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Bond™ Oracle™ HER2 IHC System
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3a ynoTtpeba c Leica Biosystems’ BOND HanbnHO aBTOMaTvaupaHa, YyCbBbpLUEHCTBaHa

CcucTtemMa 3a ouBeTsBaHe.

Product Code TA9145 e npefnHa3sHayeH aa ougetsBa 60 TecTa (150 npeameTHN CTbKNa):
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15 nonoxuTenHn ambynatopHu KOHTponu Ha TbkaH ¢ HER2 Primary Antibody
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Ynortpeba
3a unsnonsBaHe npu guarHoCTuka uH BUTpPO

Bond Oracle HER2 IHC System e nonykonuyectseH nmyHoxuctoxmmmuyeH (IHC) obpasey 3a
onpegensiHe Ha cTaTtyca Ha oHkonpoTenHa HER2 (voBeluku enmagepmarnieH pactexeH daktop
peuenTop 2) B TbKaH C pak Ha rbppata M afeHOKapLUMHOMW Ha cTomaxa (BKIYUTENHO
ractpoesodpareanHa Bpb3ka), 06paboTBaHu 3a x1cTtonorn4Ho oueHsasaHe. Bond Oracle HER2
IHC System ce nocoysa kaTo NOMOLLHO CPEACTBO NPV ONpeaensHeTo Ha NauueHTn, 3a KOUTo
TpsiOBa Aa ce pa3rnega Bb3MOXHOCTTA OT fiedeHune ¢ Herceptin® (trastuzumab) (Bx. nucToBkaTa
B onakoBkaTa Ha Herceptin®).

Benexka: Bcuukn naumeHTn B knuHMYHMTE onutu ¢ Herceptin® ca nogbpaHun ¢ nomouita
Ha u3cneaBall UMYHOLMTOXUMUYEH Habop OT KnuHU4HW usnutBaHust (CTA). Huto eoumH ot
nauMeHTuTe B Te3n M3NMTBaHus He e 6un n3bpaH c nomollta Ha Bond Oracle HER2 IHC System.
Bond Oracle HER2 IHC System e cpaBHeHa ¢ Dako HercepTest™ Ha 6a3ata Ha He3aBuUCUM
Habop oT Npobu 1 e cMeTHaTo, Ye NpeaocTaBst NPUEMMBK PE3ynTaTH 3a CbrnacyBaHe, KakTo
TOBa € MOCOYEHO B PEe3OMETO 3a KIMMHWUYHO CbrnacyBaHe. AKTyanHOTO CbOTHacsHe Ha Bond
Oracle HER2 IHC System kbM KNMHWYHUSI pe3ynTaT He e YCTaHOBEHO.

Bcuukn naumeHTn B KNMHUYHWUTE onuTu ¢ Herceptin® npu HanpegHan pak Ha cTomaxa
(ToGA) ca 6unu n3dpaHu ¢ nomouita Ha Dako HercepTest. Huto eguH ot naumeHTuTE B TE3n
n3nuTBaHusa He e 6un nsbpaH ¢ nomowta Ha Bond Oracle HER2 IHC System. Bond Oracle
HER2 IHC System e cpaBHeHa c Ventana Medical Systems Inc. PATHWAY anti-HER-2/neu
(4B5) 3aeLUko MOHOKIOHAMNHO MbPBUYHO aHTUTSANO B HE3aBWCUM Habop OT NPoby 1 e cMeTHaTo,
Ye NpefocTaBs NPUEMIUBK pPe3ynTaTy 3a CbrMacyBaHe, KakTo TOBa € MOCOYEHO B PE3IOMETO
3a KIMHWYHO CbInacyBaHe (CToMallHO). AKTyariHOTo cboTHacsiHe Ha Bond Oracle HER2 |HC
System KbM KNMMHUYHMSA pe3ynTaT He € YCTaHOBEHO.

Pe3rome u o06sicHeHue

OcHoBa

Bond Oracle HER2 IHC System cbabpxa Mule MOHOKMOHanHO aHTM-HER2 aHTuTano,
knoHuHr CB11. Knonunrst CB11, KoiTto e nbpBoHavanHo paspaboteH ot Corbett et al (1) n
npowusseaeH ot Novocastra Laboratories Ltd (cera Leica Biosystems Newcastle Ltd), e HacoueH
cpeLly BbTpeLUHUsl JOMeWH Ha oHkonpoTenHa HER2.

B cboTHOoweHne Ha rbpaata M pak Ha cTomaxa nauueHtn, Ha HER2 onkonpoTtemHa e
CBpbXeKcnpecupaH KaTto YacT OT npoLieca Ha 3nokavecTBeHa TpaHcopmaLmst U nporpecusTa
Ha Tymopa (2). CtatycbT Ha HER2 cbLuo Taka e nokasaHo, Ye uMa BaXkHW NOoCreauum 3a nevyeHmne
Ha pak Ha ctomaxa (3). CBpbxekcnpecusata Ha HER2 oHkOnpoTenMHa HamepeHu B pakoBu
KNeTkn Ha rbpaata npeanara kato HER2 HacouBaHe 3a neveHve Ha aHTUTANo-6asnpaHu, kato
pesynTaTu OT ONUTK Torata sICHO NOoKa3BaT, Ye n3non3saHeTo Ha Herceptin® npwu pak Ha cTomaxa
3aefHO C XxvMmuoTepanust e eeKTMBHO NeveHne, KoeTo nofobpssa obliarta NpexvBAemMocT
B HER2 nonoxutenHn pak Ha ctomaxa (4). Herceptin® e xymaHu3npaHO MOHOKIIOHaNHO
aHTuTano (5), konTo ce cBbp3Ba € BUCOK admHUTET kbM HER2 oHkonpoTenHa 1 e ycTaHoBeHO,
Yye uHxnbvpa nponudepaumaTa Ha YoBELLKM TYMOPHM KNETKU, KoMTo cBpbxekcnpecupat HER2
OHKOMPOTENHa, KakTo UH BUTPO U UH BUBO (6-8).

OT nbpBUS MeTon 3a UMyHonepokcuaasa, goknagsaH ot Nakane and Pierce (9), mMHoro
pa3paboTkn ca ce nosiBunM B obrnactra Ha WMYHOXWUCTOXMMWATA, KOETO € [OoBeno [0
yBenuyeHa 4yBCTBMTENHOCT. EAHa oT nocneaHuTte paspaboTkv e 13non3sBaHeTo Ha NofiMMepHO
obo3HavaBaHe. Tasn TexHOMoOrMs ce mpunara KakTo KbM MbpBUTE aHTUTEna, Taka U KbM
cucTeMuTe 3a MMYHOXMCTOXMMWMYHO oTkpuBaHe (10). Cuctemata 3a oTkpuBaHe Compact
Polymer™, unanonssaHa ot Bond Oracle HER2 IHC System, e yacTt oT cemMeWcTBO HOBM
TEXHOMOrMK 3a KOHTpONMpaHa nonuMepusauus, KoMTo ca crneuynduyHo pa3paboTeHn 3a
noaroTesHe Ha nonumepHn HRP-cBbp3aHW KOHIOraTh Ha aHTMTena. Thil KaTo Tasun NonMmepHa
TEXHomnormsa ce usnonsea B NpoAykToBMsA Anana3oH Ha Oracle, He ce nosiBsBa NpPobnembT C
Hecneundu4YHOTO eHJoreHHo BMOTMHOBO OLBEeTsIBaHe, KOETO MOXe Aa ce Habnopjasa npwu
cuUCTeMUTe 3a OTKpUBAaHE Ha CTPenTaBUANH/ONOTUH.
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Ekcnpecusa Ha HER2

OHkonpoTtenHbT HER2 ce ekcnpecupa npu HUMBa, OTKpMBaeMu OT MMYHOXUCTOXUMWSITA B A0
20% oT apgeHoKapumMHoMUTe OT pasnuuHu Mecta. Mexay 10% v 20% OT nHBa3uBHW AyKTanHu
KapumHoMu Ha rbpaata (11) n 20% ot pak Ha ctomaxa (12-14) ca nonoxutenHn 3a HER2
oHkonpoTenHa. 90% oT cnyvanTe Ha AyKTanHu kapuuHomu in situ (DCIS) ot Tvn Komego ca
nonoxutennu (15) 3aegHo ¢ NoYTK Beuykm criydan Ha 6onectTa Ha lMevmpkeT Ha repaara (16).

Pe3toMe 3a KNMMHUYHO cbrnacyBaHe

Bond Oracle HER2 IHC System 6Gelle paspaboTteHa, 3a Aa npedocTaBu antepHaTvMBa Ha
nacneaBalims Habop oT knNMHUYHU n3nuteaHus (CTA), KOWTO e U3Mon3BaH Npu KNUHUYHUTE
nacnenpaHusi ¢ Herceptin®. MpegcraesiHeTo Ha Bond Oracle HER2 IHC System 3a onpegensiHe
Ha CBpbXeKcrnpecupaHocTTa Ha oHkonpoTenHa HER2 6e oueHeHO B He3aBMCMMO u3cnensaHe,
cpaBHsiBaLo pe3yntatuTte Ha Bond Oracle HER2 IHC System c Te3un Ha Dako HercepTest npu
431 npobu oT Tymop Ha rbpaata ¢ npomsxod ot CALL. Huto egHa ot Te3n npobu oT Tymopu He
ca MonyyYyeHn OT MauueHTU B KIMHUYHU n3cnensaHust Ha Herceptin®. Pe3ynTtatute nokasaxa
92,34% cbrnacyBaHe B 2x2 aHanu3 (95% wHTepBanu Ha gosepue oT 89,42% no 94,67%) n
86,54% B 3x3 aHanu3 (95% nHTepsanu Ha gosepue ot 82,95% no 89,62%) mexay pesyntatute
oT ABaTta obpaseua.

MpeacrtassaHeTo Ha Bond Oracle HER2 IHC System 3a onpegensiHe Ha CBpbXekcnpecmpaHocTTa
Ha oHkonpoTenHa HER2 npuageHokapLUMHOMM Ha cToMaxa (BKIMYUTENHO racTpoe3odareanHara
Bpb3ka) Oe OLeHEeHO B HE3aBMCUMO M3CriefBaHe, CpaBHABaLLO pe3yntatute Ha Bond Oracle
HER2 IHC System c Te3u Ha Ventana Medical Systems Inc. PATHWAY anti-HER-2/neu (4B5)
3aeLUKO MOHOKMOHAMNHO MbPBUYHO aHTUTANO Npu 287 npobun OT TYMOp Ha CToOMaxa C Npou3xXos
ot Knutan. Huto efHa oT Te3an npobu OT TyMOpW He ca MoMyyYeHW OT MauMEHTU B KIMHUYHU
nacnenBaHusa Ha Herceptin®. Peayntatute nokasaxa 95,12 % cbrnacyBaHe B 2x2 aHanus (95 %
nHTepBanu Ha goesepue ot 91,95% o 97,31 %) n 89,90 % B 3x3 aHanus (95 % uHTepBanu Ha
nosepue ot 85,81% no 93,13 %) mexay pesyntatute cboTBeTHO oT Bond Oracle HER2 IHC
System n Ventana PATHWAY anti-HER-2/neu (4B5).

MpuHUMN Ha npoueaypaTta

Bond Oracle HER2 IHC System cbabpxa KOMMOHEHTM, HeOOXOoAMMK 3a M3BbpLUBaHe Ha
npouegypa no MMyHOXUCTOXUMUYHO OLIBETSIBAHE 3a (PUKCMPaHU BbB POPManuH 1 BKIOYEHN
B napacduH TbkaHu. Crien uHkybaums c rotoBo 3a u3non3saHe HER2 Primary Antibody
(knoHuHr CB11) Ta3n cuctema m3nonasa rotosa 3a usnonssaHe TexHonorns Compact Polymer
(komnakTeH Polymer). EH3auMHaTa koHBepcus Ha nocneasallo AobaBeHVs XpoOMOreH BOAU A0
dopmupaHe Ha BUAMM MPOAYKT Ha peakumsata B aHTUreHHOTO MsAcTo. CekummTe Ha TbKaHTa
MoraT crnep ToBa Aa ObAaT KOHTpaoLBETEHW, AeXuapaTupaHu, W3YUCTEHW W 3aKpeneHwu.
Pesyntatute ce TbnKyBaT C NoMoLyTa Ha CBETIIMHHA MWUKPOCKONWSA. KOHTpOnHW npeamMeTHu
CTbKMa ¢ YeTupu orKcMpaHn BbB DOpPMasvH 1 BKIIOYEHU B MapadouH MUHUM C YOBELLKU KNEeTKN
C paK Ha rbpgaTta ca OCWUTypeHu 3a BanuavpaHe Ha cepunTe Ha ouseTaBaHusA. Yetupute
KNEeTbYHM NIMHUM AEeMOHCTpMpaT ekcnpecus Ha oHkonpoTemHa HER2 npu nHTeHsusBHocTym ot 0,
1+, 2+ 1 3+. IHTeH3NBHOCTTa Ha OLBETSIBAHE HAa Te3M KNETbYHW NIMHUN CbOTBETCTBA KaKTO Ha
peLenTopHOTO HaToBapBaHe Ha oHkonpoTenHa HER2 Ha kneTka, Taka v Ha cTatyca Ha reHHa
amnnudukaumnsa Ha HER2.

Bond Oracle HER2 IHC System (npogyktoB kop TA9145) Tpsiba ga ce manonaea c Leica
Biosystems’ BOND HanbnHoO aBTOMaTu3upaHa yCbBbpLUEHCTBaHa CUCTeMa 3a OLBETSBaHe.

lMpepoctaBeHN KOMMOHEHTH

Matepuanute, nocodeHn no-gony (tabnuua 1), ca poctatbyHM 3a ouBeTsBaHe Ha 150
npeaMeTHu cTbkna (60 TecToBM npegmeTHU cTbkna, UHKyoupann ¢ HER2 Primary Antibody,
60 cboTBeTCTBaLUM TECTOBM NpeaMeTHW cTbkna, MHKyompann c¢ HER2 Negative Control,
15 HER2 Control Slides, wuHky6upann ¢ HER2 Primary Antibody n 15 ambynatopHu
NOMOXWUTENHU KOHTpPOnM Ha TbkaH ¢ HER2 Primary Antibody). Bpost Ha TecTtoBeTe ce
G6a3vpa Ha wu3non3BaHeTto Ha 150 pL aBTOMaTM3MpaHO pasnpegensiHe Ha npeaMeTHo
CTbkMo. KoMnnekTbT ocurypsiBa Martepuanu, KOuTO ca [JOCTaTb4HM 33  Makcumym
15 otaenHyn BOND cepun Ha oupeTsBaHe.
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HER2 Control Slides, Cekuun oT oukcupaHmn BbB (hopManviH 1 BKIOYEHN B

(x15) napaguH nNMHUM C YOBELLKN KNETKN C pak Ha rbpaarta, Kouto
OEeMOHCTpUpaT ekcnpecus Ha oHkonpotenHa HER2 npwu 0,

1+, 2+ 1 3+ MHTEH3UBHOCTM Ha OLIBETSIBAHE B CbOTBETCTBME C
npegocTaBeHnsi MPOTOKOI. Te3n CekuMmn ca HambiHO CrieneHn u
He M3NCKBaT AOMbIHUTENHA TOMSMHHA obpaboTka.

Cbabpka rotoBo 3a nsnonasaHe aMHUTETHO NPEYNCTEHO
MuLLe MOHokKMoHanHo IgG aHTuTsno, knoHuHr CB11 1 0,035%
2-MeTUnn30TMazon-3(2H)-oH.

HER2 Primary
Antibody, 13,5 mL

Cbabpxa roto 3a uanonasaHe My IgG B ekBrBaneHTHa
KoHUeHTpauus Ha HER2 Primary Antibody 1 0,035%
2-MeTU130TNa30n-3(2H)-oH.

HER2 Negative
Control, 9 mL

g’ze,r;ﬂge Block, Coabpxa 3-4% asoTeH nepokcug.

Baewkn aHTU-muwm 1gG (<10 pg/mL) B Tpuc-6ychepeH
Post Primary, 22,5 mL duanonornyeH pasteop, cbabpxaty 10% (v/v) KUBOTUHCKM
cepyM 1 0,01% 2-MeTunn3oTnason-3(2H)-oH.

Monun-HRP ko3u aHTK-3aelwkm IgG (<25 pug/mL) B Tpuc-6ycepeH
Polymer, 22,5 mL dumanonornyeH pasteop, ceabpxaty 10% (v/v) XUBOTUHCKM
cepym 1 0,01% 2-MeTnnn30Tnason-3(2H)-oH.

Cbobpxa 66 mM 3,3’-anammHoGeH3nanH TeTpaxmapoxnopus B

DAB Part 1, 2,25 mL
pa3TBOp Ha cTabunmsarop.

20253 ;Eﬂ B (x2), Covabpxa <0,1% (v/v) a3oTeH nepokcua,.

Hematoxylin, 22,5 mL Covaobpxa <0,1% Hematoxylin.

