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ZYTOVISION

Zyto Dot
SPEC ERBB2 Probe Kit

C-3003-40 \/ 40

3a KayecTBeHO OTKpMBAHE Ha aMnIMUKALMN Ha YOBELLKUA
redH ERBB2 upes xpomoreHHa /n sifu xubpuamsaums (CISH)

4250380N297W

Ce

0124

MH BUTPO AMArHOCTUYHO MEAMUMHCKO YCTPOMCTBO

8 cvotserctaue c VDR (EC) 2017/746

1. nNpepasuaeHa ynotpeba

Conpata ZytoDot SPEC ERBB2 Probe Kit e npegHasHaueHa 3a KauyecTBeHO
OTKpUMBaHe Ha amnanMduKaumm Ha yosewwkus reH ERBB2 Bbe ¢ukcupaHm BbB
dopmanvH BKAOYEHW B napaduH Npobu, KaTto Hanpumep pak Ha rbpgara,
upes xpomoreHHa in situ xubpuamusauma (CISH). Conpata e npegHasHaueHa ga
ce usnonsea B8 KombuHauma ¢ ZytoDot CISH Implementation Kit (Mpog,.
Ne -C301840).

MpoAyKTbT € npefHasHauyeH camo 3a npodecuoHanHa ynotpeba. Bcuuku
TecToBe, MPU KOUTO Ce M3Mo/3Ba MPOAYKTHT, TpAbBa Aa ce M3BbPLIBAT B
cepTMdMLMPaAHa, JIMLEH3MPaHa MaTo/0roaHaTOMWYHA JslabopaTtopua  noj,
HabNOAEHNETO HA NaTONOr/4eBettkM reHETUK KBANMOULMPaAH 3a CbOTBETHATA
AenHoCT.

CoHpaTa e npegHasHayeHa Aa Ce M3M0a3Ba KaTo NMOMOLWHO CcpeAacTtsO npwu
p,md)epeHumanHaTa AWarHo3a Ha pakKa Ha rppgata U He Tpﬂ6Ba Aa ce
npegnpuemart TepaneBTUYHU MePKU CamMO Bb3 OCHOBA Ha pe3ynTaTa OT TecCTa.

2. MNpuvHuUMN Ha M3NUTBaHe

TexHukata Ha xpomoreHHata /n sifu xwbpugmsaums (CISH) nossonssa
OTKPUBAHETO U BM3Ya/IM3MPAHETO Ha CreundUYHU MOCNE0BATENHOCTU OT
HYKNEUHOBM KUCENIMHM B KAETbYHW npenapatv. MapKkupaHute C xanTeH
HykneotuaHn ¢parmentn, T.Hap. coHan CISH, u texHute KomnnemeHTapHu
LUeNeBM NOCNESOBaTeNIHOCTM B MNpernapaTute ce  Ko-AeHaTypupar U
BMOCNEACTBME CE OCTABAT Aa Ce OTrpsABaT Mo Bpeme Ha xubpuamsaumuaTta. Cneg
TOBa HecneuupuyHUTE U HECBBP3aHM COHAOBM GpPArMeHTH ce OTCTPaHaBaT
4pes CTPUKTHO WM3mMBaHe. [lynieKcHOTO obpasyBaHe Ha MapKupaHata coHAa
MOXKe fja Ce BM3ya/M3Mpa C MOMOLLTA Ha MbPBUYHM (HEMApKMpaHu) aHTuTena,
KOUTO Ce OTKPUBAT C BTOPUYHM MOJNMMEPU3UPAHM EH3UMHO KOHIOTUPaHU
aHTWTesa. EH3MMHaTa peakums ¢ XpOMOreHHW cybeTpaT Boam 4o obpasysaHe
Ha UBETHM yTalku. Cref KOHTPAoLBETsBaHe Ha AAPOTO C AApeHo barpusio
XxvbpuananpaHuTe GparmMmeHTU Ha coHAaTa ce BM3yanmusMpaT Ypes CBETNMHHA
MWKPOCKONWS.
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3. MNpepocTaBeHn peaKTUBM

Zyto Dot SPEC ERBB2 Probe Kit ce npegnara 8 eanH pasmep u ce cbCToM OT:

Konuvectso
Kopg KomnoHeHT W KoHTeiinep
40
Heat Pretreatment ByTunka c BUHTOBa Kanayka
P12 Solution EDTA 500 ml (ronama)
ES1 Pepsin Solution 4 ml Byrunka c kankomep, 6ana
Kanauka
PD1 Zyto Dot SPEC ERBB2 0.4 ml CbA, 33 peakuma, kKadpaso
Probe Kanak
b
WB1 | Wash Buffer SSC 560 ml | DYTWN@ € BUHTOBA Kanatka
(ronsama)
WB4 | PBS/Tween 2x AnymnHMeBa onakoBsKa
BS1 Blocking Solution 4 ml Byruna c kankomep,
OpaHXeBa Kanadka
AB1 | Mouse Anti-Di 4l ByTuaKa ¢ Kankomep, po3osa
flouse Ant-2id wanka
. b
AB2 | Anti-Mouse-HRP-Polymer 4ml YTWIK € Kankomep,
OpaHXeBa Kanayka
SBla | DAB Solution A 0,3 ml | BYTKa C kankomep, senena
Kanadka
. b
SB1b | DAB Solution B 10 ml YTWIKG - CKanKomep,  cuea
Kanauka
cs1 Ma er's Hematoxylin 20 ml ByTW/Ka € BUHTOBA Kanauka
Solution yepeH
- -
MT4 —g—'\gﬁ:ir:;?ic Solution 4 ml ByTunka c kankomep, Kadpsaso
WHCTpyKumMK 3a ynoTtpeba 1

C-3003-40 (40 tests): Komnonentute PD1, ES1, BS1, AB1, AB2, SBl1a-b,
CS1 1 MT4 ca gocratbuHu 3a 40 peakuumn. KomnoneHnTsT PT2 e goctatbueH
3a 7/ 6ypkaHa 3a ousetaBaHe oT 70 ml Bcekn. KomnoHentst WBI1 e
foctaTbueH 3a 8 bypkaHa 3a ougetasaHe ot no 70 ml Bcekn. KomnoHeHTsT
WB4 e nocratbueH 3a 28 6ypkaHa 3a ougetasare ot no 70 ml.

