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Cucrema nerexuuu Histoflne® Simple Stain MAX PC) (MULTI)

yHUBEpCanbHbIl MONVMEpPHbIA NONMBANEHTHbIA OKpaluuBaLWwuii peaktus XpaHute npu 2-8 7 C CaenaHo B AnoHumn

MocTaBka peaktmBa 17 mn X | 6yTeinka {170 TecToB) Kop:414151K
17 mn x3 6yTbinku (500TecToOB) Kop:41415217
17mn x96yTeinok (I 500TecToB) Kopn:414154K

I. BBEOAKMUWE

dupma NK'IIIKKI B10SC1ENCES INC. paspabotana yHWUKanbHYlO WMMYHO-TUCTOXMMWUYECKYID Kpacslyw CcUCTEMY 104 Ha3BaHWeM
YHusepcanbHbli UMMyHo-unumHbli Monumep (UIP). metoa, 3anaTteHToBaHHbii B C111J1. Ne naTteHTta 6.252.051 OH sBnsieTcs OpUrMHanbHoOW
TexHonorvel cdupmbl -ilistoflneCxj Simple Slain M.JJ1IX PO MULTY) obecrieunBaet u 6eicTpoe AeCTBME, U KOHOMMUIO BPEMEHU NPU UMMYHO-
TMCTOXMMUYECKOM NPUMEHEHUU

2. OMUC NMWNE 11PK11NPNATN

XXunpgkocTb, rotoBas k ucuonbioBaHutio MeyeHblli nonumep - llislofine® Simple Stain MAX PO (MUI.I'Y) (YHuBepcanbHblli MMMYyHO-
ncpokcuaasHelii MNonumep, aHTUMbIWUHBIA U @HTUKPONIUYNIA) U3rOTOBMNEH MyTeM COeAMHEHWS aMWHOKUCIOTHbIX MOMIMMEPOB C MepoKkcupawin u
AHTUMBMUUHBIM W @HTUKPONUYbUM UMMYHOrno6ynu oM Kosbl, KoTopble peayuupytTca ao Fab aHtuten OH coaepxutca B Gycdepe MOPS (3-
y<ipcponmHuponaHcynbdoioBoit kuc;oTol) (pl 6.5). co ctabunusaropom n 6akTepPULNAHBIM CPEACTBOM.

Onucanue Histotine!& Simple Stain MAX PO (MULTY) (YHuBepcanbublii UMMyno-nepokcunasuelii Ilomumep. NMuru-mbunumel i
1 AaUTU-KPOJIUIUN).
MmmyHornoy6nvuHoBas hpakiulsi BelAeneHa U3 UMMYHU3MPOBaHHbIN KO3bei CbiIBOPOTKM NyTeM nepesapuBaHus, 4Tobel npurotoButh K(ali )2
dpaiMCcHI.
AHTUreH cneuundunyneln F(ab )2 addunHHO oumnweH ¢ aHrareHom Teeppodawas abcopbuusi 6bina BbIrlONHEHA C YENOBEYECKMM CbiBOPOIOYT.]M
npotenHom [lonumep M3 aMUHOKUCINOT, MeYeHblli nepokcuaatoi, 6bin kKoHblowpoBaH ¢ Kab dpar MeHTOM . nonyyeHHbIM peaykuunen F(ab)2
3. 11PEA1101.\1 .JIEMOE UC 110.1bIOBJT1111E
,r'ia gunnkm TUKW in vitro
PeakTtus llisiofinc® Simple Slain MAX PO (MUI.TY) npegHasHayeH AnNsi UMMYHOTUCTOXMMWYECKUX WCCNeAoBaHWA (UKCUPOBAHHbBIX B
dopmanuHe B dopmanvuHe O npuMeHeHWM [ANs  OKpallMBaHWS 3aMOPOXEHHbIX CpelB 3KaHeil uuTanTe B N 6 11POUEO>PN
()KPAM11MB.\MNA  OrHocuTenbHo 3TOro peaktuBa Ans Apyrux obpasyoB MOXHO y3Harb. obparuBwUCb B TexHU4Yeckyw cnyx6y (|)upmbl
NICMIRKI BIOSCIENCES.
4upTHIT
AHTUreH/anTuTeno/YHmeepcanbHbli IMMyHO-nepokcnaasHblii MonnMepHbldi KOMNNEKe MoxeT Obirb MPUroTOBMNEH MyTeM peakuun peaktuBa C
NePBUYHBIM MbILWWHBIM UKW KPOMUYbUM aHTUTENOM, COEANHEHHbIM C aHTUTeHOM Ha cpe3e TkaHu (pepmeHTaTUBHOE AeiCTBME )roro Komnmnekca
npHBOIWT k nosiBneHuto okpalleHHOro ocagka, TakuMm o6pa3om. okpalHuBasi MeCTOMNONIOXKEeHUe aH rurcna

MPEOOCTOPOXWMOCTN NPU U("M10NbOB.J111U11 PENKTUBN nnu ObP.MUEHUWU I Huwm
1 Mpexae 4eM Mo Nb30BaTh PEaKTUB, BHUMATENbHO NpPoOYUTaliTe )Ty UHCTPYKLMUIO
2 [le ucuonb3yiire peakTuUBLl NOCNe UCTEYEHNsI CPOKa UX FOQHOCTMU
3 [ns npodeccmoHanbLHOro MCnonb3oBaHUs
4 C obpasyamu, Ao v nocne (|)Mkcauun. a Takxe c APYrMMu Matepua-'WMK. MUCNONb3yeMbiMW BMecCTe C HUMM, cnegyeT obpawarbcs, Kak C
6uonoTyeckn onacHeIMM matepuanamu, cobniogas cooTBeTCTBYOLWMWE NpaBuna NnpefocropoxHoCTH
5. Babixanve u.'lll npornarbiBaHHe BbICOKO annepreHHoro dukcupylowero dopmanbgernga - onacHo Hapeaiite 3auuyuHyto macky [pu
cny4yalHOM npornaTtbiBaHUW NpUMUTE PBOTHOE cpeAcTBO [pn KOHTaKTe C KOXel U ;T noHadaHwuu B rnasa, TWwaTenbHO NPOMONTE UX BOAON
6 OpraHuyeckne peakTuBbl - NerkoBocnnameHsowmniics matepuar He ncrionb3yiite nx B6NU3n oTKpbITOro Oi Hsl
7 .11uko1 fa ne packanbiBaiiTe peakTuBbl B ploM. n3berante ero rroHagaHusa Ha KOXy, Cnu3uctble 060M04ku 1 ogexay
8 W3beraiite GakTepuanbHOro 3apaxeHns peakTUBOB, MOCKOMbKY )TO MOXEr UCKa3urb pesynblarbl NpU UX UCHOMblOBaUUM,
8 Wa3beraliTe pacnneckusaHusi peakTuBoB Unu obpa)oBaHus GpbIar .
9 Kak xpomareH pacTteop JABgonxeH 6GbiTb NPUMEHEH C OCTOPOXHOCTBHIOBBUAY €0 Karruepor eHHocnr
10 Heucnonb3yemble peareHTbl JOMXKIThbl 6bITb YTUNM3MPOBAHbLI COrMacHO MECTHbIM rrpaBunam

6. UPOLUEAYP.Jl oOKpPNTUB.AHUSA

L] neOﬁXO,C[ITMbI peakTnBbl M Mawypua;rol. me BXxoadaune B rroctaBky

= 11epBUYHOC @aHTUTENO MbIWU UNKU KPO;ITTKa OTpuyarenbHbrit KOHTPONbHBIA peakTUB
= Kcunon lloKpoBHoe cTek.ro

= 100% Trnosr.n’) crwpr CseroBoit Mukpockon

= 95% nwunosbI CNUPT AvcTu;rnuposaHnas Boaa

® PacTBOP KOHTPACTHOW OKpacku BJraxHas kamepa ajs WHKy6auum
= 3% pacTBOp rrepekucu Bogopopa B aocojrroriroM meTaHone npenapaTta

(nobaBurb | yacTtb cpeactBa 30% rrepekucu Bogopoda K 9 yacram 3anueourras cpeaa

abconwTHOro meTtarro.ra) Tanmep

+ ®ocdaTHo-coJreBoit Gydcprrbiii pacTBop W'rarusbl

(pM 7.610.2) BrrrrTbiBatorrrrre candeTku

NaCl 775r

K:MPoa4 150 r

KM;Po4 0.20r

AvcTunnupoBaHHas BoAa In

Apresupywuwuit coctas ATA cpesos Tkarren (0,02% rro Jrunmarrrr, cnjrarr mT n )
= XpomoreHoBbliit /cy6ecgat peaktus -llislofine® Simple Stain ABC, pactsop (Bes rrprrrotosnernrs, oarra 6yTternka) 500 tectos Kog 415 1X2 =
1500 TtecToB Kon 415 184 p//CosnaHHbii NICHIREI BIOSCIENCES. ogHa 6yrbinka. roToBrMi K WCrronb3oBarruio 6e3 rrpurotoBneHus
xpomorerr/cy6cTpat. HasbiBaemblii tli- llislofine Simple Stain Suhslralce Solution (Mpocron Pacteop Kpacsanrero Cy6ecTtpata
® [puroTtoBnerrne o6pasua [Cpe3 TkaHrr B napa(|)urre] B o6pa)uax MOryT BO3HWKHYTb NOBPCXKAEITTTC TKAHEW ITNM gerrarypauurr antrrrenos, korga
OHW noABeprawTcA BO3AENCTBITIO CUNbLITO KOFTUErrrpHpoOBarrHbiXx ¢ukcatopoB ruur a;rrrtedfoHoit drrkcauum rrirerruio Takrrm o6pasom, 4To6bl
HOjry4if ro omHMajfbHoe 3akperureHune. coxpaHerrne mopdonorrru Tkarru m geicrerre arrturerra. cjreflyeT ncnonbtoBaTbh o6pasubr rkarrrr. kak Moxrio
6ornee ceexrrc. pasmepom | cm x 1cm x 0.5 cm. PekomeHayeTcss ucrronb3oBaTh PuUKCaTOPr.1, ykasarrHbre ganee
drrecupyow i peaktue Bpewms (bukcauuun

llisloline® siBnsieTcs 3aper ucrpupoBaHHol Toprosoli mapkoi drrpmel NICH1RE1 BIOSCIENC'ES.
Mpu perrrcTpayuu npocbba Bcer Aa cobrirar bCs Ha Hac

3MEKTPOHHAS KOMUS OOPMAEHA LIEHTPOM WCTILITAHUI 1 PETHCTPALIMH MELMLIMHCKUX M3REMM
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%

10% cbopmanuH nnu yabydcpeHHblit hopmanvH 20%  dopmanuH 24-48 yvacos
12 yacos <b*
[Cpe3bl 3amopoxeHHOn TkaHu] O6pasubl pa3melieHbl B cmecu (Hanp., cmecb OTC) U MrHOBEHHO 3aMOPOXeHbl B N-rekcaHe, a n

TBEPAOW YyrneknucnoTe UnuM XUAKoOM asoTte

® [MoprotoBka cpes3oB [Cpeybl rkaHu B napaduHe)

Cpesbl crneflyeT pa3MecTUTb Ha MNpeAMeTHble cTekna Ecnu € HUMKW HYXHO NpOBecTU Takue A[eNCTBUSA, Kak BOCCTAHOBMEH»
BOCCTaHOBIIEHME 3aNUTONa Noj TENNOBbIM BO3AeicTBueM, unu o6paboTky TPMNCUHOM, NpeaMeTHOe CTEKNO creayeT NOKPbiTb KNEeWKUM i

kak Hanpumep 0,02% NONMAU3WH MNW CUNaH, ANA Kax/4010 cpesa TKaHu

[Cpe3bl 3aMOpoOXEeHHO TKaHw |

3amopoxeHHble o6pasuybl pasmellaloTcs Ha NOKpbITble Kneikum BewecTBom (Hanpumep, 0,02% nonunuanmH) npeameTHble cTekna H %'
npocywusalTcs Ha Bo3ayxe. Cpesbl cdukcupyotcs B 100% auetoHe B TeyeHue 10 MWUHYT Np KOMHaTHOW TemnepaType unu B 4% p
napadopmanbgernga - docdaTtHo-coneBom 6GydepHom pacTBope B TeueHue 10 mMuHyT npu 4"C u 3atem okpalwwmsawTCs OonTtum
KOHLUEeHTpauus 1 Bpems MHKybaunsa nepBUYHbLIX aHTUTEN crieayeT onpeaenaTb NyTem uccnefoBaHuss B HekoTopbix cnyyasx MoxeT HoTpe6ol

TUTP NEPBUYHbBIX aHTUTeN, 4To6bl n3bexaTb M3GbLITOYHOTO OKpallMBaHNUS

Ecnun cpesbl cogepaT Mano SHAOr eHHOW HepoKcuAasbl, Mano 3pUTPOUUTOB M Mano gaHynouyuToBs, raiuenne 3HAOrEHHON NepoKcMAasbl MOXH
fenatb

[KoHTponbHbie o6pa3subi|

1101pebyoTCA NO3UTUBHLIA KOHTPONbHbLIA 0o6pasel, oTpuuUaTenbHblli KOHTPONbHbLIN O6pasel W KOHTPONbHbLIA o6pasel C peakTMBOM, KOTOPb
o6pabaTbiBalo3ca 3akum xe obpas3om, Kak 1 HEM3BECTHbIN obpasel, 4To6bl NpoaHanuavpoBaTb pe3ynbTaThl OKpalMBaHUA

m [lenapaduHusaums v pernapatauyus

1 O6paboTka KCMnonom

(1) Moipy3nTe o6pasybl B kcu;on Yepes 3 MUHYTbI BbIHbTE UX U CTPSXHUTE C HUX M3BbITOK Kcunona

(2) MosTopuTte aericteus n (1) ABaXAbl, NUCNONb3Ys CBEXMUIA Kcunon

2 O6paboTka 3TUNOBLIM CAVPTOM

(1)1 1orpysute o6pasuybl B 100% 3TUnoBbii cnupT Yepes 3 MUHYTbI BbLUbTE UX U CTPSIXHUTE C HUX N3OLITOK cnupTa

(2) 11oBTopuTe geicteua n (1) aBaxabl, ucnonb3ys ceexuin 100% aTUNoBLIA cnupT.

(3) 3atem obpaboTaiiTe obpasuybl 95% 3TUNOBLIM CNUPTOM TaK Xe, Kak ykazaHo B 2-X NpeAblAyWwunx nyHKTax

3 T[lpombiBKka

11ocne Toro, kak o6pasubl 6yayT obpaboTaHbl 95% cnupTtom, norpy3nte obpasubl B pocaTHo-coneBoit 6ydepHblit pacTBop Ha 5 MUHYT

® PekomeHayemas npouepypa okpalwuBaHus

1 MNaweHne aHAOreHHOW nepokcuaassl

(1) TwaTtenbHO BbITPUTE NpeaMeTHbIE CTekna ¢ obpasuamu, 4Tobbl yaanutTe U3bbITok pactsopa

(2) NorpysnTte ux B 3% pacTBop nepekucu sogopoaa B abcontoTHoM mMeTaHone Ha 10-15 MUHYT npu KOMHaTHOW TemnepaType

(3) Mpomoiite ux B cBexem docdaTHo-coneBom 6ydepHom pacavope 3 pasa, ro 5 MUHYT kaxablii pa3

2 [obaBneHune v peakyus nNepBUYHOro aHTUTena

(1) TwaTtenbHO BbITPUTE NpeAMeTHblEe cTekna ¢ obpasuamu

(2) [Oo6aBbTe No 2 kannu NEpPBUYHOTO aHTUTena Ha obpasel, NONOXMTENbHbIA KOHTPONbHBLIN obpasel, oTpuUUaTenbHbI KOHTPONbHBLIN 0Bpasey
Tak, 4ToObl NONHOCTLIO MOKPbITh CPe3bl

(3) Na koHTponbHbI o6pasel ¢ peakTuBoM fobaBbTe ABE Kannum oTpULATENbHOIO KOHTPONbHOrO peakTuBa (HOpMarnbHas CblIBOPOTKAa) BMECTO
nepBUYHOrO aHTUTena

(4) BblgepxuTe Ux nNpu KOMHaTHOW TemnepaTtype unu npu 4"C (CnepyinTe UHCTPYKLUUAM OTHOCUTENIbHO BPEMEHU BbIAEPKKWU, KOTOPble AaHbl Ha
ynakoBKe NepBUYHOro aHTMTEna)

(5) Mpomoiite ux B cBexem goccatHo-coneBom BydepHom pacteope 3 pasa, K05 MUHYT Kaxablih pa3

3 [o6aenenne n peakyusa -HistofincW Simple Stain MAX PO (YHuBepcanbHblli VIMMyHO-nepokcuaasHblii Monumep, AHTU-MbIWWHBIA U aHTK-
KPONUYni.