Tabnuya 1. KomnoHeHmu Ha Bond Oracle HER2 IHC System

Hacoku 3a ynotpeba

Becuykn goctaBeHn peareHTy ca hopMynupaHn creunduyHo 3a 13rnonseaHe ¢ To3n obpasel
M napTugHuTe Homepa ca cneundunyHn 3a Beska Bond Oracle HER2 IHC System. 3a pa e
BanuaeH obpaseua, He TpsibBa Aa ce NpaBsAT 3amMeCcTBaHus.

CbxpaHeHue u ctabunHocT

[a ce cbxpaHsiBa npu 2—8 °C. [la He ce 3ampassBa. [Ja ce BbpHe Ao Temnepatypa oT 2-8 °C
HenocpeAcTBeHo cnep ynotpeba. Besko OTKNOHeHWe oT Tean yCroBus Lie Hanpasu obpaseua
HeBanuaeH. YBeperte ce, Ye nsnonassaHarta Bond Oracle HER2 IHC System e B cpok Ha rogHoCT.
MpusHauwuTe, ykasBaly 3aMmbpcsiBaHe W/unu HectabunHocT Ha Bond Oracle HER2 IHC System
ca: MbTHOCT Ha pa3TBopuTe, 0b6padyBaHe Ha MVMPU3Ma U HanMYMETO Ha yTarka. YCNoBuS Ha
CbXpaHeHve, pasnnyHu OT Te3u, KOUTO ca NMOCOoYeHN no-rope, TpsibBa Aa ca NOTBbPAEHU OT
notpebutens.

MNoaroTeBsiHe Ha Nnpo6a
Bcuykn np06|/| TpFIGBa facanoaroTBeHnTaka, 4e a CbXpaHABaT TbKaHTa 3a UMYHOXUCTOXUMUYHO
ouBeTsABaHe. CTaH,D,apTHVITe MeToan 3a o6pa60TKa Ha TbKaHu Tpﬂ6Ba Aa ce n3nonssat 3a
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BCUYKM Npobu (17).

[MpenopbyBa ce TbkaHWTE Aa Ce NOAroTBAT BbB hmkcaTtopn Ha hopManuHoBa OCHOBa 1 Aa ca
pYTUHHO 06paboTeHn 1 BkNtoveHn B napadvH. Hanpumep npobuTe oT pecekums Tpsbea Aa ce
6rnokupat Ha AebenvHa ot 3—4 MM 1 Aa ce dukempart 3a 18-24 vaca B 10% HeyTpanHo 6ydepeH
dopmanuH. TekaHWTe TpsibBa cnep ToBa Aa ce AexuapaTvpaTr B cepusi OT ankoxonu u ga ce
N34YUCTAT Ype3 KCUIEH, creq KOeTo Aa Ce MMMPErHMpaT ¢ pasTtoneH napaduHoB BOCHK, KOWTO
Oa e ¢ Temneparypa ot He noseye oT 60 °C. NpobuTe oT TbkaHu TpsiOBa Aa ca Ha pa3cTosiH1e
mexay 3-5 um.

MpeomeTHUTE CTbkNa, HeobxoaMMu 3a oueHka Ha oHkonpoTeumHa HER2 u 3a nposepka 3a
Tymop, TpsibBa Aa ca MOAroTBEHW MO €4HO W ChLUo Bpeme. 3a 3anasBaHe Ha aHTUreHHocTTa
cekuMnTe OT TbKaHW, 3aKkpeneHn Bbpxy npeametHute crtbkna (Leica BOND Plus Slides —
npoaykToB ko S21.2113 Unu Apex BOND Slides - npogyktoB kog 3800040) Tpsibea fa ce
OLBETHAT B paMKuTe Ha 4—6 ceaMuum OT pasfensaHeTo, ako ce AbpXaT Npu cTanHa Temnepartypa
(18—24 °C). Cnep pa3gensiHeTo ce npenopbyBa NpeaMeTHUTE CTbKIa Aa ce MHKybupar 3a 12—
18 vaca (npes Howra) npu 37 °C. CeKkuunTe, KOUTO M3NCKBAT AOMBITHUTENHO CrenBaHe, MmoraT
aa ce uHkybupat npu 60 °C 3a oLle eanH yac.

B CALL 3akoHbT 3a kKnMHUYHO NabopaTtopHo nogobpexune ot 1988 r. rmacu B 42 CFR 493.1259(b),
ye “JlabopaTopusita TpsibBa Aa 3ana3Ba OLBETEHUTE NPeAMETHM CTbKNa 3a NoHe AeCeT roAnHU
OT fartaTa Ha M3NUMTBaHEeTO M Aa 3ana3sa 6rokoBe ¢ Npobu Hal-manko ABe roavHu oT AaTarta
Ha n3nNuTBaHeTo”.

MpepynpexaeHns n npeanasHn MepKu

Camo 3a npoghecuoHanHu nompebumenu.

EAVH nnn HAKONKO KOMMOHEHTa B NpoayKTa ca OnacHw.

Mo npasuno Ha nuua nog 18-rogniiHa Bb3pacT He e MO3BOfIeHO Aa paboTAT C TO3U NMPOAYKT.
MoTpebutenute Tpsbea BHUMATENHO Aa Ca WHCTPYKTMPaHW 3a MnpaBunHata npouedypa Ha
pabota, onacHuTe CBOMNCTBA Ha MPOAYKTa U HeobxoanMUTe MHCTPYKUMMTE 3a 6e3onacHoCT.
CumnTomuTe Ha npeekcnosvumsa Ha ProClin™ 950, n3nonssaHuaT B peareHtute Ha Oracle
KOHCepBaHT, MOraT Aa BKMIOYBAT APa3HEHe Ha O4uTe U KoXaTa v Apa3HeHe Ha nuraBuuute u
ropHuTe AmxartenHy nbtuwa. KoHueHtpaumata Ha ProClin™ 950 B HacToswms npoaykt e oo
makcumym 0,35%. Tean pa3TBopu He oTroBapsAT Ha kputepuute Ha OSHA 3a onacHo BeLLEeCTBO.
Jluct ¢ aaHHW 3a BesonacHOCT 3a MaTeprana e Ha pasnonoXeHue Npy NOUCKBaHe UNn Ha agpec
www.LeicaBiosystems.com.

Mpobute npeamn n creq uUkcupaHe, Kakto 1 BCUYKA MaTtepuanu, KOMTO ca U3MOXeHW Ha TSX,
TpsibBa fa ce TpeTupar Taka, Ye Aa He ce npefasaT MHGEKLMK, KaKTo 1 fa ce U3XBbPNAT npu
cnasBaHe Ha NoAXOAALLMTE NpeanasHn Mepku.

Hwukora He kaneTe peareHTu B ycTaTa 1 U3bsresaniTe KOHTaKT Ha koxaTa v nuraBuLmMTe C peareHTn
1 npobu. Ako peareHTW unu Npobu BnesHaT B KOHTAKT C YyBCTBUTENHW obnactu, usmuiTe c
obunHo konunyecTBo BoAa. MNoTbpcete nekapcka nomoly. KoHcyntupanTe ce ¢ dbegepanHuTe,
LLaTCKUTE UMW NOKanHW pasnopeabu 3a U3XBbprsiHe Ha NOTEHLMANHO TOKCUYHN KOMMOHEHTW.
HamaneTte MMKPOGHOTO 3amMbpcsBaHe Ha peareHTUTe, B MPOTUBEH Criydai MoXe Aa ce nomny4yn
yBenuyaBaHe Ha HecneundgUYHOTO oLBETSBaHE.
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Mpoueaypa
A. Heob6xogumm peareHTU, KOUTO He ca JOCTaBEHU

BOND Dewax Solution (npogykTtos kog AR9222)

BOND Epitope Retrieval Solution 1 (npoaykTtoB kog AR9961)

BOND Wash Solution x10 Concentrate (npogyktos kog AR9590)

CtaHoapTHU  pa3TBOpPUTENM, W3MON3BaHW B MMYHOXUCTOXMMUSITA (Hamp. eTaHor,
abcontoTeH 1 cTeneHyBaH)

KcuneH (Mnuv KCuneHoBu 3amecTuTeniu)

3akpenBaLlo CpeacTBo

OuctunupaHa unu genoHuanpaHa soga

B. Heo6xoaumMo o6opyaBaHe, KOETO He e [JOCTaBeHO

Leica Biosystems’ BOND-MAX 1 BOND-IIl HanbnHo aBTOMaTu3npaHa yCbBbpLUEHCTBaHA
cuctema(n) 3a ouBeTsiBaHe

BOND Universal Covertiles (npoayktoB ko S21.2001, S21.4583 unu S21.4611)

BOND Mixing Stations (npogykTtoB kog S21.1971)

Macywagalua newy, cnocobHa Aa nogabpxa 60 °C

CBeTnuHeH Mukpockon (4—40x yBenuyeHne Ha obekTvBa)

MpepmeTtHn ctbkna (Leica BOND Plus Slides — npogykTtoB kog S21.2113 WMnn Apex
BOND Slides - npoaykToB kog 3800040)

[MokpuBHKM CTbKNa
BOND Slide Label & Print Ribbon (npogykTtoB kog S21.4564)
BOND Aspirating Probe Cleaning System (npogyktoB kog CS9100)

C. Metogonorus

Mpenu foa npeanpvemart Tasu MeTogonorusi, noTpedbutenute Tpsiéea Aa 6baart obyveHn
3a HaMbIIHO aBTOMaTUYHUTE UMYHOXUCTOXUMUYHIN MeToamn Ha BOND.

Bcsika TecTtoBa cekums, kosTo Tpsb6ea aa ce ousetsisa ¢ HER2 Primary Antibody, Lie
M3nckBa MAEHTMYHa cekumsa 3a ougetsaBaHe ¢ HER2 Negative Control. CekunsTa ¢
HeraTvBe KOHTPOI MO3BOJIsiBa pasrpaHuyaBaHe Mexay cneuuduyHo U HecneumpuyHo
OLBETSIBAaHEe B aHTUreHHoTo MsicTo. Besika BOND cepusi Ha oupeTsiBaHe TpsibBa Oa
BkntouBa HER2 Control Slide. B kpasi Ha npoTokona no ouBeTsiBaHe, ako KNeTbYyHUTe
NMHUN He OEeMOHCTpupaT NpaBuiHM Modenu Ha ouBeTsBaHe (06bpHeTe ce kbM Bond
Oracle HER2 IHC System Interpretation Guide), cepuata TpsibBa ga ce cuuta 3a
HeBanuaHa.

D. OdopmrneHue Ha NPeaMETHOTO CTHKIIO

Hos BOND Universal Covertile (npogykTos kog S21.2001, S21.4583 unn S21.4611) Tpsibsa
[a ce 13non3ea 3a BCAKO NpeaMeTHO CTbko. ManonssaHeto Ha BOND Universal Covertiles,
KOWTO Mpeau ToBa € W3MOM3BaH 3a MMYHOXMCTOXUMWYHO MK in situ xmbpunamsaumoHHO
oLBETSIBaHe, He € BanvamnpaHo 3a To3n TecT.

OdopmnieHre Ha Tabnuukarta 3a nNpegMeTHM CTbkna (Tabnuua 2) nomara 3a onTumarnHo
npeacrtaesiHe Ha Bond Oracle HER2 IHC System u nonyyaBaHe Ha nbnHusi 6poit ot 60
TecTa.
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Bbnrapcku I

Mo3uuusa Ha OnucaHue Ha PeareHT Tun TbKaH UkoHa Ha
npeaMeTHOTO | NPeAMETHOTO CTLKI0 npeaMeTHOTO
CTbKIo CTbkIo
1 Kancyna 1 *HER2 Negative | Tect -
Control Wk 0 e i)
2 Kancyna 2 *HER2 Negative | Tect T
Control W 0 e e
3 Kancyna 3 *HER2 Negative | Tect 7w
Control W 20 . e
4 Kancyna 4 *HER2 Negative | Tect
Control WK b e WS
5 Kancyna 1 *HER2 Primary | Tect 2
Antibody W 0 e e
6 Kancyna 2 *HER2 Primary | Tect =)
Antibody W 10 e e
7 Kancyna 3 *HER2 Primary | Tect 7 e
Antibody EE
8 Kancyna 4 *HER2 Primary | Tect 7 -
Antibody e p———
9 HER2 Control Slide *HER2 Primary | MonoxwutenHo |[7 = +
Antibody W 0 e e
10 AmbynatopHa koHTpona | *HER2 Primary MonoxwutenHo | [+ = ¥
Ha TbKaH Antibody A T

Tabnuua 2. O(pOpMJ'IeHVIE Ha Tabnuykara 3a npegMeTHU CTbKNa nokaseallo Tuna TbKaH U peareHTa

Ctp. 90t 32

Leica Biosystems Bond Oracle HER2 IHC System WHcTpykuum 3a ynotpeba TA9145 EU-BG-CE-Rev_| 16/07/2020



E. NMpoueaypHu cTbnku
CnenBainte CTbMNKWTE MO-4ONYy 3a 3aJaBaHe Ha Tabnuyka 3a npeaMeTHW CTbkna C
odpopmrieHneTo, onucaHo B Tabnuua 2. Tesn UHCTpyKuMn TpsibBa Aa ca B CbOTBETCTBUE C
HapbyHMKa Ha noTpebutens Ha BOND System.
1. Bbpxy BOND uHCTpymMeHTa ce yBepeTe, Ye KOHTEMHepuTe 3a HacWmMHW U onacHu
oTnagbUM UMaT [OCTaTbYeH KanauuTeT 3a M3BbpLUBaHE Ha HeobxoaumuTe cepumn Ha
ouBeTsiBaHe.

2. YBepeTe ce, Ye MMa afeKkBaTHO KOMMYECTBO ankoxos, AUCTUNVpaHa unun AenoHu3npaHa
Boga, BOND Dewax Solution (goctaBs ce rotoB 3a ynotpe6a), BOND Epitope Retrieval
Solution 1 (gocTtaBs ce rotoB 3a ynotpeba) n BOND Wash Solution (goctaes ce kato x10
Concentrate) B KOHTeHEpPUTE 3a HAaCWUMNEH peareHT, 3a a ce U3BbpLUBAT HeobxoaumuTe
cepuun Ha oLBeTsBaHe.

3. YBeperte ce, Yye e MoHTUpaHa Yncta BOND Mixing Station.

4. BknioyeTe HambHO asBToMaTMyHaTa yCbBbPLUEHCTBaHA CUCTeMa 3a OuBeTsABaHe Ha
BOND.

5. Bknouete BOND perynatop, npukpeneH kbM BOND HanbrnHo aBTomMaTuanpaH,
HanpefHanu ouBeTABaHe cucTema.

6. OTtBopete codpTyepa Ha BOND.

7. 3a HoBa Bond Oracle HER2 IHC System ckaHupaiiTe 6apkofoBeTe Ha Tabnuykarta Ha
peareHTa C pbYeH CKeHep, 3a ja BbBeAeTe cucteMarta B peareHTHUs1 niBeHTap Ha BOND.

8. OTuaeTe Ha ekpaHa 3a HacTpoViKa Ha NpegMeTHWUTe CTbkna U WpakHeTe Add case.

9. BbBepete fgetaiinu 3a nbpBata kancyna. Ysepere ce, Ye 06emMbT € 3agageH Ha 150 pl u
NpOTOKONBT 3a Npenapata e *Dewax Ha napaduH. LLpakHeTe Bbpxy OK.

10.C mapkupaHaTta Karncyna Ha ekpaHa 3a HacTpoyVika Ha NpegMeTHUTE CTbKNa LUupakHeTe
Add slide.

11.MbpBo AobaBeTe NauMeHTCKM TECTOBM NPeaMeTHM CTbKna. YBepeTe ce, Ye TUMbT TbKkaH
e 3ageH Ha Test tissue.

12.MoTtBbpaeTe ob6ema kato 150 pL 1 npoTokona 3a npenapara kato *Dewax.

13.136epeTe cToHOCTUTE Ha pexuM Ha ouBeTABaHe Single 1 Oracle (He wpakanTe BbPXY
Oracle control).

14.M36epeTe npouec IHC.

15.136epete *HER2 Negative Control ot cnucbka ¢ mapkepu. Pasgen "lMpoTokonu" no
nogpasbupaHe ce 3agaBa Ha MpaBUITHUS MPOTOKOMN 3a ouetsiBaHe (*IHC Protocol H) 1
HIER npotokon (*HIER 25 min with ER1 (97)).

16.LlLpakHeTe BbpXy Add Slide. NpegmeTHOTO CTbKMNO € peareHT 3a Negative Control e
cb3gafeHo.

17.0okaTo Bce olle cTe B gnanorosusi npo3opel, "OobaBu npegmeTHO CTbKNo", nsdeperte
*HER2 Primary Antibody nbpBo OT cnvucbka ¢ Mapkepu. MNMoapasbupalumTe ce NpoToKonu
1 BCWUYKW OPYTN HACTPOWKN OCTaBaT HEMPOMEHEHN.

18.WpakHeTe BbpXy Add slide. TecToBOTO NpeAMETHO CTHKITO € Cb3AafeHo.

