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Ynortpeba
3a unsnonsBaHe npu guarHoCTuka uH BUTpPO

Bond Oracle HER2 IHC System e nonykonuyectseH nmyHoxuctoxmmmuyeH (IHC) obpasey 3a
onpegensiHe Ha ctartyca Ha oHkonpoTtenHa HER2 (Human Epidermal Growth Factor Receptor 2)
B ThbKaH C pak Ha rbpaaTa, obpaboTBaHa 3a xuctornoruyHo oueHssaHe. Bond Oracle HER2 IHC
System ce nocoyBa KaTo NOMOLLHO CPEACTBO NPU ONPEAENnsIHETO Ha NALMEHTH, 3a KOUTO TpsibBa
[a ce pasrnega Bb3MOXHOCTTa OT nedveHue ¢ Herceptin® (trastuzumab) (Bx. nucToBkaTta B
onakoBkara Ha Herceptin®).

Benexka: Bcuuky naumeHTn B knuHUYHMTE onutu ¢ Herceptin® ca nopgbpaHu ¢ nomowiTa
Ha m3creaBall, UMyHOLIMTOXMMUYEH Habop oT knuHuvHu mnanuteaHust (CTA). Huto eamH ot
nauueHTuTe B Te3M U3NUTBaHUs He e 6un n3bpaH c nomowta Ha Bond Oracle HER2 IHC System.
Bond Oracle HER2 IHC System e cpaBHeHa ¢ Dako HercepTest™ Ha 6a3ata Ha He3aBuUCUM
Habop OT NpPo6U 1 e CMeTHaTO, Ye NPefOCTaBs NPUEMIIMBU Pe3ynTaTh 3a CbrfacyBaHe, KakTo
TOBa € MOCOYEHO B Pe3OMETO 3a KMMHWUYHO CbrnacyBaHe. AKTyanHOTO cbOoTHacsHe Ha Bond
Oracle HER2 IHC System kbM KNMHWYHUSI pe3ynTaTt He € YCTaHOBEHO.

Pe3tome u 06sicHeHue

OcHoBa

Bond Oracle HER2 IHC System cbabpxa Mulie MoOHOKNoHanHo aHTu-HER2 aHTtutsano,
knoHuHr CB11. KnoHnHrsT CB11, kKONTO € nbpBoHavanHo paspaboteH ot Corbett et al (1) n
npousseaeH ot Novocastra Laboratories Ltd (cera Leica Biosystems Newcastle Ltd), e HacouyeH
cpeLly BbTpeLUHUS JOMeiH Ha oHkonpoTenHa HER2.

B uyact or mauueHTM C pak Ha rbpgata oHkonpoTemHbT HER2 e cBpbxekcnpecupan
KaTo 4acT OT npoueca Ha 3fokavecTBeHa TpaHcdopmauus U nporpec Ha Tymopa (2).
CBpbxekcnpecupaHocTTa Ha oHkonpotenHa HER2, koaTto e Hanuue B kneTkute € pak Ha
repaata, Boau Ao npeanonoxeHuneto, Ye HER2 moxe aa e uen 3a Tepanus Ha 6asata Ha
aHTuTano. Herceptin® e xymaHM3MpaHO MOHOKIIOHANHO aHTUTANO (3), KOeTo ce CBbp3Ba C
ronam acuHUTET KbM OHKoMpoTenHa HER2 u e goka3aHo, Ye noTtucka nponudepauusita Ha
YOBELLKM TYMOPHW KNETKW, KOUTO CBpbXeKkcnpecupat oHkonpoTenHa HER2 kakto vH BUTPO,
Taka v uH BuBO (4-6).

OT nbpBUs MeTon 3a UMyHonepokcuaasa, goknagsaH ot Nakane and Pierce (7), MHoro
paspaboTkn ca ce nosiBMNM B obrmactta Ha MMYHOXUCTOXMMUSITA, KOETO € [AOBeno [0
yBenuyeHa 4yBCTBMTENHOCT. EAHa oT nocnegHuTte paspaboTkv e 13non3sBaHeTo Ha NofiMMepHO
obo3HavaBaHe. Tasn TexHOMorus ce mpunara KakTo KbM MbpBUTE aHTUTENa, Taka U KbM
cucTemMmnTe 3a MMYHOXMCTOXMMUYHO oTKpuBaHe (8). Cuctemarta 3a oTkpuBaHe Compact
Polymer™, un3nonssana ot Bond Oracle HER2 IHC System, e yacTt oT cemelcTBO HOBUW
TEXHOMOrMK 3a KOHTpONMpaHa nonuMepusauus, KouTo ca crneunduyHo pa3paboTeHn 3a
noaroTesiHe Ha nonumepHn HRP-cBbp3aHW KOHIOraT Ha aHTMTena. Tbil KaTo Tasun NonMmepHa
TEXHOmorMsa ce u3nonsea B NpoAykToBusA Anana3oH Ha Oracle, He ce nosBsiBa NpPobnembT C
Hecneundu4YHOTO eHJoreHHo OMOTMHOBO OLBETsIBaHe, KOETO MOXe Aa ce Habnopjasa npwu
cucTeMUTe 3a OTKpUBAHE Ha CTPenTaBUANH/GNOTUH.

Ekcnpecusa Ha HER2

OnkonpotenHbT HER2 ce ekcnpecupa npu HUBa, OTKpMBaAeMU OT MMYHOXUCTOXMMUSATA B OO
20% oT ageHokapuuHomute oT pasnuyHu mecta. Mexay 10% n 20% oT nHBa3MBHWUTE OyKTanHu
KapuMHOMM Ha rbpaaTta ca nonoxutenHu 3a oHkonpoTenH HER2 (9). 90% ot cnyyanTe Ha
pykTanHu kapuuHomu in situ (DCIS) ot Tvn komepo ca nonoxutenHn (10) 3aegHo € noyTn
BCUYKM cryvau Ha 6onectTa Ha MNengxet Ha rbpaata (11).

Pe3tome 3a KNMHUYHO cbrnacyBaHe

Bond Oracle HER2 IHC System 6Gelwe paspaboTteHa, 3a Aa npefocTaBu anTepHaTMBa Ha
nacrneaBawmsa Habop ot knuHMYHU nanuteaHnsa (CTA), KOMTO e M3Mon3BaH Npu KMUHUYHWUTE
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nacnenBaHus ¢ Herceptin®. MpepactaBaHeTo 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 ¢ npomaxod ot CALL. Huto egHa ot Te3n npobu oT Tymopu He
ca nomnyyeHv oT NauveHTV B KMMHUYHWU nacneaBaHus Ha Herceptin®. PesyntaTtuTe nokasaxa
92,34% cbrnacyBaHe B 2x2 aHanu3 (95% wHTepBanu Ha gosepue oT 89,42% no 94,67%) n
86,54% B 3x3 aHanus (95% nHTepBanu Ha aosepue ot 82,95% Ao 89,62%) mexay pesyntatute
oT ABaTa obpaseua.

MpuHUMN Ha npoueayparta

Bond Oracle HER2 IHC System cbabpxa KOMMOHEHTM, HeOOXOoAMMK 3a M3BbpLUBaHe Ha
npouegypa no MMyHOXVCTOXUMUYHO OLBeTSBaHe 3a (MKCUpaHU BbB (DOPManuH 1 BKITHOYEHN
B napaduH TbkaHu. Crep uHkybaums c rotoBo 3a uanon3saHe HER2 Primary Antibody
(knoHuHr CB11) Ta3n cuctema m3nonasa rotosa 3a nsnonssaHe TexHonorns Compact Polymer
(komnakTeH Polymer). EH3uMHaTa KOHBEpCHs Ha nocreasallo AobaBeHust XpoOMoreH Boau A0
dopmMupaHe Ha BUAMM NPOAYKT Ha peakuusta B aHTUreHHOTO MAcTo. CekuunTe Ha TbKaHTa
MoraT crnef ToBa da ObAaT KOHTpaoLBETEHW, AeXuApaTupaHu, W3YUCTEHW W 3aKpeneHwu.
Pesyntatute ce TbnKyBaT C MomolyTa Ha CBETNMHHA MWUKPOCKONMUSl. KOHTPOMHU NpeameTHn
CTbKna ¢ YeTupu orKcMpaHn BbB (DOpMarvH 1 BKIHOYEHU B MapaduH NUHUM C YOBELLKU KNETKN
C paK Ha rbpgaTta ca OCWUTypeHu 3a BanuavpaHe Ha cepunTe Ha ouBeTaBaHusA. Yetupute
KNETbYHM NMHUM JEMOHCTpMpaT ekcnpecus Ha oHkonpoTenHa HER2 npu nHTeHsuBHocTy oT 0,
14, 2+ 1 3+. VIHTEH3NBHOCTTa Ha OLBETABAHE Ha Te3N KNETbYHM NIMHUK CbOTBETCTBA KaKTO Ha
peLenTopHOTO HaToBapBaHe Ha oHkonpoTemHa HER2 Ha kneTtka, Taka u Ha ctaTyca Ha reHHa
amnnudukaumsa Ha HER2.

Bond Oracle HER2 IHC System (npogyktoB kog TA9145) Tpsibsa ga ce m3nonssa c Leica
Biosystems’ BOND HanbnHo aBTomatmavpaHa yCbBbpLUEHCTBAHA CMCTEMa 3a OLBETSBaHe.

npeHOCTaBeHM KOMMNOHEeHTU

Matepuanute, nocodeHn no-gony (tabnuua 1), ca poctaTbyHM 3a ouBeTsiBaHe Ha 150
npeamMeTHy cTbkna (60 TecToBM NpegMeTHU cTbkna, UHKybupaHn ¢ HER2 Primary Antibody,
60 cboTBeTCTBAaLLM TECTOBM NpedMeTHW cTbkna, uHKyompanun c¢ HER2 Negative Control,
15 HER2 Control Slides, uHkybupann ¢ HER2 Primary Antibody n 15 ambBynatopHu
NOMNOXUTENHN KOHTponu Ha TbkaH ¢ HER2 Primary Antibody). Bposit Ha TectoBeTe ce
6asvpa Ha wu3non3BaHeto Ha 150 pL aBTOMaTM3MpaHO pasnpegensHe Ha npeaMeTHO
CTbkno. KoMnnekTbT ocurypsiBa Martepuanu, KOuTO ca [JOCTaTb4HM 33  MakcumyMm
15 otaenHn BOND cepuu Ha ouBeTsiBaHe.

Ctp.4 0128

Leica Biosystems Bond Oracle HER2 IHC System UHcTpykumuu 3a ynotpe6a TA9145 ROW-BG-CE-Rev_D 16/07/2020

bbnrapcku I



Bbnrapcku I

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
MuLLEe MOHokKMoHanHo IgG aHTuTsno, knoHuHr CB11 1 0,035%
2-MeTunu3oTnaszon-3(2H)-oH.

HER2 Primary
Antibody, 13,5 mL

Cbabpxa rotoB 3a u3nonassaHe My IgG B ekBMBaneHTHa
KoHUeHTpauus Ha HER2 Primary Antibody 1 0,035%
2-MeTunu3oTMazon-3(2H)-oH.

HER2 Negative
Control, 9 mL

Peroxide Block, 22,5

mL 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 dusmonormyeH pasteop, cbabpxaly, 10% (V/v) XKUBOTUHCKM
cepym 1 0,01% 2-MeTnn30Tnason-3(2H)-oH.

Cbobpxa 66 mM 3,3’-anammHoGeH3nanH TeTpaxmapoxnopus B

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

EI‘IA_B Part B (x2), 22,5 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.

MopgroresiHe Ha Npob6a

Benuknnpobu Tpsibsa fa canoAroTBeHN Taka, Ye Aa CbXpaHaBaT ThKaHTa 3a UMYHOXUCTOXVIMUYHO
ouBetsiBaHe. CTaHAapTHUTE MeToAM 3a oOpaboTka Ha TbkaHW TpsibBa Aa ce M3nonsear 3a
BCUYKM Npobu (12).

[MpenopbyBa ce TbkaHWUTE Aa Ce NOAroTBAT BbB hmkcaTtopn Ha hopManuHoBa OCHOBa 1 Aa ca
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pyTUHHO 06paboTeHun 1 BkntodeHn B NnapadumH. Hanpumep npobuTe oT pecekuns TpsibBa fa ce
6rnokupat Ha aebenvHa ot 3—4 MM 1 Aa ce dukempart 3a 18-24 vaca B 10% HeyTpanHo bydepeH
dopmanuH. TbkaHWTe TpsibBa crieq ToBa Aa ce Aexuapatupat B cepusi OT ankoxonu u aa ce
N34YNCTAT Ype3 KCUIEeH, cried KOeTo Aa Ce UMMPErHMpaT ¢ pasTtoneH napacduHoB BOCHK, KOWTO
Oa e ¢ Temneparypa ot He noseye oT 60 °C. NpobuTe oT ThkaHM TpsAbBa Aa ca Ha pa3cTosiH1e
mexay 3—5 um.