(1) TwartenbHo Bbl hUTe NpeameTHbIe cTekna ¢ obpasyamu, 4Tobbl yaanute n3bbITOK pacTeopa

(2) fobaebTte no 2 kannu Simple Stain MAX PO (MUUTY) Ha obpa3sey Tak, 4Tobbl NOMHOCTBLIONOKPLITE CPe3bl.  BblaepxuTe nx npu KOMHaTHOM
Temnepatype B TedeHne 30 MUHYT

(3) NMpomolite ux B cBexem dochaTHo-conesom GydepHoM pacTBope 3 pas3a, Mo 5 MUHYT KaxAbli pas

4 [o6aBneHue n peakuyusa peaktuBa xpomoreHa/cybctpaTta

(1) TwaTenbHo BbNpUTE NpeaMeTHble cTekna ¢ o6pasuamu, 4Tobbl yaanuTb n3bbiTOk pactBopa

(2) [obaBbTe no 2 kannu peaktTuBa xpomoreHa/cybcTpata Ha obpasel Tak, 4TOObl MNOMHOCTbIO NOKPLITE CPe3bl  BbiAepXute UX nNpu KOMHaTHOM
Temnepasype B TedyeHue 5-20 MUHYT

(3) MpomoiiTe ux B cBexem docdaTtHo-coneBom GydepHom pacTBope 3 pasa, Mo 5 MUHYT KaxAbli pa3

5 KoHTpacTHOoe okpaluuBaHue

(1)110dy3nTe o6pasLbl B OKpallMBaloLMA pacTBOP AN KOHTPacTUpOBaHMsA

(2) MpomoiiTe X BOAOTTPOBOAHOW BOAOW

6 3akn4yeHUe TUCTONOT UYECKUX Cpe30B B 3alIMBOYHY cpefy

B cnyyae ecnu Takoii cpepoin siBnseTca cybcTpaThl, pacTBopuMble B cnupTe, Hanpumep, AEC, cpe3bT TkaHW pa3mellaloTcs B 3aNMBOYHON cpepe Ha
Bo[11 W ocHoBe 6e3s paanbHeiwein o6paboTkn Ecnu cpeaoit sBnsaTca HepacTBopuMble B cnupTe cy6cTpaThT, Hanpumep, DAB, cpesbl pasmewatoTcs
B Mo CTo SHT10/ 3annBoYHOi cpeae nocre NMPOMbLIBKM MX BOAOW, AErMAPUPYIOTCA B NOCNEAOBaTENbHOW Cepun TTOTPYXEHUIA B CTTUPT U oYMl A TCH
KCunonom

® AHamu3 pe3ynbLTaToB
| MabnogeHTTe Nog MUKPOCKOTTOM
O6pasybT nccnenyloTCs NoJ CBETOBbTM MUKPOCKOMOM [0 MONOXWUTENbHON peakyun Heobxoaumo
CPaBHUTb C TpeMs TUNaMyn KOHTPONbHbTX CPE30B ArTs aTTanusa pe3ynbTaToB OKpalnMBaHus
« TMonoxutenbHblli KOHTPONBLTTLT 06pasey
O6pa3seTT, cogepxalMili aHTUTeH-MULW EeHb, KOTOPbTA obpabaTbTBaeTcs Takum xe obpasom, kak U HeM3BeCTHbIN ob6pasey
OTpuuaTenbHbIl KOHTPONbHBLTIA 06pa;)ey
O6pa3seTT, He coaepXalWuil aHTUTEH-MULEHb, KOTOPbTI obpabaTbTBaeTcs TakuMm xe o6pa3om, Kak U TTEH3BECTTThIN obpasey
KoTTTponbHblii 06pasey ¢ npenapaTtom
KoHTponbHbIi oBpasey ucnonbayeTcs u obpabaTbTBaetcs Takum xe oBpas3om, kak u uccneayembiii obpaieTi, 3a ucknouyeTTem TOro, 4TO
omuyaTeJTbHbT KOHTPOMbHbLTI peakTUB MCMNONb3yeTCsl BMeCTO TTepBUYTTO aHTuiena Ecnu obpasely okpalinBaeTcsi, BO3MOXHO, 3TO MPOUCXOAMUT
BCrNeAcTBUe TTeobbIuTTOW peakumm HeobbiYHbIX 6€nKoBbIX CBA3LIBATTUI
7. XPAHKHWK XpaTttute B TemTTOM MecTe npu 2-8"C PeareHT ctabuneH |IX mecsaueB ¢ MOMeHTa NpouM3BOACTBA

Mislofine® siBnsieTcsl 3apeT ucTpupoBaHHON Toprosoi mapkoi upmbl NICHIRE1 B10SC1ENCES.
Mpu peructpatTvH npocbba Bcerga ccbTnatbea Ha Hac
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OKIIUIK OTPJIIIMYCHU A
[aiiTe peakTuBam A4OCTUYb KOMHaTHOW TemnepaTypbl (15-25»C) nepep Ha4yanom oKpalMBaHUS.
MuHuMuaunpyiite neHatypauuto aHtureHa. He uHkybupyinte obpasey npu TemnepaTtype Bbilwe 58C B npouecce o6paboTkm.

He no3BonsinTe TKaHW BbICbIXaTb, HU Ha KaKOW CTyneHu oKpawunBaHUA.

OnTtumanbHas KOHUEeHTpauuna v sBpema MHKysaLlVIVI nepBblX aHTUTEN ONXKHbI 6bITb onpegeneHbl nonb3oBaTenem. B page cny4vyaes ons

npefnoTBpauwieHe nepekpawmnBaHnga MoxeT 6bITh HeOﬁXO,ClVIMO npenBaputTesibHOe pa3BedeHNe NepBblX aHTUTenN.

Ecnun oﬁpasubl cogepxart Heb6onbwoOe KONMYecTBO 3H,ClOI'SHHOl7I nepokcuagasbl, Mano 3pUTpouMTOB U Mano rpaHynoynToB, 3Tan raweHuna

SHAOFSHHDVI nepokcugasbl, MOXeT 6bITh nponyuweH.

OkpawunBaHue TkaHel 3aBucuT ot obpaboTkn obpas3yoB nepep okpawmnBaHnem. HenpaBunbHas pukcayus, samopaxunBaHue,
oTTauBaHue, NMPOMbIBKA, BbiCYLIMBaHWe, HAarpeB UMM pacceyeHne MOryT Bbi3BaTb NOsiBNeHUe apTedakToB UMM NIOXKHOOTPULATENbHbBIX

pesynbTaTos.

PesynbTaTthl He 6yAyT ONTUManbHLIMU, €CAN UCMONbL3YKTCA cTapble Unu HesabydepeHHble puUKCcaTOPbl, UMK U3BLITOYHLIN HArpeB nNpw

I'IEpan)I/IHOBOIZ npoBOAKE WNU HaKneuBaHWe Cpe3OB Ha NpeaMeTHble CTeKna.

J10OXKHONONOXUTENbHbIE Pe3yNnbTaTbl MOTYT MOSABUTLCHA BCNeACTBUE Hecneundmyecknx ceasbiBaHuin 6enkos. Xota -Histofine* Simple Stain
MAX PO (MULTI) n He TpebByeT ucnonb3oBaHUs OTAENbHbIX GNOKUPYOLWMUX PEAKTUBOB, B HEKOTOPbIX CMy4yasx MpUMeEHeHue
6rokupyloero peaktuea, cogepxalyero «3abnBoyHbli» Genok, nepef nHkybaumnen nepBUYHOro aHTUTENA MoXeT ObiTb MONE3HbIM ANs

YMeHblWeHNnsa (bOHOBOFO OKpawwuBaHuA.

PeareHT Histofine® Simple Stain MAX PO (MULTI) cosgaH Ans GWarHocTUKU UH BUTPO. Top2oebie aezeHmbl u ducmpubbromopbl ¢hupMbl
NICHIREIBIOSCIENCES INC., NICHIREI BIOSCIENCES He Hecym omeemcmeeHHOCMU 3a pe3ynbmamabl ucnonb3osaHus Histofine* Simple
Stain MAX PO (MULTI), ecriu npu €20 npUMeHeHUU MPpsiMo Ulu KOCBEHHO Hapywarmcs MeCmHble pe2ynupyrujue npasuna unu

nameHmbi. Hu npounssogutens NICHIREI BIOSCIENCES, Hu e20 mopeaogbie azeHmbl He MOXem Hecmu omeemcmeeHHOCMb 3a /o bbie

HapyweHuUs nameHMHbIX 1pae, KOmopble MO2ym 803HUKHYmMb 8 pe3dy/ibmame Helpagu/ibHO20 UCMNOJ/Ib308aHUsA npodmea.

9. yt'TPAHKIIIIK ITKITOJTALOK

Histofine® siBnsieTcs wpewedgupoBamHolt Toprosoi mapkoi dpupmbl NICH1RUI B10SCIENCES.

Mpo6nema Bo3amoxHasa npuyunHa Cnocobbl ycTpaHeHus
Mer okpawwuBaHua, unu cnabblii 1. BbicbixaHue obpasya BO Bpems 1. He ponyckaiile nepecbixanus o6paunios
pesynbTaTt oKkpau1iMHauusa Ha okpalwmnBaHUS nepep nobaBnexHnem TKaHu
1KUI0XKUTENIbHOM KOHTPONbHOM peakTuBa
obpasuye u nccnegyemom obpasuye
2. He nosxoawWT 3anuBOYHbLIA areHr wunu 2. BbiGepute nNOAXOAAWMA  3aNUBOYHbIN
napaduH He NONHOCTLIO yaaneH U3 cpesos areHT unm TwatenbHo y.4anuse
napadguH co cpe3oB rkauum - YameHnuic

KCUNOM UM NUNoBbII cnupT

3. B 6GydepHom pacTBOpe nNpUCYTCTBYIOT 3. - Wcnonb3yiite 6ydepHbIi pacrsop. He
crnepbl asuga Halpus, KoTOpble copepxaluit asuga maspus
WHaKTUBUPYIOT nepokcuaasy, uro - 3ameHuTte 6ydepHbIn pacreop
npensiTcTByeT OKpallUBaHWIO

4. AHenpaBunbHoe uHkybauymns depmeHTa u 4. 3ameHure crapbuT peakTus
aHTuUTEna xpomoicu/cybedar

- [TaTenbHo ypansiiTe U3NMWKK
paciBopa Ha KaXxpoi cyaguu mpouecca
- Obecueyble JocTaToYHOE BpeEMS ;y 15
peakuumn c anrurenom Ocobowuio yro
KacaeTcs MepBUYHOI aHTUTena, Bpems
MHKy6auna KOTpPp O AOMXKHO
COOTBETCTBOBATb yka3aHUsM B
MHCTPYKLMK

Wccnegyemblit obpasel He 1. AHTWTEeH AeHaTypupoBaH WK CKPbIT BO 1 - HekoTopble a T ureHbl

okpallMBaeTcs, .XOTs
NONOXUTENbHbIA KOTPONbWbI A
o6pasel okpalnBaeTcs

BpeEMs huKcauuu Unu NpoBOAKU

Ahthich pas.'loXuncs nytem ayronusa

Mpu peructpaunu npocbba Bcerga ccbinatbea na Hac
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YYBCTBUTENbHbI K dUKcailLlnM unu
napaduHoBoW npoBoake Mcnonb3yinte
MeHee ak*ruBHble ukcaTopbl u
yMeHblIUTEe BpeMs dukcaim

- YTtobbl o6Hapyxuncs atweH,
HeKoTOpbIM TkaHsiM Tpebyercs
npeaBaputenbHas ob6paboTka,
HaHpPUMCp, BOCCTAHOBMNEHUE aHTLW eHa.
npu Harpese Hjni o6paboTka

TPUNCUHOM
Mo BO3MOXHOoe™ ncnonb3ynte
obpasybl TKanbl, Mony4yeilble Npu

6MONCUN UNU XUPYPTUHECKUM Nyrem
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3. B cpesax npucyTcTByeT MeHblue aHTUreHa 3. -1 1poanute Bpems MHKYOy
o [Ma Bcex npenapaTtax WHTEHCUBHO 1. OHpo1eHHas (depmeHTaTMBHAs aKTUBHOCThH 1. - 1lpoBepbTe. npaBunbH!.
okpalmBaeTcs POH He MonHocTblo GnokuposBaHa npoeefeHa npoueaypa
3HAOreHHON nepokcuaa:ibl
2. O6Hapyxunuceo Hecneunduyeckne 2. - [MNepep poGasnenuem nl» L
KOMMeKchbl aHTuTena ob6pabGoTaite c*
HOPManbHON CbIBOPOTKOMW KO3bl /
3. Aywonus npusen K n36bITOYHOCTH 3. - Ho Bo3moxHOCTU, gocTain.T1
aHTUTEHOB. M30NMUPOBAHHbBIX B o6pasLbl TKaHu At
rMCTONIOrMYeCcCKNX pacTBopax
4. HepoctaTouyHo yaaneH napaduH 4. CMeHWUTe KCUnon vunu aTunosblii
B TaknMm crnyyae
5. AHTUTEeno HefoCTaTOYHO CMbITO 5. ObecneybTe pAocTaToyHyw npoMbi'irVs
nocne nepBoro aHTuTena
6. Bbicokas TemnepaTypa nomeujeHuns 6. MopnepxwusaiTe B nomMelleHu
ycunueaeT PepMeEHTHbIE peakyumn TemnepaTypy oT 15  no 25"
CokpaTuTe BpeMs peakyuu
7. MepecbixaHne o6pas3yoB TKaHW BO Bpems 7. Me ponyckainTte nepecbixaHus
oKpalwmnBaHUS nocne pnob6aBneHus o6pasyos TkaTn!
peakTuBa
o Bo Bpemsi peakuum cpeybl TKaHuW 1. HekoTopble aHTureHnbl TpebywT Harpesa 1. PasmelwaiiTe cpesbl TKaHuW  Ha
oTaenswTCa oT npeaMeTHbIX npu nposegeHUn npoueaypsbl npeaMeTHbIX cTeknax, NOKPbIThbIX
cTekon BOCCTAHOBJIEHUS aHTUTeHa WNu npoaneHus Knesuum BELLeCTBOM, Hanpumep,
BpEMEHU peakuum c NepBUYHBIM 0,02% NONMMAM3UHOM W;W CUNAHOM

aHTUTEeNoOM, 4TO MOXEeT MNpPUBECTU K
oTaeneHuto o6pasyos

@ In Vitro Diagnostic Medical
|REF| Catalog/Code Number Temperature Limitations ||VD| : g
ﬂ[ Device
Contains Sufficient for
“ Manufacturer |LOT| Batch Code s / <N> Tests
. Consult Instructions Authorized Representative
Use By I for Use IECIREPI in the European Community
CE k de of th ? f
-mark, code o e For IVD Performance
C € notified body Evaluation only 1ISAMPLE 1 sample
Hpussoantens NICHIREI BIOSCIENCES INC., MpeactaButens nponssoautens B Eepone:
Huunpen BuocaiHcns UHk., 6-19-20, Tcykmaxu Yyo-Ky Tokuo, 104- CPO 3KCBWO Onomoyy OBecHa 14. 779 00 OJTOMOYL, Yewckasn
8402, AnoHusa, ten: 81-3-3248-2207 dakc: 81-3-3248-224 Pecny6nuka

llislofine® siBnsieTcs iapei nctpuposaHHoit Toprosoi mapkoi pupmbl NICHIREI BIOSCIEINCES.
11pu peructpayuu npocbba Bcerga ccbinaTbCs Ha Lac
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0
% iV-llistofine® Simple Stain MAX PO (MULTI)

X

41 irsal Immuno-peroxidasc Polymer, Antl-Muuse and -Rabbit
mHistoflne Immunohistochemical staining reagent
Store at 2-8°C

Aw\reagents supplied 17mL X | bottle (170 tests) Code :4 14 151F
17mL X 3 bottles (500 tests) Code :414152F
17m I,x 9 bottles (1500 tests) Code : 414154F

L INTRODUCTION

NICHIRFI BIOSCIENCES developed a unique immunohistochemical
staining system called I'miversal Immuno-en/yme Polymer (I'IP)
method (US Patent N0.6.252.053). This is NICIIIRHI BIOSCIKNCES's
original technique. A/-Histofine* Simple Stain MAX PO (MULTI),
this  provides both high sensitivity and time saving in
immunohistochemical applications.

2. DESCRIPTION

1iquid. Ready to use.

JI/ -Histofine™ Simple Stain MAX PO (MULTI) (Universal
Immuno-peroxidase Polymer. Anti-Mouse and -Rabbit) is the labeled
polymer prepared by combining amino acid polymers with peroxidase
and goat anti-mouse Ig and goat anti-rabbit Ig which are reduced to Fab .
It is stored in MOPS (3-Modholinopropancsulf'onic acid) buffer (pH
6.5) containing stabilizer and antibacterial agent.

The Ig(i Traction purified from immunized goat serum is digested to
prepare F(ab )> Antigen-specific F(ab )2 is aflinity-purified with the
antigen. Solid-phase absodtion is carried out with human serum protein.
Pcroxidasc-labeled amino acid polymer is conjugated to Fab obtained by
reducing F(ab )i.

The system does not contain biotin nor streptavidin. so the background
found with traditional biotin based detection system is completely
avoided.

3. INTENDED USE

For In-vitro Diagnostic Use.

Intedprctation must be made within the context of the patient's clinical
history and other diagnostic tests by a qualified pathologist.

A/-Hlstofine* Simple Stain MAX PO (MULTI) is designed to allow
immunohistochemical tests, to reveal antigens that reacts with a
user-supplied mouse primary antibody or rabbit primary antibod) on
human tis.sues and cells,

4. PRINCIPLE

The antigen / antibody / Universal Immuno-peroxidase Polymer complex
can be prepared by allowing the reagent to react with a mouse or rabbit
primary antibody bound to the antigen on tissue section. The enzymatic
activity of this complex results in a colored deposit, thus staining the
antigen site.

5. PRECAUTIONS
Before using this reagent, read these in.structions.

2 Do not use reagents after the expiration date.

3! For professional users.

4, Specimens, before and after fixation, and all other materials
exposed to them, should be handled like biohazardous materials
with proper precautions.

5, Inhalation or ingestion of the highly allergic fixative formaldehyde
is harmful. Wear protective mask. If swallowed, induce vomiting.
If skin or eye contact occurs, wash thoroughly with water.

6, Organic reagents are fiammable. Do not use near open flame,

7, Never pipette reagents by mouth and avoid their contact with .skin,
mucous membranes and clothes.

s . Avoid microbial contamination of reagents as incorrect result may
occur.

9. Avoid splashing of reagents or generation of aero.sols.

10. As a chromogen. DAB solution should be handled with care for it
contains carcinogen.

i 1. Unused solution should be disposed of according to local. State
and Federal regulations,

.STAINING PROCEDURES
o Reagents and Materials required but not provided

@

+  Xylene

*  95% ethanol

* 100 % ethanol

» Phosphate buffered saline (PBS)
(pH 7,6+0,2)

NaCl17.75 g
KzHPO: 1.50 g
K_H,Po 4 0.20 g

distilled water 11,
* 3% solution of hydrogen peroxide in absolute methanol
(Add | part of 30% hydrogen peroxide to 9 parts of
absolute methanol)
*  Mouse or rabbit primary antibody
* Negative control reagent
» Chromogen/substrate reagent
+ Counter staining solution
» Distilled water
* Ilumidificd chamber for slide incubation
» Light microscope
»  Cover slips
* Mounting media
*  Timer
» Staining racks or Coplin jars
*  Absorbent wipes
* Adhesive for tissue section
(0.02% poly-L-lysine. silane or the like)

0 Specimen preparation

1Paraffin-embedded tissue sections]

Specimens may undergo histological disintegration or antigenic
denaturation when subjected to highly concentrated fixative or prolonged
fixing. Thus, in order to obtain an optimal fixing, maintaining tissue
modhology and antigen activity, tissues which are as fresh as possible
and small in size (about Icm x Icm x 0.5cm) should be used. The
fixatives as shown below are recommended.