19.MoBTopeTe cThMkM 8 Ao 18 goKaTO BCUYKM Kancynu u nauMeHTCKU TeCTOBU NMPeaMeTHU
CTbkna He 6bAaT cb3gadeHu.
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20.Cnep ToBa cb3pganite HER2 Control Slide. [lo6aBeTe ro kbM nocrnegHaTa kancyna mnm
cb3ganTe HoBa Karcyrna 3a KOHTPOSHM MpeaMETHU CTbKia B 3aBUCMMOCT OT BalluTe
CTaHZapTHY NabopaTopHU NPaKTUKH.

BaxHa 6enexxa: V13ncksaHe Ha Bond Oracle HER2 IHC System e HER2 Control Slide ga e
BKITIO4YEHO BbB BCsSKa cepus (T.e. Tabnmuka 3a NnpeaMeTHM CTbKNa), 3a Aa ce Banuaupa
obpaseua.

Bbnrapcku I

21.B pmanorosus nposopey "[lo6aBv npegmeTHO CTbkNO" 3apavitTe Tuna Ha TbKaH Aa
Positive Tissue.

22.lllpakHeTe BbpXY Oracle Control.

23./36epete Homepa Ha naptuaata Ha HER2 Control Slide ctbkno B cnucbka Lot No.
HomepbT Ha napTuaarta e HanmcaH B 30HaTa Ha eTukeTa Ha NPeAMETHOTO CTBKIO.

Baxna 6enexka: HER2 Control Slide ctbkno Tpsioea ga e ot cbwara Bond Oracle HER2
IHC System, kosiTo Le ce nsnonasea.

24 N3bepete *HER2 Primary Antibody nbpBo oT cnucbka ¢ Mapkepu. 3anomHeTe
HacTponkuTe 3a obema, pexmma Ha oLBeTsBaHe, npoLeca 1 npoTokona.

25.WpakHeTe Bbpxy Add Slide 3a no6aesHe HER2 Control Slide.
26.Hakpas nobaBeTe NpeAMETHO CTHKIIO C NMOMOXUTENHa aMmbynaTopHa KOHTPOra Ha TbkaH.
27.0T1meHeTe n3bopa Ha Oracle control.

28.136epeTe *HER2 Primary Antibody oT cnucbka ¢ Mapkepu. 3anoMHeTe HacTpoikuTe 3a
obema, pexxvma Ha ouBeTsiBaHe, npoLieca 1 npotokona. TunbT ThkaH ocTaBa Positive
tissue.

29.UpakHeTte Bbpxy Add slide. C ToBa 3aBbpLUBa Cb3AaBaHETO Ha NPEAMETHO CTbKIIO.

30.Pa3neyaraiite eTvkeTUTe 3a NpegMeTHUTE CTbkNa. Benykn eTvketu 3a Oracle npegmeTHn
cTbkna umart Ha cebe cu otnevaraHo "OC". ETuketsT 3a HER2 Control Slide cbLio Taka
BKItoYBa napTuaeH Homep Ha Bond Oracle HER2 IHC System.

31.0603Ha4eTe NpegMeTHUTE CTbKA N0 NOAXOASILL HAUYNH.

32.0T1BOpETE Kanauute Ha BCUYKM KoHTenHepu oT Bond Oracle HER2 IHC System u
3apepete Tabnuykara 3a peareHT B BOND.

33.lMocTaBeTe NnpegmeTHUTE CTbKIa B Tabnuykarta 3a NPpeAMEeTHU CTbKa No peaa, ykasaH B
yacTt D, Tabnuua 2. MNMocTtaseTe HoBu Covertiles.

34.3apepete Tabnunykata 3a npegMeTHu ctbkna B BOND u HatucHeTe 6yToHa Load/Unload.

35.MoTBbpAeTe, Ye NpeaMeTHUTe CTbKMa Ca CKaHWpaHu W LipakHeTe BbpXy OyToHa
Run (Play) BbpXy ekpaHa 3a cTaTyc Ha cuctemara.

36.YBepeTe ce, Ye MHAMKATOPHOTO nore Ha Tabnuykata nokassa Proc (OK) 1 Ye rpynosusaT
HOMep 1 BpeMeTO Ha 3aBbpLUBaHe Ca NokasaHu.

37.Korato cepusita 3aBbplumn, HaTucHeTe b6yToHa Load/Unload n nssagete tabnuukute
npegmeTHu cTbkna oT BOND.

38.MaxHeTte Covertiles 1 n3nnakHeTe npegMeTHUTE CTbKMa C AeoHM3NpaHa Boaa.

39.[lexvapatvpanTe, N34UCTETE U 3aKpeneTe cekummTe.

Ctp. 11 01 32
Leica Biosystems Bond Oracle HER2 IHC System WHcTpykuum 3a ynotpeba TA9145 EU-BG-CE-Rev_| 16/07/2020



KayecTtBeH KoHTpon

Pasnuuuata BbB dMKCMpaHETO Ha TbKaHTa, obpaboTkaTta v nocTaBsHETO B noTpebuTtenckara
nabopatopua moraTt Aa gosedaT 4O 3HAUMTeNHa Bapuauus B pesyntatuTe, KOeTo Hanara
PEAoBHO M3BBbPLUBAHE Ha ambynaTopHM KOHTponu B AonbiiHeHne kbM HER2 koHTpomHuTe
npeaMeTHW CTbkna, goctaBeHu oT Leica Biosystems B Bond Oracle HER2 IHC System.
KoHcynTtupavite ce c HacokuTe 3a KOHTPON Ha ka4ecTBOTO Ha [Mporpamara 3a ceptudnlmpaHe
no umyHoxmctoxmmusa Ha Konexa Ha amepukaHckute natonosu (CAP); Bx. cbwo CLSI
(npeamwHo NCCLS) rapaHTMpaHe Ha Ka4eCcTBOTO 3a MMYHOLMTOXMMUS, ogobpeHa Hacoka (17)
n CneumnaneH goknag: KoHTpon Ha ka4ecTBOTO B MMyHoxuctoxumuaTta (18). B gonbnHeHne ce
ob6bpHeTe kbM Tabnuua 3 no-gony 3a TMNOBETE MMYHOXUCTOXUMUYHWN KOHTPOMW Ha Ka4eCTBOTO
1 3a uenuTte, KoMTo Te MMmar.

MocTpa* OnucaHue HER2 Primary HER2 Negative
Antibody ouBetsiBaHe | Control
ouBeTABaHe
HER2 Control KakTto e goctaBeHo KoHTponupa
Slide B Bond Oracle HER2 npoueayparta no
IHC System. oLBeTsBaHe U yka3Ba

BanMagHoOCTTa Ha
npencrtaBAHETO Ha

peareHTa.
AmbynartopHa TbKaH, cbabpxalla KoHTponupa
nonoxurenHa LieneBu aHTUreH. BCUYKM CTBMKN OT
KOHTPOJIHa TbKaH WpoeanHata aHanusa. Banugupa
KOHTpora e cnabo rogroToBkata
Nno3uTUBHA TbKaH 3a Ha TbKaHTa 1
oLBeTsiBaHe, Taka npeacTaBsiHETO Npu OTKpuBaHe Ha
Ye Ja ce onpenensr ouBeTsBaHe Ha Bond HecneunduyHo
TNekuTe NpomMeHun B Oracle HER2 IHC doHoBO
YyBCTBUTEMHOCTTA HA System. oLBeTsiIBaHe
MbPBOTO @HTUTSINO.
KoMnoHeHT Ha TbKaHWTE Unu OTkpmBaHe Ha
ambynatopHa KIETKUTE, KOUTO HecneunduyHa
oTpuuaTenHa ce o4akBa fia ca KpbCTOCaHa
KOHTpPOSIHa TbKaH oTpuuaTtenHu (morat peaKkTUBHOCT Ha
a ca pa3snonoxeHune AHTUTANOTO C KNeTkn/

B NauueHTcKaTa TbKaH KINEeTBbYHN KOMMOHEHTW.
W B KOMMOHEHTU
Ha nonoxuTenHa/
oTpuuatenHa
KOHTPOMHa TbKaH).

*QukcupaHa u obpabomeHa crioped nayueHma mocmpa

Taﬁnuua 3. MMyHDXUCmOXUMU‘JHlI KOHMpPO/U Ha Ka4yecmeomo u yesnu, Koumo me umam

KoHTponute Ha TbkaH TpsbBa ga vmar OGUOMNCUMIHU UMK XMPYPrMYHW Mpobu, kouTo da ca
uKcUpaHu BbB hopmanuH, 06paboTeHn 1 BKIYEHU B NapaduH KOIKOTO ce MoXe Nno-6bp3o
1 TO MO CbLUMS HAYMH, KAKTO 1 naumeHTckata moctpa(u). Npobute Tpsbsa Aa ca NOAroTBEHN
Mo NOAXOAsALL, Ha4YUH, Taka Ye 4a CbXpaHsABaT TbKaHHaTa aHTUreHHOCT 3@ MYHOXUCTOXMMUYHO
ouBetsBaHe. CTaHdapTHUTe meToau 3a obpaboTka Ha TbkaHu Tpsbea Aa ce npwunaraT 3a
BCUYKM nNpobu (17).

Ctp. 12 0T 32

Leica Biosystems Bond Oracle HER2 IHC System WHcTpykuum 3a ynotpe6a TA9145 EU-BG-CE-Rev_| 16/07/2020

bbnrapcku I



Bbnrapcku I

HER2 Control Slide — HER2 Primary Antibody

Bcsiko ot goctaBeHute HER2 Control Slides cbaobpxa yYetvpu dukcupaHyn BbB hopmanvH
BKIIOYEHM B napaduH siapa Ha KNeTbYHU MMHUKU C YOBELLKU paK Ha rbpfaata C OLEHKU Ha
MHTEH3MBHOCT Ha ouBeTsiBaHe oT 0, 1+, 2+ n 3+. EQHo npeameTHO cTbkno TpsibBa aa 6bae
BKITIOYEHO BbB BCsika TecToBa cepus (T.e. Tabnuyka 3a npegMeTHM cTbkna). [NpaBunHata
oueHka Ha HER2 koHTpornHOTO nMpedMeTHO CTbKNO, AocTaBeHo oT Leica Biosystems, ykassa
BanunpgHocTTa Ha Tecta (obbpHeTe ce kbMm Bond Oracle HER2 IHC System HapbyHuka 3a
TbikyBaHe). HER2 koHTponHUTEe NpeaMeTHM CTbkna, AOCTaBeHM C Tasu cuctema, Banuaumpar
caMo NpeacTaBsHETO Ha peareHTa v He NMOTBbPXAaBaT NOAroTOBKaTa Ha TbKaHTa.

AmbynaTopHa nonoxutenHa KoHTpona Ha Tbkad — HER2 Primary Antibody

Ako ce n3nonasaT KOMMOHEHTW 3a ambBynaTopHW NOMNOXUTENHM KOHTPOMNW Ha TbKaH, Te Tpsbea
na vmat dukcnpanm, o6paboTeHn 1 NocTaBeHW BUONCUNHM UMW XUPYPTUYHKU MPOBU KOMKOTO
ce MoXe No-6bp30 U MO CbLUUSI HAYMH, KaKTO M naumeHTckata moctpa(u). MNMonoxuTenHute
KOHTPOMU Ha TbKaH Ca MHAMKATUBHU 3@ NPaBUITHO MOATOTBEHM TbKaHW U BanuaHW METOAM Ha
ouBeTsiBaHe. Hall-Marnko eiMH KOMMOHEHT Ha NOMOXUTENHA KOHTPOra 3a BCsika TeCcToBa cepust
TpsibBa fga ce BkNouu. [lonoxutenHaTta KOHTpona cekuust TpsbBa Aa AeMoHcTpupa cnabo
MONOXUTENHO OLLBETSIBAHE, Taka Ye [a ce ONpeaensT NeknTe NPOMEHU B YyBCTBUTENHOCTTA Ha
MbPBOTO @HTUTSINO.

benexxa: \3B€CTHM KOMNOHEHTU HA ThbKaHUTE 3a NONOXUTENHA KOHTpona TpsbBa Aa ce n3nonasart
camo 3a HabnogeHve Ha NpaBUIHOTO MpeacTaBsHe Ha 0O6paboTBaHWTE TbKaHW 3aefdHO C
TectoBuUTe peareHTn, a HE kaTo noMoLyHO cpeacTso nNpu opMynmnpaHeTo Ha cneunduyHoOTO
TbMKyBaHe Ha MaUMEHTCKUTE MOCTPU. AKO TbKaHTa 3a MONIOXUTENHa KOHTpora He ycree aa
nokaxxe noaxoAsLLO NOMOXMTENHO OLBETSBaHe, MOSyYeHNTe C NaLuMeHTCKUTe Npobu pesynTtaTtu
TpsibBa fa ce pasrnexaar kaTo HeBanuaHW.

KoHTponeH 6rnok ¢ MHOXeCTBO ThKaHu, CbAbpXKaluy TYMopu, NpeacTaBnsasaliy Bcnykn 4 HER2
Knaca, Moxe CbLLO [ja Ce U3Mos3Ba KaTto NOAXoAsL, ambynaTtopeH KOHTPONeH Mmatepuan.

KomnoHeHT 3a ambynatopHa Negative Control Ha TbkaH — HER2 Primary
Antibody

AKO ce n3nonssaT KOMMOHEHTU 3a ambynaTopHW oTpuULaTeNHK KOHTponu, Te Tpsibea aa nmat
npecHy B1onNcUnHU NN xmpyprdeckn npobu, dukcmpaHn, obpaboTeHn 1 NoCTaBeHN KOMKOTO
ce Moxe Mo-Obp30 U MO CbLUUSI HAYMH, KaKTO M NaumeHTckaTta mocTtpa(u). ManonssaHeTo Ha
KOHTPOMHa TbKaH, M3BECTHa KaTo oTpuuartenHa 3a oHkonpotemH HER2, npu Bcsika cepus Ha
oLBeTsiBaHe NOTBbPXAaBa cneundUYHOCTTa Ha MbPBOTO @aHTUTANO U NPefoCTaBA MHANKALNSA 3a
HecneundnyHo hoHoBO ouBeTsaBaHe. MHOroobpasmeTo oT pasnuMYHKN TUMOBE KIETKU, Hanu4yHn
B NOBEYETO ThKaHHW CeKkuuu, npeanara BbTpellHu mecTa 3a Negative Control (ToBa Tpsibsa Aa
ce NoTBbPAK OT NoTpeduTens). HopmanHute rpbaHU TPBOW, KOMTO HE Ca CBbP3aHW C TyMop,
MoraT fja nNpefocTaBAT oTnpaTtka KbM BanuaHocTTa Ha obpaseua. AKo ce nosiBu cneunduyHo
ouBeTsiBaHe BbB BbTpeLlHa TbkaH 3a Negative Control, pesyntatuTe ¢ naumeHTCkuTe npodu e
Ce cyMTar 3a HeBanuaHw.

M3non3BaHeTo Ha KOHTPOMNeH Bnok C MHOXECTBO TbKaHW, MpeAcTaBnsaBalln BCUYKU YeTupun
HER2 cTeneHn, Moxe fa e OT nomnasa 3a LUenuTe Ha OCUrypsiBaHe Ha TbKaHu 3a MONOXUTENHN 1
oTpYLIATENHN KOHTPOIK.

MauueHTcka TbkaH — HER2 Negative Control

Manonaeante goctaBeHata HER2 Negative Control Bmecto HER2 Primary Antibody Bbpxy
CbOTBETHATA CeKLMsA 3a BCEKW NaLMEHTCKN TECT, 3a a OLleHUTe HecneLndnYHOTO oLBETSBaHe
1 [a No3BOMMTE TOYHO ThIIKyBaHe Ha CrneumMduyHOTO oLBeTsBaHe Ha oHkonpoterHa HER2 Ha
aHTUrEeHHOTO MSCTO.
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MauuneHTcka TbkaH — HER2 Primary Antibody

MonoxuTenHata MHTEH3MBHOCT Ha OLBETsIBaHe TpsbBa Aa ce OLeHM B paMKUTE Ha KOHTEKCTa
Ha BCcsiko HecneumduyHo doHoBo oueTsiBaHe ¢ HER2 Negative Control. kakTo u npu Bceku
VMYHOXUCTOXMMWYEH TECT OTPULATENHUAT pPe3ynTaT 3Ha4u, Ye aHTUreHbT He € OTKPUT, a He
Ye aHTUIeHbT He € HanWyeH B U3NUTBaHUTE KreTku/TbkaHu. OGbpHeTe ce kbM Jlornuyecka
060OCHOBKa Ha nMopbYkaTa 3a CKPUWHUHI Ha NMPeAMETHU CTbKMa, orpaHMYEeHUs], OLleHKa
Ha npeacTtaBsHeTo U UMyHOpeaKTUBHOCT 3a crieumduyHa nHdopmaums no OTHOLIEHWE Ha
nMyHopeakTuBHocTTa Ha Bond Oracle HER2 IHC System.