MpeomeTHUTE CTbkNa, HeobxoaMMu 3a oueHka Ha oHkonpoTeumHa HER2 u 3a nposepka 3a
Tymop, TpsibBa Ja ca noarotBeHW MO e4HO M CbLUo BpeMe. 3a 3amna3BaHe Ha aHTUreHHoCTTa
cekunmMTe OT TbKaHu, 3aKkpeneHu Bbpxy npegmeTHute cTbkna (Leica BOND Plus Slides —
npoaykToB kog S21.2113 nnu Apex BOND Slides - npoayktoB kog 3800040) — npodykToB Koz
S21.2113) TpsibBa fa ce oUBETAT B paMKuTe Ha 4—6 cegmuum OT pasdensHeTo, ako ce aAbpxart
npu cravHa Temnepatypa (18-24 °C). Cnen pasgensiHeTo ce npenopbyBa NpeaMeTHUTe
CTbkna Aa ce nHkybupat 3a 12—18 yaca (npe3 HowTa) npu 37 °C. Cekummnte, KOUTO U3NCKBAT
[OOMbIHUTENHO CrienBaHe, Morat aa ce uHky6upat npu 60 °C 3a olle efiMH Yac.

B CALL, BakoHbT 3a knHUYHO nabopatopHo nogobpeHve ot 1988 r. rmacn B 42 CFR 493.1259(b),
ye “JlabopaTopusita TpsibBa Aa 3ana3Ba OLBETEHUTE NPeaMETHM CTbKNa 3a NoHe AeCeT roAnHU
OT AaTaTa Ha M3nNMTBaHeTo M Aa 3ana3Ba 6rokoBe ¢ NpPobu Hal-marnko ABe roAuHW OT AataTta
Ha M3NUTBaHETO”.

MpepynpexaeHus U npeanasHn MepKu

Camo 3a npoghecuoHanHu nompebumenu.

EAWH nnn HAKONKO KOMMOHEHTa B NpoAyKTa ca OMnacHw.

Mo npasuno Ha nuua nop 18-rogniuHa Bb3pacT He e MO3BOMIeHO Aa paboTAT C TO3U NMPOAYKT.
MoTpebutenute TpsbBa BHUMATENHO Aa Ca WHCTPYKTMPaHW 3a MnpaBunHaTta npouedypa Ha
pabota, onacHUTe CBOWCTBA Ha MPOAYKTa U HeobxoanMUTe MHCTPYKUMMTe 3a 6e30macHoCT.
CumnToMuTe Ha npeekcnosvums Ha ProClin™ 950, nanonssaHuaT B peareHTute Ha Oracle
KOHCEepBaHT, MoraT [ia BKIoYBaT Apa3HEHEe Ha O4YMTe U KoXaTa M ApasHeHe Ha nuraBuumTe u
ropHWTE AmxartenHy nbtuwa. KoHueHtpaumata Ha ProClin™ 950 B HacToswms npoaykT e oo
Makcumym 0,35%. Tesn pa3TBopm He OTroBapsiT Ha kputepumTe Ha OSHA 3a onacHo BeLLecTBO.
Jluct ¢ aaHHW 3a BesonacHOCT 3a MaTeprana e Ha pasnonoXeHue Npy NOMCKBaHe U Ha agpec
www.LeicaBiosystems.com.

Mpobute npeamn n crneq uUKcUpaHe, Kakto 1 BCUYKA MaTepuanu, KOMTO ca MU3MOXeHW Ha TSX,
TpsibBa fa ce TpeTupar Taka, Ye Aa He ce npefdasaT MHAEKLMK, KaKTo 1 Ja ce U3XBbPNAT npu
cnasBaHe Ha NOAXOAALWMTE NpeanasHn MepKu.

Hwukora He kaneTe peareHTV B ycTaTa v U3bsreaniTe KOHTaKT Ha KoxaTa v NuraBuumTe C peareHTn
1 npobu. Ako peareHTV unu Npobu BnesHaT B KOHTAKT C YyBCTBUTENHW obnactu, usmuinre c
obunHo konunyecTBo Boga. NoTbpcete nekapcka nomoly. KoHcyntupanTe ce ¢ dhegepanHuTe,
LLaTCKUTE UMW NOKanHW pa3nopeabu 3a N3XBbprsiHe Ha NOTEHLIMANHO TOKCUYHN KOMMOHEHTW.
HamaneTte MMKPOGHOTO 3amMbpcsBaHe Ha peareHTUTe, B MPOTMBEH Criydai MoXe Aa ce Mnomny4yn
yBenumyaBaHe Ha HecneundgUYHOTO oLBETABaHE.
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Mpoueaypa
A. Heo6xogumu peareHTU, KOUTO He ca 4OCTAaBEHU

BOND Dewax Solution (npogykTtoB kog AR9222)
BOND Epitope Retrieval Solution 1 (npoaykTtoB kog AR9961)
BOND Wash Solution x10 Concentrate (npoayktoB kog AR9590)

CTtaHOapTHM pa3TBOpWTENM, U3Mon3BaHW B UMYHOXUCTOXUMMATA (Hanp. eTaHon,
abcontoTeH 1 cTeneHyBaH)

KcuneH (Mnu KCUneHoBU 3aMecTuUTEnNm)
3akpenBalLLo cpefcTBO
OvictunupaHa unu aelioHnsvpaHa Boaa

B. Heobxoanmo obopynBaHe, KOETO He € [O0CTaBEHO

Leica Biosystems’ BOND-MAX 1 BOND-IIl HanbnHo aBTomMaTuavpaHa ycbBbpLUeHCTBaHa
cucTema(n) 3a ouBeTsBaHe

BOND Universal Covertiles (npogyktoB kog S21.2001, S21.4583 unun S21.4611)

BOND Mixing Stations (npogykTtoB ko S21.1971)

M3cywasalua neu, cnocobHa Aa nogabpxa 60 °C

CBeTnuHeH Mukpockon (4—40x yBenuyeHne Ha oGekTMBa)

MpegmeTHu crtbkna (Leica BOND Plus Slides — npogykTtoB kog S21.2113 wnnu Apex
BOND Slides - npogyktoB koa 3800040)

[MokpvBHU CTbKNA
BOND Slide Label & Print Ribbon (npoaykTtoB kog S21.4564)
BOND Aspirating Probe Cleaning System (npogyktos kog CS9100)

C. Metopgonorusa

Mpeow fa npegnpvemar Tasuw MeTodonorus, notpebutenute Tpsbea aa 6baaT obyyeHn
3a HaMbJIHO aBTOMAaTUYHUTE UMYHOXUCTOXMMMYHM MeToam Ha BOND.

Bcsika TecTtoBa cekuums, koaTo Tpsibea aa ce ougetsiBa ¢ HER2 Primary Antibody, we
M3NCKBa MOEHTWYHA cekums 3a ougeTsiBaHe ¢ HER2 Negative Control. Cekuusita c
HeraTvMBe KOHTPON MO3BONsiBa pa3rpaHuyaBaHe Mexay cneunduyHo n HecneumpuyHo
ouBeTsiBaHe B aHTUreHHoto MscTo. Becsika BOND cepus Ha ouBeTsiBaHe TpsibBa Aa
BkntouBa HER2 Control Slide. B kpasi Ha npoTokona no ouBeTsiBaHe, ako KNeTbvyHUTe
TNIMHUN He AeMOHCTpUpaT npaBuIiHU MOAENU Ha ouBeTsiBaHe (06bpHeTe ce kbMm Bond
Oracle HER2 IHC System Interpretation Guide), cepusita Tpsbsa ga ce cuuTta 3a
HeBanvaHa.

D. OchopmneHne Ha NpeaAMETHOTO CTHLKIO

Hos BOND Universal Covertile (npogykToB kog S21.2001, S21.4583 unun S21.4611) Tpsibsa
[a ce 13non3Ba 3a BCAKO NpeaMeTHO CTbKIOo. ManonssaHeTo Ha BOND Universal Covertiles,
KOWUTO Mpeau ToBa € M3MOn3BaH 3a UMYHOXWCTOXMMWUYHO Mnu in situ xmbpuamsaumoHHo
oLBeTsIBaHe, He e BanuaupaHo 3a To3u TECT.

OdpopmrieHne Ha TabnuukaTa 3a NpeaMeTHU CTbkna (Tabnuua 2) nomara 3a onTuMarHo
npeacTtaesiHe Ha Bond Oracle HER2 IHC System u nonyyaBaHe Ha nbnHus 6pon ot 60
TecTa.
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MNosnumsa | OnucaHue Ha PeareHT Tun WUkoHa Ha
Ha npe- npeAMeTHOTO CTHLKIO TbKaH | NpeaMeTHOTO
AMETHOTO CTLKNO
CTBKIO
1 Kancyna 1 *HER2 Negative | Tect e
Control e 5 i)
2 Kancyna 2 *HER2 Negative | Tect e
Control S
3 Kancyna 3 *HER2 Negative | Tect T
Control e
4 Kancyna 4 *HER2 Negative | Tect
Control ek i
5 Kancyna 1 *HER2 Primary | Tect 2
Antibody RV
6 Kancyna 2 *HER2 Primary | Tect 7 =
Antibody R —
7 Kancyna 3 *HER2 Primary | Tect  |[7 =
Antibody i i
8 Kancyna 4 *HER2 Primary | Tect |z =
Antibody PR
9 HER2 Control Slide *HER2 Primary | MNono- g o + )
Antibody KUTEN- | [ o= e i
HO
10 AwmbynaTopHa koHTporia | *HER2 Primary | Mono-  |[7 = 5
Ha TbKaH Antibody KUTEM- | [ o= e
HO

Tabnuua 2. OcdopmneHune Ha Tabnuukarta 3a NpeAMeTHU CTbKNa NoKa3Ballo TUNa TbKaH U peareHTa

E. MpouenypHu cTbnkun
CnepnBaite CcTbhkiTe no-Aofly 3a 3afjaBaHe Ha Tabrnuuka 3a npedgMeTHU CTbkna C
ochopmMrneHneTo, onucaHo B Tabnuua 2. Tean UHCTpyKUMK TpsibBa Aa ca B CbOTBETCTBUE C
Hapb4HMKa Ha noTpebutens Ha BOND System.

1.

5.

Bbpxy BOND wHCTpymeHTa ce yBepeTe, Ye KOHTEMHepuTe 3a HacuUmHU U OonacHu
oTnagbLy MMaT [ocTaTbyeH KanauuTeT 3a M3BbpLUBaAHE Ha HeoOXoauMuTe cepun Ha
oLBeTsBaHe.

. YBepeTe ce, Ye UMa ajeKBaTHO KONMYECTBO ankoxorl, AUCTUIMpaHa unu genoHuampaxa

Boga, BOND Dewax Solution (goctaBsi ce rotoB 3a ynotpe6a), BOND Epitope Retrieval
Solution 1 (goctass ce rotoB 3a ynorpeba) 1 BOND Wash Solution (goctass ce kato x10
Concentrate) B KOHTEHEPUTE 3a HACUMEH peareHT, 3a Aa Ce U3BbpLUBAT HeobxoanmMuTe
Cepvu Ha oLBETSIBaHE.

. YBeperte ce, ye e MoHTUpaHa uncta BOND Mixing Station.

Bknioyete HambnHO aBTOMaTU4HATa YCbBbPLUEHCTBaHa CMCTEMa 3a OuBeTsBaHe Ha
BOND.

Bkrtoyete BOND perynatop, npukpeneH kbM BOND HanbnHo aBTomatnampan, oo 8 or 28
Tp. 8 oT
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HanpefHanm ouBeTABaHe cucTema.
6. OTBopete codpTyepa Ha BOND.

7. 3a HoBa Bond Oracle HER2 IHC System ckaHuparite 6apkogoBeTe Ha Tabnuukarta Ha
peareHTa C pbYeH CKeHep, 3a ja BbBeAeTe cucteMarta B peareHTHUs! niBeHTap Ha BOND.

8. OTuaeTe Ha ekpaHa 3a HacTpoViKa Ha NpegMeTHUTE CTbKNa U LWpakHeTe Add case.

BbBepnete getannu 3a nbpBata Kancyna. Ysepete ce, 4e 06eMbT e 3agageH Ha 150 ul n
NMpPOTOKOMbT 3a Npenapata e *Dewax Ha napaduH. LLipakHete Bbpxy OK.

10.C mapkvpaHaTta Kancyna Ha ekpaHa 3a HacTpourka Ha MpPeAMETHUTE CTbKNa LipakHeTe
Add slide.

11.MbpBo fobaBeTe NaUMEHTCKM TECTOBMU NPeaMETHM CTbKNa. YBepeTe ce, Ye TUMbT TbhKkaH
€ 3afeH Ha Test tissue.

12.MoTtBbpAeTe ob6ema kato 150 UL 1 npoTokona 3a npenapara kato *Dewax.

13.136epeTe cTonMHOCTMTE Ha pexumM Ha ouseTsBaHe Single n Oracle (He LWipakawTe BbpXy
Oracle control).

14.M36epete npouec IHC.

15.136epete *HER2 Negative Control oT cnucbka ¢ mapkepu. Pasgen "lMpotokonu” no
nogpasbupaHe ce 3agaBa Ha NpaBUITHUS NPOTOKoN 3a oueTsiBaHe (*IHC Protocol H) n HIER
npotokon (*HIER 25 min with ER1 (97)).

16.LLpakHeTe Bbpxy Add Slide. NpeameTHoTOo cTbKNO C peareHT 3a Negative Control e
Ccb3gafeHo.