Fixing reagent Fixing time
10% formalin or buffered formalin 24-48 hours
20% formalin 12-24 hours

[Frozen tissue sections )
Specimens are embedded in compounds (like OTC compound) and
snap-Trozen in n-hexsan cooled in dry ice-acetone or liquid nitrogen.

O Section preparation

[ParalFin embedded tissue sections)

The cut sections .should be 3-6 y T and placed on slides. When further
treatments are to be done such as Antigen Recovery. Heat-Induccd
Epitope Retrieval (HIER) or trypsin treatment, the gla.ss slides should
be coated with an adhesive like 0.02% poly-L-lysine or silane for
tissue sections.

[Frozen tissue sections [

The cryostat sections are mounted on an adhesive (like 0.02%
poly-L-lysine) - coated slides and air-dried well. The sections are fixed
in 100% acetone for 10 minutes at room temperature or 4”0
paraformaldehyde-PBS .solution for 10 minutes at 4°C and then stained.

iV liislofine* ISNICHIRFI BIOSCIHNCES’s registered trademark The rﬁgistration countries would be referred to us
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[Control slides)
A positive control slide, negative control slide and reagent control slide
are needed and processed in the same way as the unknown specimen
slide to intedret staining results.
« Positive control slide
I1 specimen containing the target antigen which is processed in the
same way as the unknown specimen.
* Negative control slide
I1 specimen not containing the target antigen which is processed in the
same way as the unknown specimen.
» Reagent control slide
The control specimen is used and processed in the same way as the
test specimen e.xeept that negative control reagent is used instead of
primary antibody.

o Deparatfmizalion and Rehydration
1. Treatment with xylene

(1) Immerse the slides in xylene. After 3 minutes, take out and shake
olTthe exce.ssive xylene in the slides.
(2) Repeat 1.(1) twice using fresh xylene.

2. I'reatment with ethanol

Immerse slides in 100% ethanol. After 3 minutes, take out and
shake o ff the e.\ce.sslve 100% ethanol in the slides.

Repeat 2.( 1) once with fresh 100% ethanol.

(8) [I'hen. treat them twice with 95% ethanol in the same way as
described above.

3.  Washing
After excessive ethanol is shaken off, immerse slides in PBS for 5
minutes.

0 Staining Procedures

Quenching ofendogenous peroxidase
Wipe areas around the sections on the slides carefully to remove
exce.ss solution.

(2)  Immerse them in 3% solution of hydrogen peroxide in absolute
methanol for 10-15 minutes at room temperature ( 15 - 25°C).
(3) Rinse them in fresh PBS for 3 times, each of 5 minutes duration.

2. Addition and reaction ofthe primary antibody

Wipe areas around the sections on the slides carefully.

Apply 2 drops (100u1) of primary antibody to specimen slide,
positive control slide and negative control slide respectively so as
to provide a complete cover o f the sections.

To the reagent control slide, apply two drops of negative control
reagent (normal serum) in place of primary antibody.

Incubate them at room temperature or 4°C. (Follow the
instructions for incubation time data designated in the package
in.sert of primary antibody)

Rinse them in fresh PBS for 3 times, cach of 5 minutes duration.

3. Addition and reaction of A/-H istofine* Simple Stain MAX PO
(MULTI) (Universal Immuno-peroxidase Polymer, Anti-Mouse
and -Rabbit),

Wipe area.s around the sections on the slides carefully.

(2) Apply 2 drops (100(il) of Simple Stain MAX PO (MULTI) to each
slide so as to provide a complete cover of the sections. Incubate at
room temperature (15 - 25°C) for 30 minutes.

(3) Rinse them in fresh PBS for 3 times, each of 5 minutes duration.

4. Addition and reaction ofchromogen/substrate reagent

Wipe areas around the sections on the slides carefully.

Apply 2 drops (tOOu!) of the chromogen/substrate reagent to each
slide so as to provide a complete cover of the sections. Incubate at
room temperature (15 - 25°C) for 5-20 minutes.

Rin.se them in distilled water for 3 times, cach of 5 minutes
duration.

5. Counter-.staining
(1) Immerse them in the counterstain solution.
(2) Wash them well with tap water.

6. Mounting

In case of alcohol soluble substrates like AEC, the tissue sections are
mounted with water-ba.sed mounting media without further treatment. In
case of alcohol insoluble substrates like DAB. they are mounted with
permanent mounting media after washing with water, dehydrated in
graded series of alcohol and cleared in xylene.

Al
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O Interpretation of results

Microscopic observation
The slides are examined under a light microscope for
reaction. It is necessary to make comparison with three t
control slides for intedreting staining results.
« Positive control slide
Positive staining is observed.
« Negative control slide
Positive staining isn't observed.
« Reagent control slide
If the slide is stained, it is probably due to non-specific reacli*®
non-specific protein binding.

The .specificity and sensitivity of antigen detection is dependent on\'Jt'*'
specific primary antibody used,

7. STORAGE & SHELF LIFE

Store at 2-8°C, The reagent is stable 18 months after manufacturing.

8. GENERAL LIMITATION
(1) Allow this reagents to come to room temperature
staining,

(2) To minimize denaturing of antigen.s. do not
temperature in excess of 58"C during processing,

(3) Don’t make tissues dry in each .staining step.

(4) The optimal concentration and incubation time of primary antibodies
should be determined by the investigation. In some cases, further
dilution of primary antibodies may be required to prevent over staining.

(5) If the sections contain few endogenous peroxidase, few erythrocytes
and few granulocytes, quenching of endogenous peroxida.sc may be
omitted.

(6) Tissue staining is dependent on the handling and processing of the
tissue prior to staining. Improper fixation, freezing, thawing, washing,
drying, heating, or sectioning may produce artifacts or false-negative
results.

(7) Results will not be optimal if old or unbuffered fixatives are used, or
excessively heated during embedding or during attachment of sections to
slides.

(8) False-positive results may be seen due to nonspecific binding of
proteins. Although AA”-Histofine Simple .Stain MAX PO (MULTI)
does not require the use of blocking reagent separately, in some cas'es the
application of blocking reagent containing an irrelevant protein, prior to
incubation with the primary antibody, may be useful for reducing the
background.

(9) A/-Histofine® Simple Stain MAX PO (MULII) is designed for
in-vitro diagnostic use. NICHIRLI BIOSCIF.NCES INC.. NICIIREI
BIOSCIENCES sales agents and distributors will take no responsibility
for A/-Histofine Simple Stain MAX PO (MULTI) when used in a
way which directly or indirectly violates local regulations or patents.
Neither NICHIREI BIOSCIENCES nor its sales agents can be held
responsible for any patent infringement which may occur as a result of
improper use of the product.

-Histofine' isNICIIIREI BIOSCIENCES's registered trademark The registration countries would be referred to us
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BLE SHOOTING

blem

«taming or

U
"‘"/@‘I‘g results

r positive
fcntrol slide and
unknown

specimen slide

o The unknown
specimen slide is
not stained while
the positive
control slide is
stained.

Tlie backgrounds
are intensively
stained in all the
slides.

During the
reaction, tissue
sections come
off from the
slides.

Possible cause

Drying-out of specimens during staining
prior to addition of the reagents..

The embedding agent is not suitable, or
paraffin is not thoroughly removed from
paraffin-embedded sections.

Any trace amount o f sodium azide present
in the buffer inactivates the peroxidase,
making the staining impossible.
Inadequate incubation ofthe enzyme and
antibody.

Antigen is denatured or masked during
tl.xing or embedding process.

Antigen is decomposed by autolysis.
Less antigen is present in the sections.

Endogenous enzyifle activity was not
completely blocked.

Non -specific binding compositions are
found.

Autolysis results in excessive antigens
isolated in histological solutions.

Insufficient removal of paraffin.
Insufficient washing o f antibody.

A high room temperature accelerates
enzyme reactions.

Drying-out of specimens during staining
after o f the reagents.

Some antigens require heat induced antigen
retrieval procedure or prolonged reaction
time with primary antibody, which may
render the sections easily come off.

Solution

Kse the | lumidified chamber not to allow the tissue to dry out.

Select a suitable embedding agent or remove paraffin thoroughly from
sections embedded.
Change xylene or ethanol as the case may be.
Use sodium azide free buffer solution.
Change buffer solution.

Change stale chromogen/substrate reagent.
Blot o ff cxcess solution thoroughly at each stage.
Provide sufficient time for reaction with antibody. In particular.
primary antibody should be incubated for the time period specified in
the insert.

Some antigens are sensitive to fixation or embedding. So use less potent
fixative and decrease the fixing time.

The pretreatment is required for some tissues, in order to reveal the
antigen, such as Antigen Recovery. Heat-Induced tipitope Retrieval
(HIKR) or trypsin treatment.

Use tissues obtained by biopsy or surgery, whenever possible.
Prolong the incubation time.

1Ensure that the procedure for quenching of endogenous peroxidase is

2.

right.
Before adding primary antibody, treat with 10% normal goat scrum.

Obtain fresh tissues whenever available.

Change xylene or ethanol as the case may be.
Ensure thorough washing of antibody.
Keep room temperature at 15 to 25°C

Shorten reaction time.
Never allow the tissue to dry out.

Mount tissue sections on slides coated with an adhesive such as 0.02%
poly-L-lysine or silane.

1/ -Historine" is NICMIREI BIOSCIbNCES's registered trademark The registration countries would be referred to us
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Cucrema nerekunu Histofine® Simple Stain MAX PO (M)

YHUBEpCasnbHbIA NONMMMEPHbI NONMBANEHTHbIA OKpalmnBaLWmnit peaktus XpaHurb npu 2-8 " C CaenaHo B AnoHuu

Moctaeka peaktnBa 17  mnx | 6yTeinka (170 TecToB) Kop: 414131F
17 wmnx 3 6yTeinkn (500TecToB) Kon:414132P
17 wmnx 9 6yTteinok (1 500 TecToB) Kop 414134F

I. BBEOEHWE

dupma MCITUKK! BIOSCIENCES INC. paspabotana yHWKanbHYyld MWMMYHO-TUCTOXMMUYECKYI Kpacsilylo CUCTEMY MNOA HalaHuem
YHuBepcanbHbll MMMYHO-3H3UMHbIA Monumep (UIP). meToa, 3anateHtoBaHHbii B CLIA. Ne HateHra 6,252,053 OH sBnsietca opuruHanbHom
TexHonorueir dupmbl  -llistofinedC Simple Stain MAX PO (M) obecneunBaeT un 6Gbicoe [feiicrBue, U XOHOMUIO BPEMEHU NPU UMMYyMO-
TMCTOXUMNYECKOM NMPUMEHEHUM

2.0NNCNNNE NMPENAPATA

XXupkocrb. rotoBas k ucnonb3obaHuto MeueHbln nonumep - Histofine® Simple Stain MAX PO (M) (YHuBepcanbHblii VIMMyll0-nepokcnaasHblin
Monumep, aHTUMBILLIWHbIA) U3rOTOBMNEH NyTeM COeAMHEHUS aMUHOKUCHOTHbIX MONMMEPOB C HEPOKCUAA30M U @HTUMbIWUHBIM UMMYHOTIOGYNMHOM
KO3bl, Koropble peayuupytorcs go Fab aHTuten OH copepxutcs B 6ycdpepe MOPS (3-mopdo;rmHnponaHcynbdoHoBOi kucuoTel) (pM 6 5), co
crabu;w3saropom n 6akTepMLuaHbIM CPeACTBOM.

Onucaxune llistotine® Simple Stain MN X PO (M) (YHuBepcanbHblli MMMyHO-nepokcupaasHblni Monumep, AHTU-MbHHUHBII .
/m; MmmyHornoy6nunosas dpakuus BblaeneHa n3 UMMYHU3WPOBAHHbIN KO3bel CbIBOPOTKM NyTem nepeBapuBaHus, 4tobbl npurotoButb F(ab )2
dpal MeHT.
AHTureH cHeundunyHbnT F(ab )2 adduHHO ounwieH ¢ aHrureHom TeeppodasHas abcopbuns Gbina BbINONHEHA C YENOBEYECKMM CbIBOPOrOYHbIM
npotemHom [lonumep M3 aMUHOKUCNOT, MEYEHbI HepoKkcuaason, 6bin KoHblorMpoBaH ¢ Fab dparmeHTom , nonyyeHHbIM peaykuven F(ab)2
3. MPEONONA! AEMOE MCMOTJNBbIOBAHUWE
n'14a AOArMoc rukT! IN VITRO
Peaktns Histofine® Simple Stain MAX PO (M) npeaHasHayeH ANsS UMMYHOTMCTOXUMUYECKUX UCCNEAOoBaHUA PUKCUPOBaHHbLIX B hopmanuHe B
dopmanuHe O npuMeHEHWU ANa OKpalMBaHUS 3aMOPOXEHHbIX Cpe3oB TkaHel uuTarte B n 6 MNPOLUEAYPA OKP.1111NBITHUA.
OrHocurenbHO »TO peakTuBa Ans Apyrux o6pasuoB MOXHO y3HaTb, o6paTuBlwIMCh B TexHU4eckyto cnyx6y dpupmbl NICIIREI BIOSCIENC:ES.
4. NPNNOLUNH
AHTUreH/anTuTeno/YHunsepcanbHbli MMyHo-nepokcmaasHblii MonuMepHblli KOMMNNEKC MoXeT OblTb MPUroTOBRNEH NyTeM peakuun peaktuBa C
NEPBUYHLIM MBbILWUHBIM @HTUTENOM, COEAMHEHHLIM C aHTUTEeHOM Ha cpe3e TkaHu ®PepMeHTaTUBHOe AelicTBME 3TOro Komnnekca npusoau! K
NOSsIBNEHUIO OKpaLleHHOro ocajka, Takum obpasom, okpallmBas mectononoxeHue atirnreHa
5. HPEQO( TOPOXHOCTU NPN NC'MONBbIOBAMNN PEAKTUBA HJHI ObPATLUENUN T HUM
1 Mpexpae yem ncnonb3oBaTb pPeakTUB, BHUMATENbHO NpPOYUTalTE 3Ty UHCTPYKLMUIO
2 He ncnonbayiiTe peak-1MBbl NOCNe NUCTEYEHUS CPOKa UX TOAHOCTH
3 [Onsa npodgeccroHanbHOro UCnonbL3oBaHus
4 C o6pasyamu, go v [ocne dukcauyum, a Takxe C APYrMMuM maTtepuanamu, UCNONb3yeMbiMW BMecTe C HUMM, cregyeT obpalwartbcs, Kak C
6uono! nyeckn onacHbIMM Masepuanamu, cobniogas cCooTBETCTBYOLME NpaBuia NnpefocTOPOXHOCTU
5. BaobixaHne wnu npornatbiBaHWe BbICOKO annepreHHoro dukcupytowero dopmanbaernga - onacHo Hapesaiite 3satyntHyto macky [Mpwu
crny4yaiHOM npornarsiBaHUn NpuMuTe pBoTHOE CpeAacTBO [pu KOHTaKTe C KOXeW unu nonagaHuu B rnasa, TWwaTenbHO NPOMONTE UX BOAOKN
6 OpraHuyeckMe peakTUBbl - NerkoBocnnaMeHsowWwuiics matepuan 11e ucnonbayiite Ux B6NM3N OTKPLITOrO Oi He
7. Hukorpa He packanbiBaiiTe peakTuBbl B pTOoM, usberainte ero nonagaHusi Ha Koxy, CnM3ncTble 060n04kn 1 oaexay
8 W36e! aiire GaklepHa)!blto! 0 3apaxeHns peakTUBOB, MOCKOMbKY 3TO MOXeT Ucka3uTb peaynbTats! 1pn nx ucllonbsosanuil.
8 W36e! aiiTe pacnneckuBa!n!s peak!nBos hjlh o6pasoBaHus Gpbis!-
9 Kak xpomareH pactsop AABgonxeH 6b! rb !!lpumeHen ¢ ocTopoxHoc3 bloBBuay elo kaH!wpoleHHocin
10 Heuclionbsyemble pearensb! gonx!!sl 6b!Tb yTMnnanposalil co! JlacHo mect!ib!m !lpaBunam

6. MIPOUEAYPA OKPAUINIBAIIUA
Meo6xoAnmb! peakTuBbl U MaTepuansi, He BXoAsilMe B NOCTaBKY

* Mepsuuiloe a1lTuTeno wi.livw wilh KpONMKA OTpuuyalenbHblii kOHIpoJ!bHbBIN peakTuBs
= Kcunon MokpoBHOE cTekno

+ 100% )TWIOBbI cnupT CeeToBOW Mukpocko!!

* 95% oaTunoBbIK CNUpPT AunctunnupoBaHHas Boaa

« PacTBOp KOHrpacTHOW okpacku BnaxHas kamepa ans uHkybauum
® 3% pac3sop !lepekucum Bopopoda B abco;!l0!lhom MeTaHone lipeliapala

(pob6aBurb | yactb cpenctsa 30% !tepekucu Bogopoaa kK 9 yacTum 3anuBoyHasa cpepa

abconoTHOro MeraHOJ!a) Taiimep

= docdaTHo-conesoit bydepHblii pacTeop 1ntaTues!

