb
{Extension-Ligation [J11K-nonvmvepassbl, JHK-
Mix) nvrassl n dNTP
]
PN 20019117 T AR Pasmepbl: BHewHwWiA BUA;
" Mpobupka: GecLBeTHas! XNAKOCTb
° Q@ b5 H:92.0 um x dunsnyeckasa opma:
L, " D; 150 vt 10%  »maxocTb
KpblWwka: LIBeT: 6ecuBeTHbIi
231. |1 H: 185 mm X 3anax: 6e3 sanaxa
} D:17mmz* 10%
- M
Sf 831
| L
Mpalimepbl Konunuectso: 1 Mpavivepb! ans MNUP ¢
WHAEKCMPOBaHHbIe J1 npoGrpKa WHAEKCHBbIMI
(A50D-H (A508) O6bem: 192 mkn nocsieAoBaTe/IbHOCTAMA U
(Index Primers A b, .1~ afantepamm
(J1501)-H(A508)) L }9 L CEKBEHMPOBaHMIS
PN: ~ 1 Pa3mepbl: BHelwHui1 BUg;
15035449, Mpobupka: 6ecuBeTHast XMOKOCTb
15035450, s Wn: 42,0 mm X
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KomnoHeHT/
Homep no Katanory
(PN)

doTorpaum

15035451,
15035452,
15035453,
15035454,
15035455, 15035456

Mpaiimepbl

VMHOEKCUpOBaHHbIe 1
(N701)-12(A712) w i
(Index Primers 1

(N701)- 12(A712))

-< T 3

PN:

15035457,
15035458,
15035459,
15035460,
15035461,
15035462,
15035463,
15035464,
15035465,
15035466,
15035467,
15035468

M (P nonvmepasa
(PCK Polymerase)

PN 15035469

' Polymer*
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Konnuyectso,
06bemM/3aN0NHEHN
e, pasmepbl:
BbicoTa (H)
anvHa(L)anametp
(D)

0:8,7 mm = 10 %
KpblwKa:

H: 14,1 MM X

D: 87 mv* 10 %
CunmnkoHoBoe
KONbLO:

H:4,4 MM x
0:1,7 mm 10 %
Konunyectso: 1
npooéupka
O6bem: 128 MKn

Pasmepbl:
Mpobupka:

11 42,0 MM X
0:8,7 mm = 10 %
KpblLwKa:

11 141 Mm x

O: 8,7mMv+ 10 %

Konunyectso: 1
npooupka

O6bem: 56 MK

Pa3smepbl:
Mpob6upka:

H: 43,0 MM X

O: 10,0 mm = 10 %
Kpblwka:

M: 13,0 mm x

O: 10,0 MM +10%

illumina

AKTUBHbIE
WHIpeaueHTobl, pH ©
(hmsnmyeckne un
XMUMMUYECKMe CBOICTBA

dusnyeckas gpopma:
YXNOKOCTb

LlBeT: GecLBETHbIN
3anax: 6e3 3amnaxa Wwwm co
CcnabbIM 3arnaxom

Mpaiimepbl gnsa MNLUP ¢
VHAEKCHbIMM
HOC/le40Barc/IbHOCTSIMM U
afantepamn
CCKBEHUPOBaHWsI

BHewWwHWA BUA: >xenTas
YXNOKOCTb

d nsnyeckas popma:
YXNOKOCTb

LiBeT: »cnrbii

3anax: 6e3 3anaxa

Konunyecreso AHK-
rnonvmvepasbl

BHewHnn Bua:
OeCLBETHASA XUAKOCTb
P usnyeckas popma:
XOKOCTb

LiBer: GecuBerHbii
3anax: 6e3 3anaxa



KomnoHeHT/ doTorpadum
Homep no katanory
(PN)
Cwmecb gna MNupP
(PCR Master Mix)
PN 15035448 3 A
Tz

PeareHTbl ana Hpe- U nocT- amnaudukaynm, kopobka 1, PN 20012195:

KonunuecTso,
06beM/3aN0THEHN
e, pa3mepbl:
BbicoTa (H)
anuHa (L) guameTtp
(D)
Konuyectso: 1

npoéupka
O6bem: 2,8 mi

Pasmepsl:
Mpobupka:
H:92,0 mm X

D: 150 mm £10%
KpblLWKa:
11:18,0 mm X

D: 17 mm £10%

iHlumina

AKTUBHbIE
WT peaneHTsol, pll un
(hmsnyeckue un
XUMUYECKMEe CBONCTBA

BoaHblii 6ycdhepHbIii
pacTBop, coaepallnii
conm n (INTP

BHewHwnii Bua:
GecLBETHasA XUAKOCTb
®dunsmueckasa popma:
YXNOKOCTb

LiBeT: 6GecuBeTHbIN
3anax: 6e3 3anaxa

PeareHTbl gna noct-aMHAngpukaumum (Post-Amp Reagents), kopo6ka ]B, PN 20012197:

Paz6aBuTenb A5
pasBeaeHns
oMbNnoTek npu
HOpMaM3aLmn
(Library
Normalization
Diluent) i
-— M1

PN 15035473

Bychep o

pa3BefeHnst

onénunotek (Library

Dilution Buffer) N A

PN 20004095 i

' ey
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Konnuectso: 1
npooéuvpka
O6bem: 4,6 mn

Pasmepsl:
Mpobupka:
H:92,0 mm X
D:15,0 Mm% 10%
Kpblwka:

11:18,0 mm X

D: 17 »m £10%

Konunyeesso: 2
NPOGUPKN
O6bem: 4,5 mn

Pasmepbl:
Mpobupka:
11:92,0 mm X

D: 150 mm = 10 %
Kpblwka:

11:18,0 mm X

D: 17 mv +10%

BoaHblii GydiepHbIi
pacTBOp, CoAepXaLluii
COMK, 2 -MCpPKarTo,)1aHon
1 chopmammg,

BHewHWiA Bua:
6ecLBETHas XMNOKOCTb
dusnyeckasa hopma:
YXNOKOCTb

LiBeT: 6ecuBerHblii
3anax: coaepxur 2-
MepKarTo'1aHo 1

BogHbIi 6ydiepHbIl
pacTBOp

BHeWwHWA Bua;
6ecLBeTHas XXUAKOC b
dun3nyeckasa gopma:
XNOKOCTb

LiBeT: 6ecuBeTHbIN
3anax: 6e3 3anaxa wwm co
CcnabbIM 3araxom

pH: 85



KoHTpOonb
BHYTPEHHMIA PhiX
(I'hiX Internal
Control)

PN 15036574

Jhirer
iX (nterrui

1503657«

DSt
N gt

~2019M 1

Sn N
nli

KonunuecTtso,
06beM/3aHOMHEHN
C, pasmepsl:
BbicoTa (H)
anuHa (L) anameTtp
O)
Konunyectso: 1

npo6bupka
O6bem: HOMmKAN

Pasmepsbl:
Mpobupka:
H:46,0 mm X

D: 10,8 mm £ 10 %
KpblHlKa:

11 13,0 mm X

D: 120 mm £ 10 %

illumina

AKTUBHbIE
WHTpeaueHTbl, pH ©
thm3nueckne n
XUMUYeCKNe CBONCTBA

BoaHbii 6ydepHbIiii
pacTBOp, coaepxaLLmii
reHomHyro AHK IMiiX

BHCTHWIA BUA:
6ecuBeTHas XUOKOCTb
P usmnyeckan popma:
XMOKOCTb

LiBeT: 6ecLBETHbIN
3anax: 6e3 3anaxa

Pcai eHTbl Ans HocT-amHAumkaumm (Post-Amp Reagents), kopo6ka 2, PN 20012198

Kaprpuox MiSeq"”
Ux SBS v3
(MiSeqg'~ Dx SBS
Cartridge v3)

PN 20002301

Coc raB kapTpumxa:
DX#-LPM

DX#: abbreviation for
diagnosis (cokpatyeHme
;WIS 4UarHoCTMKN)
I.PM; Long-amp
Primer Mix

(Cmechb pnst
NIMHeapm3auum
nparimepoB)

PN 15045585
DX#-LDR, Formamide
(Popmammni)

DX#: abbreviation for
diagnosis
(cokpareHuve gns
[MNarHoCTUKN)
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KonnyectBo: 2
Kaprpumpka
O6beM:
npeaBapuTesibHO
3arosIHEHHbIA

Pasmepsbl:
Kaptpuax:
OnvHa A: 210 mm
i 10%

OnunHa B: 190 mMm
+ 10%

W npunHa: 93 mMm *
10%

H: 80 mm = 10%
MopTsl:

D: 10,0 Mm% 10%

Kaprpuox ogHOKpaTHOro
MPUMEHEHNS,
cofepXallpmii peareHTbl
019 06pas3oBaHNs
K/lacTepoB U
CeKBEHVIpOBaHVa A1
NPVYMEHEHVA C
reHETUYECKMM
cekBeHaTtopom MiScgDx,
BTOM uucne dopmamug,
2-MCpKanTo.)1aHon un <
2% AMeO

O6bem NoaroTOBAEHO
(pa3BefeHHOro) obpasya
6mbnnoTekn ans
3arpy3ku B KapTpuUAax -
600 MKn

BHeWHNR BuA:
6ecuBeTHasi XXUAKOE b

P un3nueckasa popma:
XNOKOCTb

LiBeT: 6ecuBeTHbI
3anax: 6e3 3anaxa Wi co
C/1abbIM 3araxom

BHeWwHWA BuA:
GecuBeTHas XXUAKOCTb
dusnyeckan popma:
XNOKOCTb

LiBeT: 6ecuBeTHbIN



KomMnoHeHT/
Homep no kaTanory
(PN)

LDR: Denaturation
Reagent(Peai eHT ans
JeHatypauum)

PN 15045586
DX#-PW1,

WASH BUFFER 1,
DX/I; abbreviation for
diagnosis (cokpatLeHue
[N ANarHoeTUKm)
PWI; Washer Buffer 1
(MpombIBOYHBIA Bydep
i)

P)N 15045594
DX#-IMT,
Ineorporation Mix,
DX#: abbreviation for
diagnosis (cokpaLleHue
[N1S1 ANarHOCTUKN)
IM'f: Incorporation
Mix (Cmecb
peareHTOB
Incorporation)

PN 20011198
UX#-USM,
UnivSCAN MIX, 600-
CYC , DX#:
abbreviation for
diagnosis (cokpalLeHune
AN ANarHocTUKmM)
USM: Universal Scan
Mix (Cmecb
yHUMBepcanbHas Scan,
600-CYC)

PN 20011199
DX#-CMS,

CLEAVE MIX,500-
CYC, DX#:
abbreviation for
diagnosis (cokpatieHmne
;Y14 AMarHocTmku)
CMS: Cleave Mix
(Cmecb CLEAVE,500-
CYC)

PN 20011210
DX#-AMS1, AMP
MIX , DX#:
abbreviation for
diagnosis (cokpatyeHue
[N1S1 ANarHoCTUKN)
AMS 1 Amplification
Mix 1 (Cwmecb ans
amningukauum 1)

PN 20011211
DX#-AMS2, AMP
MIX , DX#:
abbreviation for

doTorpauu KonuuecTBo,

06bEM/3aHONHEHN
C, pasmepbi:
BbicoTa (H)

gnuHa (L) gnametp

(D)
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iHlumina

AKTUBHbIE
UHTpeaueHTbl, pH n
(humsmyeckune u
XUMUYECKNe CBONCTBA

3anax: 6e3 3anaxa

BHewHWA BNA:
6ecLBeTHas XXNAKOCTb
®usnyeckan popma:
XUNAKoCK.

LiBeT: 6ecLBeTHbIN
3anax: 6e3 3anaxa

BHewnlllHit BUA:
6ecuBeTHAs XMUIKOC3 b
P usnyeckas popma:
XUAKOCTb

Ll Be3: 6ecLBETHbIN
3anax: 6e3 3anaxa

BHeHWww®iA BMA:
6ecuBernast XXuaKocTb
dusnyeckan pupma:
XNAKOCTb

LiBeT: 6ceuBernbliit
3anax: 6e3 3anaxa

BHelHNIA BNA:
6ecuBeTHas XMAKOCTb
dunsnyeckas popma:
XUNAKOCTb

LlBeT: 6ecUBETHbINA
3anax: 6e3 3anaxa

BHewHN Bua;
6ecuBernas >uaKkocTb
®usnyeckan popma:
XNLKOCTb

LiBeT: 6ecLBeTHbI
3anax: 6e3 3amaxa unau co
cnabbiM 3anaxom

BHewHNn BnA:
6ecuBernas XuakocTb



diagnosis (cokpatieHue
[N ANArHOCTUKM)
AMS2: Amplification
Mix 2 (Cmecb ans
amnamgurkaumy 2)

PN 20011212
DX#-1.MX1, LINEAR
MIX READ 1| , DXfi:
abbreviation for
diagnosis (cokpatueHue
[NS INarHOCTUKM)
LMXI; Linear Mix
Read 1 (Cmecb ans
CUMIbIBAHNS
NnHeapuzaymn 1)

PN 20011213
DX#-LMX2, linear
MIX READ 2

DX#: abbreviation for
diagnosis (cokpatleHme
DN BNarHoCTUKN)
LMX2: Linear Mix
Read 2 (Cmecb gns
CUUTbIBaHUS
NHeapu3sauun 2)

PN 20011214
DX#-RME, RESYN
MIX EAST

DX#: abbreviation for
diagnosis (cokpalleHue
AN ANarHoCTUKN)
RMF: Resynthesis Mix
East (Cmecb gns
ObICTPOro MOBTOPHOrO
CUHTe3a)

PN 20011215
DX#-11P10, PRMR
MIX, READ 1

DX#: abbreviation for
diagnosis (cokpatyeHue
AN NarHoCTUKN)

HP 10: Primer Mix
Read 1 (Cwmecb
npaimepoB 4ns
cunTbiBaHUA 1)

PN 20011216
DX#-HP11,PRMR
MIX, READ 2

DX#: abbreviation for
diagnosis (cokpatyeHme
LN ANarHoCTUKN)

1Pl 1: Primer Mix
Read 2 (Cmecb
npainmepos 4
CUnTbIBaHUA 2)

PN 20011217
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KonunyecTtso,
06beM/3anonHeHN
e, pasmepbl:
BbicoTa (H)
anvHa (L) gnameTp

©)

iliumina
AKTUBHbIE
NHTpeguneHTbl, pH n
(hmsnyeckune u
XUMUYeCKne cBoncTBa

dusnyeckas popma:
XWNAKOCTb

LiBeT : 6ECLBETHBbIN
3anax: 6e3 3anaxa

BiieiHiiHH Bup;:
6ecLBeTHas Xugkocn.
dunsnueckasn popma:
XUAKOCTb

LiBeT: 6eCLBETHbIN
3anax: 6e3 3anaxa

BueTtHuin Bua:
6ecLBeTHas XXUAKOCTb
®dunsmyeckasa popma:
XUAKOCTb

LiBeT: 6eCLBETHbIN
3anax: 6e3 3anaxa

6ecuBeTHas XUAKOCTb
dunsunyeckas popma:
XWUAKOCTb

LigeT : 6eeyseTnLIN
3anax: COLEPXUT 2-
MepKanTo3Tanon

Buewwnnii Bug:
GecuBeTHas XXWAKOCTb
P un3nueckasa popma:
XWLKOCTb

LiBeT: GecuBeTHbIl
3anax: 6e3 3anaxa

BueTHuii Bua;
6ecuBeTHasA XNAKOCTb
dnsnyeckasa gpopma:
YXNAKOCTb

LiBeT: GecuBeTHbIl
3anax: 6e3 3anaxa



KomnoHeHT/
Homep no katano!”
(PN)

DX#-HP12, PRMR
MIX, INX 1, DX#:
abbreviation for
diagnosis (cokpatLeHue
ONA AUarHOCTUKN)

IPI 2: Primer Mix
Index (Cmecb
MHAEKCMPOBAHHbIX
npaimepos 1)

PN 20011218

Peai enTbl gna npe- n noci- amnnukammm, kopobka 3, PN 20012199:
PeareHTbl agna npe-amunndukayun (Pre-Amp Reagents), kopobka 3A,

Bydbep oA
VHICHCNBHOW

OTMbIBKM (Stringent
Wash Buffer)

PN 15035443

Bydep
YHUBEPCa/IbHbIi,

NPOMbIBOYHb I
(Universal Wash
Buffer)

PN 20004092

PeareHTbl gna npe- n nocT- amnndukaumm, kopodka 3, PN 20012199:

doTorpapum

Konuyectso,
06beEM/3aNO0NHEHN
e, pasmepbl:
BbicoTa (H)
anuHa(L)guametp

(D)

KonnuectBo: |

donakoH
O6bem:24 mn

Pasmepbl:

® nakoH:

H:82,0 mm X
0:37,0 Mmx10 %
KpblLwkKa:
11:15,0 mm X
0:26,0 mm 10 %

Konunyectso: 1
npobupka
O6bem: 4,8 mn

Pasmepsbl:
Mpobupka:
H:92,0 mm X
0:150 vm £ 10%
Kpblwka:

H: 18,0 mm X

0:17 mm £10%

illumina

AKTUBHbIE
UHrpeaueHTbl, pH 1
(hnsnyeckme un
XUMMUYEeCKne CBOICTBA

GecLBETHasA XMOKOe b
dunsnyeckas popma:
XMOKOCTb

LiBeT: GecUBETHbIN
3anax: 6e3 3anaxa

PN 20012200:

BogHbIii 6ydepHbIi
pacTBop, coaepKaLlumii
conn, 2- MepkanTtoataHoN
v chopmamuz,

BueTtHuin Bua:
BecuBeTHas XUAKOC Tb
P usnyeckas popma:
XMAKOCTb

LiBeT: 6ecUBETHbIN
3anax: cogepxmT2-
MepKanTOTTaHOo/1

BoaHblii 6ydiepHbIii
pacTBop, coaepXaLimi
comm

BHeWHWIA BUA:
GeCLBETHas XMNOKOCTb
dunsmnyeckas popma:
XMOKOCTb

LiBeT: 6ecUBETHbIN
3anax: 6e3 3anaxa

PeareHTbl gns noct-amnnupumkaumm (Post-Amp Reagents), kopobka 3B, PN 20012201;
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doTorpadum

MwukpoyacTuubl g/
ouncTku MLP-
llpoaykToB (PCK
Clean-Up Beads)

PN 15036674

PactBop

MPOMbIBOYHbIA 0715
HopManM3aummn

oundnunotek (Library
Normalization Wash) r

PN 15035446

1>
=—h

MukpoyacTuubl a/ia
ounbnuotekn (Library
Beads)

PN 20017098

C* V
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KonunuecTso,
06bem/3anoiHeHN
e, paaMephbl:
BbicoTa (H)
AnvHa (L) anavetp
(©)
Konnyectso:

npo6upka
O6bem:5mn

Pasmepsl:
Mpobupka:
H:92,0 mm X

D: 150 mm = 10 %
KpblLWKa:

H: 18,0 mm X

D: 17 mm £10%

KonnuyecTBo: 2
nNpooGupKn
O6bem: 4,8 mn

Pasmepbl:
Mpobupka:
H:92,0 vm X

D: 150 vm = 10 %
Kpblwka:

H: 18,0 mm X

0:17 mm £10%

Konunyectso: 1
npoéupka
O6bem: 1.2 mn

Pasmepbl:
Mpobupka: 11:42,0
MM X

D: 11,0 mmx 10%
KpblwKa:

n: 141 mm X

D: 110 mm £ 10 %

iHlumina

AKTUBHbIE
WHIpeaueHTbl, pH u
humsnueckue n
XUMUYEeCKne CBONCTBA

BogHblIii 6ydiepHbIi
pacTBop, coaepXaLuia
TBEpAodiasHbIe
napamarHuUTHbIE rpaHy/ibl
W NOSNA WIEHI/IMKO/ b

Bucwnwnii Bua:
KOpUYHEBaST XMAKOCTb
d nsnyeckas popma:
XMOKOCTb

LIBeT: KOpUYHEBbLIN
3anax: 6e3 3amnaxa
pM: 85

BoaHbIn 6ydepHbIii
pacTBOp, COAePKaLLNIA
COJN,2-MCPKaHTO3TaHO/1
1 cpopmamunz,

Bnewnwnii Bua;
YXMOKOCT b, LBET Or
CBET/10-KOPUYHEBOIO A0
6ecLBETHOIO

P usunyeckas popma:
XNOKOCTb

LiBeT: OT CBET/NO-
KOPWUYHEBOTO 40
GecuBETHOroO

3anax: cogepxui 2-
MepKanToaTanosn

BoaHbIii 6ydhepHbIi
pacTBop, coaepxalmii

TBepAodiasHbie
napamMarH/THbIe rpaHy bl

PacTtBop:

BHewHWiA BUA:
GecUBeTHas XMOKOCTb
P usnyeckasa popma:
XUAKOCTb

LlBeT: GecuBETHbI
3anax: 6e3 3anaxa

MukpoyacTuuybl:
BHewHWA Bua;
KOpWyHeBble
MWKpoYacTuLbl



iHlumina

KomnoHeHT/ doTorpapum KonwnuyecTso, AKTUBHbIE
Homep no katanory 06beM/3aMoNHeHN WHTpeaueHThbl, pH ©
(PN) e, pasmepbl: hunsmyeckune un
BbicoTa (H) XUMMYecKne cBOMCTBA
nnviHa (L) pnametp
(D)
®dusnyeckaa popma:
MUKpOYacTuLbI
Ll Bcl: KOpNYHEBLI
3anax: 6e3 -3anaxa
Auelika NpoTO4Has Konunyectso: 2 CrelolaHHasA noa/ioxka c
MiSeq™ Dx pe3epByapa KOBa/IEHTHO CBSI3aHHbLIMU
(MiScg™" Dx Flow O6bem: 1sueiika O/MroHyKneoTnaamn
Cell) o Ha pe3epByap
iLi ed
Nn=rs
PN 20002300 we S Pasmepbl:
PesepByap: Pesepsyap:
11:60,0 Mm X BHewHNI BMA;

D:29,4 mm +10%

6ecUBEeTHas XNOKOE i b
P usnyeckaa popma:
XMOKOCTb

LiBer: 6ecuBeTHbI
3anax: 6e3 3anaxa

MpoTouHas MpoTouHas s4eiika:
ﬂq-evn(a. BHewHuii BuAa: HN
l"? 50,0 Mm X dusnyeckaa popma: n/n
H:27,0mm X LseT: /N
D: 30,0 mm = 10 % .

3anax: n/n

PeareHTol gna noct-amnandukayumn (Post-Amp Reagents), kopo6ka ~,PN 20012202:

Bydep MiSeq™ Dx
SBS (PR2) (MiSeq"”
Dx SBS Solution
(PR2)

KonnuectBo: 2
chnakoHa
O6bem: 500 mn

BogHbiii 6ydiepHbIii
pacreop

Pasmepsl BHewHWA BUA:
PN 20002209 ® nakoH: 6eCLIBETHAsA XIAKOE b
L] H: 175,0 mm X ®un3nyeckan popma:
. T D: 76,0 MM +10%  XWOKOCTb
y o KpbllwKa: LiBeT: 6ecuBeTHbIi

y

D: 40,0 mm+ 10%

3anax: 6e3 3anaxa

PeareHTbl Ana npe- n nocT-amnaugukaumm, kopobka 5, PN 20012203:
PeareHTbl gna npe-amnnugukauynm (Pre-Amp Reagents), kopobka 5:
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KomnoHeHT/
Homep no katanory
(PN)

11naHwer
UNBTPOBASTbHb I
TruScg™Y Custom
Amplicon Dx
(TruScqg™ Custom
Amplicon Dx Filter
Plate)

PN 20012590

PeareHTbl Ans npe- n noct-alnnugukaynm, kopobka 5 PN 20012203:
PeareHTbl gns noct-abnnndukayum (Post-Amp Reagents), Kopobka 5:

bydep g antoupm
(Hlulion Buffer)

PN 20004093

Bydep s xpaHeHus
onébnmnotek (Library

Storage Buffer)

PN 20004094

doTorpatmn
«=5n0 ""'fl
lii.l if
A 24
1
f €179,

L
f J1
il M
\

[ ]
w s i
S/\

KonunuecTtso,
06bEM/3aN0NHCHU
e, pasMepbl:
BbicoTa (H)
onvHa (L) anametp
(D)
Konunuectso: 2

niaHwera
O6bvem: H/N

Pasmepbl

L: 128,0 MM x

11; 86.0 Mm X

D: 18,0 Mm% 10%

Konuuyectso: 1
npo6upka
O6bem: 4,8 mn

Pasmepbl
Mpobupka:

H; 92,0 mm X D:
15,0 mm £ 10 %
KpblHxa:

bt 18,0 mm X
D: 17 mm £10 %

KonunuectBo: 1
npooéupka
O6bem: 3,5 mn

Pasmepsbl
Mpob6upka:

11 92,0 mm X

D: 150 v = 10 %
KpblLwKa:

H: 18,0 mm X

D:17 mm £10 %

IiHlumina

AKTVBHbIE
WHTpeLueHTbl, pH n
hmsnyeckne un
XWMUYEeCKNe cBoincTBa

110/MMHpPONWIEHOBb I
MMWKpPOT/IaHLLET C
MembpaHoin 13
MoaMcMLMPOBaHHOIO
nonmagmpcyisoHa

BHewHunii BuA: HH

dusnyeckas gpopma: H/n

LiBeT: H/H
3anax: H/n

BogHbI 6ydpepHbIi
pacTtBop

BHewHWA BUA:
GecuBETHasA XNOKOE b
®dusmnyeckas popma:
XOKOCTb

LiBeT: 6ecuBeTHbIN
3anax: 6e3 3anaxa

BoaHblIii 6ydepHbiii
pac 1Bop

BHeLWHWA BUA:
fecLBeTHast XXMOKOCTb
dunsnyeckasa opma:
XXNOKOCTb

LlBeT: GeCLBETHbIN
3anax: 6e3 3anaxa

PeareHTbl gna npe-amnnaungukaumm (Pre-Amp Reagents), kopobka 6, PN 20012204:
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Myn npavivepos J1
(Oligo Paool A -
Extended RAS)

PN 20012624

Myn nparimepos B
(Oligo Pool B -
Extended RAS)

PN 20012625

lpaiimepbl
KOHTPO/IbHbIE A/1
NpPOBEPKN Kayec rsa
(QC Primers)

PN 20004096
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Konnyectso,
06beM/3aHONHEHN
e, pasmepsl:
BbicoTta (H)
AnvHa(L ) anametp
(D)
Konuyectso: 1

npo6upka
O6bem: 150 MKn

Pasmepbl
Mpobupka:

11: 46,0 mm X

D: 105 mm £10%
Kpblwka:

H: 13,0 MM X

D; 12,0 mm 21 0 %

Konunuectso: 1
npo6upka
O6bem: 150 MK

Pasmepbl
Mpob6upka:

11: 46,0 mm X

D: 10,5 mm £10%
Kpblwka:

H: 13,0 mm X

D: 120 mm+= 10%

Konuyectso: 4
npoGupKK
O6bem: 75 MK

Pasmepbl
Mpobupka:

H; 46,0 mm x D;
10,5 mm £10%
Kpblwka:

H: 13,0 mv X D:
12,0 mm 10 %

iHlumina

AKTUBHbIE
MHTpefueHTbl, pH ©
(hmsnyeckune u
XMMUYECKNe CBOICTBA

BoaHblii 6ydiepHbii
|pacTBOp, CoAepXKaLLWi
Q/IUTOHY KNeoTuabl,
nauenennble Ha reHbsl RAS

BueTHHR BUA;
fecLBeTHas XMOKOCTb
dusnyeckaa popma:
XNOKOCTb

LiseT: npospayHas
3anax: 6e3 3araxa

BogHblii 6ydepHbIn
pacTBop, CoaepXaLLmii
O/Vionykneo rmapl,
HaueneHHble Ha reHbl RAS

BHewHuin Bug:
6ecuBeTHast XNOKOCTb
®usnueckas popma:
XNOKOCTb

LieT: 6ecLgerHbliii
3anax: 6e3 3anaxa

BoaHbliii 6ydhepHbIii
pacTBop, coaepxaimii
OIUTOHYKIeOTUAbBI A
OLIeHKM Ka4yecTBa obpasua
OHK

BHewHun su/{:
6ecLBeTHas XMOKOCTb
®usmnyeckas popma:
XUAKOCTb

LiseT: GecusetnTil/
3aBax: 6e3 3anaxa



A1 (K KOT pornbHas
[O/19 MPOBEPKU
kayectBa (QC
Template)

PN 20004097

Cwmecb g/
KOJTMYECTBEHHOMN
Mi,P (gPCR Master
Mix)

PN 20004098

BubnmoTeka
KonrposibHas HAS
(Panel Control -
F.xtended RAS)

PN
20012626
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KonnyecTso,
06bem/3an0NHeHN
e, pasMepbl:
BbicoTa (H)
AnviHa (L) pnametp
(D)
Konunyectso: 1

npo6upka
O6bem: 220 MK

Pasmepsbl
Mpobupka:

H: 46,0 mm X

D: 10,5 mm £10%
KpblLwkKa:

H: 13,0 vm X

D: 120 Mm £10%
KonunyecTBo: 2
npooGupKn
O6bem: 1mn

Pasmepsbl
Mpobupka:

H; 46,0 MM X

D: 10,5 mm £10%
KpblwWwkKa:

11 13,0 Mm X

D: 120 ww 1 0%

Konunyectso: 1
npo6upka
O6bem: 8 MKN

Pasmepbl
Mpobupka:

H: 46,0 mm X

D: 10,5 mm £10%
KpblLWKa:

H: 13,0 mm X

D: 12,0 mm £10 %

iHlumina

AKTUBHbIE
nurpeauneHTsl, pH u
hunsnyeckue u

XUMUYECKNE CBOCTBA

BogHbIin 6ydepHb I
pacTBop, coaepkaLmin
reHomHyto AHK g/a
OMeHKN KavecTBa
006pasLoB

BHewHnn Bua;:
occurtornas XXuakoe ro
®unsnyeckan popma:
XNOKOCTb

LiBeT: GecuBeTHbIi
3aBax: 6e3 3anaxa

BoaHbIi 6ydepHbIi
pacTBop, coaepaLLmi
KOMMOHEHTbI KT1,P

BHewWwHA Bug:
OccuUbIETUAs XNOKOE b
dunsnyeckas popma:
XMOKOCTb

LlBeT: 6eCLBETHbIM
3anax: 6e3 3anaxa

BoaHblii 6ydiepHbIi
pacTBop, coaepXxalumi
reHomHyro AHK ana
NOJSIOXUresIbHOro
KOHrposist

BHewHwii Bua;
6ecLBeTHas XXUAKOCTb
®dun3nyeckan popma:
XMOKOCTb

LiBeT: GecuBeTHbIN
3anax:6e3 3anaxa
pH: 8



iHlumina

KomnoHeHT/ ®oTorpadum KonunyecTtso, AKTUBHbIE
Homep no katanory ob6bem/3amnonuvenn WHTrpeaueHThl, pH 1
(PN) e, pasmepbl: thmsnyeckune u
BbicoTa (H) XUMMUUECKNe CBOWCTBA
AnvHa (L) gnametp
(D)

VIHCTpyKUMs Mo Konunuectso: 1 OnucaHue:
NPUMEHEHUNIO RawPSae* LLIT. MHCTpyKuma no

O6bem: HI NpYMeHeHNo ansa Habopa
PN 15054121 bl 1 Pa3mepbl: H/M peai eHTOB Praxis

Extended RAS Panel
Bymara 6e3 NoKpbITUS
6enoro LgeTa

PykoBoacTBO KonunuecTBo: 1 OnucaHue:
CrpaBoyHOe HIT. PYKOBOZCTBO CMpaBoyHOe
O6bem: H/H Ans Habopa peareHToB
PN 15054440 Pasmepbl: H/N Praxis Hxtended RAS
Refee"oeGude Panel

Bymara 6e3 nokpbITus
6enoro LeTa
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iHlumina

KomnoHeHT/ doTorpapuum KonnuecTtso, AKTUBHbIE

Homep no kartanory 06bem/3anoNHeHN MHTpesueHTol, pH H
(PN) e, pasMmepsbl: thmsnyeckne u
BbicoTa (H) XUMUYecKne CBONCTBA
anvHa (L) gnametp
(D)

PykoBofCTBO Konnyectso: 1 OnucaHue:
CnpaBoYHOe A51s ! L. CnipaBo4HOEe pyKOBOACTBO
nporpamMMHoro O6bem: H/m [NA NPorpamMmmMHOro
ob6ecneyeHns Local Pasmepbl: H/N o6ecneyeHuns Local Run
Run Manager gns Manager gna moayns
MOAY/Nst aHam3a aHanmsa Praxis Lxtended
Praxis™™ nxtended RAS Panel
RAS Panel Bymara 6e3 NoKpbITUS

6enoro upera
PN 1000000011875

11.4. dyHKUNOHA/NIbHOE HA3HAYeHNEe KOMMOHEHT OB MEAULLIMHCKOIO MU3gennsa

KomnoHeHT P yHKUMOHANbHOE Ha3HaYeHune
PeareHTbl gna Hpe-amnanukaunm (Pre-Amp Reagents), kopobka 1A:

bydep ana rubpuamnsaymm BoaHbiin  GydepHbIli  pacTBOp, COAEPXKALUMA  cOMM U
(I'lybridization Buffer) [leHaTypupoBaHHbIe Bellectea A4 rmépuamsaumnm
ONUrOHYKNeornaoB Ha reHomHon AMK.

Cwmecb gna yaMHHEHNA-NNTMPOBanms BooHbli  6yepHbli  pacTBOp,  cofepxawwmin - AMNK-

Lxtension-Ligation Mix) noinmMepasy 7 OHK-nurasy, KaTanmsunpyolue
NPUCOeANHEHNE JIOKYC-CMELMMPUYHBIX ONUTOHYK/IE0TUAOB,
HaxofAWWMXcs  Bbllle MO MOC/NefoBaTe/lbHOCTH, K
O/IUrOHYK/IeoTUAaM, HaxoAALLMMCA HWKe rno
ltocnenoBaTcnbHOCTH.

Mpaimepbl HAeKcMpoBaHHble A (A501) Bocemb  (A501-A508) un  gBeHaguaTh  (A701-A712)

- H (A508) (Index Primers A (A501) NHAEKCMPOBaHHbIX npaiimepoB MUP ana ynueepcuylbHOW
aMnnuKauum - MrMpPoBaHHbIX  MPOAYKTOB.  [Mpavimepsl

ﬂpa[/]MepH WHAEKEeNPOBaHHbIe 1(A701) BK/IOYaKOT  MocnenoBare/ibHOCTb-METKY, CI'IELI,VICbI/l‘-IHyFO

-12 (A712) (Index Primers 1 (A701) oGpasLly. B npaiveps! TaKxe BK/HOYEHbI
nocneposaresisHocth PS5 1M P7,  KOMM/JEeMeHTapHble
nocnesoBaTebHOCTAM HYKNeoTNA0B 3axBara,
(hPMKCMPOBaHHbIX B A4eiKe MPOTOYHONA.

MUP nonumepasa (PCR Polymerase) OHK-nonnmvepasa ucnonbsyetcs Ha n ane MLP.

Cwmecb ans MNUP (PCR Master Mix) BoaHblii 6ydepHbIn pacTBOp, cogepxawmii conn n dNTP,

HeobxoauMble gna MUP-amnandukaumm.

PeareHTbl aons noct-amnaudukaumm (Post-Amp Reagents), kopo6ka 1B:
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iHlumina

KoMnoHeHT ®YHKLNOHANbHOE Ha3HauYeHne

Pa3basuTenb Ans passefeHns BogHbIii 6yepHblin pacTBop, UCMOMb3yeMblid As

6nbnmotek npu Hopmasmsaumm (Library — passegeHUst MUKporpaHyn s HopMasmsaumm 6nenmnoTekm

Nomialization Diluent) nepeq npoueaypoin Hopmanusauuy obpasua npy NomMoLLm
MUKPOTpaHyn.

Bythep ans passeseHns 6ubnmnorck BogHblii  OythepHbliA  pacTBOp,  UCMOMb3yeMblid  Ans

(Library Dilution Buffer) pasBegeHnss obpasya 6GMGIMOTEK neped  3arpyskoin B
Kaprpumk MiSeqDx SBS v3 (MiScqDx SBS Cartridge
v3)

KoHTponb BHyTpeHHuin PhiX (PhiX BogHblii 6ythepHbIil pacTBop, cogepXalinii reHomHyro AHK

Internal Control) PhiX (roroBas 6ubnvorcka), KOTOpbIi [06aBNAOT B

HOpPMaN30BaHHbI 06paseL, BUGNMOTEKN Nepes 3arpy3Koi B
Kaprpyumpk MiSegDx SBS v3 (MiSeqDx SBS Cartridge
v3). Vicnonb3yeTcs ans BbISIB/IEHUSA npo6nem
CEKBEHNPOBaHNS.

Pcai eH rol gna HocT-aMHAnukaunm (Post-Amp Reagents), Kopobka 2:

Kaptpumpxk MiSeq"” Dx SBS v3 KapTpumpk  OOHOKpPAaTHOTO  NPUMEHEHWSs,  COAepXKaluuit
(MiSeq™ Dx SBS Cartridge v3) peareHTbl A4/ 06pa3oBaHUA KNaCcTePOB M CEKBEHMPOBaHMS.
O6beavHeHHble  OGMONMOTCKM  [06aBNSAIOT B KapTPULX,
KapTpupK BCTaBNAKOT B FeHeTUYeCKuiA cekBeHaTop MiSeqDx,
PeareHTbl angd npe-amnnHgpukauyunm (Pre-Amp Reagents), kopobka 3A:

Bydhep ans MHTEHEVBHOI OrMbIBKM Bybep A48 WHTEHCVMBHOW  MPOMbIBKM € HW3KOI

(Stringent Wash Buffer) KOHUEHTpaupein coneii  UCNOMb3YT  ANd  yAaIeHus
HernépuAan3MpoBaHHbIX ONNIOHYKIEOTUAO0B M3 06paslia Ha
nnaHTeTe 419 (UILTPOBAHMA.