17.0okaTo Bce olle cTe B gnanorosusi npo3opel, "OobaBu npegmeTHO CTbKNo", nsdepere
rimary Antibody .
*HER2 P Antibody nbpBO OT cnuncbka ¢ mapkepu. MNoapasdupalunte ce NPoOTOKONN 1
BCUYKM APYrn HACTPOMKM ocTaBaT HENPOMEHEHW.

18.LLpakHeTe Bbpxy Add slide. TeCTOBOTO NpegMETHO CTBKITO € Cb34aaeHo.

19.MoBTopeTe cTbnkM 8 Ao 18 fokaTo BCMYKM KancCynu 1 NauMeHTCKN TECTOBW MpeaMeTHU
CTbKNa He 6baat cb3ganeHu.

20.Cnep ToBa cb3gante HER2 Control Slide. [lobaBeTe ro kbM nocrnegHata kancyna vunm
cb3ganTe HoBa Karcyrna 3a KOHTPOIHM MpPeaMETHU CTbKia B 3aBUCMMOCT OT BalluTe
cTaHaapTHY NabopaTopHY NPaKTUKK.

Baxna 6enexka: V3ncksaHe Ha Bond Oracle HER2 IHC System e HER2 Control Slide ga e
BKITIO4YEHO BbB BCsika cepuist (T.e. Tabnuuka 3a NpeMeTHM CTbkIa), 3a Aa ce Banuaupa
obpaseua.

21.B gmanoroBus nposopel, "[lo6aBu npegMeTHO CTbKMO" 3ajanTe Tuna Ha TbkaH ga
Positive Tissue.

22 .UlpakHeTe BbpXy Oracle Control.

23./36epete Homepa Ha naptupgata Ha HER2 Control Slide ctbkno B cnucbka Lot No.
Howlepr Ha naptngarta e HanncaH B 30HaTa Ha eTUKeTa Ha NpegMeTHOTO CTbKIO.

Baxna 6enexka: HER2 Control Slide ctbkno Tpsiéea ga e ot cbwata Bond Oracle HER2
IHC System, kosiTo Le ce nsnonasea.
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24.136epeTe *HER2 Primary Antibody nbpBo OT cnncbka c Mapkepu. 3anoMHeTe HaCTPOMKUTe
3a obema, pexumMa Ha oLBeTsIBaHe, npoLieca v NpoToKona.

25.WpakHeTe BbpXy Add Slide 3a gob6aBsiHe HER2 Control Slide.

26.Hakpas pobaBeTe npedMETHO CTbKMNO C MOMOXUTENHa ambynaTtopHa KOHTpora Ha
TbKaH.

27.0T1meHeTe n3bopa Ha Oracle control.

28.136epeTte *HER2 Primary Antibody oT cnucbka ¢ Mapkepu. 3anoMHeTe HacTpoOMkuUTe 3a
obema, pexumMa Ha ouBeTsBaHe, mpoLeca W npoTokona. TunbT TbKaH ocTaBa Positive
tissue.

29.UlpakHeTe Bbpxy Add slide. C ToBa 3aBbpLUBa Cb3aBaAHETO Ha NPEAMETHO CTHKITO.

30.Pa3neyaraiite eTMkeTUTE 3a NPeaMeTHUTE CTbkIa. Beuykm etketu 3a Oracle npeameTHu
cTbkna umat Ha cebe cu otnedaTtaHo "OC". ETuketsbT 3a HER2 Control Slide cbuo Taka
BKIOYBa NaptuaeH Homep Ha Bond Oracle HER2 IHC System.

31.0603Ha4eTe NpegMETHUTE CTbKIA N0 NOAXOASILL HAUNH.

32.0T1BOpETE Kanauute Ha BCUYKM KOHTerHepu oT Bond Oracle HER2 IHC System un
3apepeTe Tabnuykarta 3a peareHT B BOND.

33.MocTaBeTe NnpeaAMeTHUTE CTbKMa B TabnuukaTa 3a NpeMeTHN CTbKMa Mo peaa, ykasaH B
yacTt D, Tabnuua 2. MNMoctaseTe HoBu Covertiles.

34.3apepete Tabnuukara 3a npeametHu ctbkna B BOND v HatucHete 6yTtoHa Load/Unload.

35.MNoTBbpAETE, Ye NpeAMETHUTE CTbKIa ca CKaHWpaHW 1 LpakHeTe Bbpxy 6yToHa Run (Play)
BbpXy eKpaHa 3a cTaTyc Ha cucTemara.

36.YBepeTe ce, Ye MHOMKATOPHOTO Norne Ha TabnuukaTa nokassa Proc (OK) u ye rpynosusaT
HOMEp 1 BpeMeTOo Ha 3aBbpLUBaHe ca NokasaHu.

37.Korato cepusitTa 3aBbplumn, HaTucHeTe ByToHa Load/Unload n ussagete tabnuykute c
npeameTHu cTbkna oT BOND.

38.MaxHete Covertiles 1 n3nnakHeTe npegMeTHUTE CTbKIA C AeOHM3NpaHa Boaa.

39.[lexvapatvpanTe, N34YUCTETE U 3aKpeneTe cekummTe.

KauecTBeH koHTpOn

Pasnnuuata BbB MKCMpaHETO Ha TbKaHTa, obpaboTkarta 1 NocTaBAHETO B noTpebuTtenckara
nabopaTtopusi MoraT Aa AoBedaT A0 3HauMTenHa Bapuauusi B pesyntatuTe, KOeTo Hamnara
pefoBHO M3BbpLUBAHE Ha ambynaTopHM KOHTponu B JonbrnHeHue kbM HER2 koHTponHuTe
npegMeTHW CTbkna, AoctaBeHu oT Leica Biosystems B Bond Oracle HER2 IHC System.
KoHcynTupante ce c HacokuTe 3a KOHTPOM Ha kavyecTBOTO Ha [porpamara 3a ceptudumumpaHe
no mmyHoxuctoxumusi Ha Konexa Ha amepukaHckute natonosm (CAP); Bx. cbuwo CLSI
(npeanwHo NCCLS) rapaHTMpaHe Ha Ka4eCcTBOTO 3a MMYHOLMTOXMMHKS, ogobpeHa Hacoka (12)
n CneunaneH goknag: KoHTpon Ha ka4ecTBOTO B MMyHoxuctoxumuaTa (13). B gonbnHeHne ce
06bpHETe kbM Tabnuua 3 no-gony 3a TMNOBETE MMYHOXUCTOXMMUYHU KOHTPOMU Ha Ka4YeCcTBOTO
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1 3a UuenuTe, KOMTO Te umar.

MocTtpa*

OnucaHue

HER2 Primary
Antibody ouseTsiBaHe

HER2 Negative
Control
ouBeTsABaHe

HER2 Control

KakTto e goctaBeHo

KoHTponupa

Slide B Bond Oracle HER2 npouegypara no
IHC System. oLBeTsIBaHe U yka3Ba
BanMAHOCTTa Ha
npeacTaBsHETo Ha
peareHTa.
AmbynaTtopHa TbKaH, cbabpxalla KoHTponupa
nonoxwrenHa LieneBn aHTUreH. BCUYKW CTBMKN OT

KOHTpPOJIHa TbKaH

WpeanHaTa
KOHTpora e cnabo
nosuTMBHAa TbkaH 3a
oLBeTsiBaHe, Taka

Ye [a ce onpenenat
TNeKUTE NPOMEHM B
YyBCTBUTENHOCTTA Ha
MbPBOTO @HTUTSIO.

aHanusa. Banugupa
rogroToBkata

Ha TbKaHTa 1
npeacTaBsHeTo npu
oueTsiBaHe Ha Bond
Oracle HER2 IHC
System.

KoMnoHeHT Ha
ambynatopHa
oTpuuarenHa
KOHTpPONHa TbKaH

TbKaHuTe unm
KINEeTKUTE, KOMTO

ce ovakBa ga ca
oTpuuatenHu (morat
[a ca pasnornoxeHue
B NauuMeHTcKaTa TbkaH
WINN B KOMMOHEHTU

Ha nonoxuTenHa/
oTpuuartenHa
KOHTPOMHa ThKaH).

OTKpuBaHe Ha
HecneunpnyHa
KpbCTOCaHa
peaKkTUBHOCT Ha
@HTUTANOTO C KneTku/
KINETbYHM KOMMOHEHTY.

OTKpuBaHe Ha
HecneunduyiHo
OoHOBO
oLBeTsBaHe

*QukcupaHa u obpabomeHa crioped nayueHma mMocmpa

Tabnuya 3. iIMyHOXUCMOXUMUYHU KOHMPOJIU Ha Ka4ecmeomo U Uesiu, Koumo me umam

KoHTponute Ha TbkaH TpsbBa Aa MmaT GMONCUIAHWM UMM XUPYPrUYHM Npobu, KOUTO Aa ca
duKenpaHu BbB hopmanuH, 06paboTeHn n BkYeHn B napadyviH KOIKOTO ce MoXe no-6bup3o
1 TO MO CbLUMSI HAYMH, KaKTO M naumeHTckata moctpa(u). Mpobute TpsibBa Aa ca NOAroTBEHN
Nno NogxoAdLl HavynH, Taka 4e Aa CbXpaHABaT TbKaHHaTa aHTUreHHOCT 3a UMYHOXUCTOXUMUYHO
ougeTsiBaHe. CTaHAapTHWUTE MeToau 3a o6paboTka Ha TbkaHU TpsibBa Aa ce npunarat 3a BCUYKU
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npobu (12).

HER2 Control Slide - HER2 Primary Antibody

Bcsiko ot goctaBeHute HER2 Control Slides cbaobpxa yYetvpu cdukcnpaHyn BbB hopmanvH
BKIIOUMEHM B MapaduH siapa Ha KNeTbYHU MIMHUKU C YOBELLKU paK Ha rbpaata C OLEHKU Ha
MHTEH3MBHOCT Ha ouBeTsiBaHe oT 0, 1+, 2+ n 3+. EoHo npeameTHO cTbkno TpsibBa Aa 6bae
BKIMIOYEHO BbB BCsika TeCcToBa cepus (T.e. Tabnuyka 3a npegMeTHu cTbkna). [NpaBunHata
oueHka Ha HER2 koHTpornHOTO NMpedMeTHO CTbKNO, AocTaBeHo oT Leica Biosystems, ykassa
BanupgHocTTa Ha Tecta (obbpHeTe ce kbMm Bond Oracle HER2 IHC System HapbyHuka 3a
TbikyBaHe). HER2 koHTponHUTEe NpeaMeTHM CTbkna, AOCTaBeEHM C Tasu cuctema, Banuaupar
caMo NpeacTaBsHETO Ha peareHTa v He NMOTBbPXAaBaT NOAroTOBKaTa Ha TbkaHTa.

AmbynaTopHa nonoxutenHa KoHTpona Ha Tbkad — HER2 Primary Antibody

Ako ce n3nonasaT KOMMOHEHTW 3a amBynaTopHW NONOXUTENHM KOHTPOMNW Ha TbKaH, Te Tpsbea
na vmat ukcnpanm, o6paboTeHn 1 NocTaBeHn OUMONCUNHM UM XUPYPIUYHKU MPOBU KOMKOTO
ce MoXe No-6bp30 M MO CbLUUSI HAYMH, KaKTO M naumeHTckata moctpa(u). MNMonoxuTenHute
KOHTPOMW Ha TbKaH ca MHAMKATUBHU 3@ NPaBWITHO MOATOTBEHM TbKaHW U BanuaHW METOAM Ha
ouBeTsiBaHe. Hall-Marnko eiMH KOMMOHEHT Ha NONOXUTENHA KOHTPOra 3a BCsika TeCcToBa cepust
TpsibBa ga ce BkMouu. [onoxutenHaTta KOHTpona cekuust TpsbBa Aa AeMoHcTpupa cnabo
NOMOXWUTENHO OLBETSIBaHe, Taka Ye a ce onpeaensr Nekute NnpoMeHn B YyBCTBUTENHOCTTA Ha
MbPBOTO @HTUTSINO.

benexxa: \3B€CTHN KOMNOHEHTU HA ThbKaHUTE 3a NONOXUTENHA KOHTpona TpsabBa Aa ce n3nonasat
camMo 3a HabnogeHve Ha NpaBUIHOTO MpeacTaBsHe Ha 0OpaboTBaHWTE TbKaHW 3aefHO C
TecToBuUTe peareHT, a HE kato nomolHo cpeacTBo npu hopMyrnmpaHeTo Ha cneunduyHoTo
TbMKyBaHe Ha MaUMEHTCKUTE MOCTPU. AKO TbKaHTa 3a MONIOXUTENHa KOHTpora He ycree aa
nokaxe noaxoAsLLo NOMOXMTENHO OLBETSIBaHe, NOSlyYeHNTe C NauMeHTCKuTe Npobu pesyntaTtu
TpsAbBa Aa ce pasrnexaart kaTto HeBanuaHu.

KoHTponeH 6rnok ¢ MHOXeCTBO ThKaHu, CbAbpXKally TYMopu, NpeacTaBnsasaLiy Bcuyku 4 HER2
Kraca, MoXxe CbLLO Aa Ce U3MNon3Ba KaTo NoAXoAsiL, aMOynaTopeH KOHTPONeH maTepuan.