MpoBepka Ha obpaseua

Mpeon nbpBOHAYaNHOTO W3MOM3BaHe Ha aHTUTANO WAM CUCTEMa 3a OLBETsBaHE B
OuarHocTuyHa npouedypa notpebutenat TpsibBa [[a npoBepu cneunduyHocTTa  Ha
aHTUTANOTO KaTo ro TecTBa BbPXy peauua ambynaTopHU TbKaHW C U3BECTHU MOMOXWUTENHU
N OTpULATENHN UMYHOXUCTOXMMUYHU npodunu. O6bpHeTe ce kbM KoHTpon Ha KayecTBOTO
KaKkTo npeau ToBa Ge oyepTaH M M3UCKBaHUsITa 3a kavecTBeH koHTpon Ha CAP Certification
Program for Immunohistochemistry n/unun CLSI (npeamwHo NCCLS) Quality Assurance for
Immunocytochemistry, Approved Guideline (17). Te3an npouegypu 3a KOHTPON Ha Ka4eCcTBOTO
TpsibBa fga ce MOBTapAT 3a BCsKa HOBa NapTvaa aHTuTena unuM Korato MMa npomsiHa B
napameTpute Ha obpaseua. Yosellka MHBa3MBHA (MHUNTpMpalla ce) AykTanHa rpbaHa
KapLuMHOMa C U3BECTHN MHTEH3UBHOCTM Ha OUBETABaHe Ha oHkonpoTenHa HER2 ot 0 go 3+ un
Opyrv nogxoasilum oTpuuaTernHn TbkaHn ca NOAXOASLWM 3a NpoBepkaTa Ha obpaseua.

TbnKyBaHe Ha ouBeTABaHeTo - Mbpaun

3a onpegensiHeTo Ha ekcrnpecusita Ha OHkonpoTeumHa HER2 TpsabBa ga ce oueHsiBaT camo
mMoperna Ha MeMbpaHHO oLBeTsIBaHe U MHTEH3MBHOCTTAa KaTo ce U3nora3Ba ckanara, npeactaBeHa
B Tabnuua 4. Matonor, n3nonaeaLy, MMKPOCKON CbC CBETIO none, TpsabBa Aa M3BbpLUM OLeHKaTa
Ha NpeaMETHUTE CTbkNA. 3a oLeHKa Ha MMYHOXUCTOXMMUYHOTO OLBETSIBAHE U 3a 0TOensi3BaHe
e nopgxopsw, obektmB ¢ 10x yBenuyeHne. ObektmB ¢ 20—40x yBenuuyaBaHe TpsibBa da ce
13non3ea npu MNoTBbpXkAaBaHETO Ha pesynTtata. LiutonnasmeHoto oupetsiBaHe TpsibBa ga
ce pasrnexaa kaTo HecrneumMduyHo OLBETsIBaHE M He TpsibBa [a ce BKIYBA B OLEHKaTa Ha
MHTEH3MBHOCTTa Ha MeMbpaHHoTo ougeTsaBaHe (19). 3a nomoly npu andepeHumpaHeTo Ha 0,
1+, 2+ n 3+ ougeTtsiBaHe ce obpbLyanite kbM Bond Oracle HER2 IHC System HapbuyHuka 3a
TbMKyBaHe 3a NPEeACTaBUTENHU hUrypn Ha MHTEH3UBHOCTU Ha ougeTsiBaHe. Camo npobu ot
naumneHTn C MHBa3uBHa rpbaHa kapurHoMa TpsibBa Aa ce oueHsiBat. B cnyyauTte Ha kapuuHoma
in situ v HBa3nBHa KapLMHOMa B efHa U Cblia npoba, caMo MHBA3MBHUST KOMMOHEHT TpsioBa
na ce otbenssaa.

Mopaen Ha UMYHOXUCTOXUMUYHO oL BeTsABaHe PesynTaT OueHka

He ce Habntogasa ouBeTsiBaHe UK ce Habnoaasa
MeMbBpaHHO ouBeTsBaHe B No-manko ot 10% ot 0 OTpuuaTtenHo
TYMOPHUTE KNETKM.

Bnepo/noyt HegonoBuMo MeMBpaHHO OLBETSABaHE ce
oTkpuBa B Hag 10% oT TymopHuTe knetku. Knetkute ce 1+ OTpuuaTtenHo
oLBeTsiBaT CaMo B 4YacT oT membpaHaTa cu.

[iBycmucneHo
Cnabo 0o ymepeHo 3aBbpLUEHO MeEMOPaHHO OLBETSBaHe o4 (cnabo
ce Habntogasa B Hag 10% OT TYMOPHUTE KIETKu.

NOMNOXUTENHO)
CwurnHo 3aBbplLUeHO MeMBpaHHO OLBeTsIBaHe ce 3+ CwunHo
Habnogasa B Hag 10% OT TyMOPHUTE KNETKM. NMOMNOXUTENHO
Tabnuya 4. TerkysaHe Ha HER2 ousemsisaHemo
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Pesynrtatute ot ouBeTsiBaHe npu Bond Oracle HER2 IHC System ce TbrkyBaT kaTo oTpuuaTtenHu
3a ekcnpecus Ha oHkonpoTenH HER2 ¢ pesyntatn oT 0 U 1+ MHTEH3MBHOCT Ha OLBeTsBaHe,
OByCMUCIEHN (Crnabo MONOXWUTENHW) C pe3ynTar oT 2+ MHTEH3UBHOCT Ha OLBETSIBAHE U CUITHO
NOMOXWUTENHWU C pe3ynTaTt oT 3+ MHTEH3MBHOCT Ha ouBeTsABaHe. Bond Oracle HER2 IHC System
He e 3amucreHa ga npegocTaBsi NPOrHO3Ha MHAOPMaUUS Ha nauueHTa u/unu nekapsi n He e
BanuaupaHa 3a Ta3u uen. 3a Bcska OLeHKa Ha OLBeTABaHe npegmeTHUTe CTbkna Tpsbsa Aa ce
npoBepsiBaT Mo pefa, NpeacTaBeH No-fony, 3a Aa ce onpeaenyt BannaHoCcTTa Ha cepusita Ha
ouBeTsABaHe M [ja ce Mo3BONM MOMyKONMYeCTBEHA OLieHKa Ha MHTEH3VBHOCTTA Ha OLBeTsBaHe
Ha MocTpaTta OT TbKaH.

TbnKyBaHe Ha oLBETSIBAHETO - CTOMaX

3a onpefensHeTo Ha ekcrnpecusATa Ha oHkonpoTtemHa HER2 Tpsabsa ga ce oueHsiBaT camo
Mozierna Ha MembpaHHO OLBETSIBaHE U MHTEH3MBHOCTTA KaTo Ce 13Mor3Ba ckarnara, npeacTaBeHa
B Tabnuum 5 n 6. MNaTonor, n3nonaeaLl, MUKPOCKON CbC CBETMO nore, Tpsbea Aa M3BbpLUK
OLiEHKaTa Ha NpeaMeTHWUTE CTbkna. 3a OLeHKa Ha UMYHOXMCTOXMMWYHOTO OLBETSIBaHE U 3a
oTbensasBaHe e nogxoasiy o6ekTms ¢ 10x yBenmyerue. O6ekTms ¢ 20—40x yBenuyaBaHe TpsibBa
[a ce u3nonsea npu NnoTBbpXKaaBaHeTo Ha pesynTaTa. LiutonnasmeHoTo oupeTsiBaHe TpsioBa
[a ce pasrnexga kato HecneuuduyHo OLBETsIBaHe U He TpsibBa Ja ce BKIYBa B OLEHKaTa
Ha WMHTEH3MBHOCTTa Ha MembpaHHOTO ouBeTsiBaHe (15). 3a nmomoly npu AndepeHupaHeTo
Ha 0, 1+, 2+ u 3+ ouBeTsiBaHe ce o6pbLainTe kbM Bond Oracle HER2 IHC System Gastric
HapbyHMKa 3a TbIKyBaHe 3a MpeAcTaBUTENHU OUrypyM Ha WMHTEH3VWBHOCTM Ha OLBETSBaHe.
Camo npobu OT NauneHTn ¢ ageHoKapLMHOMa Ha CToMaxa unu ractpoesodareanHara Bpb3ka
TpsibBa Aa ce oueHsBaT.

Mogpgen Ha MMYHOXNCTOXMMWNYHO oLBeTABaHe Pesyn- OueHkKa
TaT

He ce Habntopasa ouBeTsiBaHe Unu ce Habnogasa
MeMOpaHHO ouBeTsABaHe B no-Manko ot 10% ot 0 OTpuuartenHo

\§ TYMOPHUTE KIIETKU.

a

E Brnepno/noyTtn HegonoBrMo MemMbpaHHO OLBETSIBaHE ce

£ |otkpuea B Hag 10 % oT TymopHuTe knetku. Knetkute ce 1+ OTpuuaTtenHo

E oLiBETSIBaT CaMo B YacT OT MembpaHara cu.

b

% Cnabo 0o ymepeHo 3aBbplLueHo H6asonareparnHo unm [BycmucneHo

S |natepanto MeM6paHHO oLBeTsIBaHe ce Habnoaasa B 2+ (cnabo
10 % vnu noBe4ve OT TYMOPHUTE KIETKN. NMOMNOXUTENHO)
CunHo 3aBbpLueHo 6asonartepanHo unu narepanHo Cunto
MembpaHHO ouBeTsiBaHe ce Habntoaaea B Hag 10 % oT 3+

NONOXUTENHO

TYMOPHWUTE KIEeTKN.

Tabnuua 5. TbrkysaHe Ha HER2 oysemsigaHemo 8bpxy Xupypau4yecku npobu om pak Ha cmomaxa
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Mopen Ha UMYHOXNCTOXMMUYHO OLiBETABaHe Pesyn- OueHKa
Tar

B HuTO egHa TYMOpHa KIieTka He ce Habnogasa

0 OTpuuatenHo
oLBeTsIBaHe

3
9 Habniogasa ce knbCcTep OT TYMOPHM KneTku ¢ 6neno/
2 |enBsa pasnuuMmo MemBpaHHO ouBeTsiBaHe, HE3aBNCMMO 1+ OTpuuatenHo
S | OT NpoLieHTa OLBETEHM KIeTKM
S
s
U | Habnopgasa ce KmbCcTep OT TYMOPHW KINETKU CbC
5 [iBycMucreHo
2 |crnabo fo ymepeHo 3aBbplueHo GazonatepasnHo unu o4 (cnabo
v | natepanHo MembpaHHO OLBETSIBAHE, HE3ABUCKMO OT
NOMOXUTENHO)
NpoLeHTa OLBETEHM KNETKN
Habntonasa ce KnmbcTep OT TYMOPHW KNETKM CbC CUITHO Cunto
3aBbpLUeHo H6aszonateparnHo unu natepanHo MeMOpaHHO 3+
NMONOXUTENHO

oLBeTdaBaHe, He3aBUCMMO OT NPOoLEeHTa OUBETEHU KITETKU

Tabnuua 6. TbrkysaHe Ha HER2 oysemsigaHemo ebpxy 6uonculiHu npobu om pak Ha cmomaxa

3a TbrkyBaHe Ha oueTeHuTe Guoncum ot Bond Oracle HER2 IHC System ce npenopbusa
KMbCTEP OT HaN-Marnko NeT TYMOPHW KINETKN.

Jlornyecka 060cHOBKA Ha NOpbYKaTa 3a CKPUMHUHI HA NpeAMETHU CTbKna
lMpeameTHuTE CcTbKNa TpsAOBa Aa ce HabnogaBaT B CrieaHus pea:

1. HER2 Control Slide — HER2 Primary Antibody

BanupeH obpase ¢ Oracle HER2 Control Slide nokassa cnegHoto:

* Hanuune Ha cunHo kasiBo 3aBbPLUEHO KNETHYHO MEMOPAHHO OLBETSIBaHE B 3+ KOHTPOSHA
knetbyHa MuHust SK-BR-3.

* Hanuune Ha neko Jo ymepeHo kasBo 3aBbPLUEHO KNETbYHO MEMOPaHHO OLBeTABaHe
B 2+ KOHTPOMHa knetbyHa nuHus, MDA-MB-453.

* Hanuune Ha 6nego/noyTV HEOONOBMMO KadhsiBO HE3ABBLPLUEHO KNETbYHO MeMBpaHHO
ouBeTaBaHe B 1+ KOHTpOnHa kneTbyHa nuHms, MDA-MB-175.

* Hama ouetaBaHe B 0 KOHTpoONHa kneTbyHa nNuHua MDA-MB-231.

Baxna 6enexka: Xapaktepuctuka Ha MDA-MB-175 1+ KOHTponHa KrneTbyHa IUHUS €

OTYETNNB MOZEN Ha pacTex, NpW KOWTO KneTkute chopmmpat KnbcTepu. Tean knbcTepu

ropaxaaT NoCTOSiHEH NMyMWHAnNeH BMAaCMHKOB rPaHNYeH PervioH B KNeTbYHWA KnbeTep. Toa

BMAaCUHKOBO rPaHUYHO OLBETsIBaHe Lie ObAe MNo-CUIHO OT OLBETSIBAHETO Ha OcTaTbka OT

KneTbyYHaTa MembpaHa. bnegoTo/noyYTU HEAONOBMMO HE3aBbPLLEHO KINETbYHO MEMOpPaHHO

ouBeTsiBaHe e npaBwunHus 1+ mogen 3a ouBeTsBaHe Ha OHkonpoteumHa HER2. ToukoBo

MMYHOOLBETSIBAHE Ha pernoHa Ha Monaxu B uMTonnasmara Cblio Moxe fa ce Habnioaasa

B Ta3n KNeTbyHa NMHWS.

2. AMGynaTtopHa nornoxuTeriHa KoHTpora Ha TbkaH — HER2 Primary Antibody
HAIMMYMNETO Ha kadsiBo membBpaHHO ouBeTsiBaHe TpsibBa fa ce HabniogaBa cbrnacHo
M3BECTHUSA CcTaTyC Ha oHkonpoTenH HER2 Ha nsbpaxarta nonoxuTenHa KoHTpona.

o

B kblua oTpuuaTeneH KOMMOHEHT KOHTpos Ha TbkaHTa — HER2 Positive
Control

OTCBbCTBUETO Ha mMembpaHHO ouBeTsiBaHe TpsibBa Aa ce Habnioaasa. KOMMOHEHT Ha
oTpuuaTterniHa KOHTPOJiHa TbKaH NOTBbpXXAaBa Juncata Ha KPpbCTOCaHa PeakKTUBHOCT Ha
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cucTeMara 3a OTKpMBaHe KbM CreuudUYHO TapreTupaHute KNeTku/KneTbYyHn KOMMOHEHTW.
Ako ce nosiBuM mMeMOpaHHO oLBeTABaHe B KOMMOHeHT OT TbkaH 3a Negative Control,
pesyntaTuTe ¢ NaumeHTckata npoba Lie ce cymTaT 3a HeBanuaHw.

4. NMauymeHTCKa ThKaH — ouBeTeHa ¢ nomowta Ha HER2 Negative Control
OTCBCTBUETO Ha meMGpaHHO oLBeTsiBaHe NOTBbpXKAaBa crneundunyHoTo o6o3HavaBaHe
Ha UeneBusi aHTUreH OT MbPBOTO aHTUTANO. [pyro KadsiBO OLBETSBaHe, MosyyaBallo
ce B uuTonnasmarta Ha npobata, TpetupaHa ¢ HER2 Negative Control, kato Hanpumep
B CBbp3Balla TbKaH, JIEBKOLUUTU, €pUTPOLMTU WM HEKpPOTMYHA TbkaH, TpsibBa ga ce
pasrnexga kaTo HecrneundunyHo hOHOBO OLBeTsIBaHe 1 TpsibBa Aa ce oTbenexu.

o

MauuneHTcKa ThKaH — ouBeTeHa ¢ nomolyta Ha HER2 Primary Antibody

Husata Ha ekcnpecus Ha oHkonpoTenHa HER2 ce onpenenat ot kputepunTe, onpeaeneHn B
Tabnuua 4-6 1 B HapbYHKKa 3a UHTepnpeTupaHe Ha Bond Oracle HER2 IHC System.