Bythep yH1BepCa/ibHbI, NPOMbIBOYHBLIA  ConeBoid Bydep MCNOMb3yHT ANa yaaneHns m3bbirka oydgep

(Universal Wash Buffer) AN UHTEHCUBHOW NPOMbIBKU 13 06pasLa Ha HNaHLleTe ans
(UNbTpOBaHUA,  MOAIOKOBAEHHONO  ANd  YA/IMHEHUS-
NINTUPOBAHUS.

Peai eHTbl gna nocT-amHAngpukaHmum (Post-Amp Reagents), kopobka 3B:

Y1unkpoyactuupl Ang o4ncTkn MLIP- MarHuTHble MUKpoYacTuLbl A1 ounucTKn ML P-HPOAYyKTOB.
npogykTos (PCR Clean-Up Beads)

PacTBOp MPOMbIBOYHbIN AN BogHblii  GydepHbIii  pacTBOp, cogepawwmii  conu, 2-
Hopmasm3auuy 6ubnunoTtek (Library MepKaHTO3TaHO/ 1 (hopMaMui, UCMoNb3yeTca ANns yaaneHnus
Normalization Wash) HecBA3aBLUMXCA aMMN/JIMKOHOB B MpOLEecce HopManmsauum

obpasua npy NMOMOLLM MUKPOrpaHy.

MukpoyacTuLbl ans 61MbIMoTeKm BoaHblii 6ycepHbIi pacTBop, Coaepxalmii TBepaodasHble
(Library Beads) napamarH/UTHble MMKpPOYacTULbl, no3BosiAtoLLme

HOpPMaN30BbIBATb KO/IMYecTBO NpoAyKToB VLIP,
NoNy4YeHHbIX 415 pasHbIX 06pa3LIoB.

fuelika npoToyHas MiSeq™ Dx OpnHopas3oBas  CTeK/IAHHas  MOA/IKKA C  KOBAEHTHO

(MiSeqDx Flow Cell) CBA3aHHbIMWM  ONUIOHYK/EO r’MaaMn  Ansa 3axBaTa U
TBepLO(a3HON amnnuKaumm 1 CeKBEHUPOBAHUSA LIENIEBbIX
nocneaoBaTeNbHOCTEN, CO3AaHHbIX MpWU  NPUFOTOBMIEHUN
61bmoTeKkm.

PeareHTbl gns noct-amnnndukauum (Post-Amp Reagents), kopobka 4
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illumina

KOMMOHEeHT CDyHKU'VIOHaI'IbHOG Ha3HayeHune
Bytep MiScq™ Dx SBS (PR2) BogHbiii  6ydepHbIi  pacTBOp, MPUMEHSIETCA B MnpoLecce
(MiScg™ Dx SBS Solution (PR2) CCKBEHMPOBAHMA HA TEHErmycckoMm CckBeHarope MiSeqDx

AN NPOMbIBaHWSI MPOTOYHOM SYEiKU  MeXAy pasHbIMU
(hepMeHTarnBHbLIMM peakLusaMu.
PeareHTbl ansa npe-aknnudukaynun (Pre-Amp Reagents), kopobka 5

MnaHwWweT unbTpoBasbHbIA TruSeq™ MoNMNPONUNEHOBLIA  MUKPOHNaHLLEr C MemMbpaHoli U3

Custom Amplicon Dx (TruSeq"” MOZM(MLMPOBAHHOTO NonmaupcybgoHa.  Mcnonb3yetcs

Custom Amplicon Dx Filter Plate) AN yAaneHns HermépuansnpoBaHHbIX OIMIOHYKNEOTUAOB U
NpoBeAeHNA peakuymn 3N0HraLUn-NUrMpoBaHms.

Peareii rol gns noct-annngukannm (Post-Amp Reagents), kopobka 5

bydep ans antouun (Elution Buffer) By(hepHbIii pacTBOp MCNOML3YHT And antomMposaHns [MLIP-
NPOAYKTOB C MMKpOYacTul, ans oumcTkm TLP-Hpoaykros
(PCR Clean-Up Beads) nocne atana O4nCTKMN.

"yhep 4nd XpaHeHus 61MGIMOTEK BoaHsbiin 6ydepHbI pacreop ans XpaHeHus

ALibrary Storage Buffer) HOPMaJIM30BaHHbIX 06pa3LLoB BUONNOICKN.

PeareHTbl gnsa npe-amnandmkaHmm (Pre-Amp Reagents), kopobka 6

11yn npaiimepos A (Oligo Pool A - [Ba nyna onuroHykneotngos (J1 u B), HaueneHHble Ha
Extended RAS) obnacrm uMHrcpcca CcooTBeTcTBYHOWMX Uenen [AHK, ¢
Myn npaiivepos B (Oligo Pool B - afjantepamu, KOMIM/IEMEH FrapHbIMU YHMBEPC/IbHbIM
Extended RAS) npaimMepam amnaMgrKaLum.

MpaiiMepbl KOHTPO/IbHbIE /19 ONUroHyKneoTuAHble npaimvepbl s KOHTPONA Kayecrsa
npoeepkn Kadectea (QC Primers) 06pasLoB.

JOHK KoHTponbHaa ana nposepku KoHTposbHasa marpuua reHoMHow AMK 415 ouLeHKM KavecTsa
Kamee rea (QC Template) 06pasLoB.

Cwmecb /19 Konm4yecTBeHHon MLP BogHblli  GydepHbIi  pacTBOp, COAEpPXalinii KOMMOHEHTI
(gPCR Master Mix) KMLLP.

Brubnuoteka koHTponbHas RAS (Panel leHomHasa OHK ¢ myraumamy cneuyguyecknx annenbHbIX
Control - Extended RAS) nocnepoBatenbHocTeld KRAS 1 NRAS ans ncnonb3oBaHus B

Kayec! BC N0ONOXNTENILHOIO KOHTPONS.

2.2 11.5. CocTtaB MegMUMNHCKOIo nsaenum

Tabnvua: BXofsLme B cCOCTaB Marepuasibl

B kopobke 1 n3 6 HaxogaTcs ABe Kopobku: 1A um 1B, kak nokasaHo B Tabnuue: Kopobku (1A n 1B)
KoMnoneHTbI 1 BXOAsLMe B COCTaB Matepuasibl

Tabnuua: Kopobku (1A n 1B) KOMNOHEHTbI BXOASALLME B COCTaB MaTepuasbl

Kopobka OnucaHune KOMMNOHEHT, Bxogawue B coctaB matepuarbl
KOMLLUOHEHTA PN
Boga Super Q vnu aKBUBaNIEHT
Llatpus rmapodocdat 1 monb/n

Bytep ons Hatpust xnopug 0,5 mMonb/n
Kopo6ka r|/|6pV|!qv_|3aL!,V|M 15035442 MoHoruapat MMo!HoW K1cnoTbl 2,8 Monb/n
1A (Hybridization Buffer) 0,5 monb/n SATA
dopmammg,

10 % I'suH 80
Cwmecb gna 20019117 Boga Super Q v sKBUBaIEHT - Premix
YANMHHEHNS- byep Tpuc 1 mons/n pl 7,9- Premix
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illumina

Kopobka Onucanue KoMnoHeHT, Bxogasuime B cocTaB MaTepumans
KOMMOHEHTa PN
NNrnMpoBaHus Marnus cynbat 1 monb/n - Premix
(Extension-Ligation 1latpua xnopug 5 MONb/N, CBEPXUYUCTBIA -
Mix) Premix

Caxaposa 50 % - Premix

D LL (DL-gn'tvotpenTon) 1 mons/n - Premix

Myn dNTP - Premix

10 % putoH X - 100, CBEPXYMCTBINA - Premix

NAD 50 mmonb/n (Spike)

[OHK-nurasa E. Col - Spike

T4 AHK-nonmmepasa - Spike
Mparimepsbl
NHAEKCUPOBaHHbIE A
(A501)-M(A508)
(Index Primers A
(A5()1)-H(A508))
Mpavimepsl
VHOEKCUPOBaHHble 1
(A701)-12(A712)
(Index Primers 1
(A701)- 12(A712))
MnupP nonvMmepasa
(PCR Polymerase)

Mpaimveps! 4ns MLP ¢ MHAEKCHbIMK
15035449- nocfiefoBaTe/lbHOCTAMU 1 afanrepamu
15035456 CEKBEHUPOBaHWS

Mparimepbl ana MNLP ¢ MHAEKCHbIMK
15035457- nocnefoBaTe/IbHOCTAMW W1 aganTepamm
15035468 CEKBEHMPOBaHNA

Monunmepasa ABNAETCA €ANHCTBEHHBIM
nosiMMepusyrTUM peareHTom MLP

Boga Super O unu sKBMBaneHT - Premix

Bygep Tpuc 1monb/n pH 7,5 - Premix

Marnus cynbat 1monb/n - Premix

betanH 5 monb/n - Premix

15035448 Caxaposa 50 % - Premix

Brij 58 (Surfact - Amps 58, 10% BOAHbIiA
pac'rsop) - Premix (pacTBop AerepreHra
BbICOKOI 0YMC TKM)

Myn dNTP - Spike

Boga Super Q vnun 3KBMBaNeHT

latpua rugpodgocgat 1 monb/n

Hatpusi xnopua 5 Monb/n

MoHorugpat IMMOHHOW KWUCNOTbI 2,8 MO/b/N

15035469

Cwmecb gna ML IP (PCR
Master Mix)

Pas6aBurcnb gns
pa3sBefieHns 6ubnnoTek

|('|Lpivt|)r|-;cr)pmanm3aqmm : 15035473 2-mcpkantoataHon (BME)
y Normalization
Diluent) 0,5 mone/n S4TA
Kopob6ka Popmanmig
B 10 % TBunH 80
Byhep 475 passe/eHNs Boga Super Q vnu 3KBuBaNEHT
6nbnnotek (Library 20004095 Bytbep 20X SSC (Harpus xnopu 3 mons/n,
Dilution Buffer) Hatpusa uutpat 0,3 Mosnb/n)
10% TBuH 20
KOHTPO/b BHYTPEHHWI
PhiX (PhiX Internal 15036574 BogHblli 6ydepHbIii pacTBop
Control)
Kopobka 2:

B kopobke 2 13 6 cogepxutca Kaptpumx MiSeqT"» Dx SBS v3 (MiSeq'r Dx SBS Cartridge v3). VicxogHble
maTepuanbl KOMNOHEHTOB KapTpua)Ka nepeyncneHsl B Tabnuue: KOMMWOMCH bl Kap3 pupka u marepuasibl,
MCMO/Ib30BaHHbIE NPU N3rOTOBIEHUMN.

Tabnuua: Komnonein rbl  kKapTpuipka PN 20002301 w maTepuanbl, WCMO/b30BaHHble MpW
N3roTOBJIEHUN.
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OnncaHne KOMMOHEHTa

Cwmecb peareHToB (Incorporation Mix,
IMT) (Premix)

20011198
Cmecb peareHToB (Incorporation Mix,
IMT) (Spike)
YHuBepcasibHast cMecb Scan (Preinix)
(Universal Scan Mix (Premix)) 20011199
Cwmecso (Cleave Mix (Premix))

20011210
Cwmecb (Cleave Mix (Spike))
Cwmecb ana amnangmkagmm 1 (Premix)
(Amplification Mix 1 (Premix))

20011211

Cmecb ans amnnandgukauum 1(Spike)
(Amplification Mix 1 (Spike))

Cmecb  and amnamkaunm 2 20011212
(Amplification Mix 2)

Cmecb [And fvHeapuzaumy  Premix 15045585
(Linearization Premix)
dopmamug (Formamide) 15045586

20011213
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KomnoHeHT, PN

iliumina
Bxogswwme B cocTaB matepuanbl
Boga ounileHHasn
STaHoIaMUH
AraHonamMuH HC1
Hatpua xnopug
0,5 mons/n ATA
Marnus cynbgar
1laknagku
FF1-N3-NR550S0, 100 mKmosb/n
(Hykneotuna)
G-N3-PLG12-ATT0532, 100 MKMONbL/N
(Nanocs MonmatuieHrInKosb u
(hNyopecuUeHTHbI KpacuTenb)
FFA-N3-S07181, 100 MKMosb/N
(dbnyopecueHTHbIN KpacuTenb)
Assy, FFC-N3-CA690 125 mMKmonb/n

SBS DNA Pol 963
(411K-nonumepasa)
Bydep ana xpaHeHns Pol 217

Boga ouneHHas
Tpusma rmgpoxnopug
Tpu3ma ocHoBaHWe

100 % TeuH 20
AckopbaT HaTpus
1'vapokcnanTun rannat
Boja ouniLeHHas
OTaHoNaMuH
OraHonamuH HCL
Hatpua xnopug

100% TBuH 20
AckopbaT HaTpus
1IMTIIP

Bofa ouuLLeHHas

Tpuc HCI

Tpwuc ocHoBaHwWe
beTauH

AMMOHUS eynbdat
Marnus cynbgart
Aumvctuncynsokeng (AMeO)
100 % TputoH X-100
Myn dNTP, 25 mmonb/n
[11K-nonumepasa DisplaceAce

B coctaB Bxogs | Takue ke peareHTbl, Kak
B CMeCb 4719 amnangukaumm 1
Boga Super Q uin aKBmBaeHT

®opmamug, 100 %
TpuHaTpuiAunTpaT, 1monb/n
Boga ouulLieHHas



iHlumina

OnucaHve KOMMNoHeHTa KomnoHeHT, PN BxogsLupe B cocTaB Matepuasibl
CMecb Ans cunTbiBaHUA 1'puc HCI
nuHeapusauyum 1 (Linearization Mix TpuC OCHOBAHMe

Read 1) (Premix) Hatpusa xnopug

Caxapo3sa

Marnus cynbgart

Pacisop 34T/1 0,5 mosnb/n
100 % TBuKH-20

CMecb Ans cuMTbIBaHUA NMHeapm3aumMn 15045585 YpauunoBas sKcUM3MoHHas cmeck (Uracil
1 (Linearization Mix Read 1) (Spike) Excision Mix)

Cmecb 4ns cYMTbIBaHMSA NMHeapu3alum 20011214 B cocTaB BXOAST Te XX& KOMMOHEHTbI, YTO
2 (Linearization Mix Read 2) n B cmecb Mix Read 1(Premix) u Spike ¢

(epmeHToM E.Coli FPG.
Boga ounieHHas

Mmngason FICL
Cwmeck (Resynthesis Mix Fast Vmmnpason
(Premix)) 20011215 Caxaposa

Marnusa xnopvg 1 mMosns/n
BME/2-mepKanToaTaHon
Cwmecb (Resynthesis Mix Fast (Spike) 4 PNK (T4 nonvHyKneorngKnuHasa)
Boga ounieHHasn
20X SSC 6ydep

Cmecb NpaimMepoB An1s CYUTLIBAHUS
b PoB A7 100 % [IBuH 20

1(Primer Mix Read 1) 20011216
Cwmecb npaiimepoB ans cuntbiBaHus (AP
10 Primer Mix Read 1)
Boga ouniLeHHan

CMeCb MHAEKCMPOBaHHbIX NpaiMepoB 20X SSC 6ydep

ona cumtbiBaHua 1 (Primer Mix 20011218 100% TsuH 20

Index 1) CMecb  MHAEKCMPOBaHHbIX  MpaiiMepoB

(HP 12 Primer Mix Index 1)
Boga ounieHHas

v 20X SSC 6yaep
MNcce MpaiiMepos Ans cuuTbiBaHma 2. oo o) - .
(Primer Mix Read 2) 100% TsuH 20

CMeCb  MHAEKCUPOBaHHbIX  MpaimMepoB
(HP11 Primer Mix Index 2)

MpombiBouHbIN 6ydep 1(Wash Buffer 15045594 Boga Super Q nnu 3KBMBaNEHT

1
Kopobka 3:

B kopobke 3 n3 6 Habopa peareHToB Praxis Extended RAS Panel Haxopdatca gse kopobku: 3A mn 3B, Kak
nokasaHo B Tabsmue: Kopobka 3 13 6: KOMMNOHEHTbI 1 BXOASALLME B COeTaB MaTepuasibl

Tabnuua: KoMnoHeHTblI KOPO6KKU 3 13 6

Kopobka OnucaHmne KOMMNOHeHTa KOMMOHEHT, BxopgAwme B coctaB Matepuanbl
PN
Bydep 4ns MHTEHCBHOM BogHbIin 6yepHbIii pacTBOp, CoepXaLLuii
OTMbIBKM (Stringent Wash 15035443 CO/N, 2-MCPKAHTO3TaHO/ 1 (pOpMaMug,
Kopobka  Buffer)
3A Boja ounLLeHHas
20004092 Mpyama rugpoxnopug, 11CL

Tpu3ma ocHoBaHMe ( puc oOCHOBaHMe)
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iHlumina

Kopobka OnucaHre KOMMOHeHTa KOMMOHEHT, BxopsLume B cocTaB Matepuansl
PN

Byep yHVBepCa/bHbIA, NaCl TBepablii
npombIBoYHbIN (Universal Kanua xnopug
Wash Buffer) AMMOHMA cynbaTt

MarHus cynbar

10 % TpwutoH X-100

Be3aiiH
MuKpoyacTuLpl ,T/1a 15036674 MukpoyacTmusl Ampure XP Bead (ans
oumncTku HLP-HpoayKToB 0YUC K1 NPOAYKTOB 11LIP)
(PCR Clean-Up Beads)
PacTBOp MPOMbIBOYHbIIA Boga Super Q v 3KB/MBaSIEHT
AN HopManusaumm Pacrsop 4X OWB Solution (6e3 AHK

Kopotika GubmmoTe (Library 15035446 MO/I0K /10COCS)
3B Normalization Wash) dopmamng,
MukKpoyacTuupl ang 20017098 Boga Super Q Wi 3KBUBaEHT
onbnmotekn (Library Bygep Tpuc 1 mons/n pH 8,0
Beads) Harpusa xnopug 5 monb/n
Auelika NPOTOYHasA Cama no cebe sAYeitka NpoToYHas
MiSeq'*Dx (MiScq™Dx 20002300 N3roloB/IeHa M3 BYX C/IOEB BCCLBE3 HOTO,
Flow Cell) MPO3pPayYHOro CTeK/1a, CK/IEeHHbIX BMECTE.
Kopob6ka 4:

B kopobke 4 13 6 Habopa peareHToB Praxis Extended RAS Panel cogepxutca bydep MiSeq™ Dx SBS (PR2)
(MiSeg™ Dx SBS Solution (PR2). CocTtaB matepuanos gns bygepa MiSeq™ Dx SBS (PR2) (MiSeq™ Dx
SBS Solution (PR2) npeactasneH B Tabnuue: CoctaB bydep MiSeg™* Dx SBS (PR2) (MiScg**’ Dx SBS
Solution (PR2).