Zyto Dot SPEC ERBB2 Probe ce cbctom ot:

. MapK1paHu € AUroKcureHuH nonunykneotuam (~1,8 ng/ul), kouto ca
HacCoYeHW KbM MoCnefoBaTENHOCTHU, KapTorpadupanwu 8 179g12*
(chr17:37,725,661-37,973,541), kbpeto ce Hamupa obnactta Ha
reHa ERBB2 (. ¢ur. 1).

. XubpuamsaumoHeH bydep Ha 6asata Ha popmamug,

*croped cvbpaHuemo Ha Yosewkus zeHom GRCh37/hg19

RH112805 5 5 RH104281
< - >
”
ERBB2
~ 250 kb
Cen « 1712 —— 5 Tel

durypa 1: SPEC ERBB2 Kapta Ha coHpaTa (6e3 maup6)

4, Heobxoanmu matepuanu, KOMTO He Ca OCUrypPeHU

. Zyto Dot CISH Implementation Kit (Prod. No. C-3018-40)

. MONOXKMTENHN M OTPULEATENHMN KOHTPOHU 06pa3sum
. MMKPOCKOMCKM CTbKAA, MOMOXKUTEIHO 3apeseHn

. BoaHa 6aHs (80 °C, 98 °C)

. XubpuamsaTtop uam ropewa nioya

. XnbpuamsaTtop MAK Kamepa 3a BAAXKHOCT B MeLTa 3a Xubpuansaums
. Perynupyemu nunetu (10 ul, 1000 ul)

. OugeTaBaHe Ha BypKaHWU UK BaHU

. Talimep

. KannbpupaH TepmomeTsp

. ETaHON AW PEaKTUBEH aNKOXON

. Kennon

. MetaHon 100%
. BogopogaeH nepokeung, (H,07) 30%
. [NeioHnsnpaHa unmn gectuampaHa soaa
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. MokpwueHU cTbKAa (22 mm x 22 mm, 24 mm x 32 mm)

. Kayuykos ummeHnT, Hanp. Fixogum Rubber Cement (Prod. No. E-4005-
50/-125) -unun nogober

. Moaxoaawo nopsbpaH ceetimHeH mukpockon (400-630x)

5. CbxpaHeHue u o6paboTKa

CoxpaHsBaiTte npu Temnepatypa 2-8 °C B u3npaseHo nonoxeHve. BopHete
npyu ycnoBMATa Ha CbXpaHeHWe BegHara cniep, ynotpeba. He usnonssaiite
peareHTWTE cnej M3TUYAHE Ha CPOKa Ha TOAHOCT, MOCOYEH Ha eTuKeTa.
MpoAyKTHT e cTabuneH [0 AaTaTa Ha M3TUYAHE Ha CPOKA Ha rOAHOCT, NOCOYEHa
Ha eTWKeTa, KoraTo ce TPeTUpa Mo NoAXOAAL, HauMH.

6. NpeaynpexpaeHus U NnpeanasHN MepPKU

. MpoyeTeTe UHCTPYKUMUTE 33 ynoTpeba npeau Aa rv usnonssare!
. He n3non3BsaiiTe peareHTUTe ciej U3TUYAHE Ha CPOKa Ha rogHoct!
. TO31 NPOAYKT CbAbpsKa BELECTBa (B HUCKM KOHLEHTpauum u obemm),

KOUTO Ca BpeAHW 3a 34paBeTo M MNOTEHUMANHO WHOEKLMO3HM.
M3bsarsaiiTe BCAKaKbB NPAK KOHTAKT C peakTusute. Bsemerte nogxoasium
MepKM 3a 3awmTa (M3no/n3BaiiTe pPbKaBMUM 33 efHOKpaTHa ynotpeba,
3aWMTHM oumnna u naboparopHo obnekno)!

. [loknazaBaiiTe 3a BCEKM CEPUO3eH MHUWMAEHT, Bb3HUKHAN BbB BPb3Ka C
NpPoOAyKTa, Ha MPOU3BOAUTENA WM Ha KOMMETEHTHUA OpraH CbrNacHo
MecTHuTe pasnopenbm!

o Ako peareHTUuTe NonagHaT BbPXYy KOXKaTa, He3abaBHO A M3N/JaKkHeTe C
ronAamo Konm4yecrtso BO,D,a!

. Mpu nowuckeaHe 3a npodecroHanHUA noTpebuTen ce npefoCcTaBsA
MHOOPMaLMOHEH IUCT 33 6e30nacHOCT Ha MaTepuana.

. He w3nonsBaiiTe NOBTOPHO peareHTUTE, OCBEH aKO MOBTOPHaTa
ynotpeba He e uspuuHo paspeweHal

. MN36sreaiiTe KPbCTOCAHO 3aMbpCABaHE Ha NPobuTe, Tbil KAaTo TOBA MOXKe
[a foBefie 0 MPeLHn pesynTaTu.

o He Tpﬂ6Ba Aa Ce AOoNyCKa U3CbXBaHe Ha oﬁpaau,me no Bpeme Ha
XM6pVI,D,l43aLI,VIﬂTa M NPOMUBAHETO.

CneuuanHo etuketupare Ha ES1:

EUH208 Coabpika Pepsin A. Moske fa npeaussuka anepruyHa
peaKkums.
EUH210 MHpopmaLMoHeH nncT 3a 6e3onacHoCT e 6bae npeacTaseH

npu NouckeaHe.

NpeaynpexaeHns 3a onacHOCT U npeanasHu mepku 3a CS1 n WB4:

Tasn coHfa He e KnacuduumpaHa KaTo onacHa B CbOTBETCTBME C PernameHT
(EO) Ne 1272/2008,,00.

MpegynpexaeHusa 3a onacHOCT U npeanasHn mepku 3a BS1, AB1, AB2,

PT2, » WB1:

KOMMOHEHTBLT, onpeaensLy, onacHocTTa, e cMec oT: 5-x10po-2-metun-4-
nsotuasonuu-3-oH [EC Ne 247-500-7] u 2-metun-2H-usotnason-3-on [EC
Ne 220-239-6] (3:1).

@ MpeaynpexaeHne

H317 Moxe Aa NPUUYMHKM anepruyHa KoxKHa peakums.

P261 MN3bareaiite BAMLIBaHE Ha
npax/nywek/ras/amm/u3napenmns/aeposonu

P272 [a He ce W3HacA 3ambpceHO pPaboTHO 061eKkNo W3BbH
paboTHOTO MomelLeHue.