OrpaHuyeHus

A. OGwu orpaHUYeHuUnA
MmyHoxuctoxmmusita e nabopaTopHo 6asvpaH MHoOroetaneH MeTod, W3Mnon3BaH 3a
roanomaraHe Ha TbIKyBaHETO M OnpeaensiHeTO Ha XMCTOMAaTOMNOTMYHUTE XapaKTePUCTUKK.
ToBa e MmeToA, KOWTO M3MCKBA CreuuanvaMpaHo obydyeHne Mo BCWUYKM acrekTn Ha
npoueaypata (BKNoUMTENHO M36opa Ha NOAXOOALM peareHTW, TbkaH ,duKcupaHe,
obpaboTka 1 nogrotoBka Ha IHC npegMeTHO CTBKMO) U ThIKyBaHETO.
VIMYHOXMCTOXMMUYHOTO OLBETSIBAHE Ha ThKaHTa 3aBUCK OT MPeMeCTBaHETO, (PUKCUPAHETO U
obpaboTkaTta Ha TbkaHTa Npeaun ouBeTsBaHeTo. HenpaBnnHOTO dMKcUpaHe, 3amMmpassBaHe,
pasTonsiBaHe, M3MMBaHe, M3CyllaBaHe, HarpsiBaHe, pasfefnisHe WM 3aMbpcsABaHETO C
ApYrn TbKaHW UNKM TEYHOCTM MOXe Aa [oBefe A0 apTedakT, ynaBsHe Ha aHTUTSNo wnu
norpeLUHn oTpuuaTenHy pesyntatun. HenocnegoBaTtenHuTe pesyntatm MOXe Aa ce AbrmKaT
Ha Bapuaumu BbB (hUKCUPaHETo, MeToAMTE Ha MOCTaBsAHE UMM Ha NPUCHLUMTE HEPEAHOCTU
B TbkaHTa (21). [peKOMepHOTO MW HEMBITHO KOHTPaOLBETSBaHe MOXe CbLLO Aa 3acTpaluu
NpaBWIIHOTO ThIKyBaHe Ha pesynTaTute.
HecneumndunyHoTo ouBeTABaHe, ako e HanM4yHo, 0BUKHOBEHO Ma pPasnpPbCHAT BbHLUEH BUA.
CnopaanyHOTO OLBETSIBaHE Ha CBbp3Balla TbKaH MOXe CbLUO Aa ce Habnaasa B cekumn
OT TbKaHU, MKCMPaHU B NpekaneHo MHoro popmanuH. V3nonasarnTte He3acerHatu Knetku
3a TbKyBaHe Ha pesynratute OT OLBeTSABaHeTo. HeKpoTUYHUTE unu gereHepupaHmn KneTkn
4YeCTO MbTU Ce OUBETSABAT HecneunduyHo (22). MNorpeLluHn NonoXUTENHN pesyntatn morat
fAa ce HabnogasaT Mopagy HEeMMYHOMOMMYHO CBbP3BaHe Ha MPOTEWMHW WMNW NPOAYKTU Ha
cybcTpaTtHa peakuus. Te CbLIO Taka MOXe Aa ca MPUYMHEHW OT €HAOrEHHW €H3UMMK KaTo
Hanp. nceegonepokcuaasa (epUTpoLmUT) MM eHAoreHHa nepokcuaasa (umtoxpom C), B
3aBUCKMMOCT OT TUMa Ha M3Mon3BaHO MMYHOXUCTOXVIMUYHO OLiBETSABAHE.
TbkaHWTe OT nmauueHTW, 3apa3eHn C BMPYC Ha XenatuT B u cbabpxalum NOBbPXHOCTEH
aHTureH Ha Bupyca Ha Xenatut B (HBsAg), morat Aa nokaxar Hecneundu4HO oLBeTsIBaHe
C XpsiHOBa nepokcuaasa (23).
HeovyakBaHO VMYHOXMCTOXMMMWYHO OLBETSIBAHE UMM NPOMEHM B OLIBETABAHETO MoraT Ja ca
pesynTaT oT M3MEHEHWS B HUBATa Ha EKCNPecusl Ha KoavpaLLmuTe reHn unu aHTurenun. Beska
NpoMsiHa B 04aKBaHUTE MOAENN Ha oLBeTsiIBaHe TpsbBa fa ce ThrKyBa BbB BPb3Ka C BCUYKM
ApYrn ANarHoCTUYHY U3CneaBaHus.
TbNKyBaHETO Ha VMYHOXMCTOXMMUYHOTO OLBETABaHe TpsibBa Ja € CbMbTCTBAHO OT
MOPQONOrMYHN MU3CNeaBaHNs 1 OT M3MON3BaAHETO Ha MOAXOASLL, KOHTPONEH matepuan u
TpsibBa Aa ce oLeHsBa OT KBanuduumpaH naTonor B paMKUTE Ha KOHTEKCTa Ha KNMUHUYHaTa
aHaMHe3a Ha naumeHTa 1 Ha Apyru AMarHoCTUYHM TecToBe.
MpencTaBsHeTo Ha obpaseua (T.e. OUEHKUTE Ha afeKBaTHOCTTA Ha MOMOXWUTENHUTE U
OTpULATENHN KOHTPOMMU) U ThIKYBAaHETO Ha BCSKO UMYHOXUCTOXMMWYHO OLBETABAHE Wnn
HeroeaTta nunca TpsbBa Aa ce M3BbpLIBAT B HAaAJIEXHO akpeavTMpaHa/nuueHsnpaHa
nabopaTtopusa nof KOHTpomna Ha NoaxoAsLlo KBanuduvuvpaH U ONWTEH MaTornor, KOWTo e
OTTOBOPEH 3a LISNOCTHaTa OLeHKa Ha UMYHOXUCTOXMMUYHUS: 0BpaseL, U HEroBOTO ThIIKyBaHe.
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B. CneuudunyHun 3a npoaykTa orpaHu4eHus
To3n npoaykT He e 3amucrieH 3a ynorpeba B TeyHaTa LUTOMETpUsi. XapakTepucTuku Ha
NpeacTaBsiHETO He ca onpeaeneHy 3a Te4Ha LIMTOMETPUS.
MorpellHn oTpuLaTeNHW pesynTaTtiu MoraTt Ja ce BUAST KaTo crieAcTBue OT Aerpajauusita
Ha aHTUreHn B TbKaHHaTa cekuusl. [pegmMeTHUTE CTbkna, HeobxoaMMmK 3a OLeHka Ha
oHkonpoTemHa HER2 n 3a npoBepka 3a Tymop, TpsibBa ga ca noarotBeHW Mo edHo u
Ccbllo Bpeme. 3a 3ana3BaHe Ha aHTUrEHHOCTTa CEKUMUTE OT TbKaHW, 3aKperneHu BbpXy
npeameTHuTe cTbkna (Leica BOND Plus Slides — npoaykTtos kog S21.2113 Unun Apex BOND
Slides - npogykToB kog 3800040) TpsibBa fa ce ouBETAT B pamkute Ha 4—6 cegmuum ot
pasfensiHeTo, ako ce AbpXaT Npu cTariHa Temnepatypa (18—-24 °C). Cnepn pasgensHeTo ce
npenopbyBa NpeaMeTHUTE CThKNa Aa ce nHKybupar 3a 12—18 yaca (npes Howta) npu 37 °C.
CeKuunTe, KOUTO M3NCKBAT MO-HATATBLLUHO CrienBaHe, MoraT Aa ce uHkybupat npu 60 °C 3a
olLe eavH yac.
MuvHMManHa ectecTBeHa Bapuaumsi Ha UMYHOXUCTOXMMUYHKS Npodhun e ce Habnopgasa
Mexay napTuanTe Ha pacTex Ha KneTbyHuUTe NHMKM, nanonassanu B Bond Oracle HER2 IHC
System. Ta3u ectecTBeHa Bapuaumsi € B paMKUTe Ha NPUEMIUBUTE HMBA Ha TorepaHc Ha
BuonorvyHaTa eguHULIA 1 He 3acsra TbIIKyBaHETO Uu NpeACcTaBsHETO Ha cucTemMara.
XapakTepusauusata Ha KNeTbYHUTE JIMHWM C MOMOLLUTA Ha TeYyHa UMTOMETpUst 1 in situ
Xvmbpuamsaumsl, KakTo e npeactaBeHo B Tabnuua 7, Cblio € npegmeT Ha ecTecTBeHa
6uonornyHa Bapmaums. CbLUO Taka ce AoKnaaBaT TEXHUYecka Bapuauus n Bapuauyus npu
TbIKYBaHETO Ha KOHTPOSTHUTE KMETBYHU NMHWM, OLEHSIBaHWN Ype3 (ryopecLeHTHa in situ
xvbpuamsaumns (24).
OueHkata Ha HER2 Control Slides Tpsibea ga B3uma nog BHYUMaHWE BCUYKWU PEMEBAHTHU
cpokoBe Ha rogHocT. CbxpaHsiBarite Bond Oracle HER2 IHC System npu 2-8 °C. Ja He
ce 3ampassBa. [Ja ce BbpHe Ao Temneparypa oT 2—8 °C HenocpeacTBeHO cned ynoTpeba.
BcsikakBu OTKNOHEHUS OT TE3M YCrOBUS e HanpaBsAT obpaseLa HeBanuaeH.
He 3amensite peareHtTute Ha Bond Oracle HER2 IHC System c gpyrv KOMMOHEHTH,
He3aBMCUMO fanu ca foctaBeHu oT Leica Biosystems vnu ot gpyru npoussogutenu. Toea
Lle AoBede A0 HBanvaupaxe Ha obpaseua.
BaxHo e Bcuyku cTbrku, odeptaHmn B pasgenute ot C go E (Mpouenypa), Aa ce n3BbpLuBaT
B npeanuncaHvsa peq. Bcsko oTknoHeHue oT To3u pef Le Hanpasu obpaseua HeBanuaeH.
BaxHo e B obpaseLia Aa ce n3nbnBaT TbKaHW, KOUTO ca (PUKCUpPaHU camo BbB rKcaTopu Ha
dopmanuHoBa OCHOBA. V3nonssaHeTo Ha Apyr Tvn durKcaTop Lie nHBanvanpa obpaseua.
CeKuunTe Ha TbKaHW, M3psi3aHN M3BbLH NpenopbyBaHUSl AMana3oH Ha aebenviHa, He ca
Banuaupanu. ManonasaHeTo Ha Apyra AebenvHa Ha cekums Moxe Aa MHBanuavpa obpaseva.

[aHHu 3a KneTb4yHa NUHUA

bbnrapcku I

KnetbuHa Bond Oracle HER2 HER2 cTtatyc Ha reHHa
nuHUA HER2 IHC peuenTopHoO amnnudukayms*
System HaTOBapBaHe | YER2 yucno Ha | HER2:Chr17
npochun Ha Knerka KonmeTo reHHo
CbLOTHOLLEeHUe
SK-BR-3 3+ 4,3x10% 13,35 3,55
MDA-MB-453 2+ 1,4x10° 573 2,05
MDA-MB-175 1+ 6,3x10* 3,33 1,20
MDA-MB-231 0 9,3x103 3,15 1,13

*HER?2 aHanu3 Ha peuernmopHo HamosapeaHe crioped oueHeHomo om meyHama yumomempusi. *HER2 cmamyc Ha eeHHa
amnnughukayusi crioped oyeHeHomo om deoliHama npoba (HER2:xpomo3zoma 17) PUBA.

Tabnuua 7. Mpogun Ha HER2 Control Slide
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Bbnrapcku I

KnuHuyHo cbrnacyBaHe Ha Bond Oracle HER2 IHC System c/y Dako

HercepTest - Mbpau

YacT nbpBa OT nscnegBaHeTo pasrneda npurogHoctTa Ha Bond Oracle HER2 IHC System 3a
ynotpeba kaTo MOMOLLHO CPeACTBO MpU ONpeaensHeTo Ha nedeHve ¢ Tepanus ¢ Herceptin®
(trastuzumab). N3cnenBaHeTo Gelle pa3paboTeHo 3a pasrnexagaHe Ha CbracyBaHETo Mexay
Bond Oracle HER2 IHC System n Dako HercepTest, pasrnexaaH kato ‘anateH ctaHgapTt 3a
TO3K obpaseL. Kputepuart 3a npuemaHe belle geduyHUpaH kaTto no-ronsMo ot 75% usnocTHo
cbrnacysaHe mexay Asata Tecta ¢ 95% uHtepsan Ha gosepue (CI).

M3cnepBaHeTo Gelle npoBefeHO KaTo OLeHKa Ha cnsano B ABa LeHTbpa, 6a3vpaHa B CALL.
Bcekn ueHTBbp 3a macnedBaHe nonyyn UMKCUMpaHu BbB (OPManuH BKKOYEHW B napaduvH
MOCTpW C pak Ha rbpaaTa, umawm nssecteH HER2 cratyc. Kancynute 6sixa n3bpaHu B obpateH
nocrnefoBaTeneH pef OT KNVMHUYHUTE apXvBW, NPeACcTaBnsBalLyM NoCnefoBaTeIHoTO BKapBaHe
Ha Kancynu B XMCTONAaTOMNOMMYHUS OTAEN 3a KMMHWYHO TeCTBaHe, a crnef ToBa 6sixa TecTBaHu
He3aBMCUMO OT ApyruTe NPOrHo3HW u/unu npepckadyemu daktopu, 6e3 Aa nma npucTpacTus
KbM rpynata. [pynu ot 160 1 292 npobu ca TeCTBaHU CbOTBETHO B LIEHTbP 1 1 LeHTbp 2. Besika
rpyna vmalle paBHO NpeAcTaBsHe Ha ABYCMUCIEHN/MONOXMTENHM (2+, 3+) n oTpuuatennm (0, 1+)
Kancynu Ha 6a3ata Ha npeav ToBa 3agageHn HER2 IHC oueHku, koeTo Bogu Ao obuia nonynaums
3a nscnegsaHeTo ot 452 mocTpu. [iBaHageceT MocTpyu Bsixa cMeTHaTU 3a HenoaxoasLLM Nopaau
nmnca Ha JOCTaTbyHO MHBA3UBEH TYMOP U OAxa OTCTpaHeHu OT muacnepsaHeTo. [pyrn aeseT
MOCTPY HE MOXaxa Aa 6baart oTbensisaaHn B pe3ynTaT Ha NoBaMrHaTa TbKaH OT MOBbPXHOCTTA
Ha NpedMEeTHOTO CTBKMO, KOETO € [OBefo A0 OKOH4YaTernHa nonynaums Ha u3crnegBaHeTo oT
431 mocTpu.

Benukm kancynu 6sixa ouBeTeHu ¢ HercepTest cbrmacHo MHCTPYKUMWTE Ha MPOU3BOAWTENS,
NMOCOYEHN Ha NNCTOBKAaTa B OnakoBkaTa. [locneasalyu cekumm oT Besika karcyna 6sxa ouBeTeHu
c Bond Oracle HER2 IHC System Bbpxy Leica Biosystems’ BOND HanbnHo aBTOMaTv3vnpaHa
1 yCbBbPLUEHCTBaHa cucTeMa 3a ouBeTsaBaHe. Bcuuku kancynu 6sxa oTaeneHn oT yHuKanHa
naeHTUunumpalla nauneHTa nicpopmaums n 6sixa npuapykaBaHu oT KINMHUYHU aHHW OTHOCHO
pa3mepa Ha Tymopa, eTana Ha TyMmopa, krnaca Ha Tymopa 1 cTaTtyca Ha peLentopa 3a eCTPOreH.
Bcuuku ouBeTeHV nNpeaMeTHU CTbkna 6sixa MackvpaHu M OLEHEHU Mo MPOU3BONEH HauuH OT
obyyeHn HabnogaTeny B ABa LeHTbpa. 3a aHanusa Ha 2x2 cbrnacyBaHe pesyntatute 6sxa
TBKyBaHU KaTo OTpULIATENHU, aKo OLBETSABaHETO Gelle 0 nnu 1+ 1 NONOXUTENHM 3a OLIEHKM OT
2+ vnu 3+. 3a aHanu3a Ha 3x3 cbrnacyBaHe pesynTatuTe 6sixa TbrKyBaHW KaTo oTpuuaTernHu,
ako ouseTsiBaHeTo Gewe 0 unu 1+, ABYyCMUCNEHN 3a OLIEHKM OT 2+ 1 MONOXUTENHN 33 OLIEHKU
ot 3+. Cnep ToBa faHHWTE Bsixa aHanu3upaHu 3a AoroBapsiHe Ha MONOXUTENHO OLBETSABaHE U
[oroBapsiHe Ha OTpuLaTENHO OLBETSBaHE.

Pe3yntatu ot 2x2 cbrnacyBaHe

B 1031 nbpBOHavaneH aHanua TectoBuTe pedyntatu oT asata Tecta (Bond Oracle HER2 IHC
System n Dako HercepTest) ca kateropuampanu kato otpuuartenHu (0,1+) unu nonoxutenHu
(2+, 3+). YecTOoTMTE Ha YETUPUTE BB3MOXHU KOMOMHALMK ca NnokasaHu B TabnuyeH doopmar 2x2
(Bx. Tabnuua 8). Cnep ToBa obLiaTa oLeHKa Ha cbrnacyBaHe Ha 6a3aTa Ha Ta3u 2x2 Tabnvua
Gelle n3yncneHa 3aegHo ¢ 95% WHTepBan Ha TOYHO CbBnageHue (Ha 6asata Ha GMHOMHa
ancTpmbyums).

Hynesata xunotesa (H;), cnpsmo koATO ca 3apgafeHu KpuTepuute 3a ycrnex, rnacu, ue
CbrracyBaHeTO He e No-ronsmMo ot 75%.

HabntogaBaHoTo cbBrnageHve 3a 431 mMocTpyu Mexay ABaTa TecTa B 2X2 aHanu3 fnokassa
cbrnacyBaHe Ha 92,34% (398/431) ¢ 95% CI ot 89,42% - 94,67%. Te3n AaHHW nogkpensit
OTXBbPIIAHETO Ha Hyrnesarta xunotesa (H ), Ye CbBnNafeHWEeTo e He Mo-ronamo ot 75%, ¢
p-cTonHocT<0,0001.