Tabnuua: CoesaB bygepa MiSeq'M' Dx SBS (PR2) (MiSeg™ *Dx SBS Solution (PR2).

Bxogsauie B cocTaB Matepvasibl

Boga ounieHHas

Mpusma rugpoxnopug, HCI

Tpusma ocHoBaHue ( 'puc ocHoBaHKe)
larpusa xnopug,

PacTteop S4T/1 0,5 Monb/n

100% TsuH 20
1potolvH 300

Kopobka 5:

B Kopo6ke 5 13 Habopa peareHToB Praxis Extended RAS Panel HaxogaTcs TpM KOMMOHEHTa, Kak MokKasaHo
B Tabnuue: Kopobka 5: KOMMNOHeHTbI 1 BXOASLLME B COCTaB MaTepunasibl

Tabnuua: Kopobka 5 13 6: KoOMNOHEHTbI 1 BXOAALLMe B COCTaB Matepuasibl

OnucaHne KOMMOHEHTA KomnoHeHT, PN Bxopgawime B coctaB MmaTepuasibl

MonmMnponmnIeHoBbIN MUKPOMIAHLLIET ¢ MeMBPaHO 13
MOAM(ULIMPOBAHHOTO NOAMAMPCYbdona

MnaHWweT (hnIbTPOBa/IbHBIA
TruSeq™ Custom
Amplicon Dx (TruSegq™
Custom Amplicon Dx Filter
Plate)

20012590
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illumina

Bopa ounieHHas, Hlumina

Bycthep Ans anoumm Tpue 1monb/n pbl 85

(Elution Buffer) 20004093 Pactsop 34T/1 0,5 monb/n
100 % TsuH 20
Bydep ana  xpaHeHus 20004094 BogHbiin 6ythepHbIii pacTBop
onbnuortek (Library Storage
Buffer)
Kopob6ka 6:

B kopobke 6 u3 Habopa peareHToB Praxis Extended RAS Panel HaxoguTcs WeCTb KOMMOHEHTOB, Kak

Ta6nuua: Kopobka 6: KOMMNOHEHTbI 1 BX0AsLLMe B COCTaB MaTepuaribl

OnucaHne KoMnoHeHTa  KomnoHeHT, PN  Bxopsuiue B cOCTaB MaTepuasbi

Myn npaiimepos J1 (Oligo Bytep IX TE
F¥00I 2\ E)E)tended( RA?S) 20012624 I'I)3//(/11J FFI)paVIMepOB A
Myn npaiimepos B (Oligo Bydep IX TE
Pool B - Extended RAS) 20012625 Myn npaiivepos B
Mpalimepbl KOHTPO/bHbIE 20004096 Bopga Super Q wm aKBUBaNieHT
AN NPOBEPKN KayecTsa Bytep Tpve 1monb/n
(QC Primers) Mpalimepbl 204AIUF 1 MMONL/N
Mpatimepbl AlUR 1 MMonb/n
JbIK konrponsnas gns 20004097 Bopa Super Q nnv 3KBUBaNIEHT
npoBepkmn Kadectsa (QC Bygep Mpuc 1mons/n, pH 7,0
Template) 0,5 monb/n A TA
10% IBuH 20
Cmecb ans 20004098 BogHbI GythepHblil pacTBop, cofepxalLuii
KonunyccteeHnow MUP KOMMOHEHTbI peakumn KonmnyecTseHHon MLIP
(gPCR Master Mix)
BubnmnoTeka 20012626 BogHbIii OythepHbIii pacTBop, COoLepKaLlmnii
:OHTpONbHas RAS (Panel reHomHyto [1HK

Control - Extended RAS)

11.6. KOMMOHEHTbI MeANLNHCKOI0 U34esna U UX onnucaHune

Habop peareHToB Praxis Extended RAS Panel BkntouyaeT wecTb KOPOOOK, MHCTPYKLUIO MO MPUMEHEHWUIO,
PYKOBOACTBO CMpaBoYyHOE, PYKOBOACTBO CMpPaBOYHOE ANA nNporpammHoro obecnevenus Local Run Manager
Ana mogynsa aHanm3a Praxis Extended RAS Panel. Bxogsuue B COCTaB KOMMOHEHTbI NMEPEYNCIeHbl HUXE:

Kopobka 1u3 6

KopobkalA

Homep KOMMNOHeHTa OnucaHune

15035442 byep ansa rnépuamsauum (Llybridization
Buffer)

20019117 Cmecb Ana yANMHUCHUSA-TUTNPOBaHMA

(Extension-Ligation Mix
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IiHlumina

15035449-15035456 Mpaiimepbl nHAeKcMpoBaHHble A (A501)
- N (A508) (Index Primers A (A501)- I
(A508))

15035457-15035468 Mpalimepbl nHAEKcMpoBaHHble 1 (A701) -
12 (A712) (Index Primers 1(A701) - 12
(A712))

15035469 MUP nonnmepasa (PCK Polymerase)

15035448 Cwmecb gnsa MUP (PCK Master Mix)

Kopo6kalB

15035473 PasbaBuTeNb 41 passefeHus 6ubnmoTek

npu Hopmanusauum (Library
Normalization Diluent)

20004095 Bythep ans passefeHus 6ubnnoTek
(Library Dilution Buffer)
15036574 KoHTponb BHYTpeHHUIE PhiX (PhiX

Internal Control)

Kopo6ka 2 n3 6

Kopob6ka 2
Kaptpupgx MiSeg™” Dx SBS v3 (MiSeq'Dx SBS Cartridge v3)
Homep KOMMNOHeHTa OnuncaHue
20011198 Cwmecb peareHToB (Incorporation Mix, IMT)
20011199 Cwmecb yHuBepcanbHasa Scan (Universal Scan Mix)
20011210 Cmecb (Cleave Mix)
20011211 Cwmecb gna amnangukagumn 1 (Amplification Mix 1)
20011212 Cmecb gna amnnugukauunm 2 (Amplification Mix 2)
15045585 Cmecb ana nuHeapusauumn Premix (Linearization Premix)
15045586 ®opmamung (Formamide)
20011213 CmMecb ana cumTbiBaHUA nuHeapusaumm 1 (Linearization
Mix Kead 1)
20011214 CmMech ana cumTbiBaHUA nnHeapmsauuy 2 (Linearization
Mix Read 2)
20011215 Cwmecb (Resynthesis Mix Fast)
20011216 Cmecb npalimepoB ana cuntbiBaHus 1 (Primer Mix Read 1)
20011217 CMecb MHAEKCUPOBaHHbIX MpaiMepoB Ans cUMTbiBaHUA 1
(Primer Mix Index 1)
20011218 Cmecb npaiimepoB ana cumtbiBaHus 2 (Primer Mix Read 2)
15045594 MpombiBoUHbIN 6ydep 1(Wash Buffer 1)
Kopobka 3 u3 6
Kopo6ka 3A
Homep KOMMNOHeHTa OnucaHwue
15035443 bytep ana nHTeHcMBHOM 0TMbIBKM (Stringent Wash Buffer)
20004092 Byhep yHuBepcanbHbIii, NpoMbiBOYHbINA (Universal Wash
Buffer)
Kopo6ka 3B
15036674 Mukpouactuupbl ans ounctkn MLP-npoagykToB (PCR Clean-
Up Beads)
15035446 PacTBOp MPOMbIBOYHbIV 41 HOpManu3aumMm 61banoTek
(Library Normalization Wash)
20017098 MwukpoyacTuubl gns 6ubnuotekm (Library Beads)
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iHlumina
20002300 fAuelika npoToyHas MiSeq "Dx (MiSeg"Dx Flow Cell)

Kopob6ka 4 u3 6

Kopobka 4
Bytep MiSeg™ Dx SBS (PR2) MiSeq””Dx SBS Solution (PR2)
Homep KoMmnoHeHTa OnucaHne
20002209 Bythep MiSeq " Dx SBS (PR2) (MiScqg™ Dx SBS Solution
(PR2)
Kopo6ka 5 13 6
Homep KOMMOHeEHTaA OnucaHune
20012590 MnaHweT punbTpoBanbHbIn TruSeq™ Custom JITpcon Dx
(TruScqg™ Custom Amplicon Dx Filter Plate)
20004093 bytep ans antouun (Elution Buffer)
20004094 Bythep ans xpaHeHns 6ubnuotek (Library Storage Buffer)
Kopo6ka 6 u3 6
Homep KOMNoOHeHTa OnucaHune
20012624 Myn npaiimepos A (Oligo Pool A - Extended RAS)
20012625 Myn npalimepos B (Oligo Pool B - Extended RAS)
20004096 Mpaiimepbl KOHTPOAbHbIE ANA NPOBepKK Kadecrea (QC
Primers)
20004097 OHK KoHTponbHaa gnsa nposepku Kadvectsa (QC femplate)
20004098 Cmecb ans KonuuecteHHoii MNLP (qPCR Master Mix)
20012626 bubnnoteka KoHTponbHas RAS (Panel Control - Extended
RAS)

WHCTPYKLMA NO NPpUMEHEHNIO - 1 wWT.

PyKoBOACTBO cnpaBoyHoe - 1.

"YKOBOACTBO CMpaBOYHOE A/fA nporpammHoro obecrneyveHus Local Run Manager ana mogyns aHanusa
. raxis'® Extended RAS Panel - 1wr.

12. TlepeyeHb 1 onucaHWe mMaTepuanoB MeLunl|MNCKOro U3Lenns, NenocpeacTBenmo UM onocpesoBaHo
KonTalCrHpym)LWmx ¢ nalmeHTom (opraHnM3mMom YesoBeKa)
He npumeHumo.
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mumina

13. OnwucaHue iviapKiipoBKii 1 ynakoBku mcauuHucko! o nsgenus
13.1 TpaHcnopTHas ynakoBkKa

TpaHcnopTHAaA ynakKoBKa COAEP>XUT CMELYIOLW Y0 NHPoOpMaLUIo:
- TOProBoe M MOSIHOE HaWMeHOBaHWe U3genns;

- HaMMeHOBaHWe 1 afpee N3roTOBUTENS U3AENUS;

- TOBapHbIN 3HaK

- TpeboBaHMA K YeNI0BUAM XPaHEHWSA U TPaHEHOPTUPOBAHWSA N3AENUS;
- HOMep napTuu;

- NpeaynpeXxaeHns U mepbl NPeAoeTOPOXKHOETH B OTHOLIEHUMN WU3AENNs, KOTOpble HEOBXOAMMO UCMONHATD,
MaHUNYNSLNOHHbIE HafMMUCHK;

- YMCNO eINHNL, NOTPEBUTeNbCKOW YNAKOBKM U3enunii B rpynnoBoit ynakoBkKe, MHOroo60poTHON Tape unau
TPaHCNOPTHOW Tape;

mMacca HeTTO M Macca 6pyTTO Ha rpynnoBoOi yNnakoBKe U3AenuUin, MHOro060pOTHON Tape uUAnM TPaHCNOPTHOW
rape;

- HOMEpP 3aKa3a,

- Macca HeTTO CyXO0ro fibfa (419 KOpoboK e CyXUM NbJoM).

Kopobka OnucaHve dotorpadHn
Kopobkun 1,2, 6 Kopobku nomeLleHs! B
Ycnosus xpaneHums KOHTeliHep e CyXuM /bA0M
(-25 °c go (Dry Ice) 1 KoHTeiHep
-15 °C) NMoMeLLEeH B KOPOOKY U3

rohprpoBaHHOTO KapToHa.
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Kopobku 3, 4 Kopobkn nomelyaroTcs B
Ycnosus xpaHeHus: ropupoBaHHYI0 KapTOHHYHO
or2°Cpo8°C KOPOOKY C CUHMUMW

YyNakoBKaMmn OXNaX4aroLLero
nopal/rens (Blue Ice/Gel).

Kopo6ku, xpaHswueca npu

YCnoBust XpaHeHust KOMHaTHOW TeMmepaType U
(15°Cpo30°C) He TpebytloLme XpaHeHns B
X0M10/e, NOMeLLEHbI B
KOpo6Ky 13

ro)prpoBaHHOrO KapToHa.

MapkupoBka:

M apknpoBKa Hoiviepa 3aKa3sa:

ORDER NUMBER

NUMBER OF PIECES

TOTAL GROSS WEIGHT

M apKnpoBKa 4/ TpPancnopnto i Kopo6GKM C CYXUM NbAOM:
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*/IHTepnpeTaL1m CUMBO/NOB
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Hluniina® JloroTun KOMMaHuu

13.2. BTOopunyHaAa ynakoBKa

®oTorpagum Macca n
pasmepbl
KOpo60oK
OnuHa(lL)
WwnpunHa (W)
BbicoTa (H)
MunnumeTtpsl
(Mm)
Macca: 0,315 Kr +
10%

Pasmepbl:
L: 150 mm X
W: 95 mm X
. 105 mm

+ 10%

Macca: 0,116 kr +
10%

Pasmepsbl:
H; 90 mm X
W: 65 MM x
11 102 mm

+ 10%

Macca: 0,095 kr +
10%

Pasmepbl:

L: 90 mm X
W: 65 MM x
H: 102 mm

+ 10%
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Kopo6ka/PN

Kopobka 4

20012202

Kopo6ka 5

20012203

Kopobka 6

20012204

iHumina

doTorpaguun
Pred** Ext«nd*d 946 Panol
[iM20012204 f15 » «
flonAL21S0 WD T B
N2 .
w w 'wor

y 2000

-BCX

«|
Dx
W s umina:

« AW KMAMw nw
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Macca un
pasmepsl
KOpo60K
OnunHa(lL)
Wwupuna (W)
BoicoTta (H)
Munnumetpsl
(Mm)

Macca: 1,320 kr -t
10%

Pasmepsbl:
L: 155 mm X
W: 80 mm X
H: 180 mm
+ 10%

Macca: 0,309 kr +
10%

Pasmepbl:

L: 159 mm X
W: 115 mm X
H: 134 mm

4 10%

Macca: 0,075 kr %
10%

Pasmepsbl:
11 90 mm X
W :55 mm X
H: 55 Mm

+ 10%



IiHlumina

13.3. MapKupoBKa bi OpMYHOIN YNaKOBKMU
MapKkupoBka Ha ynakoeke usgenns Habopa peareHToB Praxis Extended RAS Panel nokasaHa Ha pUCYHKe:

MapkupoBKka n3genusi Habopa pcaretoB Praxis Extended RAS Panel

PucyHok: MapkupoBka mnsgenusa Habopa peareHToB Praxis Extended RAS Panel - MapkupoBka Ha
B1OPWUYHON (Hapy>HOW) ynakoBKe

BTopuyHaa ynakoBka
Kopobka 1— PN 20012195, Ha6op peareTtoB Praxis™™¥ Extended RAS Panel - 1/6
MapK1poBKa ynakoBKU

Praxis* Extended RAS Panel 1/6

<& 20012195 0
200121R5

giizen TN
T 24 idiiii i I’Ti"m

Te 2016-04-26 RQT313940

HH 9 41 *+ 25c 1

IO C0ICe VD EE E 3

jw 1234556

15'C

ADEED lumina
Praxis* Extended RAS Panel 1/6
REP 20012195 A5C
tot] 1234556 -25'C-|
2016-04-26 . .
illumina

MakeT ¢ Ha3BaHUAMM KOMIOHEHTOB
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Praxis* Extended RAS Panel

Hybndtiaition
Eit"ntion-Ligaiton Wii

PR Mriler Mx

PCR Poiyrrarata

Irtdai Primara A|A$0t)-H(A508|
Irrdax Pnmari 1(A70° >-12(A717?|
Library Mormahaaitor Diitjani
Library OiKriion Buttar

PhiX Internal Control

Label Pfg 2M12215 00

1X432ml
1X48ml
1X2.8 ml
1XSd

1X192 H
1X128 bl
1X46ml
2X4Sml

1X10ul

1/6

llumina

sywwviHuminecr'm

-xopobka IA - PN 20012196, Ha6op pcaretoB Praxis'* Extended RAS Panel - IA

MapKnpoBKa ynakoBKu

Praxis* Extended RAS Panel 1A
Pre-AMP
REF 20012196
1234556
~ 24

2016-04-26
m4||r)}; Jb,
t]- o
iyfel\/ (OL>C0BIE2TTORDB

irus04?s ivd | ji

illumina

Vs My T a

70017706 00

Praxis* Extended RAS Panel 1A

RE- 20012196
1234556
2016-04-26

--15*C
-25*C |

illumina

MapKI/IpOBKa KOMMOHEHTOB
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Praxis® Extended RAS Panel 1A
Mybridiiition Bufftr 1X432ml

Exttntion-Ligttion Mix 1x48ml

PCR Poiym*"ts* 1X66 ul

PCRMtf»*rMix 1x28 ml

Ina*x <»rim*f« A(A601)-H{A608) 1 x 192 ul

Ind*x Prim*rj 1(A701J-12(A712) 1x 128 ul

iHlumina

www.illumina.com

»b«IPN. 20012216 00

MapKnpoBKa ¢ npeaynpexmaeHnem 06 onaenocTu

DX OHS1 (Contains Formamido. Sodium Chloride)

AV May damage feiilily.
f \  May damage unborn child.
<$>< ¢ > Causes serious eye irritation.

DANGER

Obtain special instruct ons before use. Do not nandic unt |

< safety precautions have been read and understood. Use
personal protective equipment as required. Wash thoroughly
after handing. Wear protective gloves and eye/face protection.

IF exposed or concerned. Get medical advice/atten’ion.

ir IN EYES: Rinse cautiously with water for several minutes.
Remove contact lenses, if present and easy to do. Continue
rinsing. I'eye irritation persists: Get medical advico/attention.
Store lof.sed up. Dispose of contents/contamer in accordance
with local/regionalnational'international regulations.

www.iiumina.r.on® _aw? PN. 15041619.A
1-800-809-'1&66
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Part Number:
Revision;
ltem Description;

PMS Calor;

Date:
Designer:

Kopobka 1B - PN 20012197, Habop peareHToB Praxis’

JNapknpoBKa yrnakoBKY

PN 15041619
A

LBL,Hazard 1.34x1.34
_DX#-OHS1

PMS 6C (Black)
PMS 179C(Red)

03.06.2013
Brandy Schmidt

illumina'

Extended RAS Panel - 1B

Praxis* Extended RAS Panel 0

JRost-AVP
RE*20012197
W 1234556

\'A24
A 2016-04-26

1 n»,
> s 831

i
20012197

AT |
1254556

Hiétﬁiéhg[“llll“llll”iIIIIH

*-15*C
-25C1

%W NDm Rodt i

. illumina
Lix "N ?00i?j0:00
Praxis* Extended RAS Panel 1B
MEj 20012197
1 -15C
lof 1234556
25eC 1
1" 2016-04-26
illumina

MapKknpoBKa KOMMOHEH 0B
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Praxis® Extended RAS Panel 1B

L-brar, NomaMiation 0>u«nt 1i46ml
Library O'M'ori Bo”«' 3X46m

PhiX Intarnal Control ** 10 ul

iliumina

www.illumina.com

Lab*i PN 20013217 00

MapKu1poBKa C npegynpexaeHnueM 06 onacHocTU

DX LNA1 (Conlans Tornamdo Sodiurr Chicuidm

Vdy damage (e”jlily.
Vay damage unborn ch |d.