P280 M3nonssaite npeanasHu pbKasuum/npeanasHo
obnekno/npeanasHu ounna/npeanasHa macka 3a smue.

P302+P352 MPUN KOHTAKT C KOXATA: Usmuiite obunHo ¢ soaa/...

P333+P313 Mpu nosBa Ha KOXHO ApasHeHe uau obpuB Ha KoxKara:
MoTbpceTe MeAMLMHCKM CbBeT/NoMoLL,.
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P362+P364 CBanete 3ambpceHOTO 06/MeKNO0 M ro wu3nepete npeau
nosTopHa ynotpeba.

MpeaynpexaeHuns 3a onacHOCT U npeanasHu mepku 3a SB1a:

KOMMOHEHT®HT, onpeaensiy, onacHocTTa, e 6udeHnn
3,3',4,4'TeTpaunterpaaMuH; 4MamMMHOBEH3NANH.

OnacHoct

H350 MosKe 4a NpUYnHN pak
P201 Mpean ynotpeba ce cHabaeTe CbC CNELMANHU UHCTPYKLUMN.
P202 He n3nonssaiite npeamn ga cte npoyenu u pasbpann BCUUKK

npegnasHU MepKU 3a 6e3sonacHocT.

P280 M3nonsgaiite npeanasHu pbKasuum/npeanasHo
obekno/npeanasHu ounna/npegnasHa macka 3a avue.

P308+P313 MPU asHa uau npegnonaraema ekcnosumums: MotbpceTe
MEAMLMHCKM CbBET/NomoLy,.

P405 [la ce cbxpaHABa Nof KoY.

MpeaynpexaeHna 3a onacHOCT 1 npeanasHu mepku 3a SB1b:

KOMMOHEeHTbT, onpeaensLy, onacHocTTa, e cMec oT: 5-x10po-2-meTun-4-
usotnasonuu-3-ox [EC Ne 247-500-7] u 2-metun-2H-usotnason-3-on [EC
Ne 220-239-6] (3:1).

H317 Moske Aa NPUUYUHM anepruyHa KoXKHa peakums.

H360D M3barsaiite BaMLBaHE Ha
npax/nywek/ras/amm/msnapexmns/aeposonu

P201 [a He ce u3Haca 3ambpceHo paboTHO 06/1eKN0 N3BBH
paboTHOTO NomelLeHme.

P261 M3nonssaiTe npeanasHU pbKasuum/npeanasHo
obekno/npeanasHu ounna/npeanasHa Macka 3a auue.

P280 MPUN KOHTAKT C KOXATA: U3muitte obunHo ¢ Boaa/...

P302+P352 Mpu NosBa Ha KOXHO Apa3HeHe uan obpuB Ha KoxKara:
MoTbpcere MEeAULMHCKM CbBET/MOMOLL,

P308+P313 CBasneTe 3aMbpCEHOTO 06/IEKNO U TO U3NepeTe npean
nosTOpHa ynotpeba.

P362+P364 Moske Aa NPUYMHM anepryHa KoXKHa peakumsa.

MpeaynpexaeHus 3a ONacHOCT U NpeAnasHN mepku 3a MT4:

KomnoHeHT®T, onpeaenau, onacHOCTTa, € KCUNoA.

@ MpepynpexaeHue

H226 3anasvmu TeYHOCT U Napu.

H312+H332 BpeaeH npu KOHTaKT C KOXKaTa MAM NPU BAMLIBAHE.

H315 MpeamnssrKBa ApasHeHe Ha KoxKarta.

H319 MpeamsBMKBa CEPUO3HO ApasHEHE Ha ouuTe.

H335 Mose ga npegusBuKa gpasHeHe Ha AuxaTenHuTe
nbTUWa.

H373 Mose fa NPpUYNHM yBPEXKAaHe Ha OpraHuTe npu

npoAb/IXKUTENNHA UIU NOBTapPALLA Ce eKcno3nuuna

P210 [a ce nasu OT TONAWHA, HaropeLweHn NOBBPXHOCTH,
MCKPM, OTKPUT NAaMbK, U APYrU U3TOYHULM Ha
3anansaHe. TIOTIOHONYLWIEHETO 3abpaHeHo.

P260 He sauwsaiite
npax/nywek/ras/amm/m3naperuns/aeposonu
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P280 M3non3Baiite npesnasHu pbKasuum/npeanasHo
obnekno/npeanasHu ounna/npeanasHa macka 3a
nuvue/npeanasHY CpeacTsa 3a 3almMTa Ha cayxa.

P305+P351+ MPW KOHTAKT C OYWUTE: npomuBaiiTe BHUMATENHO C

P338 BOAA B MPOAbL/XKEHME Ha HAKONKO MUHYTU. CBaneTe
KOHTaKTHWUTE JIELLM, aKO MMa TaKMBa W [OKONKOTO TOBa e
Bb3MOXKHO. MMpoabAKETE C U3MAAKBAHETO.

P337+P313 Mpu NPoABLAKUTENHO ApasHeHe Ha ouuTe: MoTbpceTe
MEAMLMHCKM CbBeT/nomoLy,

P403+P235 [a ce cbxpaHaBa Ha Aobpe nposeTpuso maAcTo. [a ce
CbXpaHsBa Ha XNajHo.

EUH208 Cbabpa methyl 2-methylprop-2-enoate; methyl 2-

methylpropenoate; methyl methacrylate.
MosKe Aa NpeauUsBuKa anepruiHa peakums.

MpeaynpexaeHusa 3a onacHocT u npeana3Hu mepku PD1:

KOMNOHEHT BT, onpegenswonacHocTTa, e opmamma,.

é OnacHo

H351 Mpeanonara ce, 4e NPUYMHABA PaK..

H360FD Moske fa yBpeau onnoguTesiHaTta cnocobHocT. Moxe aa
yBpeau nnoaa.

H373 MosKe fa NPUYMHM YBPENKAAHE Ha OpraHuTe npu
NPOAB/IKUTENIHA MM NOBTAPALLA Ce EKCNO3ULMA.

P201 Mpeayn ynotpeba ce cHabaeTe cbe cneumanHu
MHCTPYKLMK.

P202 He wusnonssaitte npegn pda cre npoyenn u pasbpanu
BCMYKM NpeanasHu MepKu 3a 6e3onacHoCT.