MMpoueHTbT MOMOXWTENHO CcbBnageHne (4yBCTBUTEMNHOCT) wnm cnocobHoctTa Ha Bond
Oracle HER2 IHC System npaBunHo ga uaeHtuduumpa HercepTest nonoxutenHu kancynu
(MpoueHTBLT oT npobuTe, oueHeHn kato nonoxuTenHn oT Bond Oracle HER2 IHC System un
HercepTest cnpsmo Bcuykn HercepTest nonoxutenHn kancynu) Gewe 84,87% (129/152) c
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95% CI ot 78,17%-90,16%. lpoueHTbT oTpuuaTenHo CbBMageHve (CneunduyHoOCT) Wnu —
CMocobHOCTTa Ha TecTa MpaBunHO Ada uaeHtTuduumpa HercepTest oTpuuatenHu kancynwu S
(NpoueHTBbT oT NpobuTe, oueHeHn kaTo oTpuuatenHu ot Bond Oracle HER2 IHC System un 8
HercepTest cnpsmo Bcuuku HercepTest oTpuuatenHu kancynm) 6ewe 96,42% (269/279) ¢ 95% ©
Cl ot 93,51%-98,27%. 3
L0
HercepTest
OTpuuaTenHo MonoxutenHo | O6wo

Bond Oracle OTpuuaTternHo 269 23 292
HER2 IHC
System MonoxutenHo | 10 129 139

o6wo 279 152 431

2x2 cbrnacysate (95% Cl) = 92,34% (89,42 no 94,67%); p<0,0001

Tabnuya 8. 2x2 cvenacysaHe Ha Bond Oracle HER2 IHC System c¢ HercepTest

Pe3yntatu ot 3x3 cbrnacyBaHe

NanHuTte 6saxa rpynupanu kaTto otpuuatenHu (0 unu 1+), ABycMucnenn (2+) unm nonoxuTenHn
(3+) 3a 3x3 aHanu3 1 nokasaxa cbrnacysaHe o1 86,54% (373/431) ¢ 95% Cl ot 82,95% o 89,62%.
ETo sawo Hynesarta xunotesa (H,), 4e cbBnageHNeTo e He No-ronsamo ot 75%, 6e oTxBbpreHa
¢ p-cTonHocT<0,0001.

MpPOLEHTLT NOMOXUTENHO CbBNAaAeHVe 3a 3+ (MPOLEHTBLT Ha NpobuTte oT npobuTte, oLueHeHn
kato 3+ nonoxutenHn ot Bond Oracle HER2 IHC System n HercepTest cnpsmo Bcuuku 3+
HercepTest nonoxuTenHu kancynu) B ToBa nacneasaHe Gewe 73,33% (66/90) ¢ 95% ClI ot
62,97% no 82,11%. MNpoueHTLT oTpuuaTtenHo cbenageHve bewe 96,42% (269/279) ¢ 95% ClI
oT 93,51% go 98,27. Bx. Tabnuua 9.

HercepTest
OTpuuatenHo | 2+ 3+ O6uwo
(0 unn 1+)
Bond Oracle | OtpuuarenHo | 269 23 0 292
HER2 IHC (0 unn 1+)
System 2+ 10 38 24 72
3+ 0 1 66 67
o6wo 279 62 90 431

3x3 cbrnacysate (95% Cl) = 86,54% (82,95% f10 89,62%); p<0,0001

Tabnuya 9. 3x3 cvenacysaHe Ha Bond Oracle HER2 IHC System ¢ HercepTest

B 3aknoueHne reHepupaHnTe B HAaCTOSALLIOTO U3creaBaHe AaHHM nokaseart, Ye Bond Oracle HER2
IHC System moxe ga ce nsnonssa kaTo NOMOLLHO CPEeACTBO NpU ONpeaensiHETO Ha NeYeHneTo
3a Tepanusi ¢ Herceptin® (trastuzumab) Ha 6a3aTa Ha cbrnacyBaHeTo cu ¢ HercepTest.
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Bbnrapcku I

KnuHuyHo ckrnacyBaHe Ha Bond Oracle HER2 IHC System ¢ PathVysion HER-
2 DNA Probe Kit - Mspaun

Yact 2 ot wuscneppaHeto Oelle 3amucrnieHa fa pasrnefa cbrnacyBaHeTo Mexay Bond
Oracle HER2 IHC System n komnnekta 3a JHK npo6u Abbott Molecular PathVysion HER-2,
pasrnexaaH KaTo ‘3naTeH cTaHOapT 3a pedriekcHuTe obpasn 3a reHHa oLeHKa, U3MNon3BaHu
BbB Bpb3ka ¢ HER2 nmyHoxmctoxmmusTa.

HacTosioTto nacneaBaHe 6e M3BbPLLUEHO B CbLUUTE U3CMEAOBATENCKM LIEHTPOBE U CbC ChLlaTa
rpyna Ha muacnegsaHe, kakto u npy Yact 1. Bcuukmn kancynu 6sxa ouBeTeHM C KOMMeKTa 3a
[HK npobun Abbott Molecular PathVysion HER-2 cbrnacHo MHCTPYKUMUTE Ha NPOU3BOAWTENS,
NOCOYEeHN Ha NCTOBKaTa B onakoBkaTa. [locneasalyu cekumm oT Besika karncyrna 6sxa ouBeTeHu
c Bond Oracle HER2 IHC System Bbpxy HanbnHO aBTOMatuavMpaHa W YCbBbpLUEHCTBaHa
cuctema 3a ouetsiBaHe Ha BOND (ot yact 1 oT knuHu4HoTO uacnegsaHe). OT 431 oueTeHun
Kancynu He Gelle nonyyeH pe3ynTaT B TpU criydas nopagm HegocTaTbyHa Xnbpuansaums Ha
npobara, koeTo foBeae 4o obuia rpyna ot 428 kancynu.

Bcuukn ouBeTeHn npegmMeTHU CTbkna 6Osixa oueHeHu oT obyyeHn Habniopgatenu Ha ABa
LeHTbpa 3a u3cneaBaHe. 3a aHanu3 Ha 3x2 cbrmacyBaHe pesynTtatute 6sixa TbIKyBaHU KaTo
oTpuuatenHun, ako HER2/CEP17 cbOTHOLWIEHNETO Ha reHHa amnnudukaumus e no-Manko ot
(<) 2.0 unn NONOXWUTENHW, ako € Mo-rofiiMo UK paBHo Ha (>) 2.0 cnen npebposisaHe Ha 20
TYMOPHW KNETKU.

Pe3yntatu ot 3x2 cbrnacyBaHe

HabntogaBaHoTo cbBrnageHue 3a 428 mocTpu Mexay ABaTa TecTa B 3X2 aHanu3 nokassa
cbrrnacyBaHe Ha 87,6% (375/428) c 95% Cl ot 84% no 90%.

[MpoUEHTBT NOMOXWUTENHO CbBNageHWe (YyBCTBMTENHOCT) unmM crnocobHoctta Ha Bond
Oracle HER2 IHC System npasunHo aa maeHTudmumpa PathVysion nonoxutenHu kancynu
(NpoueHTBLT oT npobuTe, oueHeHn kato nonoxuTenHn ot Bond Oracle HER2 IHC System un
PathVysion cnpsimo Bcuukm PathVysion nonoxwutenyu kancynm) 6ewwe 93,8% (61+30/97) ¢ 95%
Cl ot 86,8% 0o 97,4%.

MpoueHTLT OTpuLATENHO CbBNageHue (CneunduyYHOCT) UM CnocobHOCTTa Ha TecTa NPaBUITHO
na vaeHTndmumpa PathVysion oTpuuatenHn kancynu (NpoueHTbT OT npobuTe, oLeHeHn KaTo
oTpuuatenHun ot Bond Oracle HER2 IHC System u PathVysion cnpsimo Bcuukm PathVysion
oTpuuatenHun kancynu) bewe 85,8% (284/331) ¢ 95% Cl ot 81,6% Ao 89,2%. Bx. Tabnuua 10.

PathVysion HER-2 DNA Probe Kit

OTpuuaTenHo MonoxutenHo | O6wo
Bond Oracle 0/1+ 284 6 290
HER2 IHC 2+ 41 30 71
System
3+ 6 61 67
o6wo 331 97 428

O6wo cbvrnacysaHe (95% Cl) = 87,6% (84 oo 90%)

Tabnuya 10. 3x2 cwenacysaHe Ha Bond Oracle HER2 IHC System ousemsieaHe c/y PathVysion HER-2 DNA Probe Kit.
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KnuHunyHo cwrnacyBaHe Ha Bond Oracle HER2 IHC System cly Ventana
Medical Systems Inc. PATHWAY anti-HER-2/neu (4B5) 3aewiko MOHOKIIOHaNHoO
MBbPBUYHO aHTUTASIO - CTOMax

LlenTa Ha yacT 3 oT nacneasaHeTo belle Aa ce reHepupaT AaHHW OT hUKcpanHn BbB hopManuH
1 BKMIOYEHU B napadvH MOCTPM OT pak Ha cToMaxa B HanpeaHan ctagvi, 3a Aa ce uacneasa
cbrracyBaHeTo Mexay HanbiHo aBTomaTtnyHata Bond Oracle HER2 IHC System npu HanbnHo
aBTOMaTuyHaTa yCbBbpLUEHCTBaHa cucTema 3a ousetsisaHe BOND c n3nonasaHe Ha Ventana
Medical Systems Inc. PATHWAY anti-HER-2/neu (4B5) 3aellko MOHOKIOHanHO MbpBUYHO
aHTUTANo. KputepunaT 3a npvemaHe 3a yact TpeTa belle geduHUpaH kato no-ronsamo ot 75%
o6LLo cbrnacyBaHe Mexay ABaTta TecTa.

3a aHanusa Ha 2x2 cbrracyBaHe pe3yntatute Osxa TbRKyBaHW KaTo OTpULATENHW, ako
oupeTsBaHeTo Gewe 0 unu 1+ 1 NONOXUTENHU 3a OueHKM oT 2+ unu 3+. 3a aHanusa Ha 3x3
cbrnacyBaHe pesynTatute 6sxa ThiKyBaHW KaTo oTpuLaTenHu, ako ousetsBaHeTo bele 0 nnu
1+, ABYCMUCNEHU 33 OLIEHKM OT 2+ 1 NONOXUTENHM 3a oueHkn oT 3+. Cnep ToBa AaHHuTe Bsixa
aHanuampaHu 3a [oroBapsiHe Ha MOSIOKWTENHO OLBETSBaHe W JOroBapsiHe Ha OTpuUuaTesiHo
ouBeTsABaHe.

PesynTtatu - Bond Oracle HER2 IHC System c/y Ventana Medical
Systems Inc. PATHWAY anti-HER-2/neu (4B5) 3aeluko MOHOKNOHaNHoO
NbPBUYHO aHTUTASO - CTOMaX

PesynTtatu ot 2x2 cbrnacyBaHe

CbrnacysaHeTo Mexay HambnHo asTomatuyHata Bond Oracle HER2 IHC System, nanonssawia
HanmbMHO aBTOMAaTUYHaTa YCbBBbPLUEHCTBaHa cuctema 3a oupetsieaHe BOND u Ventana
PATHWAY anti-HER-2/neu (4B5) 6e n3sbpLueHo 3a 287 npobw.

HabniogaBaHoTO cbrnacyBaHe mexay ABata Tecta npu 2x2 aHanus bewwe 95,12 % (273/287)
c 95% CI ot 91,95% po - 97,31%. Te3an OaHHW MNOOKPENsiT OTXBLbPISIHETO Ha HyneBaTa
xunotesa (H,), 4e CbBMNageHNETo e He No-rofigmMo ot 75 %, ¢ p-cTonHocT<0,0001. MpoueHTbT
NONOXUTENHO AoroBapsiHe (YyBCTBUTENHOCT) Unn crnocobHocTTa Ha Bond Oracle HER2 IHC
System aa ngeHTUdMLMpPa NpaBUHO NonoxutenHn moctpu ot Ventana PATHWAY anti-HER-2/
neu (4B5) (MpoueHTBT Ha MOCTpUTE, Nony4unu nonoxuteneH pesyntat ot Bond Oracle HER2
IHC System n ot Ventana PATHWAY anti-HER-2/neu (4B5) oT Bcuyku nonoxutenHyu mMoctpu
ot Ventana PATHWAY anti-HER-2/neu (4B5)) 6ewwe 90,79 % (138/152) ¢ 95% CI ot 85,03 % -
94,87 %. MNpoLeHTBLT oTpULaTenHo JoroBapsiHe (CneundUYHOCT) UM cnocobHoCTTa Ha Tecta
[a vgeHTudumumpa npasBunHO oTpuuatenHu moctpu ot Ventana PATHWAY anti-HER-2/neu
(4B5) (npoueHTBLT Ha MocTpuTe, nony4unu otpuuarteneH pesynrtat ot Bond Oracle HER2 IHC
System un ot Ventana PATHWAY anti-HER-2/neu (4B5) oT BCuYkM OoTpuUaTenHu mMocTpu OT
Ventana PATHWAY anti-HER-2/neu (4B5)) 6ewe 100 % (135/135) ¢ 95 % CI ot 97,30 %-100 %
(Bx. Tabnmua 11).

Ventana PATHWAY anti-HER-2/neu (4B5)
OTpuuatenHo MonoxuTtenHo O6uwo

Bond Oracle OTpuuaten- 135 14 149

HER2 IHC HO
System MonoxwuTen-

0 138 138
HO

O6uio 135 152 287

O6wwo cbrnacysaHe (95% Cl) = 95,12% (91,95% - 97,31 %)

Tabnuya 11. 2x2 cbenacysare Ha oysemsigaHe npu Bond Oracle HER2 IHC System c/y Ventana Medical Systems Inc.
PATHWAY anti-HER-2/neu (4B5) 3aelWko MOHOKITOHAIHO MbP8UYHO @aHMUMSAIIO MPU CMOMawHa MbKaH.
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Bbnrapcku I

PesyntaTtu ot 3x3 cbrnacyBaHe

HabniogaBaHoTo cbrnacyBaHe Mexay ABaTta Tecta npu 3x3 aHanua Gelwe 89,90 % (258/287) ¢
95% Cl ot 85,81 % A0 93,13 %. ETo 3awo Hynesata xunotesa (H,), 4e cbBnageHneTo e He ro-
ronamo ot 75%, 6e oTxBbpneHa ¢ p-ctorHocT<0,0001. MpoUeHTLT NONOXUTENHO AoroBapsiHe
3a 3+ unu cnocobHocTtTa Ha Bond Oracle HER2 IHC System pa ugeHTuduumpa npaBunHo
nonoxutenHn moctpu ot Ventana PATHWAY anti-HER-2/neu (4B5) (npoueHTBLT Ha MocTpuTe,
nonyuunu 3+ nonoxwuteneH pesyntat ot Bond Oracle HER2 IHC System u ot Ventana
PATHWAY anti-HER-2/neu (4B5) ot Bcuuku 3+ nonoxutenHu moctpu ot Ventana PATHWAY
anti-HER-2/neu (4B5)) B ToBa nscneasaHe 6elue 85,94 % (110/128) ¢ 95% Cl ot 78,69 % pno
91,45%. MNMpoueHTbT oTpuLaTenHo AoroBapsiHe (CneundUYHOCT) UK CnocobHOCTTa Ha TecTa
Aa naeHTuduumpa npasunHo otpuuartenHu moctpu ot Ventana PATHWAY anti-HER-2/neu
(4B5) (NpoueHTbT Ha MoCTpuUTe, Nony4unu otpuuateneH pesynrtat ot Bond Oracle HER2 IHC
System un ot Ventana PATHWAY anti-HER-2/neu (4B5) ot BCuYkM oTpuuatenHyu mMocTpu OT
Ventana PATHWAY anti-HER-2/neu (4B5)) 6ewe 100% (135/135) ¢ 95% Cl ot 97,30% no
100 %. Bx. Tabnuua 12.