< $ > & Cra.s«s Sf-oils itye rrilalion.

DANGER

Obtain spec al instructions be'o'e use. Do rot na“cfle ,.ntil
all safety precautions have been road a"d unoo'stood. Use
porse- al protective egii prieot as required. Wash thoroughly

after tiandling. Wear protective tjloves ar'd eye.'farie protection.

If exposed o"co''cor''ed: Get medical advirxi.'attcntion.

F IN rvrs Rinse cautiously with water for several rTnnutes.
Ken ove contactlei ses. if present anc easy to do. Coniirue
m sirq, |feye imtator persists Get medical acvice.attention.
Store locked .ip. Dispose of contents/container m accordance

with |ol:el're[jio"a|/naliooal/i"tem atiora| regulations.

W.VW.lumina.com LatxilPN 1S041618.A

1-800i
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Part Number:
Revision:

Item Description:

PMS Color:

Date:

Designer:

Kopobka 2 - PN 20012198, Ha6op peareHToB Praxis™* Extended RAS Panel - 2/6

NlapknpoBKa ynakoBKu

PN 15041618

A

LBL,Hazard 1.34x1.34

_DX#-LNA1

PMS 6C (Black)
PMS 179C(Red)

03.06.2013

Brandy Schmidt

HHumma

Praxis* Extended RAS Panel 2/6

[ref 20012198

1L 1234556
' 24
N 2016-04-26 RGT31139%41
-15*C
> - -2S‘C
Vi'™*i  ~>00iie?ri307CiO*e I\/D Rii o0 v
P MO0 illumma'
-if UM o
Praxis* Extended RAS Panel 2/6
RE- 20012198
wm -15*C
[1~1234556 25%C'j
2016-04-26 .
illumma*

MapKnupoBKa KOMMNOHEHTA
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Praxis® Extended RAS Panel 2/6

MSqOx* S8S Cartricge 2x1

Kopob6ka 3 - PN 20012199, Ha6op peareHToB Praxis™” Extended RAS Panel - 3/6
MapKnpoBKa ynakoBKU

Praxis* Extended RAS Panel 3/6

[H £ 20012199

[1ot] 1234556
v 24
~ 2016-04-26 8C
1" |>\,)W . 2C'i
;A!;ﬁg/;[i)_llgﬁvoo?oo»e IVD ue 3
)10(12>45ie
illumina
7001720«00
Praxis™ Extended RAS Panel 3/6
~ 20012199 8C
[*1234556 2C -1
2016-04-26 ) _
illumina
MapKI/IpOBKa KOMMNOHEHTOB
Praxis® Extended RAS Panel 3/6
Stnng«m \Alach Buffer 1x 24 ml
Universal Wash Buffer 1X48mi
PCR Clean4Jp Beads 1X&ml
vibrarv Normaiiiaiion Wash 2X48ml
Library Beads 1X12mi
~mSeqDe* iAMGI 2X1

lHHumina

Label Pfi 20012219 00
illumine.corn

Kopo6ka 3A - PN 20012200, Ha6op peareHToB Praxis™Extended RAS Panel - 3A
MapKnpoBKa ynakoBK#
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Praxis* Extended RAS Panel 3A
Pre-AMP
~ 20012200
ToT 1234556
N 24
RGT3113954
2016-04-26 8C
»c 1
innooiiiDxiMi-aoit VD
illumina

Pr¢® roo'jjiooo

Praxis* Extended RAS Panel 3A

Rer 20012200

8'C
IOT 1234556

eC-i'

2016-04-26 ]
[lumina

MapKupoBka KOMMOHEHTOB

Praxis® Extended RAS Panel 3A

CrtUtM wm” Bue»r *»dem

Strn3#r« W ti»' 1X24 mi

iHlumina

yiiwvv.illurrina.com

Lab* 20012220 00

MapK1poBKa ¢ npefynpexmaeHnemM o6 onacHoCTH
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Kopobka 3B - PN 20012201, Ha6bop peareHToB Praxis™

MapKknpoBKa ynakoBKu

DX# SW1  (Conlairs romiTiido, Shrtuni Ciorido)
May aa"iago ffidility.
May Oai'iaye untx*rn ch .
4 > ¢ Causes serious eye irritation.
DANGER

Obtain spec a| instructions be*o” use. Do rot ha-'dle until

all safely precautions have been read a>d unde"Stood. Use
persu”al protective eo'pTe’'l as required. Wasfi tt’o'ouy”'ly
after haidling. '1'ear protect ve gloves and cyc"ace protection.

F HxoDsed D' rtmr er~ed Gel "Mniical advice/atlentinn.

F IN h**hS: 4rse cautiously with water for several rnrules.
Fen’ovo contact lenses, it present ana easy to do. Cont njc
rinsing, |f eye ir-tation persists: Get medical aavice/attent on.
Slore loi. keO up. Dispose of co"lents.’r:0"tainer in accordance
with loc3lIregio’-3l."nat'0"al.'irtematioral regulations.

VWWVii iniracni
*HIGIAMAEI3

Label PN: 15041620.01

(gray shaded areas
represent varnish
over preprint)

Praxis* Extended RAS Panel 3B

jPost-AMP
VEP 20012201

LoT 1234556

A 2016-04-26 sc
. 2C 1
M L) fuy).la
t0IKX) t1«7700700t« ivd I IA . A
illumina
Praxis* Extended RAS Panel 3B
wef 20012201
8'C
ipT 1234556
2C 1
201674-26 . i
illumina

MapKnpoBKa KOMMNOHEHTOB

& 000 LMPMM (] INFO@CIRMI.RU &5 WWW.G0SZDRAVNADZOR.RU
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Praxis* Extended RAS Panel 3B
»CR Cl«»n.jp Baadt i x6mi
Norrr.alijat or ‘A atf 2 *40m
~b'iry d«adi 1 X1i ml
'«liSapC** f ‘Ge>Col 2x1

IiHlumina

t«* RN 20012221 00

www .illjrTtna.com

AflapKnMpoBKa ¢ npeaynpexaeHnem o6 onacHocTu

(Corlains Cune Ac d Wonohycrate

DX LNW1 Fonna'Midc. Sodium Chbrioo)

» V May damage fertil ty.
Way dariago unOorp c'uM.

fo\
4 > < t> Causes serious eye irr tation.
DANGER

Obtain stior.ial instruriliops before use. Do not liande until
iMsaloly procautKjPS nave be*m read and urderslood. Use
pemonal p'otectiye equipment as requ 'sed. Wash thoro.igtily
after handling. Wear protective gloves and eye.'face protectior.

IF exposed or concerned Gel medical advicciallonlior.

IF IN FYFS Rii'se caulio.isly wl‘i watei 'or several rrinules.
Rerrove contact lenses if present ard easy to do. Continue
rips ng, If eye irrilat on pe'sists Gel mecical advw.e.attention.
Store locked up. Dispose of contents.'corla ner in accordance
with local'regioral.'rialionalin.ornatioral 'egulatrons.

WWW.Humina.com
1Jj0fWt0tM56e

label PN 1b04161/./1

Part Number: PN 15041617

Revision: A

Item Description:

PMS Color:

Date:

Designer:

LBL.Hazard_1 34x1 34

_DX#-LNwW1

PMS 6C (Black)
PMS 179C(Red)

03.06.2013
Brandy Schmidt

illumina’

Kopobka 4 - PN 20012202, Habop peareHToB Praxis™ Extended RAS Panel 4/6
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Praxis'™ Extended RAS Panel 4/6
20012202
1234556
24
2016-04-26
BC
2c -1
t e VD
22T lumina
Praxis* Extended RAS Panel 4/6
ftEF 20012202
8'C
iTA 1234556 2% -i
_ 2016-04-26 .
lumina
MapKVIpOBKa KOMMOHEHTa
Praxis* Extended RAS Panel 4/6

MiS«gqOx* SBS Solution (PR2)

illumina

<«oW cer

*b*l PN 20012222 00

Kopo6ka 5- PN 20012203, Habop peareHToB Praxis™ Extended RAS Panel - 5/6
MapKnpoBKa ynakoBKK
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Praxis* Extended RAS Panel 5/6

[BiF 20012203

[1ot] 1234556
24
~ 2016-04-26
30°C
15'C
iriiefUM IvD" -or,
o 0 112273 00 illumina
Praxis’ Extended RAS Panel 5/6
20012203 WC
171234556 15¢c 1
2016-04-26
lumina
MapKI/IpOBKa KOMIMOHEHTOB
Praxis® Extended RAS Panel 5/6
Clution Lwatm
1<34ml
w'ruSeq* Cuitom AmpliCOfi Dt P lji* r »l
illumina

Kopobka 6 - PN 20012204, Ha6op peareHToB Praxis™' Extended RAS Panel - 6/6
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illumina

Praxis* Extended RAS Panel

1~ 20012204
1234556

N 24

~ 2016-04-26
m 4difbra la; )

U s AATAA
(01)00816270020088 IVD | xm<>> TTI!
,7)160426 '

£1(10,1234566

illumina

*h«i PN 2001?714CC . .
wwwillumind.com

MapKnpoBkKa KOMMNOHEHTOB

Praxis® Extended RAS Panel 6/6
oc Prm *r* 4 X 75 ul
Oiigc Poo A 1 X 15C ul
Oiigo Pool B 1 X 15C ul
P«n* Control 1X8jl
QC wA«mpiiu 1 X220 ul
qPCR Miitor Mix 2 X' mi
illumina

wib«iPN 2X12224 OC

www.illurmnd.com

13.5. Mpumepbl AONOTHUTENIbHON MapKUPOBKM Ha PYCEKOM SA3bIKeE:
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Kopobka /

Habop peareHToB Praxis™ Extended RAS Panel gna KayeCTBEHHOro onpefenieHns cratyca cneunuyecknx
myTaumnii reHoB RAS {KRAS (3k3ombl 2, 3 n4) W NRAS (3K30HbI 2, 3 1 4)) METOAOM CEKBEHMPOBaHUS HOBOTO
nokoneHmsa B npobe reHomHoin OHK uenoseka, BblAeNeHHOW M3 06pa3L0B TKaHel KOMIOPEeKTanbHOro paka,
(hMKCMPOBaHHbIX B JOpPManMHe, U 3aKNI0YEHHbIX B NapaguHoBbie 610K B COCTaBE;

Peai eHTbI Ans npe- 1 NocT- amnNanguKaunm, kopodka 1.

PeareHTbl ans npe-amnandukamHm (Pre-Amp Reagents), kopobka 1A:

bydep gns rmébpuamsauumn (Llybridizalion Buffer) - 1 npo6upka (4, 32 ma/npobupka).
Cwmecb ana yanuHeHusa-nuruposanmsa (Extension-Ligation Mix) - | npobupka (4,8 mn/npobupka).

Mpaimepbl HAeKcnpoBaHHble A (A501) - H (A508) (Index Primers A (A501)- 11 (A508)) - | npobupka ;A
Kaxgoro npanmepa (192 mkn/npobupka).

Mpalimepbl nHaekcmpoBaHHble | (A701) -12 (A712) (Index Primers 1 (A701) - 12 (A712)) - 1 npobupka ans
Kaxgoro npanmepa (128 mkn/npobupka).

MUP nonumepasa (PCR Polymerase) - 1npo6upka (56 mkn/npobupka).
Cwmecb anga 1WP (PCR Master Mix) - 1npobupka (2,8 mn/npobupka).

PeareHTbl ans nocs-amnangukaunm (Post-Amp Reagents), kopobka 1B:

Pa3basutens ans passefeHus 6ubnuotek npu Hopmanusauum (Library Normalization Diluent) - 1 npobupka
(4,6 mn/npobupka).

bydep ana passeseHus 6ubnuotek (Library Dilution Buffer) - 2 npobupku (4,5 mn/npobupka).

/OHTpOnb BHY®eHHMIA PhiX (PhiX Internal Control) - 1 npo6upka (10 mkn/npo6upka).

-*ei uCcTpaMmonmnoe yaoctoBepeHune

Ne oT r.
YCcnoBus XpaHeHus, HOMep NapTuu, CPOK FogHOCTM 1 pahuyeckme CUMBOJbI CM. HA OPUTUHANIbHOW
ynakoBKe.

ToNbKo AN ANArHOCTUKN WMH BUTPO.

[na npodeccnoHanbHOro NPUMEHEHNUS.

MpounsBoauTenns:

«MnnwomnHa, NHk.», CLUA, (Illumina, Inc.)

5200, NnnomunHa Y3aii, r. Can-Auero, wrtat KanudgopHus, 92122, CLUA (5200 Illumina Way, San Diego,
California 92122, USA)

YNONHOMOYEHHDbI i npeactaBunuTesib npomssoanTensa:

000 «P-®apm NHTepHeELWHI»

Poccusa, 123154, r. Mocksa, yn. bepsapuHa, g. 19, kopnyc 1, atax 1, nomeweHune V, kKomHarta 9
lenedoH: +7 (495) 956-79-37, Pakc: +7 (495) 956-79-38

e-mail; 1nl'o(A!dbarT.rn

*OKoumyaTenbuax BEPCUN MAapPKUPOBKN MOXK ET 6bl Tb U3MEHEHA HO peweHNnto nponssoanTend
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Kopobka 2
Habop peareHToB Praxis"Extended RAS Panel gns kauyecTBeHHOro onpefeneHus cratyca cneununyeckux
MyTauuin reHoB RAS {KRAS ()K30HbI 2, 3 M 4) NNRAS (3K30HbI 2, 3 1 4)) METOAOM CEKBEHWPOBAHUS HOBOTO
nokoneHus B npobe reHomHoii OHK uenoBeka, BblefeHHONW W3 06pa3L0B TKaHE KONOPeKTalbHOro paka,
(hMKCUPOBAHHLIX B (hOpManvHe, U 3aKN0YeHHbIX B NapaMHOBbLIe 6/10KW B COCTaBe:
Peai eHTbl ansa lnct-aMnnlldp|lkaynmn (Post-Amp Reagents), kopo6ka 2:
Kaptpumx MiSeq™ Dx SBS v3 (MiSeq’» Dx SBS Cartridge v3) - 2 kapTpuaxa
PeTrcTpaynonHoe yaoctoBepeHue

Ne oT r.
YcnoBus xpaHeHUsi, HOMep napTuu, CPOK FOAHOCTM U rpauyeckne CUMBO/bI CM. HA OPUTUHABbHOM
yNakoBKe.

TonbKO AN AUArHOCTUKU WH BU3PO.
[ns npodecCMoHaNbHOro NPUMEHEHNS.
[MpounssoguTens:
«nnomuHa, VHK.», CLUA, (Illumina, Inc.)
5200, nnioMuHa Yaii, r. Can-fiunel |, wrat KanudopHus, 92122, CLUA (5200 lllumina Way, San Diego,
California 92122, USA)
YNONHOMOYEHHbIA NpefcTaBuTeNb NPOU3BOLUTENA:
00O «P-®apm NHTepHeWwHN»
Poccua, 123154, r. MockBa, yn. bep3apuHa, g. 19, kopnyc 1, aTax 1, nomeuwieHne V, KOMHaTta 9
TenegoH: +7 (495) 956-79-37, dakc: +7 (495) 956-79-38
I e-mail: info@rpharm.ru

* OKOHYaTenbHas BEPCUA MAapKNUPOBKKN MOXK ET 66l Thb TMEHEHA HO peweHnto npounssognTend

Kopo6ka 3
Habop peareHToB Praxis™ Extended RAS Panel gns KaueCTBEHHOro onpegesneHuns cratyca cneyngpumyecknx
MyTaumnin reHoB RAS (KRyiS (3k30HbI 2, 3 M 4) M NRAS (3K30HbI 2, 3 1 4)) METONIOM CEKBEHWPOBAHUS HOBOIO
nokoneHuns B npobe reHomHoi [HK uenoseka, BbifeneHHOW M3 06pasyoB TKaHel KONOPEKTa/lbHOM paka,
(OMKCUPOBaHHbIX B (DOpManunHe, 1 3aK0YeHHbIX B nMapaMHOBbIe 6/10KWN B COCTABE:
PeareHTbl gnga npe- n nocT- amnandukaymnm, kopobka 3:
PeareHTbl gna npe-amnandgukauymm (Pre-Amp Reagents), kopobka 3A:
Bytep ans MHTeHCMBHOM OTMbIBKU (Stringent Wash Buffer) - 1 dnakoH (24 mn/(nakoH).
Bytep yHuBepcanbHblil, NpoMbIBOYHbIA (Universal Wash Buffer) - 1 npo6upka (4,8 ma/npo6upka).
PeareH Tbl gna noct-amnnudpunkaunm (Post-Amp Reagents), kopobka 3B:
Mukpoyactuubl ana oumctkn HLIP-npogykToB (PCR Clean-Up Beads) - | npo6upka (5 mn/npo6upka).
PacTBop MpOMbIBOYHbIN Ana Hopmanusaumm 6ubnuotek (Library Normalization Wash) 2 npobupkn (4,8
mn/npobupka).
MukpouacTuubl ans 6ubnuoteku (Library Beads) - 1 npo6upka (1,2 ma/npobupka).
Aueiika npoToyHas MiSeq™ Dx (MiSeqDx Flow Cell) - 2 pe3epByapa (1 fiueiika Ha pe3epByap).

erncTpaymonHoc y0CTOBEPEHUNE

No oT r.
YCnoBusi XpaHeHWUs, HOMep NapTuu, CPOK TOAHOCTU U rpadinyeckre CUMBOAbI CM. HA OPUTUHaNbHOM
yNakoBKe.

TONbKO ANs final HOCTUKM UH BUTPO.

[Ona npodeccroHanbHOro NPUMeEHEHUS.

MpounssoaunTens:

«nnomuHa, UHK.», CLUA, (Illumina, Inc.)