P260 He Bauwsaite npax/nywek/ras/aum/  nsnapeHus/
aepo3onu.

P280 M3nonssaite npeanasHu pbKasuuym/npeanasHo
obnekno/npeanasHn  ouuna/npegnasHa  mMacka  3a
Nvue/npeanasHu CpeacTea 3a 3almTa Ha cyxa.

P308+P313 TMPWU sasHa uau npeanonaraema ekcnosmumsa: NoTbpcete
MEAMUMHCKM CbBET/NOMOLY,

P405 [a ce cbxpaHaBa Nof KoY.

7. OrpaHuueHus

3/6

3a uH 8UMPO AMArHOCTUYHa ynoTpeba.
Camo 3a npodecnoHanHa ynotpeba.
Camo 3a HeaBTOMaTU3UpaHa ynoTtpeba.

K/AMHUYHaTa MHTEpNpeTauma Ha BCAKO MOJIONKWUTENIHO OUBETABaHE MW
NuncaTa Ha Takosa TpABBa Aa Ce HaNpPaBW B KOHTEKCTA Ha KIMHUYHATa
aHamHe3a, Mop$oaornaATa, Apyrv XMCTONATONOTUYHN KPUTEPUU, KAKTO U
OPYrM OMArHOCTUYHM TecToBe. KBasmduuMpaHuaT natonor/ reHeTuk
KBaNMOULMPaH 3a CbOTBETHATa AeWHOCT. e AbeH aa nosHasa CISH
COHAMUTE, peareHTUTe, AMArHOCTUYHUTE MaHeAn wu  MmeToauTe,
M3MON3BaHM 3a NO/yYyaBaHe Ha ouBeTeHWs npenapar. OuBeTABaHETO
TpAbBa fa ce W3BbPLBA B cepTudULMpaHa, AuLeH3upaHa nabopatopus
nos Hagsopa Ha natonor/ reHeTMK KeBaMduuMpaH 3a CbOTBETHaTa
LEeNHOoCT.

OupeTABaHeTo Ha o6paseua, 0CO6EHO MHTEH3MBHOCTTA HA CUrHana u
$OHOBOTO oOLBeTABaHe, 3aBUcK OT obpaboTkaTa Ha obpaseua npeau
oLBeTaBaHeTo. HenpasunHoto duKcupane, 3ampasfBaHe,
pasmpasfBaHe, W3MMBaHe, CylleHe, HarpsBaHe, pA3aHe WM
3aMbpcABaHe C ApyrM Npobu MAM TEYHOCTM MOXKe Aa [oBeje A0
apTedakTM uav danwmeu pesyntatv. HecbOTBETCTBALLMTE pe3ynTaTu
MoraT ga Ce Ab/MKaT Ha pasAvkM B MeToauTe Ha OUKcupaHe M
BrpakAaHe, KaKTo M Ha Npucbluy Ha obpaseLa HepeaHOCTy.

CoHpaTa TpsabBa fJa ce W3Mo/i3Ba CaMo 3a OTKPMBAHE Ha JIOKyCH,
onucaHu B rnasa 3. "MpenocraseHn peaktnsu'.

Zyto Dot SPEC ERBB2 Probe Kit

8.

[A[x]
M3nbAHEHMETO e BaNnAMpaHo ¢ NOMOLLTA Ha NpoueaypuTe, OnucaHu B
Te3n MHCTPYKUuMM 3a ynoTtpeba. Moaudukaumute Ha Tesu npouenypu
MOraT @ MPOMEHAT XapaKTEPUCTUKNTE 1 TpsAbBa Aa 6bAaT NOTBbPAEHM
ot notpebutens. Tosm IVD e ceptudmumpar kato CE camo Korato ce
M3M0/13Ba, KAaKTO € OMMCAHO B Tasu MHCTPYKLMA 3a ynoTpeba B pamkute
Ha npefBuaeHaTta ynoTpeba.

Mpeuewwm BewecTBa

CnegHute durcatopwm ca HecbBmectumm ¢ ISH:

9.

®ukcaTtus Ha Bouin

®ukcatop B5

KucenuHHumn dukcatopm (Hanp. MMKpUHOBA KMCEIMHA)
®ukcatve Ha Zenker

ANKoXxo/n (Korato ce u3nosi3BaT CamOCTOATENHO)
KnBaueH xnopug

dopmangexua/umnHkoB dpukcaTop

dukcaTopbT Ha OnaHg,

HebydepupaH dopmanmH

MNoaroTtoBka Ha 06pasum

MpenopbKku:

MN36sreaiiTe KPbCTOCAHO 3aMbpcABaHe Ha NPobuTe, Tbil KAaTO TOBA MOXKe
[a posese A0 rpewHmn pesyntaTu.

®ukcupade 8 10% HeytpanHo 6ydepupan popmanuu 3a 24 yaca npu
craiiva Temnepatypa (RT, 18°C-25°C).

Pa3mep Ha usBagkata < 0,5 cm® .

M3non3Baiite BUCOKOKaYecTBeH napaduH.

BrpaskgaHeTo TpsbBa 4a ce M3BbPWBA NPU TeMNepaTypu, No-HUCKU OT
65°C.

Nogroteete 3-5 um MUKpOTOMHM paspesu.

M3non3saiite NONOKUTENHO 3apeAeH MUKPOCKOMCKM CTbK/A.
duKcmpaHe Ha TbKaHHM paspesm 3a 2-16 uvaca npu 50-60°C

10. NoaroTreutenHa o6paboTKa Ha yCTPOMCTBOTO

PBS/Tween (WB4) tpabea Aa ce NpuroTeu CbrAacHO MHCTPYKLMWUTE B TOUYKa
11. "Mpoueaypa 3a aHanu3". BCUUYKM OCTaHANM PEaKTMBM OT KOMMIEKTa ca
rotoen 3a ynotpeba. He ce M3NCKBAa Bb3CTAHOBABAHE, CMecBaHe WU
paspexaaHe.

Mpeayu ynotpeba noctaseTe coHgaTa Ha cTaiiHa Temnepatypa (18-25 °C),
3awuTeTe A OT cBeTiuHa. lpeaw pa oTteopuTe dnakoHa, pasbbpkaiite c
BOPTEKC 1 3aBbpTeTe 3a KPaTKo.