(pW 7.6+1).2) BlwmTeiBalowune candertkn

NaCl 775r1

K2IIPO4 150 r

KH2PO4 o20r

AvcTun;lupoBaHnas Boaa In

Apresupyto!!lmin coctaB ana cpesos TkaHel (0,02% nonunuaun!l, cunan nTtwm )
m Xpomo1teHosb! /cy6crpaT peakrns -Histofine® Simple Stain AEC, pacssop (Bes !1pulo [0 BneHus, ogHa 6ylbinka) 500 Tectos Koa, 415.182 F
| 500 3ecTtoB Kon 415 184 17/Cospaillubii NICIIIRElI BIOSCIENCES, oaHa 6yTbinka, roToBbli kK ucnonb3oBaHuto 6e3 !ipulows;leHns
xpomo! ell/cy6ecTpat. 1asblsaembiii /1/- Histofine Simple Stain Substrate Solution (MpocTtoin Pacteop Kpacswero Cy6etpaTta
® [purotoBneHune obpasua [Cpe3 TkaHu B ltapaduHe] B obpasuax moryt Bo3Huk!lyTb noBpexaeHue TkaHel unu geHatypalwmu alnuleHos. korpa
oHu ltoaBep!aloTca Bo3fgencTBill0 CUNMbHO KOHUEH!pupoBaHHb!X dukcalopoB wu;lv anurens!loii dukcalum !mneunto Takum obGpatom. 4306b!

nony4yuTb OoH3MManbHoe 3akpeluleHne. coxpaHeH1le mopdo;lorum Tkanu il neiictBne aHTureHa, cneayet mcnonb3osaTb obpasub! Tkallll. kak mox!lo
6onee ceexune, pasamepom 1cm x | cm x 0,5 cm. PekomeHayeTcss ucnonb3oBaTtb ukcaTopb!, ykazaHHble gaee.
DUKCUNYKMNUIA peakTuB B pemsa dukcayum
10% dopmalMIl w'n 3abydepenubiii dopmanud 20% dopmanuH 24 -48 yacos
12 yacos

Histofine® sBnsietcs 3ape! ucpumposaHHoii Toprosoi mapkon pupmel NICIIIREI BIOSCIENCES.
Mpwu pernctpauun npocbba Bcerga ceb!natbes Ha ilac
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..T
(Cpesbl yamopoxeHHoin TkaHu] O6pasybl pa:)velleHbl B cMmecu (Hanp, cmecb OTC) u mihobchho 3amopoxeHbl B n-rckcaHc\ n
TBEPAON yrnekncnoTe Unu XuWaKom asote \
m [ToarotoBka cpe3oB [Cpesbl TkKaHW B napaduHe] \
Cpesbl cnegyeT pas3MecTuTb Ha npeaMeTHble cTekna Ecnu ¢ HUMM HYXHO nNpoBecTM Takue [encTBUs, kak BoccTaHoB:J1 Ym
BOCCTaHOBMep|ue 3runoHa noAa TennoBbIM BO3AeiCcTBUEM, UM 06paGoTKy TPUMNCUHOM, NPeAMETHOE CTEKNO cneayeT NoKpbiTb KIMCHK* A
Kak Haupumep 0.02% HOMUAM3UH UMW CUNaH, ANS KaXAOoro cpesa rkaHu \
(Cpesbl 3aMOPOXEHHON TKaHU] \
3amMopoxeHHble 06pa3sHbl pa3MellalnTcs Ha MOKpbIThble Knelkum BewectBoM (Hanpumep. 0.02% nonwunuauH) npegMeTHble cTekna
npocywuBawTca Ha Bo3gyxe Cpesbl dukcupytoTca B 100% auetoHe B TeyeHue 10 MUHYT tip KOMHaTHOW TemnepaTtype unu B 4T
napacdopmanbaernga - docdatHo-conesom 6ydepHom pactBope B Teuyenue 10 mMuHyT npu 4"C u 3atem okpalwuBatwrcs on\ <kt
KOHLUEHTpauusa n BpemMs WHKyGauns nepBUYHbIX aHTUTEN crieayeT onpeaenaTb NyTeM UCCNeaoBaHUs B HEeKoTOpbIX crnyvasx MOXeT Hor
rmd nepBUYHbIX aHTUTEnN, YTobbl n3bexaTtb N3BbITOYHOrO OKpallnBaHUsA \
Henu cpesbl copgepxaT Mano 3HAOIEHHOW nepokcuAaasbl. Mano 3pUTPOLMTOB U Mano rpaHynolUTOB. raleHne 3HAOTeHHOW nepokcuaasbl w4
nenatb
(KoHTponbHble 06pas3ybl]
ModebyoTca NO3UTUBHBLIA KOHTPONbHbLIA obBpasel, oTpuuaTenbHblii KOH-PONbHLIA obBpasel, U KOHTPOMbHbLIN ob6pasely C peakTUBOM, Kr
obpabaTtbiBaloTCA Takum xe o6pasom, kak U HEM3BECTHbIN obpasel, YTOObl HpoalwW3npoBaTb pedynbTaThl OKpallMBaHUSA
= JlenapaduHusauus v pernapartayums
1 O6paboTka kcunonom
(1) Nody3uTe obpasybl B kcunolr Yepes 3 MUHYThI BbIHbTE UX U CTPSIXHUTE C HUX M3OLITOK Kcunona
(2) MosTopuTte pgenictBua n (1) AgBaxAbl, NCNOMNb3YSA CBEXWIA KCUNon
2 O6paboTka 3TUNOBbLIM CNUPTOM
(1) NModysnTte obpasuybl B 100% aTMNOBbIA cNUpT Yepe3 3 MUHYTbHI BbIHbTE UX U CTPSIXHUTE C HUX U3BbITOK cnupTa
(2) 1osTopuTe peiicteusa n (1) ABaxabl, NCNONb3ys CBEXWIA 100% 3TUMOBbLIA CUPT.
(3) 3atem o6paboTaiiTe o6pasubl 95% 3TUNOBLIM CMUPTOM TaK Xe. Kak yka3aHo B 2-X NpeablAyWwmnx nyHKTax \
3 [pombiBKa \
Mocne Toro, kak obpasubl 6yayT o6pabotanbl 95% cnuprom. norpysute obpasubl B dhocatHo-conesoii 6ydepHbiii pacTBop Ha 5 MUHYT \

®m PekomeHAyeMasi npoueaypa okpaluBaHusa
1 | awenue aHAOreHHON nepokcuaasbl
(1) TwaTenbHO BbITPUTE NpeAMeTHble cTekna ¢ obpasuyamu, 4To6bl yaanuTb n3beliTok pacteopa
(2) lloipyiHTc unx B 3% pacTtBop nepekucu Bogopoaa B abconoTHoMm meTaHone Ha 10-15 MUHYT npu KOMHarHou Temnepartype
(3) Mpomolite nx B cBexem docdaTHo-coneBom BydepHom pacTBope 3 pasa, Mo 5 MUHYT KaxAbli pa3
2 [obaBneHune n peakyMs NepBUYHOrO aHTUTENa
(1) TwaTtenbHO BLITPUTE NPeAMeTHbIe cTekna ¢ obpasuamm
(2) DobaBbTe Mo 2 kannu NepBUYHOrO aHTMTEna Ha obpasel, MONOXMUTENbHbIA KOHTPOMbHLIN obpasel, oTpuuaTeNnbHbIi KOHTPONbHLIN obpasel
Tak. YTOObl TOMHOCTLIO MOKPbLIThL CPe3bl
(3) Ma koHTponbHbIN obpasey c peakTusom fAobaBbTe ABe Kannu OTpULATENbHOIO KOHTPOMbHOrO peakTuBa (HopmanbHas CblBOPOrka) BMecTO
nepBUYHOr O aHTUTEna
(4) BblgepxuTe ux Npu KOMHaTHOW Temnepatype unu npu 4’C (Cnepgynte MHCTPYKUUSIM OTHOCUTENbHO BPEMEHWU BbIAEPXKW, KOTOpble AaHbl Ha
ynakoBKke MepBUYHO aHTMUTEena.)
(5) TMMpomoiiTe ux B cBexem docdaTHo-coneBom BydepHom pacTBope 3 pasa, Mo 5 MUHYT Kax;1blil pa3 !
3 [o6asneHune n peakuyus -Histofine("3 Simple Stain MAX PO (M) (YHuBepcanbHblli MMmyHO-nepokcupaasHelii Monumep AHTU-MbIWKHBIA (1)
TwartenbHo BbNpUTE NpeamMeTHble cTekna ¢ obpasuamu, 4Tobbl yaanutb n3bbiTok pacTeopa
(2) Dobasbte no 2 kannu Simple Stain MAX PO (M) Ha o6pasey Tak, 4To6bl MOMHOCTbLIO MOKPbLITH Cpe3bl  BbigepxuTe MX NpU KOMHaTHOWM
TemnepaTtype B TeyeHune 30 MUHYT
(3) Mpomoiite ux B cBexem docdaTHo-conesom bydepHom pacteope 3 pasa, N0 5 MUHYT KaxAbli pas
4 [o6GaBneHue u peakuyus peakTuBa xpomoreHa/cybctpaTta
(1) TwaTtenbHO BbITPUTE NpeAMeTHblEe CTekna ¢ obpasyamu, 4Tobbl yaanuTe n3bblTok pactBopa
(2) DobGaBbTe Mo 2 kannu peakTuBa XxpomoreHa/cybcTpaTa Ha obpa;ley Tak. YTobbr MONMHOCTLIO MOKPbLITL CPe3bl  BbiaepxuTe MX Npu KOMHaTHOW
Temnepalype B TeyeHue 5-20 MuHyT
(3) Mpomoiite nx B ceexem ((ocdarHo-conesom 6ycdepHom pacteope 3 pasa, No 5 MUHYT KaxAbli pa3
5 KoHTpacTHOe okpawuBaHue
(1) MorpysunTte o6pasybl B OKpalLMBaOLW KA pacTBOp ANS KOHTPaCcTUPOBaHUS
(2) MpomoiiTe ux BOAONPOBOAHON BOAON
6 3aknoyeHve i MCTONOrMYECKNX CPe3oB B 3aNMBOYHYIO cpeay
B cnyuyae ecnu Takon cpepoli siBnsetcs cybcTpathl, pacTBopuMble B cnupTe, Hanpumep. AEC, cpesbl TkaHM pallelwalnTcs B 3aNMBOYHON cpeae Ha
BOAHOW ocHoBe 6e3 AanbHeliwei o6paboTkm Ecnu cpepoii saBnstoTcA HepacTBOpUMble B cnupTe cybctpaTthl, Hanpumep. DAB. cpesbl pa3melyatotcs
B MOCTOSIHHOW 3aNIMBOYHOW cpefe nocne NpoOMbIBKM WX BOAOW, AerMapupyloTcs B rocrnefoBaTenbHOW cepuy MO YyXEHUn B CNUMPT U ouuMlialTcs
Kcunonom
® AHanus pesynbLTaToB
| HabniopgeHue 104 MUKPOCKONOM

O6pasybl MccnenyTCs NoA CBC-TOBbIM MUKPOCKOMOM A0 NONOXWUTENbHON peakyun Heobxoanmo

CPaBHUTL C (PCMS TUNAMMN KOHTPOSbHbIX CPE30B ANA aHanu3a pe3ynbTaToB OKpallWBaHUS
. MonoxuTenbHbI KOHTPONbHLIA 0Gpasey,

O6pasel, coaepxalnii aHTU1EH-MULLIEHb. KOTOPbI ob6pabaTbiBaeTcs TAKMM xe obpa3om, Kak u HeM3BeCTHbIN obpa3sel

OTpuyaTtenbHblil KOHTPONbHLIA 06pa3sely

O6pa)el. He coaepxaluin aHTUreH-MUU1EHb. KOTOPbI oB6pabaTbiBaeTca Takum xe o6pas3om, Kak U HEU3BECTHbIV obpasey
. KoHTponbHbI 06pa3sel ¢ npenapaTom

KoHTponbHLI o6pasel ucnonb3yetcsa u obpabaTtbiBaeTcsa Takum e obpasom, kak U uccrneayemblii obpasel, 3a WCKNOYEHWEM TOro, 4TO
oTpuLaTenbHblli KOHTPONbHbLIA peakTUB MCMNOMNb3yeTcs BMECTO NepBUMYHO aHTMTena Ecnu obpasey okpalvBaeTcsi, BO3MOXHO, 3TO MPOUCXOAUT
BcneacTBMe HeobblYHOW peakly HeobblYHbIX 6EenKoBbIX CBA3bIBAHWI
7. XP.JINEWHK XpaHutb B TeMHOM MecTe npu 2-8*1' PeareHT cTabuneH 18 mecsueB ¢ MOMeHTa NpoOM3BOACTBA

Histofine® sBnsetcs 3apeructpupoBaHHoi Toprooit mapkoit upmbl NICHIREI BIOSCIEN(?KS.
11pu perucTpaumm npocbba Bceeila ccbinaTbcs Ha Hac
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e OBbILIUE OTP.MIITYKHUA
I’l q [aiiTe peakTvBam JOCTMYb KOMHaTHOW TeMmnepaTypbl (15-25°C) neped Hayanom okpallMBaHUs.
X g MuHumunanpyiite geHatypauyuio aHTureHa. He nnkybupyiite o6pasey npu TemnepaTtype Bbiwe 58C B npouecce o6paboTku.
He nosBonsivite TkKaHW BbICbIXaTb, HU Ha KaKoW CTyMeHW OKpalUBaHWUS.
Ry OnTumanbHas KOHUEeHTpayuus v Bpems WHKyGauumu nepebiX aHTUTEN AOMXHbI 6bITb ONpeaeneHsl nonb3osatenem. B page cnyyaes ans

npefoTBpalleHne nepekpawmBaHnus MoxeT ObiTb HEO6XOAUMO NpeABapuUTenbHOE pa3BefeHne MepBbiX aHTUTEen.

8.5 Ecnu o6pasubl cogepxaT HeGonblloe KONMYeCcTBO 3HAOTEeHHOW nepokcuaasbl, Mano 3puTpoLuTOB U Marno rpaHynoyuToB, 3Tan raweHusa

3H[OTeHHOU nepokcuaasbl, MOXeT BbiTb nponyweH.

8,6 OkpaluuBaHue TkaHell 3aBUcuT oT 06paboTkn o6pasyoB nNeped okpallmBaHueM. HenpaBunbHas dukcauns, 3amopaxusaxue,
oTTaMBaHue, NPOMbIBKA, BbICYLWIVBAHWE, HArPEB UMN pacCceyeHne MOryT Bbi3BaTb NOsIBNIeHNe apTedakToB UMK NOXHOOTPULATENbHbIX

pe3ynbTaToB.

8.7 PesynbTtatel He 6yayT oNnTUManbHbIMKU, €CNWM UCTONb3YIOTCS cTapble unn HesabydepeHHble dukcaTopbl, UM N3BBITOYHBIN Harpes npu

napacuHOBOW NPOBOAKE UMW HakneMBaHWe CPe30B Ha NpeAMeTHble CTekna.

8.8 JloxXHONOMoOXUTenbHble pe3ynbTaThl MOryT NOSIBUTLCA BCMEeACTBUE Hecneunduyeckux ceasbiBaHuii 6enkos. XoTs -Histofine* Simple Stain
MAX PO(M) u He TpebyeT ncnonb3oBaHUs OTAENbHbIX 6NOKUPYOLMX PeakTMBOB, B HEKOTOPbLIX Cly4yasx NoOMMeHeHne 6nokupyloLero
peakTuBa, cogepxauljero «3abusoyHblii» 6enok, neped nHkybaume NepBUYHOro aHTUTENa MOXeT OblTb MONE3HBIM ANA YMEHbLIEHNUS

(hOHOBOrO OKpaLIMBaHWUS.

8.9 PeareHT Histofine* Simple Stain MAX PO (M) cosgaH ans AnarHoCTUKU WH BUTPO. Topaoesie azeHmMbl U ducmpubbomopbl hupmbl
NICHIREIBIO5SCIENCES INC., NICHIREIBIOSCIENCES5 He Hecym omeemcmeeHHOCMU 3a pe3ysbmamabl ucnonb3osaHus Histofine* Simple
Stain MAX PO (M), ecriu npu e2o npuMeHeHUU NPsSIMO U/lU KOCBEHHO Hapywarmcsi MECMHbIe peaynupyrwue npaeuna unu

nameHmbi. Hu npounssoautens NICHIREI BIOSCIENCES, Hu eeo mopzaoebie aeeHmMbl HE MOXem Hecmu omeemcmeeHHOCMb 3a f1lobbie

HapyweHUs nameHMHbIX npag, KoOmopble Mo2ym 803HUKHYMb 8 pe3ysibmame Hernpaeus/ibHO20 UCnosib308aHus npoOmeaM

9. XTP.JIMKHUK NKI110JIAJTIOK

Mpo6nema BoamoxHas npuunHa Criocobbl ycTpaHeHus
o HeT okpawwvBauHs. wnu cnabblii 1. BbicbixaHune obpaTta BO Bpems 1. He ponyckaiite nepecbixaHus obpasuos
peuynbTar oKpalnBaHus Ha oKpauuiBaHus nepen nobasnexHmem TKaHu
NOMOXW renbHOM KOHTPONbHOM peak4mBa
obpaTe u uccnegyemom obpasue
2. He noaxoawT 3anuMBOYHBIA areHT HJH) 2. Buibepute nopxopawwmii iajmBO4Hi.iH
napaduH He NONHOCTbIO yAaneH U3 cpesos areHT unu TWwarensHo yaanute

napaduH co cpe3oB TkaHu - 3ameHuTe
KCuMnon unu )TUNoBbIN CcNUpPT

3. B 6ydepHom pactBope npucytcTByloT 3. - WcnonbayiTte 6ydepHblii pacTBop, He
cnegbl asmpga Hadusa, KoTOpble coaepxaluii aunaa Hacdus
MHaKTUBUPYIOT nepokcugaudy, uTO - 3ameHuTe 6y(|)epublii pacTBop
npensaTcTByeT OKpaLlnBaHUio

4. HenpaBunbHoe nHky6auns depmeHTa u 4. 3ameHuTe cTapblil peakTus
aHTUTena xpoMOICH/cy6cdaTt

- TwaTtenbHO ypansaiTe N3NULWKN
pacTBopa Ha KaxAoW cTagum npouecca
- ObecneybTe gocTa4yHoe Bpems gMsi
peakiwu ¢ aHTutenom OcobeHHO >To
kacae Tca HepBu4i{oTo airi Hiejia. Bpems
nnk> 6auus KOTOporo AonxHa
COOTBETCTBOBATbL yKa3aHWUAM B

VUHCTPYKLUK

o Mccnepyemeblii obpaseu He 1. AHTUTEH feHaTypupoBaH UNu CKpPbIT BO 1. - 116KOTOPbI€ aHTUr eHbl
oKpalwusaeTcs, XoTsa Bpems ukcaLun nnu npoBoaKn YyBCTBUTENbHbI K (|)Ukcauumn unm
NO;I0XUTeNbUbIi KOHMONbUbIN napa(|)uHoBoii nposoake McnonbayiTe
obpasel, okpalmBaeTcs MeHee aKT UBHble pukcaTopbl 1

yMeHblNTe Bpems dukcauumn
- YTo6bl OGHapPYXWUICSH aHTUTEH,
HEKOTOPbIM TKaHAM TpebyeTcs
npeaBapuTensHas obpaboTka,
Hanpumep, BOCCTaHOBNEHNE aHTUreHa,
npu Harpese unu o6paboTka
GUNCUHOM

2. AHTUr eH pasnoxunca nytem ayrojurta 2, - Mo sosmoxHocTH umcnonb3ynte
obpasubl TKaHbl, T[HONYyYEeHHble nNpu
6UONCUN “an XUPYPT NHECKUM NyTEM

Histofine® siBnsietcsi laper ucrpuposaHHoii Topr oo mapkoit dpupmbel N1CIIIRE1 B10SC1KNCKS.
Mpwu peructpauum npocb6a Beeifga ccbinatbest Ha Mae
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3. B cpesax npucyTcTByeT MeHblue aHTUreHa - Mpoanute Bpemst UHK"
o Ha Bcex npenapaTax WHTEWCUBNO 1. OHAoreHHas depmeHTaTMBHAs aKTUBHOCTb - 11poBcpbTe, npasun!,
okpawmsaeTcs poH He NoNHOCTblo 6GnokMpoBaHa nposeaeHa npoueayp,
3HAOreHHO nepokcuaasxK
2, O6Hapyxunuce Hecneunguycckuc - Mepea po6aBnexHuem\
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INSTRUCTIONS

iV-Histofine® Simple Stain MAX PO (M)

almmuno-pcroxidase Polymer, Anti-Mouse
f/istoflne Immunohistochemical staining reagent

Store at 2-8°C

Codc:414131F
Code :414I132F
Code :414134F

17ml. x | bottle (170tests)
17ml. X 3 bottles (500 tests)
17m1.x 9 bottles (1500 tests)

aftnls supplied

I INTRODUCTION

NICHIRFI BIOSCIENCbS developed a unique immunohistochemical
slaining system called Universal Immuno-cnzyme Polymer (UiP)
method (US Patent N0.6.252.053). This is NICHIRFI BIOSCIENCES's
original technique. A/-Histofine'r Simple Stain MAX PO (M). this
provides both high sensitivity and time saving in immunohistochemical
applications.