Ventana PATHWAY anti-HER-2/neu (4B5)
OTtpuuaren-
HO 2+ 3+ O6uwo
(0 vnn 1+)
Bond Oracle | Otpuuarten-
HER2 [HC HO 135 11 3 149
System (0 vmm 1+)
2+ 0 13 15 28
3+ 0 0 110 110
Obwwo 135 24 128 287

O6wwo cbrnacysaHe (95 % ClI) = 89,90 % (85,81 % - 93,13 %)

Tabnuua 12. 3x3 cbenacysaHe Ha ougsemssaHe npu Bond Oracle HER2 IHC System c/y Ventana Medical Systems Inc.
PATHWAY anti-HER-2/neu (4B5) 3aewKo MOHOKITOHaIHO MbP8UYHO @aHMUMSAIIO MPU CMOMawHa MbKaH.
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MmMyHopeakTuBHOCT — HopmaneH Ha6op

HopManeH TUN TbKaH

Mopgen Ha ouBeTsiBaHe

HER2 Primary Antibody

HER2 Negative Control

Hapbbb6peyHa xnesa OTtpuuaTtenHo OTpuuaTtenHo
Mo3bK, Manbk MO3bk OTpuuaTtenHo OTpuuatenHo
Mo3bK, rmaBeH MO3bk OTtpuuaTtenHo OTpuuatenHo
Mbpan OTtpuuaTtenHo OTpuuatenHo
KocTeH mo3sbk OtpuuaTtenHo OTpuuatenHo
KonoH OTpuuartenHo OTpuuatenHo
XpaHonposoz OTpuuartenHo OTpuuatenHo
Oko OTpuuartenHo OTpuuatenHo
YMepeHo umTonnasmeHo
XunodusHa xnesa ouBeTsBaHe HabnogasaHo B kneTkn | OTpuuatenHo
Ha xunodusHara xnesa (1/3)
Bbbpek OTtpuuaTtenHo OTpuuaTtenHo
JapuHke OTtpuuatenHo OTpuuaTtenHo
YepeH gpob OTtpuuartenHo OTpuuatenHo
Bsn gpo6 OTpuuaTtenHo OTpuuaTtenHo
MesoTtenun OTtpuuaTtenHo OTpuuatenHo
AnyHnk OTpuuartenHo OTpuuartenHo
MaHkpeac OTpuuaTtenHo OTpuuatenHo
MapawwuToBugHa xne3a | OTpuuatenHo OTpuuartenHo
MepudepeH HepB OTtpuuaTtenHo OTpuuaTtenHo
MpocTaTa OTpuuartenHo OTpuuartenHo
CnitoH4eHa xnesa OTpuuartenHo OTpuuatenHo
Koxa OTtpuuaTtenHo OTpuuatenHo
TBHHKO YepBO OTpuuartenHo OTpuuartenHo
Oanak OTpuuaTtenHo OTpuuaTtenHo
Cnabo uutonnasmeHo oLBeTABaHe
Cromax HabnogaBaHo B KNETKU Ha OTpuuatenHo
cToMaLLHWTeE xnesu (2/3)
HanpeueH Mmyckyn OTpuuatenHo OTpuuaTtenHo
Tectuc OTpuuartenHo OTpuuatenHo
Tumyc OTpuuatenHo OTpuuartenHo
LLinToBnaHa xnesa OTpuuartenHo OTpuuatenHo
Cnusuua OTpuuaTtenHo OTpuuaTtenHo
Lniika Ha maTtkaTa OTtpuuatenHo OTpuuatenHo
Martka OTpuuaTtenHo OTpuuaTtenHo

Tabnuya 13. HopmaneH Habop Ha ouysemsisaHe
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U3cnepBaHe Ha Bb3npousBoaMMoOCTTa

TecTBaHe C TOYHOCT Ha pe3yntatute B eaHa U B HAKONKO cepun

MpeuusHo TectBaHe Ge u3BbpleHo B Leica Biosystems, Newcastle Ltd. WM3nonssaHaTa
TbkaH 6e dmkcmpaHa BbB (hopManuH BKMoYeHa B napadviH KOMMO3UTHA TbKaH OT MUKPO
rpynu (TMA), npegoctaBeHa ot Isu Abxis (Yonsei University Medical Center 134 Shinchon-
dong, Seoul, 120-752 Korea), cbcToswa ce oT 20 TbkaHHM sgpa C AMameTbp OT 4 MM U
MHBa3MBHa rpbaHa kapumHoma. 20-Te kancynu 6sxa m3bpaHu Ha 6a3aTta Ha npeau ToBa
3apageHn HER2 ouenkn. Ha T1asm ocHoBa x5 kancynm ot HER2 3+, x5 kancynu ot
HER2 2+, x5 kancynu ot HER2 1+ 1 x5 kancynu ot HER2 0 651xa BkntoyeHu.

A. TecTBaHe c TOYHOCT Ha pe3ynTaTuTe B eAHa cepus

lMpu TecTBaHETO Ha TOYHOCTTA Ha pe3ynTatuTe B egHa cepus Ha Bond Oracle HER2 IHC
System 6Gelle u3BbplUeHa oueHKa Bbpxy obwo 40 nocnegosaTtenHu cekummn ot TMA,
BkntoyBalum 20 nHBasmBHM rpbAaHN Tymopa u 40 HER2 Control Slides. Benykv npegmeTHu
cTbkna 6sixa oueTeHu ¢ Bond Oracle HER2 IHC System Bbpxy HanmbiiHO aBTOMaTu3upaHa
yCbBbpLUEHCTBaHa cuctema 3a ouBeTsiBaHe Ha BOND. Cekuuute bsxa oueTeHun B
npogbIdKeHe Ha HenpekbcHaT nepuog ¢ nomollta Ha Bond Oracle HER2 IHC System un
Osixa OT efjHa 1 cblua nNpomsBoAacTBeHa napTtmaa. OuBeTeHnTe cekuum Bsxa oueHeHn Ha
CMAMo M NO MPOM3BOSIEH HAYVH OT ONMUTEH HabnogaTen ¢ uen onpeaensHe Ha TOYHOCTTa Ha
pesyntaTuTe B fafeHaTa cepusi.

OueHka Ha nNpegMeTHUTE CTbKa OT U3CNEABAHETO Ha pesynTaTtuTe B cepusta Nnocoun, vye
733/800 (91,63%) oT TecToBUTE TOYKM Ha M3MepBaHe MoraT Aa ce TbrkyeaT. 40 ToYku Ha
n3mepBaHe 6s1xa U3KMYeHV nopaagun Hanuumeto camo Ha DCIS, a gonbnHUTENHU 27 TOYKK
Ha n3mepBaHe He Bsixa TbIKyBaHW nopaau 3aryba Ha MHBa3MBEH TyMoOp (cneunduyHo 3a
3 appa). Baprauus B ouBetsiBaHeTo ce nosieu B 61 (8,32%) oT Bb3MOXHM 733 cbOUTUSA Ha
ouseTsBaHe. [pu 37 cnyyas belwe HabnogasaHa Bapvaums ot 3+ go 2+ (n = 20) n ot 1+ go
0 (n = 17) n cnegoBaTenHo T8 He 61 NpefcTaBnsBana NPOMsAHa OT KIIMHUYHO MOMNOXUTENHO
KbM KIMMHWUYHO OTpuULaTEnHO munun obpaTHo nmpu 2x2 oueHka Ha AaHHuTe. OcTaHanuTe 24
(3,27%) cnyyas npepgcTaBnsBaxa MpoMsiHA OT KMMHWYHO oTpuuatenHo (0 unm 1+) Kbm
KIMHWYHO nonoxuTternHo (2+ or 3+). CToMHOCT Ha npemuHaBaHe = 96,7% (95% CI = 95,15%
0o 97,81%).

B. TecTBaHe C TOYHOCT Ha pe3ynTaTUTe B HAKOMNKO cepuun

Mpu TecTBaHETO HA TOYHOCTTA Ha pe3ynTaTuTe B HAKONKO cepun Ha Bond Oracle HER2 IHC
System Gelue n3BbpLUEHa OLieHKa BbpXy 0610 24 nocnefoBaTenHu cekumm B3eTr oT TMA,
BkntouBalLy 20 MHBa3MBHU rpbaHu Tymopa u 24 HER2 Control Slides. Bcuuku npeameTHu
cTbkna 6sixa oueTeHu ¢ Bond Oracle HER2 IHC System Bbpxy HambHO aBToMaTu3upaHa
yCbBbpLUEHCTBaHa cuctema 3a oupersBaHe Ha BOND. MNMpeametHuTe cThkna 6sixa oueHeHn
B 8 HE3aBUCKMU Cepum, U3BBLPLLEHM B €4HA U Cbluya nabopaTtopusi Npu Tpy OTAENHU cryyast
¢ nomoLyTa Ha Bond Oracle HER2 IHC System ot egHa 1 cblia npon3BoacTBeEHa naptuaa.
OuBeTeHnTe NpegMeTHM CTbKNa Bsixa OLEHEeHM Ha CNSNo U No NPOU3BONEH HAYMH OT ONUTEH
HabntogaTen ¢ uen onpeaensiHe Ha TOYHOCTTa Ha pe3ynTaTuTe B HAKOMKO CEPUN.

OueHka Ha NpegMEeTHUTE CTbKINa OT U3CNeABaHETO Ha pe3ynTaTuTe B HAKOSIKO CeprM NMOCoYM,
Ye 456/480 (95,00%) OT TeCTOBMTE TOYKM Ha M3MepBaHe MoraT Aa ce ThIIKyBaT. 24 TOYKM Ha
n3MepBaHe He MoXaxa [a ce TbrKyBaT nopaam 3aryba Ha nHBasnBeH TyMop (cneumduyHo
3a 5 appa). Bapuauus B ougeTtsaBaHeTo ce nosieu B 42 (9,21%) OT Bb3MOXHU 456 TOYKM Ha
namepsaHe. Mpu 30 cbbuTHS bele HabnogasaHa Bapyaums ot 3+ to 2+ (n=10)n ot 1+t0 0
(n=20) n cnegoBaTenHo T4 He 6y NpeAcTasnsiBana NPOMsiHa OT KITMHWUYHO MONOXUTENHO KbM
KITMHWYHO OTpuuaTenHo unm obpatHo npu 2x2 oueHka Ha AaHHute. OcTaHanuTte 12 (2,63%)
npeacTaensiBaxa NPoMsiHa OT KMMHUYHO oTpuuatenHo (0 unu 1+) KbM KINMHUYHO NONOXUTENHO
(2+ or 3+). CtonHocT Ha npemuHasaHe = 97,37% (95% Cl = 95,90% no 98,77%).
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C. Bb3npon3BoanMMoCT OT cepusi B cepust

3a onpefensHe Ha Bb3nNponsBoAMMOCTTa OT cepus B cepusi 3 cepum Bond Oracle HER2 IHC
System 6sixa npouasegeHun npy GMP no 3 pa3nuyHm noBoaa v 6s1xa oueHeHn Npu 24 cekumnm
C TyMOp Ha rbppata (24 TOukvM Ha U3MepBaHe), B3ETU OT YeTUpPU PasfnuyHn puKcupanHn
BbB (hOpManuH BKMOYEeHN B napaduH TbkaHHW Gnoka (npeacTaBnsBaliM UHTEH3UBHOCTU
Ha ougeTaBaHe 0, 1+, 2+ n 3+ HER2) n Tpn HER2 Control Slides (12 KOHTPONHM TOYKM Ha
namepsaHe). Tpu He3aBucMMU cepumn Bsxa M3BBbPLUEHN B eQHa M cblua nabopatopusi npu
TPW OTAENHW cryyasi, kKaTo Npu BCska ce M3nonssalle oTAenHa Npou3BoAcTBeHa napTuaa
Bond Oracle HER2 IHC System. Bcuukn npegmeTHu cTtbkna 6sixa oueTeHn ¢ Bond
Oracle HER2 IHC System Bbpxy HambHO aBTOMaTu3vpaHa yCbBbpLUEHCTBaHa cuctema
3a ougeTtaBaHe Ha BOND. OugeTeHute npeamMeTHM CTbKa b6sxa MackupaHu 1 OLeHeHN no
NPON3BONEH Ha4YWH OT 0byyeH HabnoaaTen ¢ Len onpeaensHe Ha Bb3npou3BoAMMOCTTa OT
cepus B cepusi.
OueHka Ha NpeaMeTHUTE CTbka (TeCTOBE U KOHTPOMM) OT M3CNeABaHETO Ha Cepusi B cepus
noco4u, ve 36/36 oT TouKUTE Ha M3MepBaHe MoraT Aa ce TbiKyBaT. He ce nonyyn Bapmauus
B OLBETSBaHETO B 36-Te TOYKM Ha M3MepBaHe MeXAy TpUTe PasfnvyHu NPOU3BOACTBEHU
naptuam Ha Bond Oracle HER2 IHC System. OugetsiBaHeTto ¢ Bond Oracle HER2 |HC
System e KOHCMCTEHTHO Np¥ NPOVN3BOACTBEHUTE NAPTUAN.

D. Mexgyna6bopaTtopHa Bb3npou3BoaUMOCT
TectBaHeTOo Ha MexgynabopaTtopHaTta Bb3npoudBogumocT Ha Bond Oracle HER2 IHC
System Gelwe oueHeHo B 3 LeHTbpa - Leica Biosystems Newcastle Ltd (ueHTsp A) n aBe
HesaBucumn nabopatopum (LeHTpoBe B n C) npu o6wo 192 cekunm ot TMA, BkntoyBaLLm
20 nHBa3nBHM rpbaHu Tymopa n 24 HER2 Control Slides. OT 192 ouetenn TMA cekunmn 96
6s1xa oueTeHn ¢ HER2 Primary Antibody n 96 ¢ peareHT 3a HER2 Negative Control. Bcuuku
npeamMeTHu cTbkna 6sixa ouseteHn ¢ Bond Oracle HER2 IHC System Bbpxy HambiHO
aBTOMaTU3MpaHa YCbBbPLUEHCTBaHA cuctema 3a ouseTsiBaHe Ha BOND. [MpeametHute
CcTbkna 6sixa oueHeHW B 8 He3aBMCUMK CEpuW, U3BBLPLUEHW BbB BCSKO €4HO OT 3-Te
pas3nuyHM LeHTbpa 3a uscnefsaHe ¢ nomowta Ha Bond Oracle HER2 IHC System ot egHa
1 cblla npousBoacTBeHa naptuaa. OuBeTeHNTe NPeaMeTHU CThKa 6sixa OLEHEHUN Ha CRsiINo
1 No NPOU3BONEH Ha4YMH OT onuTeH HabnogaTen B Leica Biosystems, Newcastle Ltd ¢ uen
onpegensHe Ha MexaynabopaTopHaTta Bb3npov3BOAMMOCT.
OueHka Ha npegMeTHUTE CTbkna OT U3CnedBaHeTOo Ha  MexaynabopatopHarta
Bb3MPOM3BOAUMOCT nocoun, Yye 1477/1920 (76,93%) oT TecToBUTE TOUKM Ha M3MepBaHe
Morart Aa ce TbriKyBaT. 443 TECTOBM TOYKM Ha M3MepBaHe He MoXaxa [a ce TbIIKyBaT nopaau:
a) HeapekBaTHO npeacTtaBsiie Ha HER2 kOHTpONHOTO NpeAMETHO CTBHKIO Npu 2/24 cnyyasi,
BOJELLO 10 OTCTpaHsiBaHe Ha 2 cepun/160 TecToBM TOYKM Ha M3MepBaHe. ToBa CbOUTUE ce
CrnyYun BEAHBX B LEHTbP A 1 BeHBX B LeHTbpP B (80 TeCcToBM TOYKM Ha M3MepBaHe OT BCEKU
LeHTbp Ha uscnefsaHe 6sxa oTcTpaHeHn).
©6) OTKNOHEeHWe OT TECTOBWSA NaH B LeHTbp C, npu koeTo 24 NnpeaMeTHM CTbkna obLo bsxa
pBYHO KOHTpaoLBeTeHn ¢ Hematoxylin cnep ouseTtsaBaHe ¢ Bond Oracle HER2 IHC System.
ToBa poBefe [0 NpeBULLEHO KOHTpaoLBeTsiBaHe kakto Ha HER2 koHTponHuTe npegmMeTHu
CTbkna, Taka 1 Ha TMA TecToBuTE TOYKM Ha M3MepBaHe u 240 ToYkM Ha uamepBaHe bsixa
OTCTPaHeHW.
B) 3aryba Ha uMHBa3MBEH TymoOp, Bofella [0 OTCTpaHsiBaHe Ha 23 TeCcTOBM TOYKM Ha
n3mepBaHe. ToBa cbbutme ce nosien no 23 nosofa B LEeHTbP A 1 Belue aupekTeH pesynTar
OT 3arybarta Ha TbkaH B TMA 6noka npv npou3BoacTBoto Ha 192 nocneposatenHn TMA
cekuun, HeobxoaUMKM 3a 3aBbpLUBaHE Ha TOBa M3crneaBaHe.
r) Henognexallo Ha TbrkyBaHe OLBETsIBaHE NOpagu HeadekBaTHO M3MMBaHE OT HambIIHO
aBTOMaTU4yHaTa YCbBbPLUEHCTBaHa cucTteMa 3a ougeTsBaHe Ha BOND, poseno po
oTcTpaHsBaHe Ha 20 TOYKM Ha U3mepBaHe.
OueHka Ha nognexawmute Ha TbIKyBaHe NpeaMETHU CTbkna B M3credBaHeTo 3a
MexaynabopaTopHa TOYHOCT MOCOYU, Ye Bapuauums npu OLBETSBAHETO Ce € Mony4yuna npu
79 (5,28%) oT Bb3MOXHM 1477 cbbuTus Ha ouseTsiBaHe. OT Tax 14/1477 (0,95%) cnyyas
npeacTtaenasar Bapuauum ot 0 go 1+ unu 2+ go 3+ n Taka Te He NpeacTaBnsABaT NpoMsiHa
OT KIMUHWUYHO MOSIOKMUTENHO KbM KIMHUYHO OTpuUaTenHo unm obpatHo npu 2x2 oueHka Ha
naHHuTe. CTOMHOCT Ha npemuHaBaHe = 99,05% (95% Cl = 98,42% pno 99,46%). Ot 14
cbbuTUA no ousetasaHe 5/1477 (0,34%) cbbutus no oupeTsiBaHe ca ce nonyyunu B Leica
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Biosystems, Newcastle, Ltd (ueHtop A), 8/1477 (0,54%) ca ce nony4unu B LeHTbp B u
1/1477 (0,07%) ce e nony4uno B ueHTbp C.