11.
11.1

Mpoueaypa 3a aHanu3

Jen 1

nO,quTBI/ITE.ﬂHVI CTbNKU

1)

2)
(3)
(4)

Mpuzomeeme cepus om emanon (70%, 90% u 100% pasmeopu Ha
emaHos): Paspegete 100% etaHon ¢ genoHusnpaHa wam gectuaupaqa
BoAa. Tean pasTBOpM moraT [a Ce CbXpaHABaT B NOAXOAALWM CbAOBE U
[la ce M3non3BaT NMoBTOPHO.

Heat Pretreatment Solution EDTA (PT2): 3arpeiite no 98°C B nokput
BypKaH 3a ougeTaBaHe.

Mpuzomesare Ha 3% HyO,: Paspedeme 1 vacm 30% HyO, 6 2 yacmu
100% memaHon.

ZytoDot CISH Probe: LoctaseTe Ha craiiHa Temnepatypa (RT) npeau
ynotpeba.

MNpepgaputenHa o6pabotka (o6e3napasutasaHe/npoteonusa)

1)

(2)
(3)

(4)
(5)

(6)

WHkrybupaitte npegmetmte 3a 10 munytv npu 70°C (Hanp. sbpxy
ropewa naouva).

MHKyBupaiiTe npeameTuTe 3a 2 MbTU N0 5 MUHYTW B Keunon.
MHKy6upaiite npegmeTHn ctbkna 3a 3 nbtv no 3 muHytv B8 100%
eTaHon.

WHkryBupaiite npeametute 3a 5 munytu 8 3% H,Os.

U3muiite npegmetmte 2 nbTM no 1 MWH. B AeiioHM3MpaHa v
LecTunupaHa sogaa.

WMHKyBupaiite 3a 15 muHytM B npeggaputenHo 3atonneH Heat
Pretreatment Solution EDTA (PT2) npu 98°C.

U3nonszealime ocem npedmemHu CmMbKaA 30 8CeKU BYpKaH 3a ouysemssaHe
(ako e Heobxodumo, dobaseme hUKMUBHU CMBKAQ).

)

HesabasHo npexsbpnere npeameTHM CTbK/la B AeﬁOHMSMpaHa nnn
AecTunanpaHa soda U rn I'IpOMVIﬁTe 33 2 NbTM N0 2 MUH.
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(8) Hawecere (Ha kanku) Pepsin Solution (ES1) sbpxy obpaseua u ro
nHKybupaiite 3a 5-15 muHytn npm 37°C B Kamepa ¢ BUCOKa BNAXKHOCT.

EST moxce da obpasysa ymaiiku, Koumo He 6nuaam Ha kayecmseomo.Kamo
0bwo npasuno nperiopbyeame O0a ce onpedeau ONMUMAAHOMO epeme 3a
npomeonusa 8 npedeapumenHu mecmosee.

(9) Notonete npeaMeTHM CTbKAA B AeHOHM3MPaHa MW LeCTUIMPaHa BOAA.
(10) AOexugpataums npu: 70%, 90% n 100% etaHon, BcAka 3a 1 MuH.

(11) Ms3cywerte yyacTbumTe Ha Bb3AYX.

3abenexka: Yeepeme ce, 4e yuacmuvyume ca HAMbAHO U3CbXHAAU, Mpedu da
HaHeceme coHOama.

[OeHatypauma u xmbpugusauus

(1) Hanecete ¢ nuneta 10 ul oT coHpaTa BbPXYy BCEKWM NpenBapuUTesHO
obpaboTeH obpasel,.

(2) Nokpwiite 06pasumTe C NOKPUBHO CTHKO € pasmepn 22 mm x 22 mm
(u3bsreaiiTe 0bpasyBaHeTO Ha MexypyeTa) U 3arneyataiTe NOKPMBHOTO
CTBKJIO.

Mpenopbysame BM QJa u3nons3sate rymeH uumeHT (Hanp. Fixogum) 3a
yNAbTHABAHE.

(8) Mocrasete npeameTHM CTbKAa BbPXY ropelya NaodYa uau xubpuansatop
1 aeHaTypupaiite obpasuute 3a 5 muHyTu npu 94-95°C.

(4) nNpemectete npeameTUTe B Kamepa 3a BAAKHOCT M XMbpuamsmpaiite 3a
enHa How, npu 37°C (Hanp. B new 3a xMbpuamsaums).

BaxcHo e obpasyume 0a He u3cbxeam o epeme Ha xubpuousayuama.

11.2 pen?2

MoAroTBUTENHN CTHNKU

(1)  Wash Buffer SSC (WB1): 3a npomusare Ha cmpuHzeHca, 3azpeiime do
80°C e nokpum 6ypkaH 3a ousemsasaHe. WBI moxe da obpasysa
npeyunumamu npu 2-8°C, Koumo He 8nuAAM HA Kayecmeomo u
mpsabea 0a ce pazmeopAam npu Haz2pseaHe.

(2) nNpuroteave Ha Wash Buffer PBS/Tween: [obasete 1 Tabnetka
PBS/Tween (WB4) m 1000 ml geltoHusupaHa unam gectuampara soga
1 pasTeBoperte.

Wash Buffer PBS/Tween e cmabuneH e npodvaxeHue Ha edHa cedmuua,

Ko2zamo ce cvxparasa npu 2-8°C.

(8)  Blocking Solution (BST), Mouse-Anti-DIG (AB1), Anti-Mouse-HRP-
Polymer (AB2), DAB Solution A (SB1a), DAB Solution B (SB1b),
Mayer's Hematoxylin Solution (CS1), Mounting Solution (alcoholic)
(MT4): DocraseTe Ha cTaiiHa TemnepaTypa npeau ynoTpeba.

Mocnepsawa xubpuansauma u oTKpusaHe

(1)  BHMMmaTenHo oTcTpaHeTe ryMeHWs LMMEHT AW NennaoTo.

(2) OrcrpaHete NoOKpWBHOTO CTbKAO, KaTo motonuTe npeametute B8 Wash
Buffer SSC (WB1) npu cTaitHa Temnepatypa 3a 5 muH.

WBI ome da ce usnonsea edHokpamHo. CwuxpaHsealiime npu 2-8°C 3a
mMakcumym edHa cedmuya.

(8)  Usmuiite npeametnte 3a 5 munytn 8_Wash Buffer SSC (WB1) npu t
80°C.

U3snonzealime ocem npedmemHu cmbkaa 6 BypKaH 3a ousemssaHe (aKo e

Heobxodumo, dobaseme (PUKMUBHU CMBKAA.