5200, inntomuHa Yair, r. CaH-[uero, wraT KanudopHusa, 92122, CLUA (5200 Illumina Way, San Diego,
California 92122, USA)

YNOMHOMOUYEHHBIA NpeacTaBuTelb NPON3BOANTENSA:

00O «P-®apm VHTepHeLWH»

Poccua, 123154, r. Mocksa, yn. bep3apuHa, 4. 19, kopnyc 1, stax 1, nomelweHune V, KomHaTa 9
l'enepoH: +7 (495) 956-79-37, dakc: +7 (495) 956-79-38

e-mail: info@rpharm.ru

* OKOHYaTenbHas BepCcuna MapKMpoBKM MOXK eT 6blTb M3MEHEHA NO peweHWt npounssoanTena
Kopob6ka 4

Habop peareHToB Praxis™ Extended RAS Panel gnd KauyecTBEHHOro onpefeneHnsa cratyca cneyugumyeckmx
MyTaunii reHoB RAS {KRAS (3K30Hbl 2, 3 1 4) NNRAS (3K30HbI 2, 3 1 4)) METOAOM CeKBEHMPOBaHWNA HOBOIO

& 000 LMPMM (] INFO@CIRMI.RU &5 WWW.G0SZDRAVNADZOR.RU



mumina

MOKONeHNA B nNpobe reHomHoii [HK uenoseka, BbifeneHHoW M3 06pa3Los TKaHeil konopekTanbHoll paka,
(DUKCUPOBAHHBIX B (hOpMannHe, U 3aKNOYEHHbIX B riipaguHoBble 6/10KM B cOCTaBe:

PeareHTbl gns noct-amnaugukaumH (Post-Amp Reagents), kopo6ka 4:

bytep MiSeq*”* Dx SBS (PR2) (MiSeq™ Dx SBS Solution (PR2) - 2 dnakoHa (500 mn/hnakoH).
PerncrtpaynoHHoOe yA0CTOBEPEHNUE

Ne oT r.
YcnoBus XpaHeHWs, HOMep NapTuUK, CPOK FOLHOCTU U rpagimyeckme CUMBOJbI CM. Ha OPUTUHANLHOW
ynakKoBKe.

ToNbKO ;Ulf AMArHOCTUKMA MM BUTPO.

[ns npodheccMoHanbHOro NPpMMEHEeHNs.

MpousBoanTeNb:

«MnnwomMmnHa, Nuk.», CLUOA, (llluinina, Inc.)

5200, inntomuHa Yaii, r. CaH-Auero, wrtat KanugopHusa, 92122, CLLUA (5200 lllumina Way, San Diego,
California 92122, USA)

YNOMHOMOYEHHbIA NpeacTaBuTeNb UPOM3BOANTCANA:

000 «P-®apm NHTepHELHN»

Poccua, 123154, r. MockBa, yn. bep3sapuHa, 4. 19, kopnye 1, atax 1, nomelleHne V, KomHaTta 9
TenethoH: +7 (495) 956-79-37, dakc: +7 (495) 956-79-38

e-mail: info@rpharm.ru

* OKOHYaTenbHan Bepcua MapKMpoBKN MmomceT 6blTb TMEHEHA HO peweHNnto HpoTBOAMNT ENA
opobka 5:

Habop peareHToB Praxis™”"’ Extended RAS Panel gns KayecTBeHHOro onpejeneHusa craTyca cneununyeckmnx
MyTaumnii reHoB RAS (KRAS (MK30HbI 2, 3 1 4) n NRAS (3K30uMbl 2, 3 1 4)) MeTOLOM CEKBEMMPOBAHUS HOBOT O
nokoneHus B npobe reHomHoin AHK uyenoseka, BbigeneHHON M3 06pa3L0B TKaHEN KOMOPEKTanbHOro paka,
(UKCUPOBaHHbIX B (DOPMaMHE, 1 3aKN0YeHHLIX B napaguHoBbie 6/10KM B COCTaBe:

PeareHTbl ans Hpe- u lllcT-amnnl|d||kay||H, kopo6ka 5:

PeareHTbl gna npe-amunnupukanmmn (Pre-Amp Reagents), kopo6ka 5:

11naHweT unbTpoBanbHbI TruSe™”™™ Custom Amplicon Ux (TruSegM™ Custom Amplicon Dx Filter Plate) -
2 wr.

PeareH rol gna nocr-amnnugukamum (Post-Amp Reagents), kopo6ka 5:

Bbygep ana sntounn (Elution Buffer) - 1npob6upka (4,8 ma/npobupka).

Bytep ans xpaHeHnmsa 6ubnuorek (Library Storage Buffer) - 1 npo6upka (3,5 mna/npo6upka).
PernctnammoHHOC yA40CTOBEPEHME

Ne oT l.
YCnoBus XpaHeHus, HOMep NapTuK, CPOK FOAHOCTM W rpauyeckne CUMBOJIbI CM. Ha OPUTUHANbHOW
yMnakoBKe.

TONbKO ANA fMarHoe3 NKM MH BM3pO.

(ns npodeccnoHanbHOro NPYMEHEeHU.

Npounssogurtens:

«MnnomnHa, UHK.», CLUA, (Illumina, Inc.)

5200, nntomuHa Y3sii, r. Can-Auero, wtaT KanudopHus, 92122, CLUA (5200 lllumina Way, San Diego,
California 92122, USA)

YNONHOMOYEHHbIA NpeAcTaBUTelb MPOU3BOAUTENS:

00O «P-®apm NHTepHeLwwHI»

Poccusa, 123154, r. Mocksa, yn. bep3apuHa, 4. 19, kopnyc |, aTax 1, nomeweHue V, KOMHaTa 9
TenegoH: +7 (495) 956-79-37, dakc: +7 (495) 956-79-38

e-mail: info@rpharm.ru

* OKOHYaTenNbHas BEPCUA MAapKUPOBKM MOXK eT 6blTb TMeHEeHa HO PelleHntio HPOTBOAUT ens

Kopob6ka 6

Habop peareHToB Praxis™ Extended RAS Panel ;wa kayeCTBEHHOro onpefenieHns c3aTyca crneyuuyecknx
MyTauuii reHoB RAS (KRAS (3K30HbI 2, 3 M4) U NRAS (3K30Mbl 2, 3 N 4)) METOAOM CEKBEUMPOBAHWNA HOBOIO
nokoneHns B npobe reHomHoi AWK uyenoseka, BbieNeHHOW M3 06pasL,0B TKaHel KOMOPEKTanbHOro paka,
(hMKCUPOBaHHbLIX B JOpMannHe, 1 3aKn0UYeHHbIX B napaMHOBbIe 6/10KM B COC3aBe:

PeareHTbl gnsa npe-amnangukaynm (Pre-Amp Reagents), kopobka 6:

Myn npaiimepos A (Oligo Pool A - Extended RAS) - 1 npo6upka (150 mkn/Hpobupka).

Myn npaiimepos B (Oligo Pool B - Extended RAS) - 1 npo6upka (150 Mkn/Hpobumpka).

Mpaiimepsbl KoHrponbHble [ls nposepku KadecTsa (QC Primers) -4 npo6upku (75 MKI/HPOBUPKA).

OHK koHTponbHas gna nposepkn kavectBa (QC Template) - 1 npobupka (220 mkn/npobupka).
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Cwmecb ans konuuyectseHHoi MUP (QPCR Master Mix)-2 npo6upku (1 mn/npobupka).
bnbnnoteka KoHTponbHas RAS (Panel Control - lixtended RAS) - 1npo6upka (8 mkn/npobupka).
PernctpaunoHHOe ya0CTOBEPEHME

Ne oT r.
YCnoBus XpaHeHus, HOMep napTuu, CPOK FOAHOCTM W rpaiyecKmne CUMBOJIbI CM. Ha OPUTMHA/bHOM
ynakoBKe.

ToNbKO AN ANArHOCTUKU WH BUTPO.

[na npogeccnoHanbHOW MPUMEHEHNUS.

MponssoaunTensb;

«nnomuHa, NHk.», CLUA, (Illumina, Inc.)

5200, NnnomuHa Yair, r. Can-Auero, wtaT KanudopHusa, 92122, CLUA (5200 Illlumina Way, San Diego,
California 92122, USA)

YNONHOMOYEHHbIA NpeACcTaBUTENb MPOM3BOAUTENS:

00O «P-®apm VHTepHeLHN»

Poccusa, 123154, r. Mocksa, yn. bepsapuHa, 4. 19, kopnyc 1, atax 1, nomelleHne V, kKomHaTa 9
TeneoH: +7 (495) 956-79-37, ®dakc: t7 (495) 956-79-38

c-mail: info@rpharm.ru

* OKOHYaTeNnbHas BepCcuUAs MapKUPOBKN MOXK eT 6blTb M3MEHEHA HO pell eHN NPON3BOANT ens

3.6. 3HaueHne cMMBOIOB

Cumson OnpegeneHune
w O6paTnTeCch K MME3PYKLUUN NO NPUMEHEHUIO
1ponBBOANTEND

CoAepXXMMOro A0CTaToOYHO ANs NpoBeaeHus -
W KO/MMYecTBa rccToB

He gonyckatb BO3,U,€VIC TBUA CONHEYHOKO CBETa

|
1 TemnepaTypHbIii AnanasoH
ry Mcnonb3oBaTb fo/aaTa UCTEYeHUS CpoKa i0gHOCTH
VD MeguumMHCKoe nsaenne Ans AMarHOCTUKN in
vitro
LOT Homep napTtun
REF Homep no karasory
SN CepuliHblii HOMep
Label PN 11omep KOMMNOHeHTA
@ O6o3HaueHve EC
IHlumina® JNlorotvn KomnaHuu
Kog QR
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LHHTTHTHH LiiTpyxkop

ToNbKO N0 Ha3HaYeHUo

OMACHOCTb

MOXeT OKa3sblBa3 b TOKEMYEEKOE AENCTBMNE Ha
PenpPOAYKTUBHYHO (DYHKLMIO

MOXXeT OKa3blBaTb TOKCUYECKOE [AeiACTBME Ha M/og,
Bbi3biBac! BbIpaKeHHOe pasgpakeHue rnas
OMACHOCTb

MOXeT OKa3blBaTb TOKCUYECKOE [eiACTBME Ha
penpoayk! NBHY0 hyHKLMIO

MO>XXeT OKa3blBaTb TOKCUYECKOE [eiACTBME Ha M/0g,
OCTOPOXHO!

MOoXKeT BbI3bIBaTb KOXKHble aiepruyeckue
peakuuu

DX: cokpalleHune ana «amarHoCTUKN»

DX LNW1 LNW1: PacTBOp MpOMbIBOYHbIN /151
HopMmanusauun 6ubnmnotek 1 (Library

Normalization Wash 1)

DX: cokpallieHre Ans «AuarHoCTUKU»
DX LNA1 LNAI: JononHuTeNbHbIe peareHTbl Ans
Hopmanm3auumn 6mbnnotekn (Additives)

DX: cokpalligHne ana «amarHocs UKmn»

DX OHS1 OHS1: PactBOp 1Ans rM6puamsaLmmn
O/IMTOHYK/IE0TUL0B
DX#: cokpaleHue ansa «anarHoCTUKN»
DX# SW1 SW: Bytep Ans UH TEHCMBHOM OTMbIBKM

(Stringent Wash 1)

DX#: cokpalleHune ana «ANarHOCTUKU»
DX# PR2 PR2; Bygep MiScq™Dx SBS (MiSeq™Dx SBS
Solution)

B pononHeHnme K MapkumpoBke Habop peareHTtoB Praxis Extended RAS Panel Kit conposoxgaertcs
WHCTPYKLMEN MO NPUMEHEeHW0, CMpaBOYHbIM PYKOBOACTBOM W PYKOBOACTBOM CNPaBOYHbIM  ANS
nporpammHoro obecneyeHnsa Local Run Manager ans mogyns aHanusa Praxis™ Extended RAS Panel

B MHCTPYKUMKM NO nNpuMeHeHUt0 Habopa peareHToB Praxis Extended RAS Panel npuBegeHbl: Ha3HauyeHMe
n34enund, onvcaHne n pa3bACHeHMe METOAMKN aHanm3a, KIIMHNYECKNe yCoBusa npumMeHeHns, mytauum RAS,
MPUMHUWUMN METOAUKW, OrpaHWYeHUs MEeTOAMKW, KOMMOHEHTbl Habopa, pealcHTbl, YCNOBUA XpaHeHUs wu
MCNOJb30BaHMA U T. 4.

14. CnncokK mMaTepuanoB XXUBOTHOMO U (M) YesI0BEYECKOTO MPOUCXOXKAEHUS C MHopMaymen 06 mx
O6MONOrMYecKOM COBMECTUMOCTM W 6e30MacHOCTK, BbIGOpPe WCrovyHUKa (AoHopa), oT6ope npoob,
06paboTKe, XpaHeHUN N 0bpaLLeHNN C TaKUMWN MaTepuanamum.

He npumeHnumo. MpumeyaHue! AHK, kKoTopas COLEPXWUTCA B COCTaBe HEKOTOPbLIX KOMMOHEHTOB, He Obina
BblAe/ieHa U3 XXMBOTHOI UK Ye/l0OBEYECKOro martepumana.
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IiHlumina

15. CcblI/IKM Ha npeablyLHC Bepcun MefnLMHCKOW WU3LeNNA WUAN CXOXKWe Bepcun MefULVHCKOrO
n3genns, Haxogdwmecs B obpalleHnn, ecnnm UHMopMauusa o NOAO6GHLIX WU3LENUAX UK MpeablayLmx
BEPCUAX MEeOULIMHCKOIrO W3AeNNA BK/HOYEHA B TEXHUYECKYIO [LOKYMEHTAUWUIO ANA MOATBEPXAEeHUSA
COOTBETCTBMUA ipeboBaHMAM 6e30MacHOCTU U 3PMPCKIMBHOC3 U

He npumeHumo.

16. Hopmaunsa mns ocyaapcs BEHHOK peecipa NIeKapCTBEHHbIX CpefeiB U nU3gennii MegnLMHCKoro
HasHayeHus, oTHocALLadACA K c/ielyloLWMM BeLLLeCTBaM, cofepxXallMmMmcsa B MeAUUUHCKOM U34ennn
He npumeHumo.

17. OnucaHne MeToZa CTepwunusauun, Bauvfjauuum MeK[oB CTepunu3aummn (BKIYass Tecrbl Ha
oromnarpysky, UIMPOreHHOCTb 1 ocTaToyHble ClepuIn3yoLWnin areHT) 1 Ba.l HiaunuH MeTOA0B YNaKOoBKM
(ecnn MegVLMHCKOE YCTPOMCTBO NOCTaB/ISAETCA B CTEPUSIBHOM COCTOSIHUM).

Habop peareHToB Praxis Extended RAS Panel He cogepXuUT KOMNOHEHTOB, TPEOYOLWNX CTepUaM3aLmnn.

18. Paboumne xapaKTepuCcTUKu

XapaKTepuUCTUKN 3Ha4veHwme
AHanuTn4yeckas 4YyBCTBUTENLHOCTb 1200-25 Hr

(Avnanason OAHK) (Analytical sensivity (DNA

Input Range))

AHanuTnyeckas 4yBCTBU FCMIbHOCTb -0,5-5

(OvnanasoH dCq) (Analytical sensivity (Range

ofdCq))

AHanuTnyeckas 4yBcTBUTENbHOCTL (Mpegen 5%

o6HapyxeHus |LoD]) Analytical sensivity

(Limit of Detection [LoDj)

AHanuTnyeckas yyBcTBMTeNbHOCTbL (Mpeaen 2,6 %

xonocTtoin npo6bl [LoB]) (Analytical sensivity

(Limit of Blank [LoBJ)*""

MouHoc'lb (Accuracy) MpOLEHT NOMOXMNTENLHOTO COOTBETCTBUS
(Positive Percent Agreement (PPA)) - He
meHee 98,7 %

MpoueHT oTpuLaTeNlbHOro COOTBErCTBUA
(Negative Percent Agreement (NPA)) - He
MeHee 97,6 %

Bocnpounssogmmoe ib MpoueHT BepHbIX onpegeneHunii (Percent

(Reproducibility) Correct Cal (PCC)) ypoBHS myTauuii ans
BCex 06pa3uoB ¢ MyTauMaMn LOJDKEH
COCTaBNATb HC MeHee 99,6% (905/909)

Mpeun3noHHOCTb [na Bcex napTuii BO BCe AHU LONXKHO

(Frecesion) COCTaBNATb He MeHee 99,7% (359/360)
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XapakKTepUCTUKN

AHanu rnyeckas cneympuyHoOCTb
(MH rephepupyto e BelecTsa)
(Analytical Specificity (Interfering
Substances))

**3HadyeHunsa Pl oKpyrneHbl 40 UenbliX yucen.

iHlumina

3HaueHune
OK30reHHble BellecTBa

WTephepupytoulee <>dul U'ku-k()c K.[MdY!Bo
BCLLECTBO [Mkm/25 mkm Kiioaial
PactBop ans 169 X 10-«
JenapauHmsaumm '

MapadmHoBbIN BOCK (B 2,50 X 10"

KCWONe)

Kewnon 2,50 X10

JraHon 169 X

11porenHasa K 3,30 X '

MpombIBOYHbIN pacTBop, N 6,25 X 10-"

1-KpaTHblii NPOMbIBOYHBII
pacr Bop, P

N pombIBOMHbIN 6ytep AW 1 6,25 x 10
11p0.MbIBOUHBIA Bychep AW2 6,25 X i()-oi

HW 04HO U3 NOTEHUMAILHO NHTEP(EPUPYIOULLIX
BELLIECTB, OLeHMBAaeMbIX MNPy MaKCUMa/lbHbIX
KOHLIEH rpaumsx, 1Ucnonb3oBaHne KOTopbIX
OXMJaeTcs B NpoLecce Bbl4eneHns reHOMHOM
OHK (gOHK) un3 TkaHn FFPE, He BnuseT Ha
BbINO/IHEHWE aHa/IM3a ¢ NomoLLpo Habopa
peareHToB Praxis* Extended RAS .
JHAoleHHble BeruecTa (reivioi NTOGHH)

B npucyTcTBMM MM B OTCYrcTeme 2 Mr/min
reMorn061Ha «BbICOKON KOHLEHTpauum» B
COOTBETCTBWU C OrnpefeneHneM MncTmsyTa
K/IMHUYECKNX 1 NabopaTopHbIX CTaH4ApTOB
(CLSI; Clinical and Laboratory Standards
Institute). ccnenoBaHHasA KOHLEHTpauua
lemoln106UHa He BNWSET Ha BbIMOHEHVE
nccnefoBaHma ¢ nomoLLbo Habopa peareHros
Praxis™ Extended RAS.

HEKpOTI/ILIECKaFI TKaHb

Habop peareHToB Praxis™ Extended RAS
COOTBETE3 BYET XapaKTepUCTUKaM BbIMOHEHNS,
ecnn TKaHb cofepXXunt 10-80% Hekposa.

6,25 X 10-"

bonee nogpobHyto ungopaumto Cm. HXe B
pasgene «MHTepdepupytoLme cybcTaHLmm»

Bonee nogpo6Hyld MHGopMaLUMlo CM. B MHCTPYKLMM MO MPMUEHEHMIO, pasaen XapakTepucTuKM
MPOM3BOANTENBHOCTM 1 OTUeThbl NpeacTaseHbl B Mpuno>keHun 3

VIH TepdepurpytoLLmne Belect Ba

WNHTepepupytowme BeuliecTBa MccnefoBann A0S OLEHKU BAWAHUSA MNOTEHUMaNbHbIX WHTEPhepupyroLwmx
Bellee3B Ha paboume XxapakTepuctukm Habopa peareHToB Praxis Extended RAS Panel. Pab6oune
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XapaKTEPUCTUKN OLEHMBaNM B MPUCYTCTBMU 3K30TEHHbIX (NapaduH, KCWMOM, 3TaHON UM HporcuHasa K,
pacTBOPbI A1 3KCTPAKLMM) U 3HAOTEHHbIX CY6CTaHLMIA (HEKPOTU3MPOBAHHAS TKaHb U FEMOTN06MH).