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

AKO ce 1M3non3BaT KOMMOHEHTU 3a ambynaTopHY OTpULaTENHM KOHTponu, Te Tpsabea ga nvat
npecHU BUOMNCUIHN UMK XMPYPruYeckn npobu, pukcupanm, o6paboTeHN 1 NOCTABEHN KOMKOTO
ce Moxe Mo-6bp30 U MO CbLUUSI HAYMH, KaKTO M naumeHTckaTta mocTtpa(u). ManonssaHeTo Ha
KOHTPOIHa TbKaH, M3BECTHA KaTo oTpuuartenHa 3a oHkonpotemH HER2, npu Bcsika cepus Ha
oLBeTsIBaHe NOTBbPXK/JaBa crneumMdruyHOCTTa Ha MbPBOTO aHTUTSANO U NPEAOCTaBs MHAMKaLWS 3a
HecneundnyHo hoHoBO ouBeTaBaHe. MHOroobpasmeTo oT pasfnuMYHN TUMOBE KINETKU, HanU4Hn
B MOBEYETO TbKaHHM Cekuun, npeanara BbTpelHn mecta 3a Negative Control (ToBa Tpsibsa ga
ce noTBbpAM OT NoTpebutens). HopmanHuTe rpbaHu TpbOU, KOUTO HE ca CBbp3aHu C TyMop,
MoraT fa NpefocTaBsAT oTnpaTtka KbM BanugHocTTa Ha obpaseua. AKo ce nosiBu cneumnduyHo
oLBeTsiBaHe BbB BbTpeLlHa TbkaH 3a Negative Control, pesyntatuTte ¢ nauneHTckute npodu Lie
ce cuuTart 3a HeBanuaHu.

M3non3BaHeTo Ha KOHTpOneH 6ok C MHOXECTBO TbKaHW, NMPeACTaBnsBallM BCUYKU YETUPU
HER2 cTeneHn, Moxe fa e OT nonsa 3a LenuTe Ha OCUrypsiBaHe Ha TbKaHu 3a MONOXUTENHN 1
oTpULaTENHN KOHTPOMU.

MauueHTcka TbkaH — HER2 Negative Control

Manonaeante goctaBeHata HER2 Negative Control Bmecto HER2 Primary Antibody Bbpxy
CbOTBETHATA CeKLMsA 3a BCEKW NaLMEHTCKN TECT, 3a a OLleHUTe HecneLncnYHOTO OLBETSBaHE
1 [a No3BOMMTE TOYHO ThIIKyBaHe Ha CrneumMduYHOTO oLBeTsBaHe Ha oHkonpoterHa HER2 Ha
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AHTUFEeHHOTO MACTO.

MauuneHTcka TbkaH — HER2 Primary Antibody

MonoxuTenHata MHTEH3MBHOCT Ha OLBETsIBaHe TpsibBa Aa ce OLeHV B paMKUTE Ha KOHTEKCTa
Ha BCsko HecneumduyHo doHoBo oueTsiBaHe ¢ HER2 Negative Control. kakTo u npu Bceku
VMYHOXUCTOXMMUYEH TECT OTPULATENHUST pesynTaT 3Ha4yu, Ye aHTUreHbT HEe € OTKPUT, a He
Ye aHTUIEeHbT He € HanuyeH B U3NuUTBaHWTe kneTku/TbkaHu. O6bpHeTe ce kbM Jlormyecka
06OCHOBKa Ha nMopbYKaTa 3a CKPUWHUHI Ha NpeAMEeTHU CTbKMa, orpaHMYeHUs], oLleHKa
Ha npeacTaBsHeTo 1 MMyHOpeaKTUBHOCT 3a crneumdmyHa nHopmaums no OTHOLEHVE Ha
nmMyHopeakTuBHocTTa Ha Bond Oracle HER2 IHC System.

MpoBepka Ha obpa3seua

Mpeon nbpBOHAYaNHOTO W3MOM3BaHE Ha aHTUTANO WM cucTemMa 3a ouBeTsBaHe B
AnarHoctuyHa npouegypa noTpebutensTt Tpsbea [da npoBepu  cneunduyHocTTa  Ha
aHTWUTANOTO KaTo ro TecTBa BbPXy peauua ambynaTopHW TbKaHW C W3BECTHW MONOXWUTENHU
1 OTpULATENHN UMYHOXUCTOXMMUYHU npodunu. O6bpHeTe ce kbM KoHTpomn Ha KayecTBOTO
KaKTo mpeau ToBa Ge o4yepTaH M M3UCKBaHUsITA 3a kayecTBeH koHTpon Ha CAP Certification
Program for Immunohistochemistry n/vunn CLSI (npeguwHo NCCLS) Quality Assurance for
Immunocytochemistry, Approved Guideline (12). Te3an npouegypu 3a KOHTPON Ha Ka4eCcTBOTO
TpsibBa Aa ce MOBTapsiT 3a BCsKa HOBa MapTupga aHTMTena MM Korato uma npoMsiHa B
napametpuTte Ha obpaseua. Yosellka WHBa3MBHA (MHMMNTPMpalLa ce) AyKTanHa rpbaHa
KapLMHOMa C U3BECTHN UHTEH3UBHOCTM Ha OUBETSABaHe Ha oHkonpoTenHa HER2 ot 0 go 3+ un
ApYrv NoaxonsLLUM oTpuLaTenHu TbKaHu ca NoAXoAsLLM 3a npoBepkaTta Ha obpaseua.

TbNKyBaHe Ha oLuBeTABaHETO

3a onpefensHeTo Ha ekcrnpecusTa Ha oHkonpoTemHa HER2 Tpsbsa ga ce oueHsiBaT camo
mMoperna Ha MeMbpaHHO OLBETsIBaHE U MHTEH3MBHOCTTAa KaTo ce 13rori3Ba ckanara, npeactaBeHa
B Tabnuua 4. Matonor, n3nonaeaLy, MMKPOCKON CbC CBETIO none, TpsabBa Aa M3BbpLUM OLeHKaTa
Ha NpegMeTHUTE CTbKNa. 3a oueHKa Ha UMYHOXMCTOXMMUYHOTO OLIBETSIBaHE M 3a oTbens3BaHe
e nogxopsw, obektmB ¢ 10x yBenuyeHne. ObektnB ¢ 20—40x yBenuyaBaHe TpsibBa fda ce
13non3ea npu MoTBbpXAaBaHETO Ha pesynTtata. LiutonnasmeHoto oupeTsiBaHe TpsibBa ga
ce pasrmexaa kaTo HecrneunduyHo ouBeTABaHe U He TpsibBa Aa ce BKIOYBa B OLEHKaTa Ha
WHTEH3MBHOCTTa Ha MeMbpaHHoTO ougeTsiBaHe (14). 3a nomoly npu andepeHumpaHeTo Ha 0,
1+, 2+ n 3+ ougeTsiBaHe ce obpbLyarite kbM Bond Oracle HER2 IHC System HapbuyHuka 3a
TbIIKyBaHe 3a NpeAcTaBUTENHW (OUIypu Ha MHTEH3UBHOCTM Ha ouBeTsaBaHe. Camo npobu ot
naumneHTn ¢ MHBa3uBHa rpbaHa kapuHoMa TpsibBa Aa ce oueHsiBat. B cnyyaute Ha kapumHoma
in situ v HBa3MBHa KapLMHOMa B efHa U Cblia npoba, cCaMo MHBA3MBHUSAT KOMMOHEHT TpsioBa
na ce otbens3aea.

Mopaen Ha UMYHOXUCTOXUMUYHO oL BeTsABaHe PesynTaT OueHka

He ce Habnioaasa ouBeTaBaHe uUnu ce Habnogasa
MeMbBpaHHO ouBeTsBaHe B No-manko ot 10% ot 0 OTpuuaTtenHo
TYMOPHUTE KNETKM.

Bnepo/noytn HegonoBuMo MeMBpaHHO OLUBETSABaHE ce
oTkpuBa B Hag 10% oT TymopHuTe knetku. Knetkute ce 1+ OTpuuaTtenHo
ouBeTsABaT camo B YacT OT MmeMbpaHara cu.

[iBycmucneHo
Cnabo 0o ymMepeHo 3aBbpLUEHO MEMOPaHHO OLBETSBaHe o4 (cnabo
ce Habntogasa B Hag 10% OT TYMOPHUTE KIETKW.

NOMNOXUTENHO)
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CwurnHo 3aBbpLUeHO MeMBpaHHO oLBeTsIBaHe ce 3+ CwunHo
Habnogasa B Hag 10% OT TyMOPHUTE KNETKM. NONOXUTENHO

Tabnuya 4. TerkysaHe Ha HER2 ousemsisaHemo

Pesynrtatute ot ouBeTsaiBaHe npu Bond Oracle HER2 IHC System ce TbnkyBaT kaTo oTpuuatenHu
3a ekcnpecus Ha oHkonpoTenH HER2 ¢ pesyntati oT 0 U 1+ MHTEH3MBHOCT Ha OLBeTsBaHe,
aBycMucrieHn (cnabo nonoXxuTenHu) ¢ pesyntat oT 2+ MHTEH3MBHOCT Ha OLBETSIBAHE M CUITHO
NOMOXWUTENHW C pe3ynTaTt oT 3+ MHTEH3MBHOCT Ha ouBeTsABaHe. Bond Oracle HER2 IHC System
He e 3amucneHa Ja npefocTaBs NPOrHo3Ha MHopMaLUMs Ha nauueHTa u/vnu nekaps u He e
BanuaupaHa 3a Ta3u Len. 3a Bcsika OLeHKa Ha ouBeTsABaHe NpeaMeTHUTe CTbkna TpsAbBa aa ce
npoeepsiBaT No pefa, NpeAcTaBeH No-Aosy, 3a Aa ce onpefeny BanuaHoCTTa Ha cepusTa Ha
OLBETsIBaHEe U A Cce MO3BOMM NOMyKONMYEeCTBEHA OLIEHKa Ha MHTEH3VMBHOCTTa Ha OLBETSBaHe
Ha MocTpaTa OT TbKaH.

JNlornyecka o60CcHOBKa Ha NopbYKaTa 3a CKPUMHUHT HA NPeAMEeTHU CTbKna
MpeameTHUTE cTbkNa TpsibBa Aa ce HabnaasaTt B CreAHUS Pea:

1. HER2 Control Slide — HER2 Primary Antibody

BanuaeH ob6pasey ¢ Oracle HER2 Control Slide noka3sa cnegHoto:

* Hanuune Ha cunHo kasiBo 3aBbpLUEHO KMETHYHO MEMOpaHHO oLBeTsBaHe B 3+ KOHTPOSHa
kneTbyHa NnHna SK-BR-3.

* Hanuuue Ha neko A0 ymepeHo kasiBO 3aBbPLUEHO KIETbYHO MEMOPaHHO OLBETABaHE
B 2+ KOHTpOnHa knetbyHa nuHus, MDA-MB-453.

* Hanuune Ha 6rnego/noyTV HEJONOBUMO KahsiBO HE3ABBLPLUEHO KIETbYHO MeMOpaHHO
ouBeTaBaHe B 1+ KOHTponHa knetbyHa nuHus, MDA-MB-175.

* Hsma ouseTsiBaHe B 0 KOHTporHa kneTbyHa nuHnus MDA-MB-231.

Baxna Genexka: Xapaktepuctmka Ha MDA-MB-175 1+ KOHTponmHa KneTbyHa fUHUS €

OTYETNUB MOAEN Ha pacTex, NMpu KOWTO KneTkuTe chopmupat knbctepu. Tesn knmbcTtepu

nopaxagar NOCTOSIHEH NyMWHANEH BIIACUHKOB FPaHWYEH PETMOH B KNETbYHUS KIbCcTep. ToBa

BMACWHKOBO FPaHUYHO OLBETsiIBaHe e 6bae Mo-CUMHO OT OLBETSBAHETO Ha ocTaTbka OT

KneTbyHaTa MeMbpaHa. bnegoto/noyTn HeJONOBMMO HE3ABBLPLUEHO KNETHYHO MEMOBPaHHO

ouBeTsiBaHe e npaswunHusa 1+ mogen 3a ouBeTsBaHe Ha OHkonpoTteumHa HER2. ToukoBo

MMYHOOLBETSIBaHE Ha pernoHa Ha Monmxu B uuTonnasmara CbLyo MOXe Aa ce Habnogasa

B Ta3u KNeTbYHa NMHUS.

N

AMOGynaTopHa nonoxuTtenHa KoOHTpona Ha TbkaH — HER2 Primary Antibody

HAIMMYMNETO Ha kadsiBo membBpaHHO ouBeTsiBaHe TpsbBa ga ce HabniogasBa CbrnacHo
U3BECTHUsI cTaTyc Ha oHkonpoTenH HER2 Ha nsbpaHaTa nonoxwvTenHa KOHTpona.