(4) nNpomuiite npegmetute 2 nbTv no 1 MuHYyTa B AeMOHM3MPaHa MM
JecTuavpaHa soaa.

(5) Mortonere npeametute 8 Wash Buffer PBS/Tween.

(6) Hawnecete Blocking Solution (BS1) (1-2 kanku Ha npegmeTHO CTbK/O)
BbPXY NPeAMETHU CTbKAA U MHKYBupaitTe 3a 10 min npu RT..

(7)  Orcrpanerte Blocking Solution (BS1)", Ho He usnnaksaiite!

(8) Hanecete Mouse-Anti-DIG (AB1) 1-2 kanku Ha NpesmeTHO CTbK/O)
BbPXY NPEAMETHU CTbKAA U MHKyBupaiite 3a 30 min npu RT.

(9) Npomwiite npeametute 3 nbTv no 1 muH. B8 PBS/Tween.

(10) Hawnecere Anti-Mouse-HRP-Polymer (AB2) (1-2 kanku Ha npeameTHo
CTbK/I0) BbPXY NPeAMETHM CTbKAa M uHKyBupaiTe 3a 30 min npu RT.

(11) Npomuitte npeametute 3 nbtn no 1 mun. 8 PBS/Tween.

(12) npurotsere DAB Solution " (pa6oten pastsop): HambaHete 1 ml_DAB
Solution B (SB1b) 8 rpagyvpaHa yawa v gobasete egra kanka (30 ul)
DAB Solution A (SB1a). Pas6bpkaiite gobpe.

(13) Hawnecetre DAB Solution (1-2 KankuM Ha NpeAMETHO CTbKIO) BbPXY
npeamMeTHU CTbKa u uHKybupaiite 3a 30 min npu RT.

(14) nNpexsbpnete npeameTHM CTbKAa B BypKaH 3a ouBeTABaHe M M3MuiiTe 2
MWH. NOZ, CTYAEHa Teyala YelwMaHa Boaa.

(15) Ougertere obpasumte 3a 5-10 cek. ¢ Mayer's Hematoxylin Solution
(CS1).

(16) Npexsbprete npeameTHM CTbKAa B BypKaH 3a ouBeTABaHe M M3MuiiTe 2
MWH. NOZ, CTYAEHa Teyala YelwMaHa Boaa.
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(17) Rexuapatupaiite 8: 70 %, 90 % 1 100 % eTtaHon, Bcska 3a 1 MuH.

(18) WHKybupaHe Ha nNpeaMETHWM CTbKAA 3@ 2 MbTM MO 2 Min B KCMaoN
(u3non3Baitte MHOrO YKCT Kemnon).

(19) W3bsrsaitku ynoseHute mexypyeta, NOKpuUiTe NpobuTe C MOKPUBHO
crbkno (22 mm x 22 mm; 24 mm x 32 mm), Kato u3nonsesate
Mounting Solution (alcoholic) (MT4). Nauakaiite 20-30 min, 3a ga ce
06€34BMKM MOKPUBANOTO.

M3non3saHeTo Ha oTpA3aH HaKpaﬁHMK Ha nNuneTa, 3a Aa Ce yBe/n4n pasmepsvT
Ha OTBOpPa, MOXe Aa yAeCHU npoueca Ha nmnetupaHe.

(20) Ouewete ougeTeHnTe NPO6YM UYpE3 CBETAMHHA MUKPOCKOMMA.

12. TonkyBaHe Ha pe3syntatute

Mpu nsnonssaHe Ha Zyto Dot CISH Implementation Kit xubpuamnsaumoHHute
CATHAZIM HA MapKMpPaHWUTE C AOWUTOKCUrEHWH MOJIMHYKNEOTUAM WU3raexaaTt
KadsBu [0 TbMHOKadsBM (0bnacT Ha reHa ERBB2).

HopmanHa cutyaums: B nHtepdasute Ha HOPMasHU KNETKU UM Ha KeTKn be3
amnandmvKauma, BKouBawa obiactta Ha reHa ERBB2, ce nosssAsat gsa AicHO
u3paseHn KadpaBu curHana ¢ Gopma Ha TouKa (BK. dur. 2).

HeobuuaiiHa cutyauma: B kneTkn ¢ amnaumoukauma Ha obnactTa Ha reHa
ERBB2 nnu nonusomus Ha xpomosoma 17 ce Habntogasa yBennueH 6poit Ha
KabsBUTE CUrHANM AW KNBCTEPYM OT KadsaBU curHanm (8. durypa 2).

Hwucko HuBO Ha Bucoko HMBO Ha
amnaMeuKauma Ha amnanduKauma Ha

ERBB2 ERBB2

HopmanHa cutyauma

®ur. 2: OuakBaHW pesynTaT NpyM HOPManHu u abepaHTHU aapa

B HAKOM HeobuyaliHW Npobwu moraT aa ce HabaogasaT ApyrM MOAENM Ha
CUMHaNM, Pa3WYHKM OT OMMCaHMTE NOo-rope. Te3nm HEeOoYaKBAHW CUTHAMHK
mogenu Tpabea Aa 6bAaT 4ONBAHUTENHO M3CNEABaHMN.

Mons, o6bpHeTe BHUMAHME:

. Mopaay AekoHaeH3npaHua xpomatuH eamHmyrute CISH curHanm morar
[la ce MOABAT KaTo MasIkM CUrHaAHW KnbcTepu. CnefoBaTenHo Aga Um
TPU CWUrHaNa C efHaKbB pasmep, pasfeneHn Ha pascrosHue < 1
[AMaMeTbp Ha curHana, Tpabsa Aa ce cumTaT 3a eAWH CUrHan.

. Mpean “3bposBaHeTO Ha curHanuTe obpaseubT TpAbGBa Aa ce cKaHupa
3a eBeHTyasiHa uHTpaTymopHa xeteporeHHocT npu 100- go 200-kpaTHo
yBenuuyeHve.

. BusyanusaumsTta Ha curHasuTe TpsbBa fa Ce M3BbPLUBA NPU Hal-MaKo

400-630-KpaTHO yBeAMYEHME, KOETO BOAM [0 IECHO BUAUMMU CUrHAMM.

. He oueHABaliTe 30HM Ha HEKPO3a, NPUMOKPMBALLM Ce AApa, NPeKaneHo
pasrpageHu agpa v aapa cbC c1ab MHTEH3WUTET Ha cUrHana.