2. DESCRIPTION

Liquid. Ready to use.

*V -Histofine” PO (M)
Immuno-peroxidase Polymer. the labeled polymer
prepared by combining amino acid polymers with peroxidase and goat
anti-mouse Ig which are reduced to Fab. It MOPS
(3-Modholinopropanesulfonic acid) bulTer(pll 6.5) containing stabilizer
and antibacterial agent.

The Ig(i fraction purified from
Antigen-specific F(ab); is affinity-purified with

Stain MAX
Anti-Mouse) is

Simple (Universal

is stored in

immunized goat serum is digested to
prepare F(ab )r the
antigen. Solid-phase absorption is carried out with human serum protein.
Peroxidase-labeled amino acid polymer is conjugated to I'ab obtained by
reducing F(ab ):.

The system does not contain biotin nor streptavidin. so the background
biotin based detection system is completely

found with traditional

avoided.

3. INTENDED USE

For In-vitro Diagnostic Use.

Intecpretation must be made within the context of the patient's clinical
history and other diagnostic tests by a qualified pathologist.

A/-Histofme*

immunohistochemical

is designed to allow
that

user-supplied mouse primary antibody on human tissues and cells.

Simple Stain MAX PO (M)

tests, to reveal antigens reacts with a

4. PRINCIPLE

I'he antigen / antibody / Universal Immuno-peroxidase Polymer complex
can be prepared by allowing the reagent to react with a mouse primary
antibody bound to the antigen on tissue section, fhe enzymatic activity
of this complex results in a colored deposit, thus staining the antigen site.

5. PRECAUTIONS

|. Before using this reagent, read these instructions.
Do not use reagents after the expiration date.

3. For professional users.

4. Specimens, before and after fixation, and all other materials
exposed to them, should be handled like biohazardous materials
with proper precautions.

5. Inhalation or ingestion of the highly allergic fixative formaldehyde
is harmful. Wear protective ma.sk. If .swallowed, induce vomiting.
If skin or eye contact occurs, wash thoroughly with water

6. Organic reagents arc llammable. Do not use near open flame.

Never pipette reagents by mouth and avoid their contact with skin,

mucous membranes and clothes.

8. Avoid microbial contamination of reagents as incorrect result may

occur.

N

. Avoid splashing of reagents or generation of'aero.sols.

10. As achromogen. DAB solution .should be handled with care /'or il
contains carcinogen.

I 1. Unused solution should be disposed of according to local. State
and Federal regulations.

6. STAINING PROCEDURES

o Reagents and Materials required but not provided

«  Xylene

« 95% ethanol

*  100% ethanol

« Phosphate bulTered saline (PUS)

(pH 7.60.2)
NaCl7.75 g
K,I1P ()4 150 g
K112PO4 0.20 g

distilled water IL

* 3% solution of hydrogen peroxide in absolute methanol
(Add | partof30% hydrogen peroxide to 9 parts of
absolute methanol)

*  Mouse primary antibody

*« Negative control reagent

+ Chromogen/substrate reagent

« Counter staining solution

« Distilled water

« 1lumidified chamber for slide incubation

« Light microscope

< Coverslips

« Mounting media

. Timer

« Staining racks or Coplin jars

« Absorbent wipes

« Adhesive for tissue section
(0.02% poiy-L-lysine, silane or the like)

O Specimen preparation

[Paratrin-embedded tissue sections]

Specimens may undergo histological disintegration or antigenic
denaturation when subjected to highly concentrated fixative or prolonged
fixing. Thus, in order to obtain an optimal fixing, maintaining tissue
modhology and antigen activity, tissues which are as fresh as possible
and small in size (about lem x lcm x 0.5cm) should be used. lhc
fixatives as shown below are recommended.

Fixing reatient I'ixinti time
10% formalin or bulTered fomialin 24-48 hours
20% fonnalin 12-24 hours

[Frozen tissue sections |
Specimens are embedded in compounds (like OTC compound) and
snap-frozen in n-hexsan cooled in dry ice-acetone or liquid nitrogen.

0 Section preparation

|Paraffin embedded tissue sections]

The cut sections .should be 3-6 u T and placed on slides. When further
treatments are to be done such as Antigen Recovery. Meat-induced
Epitope Retrieval (lIIER) or trypsin treatment, the glass slides should
be coated with an adhesive like 0.02% poly-L-lysine or silane for
tissue sections.

[Frozen tissue sections [

The cryostat sections are mounted on an adhesive (like 0.02%
poly-L-lysine) - coated slides and air-dried well, fhe sectionvi are fixed
in 100% acetone for 10 minutes at room temperature or 4%
paraformaldehyde-PBS .solution for 10 minutes at 4°C and then stained.

A/ -Histofine" isNICHIREI BIOSCIFNCES's regi.stered trademark The registration countries would he referred to us
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IControl slides]
Il positive control slide, negative control slide and reagent control slide
are needed and processed in the same way as the unknown specimen
slide to intedret staining results.
« Positive control slide
A specimen containing the target antigen which is processed in the
same way as the unknown specimen.
« Negative control slide
I1 specimen not containing the target antigen which is processed in the
same way as the unknown specimen.
« Reagent control slide
The control specimen is used and processed in the same way as the
test specimen except that negative control reagent is used instead of
primary antibody.

o Deparattinization and Rehydration

1. Treatment with xylene

(1) Immerse the slides in .xylene. After 3 minutes, take out and shake
o ff the excessive xylene in the slides.

(2) Repeat |.(1)twice using fre.sh xylene.

2. Treatment with ethanol

(1) Immer.se slides in 100% ethanol. After 3 minutes, take out and
shake o ff the e.xcessive 100% ethanol in the slides.

(2) Repeat 2.{1) once with fresh 100% ethanol.

(3) fhen. treat them twice with 95% ethanol in the same way as
described above.

3. Washing
After excessive ethanol is .shaken off. immerse slides in PBS for 5
minutes.

o0 Staining I'rocedures

1. Quenching of endogenous peroxidase

(1) Wipe areas around the sections on the slides carefully to remove
excess solution.

(2) Immerse them in 3% solution of hydrogen peroxide in absolute
methanol for 10-15 minutes at room temperature (15 - 25°C).

(3) Rin.se them in fresh PBS for 3 times, each of5 minutes duration.

2. Addition and reaction ofthe primary antibody

) Wipe area.s around the sections on the slides caretully.

) Apply 2 drops (100u1) of primary antibody to specimen slide,
positive control slide and negative control slide respectively so as
to provide a complete cover o f the sections.

(3) To the reagent control slide, apply two drops of negative control

reagent (normal serum) in place of primary antibody.

(4) Incubate them at room temperature or 4°C. (Follow the
instructions for incubation time data designated in the package
insert of primary antibody)

(5) Rin.se them in fresh PBS for 3 times, each of 5 minutes duration.

3. Addition and reaction of J1*-H istofine® Simple Stain MAX PC)
(M) (Universal Immuno-peroxidase Polymer, Anti-Mouse).

(1) Wipe areas around the sections on the slides carefully.

(2) Apply 2 drops (1()()y1) of Simple Stain MAX PO (M) to each slide
so as to provide a complete cover of the sections. Incubate at room
temperature (15 - 25°C) for 30 minutes.

(3) Rinse them in fresh PBS for 3 times, each of 5 minutes duration.

EN

N LT
-

Addition and reaction of chromogen/substrate reagent
Wipe areas around the sections on the slides carefully.
Apply 2 drops (100u1) of the chromogen/substrate reagent to each
slide so as to provide a complete cover o f the sections. Incubate at
room temperature (15 - 25°C) for 5-20 minutes.
(3) Rinse them in distilled water for 3 times, each of 5 minutes
duration.

5. Counter-staining
1) Immer.se them in the counterstain solution.
2) Wash them well with tap water

6. Mounting

In case of alcohol .soluble sub.strates like ARC, the tissue sections are
mounted with water-based mounting media without further treatment. In
case of alcohol insoluble substrates like DAB. they are mounted with
permanent mounting media after washing with water, dehydrated in
graded series of alcohol and cleared in xylene.

o Intedretation ofresults

Microscopic observation
The slides are examined under a light microscope fi
reaction. It is necessary to make comparison with three [
control slides for intedpreting staining results.
* Positive control slide
Positive staining is observed.
« Negative control slide
Positive staining isn't observed.
« Reagent control slide
If the slide is stained, it is probably due to non-specific reaif?
non-specific protein binding.

The specificity and sensitivity of antigen detection is dependent
specific primary antibody used.

7. STORAGE & SHELF LIFE

Store at 2-8°C. The reagent is stable 18 months after manufacturing.

8. GENERAL LIMITATION
(1) Allow this reagents to come to room temperature (15 - 25 C) before
staining.

(2) To minimize denaturing of antigens, do not expose tissues to
temperature in excess of 58'C during processing.

(3) Don't make tissues dry in each .staining .step.

(4) The optimal concentration and incubation time of primary antibodies
should be determined by the investigation. In some cases, further
dilution of primary antibodies may be required to prevent over staining.

(5) If the sections contain few endogenous peroxida.se. few erythrocytes
and few granulocytes, quenching of endogenous peroxida.se may be
omitted.

(6) Tissue staining is dependent on the handling and processing of the
tissue prior to staining. Improper fixation, freezing, thawing, washing,
drying, heating, or sectioning may produce artifacts or false-negative
results.

(7) Results will not be optimal if old or unbuffered fixatives are u.sed. or
excessively heated during embedding or during attachment of sections to
slides.

(8) False-positive results may be seen due to nonspecific binding of
proteins. Although A/-Histofine Simple .Staih MAX PO (M) does
not require the use of blocking reagent .separately, in some cases the
application of blocking reagent containing an irrelevant protein, prior to
incubation with the primary antibody, may be useful for reducing the
background.

(9) JI/.Histofine* Simple .Stain MAX PO (M) is designed for
in-vitro diagnostic use. NICIHIRFI BIOSCIENCES INC., NICIIREI
BIOSCIENCES sal” agents and distributors will take no responsibility
for A/-Histofine Simple Stain MAX PO (M) when used in a way
which directly or indirectly violates local regulations or patents. Neither
NICHIREI BIOSCIENCES nor its sales agents can be held responsible
for any patent infringement which may occur as a result of improper use
ofthe product.

A/ -llistofine" isNICIIIRFI BIOSCIENCES's regi.stered trademark The registration countries would be referred to i
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[SHOOTING

mg or
X 'c wnak
results
% _<lic positive
Anlrol slide and
unknown
jraedmen slide

The unknown
specimen slide is
not stained while
the positive
control slide is
stained.

o The backgrounds
arc intensively
stained in all the
slides.

During the
reaction, tissue
sections come
o(T from the
slides.

Possible cause

Dr\ing-out of specimens during staining
prior to addition of the reagents..

The embedding agent is not suitable, or
paraffin is not thoroughly removed from
paraffin-embedded sections.

Any trace amount of sodium a/.ide present
in the buffer inactivates the peroxidase,
making the staining impossible.
Inadequate incubation of the enzyme and
antibod).

Antigen is denatured or masked during
fixing or embedding process.

Antigen is decomposed by autolysis.
l.ess antigen is present in the sections.

Endogenous enzyme activity was not
completely blocked.

Non -specific binding compositions are
found.

Autolysis results in excessive antigens
isolated in histological solutions.

Insufficient removal of paraffin.
Insufficient washing o f antibody.

A high room temperature accelerates
enzyme reactions.

Drying-out of specimens during staining
after o f the reagents.

Some antigens require heat induced antigen
retrieval procedure or prolonged reaction
time with primary antibody, which may
render the sections easily come o ff

Solution

1. Use the Humidified chamber not to allow the tissue to dry out.

2. Select a suitable embedding agent or remove paraffin thoroughly from
sections embedded.

2. Change xylene or ethanol as the case may be.

3. Use sodium azide free buffer solution.

3. Change buffer solution.

4. Change .stale ehromogen/substrale reagent.

4. Blot off excess solution thoroughly at each stage.

4. Provide sufficient time for reaction with antibody. In particular.
primary antibody should be incubated for the time period specified in
the insert.

|. Some antigens are sensitive to fixation or embedding. So use less potent
fixative and decrease the fixing time.

1. The pretreatment is required for some tissues, in order to reveal the
antigen, such as Antigen Recovery, lleat-Induccd Kpitope Retrieval
(IIRR) or trypsin treatment.

2. Use tissues obtained by biopsy or surgery, whenever possible.
3. Prolong the incubation time.

1Ensure that the procedure for quenching o f endogenous peroxidase is
right.

2. Before adding primary antibody, treat with 10% normal goat serum.

3. Obtain fresh tissues whenever available.

4. Change xylene or ethanol as the case may be,
5. Ensure thorough washing of antibody,
6. Keep room temperature at 15 to 25°C

6, Shorten reaction time,
7. Never allow the tissue to dry out.

Mount tissue sections on slides coated with an adhesive such as 0.02%
poly-l,-lysine or silane.

-Mistoflne’ is NICHIREI BIOSCIENCES's registered trademarl< The registration countries would be referred to us
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uneogutenb ToBapa NICIIREI BIOSCIKNCKS INC 6-19-20, I'sukiji, Chuo-ku, Tokyo, 104-8402, JAPAN
c:81-3-3248-2207 Facsimilc:81-3-3248-2243 NmnopTtep: (KO O "MukpoTtectol 6 m 8~ (495)969-98-26, info(ajmicrotcsty.ru

Cucrtema nerekuuu Histotine® Simple Stain MAX PO (R)

yHUBepcarnbHbIli NONMMEPHBIN NOMMBa-YEUTHBIN OKpalMBalLWmii peakTue XpaHutb npu 2-8 " C CaenaHo B Anoinin

MocTtaBka peaktnBa: 17 mn X 16yTbinka (170 TecToB) Koa: 41414 1F
17 mn x3 6yTbinku (500TecToB) Kon:414142P
17 mn x96yTeinok (1 500TecToB) Kop: 414144F
I. BBEJEHWE
dupma N1CH1REI BIOSCIENCES INC. paspabotana YyHWUKWIbHYD UMMYHO-TUCTOXUMWYCCKYIO Kpacslwyw CWUCTEMY MOA Halanucm
YHuBepcanbHblii MUMMYHO-)H1MMHbIA Monumep (U1P). meToa, 3anaTeHToBaHHbIi B CLIA. nateHta 6,252.053 OH sBNseTCA OpUTrMHanNbHOW

TexHonoruen dupmbl -Hislol'ineOV Simple Stain M.J1X PO (R) obecneunBaet n 6bicTpoe AelCTBME, WU XKOHOMMUIO BPEMEHU NPU UMMYMO-
TMCTOXUMHYECKOM NPUMEHEHUN

2.ONMNCAHWE NMPENAPATA

XXnpkocTb, rotoBas k ucnonbloBaHHio MedyeHbli nonumep - Histoflne® Simple Stain MAX PO (R) (YHuBepcanbHbli MIMMYyHO-NnepoKcuaasHblii
MonumMep, aHrMKPONMYMNIA) NYIOTOBNEH NYyTEM COEAMHEHUS aMWHOKUCMOTHbLIX NONMMEPOB C NMEPOKCUAAN N aHTUKPONUYBUM UMMYHOrNOGYNMHOM
Ko1ibl. koropbie pepyuupytotcs go Fab anTHTCjr OH copepxutca B Gycdepe MOPS (3-mopcdonuHnponaHcynbdoHoBoi kucnoTsl) (pH 6 5). co
cTabunusatopom u 6akTepuLuUaHbIM CPEACTBOM.

OHucaunc Histolme'K Simple Stain MAX 14) (M) (YHuBencanbmbli UMMyHO-ucpokcmu”?asHblii | (onumcp. JTHTUKponuuuni).
MmmyHontoy6nHHoBas dpakuus BblAeneHa nd UMMYHU3WPOBAHHbIN KO3bei CbIBOPOTKM NyTEM nepeBapuBaHHsA. 4Tobbl npurotoBuTh F(ab )2
dparmeHT.