3. B kblya oTpMuaTeneH KOMNOHEHT KOHTpon Ha TbkaHTa — HER2 Positive
Control
OTCBbCTBUETO Ha membGpaHHO ouBeTsiBaHe TpsibBa Aa ce Habniogaesa. KOMMOHEHT Ha
oTpvuaTenHa KOHTpPOmNHa TbkaH MOTBbpXAaBa Nuncata Ha KpbCToCaHa PeakTUBHOCT Ha
cucTeMara 3a OTKpMBaHe KbM CreuudUYHO TapreTupaHute KNeTku/KneTbYyHn KOMMOHEHTY.
Ako ce nosiBM MeMOpaHHO oLBeTABaHe B KOMMOHeHT OT TbkaH 3a Negative Control,
pesyntaTuTe ¢ naumeHTckata npoba Lie ce cymTaT 3a HeBanuaHw.

>

MauuneHTcKa TbKaH — ouBeTeHa ¢ nomoluta Ha HER2 Negative Control

OTCBbCTBUETO Ha MemMbpaHHO oLBeTsIBaHe NOTBbpXkAaBa cneumdpuyHoTo obo3HavaBaHe
Ha uUeneBusl aHTUreH OT MbPBOTO aHTUTANO. [lpyro kadsiBO OuBeTsABaHe, MofyyaBallo
ce B uuTonnasmata Ha npobata, TpetupaHa ¢ HER2 Negative Control, kato Hanpumep
B CBbp3Balla TbKaH, NEBKOUUTU, epUTPOLMTU WM HEKpPOTMYHa TbkaH, TpsibBa ga ce
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pasrnexaa kaTto HecneundunyHo hOHOBO OLIBETSBaHE U TpH6Ba na ce otbenexm.

5. MauueHTCKa TbKaH — ouBeTeHa ¢ nomouwta Ha HER2 Primary Antibody

Hwueata Ha ekcnpecusi Ha oHkonpoTenHa HER2 ce onpenensT ot kputepunTe, onpeaenenn
Tabnuua 4 1 B HapbYHKKa 3a uHTepnpeTupaHe Ha Bond Oracle HER2 IHC System.

OrpaHuyeHusn

A. O6wwm orpaHnyeHus
NmyHoxuctoxummusta e nabopatopHo 6asvpaH MHOroetaneH MeTod, W3nonseaH 3a
nogrnomaraHe Ha TbIKyBaHETO U OMpeAernsaHeTo Ha XMCTONaTONOMMYHUTE XapaKTePUCTUKN.
ToBa e MeTog, KOMTO N3MCKBa CreLmanuanpaHo obyveHne no BCUYKM acnekTn Ha npoueaypaTa
(BKrOuMTENHO M300Pa Ha MOAXOASLLM peareHTU, TbKaH ,donkcupaHe, obpaboTka 1 MoAroToBka
Ha IHC npegMeTHO CTBKI0) 1 ThIKYBaHETO.
MIMYHOXMCTOXMMUYHOTO OLIBETSIBAHE Ha TbKaHTa 3aBMCK OT NPeMeCcTBaHeTOo, (MKCUPaHETOo U
obpaboTkaTa Ha TbKaHTa npeau ouBeTABaHETO. HenpaBUnHOTO uKcMpaHe, 3aMmpassiBaHe,
pasTonsBaHe, M3MMBaHe, W3CyluaBaHe, HarpsiBaHe, pasfensiHe WM 3aMbpcsBaHETO C
APy TbKaHW UNM TEYHOCTUM MOXe Aa AoBede A0 apTedakT, ynaBsHe Ha aHTUTANO unu
norpeLLHn oTpuuaTtenHu pesyntatu. HenocnenosaTenHuTe pesyntatu MOXe Aa ce AbiikaT
Ha Bapuauun BbB PUKCMPaHETO, METOAMTE Ha NOCTaBAHE UMW HAa MPUCHLUUTE HEPEAHOCTU
B TbkaHTa (15). NpekomMepHOTO MM HENBITHO KOHTPAOLBETSIBAHE MOXe CbLLO Aa 3acTpalumn
NpaBWIIHOTO ThIKyBaHe Ha pesynTatute.
HecneumndunyHoTo ouBeTABaHe, ako e HanM4yHo, 0BUKHOBEHO Ma pPa3npPbCHAT BbHLUEH BUJ.
CnopanyHOTO OLBeTsIBaHe Ha CBbp3Balla TbKaH MOXe CbLUO Aa ce Habnogasa B cekuum
OT TbKaHu, PUKCUPaHU B NpeKaneHo MHOro dopmanvH. Manonssante HesacerHatu KneTku
3a ThIIKyBaHe Ha pe3ynTaTtuTe OT OLBETABAHETO. HEKPOTUYHWUTE UMN AereHepupaHn KNneTkn
YeCTo MbTU Cce ouBeTsABaT HecneunduyHo (16). MNMorpelHn NonoXUTENHN pesynTtaTu morat
fAa ce HabnogasaT nopagy HEMMYHOMOMMYHO CBbP3BaHe Ha MPOTEWMHW MNW NPOAYKTU Ha
cybcTpaTHa peakumns. Te CbLO Taka MOXe Aa ca NPUYNHEHN OT eHOOrEHHU eH3UMU KaTo
Hanp. ncesgonepokcugasa (epuTpounTi) UnNuM eHdoreHHa nepokcuaasa (uutoxpom C), B
3aBMCUMOCT OT TUMa Ha U3MNOoN3BaHO MMYHOXUCTOXMMUYHO OLBETSIBAHE.
TbKaHWTEe OT nauueHTun, 3apaseHn ¢ BUpPYC Ha Xenatut B u cbabpxKalim NOBbPXHOCTEH
aHTureH Ha Bupyca Ha Xenatut B (HBsAg), morat aa nokaxar HecrneundnyHo oLBeTsiIBaHe
C xpsiHoBa nepokcuaasa (17).
Heo4yakBaHO VMYHOXMCTOXMMWUYHO OLBETSIBAHE UMM NMPOMEHM B OLIBETSBAHETO MoraT Aa ca
pe3ynTaT OT U3MEHEHUS B HMBATa Ha EKCNPeCcKs Ha KogupaluuTe reHu unm aHtureHun. Beska
NpoMsiHa B 04aKBaHUTE MOAENU Ha oLBeTsIBaHe TpsibBa [ja ce ThbrKyBa BbB BPb3Ka C BCUYKM
APYrN ANarHoCTUYHW U3CneaBaHns.
TbIKyBaHETO Ha WMYHOXMCTOXMMUYHOTO OLBETSIBaHe TpsbBa Oa € CbMbTCTBAHO OT
MOPMONOrVYHM U3CMEABAHNA U OT W3MOM3BAHETO Ha MOAXOASLL, KOHTPOSIeH matepuan u
TpsibBa Aa ce oLeHsBa OT KBanuduLumpaH NaTonor B paMKUTe Ha KOHTEKCTa Ha KIMMHUYHaTa
aHaMHe3a Ha naumeHTa 1 Ha ApYru AMarHoCTUYHK TecToBe.
MpeacraBaHeTo Ha obpaseua (T.e. OLEHKUTE Ha afeKBaTHOCTTa Ha MOMOXWUTEMHUTE U
oTpULATENHN KOHTPOMMU) U ThIKYBAaHETO Ha BCSIKO UMYHOXUCTOXMMWYHO OLBETSBaHe Wnv
HeroBaTa nunca Tpsbea fAa Ce M3BbLPLWBAT B HAANEXHO akpeauTupaHa/nuueHavpaHa
nabopartopusi No4 KOHTpona Ha MOAXOAALO KBanuMduuMpaH M OMMTEH NaTonor, KOWTO
€ OTIOBOpPEH 3a LANOCTHaTa OLeHKa Ha WMYHOXWUCTOXMMWYHMSA obpasel, U HeroBoTo
TbIKyBaHe.

B. CneuuduyHuM 3a npoayKTa orpaHUu4eHuUs
To3n NpoaykT He e 3aMucreH 3a ynotpeba B TeyHaTa LMTOMETPUS. XapakTepPUCTUKM Ha
NpeacCTaBsIHETO He ca OMNpeseneHun 3a Te4Ha LUTOMETPHS.
MorpelHn oTpuUaTenHu pesynTaTyi MoraT Aa ce BUASAT KaTo creAcTBue OT Aerpajauusita
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Ha aHTUreHuM B TbKaHHaTa cekuus. [pegMeTHUTE CTbkna, HeOOXOAMMM 3a OueHKa Ha
oHkonpoTtemHa HER2 n 3a npoBepka 3a Tymop, TpsbBa ga ca moaroTBeHW Mo edHo U
Ccbllo Bpeme. 3a 3ana3BaHe Ha aHTUrEHHOCTTa CEeKUMUTE OT TbKaHW, 3aKperneHu BbpXy
npeameTHuTe cTbkna (Leica BOND Plus Slides — npogykTtos koa S21.2113 unu Apex BOND
Slides - npogyktoB kof 3800040) — npoayktoB kog S21.2113) TpsibBa fa ce OUBETST B
pamkuTe Ha 4—-6 ceaMuuM OT pas3densHeTo, ako Ce AbpXaT Npu cTaHa Temnepartypa (18—
24 °C). Cnep pa3gensiHeTo ce npenopbyBa NpegMeTHUTE CThKNa Aa ce nHKybupar 3a 12—18
yaca (npes HowTa) npu 37 °C. CekunnTe, KOMTO UNCKBAT MO-HATaTbLUHO CrenBaHe, Morat
Aa ce nHkyoupart npu 60 °C 3a owle eauH vac.

MuvHMManHa ecTecTBeHa Bapuaums Ha MMYHOXUCTOXMMUYHKS Npodun e ce Habnogasa
Mexay napTuanTe Ha pacTex Ha KNeTbyHUTE NUHMKM, nanonssanu B Bond Oracle HER2 IHC
System. Ta3u ectecTBeHa Bapvaumsi € B paMKUTe Ha NPUEMIUBUTE HMBA Ha TorepaHc Ha
6GuonormyHaTta eguHMLa 1 He 3acsira TbiIKyBaHETO UMK NPeACTaBsAHETO Ha cucTemara.
XapakTepusauuata Ha KNeTbYHUTE NIMHWM C MOMOLUTa Ha TeYyHa UMTOMETpust 1 in situ
Xnbpuamsaums, Kakto e npeactaBeHo B Tabnuua 5, cblWwo e npegmeT Ha ecTecTBeHa
6uonorvyHa Bapraums. CblUo Taka ce AoKMaaBaT TEXHUYECKa Bapuauusi U Bapuauusi npu
TBIKyBaHETO Ha KOHTPOMHUTE KMETBYHU NMHWM, OLEHSBaHN Ype3 doryopecueHTHa in situ
xnbpugmnsaums (18).

OuetHkata Ha HER2 Control Slides TpsibBa ga B3uMa nof BHUMaHUE BCUYKM perieBaHTHU
cpokoBe Ha rogHocT. CbxpaHsiBarite Bond Oracle HER2 IHC System npu 2-8 °C. Ja He
ce 3ampassiBa. [la ce BbpHe 4o Temnepatypa oT 2—8 °C HenocpefcTBeHo cref ynotpeba.
Bcsakaksu OTKMOHEHMS! OT Te3M YCNoBMS Lie HanpaesAT obpaseLa HeBanuaeH.

He 3ameHsinte peareHTute Ha Bond Oracle HER2 IHC System c gpyrn KOMMOHeHTw,
He3aBMCUMO fanv ca foctaBeHu oT Leica Biosystems vnu ot gpyru nponssogutenu. Toea
Llle foBede [0 UHBanvaupaHe Ha obpaseua.

BaxHo e Bcuuku cTbnku, odepTanu B pasgenute ot C go E (Mpouenypa), Aa ce nssbpLuBaT B
npeanucanns peq. Besiko oTknoHeHne oT To3m pep LWwe Hanpasu obpasela HeBanuaeH.
BaxHo e B obpaseLia Aa ce n3nbnBaT TbKkaHW, KOUTO ca (PUKCUMpaHU camo BbB rKcaTopuy Ha
dopmanumHoBa OCHOBA. V13non3BaHeTo Ha Apyr TN oUKCaTop Le MHBanuaupa obpaseua.
CeKkuunTe Ha TbKaHW, M3ps3aHUM W3BbLH MpenopbyBaHWs aAuanasoH Ha AebenvHa, He
ca Banuaupanu. ManonssaHeto Ha apyra AebenvHa Ha CekuMst MOXe [a MHBanuavpa
obpaseua.

[aHHKM 3a KneTb4YHa NUHUA

bbnrapcku I

KnetbyHa Bond Oracle HER2 HER2 cTtatyc Ha reHHa
nvHKuA HER2 I[HC peuenTopHo amnnudukaumnsa™
System HaTOBAapBaHe | HER uucno Ha | HER2:Chr17
npocun Ha knetka KonuneTo reHHo
CbOTHOLLEHMue
SK-BR-3 3+ 4.3x10° 13.35 3.55
MDA-MB-453 2+ 1.4x10° 5.73 2.05
MDA-MB-175 1+ 6.3x10* 3.33 1.20
MDA-MB-231 0 9.3x10° 3.15 1.13

*HER2 aHanu3 Ha peuernmopHo HamosapeaHe crioped oyeHeHomo om me4yHama yumomempusi. * HER2 cmamyc Ha 2eHHa
amnnughukayus crioped oyeHeHomo om 0soliHama npoba (HER2:xpomosoma 17) PUBA.