. Mopaan muTOo3aTa AOMBAHUTENHW CUTHANWM MOraT Aa ce BUMAAT JOPW B
MaNbK NPOLLEHT OT HEHEONIACTUYHUTE KNeTKU. NoHAKora B napadmHOBU
obpasum morat ga ce HabnogaBaTt Agpa ¢ AMNCBALLM CUTHAAWM nopaau
apTedakTV npu pAsaHe.

. OTpULATENHUAT UIN HecneumduueH pesynTaT MOXe [a Ce Ab/MKM Ha
MHOKecTBO pakTopm (BsK. rnasa 16 "OTcTpaHaBaHe Ha HeusnpasHOCTKH'").

. 3a ga ce MHTepPNPEeTMPaT NPaBUIHO Pe3ynTaTuTe, NoTpebutenat Tpabsa
43 BanvMAmMpa To3u NPOAYKT npeam M3MNoN3BaHETO MYy B AMArHOCTUYHU
npoueaypv B CbOTBETCTBME C HALMOHANHWUTE M/UNK MexayHapoaHuTe
HaCoKM.

13. MpenopbuntenHun npoueaypy 3a KOHTPON HA KauecTBOTO

3a fa ce cnegy 3a NPaBUMAHOTO GYHKUMOHWMpPaHe Ha obpaboTeHuTe nNpobu u
TeCTOBWTE pPeaKTUBM, BCEKM aHanu3 TpabBa f4a ce NPUAPYIKaBa OT BbTPELIHU U1
BbHLIHM KOHTPO/MIN. AKO BbBTPEWHUTE W/WIM  BbHWHUTE KOHTPOIU He
[EeMOHCTPUPAT NOoAXOAALLO OLBeTABaHe, pesyntatute ¢ Npobu OT mauueHTU
TpabBa fa ce cunTaT 33 HeBANUAHM.

BbTpeweH KOHTpon: HeHeonnacTMYHM KneTku B obpaseua, KOUTO umat
HOpMasneH curHan, Hanp. ¢pubpobnactu.
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BbHLWHO ynpasneHue: BannavpaHu noNoKUTENHN U OTPULATENIHU KOHTPO/THU

obpasym.

14. PaboTHU XapaKTepUCTMKM

14.1 AHanuTMuHO npeacraBsaHe

Ed)eKTVIBHOCTTa Ha COHAQTa e onpeaeneHa 4Ype3 CpaBHeHUE CbC CbOTBETHATaA

opobpena ot IVD FISH conaa.

AHaNUTUYHA 100% (95% CI 98.5 — 100.0)
YYBCTBUTENHOCT:

AHanUTUYHa 100% (95% Cl 97.0 - 100.0)
cneumeuUUHOCT:

14.2 KnuHnuHo npeacrassaHe

[unarHocTuuHa 100% (95% Cl 83.2 — 100.0) cpewy FISH, CISH
4YBCTBMTENHOCT:

[uarHoctuyHa 100% (95% CI 83.2 — 100.0) cpewy. FISH, CISH
cneumeuUYHOCT:

15. WU3xBbpnsHe

M3XBbpNAHETO Ha peareHTuTe TpH6Ba Aa Ce U3BbpWwBa B CbOTBETCTBME C

MeCTHUTe pasnopeabu.

16. OrtcrpaHaBaHe Ha HEM3NPABHOCTM

BcAKo OTKNIOHEHMe OT MHCTPYKUUUTE 3a pa60Ta MOXe Aa gosege 0 No-nowmn
pe3ynTatm nNpu ousetABaHETO MAM A0 NUNCa Ha ouBeTABaHe. Mons, BuxTe

www.zytovision.com 3a noseye UHGopmauma.

Cnabu curHann Uam aunca Ha TakuBa

Bb3moxkHa npu4nHa

[OevictBune

MpoTteonutuyHata
npeagaputenHa obpabotka He
e M3BbpLUEHA NPABUAHO

OnTMMU3NpaTe BpemeTo 3a MHKyBMpaHe
Ha MencuH, ako e Heobxoanmo,
yBeanYeTe UAKM Hamanete

VlsnapﬂBaHe Ha COHAaTa

KoraTo usnonssate xubpuaumsarop,
M3MN0N3BaHETO Ha MOKpUTE
NeHTU/HambAHeHUTe C BoAa pe3epBoapu
e 3agbaxutentHo. Mpu nsnonssaHe Ha
neut 3a xubpuamMsaUma e 3afb/KUTENHO
13MN0N3BaHETO Ha Kamepa 3a BAaXKHOCT.
OcBeH TOBa NMOKPUBHOTO CTbKAO TpsabBa
[la ce 3aneyaTta HambJ/IHO, Hanp. ¢
Fixogum, 3a ga ce npepotspatv
n3cbxsaHeTo Ha npobaTta No Bpeme Ha
xnbpuamnsaumaTta

HefocTaTbyHa NOAroToBKa Ha
XpomoreHHus cybcTpat

BmecTto efiHa Kanka ot pasteopa DAB A
usnonssaiite 30 ul

TebpAe 4bAro Bpeme 3a
ougeTABaHe

M3bArsaiiTe TbMHO KOHTPaoLBETABaAHE,
3aW,0TO MOKE Aa 3aTbMHMU
NOJIOMKUTENHUTE CUFHAMN OT
ouBeTaABaHeTo.

CUHBOTO NOKPUTUE Ha
KOHTpacTa He e U3BbPLIEHO
npaBuIHO

M3nonssaiiTe cTyaeHa Teyawa Boaa ot
yelmara 3a NocUHABaHE; He M3Mosi3BaiTe
TOMAa WK TOpeLLa BoAa, HATO PeaKkTUBU
3a nocuHsaBaHe.