OK301 eHHble BeLLecTBa

VccnenoBann 3K30TeHHble BELLECTBA, PacTBOPbI, 06bIYHO MCMOMb3yeMble Mpu aKcTpakuum OHK, koTopble
MepeyncneHbl C yKasaHMeM KOMM4YecTBa B Tabnumue HuxXe.

MatHaguaTe (15) obpasuyos FFPE TkaHeli KONOPeKTasbHOro paka MCCneaoBann € UHTephepupyroLwmmm
BellecTBaMM W CpaBHWBANN C pe3ynbTaTaMy KOHTPO/bHbIX 06pasuoB 6e3 [06aBNEHHbIX BeLECTB. ITU
o6pasubl nNpeacTaBnsanM coboin obpasubl AUKOro TUNa, He cofepXalimMe mMyTauuini M3 nepevHs ana Habopa
peareHToB Praxis Extended RAS Panel (5/15 06pa3uo0B), a TakXe 06pasibl, cogepXxaliue pacnpocTpaHeHHblIe
mMyTauuu 13 nepeyHs ana Habopa peareHToB Praxis Extended RAS Panel (10/15 o6pa3woB). CekBeHUpOBaHue
06pa3L0oB NPOBOAUIN MPU MAKCUMa/lbHOM YPOBHE My/bTUMNEKCUPOBaHUA, HO K) 06pa3LoB MaOC KOHTPOIU
na nporoH.

WNccnenyemoe BeLLecTBo

NHTepdepupytoLLee BeLecTBo PaKTMYECKOEe KOMMYECTBO |MKN/25 MKN
antara]
PacTtBop ans fenapauHusaymmu 1.69 X
MapatuH (B KCcunone) 2.50 X 10N
Kcunon 2.50 X 10
JTaHon 1.69 X 100
MpoTcuHasa K 3,30 X 10/vv
MpombIBOYHbIA pacTBop, N 6.25 X 10-M
IX npombIBOYHbIN pacTBop, P 6.25 X 10N
MpoMbIBOUHBI Gydep AW1 6.25 X 10->2
MpombIBOYHbIN Bydep AW?2 6.25 X W)«

[na Bcex mccnefoBaHHbIX 3K30TEHHbIX BeLLeCTB BeCc 15 06pa3u0B COOTBETCTBOBANN TPEOOBAHMAM OLEHKM
KOHTpoNa KayectBa o6pasyos (15/15, 100% ypoBeHb npoxoxpaeHus KK), u nocne npurotoBneHus
NG6NNOTEKM U CCKBEHMPOBAHUA ObINM MONY4YeHbl BanuAaHble pesynbTathl (15/15, 100% ypoBeHb MepBOro
NPOXOXAEHUA).
OPA, PPA 1 NPA paccumTaHbl ANS Kax/tO MyTauum C Yy4eTOM CyLeCcTBYHOLWMX 56 MyTauumii Ha OAWH
obpaseu,. [na Bcex 15 06pa3yoB 1 BCeX 9 3K30TeHHbIX BeLLeCTB ObI/I0 MOKa3aHO COOTBETCTBYUE C pe3y/ibTatamu
KOHTPO/IbHbIX 06pa3yoB ¢ MyTauusamMm n 6e3. JIOXXHOMONOXNUTENbLbIE U NOXHOOTPULATC/IbHBIE PE3Y/bTaThl
oTcyTCcTBOBaANU. MY OAHO U3 MOTEHLMANBHO UHTEPEPUPYIOLLUX BELLECTB, OLLeHMBAEMbIX MPU MaKCUMaIbHbIX
BO3MOXHbIX KOHLIEH Tpauusx B npouecce BbigeneHns reHomHon AHK (rAHK) n3 o6pasuos FFPE, HC BausieT
Ha BbINOJIHEHWE W pe3y/NibTaThl aHanu3a ¢ nomowbio Habopa peareHToB Praxis Extended RAS Panel.

OHAO0reHHble BeulecTBa (remwu 106MH)

MatHaguatb (15) obpasyos FFPE CRC uccnegoBanu B NPUCYTCTBMU WKW B OTCYTCTBMUE 2 MI/MA remoriobuHa
(«BblCOKas KOHLleHTpaumsa» B COOTBETCTBMM C OnpefefieHNneM WVIHCTUTYTa KJAMHWUYECKUX U NabopaTopHbIX
ctaHgapToB (CLSI; Clinical n Laboratory Standards Institute)). 9T obpasubl NnpeacTaBnsann coboi obpasubl
AWKOro TUNa, He codepkalime MyTaunin 13 nepevHsa Ans Habopa peareHToB Praxis Extended RAS Panel (5/15
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06pa3suoB), a TakXke 0b6pasubl, cogepxKaline paciipocrpaHeHHble MyTauum K3 NepeyHs ans Habopa peareHToB
Praxis Extended RAS Panel (10/15 o6pa3uoB). CckBeHUpoBaHue 06pasL,0B NPOBOAUAN MPU MaKCUMaibHOM
YPOBHe My/bTUNNEKCUPOBaHUA, HO K) o06pa3yoB nawC KOHTPOAM Ha nporoH. Bce 15 o06pasyos
COOTBETCTBOBa/IN TPebOBaHMAM OLLEHKM KOHTPOJA KayecTsa 06pa3uos (15/15, 100 % ypoBeHb MPOXOXAEHUS
KK), n nocne npurotoBneHns 6ubAN0TeKN U CEKBEHUPOBaHMA OblIM NONYYeHbl 4eiCTBUTENbHbIE pe3y/bTaThbl
(15/15, 100% ypoBeHb MepBOro npoxoxgaeHus). Ana Bcex 15 o6pa3uoB OblIJI0 NOKasaHO corjacoBaHue e
pe3ynibTaTaMy KOHTPOJ/IbHbIX 06pa3LoB ¢ MyTauusaMu v 6e3. JTOXKHOHOMOXM TeNlbHble Y IOXXHOOTpULLaTe/IbHble
pe3ynbTaTbl OTCYTCTBOBaNW. pucyTcTBme remornobmHa B UCCNeA0BAaHHON KOHLEHTPALUM HC NOBAUSANO HA
paboumne xapaktepuctukm Habopa peareH ToB Praxis Extended RAS Panel.

HekpoTnanpoBaHHas TKaHb

[ns oueHKn obpasLoB 3HAOreHHON HEKPOTUYECKOW TKaHW MCNonb3oBann naTHaguaTb (15) 1'TPE o6pasuos
CRC anKoro TuHa, He cofepXalyue My Tauuidi M3 nepeyHs agns Habopa peareHToB Praxis Extended RAS Panel
(10/15 o6pasuyoB), a Takxke o06pasubl, cofepXKaw,me pacnpocTpaHeHHble MyTauuuM W3 nepeyHs Habopa
peareHToB Praxis Extended RAS Panel (5/15 o6pa3uoB) n 10-80% HeKpPOTU3MPOBAHHbIX TKaHe COrnacHo
HaTomoponornyeekomy ot4yety. CeKBCHUpOBaHMe 06pas3y0B MPOBOAMAN TPU MaKCUMalibHOM YpPOBHe
YNbTUNNEKCMPOBaHMA, HO 10 06pa3LoB NAKC KOHTPOAM Ha MPoroH. Ana 14/15 06pa3uoB O6bIAN MONYYEHDI
Ba/MAHbIE pe3y/bTaTbl MOCMe MPUroTOBNEHUA 6MONOTEKN M CekBeHupoBaHuA (93,3% ypoBeHb MepBOro
npoxoXxgaeHns o6pa3uos). OOWMIA NPOLEHT COOTBETCTBMA OTHOCUTE/NIbHO MeTOJa CEKBEHUPOBaHUA HO
CaHrepy coc taBnan 99,9% (783/784). PPA coctasnsan 100% (4/4), aNPA coctasnsan 99,9% (779/780). OanH
(1) BbISIBNEHHbIV NOXXHOMOM0XN'TENbHbIVA pe3ynbTaT, BeposA'nto, Obin CBA3aH C Tem, YTO yacToTa MyTauuu
Oblna HWxe npefena obHapy>XeHUs [ANA CeKBeHMpoBaHMA no CaHrepy. Takum o06pasom, npu aHanuse
o6pa3uoB TKaHM cogepxaweir 10-80% Hekposa paboume xapakTepucTtukum Habopa paereHToB Praxis
Extended RAS Panel coOTBETCTBYIOT YCTaHOBNEHHbIM.

lNMokasa! enn KayecTBa NMpPoroHa A0/KHbI COOTBErCTBOBa3 b C/IeAYOLLUM KPU3 epHAM:

Noka3a3esib KayecTBa 3HayeHue
iipoi oHa

(M)Rcads PF He MeHee 7.78
Q30+(R1) HC MeHee 81.9
Q30+(R2) HC MeHee 77.7
%Registered HC MeHee 98.8
Control N/A

Blank N/A

(M)Reads PF - u4ucno npoyTeHWid, NOMYYEHHbIX Mocfie (UAbTpauun [aHHbIX YTeHWA MO KayecTBy, B
MWUJITNOHAX.

Q30+(R1), Q30+(R2)- npoueHT ocHoBaHuin AHK ana npamoro (R1) m o6paTHoro (R2) npoyTeHus
(hparmenTa JHK, ana KoTopbix oueHKa Q-uHAeKca KayecTsa paBHa v Bbiwe 30.

%Registercd - NPOLEHT YTEHWUA, YCMELLHO KapTUPOBaHHbIX Ha pcdepeHCcHbIn yyacTok AHK reHos KRAS u
NRAS, Ha onpegeneHne MyTauuid, Ha BbISIBNEHNE KOTOPbIX HarnpaBfieH Habop peareHToB.

Control - npoBepka CcOOTBeTe3BMA pe3y/blaTOB, MOMYYEHHbIX [N BHYTPEHHE MOM0XUTEIbHOro
KOHTpPONbHOro o06pasua, oxugaembiM. B cnyuyae, korga 06Hapy>XeHO HecOOTBeTCTBME, YKasblBaeTcs
o6Hapy>XeHHbIn pesynbTaT (M FAIL B rpage Status).
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Blank -

npoBepkKa COOTBETCTBUA

pesy/nbTaToB,

N/A - He NpUMEHUMO.

NOJTYYEHHbIX  AN4

illumina

BHYTPEHHero OTpuuaTesbHOro
KOHTPONbHOIO 06pasua, oXuaaembiM. B cnyyae, Korga obHapy>XeHO HeeoorseTcTBUC (OOHapyXXeHa Kakas-
nmbo MyTauwus), ykasbiBaeTcs 06Hapy>XeHHbIn pesynbtaT (M FAIL B rpade Status).

19. OnncaHne MeTOLOB N3MEPEHUIA, METPOJIOTMYeCKas MPoCieXMBaeMOCTb KasIM6POBOYHbIX 3HAYEHWI
N KOHTPOJIbHbIX MaTepuasnos
He npumeHunmo.

20. NHopmauuss 0 cTabunbIlOCT MEAUUMHCKOTO W3Aenns, MoA3BepXXatoHAas YKasaHHbIA CPOK
CNy>X6bl, a lakxke yCTOMUYMBOCTb MpKW 3KCcnyaTaynum n rpaHcNopTUPOBKC

CpokrogHocTMH
Cpok rogHocTu - pcaiCHTbi cTabunbHbl 40 YKa3aHHOr0 Ha ynakoBKe CpokKa, AaTy Cpoka rogHoCTM CM. Ha
ynakoBKe. He ncnonb3yiTe peareHTbl MOC/Ae UCTEYEHMSA CPOKa FOAHOCTH.

'"TabunbHOCTbL B OTKpPbLITOI Npobupke

Kopobk
a

Kopobk
alA

Kopob6k

a 1B

Kopob6k
a2

Kopobk
a 3A

Kopo6k
a3B

Uucno uukKnoB
3aMopaxnsaHusa/o3TanBaHnA/McNonbL30B8a
HUA
5 UMKNOB 3amMopaxunBaHus/o3TanBaHunA
[0 UCTeYeHNs CpoKa rof4HoCTU

*3a UCK/IIOUEHNEM MpaliMepoB
MHAEKCMPOBAHHbIX, NPeAHAa3HAYEHHbIX A/1S
O[LHOKPATHOro MCMosb30BaHNA

5 LMK/IOB 3aMOpaXKMBaHMsA/0TTanBaHNs
[0 UCTeYeHUs cpoKa rogHoCTM

Hc 3amopaxmBaii Tc KapTpuaXK NOBTOPHO

nocne ero oTTanBaHus. KapTpuaxK MOXHO

XpaHW Tb 40 6 YacoB NpW Temnepartype oT
2 °C no 8 °C.

Kap Tpumx npegHasHayeH Ans 0HOKPaTHOro
MCMONb30BaHMS.

[na 2-KpaTHOro ncnonb3oBaHus
B npomMexxyTKe Mexay MUCMnonb30BaHUAMMN
pcai eHTbl CnefyeT XpaHUTb 3aKPbITbIMU NPK
COOTBETCTBYHOLLEN TemnepaType XpaHeHUs.

L8 2-KpaTHOro Mcnosib3oBaHusA
B npomexxyTke MCX/ly ncnonb3oBaHUAMU
peareH Tbl C/lIefyeT XPaHUTb 3aKPbITbIMUA MPU
COOTBETCTBYHIOLLEN TemnepaType XpaHeHNs.

*32 UCKNHOUYEHNEM AYERKN NPOTOYHON
MiSeg™*” Dx (MiSeq™ Dx flow cell),
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Temnepatyp
a

oT -25°C po -
15°C

oT -25°C po -

15°C

oT -25°C po -
15°C

oT 2°C go
8°C

ot 2°C go
8°C

OTHocuTenbHa JlaBneHue

A B/ITAXKHOCTb

10-80% 6e3
KOH/JleHcaTa

10-80% 6e3
KOHAeHcaTa

10-80% O0e3
KOHAeHcaTa

10-80% 6e3
KOHAeHcaTa

10-80 % 6e3
KOHAeHcaTa

atMocepHo
e faBneHune

aTMocepHo
e faBneHne

aTMocepHo
e faBneHme

aTMocepHo
e faBneHue

aTmocjepHo
C faBfeHune



illumina

Kopobk Ywncno unknos Temneparyp OTHocuTenbHa [aBneHune
a 3aMopakxnBaHmsa/oTTanBaHusa/ucnonb3oBa a A1 B/TAXKHOCTb
HUA
npefHa3HaYeHHON A48 OLHOKpPa3 HOH
NCNO/Ib30BaHMA.
Kopobk CnefyeT ucnonb3oBaTb cpasy nocre 03 2°C po 10-80% 6e3 asmocgepno
a4 BCPbI3 A, MOCKO/IbKY peareHT npegHasHayeH 8°C KOHAeHcaTta e faBneHune
419 OHOKPATHOr0 MCMOo/b30BaHNA.
Kopo6k [nsa 2-KpaTHOro Mcnonb30BaHus oT 15°C po 10-80% 06e3 aTMOC(epHO
ab B npomexyTke MexXay UCrnosib30BaHUAMU 30°C KoHAeHcaTa e faBneHne
peareHTbl Cnefye3 XpaHu3 b 3aKpbITbIMUK NPU
COOTBETCIBYHOLENA TemnepaType XpaHeHus.
*3a UCK/IIOYEHMEM MnaHLwera
(hnnb3poBawWHOro, NpefHa3HaYeHHOro ANs
OfHOKPaTHOro UCMNO/Ib30BaHMA.
Kopobk 5 UMKNOB 3aMopaXKnBaHus/ortTanBaHuma 0T -25°C go - 10-80 % 0Ge3 aTMocepHo
ab [0 UCTEeYEeHMsA CPOKa roLHOCTM 15°C KOHAeHcaTa C faBneHune

XpaHeHne 1 obpalieHune

Ha KopobKe Kaxaoro KoMnoHeHTa Habopa peareHToB Praxis Extended RAS Panel HaneyaraH CpoK rofHoOCTH.
PeareHrbl o6ecneynBaloT Hafnexalee KayecTBO 2 OTAENbHbIX aHaIMTUYeCKMUX cepuidi ana 12 obpasyos/24
O6n6nmMoTeK (BKNKOYas KOHTPON) B KaXAO0N. [ocne ncnonb3oBaHMa NPOGUPKN € peareHTaMu cnefyeT 3akpbiTh
KpbILKaMU 1 BEPHYTb B UCXOAHbIE YCNIOBUA XPAHEHWS, ECNIN peareHTbl He NpeAHa3HayYeHbl 411 O4HOKPATHOTO
MCNONb30BaHMS.

Cnepytouimne peareHTbl NOCTaBNAKTCA B 3aMOPOXXEHHOM BUAE M €3a6WNbHbI NPU XPaHEHWUM MpY 3CMNepaTypc
-25 °C po -15 °C g0 ykasaHHOI gatbl:

Myn nparimepoB A (Oligo Pool A - Extended RAS)

Myn npaimepoB B (Oligo Pool B - Extended RAS)

bytep ans rmépugn:saummn (Hybridization But'fer)

Cwmecb ans yagnuHenuna-nuruposaHus (Extension-Ligation Mix)

Mpaiimepbl nugekcuposaHHble A (A501) - H (A508) (Index Primers A (A501) - H (A508))

Mpaimepbl nHAeKcMpoBaHHble 1 (A701) - 12 (A712) (Index Primers 1(A701) - 12 (A712))

MUP nonumepasa (PCR Polymerase)

Cwmecb gna MUP (PCR Master Mix)

Pa3baBuTenb ans passefeHns 6ubnuotek npu Hopmanusauum (Library Normalization Diluent)

Bydep ana passeaeHus 6uonunotek (Library Dilution Bufier)

KoHTponb BHyTpeHHuid PhiX (PhiX Internal Control)

Kaptpngpx MiSeqDx SBS v3 (MiSeq™Dx SBS Cartridge v3)

Mpaiimepbl KOH IponbHble Ans npoepku kadvectsa (QC Primers)

OHK KoH lponbHas ana nposepku Kadectsa (QC Template)

bubnuoteka KoHTponbHas RAS (Panel Control - Extended RAS)

Cwmecb ansa konmyectseHHoi MLUP (QPCR Master Mix)
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3a NCKNI0YEHMEM KapTpuAKa C peareHTaMu, BCe Mepeync/ieHHble Bbllle peareHTbl CTabuibHbl MakCMMyM Mnpu
5 unknax wmMopaxunsaHus/oTTanBaHUa Ao UCTEUYEHMs CpoKa rofHOCTU.
Mpaimepbl MHAEKCMpoBaHHbIe N KapTpnmk MiSeq'~Dx (MiSeq'*Dx Cartridge) npefiHa3Ha4eHbl TONbKO AN
OLHOKPATHOr0 NPUMEHEHMUS.