Tabnuya 5. Mpogun Ha HER2 Control Slide

Leica Biosystems Bond Oracle HER2 IHC System UHcTpykumuu 3a ynotpe6a TA9145 ROW-BG-CE-Rev_D 16/07/2020

Ctp. 16 oT 28



Bbnrapcku I

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

YacT nbpBa OT uscnensaHeTo pasrneaa npurogHoctta Ha Bond Oracle HER2 IHC System 3a
ynotpeba KaTo NOMOLLHO CPEACTBO NpY ONpedensHeTo Ha nedeHne ¢ Tepanus ¢ Herceptin®
(trastuzumab). M3cnenBaHeTo Belle pa3paboTeHO 3a pa3rnexgaHe Ha CbrracyBaHETO Mexay
Bond Oracle HER2 IHC System n Dako HercepTest, pasrnexagaH kato ‘anateH ctaHgapt 3a
TO3M obpasel. Kputepuart 3a npuemaHe belle geduyHMpaH kato no-ronsMo ot 75% usnocTHo
cbrnacysaHe Mexay Aeata Tecta ¢ 95% uHTepsan Ha gosepue (Cl).

M3cnepBaHeTo Gelle nNpoBefeHO KaTo OLeHKa Ha cnsano B ABa LeHTbpa, 6a3vpana B CALL.
Bceku LeHTbp 3a u3cneaBaHe nonyyn vKcMpaHu BbB dOopManuH BKMYEHU B napadwuiH
MOCTPM C pak Ha rbpaaTa, umaiym n3secteH HER2 crartyc. Kancynute 6sixa nsbpaxu B obpateH
rnocrefoBateneH pef OT KNMHUYHUTE apXvBW, NPEACTaBMsiBaLLM NOCNeAoBaTENIHOTO BKapBaHe
Ha Kancynu B XMCTONAaTOMNOMMYHUS OTAEN 3a KMMHWYHO TeCcTBaHe, a crnef ToBa 6sixa TecTBaHu
He3aBMCUMO OT ApYyruTe NpPOrHO3HW u/unu npepckasyemu caktopu, 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/MONOXNTENHM (2+, 3+) n oTpuuatennm (0, 1+)
kancynuv Ha 6asara Ha npeau ToBa 3agageHn HER2 IHC oueHku, koeTo Boam Ao obLa nonynauums
3a nscnegsaHeTo ot 452 mocTpu. [lBaHageceT MocTpu Bsixa CMETHaTU 3a Henoaxo4sLLM Nopaau
nunca Ha J0CTaTb4yHO MHBA3UBEH TYMOP U Bsixa OTCTpaHeHu OT uacnensaHeTo. Opyrn geBeT
MOCTpY He Moxaxa Aa 6baart otbensisaHn B pe3ynTaT Ha NoBAMrHaTa TbKaH OT MOBbPXHOCTTA
Ha NPeaMETHOTO CTBbKII0, KOETO € JOBENO A0 OKOH4YaTernHa nonynauvs Ha M3crnenBaHeTo oT
431 mocTpu.

Benukm kancynu Gsixa ouBeTeHu ¢ HercepTest cbrmacHo MHCTPYKUMWTE Ha MPOU3BOAUTENS,
NMOCOYEHN Ha NCTOBKaTa B ornakoBkaTa. [locneasalyu cekumm oT Besika karcyna bsxa ouBeTeHu
¢ Bond Oracle HER2 IHC System Bbpxy Leica Biosystems’ BOND HanbnHO aBTOMaTM3npaHa
1 YCbBbPLUEHCTBaHa CUCTEMA 3a OLBETSBaHe. Bcuukm kancynu 6sixa oTAeneHn oT yHuKanHa
naeHTuuumpalla nauneHTa nicpopmaums n 6sxa npuapy>kaBaHu oT KIMHUYHU aHHWU OTHOCHO
pasmMepa Ha Tymopa, eTana Ha TYMopa, krnaca Ha Tymopa 1 cTaTyca Ha peLientopa 3a eCTPOreH.
Bcnuku ouBeTeHV npeaMeTHU cTbkna 6sxa MackvpaHu 1M OLeHeHU Mo MPOW3BONEH HauuH OT
oby4eHn HabnogaTenu B ABa LeHTbpa. 3a aHanms3a Ha 2x2 cbrnacyBaHe pesyntatuTe 0sixa
TBKyBaHWU KaTo OTpULIATENHW, ako ouBeTsBaHeTo Gelle 0 unu 1+ 1 NONOXUTENHM 3a OLIEHKN OT
2+ unn 3+. 3a aHanusa Ha 3x3 cbrnacyBaHe pesyntatute 6sixa ThiIKyBaHM KaTo OTpULLATENHW,
ako ouBeTsaBaHeTo Gewwe 0 unu 1+, ABYCMUCIEHM 32 OLEHKM OT 2+ 1 MONOXUTENHN 32 OLEHKM
ot 3+. Cnep ToBa faHHWTE Bsixa aHanu3upaHu 3a JoroBapsiHe Ha MOMOXUTENHO OLBETABaHE U
[oroBapsiHe Ha OTpULaTENHO OLIBETSIBAHE.

Pe3yntatu ot 2x2 cbrnacyBaHe

B TO31 nbpBOHavaneH aHanua TectoBuTe pedyntatu ot asata Tecta (Bond Oracle HER2 IHC
System u Dako HercepTest) ca kateropuampanu kato otpuuatennu (0,1+) nnv nonoxutenHu
(2+, 3+). YecTOoTMTE Ha YETUPUTE BB3MOXHU KOMBMHaLMK ca nokasaHu B TabnuyeH dopmar 2x2
(Bx. Tabnuua 6). Cnep ToBa obLuaTa oLeHKa Ha cbrnacyBaHe Ha 6asaTa Ha Ta3u 2x2 Tabnuua
Helle n3yncneHa 3aegHo ¢ 95% WHTepBan Ha TOYHO CbBMNageHue (Ha 6asata Ha GMHOMHa
ancTpmbyums).

Hynesata xunotesa (H;), cnpsmo koATO ca 3apafeHu Kputepuute 3a ycrnex, rnacu, ue
CbrnacyBaHEeTo He e No-ronsmo o1 75%.

HabntogaBaHoTo cbBrnageHune 3a 431 mMocTpyu Mexay ABaTa TecTa B 2X2 aHanu3 nokassa
cbrnacyBaHe Ha 92,34% (398/431) ¢ 95% CIl ot 89,42% - 94,67%. Te3n gaHHWM nogkpensTt
OTXBbP/IAHETO Ha Hynesarta xunotesa (H ), 4e CbBnageHWeTo e He Mo-ronsmMo ot 75%, ¢
p-cTonHocT<0,0001.

MpOLEHTBT NONOXUTENHO CbBMNaAeHNe (YyBCTBUMTENHOCT) UK cnocobHocTTa Ha Bond Oracle
HER2 |IHC System npaBunHo ga naeHtudmumpa HercepTest nonoxvTenHu kancynu (MpoLeHTbT
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OT npobute, oueHeHn kato nonoxutenHu ot Bond Oracle HER2 IHC System u HercepTest
cnpamo Bcudkn HercepTest nonoxutenHu kancynu) Gewe 84,87% (129/152) ¢ 95% CI ot
78,17%-90,16%. NpoueHTbT oTpuLaTenHo cbBnageHue (cneumguyHocT) unm cnocobHocTTa Ha
TecTa npaBuIHo Aa naeHtudunuymnpa HercepTest oTpuuatenHn kancynm (MPoLEeHTLT OT npobuTe,
oueHeHn kato otpuuatenHu ot Bond Oracle HER2 IHC System un HercepTest cnpsimo Bcuyku
HercepTest otpuuatenHu kancynu) bewe 96,42% (269/279) ¢ 95% Cl ot 93,51%-98,27%.

HercepTest
OtpuuatenHo | MNonoxurtenHo | O6wo
Bond Oracle OTpuuaTtenHo | 269 23 292
HER2 IHC
System MonoxutenHo | 10 129 139
Oo6wo 279 152 431

2x2 cbwrnacyBaHe (95% Cl) = 92,34% (89,42 pno 94,67%); p<0,0001

Tabnuya 6. 2x2 cwenacysaHe Ha Bond Oracle HER2 IHC System c¢ HercepTest

Pe3yntatu ot 3x3 cbrnacyBaHe

[aHHuTe 6sxa rpynupanm kato otpuuartenHu (0 nnm 1+), oBycMUCHEHn (2+) nnu nonoXxuTenHn
(3+) 3a 3x3 aHanu3 1 nokasaxa cbrnacysaHe oT 86,54% (373/431) ¢ 95% Cl ot 82,95% 10 89,62%.
ETo 3auo Hynesarta xunotesa (H ), 4e cbBnageHneTo e He no-ronsamo ot 75%, 6e oTxebpreHa
C p-cTonHocT<0,0001.

MpoUeHTLT NONOXUTENHO CbBMageHve 3a 3+ (NPOLEHTBLT Ha Npobute OT NpobuTe, OoLeHeHn
kato 3+ nonoxwutenHu ot Bond Oracle HER2 IHC System n HercepTest cnpsiMo Bcuykm 3+
HercepTest nonoxutenHu kancynu) B ToBa uacnensaHe bewe 73,33% (66/90) ¢ 95% CI ot
62,97% no 82,11%. MNpoueHTbLT oTpuuaTtenHo cbenageHve Gewwe 96,42% (269/279) ¢ 95% ClI
ot 93,51% no 98,27. Bx. Tabnuua 7.

HercepTest
OTpuuatenHo | 2+ 3+ O6wo
(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
Oo6wo 279 62 90 431

3x3 cbrnacysaHe (95% Cl) = 86,54% (82,95% po 89,62%); p<0,0001
Tabnuya 7. 3x3 cbenacysaHe Ha Bond Oracle HER2 IHC System c HercepTest

B 3akntoueHne reHepupaHnTe B HAaCTOSALLIOTO 3creaBaHe AaHHM nokaseart, Yye Bond Oracle HER2
IHC System moxxe aa ce nsnonssa KaTo NOMOLLHO CPEACTBO NpU ONPeaensiHETO Ha NeYeHneTo
3a Tepanus ¢ Herceptin® (trastuzumab) Ha 6a3aTa Ha cbrnacyBaHeTo cu ¢ HercepTest.

KnununyHo ckrnacysaHe Ha Bond Oracle HER2 IHC System ¢ PathVysion HER-
2 DNA Probe Kit

Yact 2 oT uscneaBaHeto Oelle 3amucrnieHa Aa pasrnefa cbrnacyBaHeTo mexay Bond
Oracle HER2 IHC System un komnnekta 3a JHK npo6u Abbott Molecular PathVysion HER-2,
pasrnexgaH kato ‘sanateH cTaHaapT 3a pedriekcHUTe 0b6pasn 3a reHHa oueHka, M3non3BaHu
BbB Bpb3ka ¢ HER2 nmyHoxuctoxumusTa.
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HacTosioTto nacnenBaHe 6e M3BbPLUEHO B CbLUUTE N3CMEAOBATENCKM LIEHTPOBE U CbC ChLiaTa
rpyna Ha uscnegBaHe, kakto n npu Yact 1. Bemuku kancynm 6sixa ouBeTeHU C KOMMMeKTa 3a
[HK npobu Abbott Molecular PathVysion HER-2 cbrnacHo MHCTPYKUMUTE Ha NPOU3BOAWTENS,
NOCOYeHN Ha NCTOBKaTa B onakoBkaTa. [locneasaiym cekumm oT BCsika kancyna bsxa ouBeTeHn
c Bond Oracle HER2 IHC System Bbpxy HanbnHO aBTOMaTM3vpaHa U YCbBbpLUEHCTBaHa
cuctema 3a ouetsiBaHe Ha BOND (ot yact 1 oT knuHu4HoTO uacnensane). OT 431 oueTeHn
Kancynu He Gelle nonyyeH pesyntaT B TpW Criydasi nopagv He[oCTaTbyHa XMbpuamsauust Ha
npobara, KoeTo foBeAe A0 obLya rpyna ot 428 kancynu.

Bcuukn ouBeTeHn npegmeTHW CTbkna 0Osixa oueHeHW oOT obydeHn Habniogatenu Ha gga
LeHTbpa 3a nacneasaHe. 3a aHanua Ha 3x2 cbrnacyBaHe pesyntaTuTe 6sxa TbilKyBaHW KaTo
oTpuuartenHu, ako HER2/CEP17 cbOTHOLWEHNETO Ha reHHa amnnudukaumus e no-Manko ot
(<) 2.0 unn NoONOXWTENHW, ako e Mo-ronsiMo UnKu paeHo Ha (>) 2.0 cnen npebposiBaHe Ha 20
TYMOPHW KNETKK.

Pe3yntatu ot 3x2 cbrnacyBaHe

HabniopaBaHoTo cbBnageHve 3a 428 mocTpu Mexay ABaTa TecTa B 3X2 aHanu3 nokassa
cbrnacysaHe Ha 87,6% (375/428) ¢ 95% Cl ot 84% po 90%.