TebpAe CUNHU CUTHANU

Bb3moXKHa npuynHa

[Oevicteune

MpoTteonutnyHa
npeagaputenHa obpaboTka,
npoBsexaaHa TBbpae Abaro

OnTMMU3MpaiiTe BpemeTo 3a UHKybupaHe
Ha nencuH, ako e Heobxoaumo,
yBE/MYeTe UK Hamanete

PeakuuaTa Ha cybeTpata e
TBbpAE UHTEH3MBHA

CbKpaTeTe BpemeTo 3a MHKybupaHe Ha
cybcTpata; He 3arpsBaiiTe pasTBopa Ha
cyberpara Hag 25 °C; unkybupaiite camo
npw cTaitHa Temnepartypa
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CurHanute M36neAHﬂBaT unum ce

s

causaTt

Bb3moxHa npuynHa

[Levicteue

M3non3saHo e HenoaxoaALL0
pelleHne 3a MOHTaX

M3non3BaiiTe camo MOHTaXKHUsA pa3Teop,
npenocraBeH B KOMNAEKTa, Uaun
MOHTaXHM Pas3TBOPU Ha OCHOBATa Ha
KCUNON, KOUTO HE CbAbPHKAT HUKAKBU
npumecun; He 13non3BanTe TUKCO 33
NOKpUTHA.

HepaBHOMepHM UnKM camo Ha HA

KOMU MmecTa MHOro JIeKu neTHa

Bb3moxHa npuUYnHa

[OevictBue

HenbnHo 0693Hap33MTHBaHe

M3nonsBaiiTe npecHW pasTBopu;
npoBsepeTte NPOAbL/IKUTENHOCTTA HA
obe3napasnTaBaHeTo

Tebpae manbk obem Ha
peareHTa

yBepeTe ce, ye 06embT Ha peaKTnBea e
AOCTaTbyHO ronam, 3a Aa nokpue
TbKaHHaTa obnact

HenocnepoBartenHu pesyntatu

Bb3moXKHa npuymHa

[Oelicteue

HepoctatbuHo n3cyuwasaHe
npegu HaHacAHe Ha COHAATa

YabnrkaBaHe Ha CyleHeTo Ha Bb3ayX

Tebpae mHoro Boga/6bydep 3a
NPOMMBAHE BbPXY TbKaHTa
npeayn HaHaCAHETO Ha NencuH,
aHTUTeNa W/WUamn UBeTHU
cybcTpaTn

YBepeTe ce, Ye M3/MWHATa TeYHOCT e
OTCTpaHEeHa OT TbKaHHMA y4acTbK, KaTo A
3abbpluete UAn U3TpbCKaTe OT
npeameTHO CTbKAO. Manku Konnuyecrtsa
ocTaTbyHa Boga/6ydep 3a npomusaHe He
npeyar Ha TecTa.

Bapunauuun B metoguTe 3a
$uKcupaHe u BrpaxaaHe Ha
TbKaHu

OnTUMU3MpaHe Ha MeToauTe 3a
duKcnpaHe n BrpaxaaHe

Bapuauuu B aebennHata Ha
TbKaHHMA Yy4aCTbK

OnTumm3npaHe Ha pasgenaHeTo

PaspyweHa mopdonorus

Bb3moOXHa npuumHa

[Oevicteune

KneTbyHaTta WM TbKaHHaTa
npoba He e 6una nNpasunHO
$uKcupaHa

OnTUMU3MpaHe Ha BPeMeTo 3a
duKcnpaHe u pukcatopa

MpoTeonutnyHa
npeagaputenHa obpaboTka,
KOATO He Ce M3BBPLLBA TBbPAE
Abaro

HamansBsaHe Ha BpemeTo 3a MHKy6MpaHe
Ha nencuH

CurHanu 3a KpbcTocaHa Xubpuamsauma,; 3awymeH GoH

Bb3moOXHa npuumHa

[evicteune

M3cbxBaHe Ha cekuumTe no
BCAKO Bpeme Mo Bpeme Ha
WA cnep xmbpuamsaumaTa

M3bareaiiTe U3cyllaBaHETO Ha
ceKumuTe; M3non3ealTe Kamepa 3a
BJIQYKHOCT; 3ameyaTaiTe npaBuiHO
NOKPUBHOTO CTbKO

YabaxKeHo Bpeme 3a
MHKybuMpaHe Ha cybcTpaTa

CbKpallaBaHe Ha BPeMeTo 3a
MHKYyBUpaHe Ha cybcTpaTta

HenbnHo oGesnapasMTﬂBaHe

M3nonsgaiiTe npecHW pasTBopu;
npoBepeTe NPOABLIKUTENIHOCTTA HA
AenapaduHMpaHeTo

Tebpae cunHa
NpPOTEONUTUYHA
npeagaputenHa obpabotka

OnNTMMMU3NpPaHe Ha BPemMeTo 3a
MHKYBUpaHe Ha NencuH

CnaifoBe, oxnafeHu ao
CTailHa TemnepaTypa npeau
xmbpuamsaumn

MpexsbpeTe 6bP30 NpeameTuTe 3a
xnbpuamsauma Ha Temneparypara.
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MpunokpuBawm ce curHanm
Bb3mMOXHa npuymHa [Oeiicteune
Henoaxopawa aebennHa Ha MoarotesHe Ha 3-5 UM MUKPOTOMHM
TbKaHHWUTe pa3pesn paspesu

O6pasyuTe ce U3gUraT U3BbH NPEAMETHO CTbKIO

Bb3moXHa npuymHa [Oeiicteune

TBbpae cuaHa npoteonnTyHa | CbKpaluaBaHe Ha BpemeTo 33
npeagaputenHa obpabotka WHKYybVpaHe Ha nencuH

17. nNutepatypa

. Nie X, et al. (2013) J Huazhong Univ Sci Technolog Med Sci.
. Wilkinson DG: In Situ Hybridization, A Practical Approach, Oxford
University Press (1992) ISBN 0 19 963327 4.

18. Pesususa

I:E www.zytovision.com

Mons, BuKTe www.zytovision.com 3a Haii-HOBUTE WHCTPYKUMM 33
ynoTpeba, KakTo ¥ 3a MHCTPYKLMM 33 ynoTpeba Ha pasanyHu esuuu.

s

HalwmTe eKcnepTv ca Ha PasnosoXeHWe, 3a A3 OTFOBOPAT Ha BbMPOCUTE
BU.

Mons, cebpxeTe ce ¢ helptech@zytovision.com

3a o0606weHne Ha 6e3onacHoCTTa M epeKTUBHOCTTA, MOAA, BUXKTE

www.zytovision.com.

ZytoVision GmbH

Fischkai 1

27572 Bremerhaven/ l'epmanua
TenedoH: +49 471 4832-300
dakc: +49 471 4832-509
www.zytovision.com

Umeitn: info@zytovision.com

TbproBcKU MapKu:
ZytoVision® u ZytoDot® ca Toproscku mapkm Ha ZytoVision GmbH.
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