BHVMAHWE!

He XpaHuTe peareH rol BHE MOPO3NNbHbLIX KAMEP WKW B fBEPHbIX O rCeKax.

He 3amopaxuBaiTe KapTpui)X C peareHtamy nocne oTTamBaHuA. KapTpuiX MOXHO XpaHUTb Mpu
Temnepatype ot 2°C po 8°C o 6 yacos.

Cnepytouine peareHTbl MOCTaBAATCA B OXNAXAEHHOM BUAe W CTabWibHbl NPU XpaHeHUW Npu Temnepatype
2 °C po 8 °C o ykasaHHON aatbl:

bytep ans MHTeHCMBHOM OTMbIBKK (Stringent Wash Buffer)

Bytep yHuBepcanbHbli, NpombiBoYHbIA (Universal Wash Buffer)

MukpouacTuubl ans ouncTtky MLUP-HpogykToB (PCR Clcan-Up Beads)

Mukpoyactuubl gns 6uenunotekn (Library Beads)

PacTBOp NPOMbIBOYHbIN Ana HopManusaumm 6menmotek (Library Normalization Wash)

bytep MiSeqg™Dx SBS (PR2) (MiSeq™Dx SBS Solution (PR2)

Aueika npotoyHad MiSeq™Dx (MiSeq™Dx Flow Cell)

Bydep MiSeq™Dx SBS (PR2) (MiSeg"Dx SBS Solution (PR2) n Auelika npotoyHas MiSeq' Dx

(MiSeq""Dx Flow Cell) npegHa3HaueHbl 4N O4HOKPATHOIO MCMONb30BaHNSA.

Cnepytolwme peareHTbl NOCTaBAATCA MPU TemnepaType OKpyXXaroLiei cpedbl U CTabuNbHbI NP XpPaHEHUN
npn KoMHaTHoN Temnepatype (15 °C - 30 °C) 40 yKa3aHHOI [AaThbl:
* bydep ana anouun (Elution Buffer)
e TnaHweTt punbTpoBanbHbln TruSeq™ Custom Amplicon Dx (TruSeq"” Custom Amplicon Dx Filter
Plate)
* bydep ana xpaHeHusa 6ubnuotek (Library Storage Buffer)

MnaHWweT GuNbTPOBaNbHbIA NpeAHa3HauYeH TONbKO ANS OAHOKPATHOro MCNONb30BaHNS.

3MCHEHMWe Breniluero Buga NpefocTaBseMbiX peareHTOB MOXEeT yKas3blBaTb Ha ferpa/lauuio maTepuatos.
MNPy BO3HWKHOBEHUWN W3MEHEeHWIi BHELIHEero Buaa (HanpuMep, 04YeBUAHbIX W3MEHEHWUI LBeTa peareHTa WUam
MOMYTHEHUS, KOTOPOE NOSIBNSETCA MPU MUKPOOHOM 3apakeHWM), He UCMO/b3YINTe peareHThl.

Bydep ana rubpugmnsauumn, ydep 4N UHTEHCUBHOW NPOMbIBKM U pa3baBuTe/b 419 pa3BefeHns 6M6anoTek
npy Hopmanu3auuy MoryT CofepXKaTb BUAUMbIE YACTULbI UNN KpUCTanbl. MNepes UCNonb30BaHWEM peareHTbl
Heo6X0AMMO TLaTeNbHO MepemMeTaTthb, a 3aTeM BU3yanbHO Y6eANTLCA B OTCYTCTBUM MPeLunnTaTos.

Nlyqywnm cnoco6om noarotoBkn Mukpoyactul gns 6ménmotekn (Library Beads) v ounctkm npogyktos MLP
ABNIAETCA CNeAYOLWNIA:
* Mukpouactuubl ans 6ubnuotekn (Library Beads) Henb3s 3amopaxuBatb.
e Mukpoyactuubl ana 6uonuotekn (Library Beads) BbiAep>XWBalOT A0 AOCTUXKEHWS KOMHAaTHOW
TemrnepaTypsbl.
e HenocpeacTBeHHO nepeg ucnonb3oBaHMeM MukpoyacTuubl ans 6uonuotekn (Library Beads)
nepemMeLlnBalOT Ha BOPTEKCE 40 NOMYYEHUSA CYCMEH3UN OAHOPOAHOW KOHCUCTEHL MM 1 LBeTa.
e Tlocne pob6aeneHna Mukpoydactuubl ans 6ubnuoTtekn (Library Beads), TwaTenbHO nNepemeLlnBaloT
obpa3sel, 10-KpaTHO MUMETUPYS BBEPX-BHUS3.
o [nda TwatenbHOro nepeMeLIMBaHNA MOXHO TakKXe UCMOob30BaTh LUeiKep.
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*  WHKybupytoT cmecb Mukpoyvactuubl ana 6monuotekn (Library Beads)/o6pa3en npu KOMHaTHOW
TCMUCparype B TeYeHUe yKa3aHHOro BPEMEHN.
e CnepyiTe UHCTPYKLUMSAM HO MPMMEHEHMIO MAarHUTHOTO WTaTuBa. Nepef Tem, Kak HabpaTb pacTBop B
MUHETKY, SOXANTECh OCAXAEHUA MUKPOYACTUL, U NPO3PaYHOCTU pac'niopa.

OC'tOpOXHO yfannTe cynepHaTaHT, Aepya niaHwWweT Ha MarHUTHOM LUTaTWUBE W C/iefsa 3a rem, 4TOObI He 3a€Tb
oceBlIne MMKpo4ac rmupl.

MnaHweT ana TUP-aMnan@ukaunum MOXHO OCraBurb B TepMOLMK/IEPE HAa HOYb WAN XPaHWUTb Mpu

TemnepaType oT 2°C go 8°C ao 2 gHeit. Mepeg xpaHeHnem npu Temnepatype oT 2°C go 8°C nnaHweT cnepyet
3aKnenTb.

BHUMAHWE!

He s3amopaxusarb Mukpoyactuubl gns 6uénuoteku (Library Beads) u ux cmecb ¢ pasbaButenem Aans
passegeHus 6ubnunotek npu Hopmanusaumm (Library Normalization Diluent), ecnn o0OHW He 6bln
MCMOJb30BaHbl cpasy.

Pa3BefleHHY0 6M6NMOTEKY aMMIMKOHOB MOXHO Xpanwu b Npu Temnepatype oT -25°C go -15°C B TeueHune 30
Hel.

Y cNnosus TpaHCcnopTUPOBKK

MefMUMHCKOE M3aenne TPaHCMOPTUPYIOT BCEMU BUAAMMW TPaHCMOPTa, B KPbITbIX TPAHCMOPTHbLIX CPEACTBax,
npu TemnepaType XpaHeHUs, yKazaHHOW B MHCTPYKLMU MO NMPUMEHEHWIO, B COOMBETCTBMU C FPe6oBaHMAMY
CrpaHbl U NpaBuiamMn NepeBO3KK Py30B, AeACTBYOWUMY 415 KaXA0r0 BuAa TpaHcrnopTa.

CTabunbHoe b NpW TPAHCMOPTUPOBKE - B TeYEHME 72 4acoB [/15 PeareHToB C TeMMepaTypoil xpaHeHus 2 °C
-8°Cun-25 °C--15°C.

21. MMpoueaypa yTuAnsaumm Uam YHUUroXCcHUS MeaULUHCKO n3aenus
Orxoabl AOMKHbLI OblTh YTUAU3UPOBAHbLI KakK 3NUAEMWONOTMYECKN onacHble (knacc B) B cooTBeTCTBUM C
yCTaHOB/IEHHbIMY NabopaTOPHbIMU MPaBMIaMu, a TakK)Ke MECTHbIMU U FOCYAApPCTBEHHBIMWU HOPMaTMBaMMU.

"*2. IKONOrnyeckme TpeboBaHMA K MeHONb30BaUNK) MeAULUHCKOIO U34enuns
TO MeAWUWMHCKOE MW3[enne He HAHOCUT Bpefa OKpyXalolweh cpefe Npu MpaBuIbHOM WCMOJIb30BaHUN,
TPaHCMOPTMPOBKE, XPaHEHUN U YTUNU3ALUN.

23. TpeboBaHUA K TEXHNYECKOMY 06CNY>XUBAHUIO N PEMOHTY MefULUHCKOTO M3Lenns
He npumeHumo.

24. TapaHTUiHbIe 06si3aTeNbCTBA
M3rotoBuTenb rapaHTUpyeT CTabWIbHOCTb MEAULMHCKOFO W3A4eNnusa L0 WUCTEYEHUs CpPoKa FOAHOCTM npu
YCNOBUSAX TPAaHCMOPTMPOBKM, XPaHEHNSA N UCMNONb30BaHUSA, YKa3aHHbIX B MHCTPYKLUN.

N3rotoBUTENb rapaHTUpPyeT 6e30MacHOCTb MEAWLMHCKOrOo W3[enus, OTCYTCTBME HefoMmyCcTUMOTrO pucKa
MPUUYMHEHMS Bpeda XMW3HW, 3[0POBbLI0 YeNOBEKA 1 OKPYXKalOLLE cpefe Npy UCMONb30BaHUN MefNLUHCKO
M30eNns N0 Ha3HAUYEHUIO Ha YCNOBUSX, MPeAyCMOTPEHHbIX U3TOTOBUTENEM.

25. TlepeyeHb HaUMOHANbHbLIX U MeXAYyHapOAHbIX MpaBwua/cTanfapToB, KOTOPbIM COOTBCTCTBYCI
MeLULMHCKUIA npnbop
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MepeyeHb Ci aHAApPTOB

CzaHpapT
ASTM O 4728-06

N5TM D 5276-98
ASTM D 999-08

BS EN 13640:2002
CLSI C53-A

CraHpgapt CLS1
EP12-A2
Cranpgapt CLSI
EP17-A2
Cranpapt CLSI
EP25

EN 13640:2002
EN 15223-1:2016

EN ISO 18113-
1:2011

EN ISO 18113-
2:2011

1ISO 13485:2012
ISO 14971:2012

ISTA 3A

ISTA 7D

IiHlumina

OnuncaHune

CTaHfapTHbIA MeTOZ4 MCNbITaHWA KOHTENHEepoB AN MepeBO3KM Ha
cnyvaliHble Bubpauun.

C'raHfapTHbIA METO[, UCMbITAHUA KOHTENHepOB C COAEPXUMbIM Ha
cBOOOAHOE MafeHue.

CTaHfapTHbI MeTO4 WCMbITaHWA KOHTEWHEepOB AN MepeBO3KM Ha
BUGpaLuu.

WccnepgoBaHmne € TabUNbHOCTU peareHToB 418 ANArHOCTUKM in Vitro.
XapaktepmMsauma W KBanUpUKaLua  3aMeHsieMblX  KOHTPO/IbHbIX
mMaTepuanoB A1a NabopaTopHOA MeULUHbI, NMPUHATOE PYKOBOACTBO
MpoTokon mnonb3oBaTens [A1S OLEHKM KOMUYECTBEHHbIX paboumx
XapaKTePUCTUK aHann3a, NPUHATOe PYKOBOACTBO - BTOPOE U3faHue.
MpoToKONbl ANA ONpefeneHns Npeaenos 06HAPY>KEHUIO U Npesenos
KO/IMYEeCTBEHHOr0 onpejeneHns, NPpUHATOe pyKOBOACTBO.
WccnegoBaHve cTabunbHOC T peareH TOB ANS ANarHOCTUKK N Vitro.

WccnepgoBaHue ctabunbHOe in peareH ToB ANa AMarHOCTUKK in vitro.
N3penuns MeANLUHCKNME. CvMBO/IbI, NnpUMeHseMble npu
MapKMpoBaHUN Ha MEAULUHCKUX U3LeNnnax, 9TUKeTKax W B
COMPOBOANTENbHOWN AOKYMeHTauuun. Yactb 1. OcHOBHble TpeboBaHMS
MefguUuUHCKME W3fenusa Ana LWarHoCTUMKKM in vitro. MHdopmauumsa,
npefocTaBngemMas U3rotoBuTenieM (Mapkuposka). Yactb 1. TepMuHbI,
onpegeneHns n obwme TpeboBaHUA

MeguunHCKNe wu3genua LS AMArHOCTUMKKM in vitro. WHdopmauus,
npefocTaBngemMas M3rotoBuUTeNnicM(MapKMpoBka). YacTb 2. PeareHTsbl
AN ANArHOCTUKKM in Vvitro gns npoeccMoHanbHOTO NPUMeHeHUA
«M3penna meguumHckme. CUCcTemMbl MEHEL)XKMEHTA KayecTBay.
N3pgenna wmeguuuHckue. TIpuMeHeHWe MeHe[)XKMeHTa pucka K
MeANLNHCKUM U3LeNnam

Mpoaykumsa B ynakoBke maccoi He 6onee 150 ¢gyHTOB (68 Kr) ans
cuctembl goctasku Parcel Delivery.

'1'paHCNOPTHbIE KOHTEHepPbl C TEPMOKOHTPOMNEM AN CUCTEMDbI
poctasku Parcel Delivery.

26. Peknamauyunmn
B cnyyae BO3HWMKHOBEHWS BOMPOCOB, CBA3aHHbLIX C rapaHTUWAHbIMKU 0653aTe/lbCTBaMU MPOU3BOAY rens,

crefyet obpalatbCcs K OpUAMYECKOMY NpefcTaBuTeNto nponssoguTens B Poccuiickoin defepaymu;
000 «P-dapm WHTepHewHn» (R-Pharm International LLC)
123154, Mocksa, yn. bep3apuHa, 4. 19 kopH. 1, 13Tax, noMeHiOHMe V, KOMHaTa 9

len: +7 (495) 956-79-37, ®akc.: +7 (495) 956-79-38
c-mail: info(“rpharm.ru
www.r-phanH.com
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llepesod ¢ aneauiickoco A3LIKG 1A PYCCKIIE AIBK
/Hocomuni: Havonuna® (Humina®)

Habop pearventos Praxis™ Extended RAS Pancl ans kawecyBenHoro onpeae.ienus
cratyca cneunduiecknx myrannii renoB RAS (KRAS (3x3onnl 2, 3 n 4) w NRAS (3x30ub1 2,
3 n 4)) MeToA0M CeKBENHPOBAHUA HOBOTO NOKONTeHNs B npobe renomnoii JIHK uenosexa,
BLIIC/ICNHOH W3 00Pa3U0B TKANCH KONOPEKTATEHOrO paKa, PuKCHPOBAHNLIX B hopManuNe
# 3AKTI0NeNHBIX B Hapadunonble bioku

Hounonsienne K HHCTPYRUHH 110 NPHMCHCLHIO

[Mpoussoanure:s:
Komnanua «Mnomuua Meg» (Ilumina, Inc)
Anpec:
5200, Haomuna-Yaii. r. Can-uero. urrar Kamdopnns, 92122, CIIIA
(5200 Illumina Way, San Diego, California 92122, USA)
YTBEPEKICHO
ot HMenn koMnanuni «Hmommia Uik
moonuce/ _ Nara 16 uronn 2020 c00a
Aypenns bpayuprax (Aurelia Brownridge)
Crapwnii cncunanicr no ponpocam

HOPMATHRHO-NIPABOROIC PETY.IHPOBANINS
Komuanns «Manomuua Unk»

AImaym/: MIPH ATOCTHHO (MARY AGOSTINO)
omapuye, wimam Karugpopnua
Oxpye Can-ueco
JIutgenzun Ne 2282380
Cpox deticmeus smoux noamomoyui ucmexaem 23 mapma 2023 20oa
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YAOCTOBEPEHHE

Horapiyc u1am  apyroe  JOMKNOCTHOC  IHUO.
3aNOMIAIOUICe HACTOAULEC CBIICTENLCTBO, NIPOREPAET
TONBKO NMHHOCTL JIHLUA, IOINHCABIIEIO JOKYMEHT, K
KOTOPOMY MPUIAraeTca HACcTOANICC CBUICTENLCTRO, A
HE JOCTOBCPHOCTh, TOUHOCTH MiAH REHCTBHTEILHOCTD

YKa3aHHOI'0 JOKYMEHTa. |
UIrar Kambopuus
Oxpyr Can-/lncro )
16 uronn 2020 200a@ _ xo mue. Mopit ArocTiHO, HOTaprycy .
(yKaxHTE KM, PaMHUNNIO H JAOKHOCTD JO:IKHOCTHOIO NHUA)
auyno odparniack _Avpeus Bpayupudie_ "

KOTOPas HPE;IOCTARMIA MHE YOCHTENbHBIC [10KA3aTCALCTBA, YTO OH/ONA/ONH ABIACTCH JHIIOM,
HMEHCM  KOTOPOTO MNOIANMCAH MOKYMEHT, M NOATBepaANIa. uTO oON/ona’owu obnactaer
MOAHOMOMHAMH BLICTYIIATH B YK23aHHOM KauecTBE, a TAKKC 4TO, CKPCANAS JOKYMCHT CBOeii
HOAMMCLIO. (IHUO HMAHW OPraHH3aLUMA, OT HUMEHH KOTOPOii JeHCTBOBANO YKa3aHHOE JKUO,
NOATBEPAIAACT ero ooprIeHe.

A mnoarscpxialo noa crpaxom HAKA3AHHA 3A TIPEAOCTABJIEHHE 3ABEJOMO
JIOXHBIX CBEJIEHUM B cooTseTctBHM ¢ 3aKO0LI0IATCBCIBOM IUTATA Ka:indopuna, uro
BBILUCH30XKCHIUBIIT HYHKT AB.IAETCH BEPULIM H TOUHBIM.

SACBHJIETEBCTBOBAHO moceii no;unichio i1 ohuunanbioii Heuarsio.

| Altmasin/: MOPU ATOCTHIIO
Homapuve, wmam Kaugpopuus
Oxpye Can-Lueco
Jhwenzun Ne 2282380
Cpor octicmeus ysoux
ROANOMOYUE HCmexaem
MMoanuc, ‘nodnuce/ (Teuary) 23 mapma 2023 rooa
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["50eRq [AHHOM TeCTa B MY HEH MEEBHAKOVMA BKOSSE MABKOSaMA BKCaHoB/HaM

"opoa MockBa.

BToporo viona ase TbicAYM ABagLaToro roga.

A, TlpokoweHKoBa EneHa EBreHbeBHa, HOTapuyc ropoga MOCKBBGI,
NoaJ/IMHHOCTb NoAnNucK nepeBofyunka AnekceeBa Anekcest AnekcaHapoBuua.

Moanuck caenaHa B MOEM MPUCYTCTBUN.

In4yHOCTb NoANMCaBLIEr0o AOKYMEHT yCTaHOBJ/IEHaA.

3aperncTpupoBaHo B

B3bickaHa ?ocypal ): 100 py6. 00 kon.
YnnayeHo 3& 0 nyeckoro xapaktepa: 30

oKolWweHKoBa /;

MpowHypoBaHo, nv

E.E. NpokoweHKOBa
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