MpoLEeHTBT NONOXUTENHO CbBNageHne (YyBCTBUTENHOCT) Unn cnocobHocTTa Ha Bond Oracle
HER2 IHC System npaBunHo ga ngeHtudgumumpa PathVysion nonoxutenHu kancynu (MpoueHTbT
oT npobuTe, oueHeHn kaTo nonoxutenHu or Bond Oracle HER2 IHC System u PathVysion
cnpsamo Beuukm PathVysion nonoxutenHu kancynu) 6ewe 93,8% (61+30/97) ¢ 95% Cl ot 86,8%
0o 97,4%.

MpoUeHTBLT OTpMLATENHO ChBNageHWe (CneLnmdrUYHOCT) UK CNocoBHOCTTa Ha TecTa NpaBUMHO
na vaeHtudmumpa PathVysion otpuuatenHu kancynu (NpoLeHTbT OT NpobuTte, OLEHEHU KaTo
oTpuuatenHun ot Bond Oracle HER2 IHC System u PathVysion cnpsimo Bcuukm PathVysion
oTpuuartenHu kancynwm) 6ewwe 85,8% (284/331) ¢ 95% Cl ot 81,6% 10 89,2%. Bx. Tabnuua 8.

PathVysion HER-2 DNA Probe Kit

OTpuuarenHo MonoxutenHo | O6wo
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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 no 90%)

Tabnuya 8. 3x2 cvanacysaHe Ha Bond Oracle HER2 IHC System ousemsiesaHe c/y PathVysion HER-2 DNA Probe Kit.

UmyHopeakTusHocT — HopmaneH Habop

HopmaneH Tvn TbkaH

Mopgen Ha ouBeTsABaHe

HER2 Primary Antibody

HER2 Negative Control

Hap6w6peyHa xnesa OTpuuaTtenHo OTpuuaTtenHo
Mo3bk, Manbk MO3bK OTpuuartenHo OTpuuatenHo
Mo3bk, rnaBeH MO3bk OTpuuatenHo OTpuuartenHo
Mbpan OTpuuaTtenHo OTpuuaTenHo
KocTeH Mo3bk OTpuuaTtenHo OTpuuaTtenHo
KonoH OTtpuuaTtenHo OTpuuaTtenHo
XpaHonpoBog OTtpuuaTtenHo OTpuuatenHo
Oko OTtpuuartenHo OTpuuatenHo
XunodusHa xnesa YMepeHo uuTonnasmeHo OTpuuatenHo

ouBeTsBaHe HabrnogaBaHo B KNETKN

Ha xunodu3sHarta xnesa (1/3)
Bvb6pek OTpuuaTtenHo OTpuuaTtenHo
TapuHke OTtpuuaTtenHo OTpuuatenHo
YepeH gpob OTpuuartenHo OTpuuatenHo
Bsn opo6 OTpuuartenHo OTpuuartenHo
Mesotenuii OTpuuartenHo OTpuuatenHo
ANYHUK OTtpuuaTtenHo OTpuuatenHo
MaHkpeac OTtpuuartenHo OTpuuaTtenHo
MapawuToBnaHa xnesa | OTpuuatenHo OTpuuarenHo
MepudepeH HepB OTpuuartenHo OTpuuatenHo
MpocTaTa OTtpuuatenHo OTpuuatenHo
CnoH4eHa xnesa OTpuuartenHo OTpuuartenHo
Koxa OTpuuaTtenHo OTpuuaTtenHo
TbHKO 4YepBO OTtpuuartenHo OTpuuatenHo
Oanaxk OTtpuuatenHo OTpuuatenHo
Cromax Cnabo unTtonnasmeHo oupetaBaHe | OTpuuartenHo

HabniogaBaHo B KNETKU Ha

cToMaLLHWTE xnesu (2/3)
HanpeueH myckyn OTtpuuaTtenHo OTpuuatenHo
TecTnc OTpuuaTtenHo OTpuuartenHo
Tumyc OTpuuartenHo OTpuuartenHo
LLinToBnaHa xrnesa OTpuuartenHo OTpuuartenHo

Leica Biosystems Bond Oracle HER2 IHC System UHcTpykumuu 3a ynotpe6a TA9145 ROW-BG-CE-Rev_D 16/07/2020
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Cnueuua OTpuuaTtenHo OTpuuaTtenHo
LLniika Ha maTkaTa OTpuuaTtenHo OTpuuartenHo
Matka OTtpuuatenHo OTpuuatenHo

Tabnuya 9. HopmaneH Habop Ha oysemsigaHe
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U3cnepBaHe Ha Bb3npousBoaMMoOCTTa

TecTBaHe € TOYHOCT Ha pe3ynTaTuTe B e4Ha U B HAKOJIKO cepuun

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. Bb3npon3BoaMMOCT OT cepusi B cepust

3a onpegensiHe Ha Bb3NpoOU3BOAMMOCTTa OT cepus B cepus 3 cepum Bond Oracle HER2 IHC
System 6s1xa npousseneHu npy GMP no 3 paznuyHu noeoaa v 6sxa oLeHeHn Npu 24 cekumm
C TyMOp Ha rbpgata (24 ToukM Ha U3MepBaHe), B3ETU OT YETUPU PasfnnyHN PUKcupanHmn
BbB (hOPManuH BKMIOYEHU B napaduH TbkaHHW Gnoka (npeacTaBnsBaliM UHTEH3MBHOCTU
Ha ougeTaBaHe 0, 1+, 2+ n 3+ HER2) n Tpn HER2 Control Slides (12 KOHTPONHM TOYKM Ha
n3mepBaHe). Tpu He3aBUCMMU cepun Bsixa M3BBbPLLEHW B edHa M cblya nabopatopus npu
TPW OTAENHW cryyasi, KaTo Npu BCska ce M3nonssalle oTAenHa Npou3BoAcTBeHa napTuaa
Bond Oracle HER2 IHC System. Bcuuku npegmeTHu cTbkna 6sxa oueteHu ¢ BOND
Oracle HER2 IHC System Bbpxy HambHO aBTOMaTu3vpaHa yCbBbpLUEHCTBaHa cucTema
3a ougeTtaBaHe Ha BOND. OugeTeHute npeamMeTHM CTbKa b6sxa MackmpaHnu 1 OLeHeHN no
NPON3BONEH Ha4YvH OT 0byyeH HabnoaaTen ¢ Len onpeaensHe Ha Bb3npouM3BoAMMOCTTa OT
cepvisi B cepuisi.

OueHka Ha NpeaMeTHUTE CTbkNa (TeCTOBE U KOHTPOMMW) OT M3CMeABaHETO Ha cepusi B cepus
nocouu, Yye 36/36 oT TOUKUTE Ha M3MEpPBaHEe MoraT Aa ce TbIKyBaT. He ce nonyyuu Bapvaums
B OLBETsABaHETO B 36-Te TOYKM Ha M3MepBaHe Mexay TpuTe PasnuyHu MPOU3BOACTBEHU
naptuam Ha Bond Oracle HER2 IHC System. OupetsiBaHeTo ¢ Bond Oracle HER2 IHC
System e KOHCMCTEHTHO NpY NPOVN3BOACTBEHUTE NAPTUAN.

D. MexgynabopaTtopHa Bb3npou3BoauMocT
TectBaHeTo Ha MexgynabopaTtopHaTta BbanpoudBogumocT Ha Bond Oracle HER2 IHC
System 6Gewwe oueHeHo B 3 LeHTbpa - Leica Biosystems Newcastle Ltd (ueHTbp A) 1 aoBe
HesaBucumn nabopatopum (LeHTpoBe B n C) npu o6wo 192 cekunm ot TMA, BkntoyBaLLm
20 vHBa3nBHU rpbaHN Tymopa u 24 HER2 Control Slides. Ot 192 ougetenn TMA cekuum 96
6s1xa ouseTeHn ¢ HER2 Primary Antibody n 96 c peareHT 3a HER2 Negative Control. Bcuukun
npeaMeTHu cTbkna 6sixa ouseteHn ¢ Bond Oracle HER2 IHC System Bbpxy HambiHO
aBTOMaTU3MpaHa YCbBbPLUEHCTBaHA cuctema 3a ouseTsiBaHe Ha BOND. [MpeametHute
CcTbkna 6sixa oueHeHn B 8 He3aBMCUMK CepuW, U3BBLPLUEHW BbB BCAKO €4HO OT 3-Te
pas3nuyHM LeHTbpa 3a uscnefsaHe ¢ nomowta Ha Bond Oracle HER2 IHC System ot egHa
1 cblla npousBoacTBeHa naptuaa. OuBeTeHnTe NpegMeTHU CThKa 6sixa OLEeHEHUN Ha Crnsino
1 1Mo NPOU3BOSIEH HAYMH OT onuTeH Habnaaten B Leica Biosystems, Newcastle Ltd ¢ uen
onpegensHe Ha mexagynabopaTopHaTta Bb3npov3BOAMMOCT.
OueHka Ha npegMeTHUTE CTbKNa OT uM3crnedBaHETO Ha MexaynabopaTtopHarta
Bb3MNPOM3BOAMMOCT nocoun, ye 1477/1920 (76,93%) oT TeCcToBMTE TOUKM HA M3MepBaHe
MoraT ga ce TbilKyBaT. 443 TeCTOBM TOYKM Ha U3MepBaHe He Moxaxa Aa ce TbIKyBaT
nopagu:
a) HeapekBaTHO npeactaBsiie Ha HER2 kOHTPONHOTO NpeAMETHO CTHKIO Npu 2/24 cny4asi,
BOZELLO 10 OTCTpaHsiBaHe Ha 2 cepun/160 TecToBM TOYKM Ha M3MepBaHe. ToBa cbOUTUE ce
CMnyYu BEOHBX B LEHTbP A 1 BeOHBbX B LeHTbP B (80 TeCcToBM TOUKM Ha M3MepBaHe OT BCEKU
LEHTbp Ha nscnensaHe 6sxa oTcTpaHeHn).
©6) OTKNOHEeHWe OT TECTOBWSA NiaH 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 npegmeTHu
CTbkna, Taka 1 Ha TMA TecToBuTE TOYKM Ha M3MepBaHe U 240 ToYkM Ha usmepBaHe bsixa
OTCTPaHeHMW.
B) 3aryba Ha vHBa3WBeH Tymop, Bogella [0 OTCTpaHsBaHe Ha 23 TeCTOBM TOYKM Ha
n3mepBaHe. ToBa cbbutme ce nosien no 23 nosoga B LeHTbP A 1 Belue OupekTeH pesynTar
OT 3arybarta Ha TbkaH B TMA 6noka npv npou3soacTBoto Ha 192 nocneposatenHn TMA
cekuun, HeobxoauMKM 3a 3aBbpLUBaHE Ha TOBa M3crneaBaHe.
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r) Henognexallo Ha TbilkyBaHe OLBETsIBaHe NMopaan HeafekBaTHO U3MMBAHE OT HambiHO
aBTOMaTMyHaTa YCbBBbPLUEHCTBaHa cuctema 3a ouseTaBaHe Ha BOND, poseno po
oTcTpaHsBaHe Ha 20 TOYKM Ha N3MepBaHe.

OueHka Ha nopnexawute Ha TbIKyBaHe MNPEeAMETHW CTbkNa B M3CneaBaHeTo 3a
mMexaynabopaTtopHa TOYHOCT MOCOYM, Ye BapuaLmsi Npyu OLBETSBAHETO ce e nonyyuna npu
79 (5,28%) oT Bb3MOXHM 1477 cbbuTns Ha ouseTsiBaHe. OT Tax 14/1477 (0,95%) cnyyas
npeacraenseat Bapuaumm ot 0 o 1+ unu 2+ go 3+ 1 Taka Te He NpeacTaBnsiBaT NpoMsiHa
OT KINVHWYHO NOMOXWTENHO KbM KIMTMHUYHO OTPULLATENHO Ny o6paTHO Npu 2X2 oLeHka Ha
naHHuTe. CTOMHOCT Ha npemuHaBaHe = 99,05% (95% Cl = 98,42% pno 99,46%). Ot 14
cbbuTUA no ousetasaHe 5/1477 (0,34%) cbbutua no oupeTsiBaHe ca ce nonyyunu B Leica
Biosystems, Newcastle, Ltd (ueHtep A), 8/1477 (0,54%) ca ce nonyuunu B LeHTbp B u
1/1477 (0,07%) ce e nony4uno B ueHTbp C.

OcraHanute 65/1477 (4,40%) cbbutnsa Mo oLBETsIBaHe ca Nokasanu Bapuauusi ot 2+ o 1+
unu 2+ go 0 u cnepgoBaTenHo 6uxa NpeacTaBnsABany NPOMSHa OT KIMUHWUYHO MOMOXWUTENHO
KbM KIIMHWUYHO OTpULATENHO unM obpaTHO npu 2x2 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.