AHTT eH cneyndunuHbil F(ab )2 addunHo ounweH c aHtureHom [BeppodasHas abcopbunsi Gbina BbINONHEHA C YENOBEYECKMM ChIBOPOTOYHbIM
npotemHom [lonumep M3 aMUHOKUCNOT, MeYeHbll Nepokcuaasol, bbin KoHblor poBaH ¢ Fab dparmeHToM, nonyyeHHelM peaykuuei F(ab)2

3. MPENNONATNME.MOE NCNONbLIBINMNWE

1A ANATNO(TNKW IN VITRO

Peak'rus llistofine® Simple Slain MAX PO (R) npegHasHayeH Ans UMMYHOTUCTOXUMUYECKUX UCCNEA0BaHU (PUKCUPOBaHHbBIX B hopmanvHe K
dopmanuHe O nNprMeHeHWM [OMfsi OKpallMBaHWUS 3aMOPOXEHHbIX CPe3oB TkaHel uuTante B n.. 6 WPOLUEQ>'PNT Ok'PN1MNUB.\UNA
OntocuTenbHO NO peakTusa Ana Apyrux obpasyoB MOXHO y3HaTb, o6paTuBlIMCE B TexHuYeckyto cnyx6y dpupmel NICIIREI BIOSCII'NCFS.

4. PN

AHTUreH/aHTUTENO/YHNBEpCcanbHbli VIMMYyHO-nepokcnaasHblii MonumepHblid KomMnnekc MoxeT ObiTb MPUroTOBREH NyTeM peakuun peakTBa C
NepBUYHLIM KPONMUYbUM aHTUTENOM, COeAMHEHHbIM C aHNneHoM Ha cpese rkaHun ®epmeHTaTuBHoe Aeicreue )TOM0 komnnekca npuBOAUT K
rIOABMNEHNI0 OKPaLleHHOK ocajka, Takum obpa3om, okpalnBas MeCTONONOXEHNe aHTUreHa

5. MPEAOC FTOPOXMNOCTU 1MM>M NCNONBbIOBAHNUMN PEAKITMBA UMW ObPA1LUENMNN C HUM

1 11pexge 4yem MCMoONb3oBaTb peak’rB. BHUMATENbHO NpoYMTanTe 3Ty MHCTPYKLUIO

2 He ucnonb3yiiTe peakTuBbl 1I0CNe UCTEYEHUSI CPOKA UX FOAHOCTU

3 [Ans npodeccrmoHanbHOro uUcrionb3oBanus

4 C obpasuamu, A0 M nocne dukcauuu, a rakxke c Apyr UMW maTepuanaMmu. WCHO;rb3yeMblMW BMeCTe C HUMM, crneayer obpawartbcsi, Kak C
6uonoruyeckn onacHbiMy maTepuanamu, cobniogas CoOoTBETCTBYIOLME Npasuna npeaoCcTOPOXHOCTH

5. BabixaHue wunu npornarbiBaHWe BbICOKO annepreHHoro dukcupylouwero dopmanbgernga - onacHo HapgesainTe 3awuTtHyt wmacky [pu
crny4yaHOM npornaTtbiBaHUM NPUMUTE PBOTHOE CPpeAcTBO [1pu KOHTaKTe C KOXEW unv nonagaHuun B rnasa, TwaTenbHO NPOMOKTE UX BOAOIL

6 OplaHuyeckne peakrvebl - ferkoBocnnaMeHstowmincs matepman He ucnonbayiite ux B6NM3M OTKPLITOrO OrHA

7. Hukorpa He packanbiBaiiTe peakTuBbl B pTOM, n3beraite ero rronagaHus Ha KOXy. cntr)uctele 060)oukn 1 ogexay

8 WN36e! aiiTe GakTepuanbHO 3apaXeHUs peakTUBOB, MOCKOMbKY 3TO MOXET UCKaXTb pe3ynbTaTbl NP UX UCMONb3OBAHUM.

8 W3beraitTe pacnneckuBaHus peakwBsoB unu obpatoBaHuns Gpbra!

9 Kak xpoma! eH pactsop AAHA0;xc1! 6bl Tb IpuMeHel! c OCTOPOXHOCTbIOBBUAY ero kalluepoleH1locTn

10 Hewncnonb3yemble peareHTbl Aonx!!bl 6bITb yTUNM3nMpoBaHb! col nacHo mecTHbIM 1lpasilnam

6. MPOLEAYPA OKPA111UBJINUSA
® Heob6xoallmbl peakTuBb! n MmaTepuans!. He BxoAsilMe B NOCTaBKY

® [NlepBuYyHOE aHTMTeno mb!lnn unu Kkponwuka OTpnliarejlblib!H KOHTpojlbHbi(i peakTus
« Kcunon MokpoBHOE cTekno

¢ 100% atunosbiit Cllupt CBeTOBOW MUKPOCKOMN

®m 95% 3TUNOBbLIK CNMpT HOuctundlnposaHHas Bogda

® PacTBop KOH(acTHO oKpacku B.taxunas kamepa ;u!a nliky6ayumn
« 3% pactBop nepekucu Bogopoda B abconioniom MeTaHolle npenapara

(no6aeutb 1 yactb cpeactea 30% nepekucu Bogopoda K 9 yactam 3anuBoyHas cpega

abconoTHo!o mMeTaHona) laiimep

= docdatilo-co;!cBoi 6ydep!iblit pacTBOp WraTusbl

(pH 7.610.2) BlwmTb!Bak)ume ca;!deTku

NaCl 775r

K:11Pogq 150 r

KHjPOj 020 r

NuctunnuposallHas Boga I n

Apresupytlowuin coctas ans cpesos TkaHein (0.02% nonunusliH. cunan nT il )
m XpomoreHoBb!ii /cy6eTpat peaktus -lli.stoflnc® Simple Slain AEC. pacteop (Bes !'purotoenen!is. ogHa 6yTelnka) 500 TectoB Koa 415 IS2 F
I 500 TecToB Kon 415 1X4 1'//CosnaHibin NICIIIREI BIOSC:ENCES. opgHa 6yTbinka, rotoBblli k wucllonbloBaHHio 6e3 !puloTtos;!Cllils
xpomo! cil/cy6caT. HasbiBacmb!in I\i- Hislorinc Simple Stain Substrate Solution (MpocTon Pacteop Kpacswero Cy6cTpaTa

lIp!MOTOBJ!eHHe o6paslra [Cpe3 TkaHu B !lapacullc) B obpasuax moryT Bo3limkHyTb 1loBpexaelive TkaHein unu pellarypalwm aHTuleHos. kolna
oHn liogBepratoTca Bo3AelICTBHIO CUMbHO KOHUEHTpupoBaHub!x dukcatopos unu A;!WtenbHonn ()lkcalinu nncliio  [akum ob6pasom, 4TOGLI
nonyuntb olirHmManbHoe 3akpe!lnc!lne. coxpaHeHne mopdonorumn Tkalu u geicts!le alrlurella. cneayet ucnonesosatb obpasup! Tkal!lll. kak moxilo
60jlee cBexue, pasmepom | cm x | cm x 0.5 cm PekomenpyeTcs ncrnonb3oBaTtb dUKcaTopbl, ykasaH!H.le aanee
dukcilnyownii neakths Bpewmsi dpukcaluin

10% dopmanuH unu 3abydepeHHbin hopma;u)H 20%  dopmanuH 24 -48 yacos
12 YacoB

Histofine® siBnaetcsa 3ape! uctpuposaliHoin Toprosoit mapkonn pupmsl N1CHIRHI B10SCIENC:KS.
11pu pe!Tictpalwnm !'pocbba Bcerga cebinatbes Ha Hac
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|Cpeubl 3amopoxeHHOl TkaHu] O6pasubl pasMelyeHbl B cmecu (Hanp., cMecb OTC) ¥ MIHOBEHHO 3aMOPOXEHbl B M-rekcaHA

TBEPAOW YrnekucnoTe Unu Xuakom asote \

= 11og| otoBKa cpes3oB (Cpesbl rkaHu B napaduHe] \ A
Cpe3bl crnepyeT pas3MecTUTb Ha npeAMeTHble cTekna Ecnum € HUMKM HYXHO NpPOBeCTM Takue [ENCTBUSA, Kak BOCCTaHOBMWO %t
BOCCTaHOBMIEHME YNUlona noj TeNNoBbIM BO3AeicTBUEM, nnm o6paboTky TPUNCUHOM, NpeAMETHOe CTeKNo cneayeT NokpbiTe KNenA

Kak Hanpumep 0,02% NOMUAM3UU UMW CUNaH. ANS KaXAOro cpesa rkaHu \ ®
[Cpe3bl 3aMOpOXEHHOW TkaHU] \
3amopoxeHHble o6pasuybl pa3mellalTcsa Ha NOKPbITble Kneikum Bewecrsom (Hanpumep, 0,02% nonunuauH) npeameTHble C3ekA
npocywusatTcs Ha Bo3gyxe. Cpesbl cdukcupyotcs B 100% aueToHe B TeyeHue 10 MUHYT Np KOMHaTHOW Temnepatype u;w B 4\
napadopmManbaernga - gocgartHo-conesom 6GydepHom pactBope B TeyeHue 10 MuHyT npu 4"C u 3atemM okpalwuBawTCs Qijj
KOHUEHTpauusa n BpeMs MHKybaLmsa nepBuUYHbIX aHTUTenN cregyeT onpeAensiTb NyTem uccnefoeanus B HekoTopbix cnyyasix MoxeT noT|

rTp nepBuyHbIx aHTHTX;jr, 4TOGbI M36exaTb M3BbLITOYHOrO OKpallMBaHMUSA

Ecnu cpesbl cogepxaT Mano aHAONeHHOW nepokcuaasbl, Mano 3puTpounMToB M MaJio rpaHynoyMToB, raweHne aHAOreHHon nepokcmaassl J1 Yem
nenatb

[KoHTponbHble 06pasybl]

MoTpebyoTcA NO3NTUBHLIA KOH'pONbHbLIN o6pasel, oduuaTenbHbIi KOHTPOMNbHbLIA obpa3sel M KOHTPONbHLIA o6pasel C peakTUBOM. KA
obpabaTbiBaloTCA raknum xe o6pasom, Kak U HeM3BeCTHbIl obpasel, 4TOObI NpoaHanu3vpoBaTh pe3ynbTaTbl OKpalLUBaHUS

= /1enapaduHu3alla U perunpartauns

1 O6paboTka Kcunomnom

(1)11orpysute obpasuybl B kKcuno;r Yepea 3 MUHYTbI BblHbTE WX U CTPSIXHUTE C HUX U3BbITOK kcunona

(2) 110BTOPUTE AEWCTBUS IT (1) ABaXAbl, UCMONb3Ysl CBEXMWIA KCUNON

2 O6paboTka 3TUIOBLIM CNUMPTOM

(1)1 1odyaure obpasybl B 100% aTUnoBbIi cnupT Yepes 3 MUHY3bl BbiHbTE UX U CTPSIXHUTE C HUX U3BBITOK cnupTa

(2) MosTopuTe perictBus n (1) ABaxabl, ncnonb3ysa ceexuit 100% aTuNoBbIA cnMpT

(3) 3atem ob6paboTaiite o6pasubl 95% 3TMNOBLIM CMMPTOM Tak Xe, Kak ykasaHo B 2-X NpeablAyLux nyHKTax

3 MpomebiBka \

Mocne Toro, kak ob6pasuybl 6yayT o6paboTtaHbl 95% cnuptom, nodysnte obpasubl B pocaTHo-conesont GydepHblii pacrsop Ha 5 MUHYT
m PekomeHayemas npoueaypa okpalnBaHus
1 1 aTneHve dHAOT EHHOW nepokcmaasbl
(1) TwaTenbHo BbITPUTE NpeAMeTHbIE CTekna ¢ o6pasyamu, 4Tobbl yaanuTe n3belTok pacTBopa
(2) Motpysute nx B 3% pacTesop nepekucu sogopoaa B abcontoTHOM MeTaHone Ha 10-15 MMHYT Npu KOMHaTHOW Temnepatype
(3) MpomolitTe nx B cBexem docdarHo-conesom 6ycdepHom pacteope 3 pasa, No 5 MUHYT KaxAabli pa3s
2 [obaBneHune v peakuyus nNepBUYHOro aHTUTENna
(1) TwaTtenbHO BbITPUre NpeAMeTHbIE CTekna ¢ o6pasuamu
(2) [dobGaBbTe no 2 kannum NepBUYHO aHTUTena Ha obpasel, NOMOXMWTENbHbIA KOHTPONbHLIN obBpa3sel, oTpuuaTenbHbll KOHMOMNbLHLIN 0bpasel
TakK. YTo6bl MOMHOCTBLIO NOKPLITH CPe3bl
(3) Ma KoHTponbHLIA 0oBpaseH c peakTuBoM fobaBbTe ABe Kannu OTPULLATENbHOTO KOHTPONbHOrO peakTMBa (HOpMarnbHasi CbIBOPOTKA) BMECTO
nepBUYHOro aHruTena
(4) BblpepxuTe ux npu KOMHarHou Temnepatype wunu npu 4"C. (CnepyinTe MHCPYKLUAM OTHOCUTENbHO BPEMETLL BbIJAEPXKU, KOTOPble AaHbl Ha
ynakoBke NepBUYHOro aHTUTena)
(5) 11pomoiite ux B cBexem cocaTHo-coneBom BycdepHom pacTBope 3 pasa. 10 5 MUHYT Kax Tblli pa3
3 [ob6aenenue un peakuus -ili.stofineOv Simple Stain MAX PO (R) (YHuBepcanbHblii MMmyHOo-nepokcnpasHbolii Monumep. Ntrrukponuunin (1)
TwartenbHO BbITPUTE NpeaMeTHble cTekna ¢ obpasuamu, 4Tobbl yaanuTe M3bbITOK pacTBopa
(2) PDo6asbTe no 2 kannu Simple Stain MAX PO (R) Ha o6pasey Tak, 4To6bl NOMHOCTLIO MOKPbLITL Cpe3bl  Bbigepxute UX Npu KOMHarHown
Temnepatype B TedyeHne 30 MUHYT
(3) Mpomoiite ux B cBexem docdaTHo-coneBom bydepHom pacteope 3 pasa, N0 5 MUHYT KaxAblli pa3
4 [o6aBneHve n peakuus peakTusa xpomoreHa/cybcTparta
{l) TwaTtenbHO BLITPUTE NpeaMeTHbTE cTekna ¢ obpasuamu, 4Tobbl yaanuTe M3bbLTTOK pacTBopa
(2) [HobaBbTe TIO 2 KaTTIM peakTuBa xpomoreHa/cybcTpaTta Ha obpasel Tak, YTOGbT NOMHOCTLIO MOKPbTTb Cpesbl  BbigepxuTte UX TTPU KOMHAaTHOM
TemTTEpaType BTeyYeHune 5-20 MUHYT
(3) Mpomotite nx B cBexem docdaTHo-coneBom bycdepHom pactBope 3 pasa, To 5 MUTTYT KaxAbTi pa3
5 KoTTTpactHoe okpalwimBaTTue
(1)1 10Tpy3nTe o6pasubT B OKPATTTMBAILWIA PpacTBOP A1ta KOTTTpaAcTUpOBaHMUS
(2) MpomoiiTe nx BOAOTTPOBOAHONW BOAOWA
6 3aknioyeHue rmMcTonornyeckux CpesoB B 3a/TUBOYHYIO cpedy
B cjTy4ae ecjTH Takoin cpepoit sBnsetcs cybcTpathl, pacTBOpuMbTe B CTTUPTE, Hanpumep. AEC, cpesbl TkaHM pa3meTuyaloTCs B 3aNMBOYHOW cpeae Ha
BOAHOW ocHoBe 6e3 aaJTbHeliwen o6paboTkm Ecnu cpepoii sB;TAOTCA TTepacTBOpUMbTe B cnmpTe cy6eTpaThT. HaTTpumep. DAB. cpesbT pasmetuatotcs
B MOCTOSITTHONM 3anMBOYTION cpefe nocne TTPOMbTBKM WX BOAOW, AEerMapupyloTCs B MOcnefoBaTenbHOW cepun nNodyXXEeHUn B CNUPT U OYUTLAKITCH
Kcunonom
= AHanus pe3ynbTaToB
1 11a6nogeTTue Noj MUKPOCKONOM
O6palbT UccneayTCa TTOA CBETOBLTM MUKPOCKOMOM A0 TTOMOXUTENbHONW peakTwTtT Heobxoanmo
cpaBHUTL € Tpems Tunamu KOHTpojTbHLTX cpe3oB Ana aHanu3a pe3ynbTaToOB OKPanTHBATTTTA

. MoJToXUTENBHBLTI KOTTTPO;TbHLTI 06pasel,

O6pa3seTT. coaepxaTunii aHTUreH-MULLEeHb, KOTopbTi obpabaTbiBaeTca Takum xe o6pa3om, Kak U HeM3BeCTHbIn obpasel,
. OtputtareJ TbHbTI KOTTTPO]TLTTLTA 06pasel]

O6pasel, He cogepxaluil aHTUreH-MUTTTEHb, KOTOPbTI 06pabaTbiBaeTca Takum xe obpa3om, kak U HEU3BECTHbIN obpasel
. KoH Tpo]TbHbTIA 06pasel, ¢ npenapaTtom

KoTTTponbHbTiA 06pa3eTT ucTTonb3yeTca M obpabaTbTBaeTcs Takum e o6pa3oM, kak W uccrnedyemblii obpasel, 3a WCKITIOYETTMEM TOro, 4TO
oTpULATENbHbLTIA KOHTPONMbHLTA pPEakTUB WCMONb3yeTCs BMECTO TTepBUYHO aHTuTena Ecnu obGpaseTT okpalwuBaeTcsi, BO3MOXTTO, 3TO TTPOUCXOAUT
BCNeAcTBUE HeobblYHOW peakyun HeoBbIYHbTX GEeNKOBbLIX CBA3bIBAHUIA
7. XPNUKWUWE XpaHute BTemHOM mecTe npu 2-8"C PeareHT cTabuneH 18 mecsTTeB ¢ MOMEHTa NpOTT3BOACTBA

lli.stofine® siBnsieTcs 3apeT uctpupoBaHTiol Toprosoit mapkon pupmbl NICHIRE1 B10SC1ENCKS.
Mpwu pcructpatTum TTpocbba BCeraa ccbTnatbcs Ha Hac

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



{rvoputens oBapa NIC111RE1 B10SC1ENCHS 1INC 6-19-20, Tsukiji, ( huo-ku, Tokyo, 104-8402, JAPAN 3
c;81-3-3248-2207 Facsimile:81-3-3248-2243 NmnopTtep OCX) “Mukporectsl 6 MB” (495) 969-98-26, infor microlcsty.ru

OBIINUEO! P\HI11YE11II51

7] [laiiTe peakTvBam JOCTWYb KOMHaTHOMW TemnepaTtypbl (15-25°C) neped Hayanom oKpallnBaHUS.
8.2 MuHuMun3npyiiTe geHaTypayuio aHTureHa. He nHkybupyiite o6pasey npu temnepartype Bbilwe 58C B npouecce o6paboTku.
83 He nos3BonsiiTe TKaHW BbICbIXaTb, HU HA KaKOW CTYNEHU OKpaliuBaHUS.
84 OnTumManbHaa KOHUEHTpauusa U Bpemsi MHKyGaLuuu nepBbiX aHTUTEN AOMKHbI GbiTb ONpeaeneHsbl nonb3osatenemM. B page cnyyaes ans

Ty, npefoTBpalleHne nepekpawnBaHus MoxeT 6blTb HEO6X0AUMO NpeABapuTenbHOE pa3BefeHne NepBbiX aHTUTen.