OcraHanute 65/1477 (4,40%) cvbuTnsa Mo OLBETSIBaHE ca Nokasanu Bapuauusi ot 2+ o 1+
unu 2+ go 0 u cnepgoBaTenHo 6uxa npeacTaBnsBany NPOMSHA OT KIMUHWUYHO MOMOXWUTENHO
KbM KIIMHWUYHO OTpULATENHO unM obpaTHO npu 2Xx2 oueHka Ha AaHHuTe. CTOMHOCT Ha
npemuHaBaHe = 95,6% (95% Cl = 94,42% no 96,54%). OT 65-Te KNMMHUYHO BaXXHWN NPOMEHU
11/65 (16,9%) ca ce nonyuunu B Leica Biosystems, Newcastle, Ltd (ueHTbp A), 24/65
(36,9%) ca ce nonyunnm B ueHTbp B 1 30/65 (46,1%) ca ce nonyunnm B ueHtep C. OT
KIIMHWYHO BaXXHUTE NPOMEHN He € UMaro criydai Ha 3+ npomsHa B otpuuareneH (0 unu 1+)
pesynrar unm obparHo.

E. Bb3npousBognMocT Mexay Habniogatenure

40 npor3BOnHO M30paHu Kancynv C MHBa3VWBEH pak Ha rbpharta, NpeaocTaBsln paBHO
pa3npeneneHne Ha Bcska oT creneHute Ha HER2 IHC (npobwu ot pecekuusi) 6sixa
nocrnegoBaTenHo oTAeneHn u npegoctaBeHn Ha Leica Biosystems, Newcastle Ltd (ueHTbp
A), ueHTbp B n ueHTbp C 3a ouBeTaBaHe 1 TbikyBaHe. CekuunTe 6sixa oLeHsiBaHW Ha Crsino v
NMPON3BOIMHO BbB BCEKM LieHTbp. CbBNaaeHneTo Mexay Habnogateny Ha ABeTe He3aBUcUMm
KIMHWYHKU LeHTpoBe, LUeHTbp B 1 ueHTbp C, Gewe 87,5% (95% CI = 73,3% po 95,8%).
CbBnageHuneto mexay LeHTbp B n ueHTbp C 1 Leica Biosystems Newcastle, Ltd 6elue 92,5%
(95% Cl =79,6% po 98,4%) n 85% (95% Cl = 70,1% fo 94,29%) pecnektmBHo. AHannsbT
Ha obLL0TO KoOpAMHMPaHe Mexay Tpumata Habnogatens (A, B, C) e 82,50%.

F. TouHocT mexpay nHctpymentute (BOND-MAX c/y BOND-III)
TecTBaHeTO Ha TOYHOCTTa MexXay MHCTpymeHTuTe ¢ nomowita Bond Oracle HER2 IHC
System 6Gelue u3BBLPLIEHO B HE3aBUCKMM €BPOMENCKU M3cnedBall, LeHTbp. TecTBaHUTe
MOCTpU Bsixa nonyyeHn oT dmKcMpaHn BbB hopMarivH BKIOYEHW B NapaduH Lenu cekumm
ot cTo TpuaeceT n ocem (138) kancynu ¢ MHBa3MBEH pak Ha repaata (npobw ¢ urna oT SAPOTo
N Cc pecekums). TecTBaHETO MeXAy MHCTPYMeHTUTe Oelle u3BbpLUBaHE B CbOTBETCTBUE C
O4YaKBaHUS Ha LeHTbpa 3a u3cneaBaHe C OLUBeTsBaHe Ha NnocneaoBaTerHn CeKUnn BbpXy
nnatopmmte BOND-MAX 1 BOND-III. Tpu kancynu 6sixa pasrinegaHun kato HeMnoaxXoasLLm
nopaamn HanmM4YHOCTTa MOCTPa/TyMOp, HECHOTBETCTBALLM Ha M3CIeABaHETO.
MaoeHTnyHn naptugHu Homepa Ha Bond Oracle HER2 IHC System n BOND Instrument
cnomaratenHu peareHTu 6sxa M3NON3BaHW 3a BCEKW MHCTPYMeHT. Pasgenu ce oueTtsiBaTt
cbC 3agHa paata. [pegmeTHuTe CTbkna Bsxa TbIKYBaHW B LEHTbpa 3a u3cnefsaHe oOT
onuTeH HabnoaaTen, 3a Aa ce onpefeny TOYHOCTTa Mexay UHCTPYMEHTUTE.
OueHka Ha NpeMeTHMTE CTbKIa 3a TOYHOCT MeXay MHCTPYMEHTUTE Nokasa 2x2 cbrracyBaHe
mMexay nonoxutenHo (2+, 3+) n otpuuatentHo (0, 1+) ot 94,2% (130/138) ¢ 95% Cl ot 88,9
00 97,5% v 3x3 cbrnacyBaHe mexay nonoxuTenHo (3+), ABycMucneHo (2+) n oTpuuatenHo
(0, 1+) cvotBeTcTBME OT 87,0% (120/138) ¢ 95% Cl ot 80,2 £0 92,1%.

BOND-MAX
OTpuuartenHo | MonoxutenHo | O6wo
(0/1+) (2/3+)
OTpuuartenHo | 80 1 81
(0/1+)
BOND-III
MonoxwutenHo | 7 50 57
(2/3+)
Oo6wo 87 51 138

060 cbrmacysaHe (95% Cl) = 94,2% (88,9 fo 97,5%)

Tabnuya 14. 2x2 cvenacysaHe Ha Bond Oracle HER2 IHC System ousemseaHe npu BOND-MAX c/y BOND-III nnamgopmu.
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BOND-MAX

OtpuuartenHo | iBycmucneHo | NMonoxurtenHo | O6wo

(0/11+) (2+) (3+)
OTpuuaTenHo 80 1 0 81
(0/1+)

BOND-III

OBycmucneHo |6 5 1 12
(2+)
MonoxutenHo | 1 9 35 45
(3+)
Oo6wo 87 15 36 138

O6uo curnacysaHe (95% Cl) = 87,0% (80,2 0o 92,1%)

Tabnuya 15. 3x3 cvenacysaHe Ha Bond Oracle HER2 IHC System oysemseare npu BOND-MAX c/y BOND-III nnamgbopmu.

B 3aknioyeHve paHHUTE, reHepupaHu B TOBA M3criedBaHe, NokKas3eaT BUCOKO HMBO Ha
cbrnacysaHe mexagy BOND-MAX n BOND-III cuctemute Ha Leica Biosystems, korato ce

oueHsaBaT ¢ n3nonssaHeto Ha Bond Oracle HER2 IHC System.

PaspeluaBaHe Ha npoGnemu

Mpobnem BeposATHa npuunHa Kopurupawo gencreue

Hama Cepusita e npekpateHa Manonasaiku codTyepa Ha
VNMYHOXUCTOXUMUYHO npeav 3aBbpLUBaHe BOND notebpaeTe HanuymMeTo Ha
oLBETSABaHe noanexaliy Ha AoknagBaHe rpeLuku

o BpeMe Ha cepusTa Ha oLBeTsBaHe
1 OencTBanTe cnopeq UHCTPyKUunTe
Ha codTyepa Ha BOND.

HenpasuneH nsbop Ha
MPOTOKO

YBepeTe ce, 4ye e 3agafeH no
nogpasbupaHe

*IHC Protocol H B noneto 3a
NPOTOKON 3a OLBETsIBaHe Ha
ananorosus npo3sopel, "[do6asun
npegMeTHO CTbKIO".

HeapekBaTtHa
nenapadvHu3aums Ha
npegMeTHUTE CTbKNa

YBeperTe ce, Ye e n3bpaH pexmm
*Dewax B noneto "lMogrotoBka"
Ha avanorosus nposopey "[obasu
NpPeaMETHO CTbKIMO".

PasnpbcHaTtn ca
HEenoaxXoAsALLMN HACUMHN
peareHTu

YBeperte ce, Ye Bcuyikm BOND
peareHTu ca pasnpegernenv B
noaxoasLmTe HaCUMHU KOHTERHEPH 1
NocTaBeHW B NpaBUMHUTE NO3NLUK Ha
MHCTPYMEHTA.

3ambpcaBaHe Ha BOND
pa3TBopa 3a M3MuBaHe C
HaTpueB asvj

Manonaeavite npeceH BOND Wash
Solution, nogroteeH Ao nogxoasiiata
paboTHa NMbTHOCT.
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MpoGnem

BeposATHa npuumHa

Kopurupaluo gencrsue

Cnabo cneyundgpunyHo
VNMYHOXUCTOXMMUYHO
ouBeTsABaHe

Henoaxogsiio
M3BMMYaHe Ha enuTon

YBepeTe ce, Ye NoaXOAsLIMTE peareHTu
Ha BOND Epitope Retrieval ca
pasnpeneneHn B NPaBUITHUTE HACUMHU
KOHTeWHepu 1 Ye codpTyepbT Ha BOND
no nogpasbupaHe e 3agadeH Ha
CBbOTBETHYS MPOTOKOS 32 U3BMNUYaHE Ha
enuton, *HIER 25 min *ER1 (97).

Henopxopsiwo
duKenpaHe unm
o6paboTka Ha TecToBa
npoba

YBepeTe ce, Ye e n3nonasaH
dukcaTop Ha H6a3arta Ha hbopmanuH
1 Ye rpachmuynTte 3a obpaboTka ca
NoAXOAsILLM 3a npobaTta, KosiTo ce
rnoanara Ha TecTBaHe.

Bond Oracle HER2 IHC
System ce n3nonssa
M3BbH HENHMS CPOK Ha
rogHocT

YBeperTe ce, Ye nanonssaHarta Bond
Oracle HER2 IHC System e B pamkute
Ha NOCOYEHUs CPOK Ha FOHOCT.

[MpekomepHo
cneunduyHo
NMYHOXUCTOXUMUYHO
ouBeTsABaHe

Henogxoaswo
M3BMMYaHe Ha enuTon

YBeperTe ce, Ye NnoaxoasALnTe
peareHT Ha BOND Epitope Retrieval
ca pasnpeferneH B NpaBUNHUTE
HaCUMHW KOHTEAHEPU 1 Ye copTyepbT
Ha BOND no nogpasbupaHe e
3agageH Ha *HIER 25 min ER1 (97).

Bapwvauus npu
drKenpaHeTo

YBepeTe ce, Ye e U3nonaeaH
dukcaTtop Ha 6asata Ha dhopmanuH
1 Ye rpachmumTe 3a obpaboTka ca
nogxoaswm 3a npobara, KoATo

ce nopsara Ha TecTBaHe. Ako e
Bb3MOXHO, TECTBATE NOBTOPHO
Karncynara c nomoLura Ha apyr 6nok.
AKO TOBa He € Bb3MOXHO, OLIEHETE
30HUTE, KOUTO NOKa3BaT Ha-406pu
MoAENM Ha hrKCMpaHe BbB Bpb3Ka CbC
cvoTtBeTHaTa H&E ouBeTeHa cekuus.
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MpoGnem

BeposiTHa npuunHa

Kopurupauwo aenicteune

HecneumndunyHo
(OHOBO OLBETSABaHE

Pa3npbcHatu ca
HenoaxoAsLLM HAaCUMHK
peareHTu

YBeperte ce, Ye Bcuykm BOND
peareHTu ca pasnpefenexv B
rnoaxoasLMTe HAaCUMHU KOHTENHEPH 1
MocTaBeHu B NpaBUHUTE NO3MLMK Ha
VNHCTPYMEHTAa.

HeapneksaTHa
nenapaduHusauns Ha
npegMeTHUTe CTbkNna

YBepere ce, Ye e n3dpaHo *Dewax B
noneto "lNoarotoBka" Ha AnanoroBusi
npo3sopey, "[do6asu npeaMeTHO
CTBbKMNO".

HecneuundwnyHa
NMYHOXUCTOXMMUYHA
KpbCTOCaHa peakuus B
TbKaHTa

O6bpHeTe ce kbM Bond Oracle

HER2 IHC System onucaHueTo Ha
HOpMarHaTa KpbCTocaHa peakTUBHOCT
Ha TbKaHuTe (06BbpHETE ce KbM
Tabnuua 13).

HecneuundwnyHa
MMYHOXUCTOXMMUYHA
KpbCTOCaHa peakuusi
CbC 30HU C TbKaHHa
Hekposa

YBepeTe ce, Ye e U3rnon3saH
dukcatop Ha 6asata Ha hopmarnuH

1 Ye rpachmumTe 3a obpaboTka ca
nogxo4swm 3a npobara, KosTo ce
nognara Ha TectBaHe. AKO € Bb3MOXHO,
TecTBalTe NOBTOPHO Kancyrnarta ¢
nomoLLTa Ha Apyr 6nok. Ako ToBa He e
Bb3MOXHO, OLiEHETE BbB BPb3Ka CbC
cboTtBeTHaTa H&E oupeTeHa cekums
30HUTE, KOUTO NOKa3BaT Haw-406pu
MoZenu Ha cpukcmpaHe.

MacylwaBaHe Ha
aptedakT cneg
3aBbPLUBAHETO Ha
cepusiTa Ha ouBeTsIBaHe

AKo npeaMeTHUTE CTbkNa Tpsbea
[a ce NocTaBsAT 3a HOLLHa cepus,
npenopbyBa ce Aa ce 13nonaea
dyHKUMoHanHocTTa Ha BOND 3a
OTIIOXKEH CTapT. YBepeTe ce, Ye nma
afeKBaTHO KOMMYeCTBO ANCTUNMPaHa
Unn fevioHn3vpaHa Bogda, koeTo aa
CTUrHe 3a NpeaMeTHUTE CTbKMa 3a
TO3W Nepuos 1 Aa ce rapaHTupa,

Ye NpeaMeTHUTE CTbKNa HaMa aa
N3CbXHaT.

Cekuuu, npunenHanm
KbM NpeaMeTHM
CTbKra ¢ nomoLiTa Ha
ckopbanHu gobaBkn

M3nonssaviTe NpeaMETHU CTbKNa

6e3 ckopbsina (Leica BOND Plus
Slides — npogykToB ko S21.2113 Unn
Apex BOND Slides - npoaykToB kog
3800040).
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TbKaHTa e oTcTpaHeHa | M3nonasaHe Ha YBeperte ce, Ye ce n3nonssar
OT naumeHTcKkoTo/ HenpasuneH Tmn noaxoadaLwnTe NnpeaMeTHN CTbKna
Control Slide(a) NnpeaMeTHY CTbKa Unu 3@ NaUMEeHTCKUTE/KOHTPOMHM CeKLmm

HeapeksaTHO cylene Ha | (Leica BOND Plus Slides — npoaykTos
kog S21.2113 Vinn Apex BOND

Slides - npogykToB kog 3800040).
YBepeTe ce, 4Ye NpeaMeTHUTE CTbKNa
nornyyasaT agekBaTHO MU3CyLLuaBaHe

1 ce NHKybupart 3a 12—-18 yaca npu
37 °C (npe3 HowiTta). Cekumnute,

KOUTO Ce HYXAasT OT AONbIHUTENHO
crenBaHe, MOXe Aa ce MHKybupat npu
60 °C 3a oLle eanH vac.

Tabnuya 16. Bond Oracle HER2 IHC System Hapb4HUK 3a pa3pewasaHe Ha npobremu.

Bbnrapcku I

cekums

Ako nma npobnemu, cebp3aHu ¢ Bond Oracle HER2 IHC System, kouto aa nonagat u3BbH
obxBaTa Ha HapbYHUKa 3a paspelLaBaHe Ha npobrnemu (06bpHeTe ce kbM Tabnuua 16), mons,
CBBbPXETE Ce 3a NOMOLL, C BalUWs fOKaneH TEXHUYECKM cepBu3eH oTaen Ha Leica Biosystems
Unu ¢ aucTpubyTopa.
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U3meHeHue cnpsiMo npeauwHaTa Bepcus
MpenocTaBeHn KOMNOHEHTH, ViAeHTUdMKaLmMs Ha cuMBonMTE.

[aTta Ha nsgaBaHe

16 HOnu 2020
UpeHTndnkauma Ha cumBonuTte
or MapTuageH kog /ﬁ( CbxpaHeHne KaranoxeH Homep
o Me/J,m:MHCKo ‘ Mpownssoauten ! Yynnmeo
YCTPONCTBO
3a in vitro
amarHoctuka
@ elFU - 3a W Cbabpxa 2 [a ce nsnonasa go
ynotpeba [ocTaTbyHO rrrr-mm-ga
npernegante 3a <n> 6pos
VHCTPYKUMUTE TecToBe
SN CepvieH Homep 13( Only (Camo pevenra

HercepTest™ e TbproBcka mMapka Ha 1 06eKT Ha nuueHsun, nputexasaHu oT DakoCytomation,
Denmark A/S Herceptin® e Tbproecka Mmapka Ha Genentech, Inc. u F. Hoffmann-La Roche Ltd.
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