. Bb3anpoussogumocT mexay Habnogarenute

40 npon3BOnHO M30paHu Kancynu C MHBa3VWBEH pak Ha rbpharta, NpeaocTaBslln paBHO
pa3npeneneHne Ha Bcska oT creneHute Ha HER2 IHC (npobwu ot pecekuusi) 6sixa
nocnegoBaTenHo oTAeneHn u npegoctaBeHn Ha Leica Biosystems, Newcastle Ltd (ueHTbp
A), ueHTbp B n ueHTbp C 3a ouBeTaBaHe 1 TbikyBaHe. CekunnTe 6sixa oLeHsiBaHW Ha Crsino v
NMPON3BOIMHO BbB BCEKM LieHTbp. CbBNaaeHneTo Mexay Habnogateny Ha ABeTe He3aBUcUMm
KIMHWYHKU LeHTpoBe, UeHTbp B 1 ueHTbp C, Gewe 87,5% (95% CI = 73,3% pno 95,8%).
CbBnageHunerto mexay LeHTbp B n ueHTbp C 1 Leica Biosystems Newcastle, Ltd 6etue 92,5%
(95% Cl =79,6% p0 98,4%) n 85% (95% Cl = 70,1% fo 94,29%) pecnektmsHo. AHannsbT
Ha obLL0TO KoOpAMHMPaHe Mexay Tpumata Habnogatens (A, B, C) e 82,50%.

. TouHocT mexay nHctpymeHTute (BOND-MAX c/y BOND-III)

TecTBaHeTO Ha TOYHOCTTa MeXAy MHCTpymMeHTuTe ¢ nomowita Bond Oracle HER2 IHC
System 6Gelue u3BBLPLIEHO B HE3aBUCKMM €BPOMENCKU n3cnedBall, LeHTbp. TecTBaHUTe
MOCTpU Bsixa nonyyeHn oT dmKcMpaHn BbB hopMarivH BKIOYEHW B NapaduH Lenu cekumm
ot cTo TpuaeceT n oceM (138) kancynu c MHBa3MBEH pak Ha rbpaata (npobw ¢ urna oT SAPOTo
N C pecekums). TeCTBaHETO MeXAy MHCTPYMeHTUTe belle u3BbpLUBaHE B CbOTBETCTBUE C
O4YaKBaHUS Ha LeHTbpa 3a u3cneaBaHe C OLBeTsBaHe Ha NocneaoBaTeriHn CeKUMn BbpXy
nnatgopmmte BOND-MAX 1 BOND-III. Tpu kancynu 6sixa pasrnegaHun kato HeMoAXoAsLLM
nopaamn HanM4YHOCTTa MOCTPa/TyMOp, HECHOTBETCTBALLM Ha M3CIeABaHETO.

MaoeHTnyHn naptugHym Homepa Ha Bond Oracle HER2 IHC System u BOND Instrument
crnomaratenHu peareHTu 6sxa M3NON3BaHW 3a BCEKW MHCTPYMeHT. Pasgenu ce ouetsiBaTt
cbC 3agHa pata. [pegmeTHuTe CTbkna 6sxa TbIKYBaHW B LEHTbpa 3a u3cnefsaHe oOT
onuTeH HabnoaaTen, 3a Aa ce onpefeny TOYHOCTTa Mexay UHCTPYMEHTUTE.

OueHka Ha NpeMEeTHMTE CTbKIa 3a TOYHOCT MeXay MHCTPYMEHTUTE Nokasa 2x2 cbrracyBaHe
Mexay 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+) cvoTBeTcTBUME OT 87,0% (120/138) ¢ 95% Cl ot 80,2 £0 92,1%.
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BOND-MAX
OTpuuartenHo | MonoxutenHo | O6wo
(0/1+) (2/3+)
OTpuuartentHo | 80 1 81
(0/1+)
BOND-III
MonoxwutenHo | 7 50 57
(2/3+)
o6wo 87 51 138

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

Tabnuya 10. 2x2 cvenacysaHe Ha Bond Oracle HER2 IHC System ousemseaHe npu BOND-MAX c/y BOND-III nnamgopmu.

BOND-MAX

OtpuuartenHo | iBycmucnexo | NonoxurenHo | O6uio

(0/11+) (2+) (3+)
OTtpuuatenHo | 80 1 0 81
(0/1+)

BOND-III

[OBycmucneHo |6 5 1 12
(2+)
MonoxutenHo | 1 9 35 45
(3+)
O6uwo 87 15 36 138

O6wo cbvrnacysaHe (95% Cl) = 87,0% (80,2 no 92,1%)

Tabnuya 11. 3x3 cbenacysare Ha Bond Oracle HER2 IHC System ousemsieare npu BOND-MAX c/y BOND-III nnamgopmu.

B 3aknioyeHve paHHUTE, reHepupaHu B TOBa M3criedBaHe, Noka3eaT BUCOKO HMBO Ha
cbrnacyBaHe mexay BOND-MAX n BOND-III cuctemute Ha Leica Biosystems, korato ce
oueHsiBaT ¢ nanonssaHeto Ha Bond Oracle HER2 IHC System.
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PaspeluaBaHe Ha npoGnemu

Mpobnem BeposTHa npuumHa Kopurupawo gencreue

Hama Cepusita e npekpateHa M3nonasawku codTyepa Ha
VNMYHOXUCTOXMMUYHO npeav 3aBbpLUBaHe BOND notebpaeTe HanuymMeTo Ha
oLBETSABaHe noanexaliy Ha AokrnagBaHe rpeLuku

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

HenpasuneH nsbop Ha
MPOTOKOS

YBepeTe ce, 4e e 3agafeH no
noppasbupaHe

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

HeapekBaTtHa
nenapadvHusaums Ha
npegMeTHUTE CTbKNa

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

PasnpbcHaTtn ca
HEeNoAXoAALLMN HACUMHN
peareHTu

YBeperte ce, Ye Bcuykm BOND
peareHTu ca pasnpegernenv B
noaxoasLMTe HaCUMHU KOHTEWHEPY 1
NocTaBeHW B NpaBUMHUTE NO3NLUK Ha
MHCTPYMEHTA.

3ambpcsBaHe Ha BOND
pa3TBopa 3a M3MuBaHe C
HaTpueB asvj

Manonaeawte npeceH BOND Wash
Solution, nogroteeH Ao nogxoasiiara
paboTHa NMbTHOCT.

Cnabo cneunguyHo
NMYHOXUCTOXUMUYHO
oLBeTsiBaHe

Henoaxoasiio
M3BNUYaHe Ha enuTon

YBepeTe ce, Ye NoAXOAsLIMTE peareHTu
Ha BOND Epitope Retrieval ca
pasnpegeneHn B NpaBUITHUTE HACUMHN
KOHTENHepu 1 Ye codTyepbT Ha BOND
no nogpasbupaHe e 3agageH Ha
CBHOTBETHVSA MPOTOKOM 3a U3BMMYaHe Ha
enuton, *HIER 25 min *ER1 (97).

Henoaxogswo
duKenpaHe unm
obpaboTka Ha TecToBa
npoba

YBepeTe ce, Ye e u3nonasaH
dukcaTop Ha 6asarta Ha bopmarnuH
1 Ye rpacuumTe 3a obpaboTka ca
NoaxoAsLLM 3a npobaTta, KosiTo ce
roanara Ha TecTBaHe.

Bond Oracle HER2 IHC
System ce ns3nonssa
M3BbH HENHMSA CPOK Ha
rogHocT

YBeperTe ce, Ye n3nonasaHata Bond
Oracle HER2 IHC System e B pamkute
Ha NOCOYEHMSI CPOK Ha rOAHOCT.
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[MpekomepHo
cneynpuyHo
NMYHOXUCTOXMMUYHO
ouBeTsABaHe

Henoaxogso
M3BMMYaHe Ha enuTon

YBepeTe ce, Ye NOAXOAALLMUTE
peareHTn Ha BOND Epitope Retrieval
Ca pasnpepgerneHv B NpaBUNH1Te
HacumnHW KOHTeNHepn 1 Ye coTyepsbT
Ha BOND no nogpasbupaHe e
3agageH Ha *HIER 25 min ER1 (97).

Bapwuauusa npu
ukcmpaHeTo

YBepere ce, Ye e 13nonssaH
dukcaTtop Ha 6asata Ha hopmanuvH
1 Ye rpachmumTe 3a obpaboTka ca
noaxoZswy 3a npobara, KosaTo

ce noanara Ha TectBaHe. Ako e
Bb3MOXHO, TECTBaITE NOBTOPHO
Karncynara c nomoluTa Ha apyr 6nok.
AKo TOBa He € Bb3MOXHO, OLIEHETE
30HWTE, KOMTO NOKa3BaT Haii-4o6pu
MOZENN Ha (hMKCHpaHe BbB BPb3Ka CbC
cboTBeTHaTa H&E oupeTeHa cekuus.
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HecneuundunyHo
OHOBO OLBETSABaHE

Pa3npbcHatu ca
HenoaxoAsLLM HACUMHK
peareHTu

YBeperte ce, Ye Bcuykm BOND
peareHTu ca pasnpefenexv B
rnoaxoasLMTe HAaCUMHU KOHTEVHEPH 1
rMocTaBeHu B NpaBUHUTE NO3MLMK Ha
MHCTPYMEHTA.

HeapeksaTHa
nenapaduHusauns Ha
npegMeTHUTE CTbkNna

YBepeTe ce, Ye e n3bpaHo *Dewax B
noneto "lMoarotoBka" Ha AnanoroBusi
npo3sopey, "[do6asu npeamMeTHO
CTBbKMNO".

HecneuundwnyHa
NMYHOXUCTOXUMUYHA
KpbCTOCaHa peakuus B
TbKaHTa

O6bpHeTe ce kbMm Bond Oracle

HER2 IHC System onvcaHueTo Ha
HopMarHaTa KpbCcTocaHa peakTUBHOCT
Ha TbKaHuTe (06BbpHETE ce KbM
Tabnuua 9).

HecneuundwnyHa
NMYHOXUCTOXMMUYHA
KpbCTOCaHa peakuusi
CbC 30HU C TbKaHHa
Hekposa

YBepeTe ce, Ye e U3non3saH
dukcaTtop Ha b6asata Ha hopmarnuH

1 Ye rpacpmumTe 3a obpaboTka ca
nogxo4swm 3a npobara, KosTo ce
nopnara Ha TectBaHe. AKO € Bb3MOXHO,
TecTBalTe NOBTOPHO Karncyrnarta ¢
nomoLuTa Ha Apyr 6rnok. Ako ToBa He e
Bb3MOXHO, OLiEHETE BbB BPb3Ka ChC
cboTtBeTHaTa H&E oupeTeHa cekums
30HUTE, KOUTO NOKa3BaT Ha-406pu
MoZenu Ha cpukcmpaHe.

MacylwaBaHe Ha
apTedakT cneg
3aBbPLUBAHETO Ha
cepusiTa Ha ouBeTsIBaHe

AKO npeaMeTHUTE CTbkna Tpsbaa
[a ce NoCTaBAT 3a HOLLHa cepus,
npenopbyBa ce Aa ce M3non3sa
dyHKUMoHanHocTTa Ha BOND 3a
OTNOXEH CTapT. YBeperte ce, Ye uma
aleKBaTHO KONM4ecTBO AUCTUNUpaHa
Unu AeioHn3npaHa Bofa, KoeTo Aa
CTWUrHe 3a NpeaMeTHUTE CTbkNa 3a
TO3U NepuoA 1 Ja ce rapaHTupa,

Ye npeAMETHUTE CTbKNA HAMa Aa
N3CbXHaT.

Cekuuu, npunenHanm
KbM NpeaMeTHM
CTbKra ¢ nomoLiTa Ha
ckopbanHu gobaBku

M3nonaeavite NpeaMeTHU CTbKNa

6e3 ckopbsina (Leica BOND Plus
Slides — npoaykToB kog S21.2113 nnu
Apex BOND Slides - npoaykToB koz
3800040).

TbKkaHTa e oTCTpaHeHa
OT nauyneHTckoTo/
Control Slide(a)

M3non3BaHe Ha
HenpaBuneH Tun
nNpegMeTHN CTbKMa Unm
HeaJeKBaTHO CyLUEHe Ha
cekumsa

YBepeTe ce, Ye ce n3nonaeart
NoaxXoAsALMTE NPEAMETHN CTbKNa

3a NaLMEHTCKUTE/KOHTPOMHM CeKLMM
(Leica BOND Plus Slides — npogykTtoB
koa S21.2113 unu Apex BOND Slides -
npoaykToB kog 3800040). YBepeTe ce,
Ye npeaMeTHUTE CTbKa nonyyasar
a/leKBaTHO M3cyLlaBaHe 1 ce
MHKyOupar 3a 12-18 yaca npu 37 °C
(npes HowwTa). CekumnTe, KOUTO ce
HYXAasT OT AOMbIHWUTENHO crnenBaHe,
Moxe Aa ce uHkybupat npu 60 °C 3a
oLle eanH yac.
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Tabnuya 12. Bond Oracle HER2 IHC System Hapb4HUK 3a pa3pewasaHe Ha npobremu.

Ako nma npobnemu, cebp3aHu ¢ Bond Oracle HER2 IHC System, kouto ga nonagat u3BbH
obxBaTa Ha HapbYHKKa 3a paspeluaBaHe Ha npobnemun (o6bpHeTe ce kbM Tabnuua 12), mons,
CBBbPXETE Ce 3a NOMOLL, C BallUWs fOKaneH TEXHUYECKM cepBuU3eH oTaen Ha Leica Biosystems
Unu ¢ aucTpubyTopa.
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HercepTest™ e TbproBcka mapka Ha 1 06eKT Ha nuueHsu, nputexasaHu oT DakoCytomation,
Denmark A/S Herceptin® e Tbproscka mapka Ha Genentech, Inc. n F. Hoffmann-La Roche Ltd.
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