Ecnun o6pasubl cogepxaTt HeGonblloe KONMMYEeCTBO SHAOTEHHOW nepokcuaasbl, Mano 3puTpouuTOB U Mano rpaHynoynToB, 3Tan raweHusa
3HOOrEeHHOoW nepokcmaasbl, MOXeT ObiTb nponyweH.

"%
ufr 8.6 OkpalunBaHue TkaHel 3aBUCUT oT o6paboTku o6pasyoB nepes okpawmnBaHneMm. HenpaBunbHas dukcalyusi, 3amopaxuBaHue,
oTTauBaHue, NPOMbIBKA, BbICYLIMBaHWE, HAarPeB UMK pacceyeHne MOryT Bbi3BaTb NOSIBNEHME apTedakToB UMKU NIOXHOOTPULATENbHbIX

pes3ynbTaTos.

8.7 PesynbTathl He 6yAyT oNTUManbHbIMWU, €CNU UCMONb3YIOTCA cTapble Unu He3abydepeHHblie dukcaTopbl, MMM U3BBITOYHBIA Harpes nNpu

napaduHOBOW NpPOBOAKE WM HaknenBaHWe CPe30B Ha NpeAMeTHble cTekna.

8.8 JToxXHOMONOXUTENbHbIE pe3ynbTaThl MOTYT NOSABUTLCS BCNeACTBUE Hecneuuduyeckux ceasbiBaHuii 6enkos. Xots -Histofine® Simple Stain
MAX PO (R) n He TpebyeT ncnonb3oBaHnsa oTAeNbHbIX 6MOKMPYIOLMX PEaKTUBOB, B HEKOTOPbIX CryYasx npuMeHeHne Gnokupyouiero
peakTuBa, cogepxatjero «3abuBoyHblii» 6enok, nepen nHky6aLmeil NEPBUYHOrO aHTUTENa MOXET OblTb MOMNE3HbIM ANA YMEHbLIEeHNs

(hOHOBOrO OKpaLIMBaHWUS.

8.9 PeareHT Histofine* Simple Stain MAX PO (R) cosaaH Ans AnarHOCTUKW UH BUTPO. Topaoebie ageHmbl U Oucmpubbomopbl upMbl
NICHIREIBIO5CIENCES INC., NICHIREI BIOSCIENCES He Hecym omeemcmeeHHOCMU 3a pe3ynbmambl ucrnons3oeaHus Histofine* Simple
Stain MAX PO (R), ecniu npu €20 npuMeHeHUU NPsIMO UJTU KOCBEHHO Hapywarmcs MecmHble pe2ynupyrwue npasusia unu nameHmel.

Hu npoussoauntens NICHIREI BIOSCIENCES, Hu e20 mopzaogbie a2zeHmbl He MOXEeMm Hecmu 0meemcmeeHHOCMb 3a /1t06bie HapyweHus

nameHMHbIX Npag, KOmMopble MO2ym 803HUKHYMb 8 pe3y/ibmame Hernpaeus/ibHO20 UCrnosib308aHus I'IpOOmeOG

9. XTP.YUKHHUK 11E110J/NI0K

Mpobnema Bo3moxHas npuyunHa Cnocobbl ycTpaHeHus
o MeT okpawwuBaHus, unu cnabbiii 1. BbicbixaHue o6pasya BO Bpems 1. He ponyckaiite nepecbixanns obpasuos
pesynbTaT oKpallvBaHus Ha oKkpaliMBaHua nepen nob6asneHnem rKkaHm
NONOXWUTENbHOM KOH® ONbHOM peakTuBa
obpauue n uccnegyemom obpasue
2. He noaxoAuT 3anuMBOYHLIA areHT unm 2. BribepuTte nop,xo;1AWNA 3annBOYT.H!
napaduH He NONHOCTbIO YAaneH u4 cpesos areHT unu TwartenbHo  yganuse
napacduH co cpe3oB TkaHu - '‘3amcHusze
Kcunon unu TutoBbN! cnupT
3. B 6ydepHom pacTBOpe npucyTcTByloT 3. - Wcuonb3yinte 6ydep)u>1i pacteop, He
cnegbl asupa mapus. KoTOpble coaepxalynii asmga HaTpus
NHaKTUBUPYIOT nepokcuaasy, 4yro - BameHure BydepTTbii pacTBOp
npensTCcTBYyeT OKpallMBaHUIo
4. HenpaBunbHoe uHky6aLusa depmeHTa u 4. 3ameTTTTTE CTapbiii PEaKTTTB
aHTuTena XxpomoTeH/cybcTpaTt

- |'TuaTenbHO yAa)TANTE VBMTTTTTKIT
pacTBopa Ha KaxoW cTa’Tiu TTpoTTecca
- O6ecTTeybix: JOETAYTTOE BpeMs Ansi
peakTTUmn C aiiTH reJTOM OcoBeTTHO >To
KacaeTcsi TTEPBUYMOTO aTTTTTTE.[Ta. BpEMS
MHKy6auns KoTOpoTO AOMXKHO
CcoOTBeTCTBOBarb ykasatTuam?
MHETPYKTLN

Histofine® saBnsietcs lapei ucrpuposaHHoii Toptosoii Mapkoit dupmel NICHIRHI HIOSCIKNCbS.

WccnepyemblH obpayel He 1.

oKpalmnBaeTcs. Xo1s
NOMOXW renbubli KOTPONbUbIN
oopaieii OKpawmnBaeTcs

AHTUT eH AeHaTypupoBaH UNN CKpbl i BO
BpeMsi (hUKcaLumu Unu NpoBOAKM

NTH1M1eH pasnoxuncs tiyreM ayTonusa

Mpwu pernctpaunm npocsba Bceraa ccbinaTbCs Ha Hac
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- HekoTopbTe aH TuT ermst
4yBe3BH3CjTbTibT K doukcaTwn mm
TTapadwToBoi nposoake WMcTronbayiite
MeTTee aKkTUBTTbTE (|)MKcaTopT.T 1
YMEHbLITTTe BpeMs dukcauuu
- YtobbT 06TTapyXuUncs arrTuteTT.
HEeKoropbTM TKaTTsiM TpebyeTcs
TTpeaBapw renbttasi obpaboTka,
TTaTTPTIMEp. BOCCTAHOBIIEHNE aTTITIreHa,
Tipt! HaTpeBe mnu o6paboTka
TPUTTCUTIOM

Ho BO3MOXHOCTM  uUCnO.'Tblyute
obpasubl  TKaTTbl. MONYYEHTTbie  TTpU
61oTTeuTT HTH XMpYypruveckTT™ nytem
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o Ha Bcex npenapaTax WHTEHCUBMWO
okpalmnBaeTcs oH

o Bo Bpemsi peakuuu cpesbl TKaHu
oTAenswTca  OT  MPeAMETHbIX
crekon

IREFI

nh

Catalog/Code Number

Manufacturer

Use By

CE-mark, code of the
notified body

Ce

MpussopguTtens NICHIREI BIOSCIENCES INC.,

Muunpen BuocaitHcua WHk,, 6-19-20, Tcykmaxu Yyo-Ky Tokuo. 104-
8402. AnoHusa, Ten: 81-3-3248-2207 ®dakc: 81-3-3248-224

Histofinc® siBnsietcst yape! ucuposaunHoii ToptoBoit mapkoin oupmel N1CHIRKI B10SC1ENCES.

B cpesax npucyTcTByeT MeHbLUEe aHTUr eHa
OHporeHHas depMeHTaTUBHAsA aKTUBHOCTb
He NONMHOCTbIO GHOKMDOBaHa

O6Hapyxunuce Hecneyuguyeckme
KOMMneKchbl
AyTonus npueen K n36bLITOYHOCTH

aHTUreHOoB, M30MMPOBAHHbIX B
rMCTONOr NYeCKNX pacTBopax
HepocTtaToyHo yaaneH napaduH

AHTUTENO HEeJOCTaTOYHO CMbITO

Bbicokas TemnepaTypa [tomeLeHuns

ycunuBaeT pepMeHTHbIEe peakummn

MepecbixaHne o6pasuyoB TKaHW BO BpeMs

oKpalnBaHus nocne nobaeneHus
peakTuBa

HekoTopble aHTUreHbl TpebywT Harpesa
npu npoeeaeHUn npoueaypbl
BOCCTAHOBIIEHUSI @HTUreHa Wnu Npo;uienns
BpPeMeHu peakuumn c nepBUYHBLIM
aHTUTE;IOM, 4YTO MOXeT MpuBecTu Kk

oTAeneHuo obpasyos

o(17

1

ILOTI

Temperature Limitations

Batch Code

Consult Instructions
for Use

|

For IVD Performance
Evaluation only

MpeacTtasutens

Pecny6nuka

Mpu pernctpaunn npocb6a Bcerga cobinatbcs U« Hac
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1ISAMPLE 1

JAPAN

- Mpoanute Bpemst MHIO N K
- [MposepbTe. npasun|X
nposefeHa npoueayp*»
3HJOreHHOn nepokcmaasbl.k

Mepen pobGaBneHnem
aHTuTena o6bpabGoTaiite A
HOPManbHON ChIBOPOTKOW KCXK A
- [o Bo3amoxHOCTU. gocTaraX Arr
ob6pasybl TKaHu A

CMeHUTE KCUMOM kvt )Tuaossull
B Taknm cnydvae
O6ecneybTe [AOCTATOuYHYylO nNpoyEAA"™

nocne nepsoro aHtuTena T
Mopaepxusante B nomeuw Ar'A
Temnepartypy  oOT 15 po 2ir
CokpaTuTe Bpemsi peakuuu

Me aonyckarite nepecbixaHA
o6pasLoB TKaHK \
- Pasmvewante cpesbl TKaHun  uma\
npeamMeTHbTX cTeknax. NOKPbTIbIX
Kneswmm BELECTBOM. Hanpumep.

0,02% HONMWAN3MHOM UMW CUNAHOM

In Vitro Diagnostic Medical
Device

Contains Sufficient for
<N> Tests

Authorized Representative
in the European Community

Sample

nponssoan teJta B Espone
CPO 3KCBWO Onomoyy OsecHa 14. 779 00 OJTOMOVYL Yewckas

n®
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INSTRUCTIONS

bI -Histofine® Simple Stain MAX PO (R)

Immuno-peroxldase Polymer, Anti-Rabbit
Histofine Immunohislochemical staining reagent
Store at 2-8°C

nissupplied I7mLx | bottle (I170tests) Code:414141F

I7mL X 3 bottles (500 tests) Code :4f4142F
I7mL x 9 bottles (1500 tests) Code : 414144F

I INTRODUCTION
NICIHIRFI
staining system called Universal Immuno-enzyme Polymer (UIP)
method (US Patent N0,6.252.053), This is NICIIIRFI BIOSCIFNCES's
original technique, A/-Histofine*' Simple Stain MAX PO (R). this
provides both high sensitivity and time saving in immunohistochemical
applications.

BIOSCIENCKS developed a unique immunohistochemical

2. DESCRIPTION
Liquid. Ready to use.
I/ -Histofine*

immuno-peroxidase

Simple  Stain MAX PO (R) (Universal
Anti-Rabbit) is the labeled polymer
prepared by combining amino acid polymers with peroxidase and goat
anti-rabbit Ig which are reduced to Fab. It is stored in MOPS
(3-Moipholinopropanesullonic acid) buffer (pH 6.5) containing stabilizer
and antibacterial agent.

fhe IgG fraction purified from is digested to
prepare F(ab ): Antigen-specific F(ab > is affinity-purified with the
antigen. Solid-phase absodtion is carried out with human serum protein.
Peroxidase-labeled amino acid polymer is conjugated to Fab obtained by

Polymer.

immunized goat serum

reducing F(ab )r.
fhe system does not contain biotin nor streptavidin, so the background
found with traditional

biotin based detection system is completely

avoided.

3. INTENDED USE

For In-vitro Diagnostic U.se.

Intecpretation must be made within the context of the patient's clinical
history and other diagnostic te.sts by a qualified pathologist.

AN-Histofine® Simple Stain MAX PO
immunohistochcmica!

(R)

antigens

is designed to allow
tests, to that reacts with a
user-supplied rabbit primary antibody on human tissues and cells.

reveal

4. PRINCIPLE

mfhe antigen / antibody / Universal Immuno-peroxidase Polymer complex
can be prepared by allowing the reagent to react with a rabbit primary
antibody bound to the antigen on tissue section. The enzymatic activity
ofthis complex results in a colored deposit, thus staining the antigen site.

5. PRECAUTIONS

1. Before using this reagent, read these instructions.

2 Do not use reagents alter the expiration date.

1. For professional users.

4. Specimens, before and after fixation,
expo.sed to them, should be handled
with proper precautions.

5. Inhalation or ingestion of the highly allergic fixative formaldehyde
is harmful. Wear protective mask. If swallowed, induce vomiting.
If skin or eye contact occurs, wash thoroughly with water.

6. Organic reagents are fiammable. Do not use near open fiaine.

7. Never pipette reagents by mouth and avoid their contact with skin,
mucous membranes and clothes.

8. Avoid microbial contamination of reagents as incorrect result may
occur

and all other materials
like biohazardous materials

Al
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Avoid splashing ofreagents or generation of aerosols.

As a chromogen. DAB solution should be handled with care for It
contains carcinogen.
11. Unused solution should be disposed of according to local. State

and Federal regulations.

6. STAINING PROCEDURES

0 Reagents and Materials required but not provided

+  Xylene

*  95% ethanol

*  100% ethanol

« Phosphate buffered saline (PBS)

(pil 7.6+0.2)
NaC17.75 g
K2HPO4 1509
K 112P0O4 0,20 g
distilled water 11,

« 3% solution of hydrogen peroxide in absolute methanol
(Add 1part of30% hydrogen peroxide to 9 parts of
absolute methanol)

« Rabbit primary antibody

« Negative control reagent

+ Chromogen/substrate reagent

« Counter staining solution

« Distilled water

*  Humidified chamber for slide incubation

* | ight microscope

« Coverslips

« Mounting media

. rimer

« Staining racks or Coplin jars

« Absorbent wipes

« Adhesive for tissue section
(0,02% poly-L-lysine. silane or the like)

o Specimen preparation

IParatVm-embedded tissue sections!

Specimens may undergo histological disintegration or antigenic
denaturation when subjected to highly concentrated fixative or prolonged
fixing. Thus, in order to obtain an optimal fixing, maintaining tissue
morphology and antigen activity, tissues which are as fresh as possible
and small in si?x (about 1cm x 1cm x 0,5cm) should be used. The

Fixins lime
24-48 hours

Fixing reacent
10% fonnalin or buffered formalin

20% formalin 12-24 hours

[Frozen tissue sections |
Specimens are embedded in compounds (like OTC compound) and
snap-frozen in n-hexsan cooled in dry ice-acetone or liquid nitrogen.

0 Section preparation

1Paraffin embedded tissue sections]

The cut .sections should be 3-6 yT1 and placed on slides. When further
treatments are to be done such as Antigen Recovery. lleat-Induced
Epitope Retrieval (HIER) or trypsin treatment, the gla.ss slides should
be coated with an adhesive like 0.02% poly-1.-lysine or silane for
tissue sections.

[Frozen tissue sections ]

The cryostat sections are mounted on an adhesive (like 0.02%
poly-l,-lysine) - coated slides and air-dried well. The sections are fixed
in 100% acetone for 10 minutes at room temperature or 4%
paraformaldehyde-PBS solution for 10 minutes at 4°C and then stained.

-Ulstotine' is NICHIRFI BIOSCIFNCHS's registered trademark The registration countries would be referred to us



IControl slides]
I positive control slide, negative control slide and reagent control slide
are needed and processed in the same way as the unknown specimen
slide to intedret staining results.
« l'ositive control slide
A .specimen containing the target antigen which is processed in the
same way as the unknown specimen.
« Negative control slide
Il specimen not containing the target antigen which is processed in the
same way as the unknown specimen.
« Reagent control slide
The control specimen is used and processed in the same way as the
test specimen except that negative control reagent is used instead of
primary antibody.

o Deparairmi/ation and Rehydration

1. Treatment with xylene

Immerse the slides in xylene. After 3 minutes, lake out and shake
off the excessive xylene in the slides.

Repeat |.(l) twice using fresh xylene.

2 I'reatment with ethanol

Immerse slides in 100% ethanol. After 3 minutes, take out and
shake ofTthe exce.ssive 100% ethanol in the slides.

(2) Repeat 2.(1)once with fresh 100% ethanol.

(3) I'nen. treat them twice with 95% ethanol in the same way as
described above.

3. Wa.shing
After excessive ethanol is shaken off, immerse slides in PBS for 5
minutes.

0 .Staining Procedures
1. Quenching of endogenous peroxidase

(1) Wipe areas around the sections on the slides carefully to remove
excess solution.

(2) Immerse them in 3% .solution of hydrogen peroxide in absolute
methanol for 10-15 minutes at room temperature (15 - 25°C).

(3) Rinse them in fresh PBS for 3 times, each of 5 minutes duration.

2. Addition and reaction of the primary antibody

1) Wipe arca.s around the .sections on the slides carefully.

2) Apply 2 drops (IOOJil) of primary antibody to specimen slide,
positive control slide and negative control slide respectively .so as
to provide a complete cover of the sections.

(3) To the reagent control slide, apply two drops of negative control
reagent (normal serum) in place of primary antibody.

(4) Incubate them at room temperature or 4°C. (Follow the
in.structions for incubation time data designated in the package
insert of primai7 antibody)

(5) Rin.se them in fre.sh PBS for 3 times, each of 5 minutes duration.

3. Addition and reaction of A/-H istofine* Simple Stain MAX PO
(R) (Universal Immuno-peroxidase Polymer, Anti-Rabbit).

Wipe areas around the sections on the slides carefully.

Apply 2 drops (100uy1) of Simple Stain MAX PO (R) to each slide
so as to provide a complete cover of the sections. Incubate at room
temperature (15 - 25°C) for 30 minutes.

Rinse them in fresh PBS for 3 times, each of 5 minutes duration.

4. Addition and reaction of chromogen/substrate reagent

) Wipe areas around the sections on the slides carefully.

) Apply 2 drops (100]jl) of the chromogen/substrate reagent to each
slide so as to provide a complete cover of the sections. Incubate at
room temperature (15 - 25°C) for 5-20 minutes.

Rin.se them in distilled water for 3 times, each of 5 minutes
duration.

(3)

5. Counter-staining
(1) Immerse them in the counterstain solution.
(2) Wash them well with tap water.

6. Mounting

In case of alcohol soluble substrates like AEC, the tissue sections are
mounted with water-based mounting media without further treatment. In
case of alcohol insoluble substrates like DAB. they are mounted with
permanent mounting media after wa.shing with water, dehydrated in
graded series of alcohol and cleared in xylene.

O 1nicdrelanon o f results

Microscopic observation
The slides are examined under a light microscope fa
reaction. It is necessary to make comparison with threei
control slides for intedreting staining results.
« Positive control slide
Positive staining is observed.
« Negative control slide
Positive staining isn't observed.
. Reagent control slide
If the slide is .stained, it is probably due to non-specific rcacS"
non-specific protein binding.

The specificity and sensitivity of antigen detection is dependent
specific primary antibody used.

7. STORAGE & SHELF LIFE

Store at 2-8°C. The reagent is stable 18 months after manufacturing.

8. GENERAL LIMITATION \
(1) Allow this reagents to come to room temperature (15 - 25 C) before \
staining.

(2) To minimize denaturing of antigens, do not expose
temperature in excess of 58°'C during processing.

ti.ssues to

(3) Don't make tis.sues dry in each staining step.

(4) The optimal concentration and incubation time of primary antibodies
should be determined by the investigation. In some cases, further
dilution of primary antibodies may be required to prevent over .staining.

(5) If the sections contain few endogenous peroxidase, few erythrocytes
and few granulocytes, quenching of endogenous peroxidase may be
omitted.

(6) Tissue staining is dependent on the handling and processing of the
tissue prior to staining. Improper fixation, freezing, thawing, washing,
drying, healing, or sectioning may produce artifacts or fakse-negative
results.

(7) Results will not be optimal if old or unbuffered fixatives are used, or
exces.sively heated during embedding or during attachment of .sections to
slides.

(8) False-positive results may be seen due to nonspecific binding of
proteins. Although A/-Histofine Simple .Stain MAX PO (R) does
not require the use of blocking reagent .separately, in some cases the
application of blocking reagent containing an irrelevant protein, prior to
incubation with the primary antibody, may be useful for reducing the
background.

(9) X»/-Histofine® Simple Stain MAX PO (R) is designed for
in-vitro diagnostic use. NICHIREI BIOSCIENCES INC., NICIIREI
BIOSCIENCES sal* agents and distributors will take no responsibility
for A/-Histofine Simple Stain MAX PO (R) when used in a way
which directly or indirectly violates local regulations or patents. Neither
NICHIREI BIOSCIENCES nor its sales agents can be held_responsible
for any patent infringement which may occur as a result of improper use
of the product.

iV -llistofinc" isNICHIREI BIOSCIENCES's registered trademark The registration countries would be referred to us
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toming or
weak
tning results
lhe positive
ilrol slide and
(heunknown
specimen slide

The unknown
specimen slide is
not stained while
the positive
control slide is
stained.

The backgrounds
are intensively
stained in all the
slides.

During the
reaction, tissue
sections come
o ff from the
slides.

Possible cause

Drying-out of specimens during staining
prior to addition ofthe reagents..

The embedding agent is not suitable, or
paraffin is not thoroughly removed from
paraffin-embedded sections.

Any trace amount of sodium azide present
in the buffer inactivates the peroxidase,
making the staining impossible.
Inadequate incubation ofthe enzyme and
antibody.

Antigen is denatured or masked during
fixing or embedding process.

Antigen is decomposed by autolysis.
Less antigen is present in the sections.

Fndogenous enzyme activity was not
completely blocked.

Non -specific binding compositions are
found.

Autolysis results in excessive antigens
isolated in histological solutions.

Insufficient removal of paraffin.

Insufficient washing o f antibody.

A high room temperature accelerates
enzyme reactions.

Dry ing-out o f specimens during staining
after o f the reagents.

Some antigens require heat induced antigen
retrieval procedure or prolonged reaction
time with primary antibody, which may
render the sections easily come off.

o

Solution

Use the Humidified chamber not to allow the tissue to dry out.

.Select a suitable embedding agent or remove paraffin thoroughly from
sections embedded.

Change xylene or ethanol as the case may be.

Use sodium azide free buffer solution.

Change buffer solution.

Change stale chromogen/substrate reagent.

Blot o ff excess solution thoroughly at each stage.

Provide sufficient time for reaction with antibody. In particular,
primary antibody should be incubated for the time period specified in
the insert.

Some antigens are sensitive to fixation or embedding. So use less potent
fixative and decrease the fixing time.

The pretreatment is required for some tissues, in order to reveal the
antigen, such as Antigen Recovery, lleat-Induced Epitope Retrieval
(HILR) or trypsin treatment.

Use tissues obtained by biopsy or surgery, whenever possible.
Prolong the incubation time.

Ensure that the procedure for quenching of endogenous peroxidase is
right.
Before adding primary antibody, treat with 10% normal goat serum.

Obtain fresh tissues whenever available.

Change xylene or ethanol as the case may be.
Ensure thorough washing of antibody.
Keep room temperature at 15 to 25°C

Shorten reaction time.
Never allow the tissue to dry out.

Mount tissue sections on slides coated with an adhesive such as 0.02%
poly-L-lysine or silane.

-llistofine" isNICHIREI BIOSCIENCES's registered trademark The registration countries would be referred to us
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. AW
AHistofine®

'bAB-SS kit NICHIREI BIOSCIENCES INC.
, . 6-19-20, Tsukiji, Chuo-kii, Tokyo, 104-8402, JAPAN
Jxidase Chromogen/Substrate kit Phone: 81-3-3248-2207 Facsimile: 81-3-3248-2243
Reagent supplied 500 tests Code:415192F
1500 tests Code:415194F

3,3’ DIAMINOBENZIDINE TETRAHYDROCHLORIDE (DAB)
SUBSTRATE KIT

SUBSTRATE FOR HORSERADISH PEROXIDASE

/FORM

Liquid.

This product contains the following reagents; [500 tests] [1500 tests]
Reagent A ; DAB solution concentrate 3mL X 1 bottle 9mL X 1bottle
Reagent B : Enhancer solution concentrate 3mL X 1 bottle 9mL X 1 bottle
Reagent C : Hydrogen peroxide solution concentrate 3mL X 1bottle 9mL X 1 bottle
Dropping bottle 1 bottle 1 bottle

PREPARATION of Chromogen/Substrate solution

1Add 1drop of DAB solution concentrate!Reagent A) to 1 mL of distilled water into the tube. Mix well.

2.Add 1drop of Enhancer solution concentrate (Reagent B) to 1 mL of diluted Reagent A solution. Mix again.

3.Add Idrop of Hydrogen peroxide solution concentrate (Reagent C) to 1 mL of diluted Reagent A and Reagent B
solution. Mix again.

4. The fmal mixture is stable for 14 days at 2-8°C with light shielding™.

Tl rhough the final mixture is stable for 14 days at 2-8 °C with light shielding, the mixture may result in a precipitate with time.
The precipitation will have no ettect on staining. However, in some cases, some precipitation attached on slides or tissues, may
disturb getting crisp image. To avoid such precipitation attachment, fallowing procedures are recommended.

1. Use supernatant o f the mixture
2. Rinse the slides in PBS containing 0.1% Tween 20 or TBS containing Tween 20 at room temperature for three minutes, in
twice, before and after the step of the mixture reaction described in USAGE.

Note regarding Dropping bottle

1) I'nc dropping bottle inay be suitable for dropping the final mixture on the slides, not for mixing the reagents, nor for storage o f the (Inal mixture.

2) If the final mixture is moved from the lube lo the dropping bottle, careful handling (e.g. using pipette) is required.

3) If the remaining final mixture is stored, it shall be moved from the dropping bottle to appropriate vessels (e.g. sealed bottles or tubes) and stored at
2 8 °C with light shielding.

4) Rinse the dropping bottle thoroughly with distilled water alter use and dr*' it enough prior to reuse.

USAGE
This substrate will produce a brown colored deposit upon reaction with peroxidase.

For color development, incubate the tissue section, which has been reacted with peroxidase conjugate,
with 1-2 drops of the final mixture at room temperature for 5-20 minutes. Color development may be
monitored with a microscope. After adequate coloration, wash the slide with tap water.

Note regarding the final mixture : Use the final mixture after adjusting to room temperature.

This brown deposit is insoluble in organic solvent. Therefore, the slide can be mounted with
permanent mounting media after washing with water, dehydrated in graded series of alcohol and
cleared in xylene.

STORAGE
Store at 2-8°C.

REMARKS
For In Vitro Diagnostic Use (IVD)

WARNING !

1.Reagent A(D AB solution concentrate) should be handled with care for it contains carcinogen.

2.Reagent C (Hydrogen peroxide solution concentrate) should be handled with care for it contains
Hydrogen peroxide.
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bneogutens Toeapa NICIIREI BIOSCIENCKS INC 6-19-20, Tsukiji, Chuo-ku, I'okyo, 104-8402, JAPAN
4)ne;81-3-3248-2207 Facsimile:81-3-3248-2243 VimnopTtep: OO0 “MukpoTtccTbl 6.M.B.” (495) % 9-98-26, info@microtesty.ru

A>eaktvB - Histofine® DAB-3S kit Peroxidase Chromogen/Substrate kit
/cybeTpaT ona nepokcmpaasbl xpeHa - 3,3.-AuamnHobeH3naunH TeTpaxnopua (OAB)
fcybcTpata Habop

MocTtaBka peaktnBa; 3 mn x 3 pnakoHa (500 TecToB) Kog; 415192F

9 mn X 3 conakoHoB (1 500 TecToB) Kog; 415194F

HASHAYEHUE.
Ona OuarHoctukn WH Butpo
ﬂ,ﬂﬂ I'IpOd)eCCMOHaJ'IbHOFO ncnonb3oBaHUA

OwnarHoctunka gomkHa 683Mp0BaTbCﬂ Ha KNUHUYEeCKoWn NCTopun n pesynbrTatax gnarHoCTU4eCKmnx
TECTOB nauneHTa.

OOPIVIA.

YKupokocTb.

MpooyKT cogepXxvT cneayrowme 500 TectoB 1500 TecToB
peareHTbl

PeareHT A : KoHueHTpar 3mnx1 cbnakoH 9vnx1 donakoH
pacteopa JAB

PeareHTt B : KoHueHTpar 3mnx1 cbnakoH 9vnx1 donakoH
pacTBopa-ycunuTens

PeareHTe: KoHueHTpat 3mnx1 dpnakoH 9vnx1 chnakoH
pactBopa H202

dnakoH onsi packanbiBaHUst 1 donakoH 1 donakoH
Mpobupka 1T 1.
ONMMCAHUE.

HaGop peakrusoB Histofine® DAB-3S kit 3T0 cucrema u3 xpomareHa u cyocrpara,

NMOAXOAsINAsi JJisi HWCIOJb30BaHUA B HMMMYHOTHMCTOXMMHYECKHMX OKPAIINBAaHUAX,
OCHOBaHHBIX Ha mnepoxcupasze. [Ab wmokerT npoayuupoBaTh mpenunurTar (0CafoK)
KOPMYHEBOro IiBeTa INPH peaKlMd ¢ IepPOKCHAA30H B MecTe HAXOXJeHHs aHTUTreHa-
MUIIIeHU WIM HYKJI€eMHOBON KHUC/IOTHI.

MpurotoBneHne pacteopa xpomareH/cybcrpar
1. [JloGaBere 1 Kamwmo PeaktnBa A (KOHmeHTpara pacrBopa JAB) x 1 M
IMCTWIUIMPOBAHHOM BOABI B mpoOupKe. Xopouro cMenraire
2. Jo6aBsre 1 Kamwmo PeaktnBa B (KoHumeHTpaT pacrBOopa-ycuautensr) K 1 MI
pasBegeHHoro peakrusa A. CHoBa mepeMmelnaiire.

3. /Mlo6Gasbre 1 Kamwmo PeaxktuBa C (Konuenrtpar pacrBopa H202) k1 Ma cmecm
pacTBopa peakTuBa A U PpeakTHBa B u xopomo mnepemeniaiite KaK
OKOHYATeJIbHYI0 CMeCh™*1.

*1 - OkoH4aTenbHas cMecb cTabunbHa 14 gHen npy Temnepartype 2-8 °C B ycnoBusiX, 391UMLLEHHbIX OT CBETA.

Mpeuvnutatr opmmpyeTcs co BpemeHeM. [lpepunurar,  NpUAMNMUWA K CTEKNam WM TKaHAM, He Hapymaet
OKpP3MVBaHME, OAHAKO, B HEKOTOPbIX CrydasiX, MOMyYeHMe YMCTOrO M300paXeHUst MOXeT He nonyunTbesd. [nd
n3beXaHVst 3TOro MPUUNaHWa crneayroLas npouenypa pekomeHayeTcs.

1. Vcnonb3oBaTtb cynepHaTaHT pacTBopa 3TOW CMEeC.

2. TpombiTb cTekna B cocchatHom Oydpepe, copepwawem 0,1% TBUH 20 wm Tpuc Gydepe, comepxawiem
0,1% pactBop TBMH20, npyu komHaTHOM Temnepatype - 3 MWHYTbl HA COOTBETCTBYIOLUMX CTYNeHsX OO U
nocre OKpammMBaHus, onmcaHHbix B pasgene VICTMOJIb30OBAHVIE.

MCNOJIb3SOBAHUE.

[oBecTn okoHYaTenbHY0 CMeCb 40 KOMHATHOM TeMnepaTypbl A0 UCNONb30BaHMWS.

NHkyBupyliTe obpaseL, TKAHEBOro cpesa C KOHbIOraTtoM Mepokcuaasbl NepBoHavanbHo.

B TO Xe Bpems, pekOMEHOOBaHO OKpaluMBaHWE HEraTUBHOrO KOHTPONHA, B KOTOPOM MWCMOMb3yWTe pacTBOp
docaTHoro Oydepa BMecTo MepBbIX aHTUTen, Ana  oueHku pe3ynbTaToB  OKpalUMBaHUS.
Ona nonyyeHus uBeTa, WHKyOupylhTe obpasey ¢ 1-2 kannsamMuM NPUroTOBIIEHHON OKOH4YaTENbHOW CMecw,
ucnonb3ys hnakoH ANA HakanbiBaHWUA*2 , NpM KOMHATHOW Temnepartype B TedeHue 5-20 MuHyT.

,D,ose,qme BpemMda peakuunu HaﬁﬂPO,D,eHVIeM B MWKPOCKOM A0 KOHTPACTHOro okpawunBaHuA No CpaBHEHUIO C
oTpuuaTesnibHbIM KOHTpONeM.

Mocne nosiBNneHua agekBaTHOro OKpalwuneBaHu4, I'IpOMOVITe npenapart BO,EI,OI'IpOBOLI,HOVI BOAOMN.

Mocne npomblBaHus, gerungpaTtaymMn B CNUpTax BOCXOASLLEN KPernocTu M NpocBeTneHus obpasya B Kcunone
CMOHTUPYIiTE NOKPOBHOE CTEKMO Ha 3akroyalolee cpeay.
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TpoH(BoauTens roeapa NICHIREI B10SCIENCES INC. 6-19-20, Tsukiji, (?huo-ku, Tokyo, 104-8402, JAPAN
pHone:81-3-3248-2207 Facsimile:81-3-3248-2243 NmnopTtep; OO0 “MukpoTtecTbl 6.m.B.” (495) 969-98-26, info@microtesty.ru

*2 dnakoH nsa ackanblBaHUA MNPpUMEHUM nsa ackanbiBBHMSA TOTOBOW CMECU Ha CTekna, HO He nsa
a p p a p a
APUroToBNeHUsa peakTMBOB N He OANA XpPaHEeHNsA peakTUBOB.

Korga okoH4aTenbHas cmecb nmnepemeliaetcsa U3 I'IpOGVIpKVI BO (nakoH pAna packanbiBaHus, Heob6xoaumo
afjeKkBaTHOe nuneTupoBaHue.

MpomblTb bNakoH ANSA packanbiBaHWSA TWaTeNbHO C AUCTUNNNPOBAHHOMW BOAOW U BbICYWUTb NOCME UCMOMb30BaHUSA.

XPAHEHUE.
XpaHuntb npu 2-8°C.

NMPUMEYAHWA.

Jns ucmonb3oBaHUA B uarHocruke uH Butpo (IVD)
BHumaHue!

1. H30eraiiTe KOHTAKTa ¢ rjia3amMH, Koxeil M oek0M, npeaynpexias nomnagaHue B
NUIIEeBAPUTEJbHBIA TPAKT U BAbIXaHHE.

2. Hcnoan3yiite PeareHT A ¢ afeKBaTHBIM BHUMAaHHEM BCJeACTBHe TOro, 4ro JJIAB moxer
BKJIIOYATHCSI B MyTareHbl.

3. HMcnouasn3yiite Pearent C ¢ aeKBATHHLIM BHUMAaHHEM BCJIeJCTBHE TOI0, YTO OH COAEPHKHUT
NepeKuch BOJIOPOA.

4. Yruausupyiite Pearent A, BriIwuyawmuii pactsopsl JAB, U HeMcnoJib30BaHHbIE PACTBOPBI
W KOMIIOHEHThI KaK ONACHBbI¢ XHUMHKATHI COTJIACHO NMPHMEHsIeMbIM NPaBUJIaM H HOPpMaM.
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