YTBEPXIAIO

Jlupexrop
000 «BUOJIMHK»

® ) Duo/lusik

nabopatopma .
reHOA4MarHoCTUKK 7 e 2 LNOKTAOpa 2022 1.

Habop pearentoB 1 BeisiBIeHUs MyTaruii rena PIK3CA
METOA0M IoJiInMepa3Hoi 1enHoi peakiuu (11L[P)
B PEKHUME PEaIbHOTO BPEMEHHU
""Real-time-PCR-PIK3CA-5R"
o TV 21.20.23-007-57201404-2020

NMHCTPYKIUA ITO TPUMEHEHNIO






[®) Buosturx

) Pt Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO
Conepxxkanue
232101 (535 07 (< 3
(RN 5 B35 e ()31 (S0 €2 1010 o 1 AP PTPROPRRI 3
2 XaPAKTEPUCTHKA HADOPA ... .veeureeriiesieesiresiteeteesteesseessseene e st e sseesneesnneeneenbeesneesnnesnneenneens 4
2.1 DBapUAHTBI HCTIOITHEHI ... veeuvveireinreesreesteesteessseasseasseesseesseesssesssesneesseessesssnessneenseenses 4
2.2 COCTAB HAOOPA PEATEHTOB ....ccuvveurianriasteesseeasreasseasseessessseesssesssesseesseesseessnessseansesnnes 4
2.3 YHCIO0 aHATH3UPYEMBIX TIPOO. .. eeuviiurietieiteesireeieeteestee st et e e sre e e e sneesnne e enns 5
2.4 TIpUHIMI TEHUCTBUS HADOPA .vvveivreeeiiieiesiiieesireesssteessssssesssssessssssessssssesssnssesssnsssenns 5
3 AHaJTUTUYECKHE U JUATHOCTUUYECKUE XAPAKTEPUCTUKH HAOOPA. .. vveevveeirieririesireerneeennn 6
IS0 R 000750 (ol Q01003 B0 0) 050 5 0 S SRR UPRRIIS 6
3.2 AHanuTHueckas CrenupuIHOCTh, BIUSIHNAE HHTEPHEPUPYIOMINX BEIIECTB........... 6
3.3 XapakTepHUCTUKH aHATUTUYECKON IPPEKTHBHOCTH ...ccvvvervviiiianiiesieeniee s 7
3.4 JIMarHOCTHYECKAS CIICIIAMUTHOCTD ..veeuveerrresriasreasseesseesseessnesssessseessesssesssnssssesnsesnnes 7
3.5 JInarHOCTUYECKAS TYBCTBUTECITBHOCTD vvveiuvvvreissreessstreessssreessssensssssesssnsnnssssssesssnsnnenns 7
3.6 OrpaHUYCHUS MPU MPUMEHECHHH 1.vveeirvvrreisrreesssreesssseesssssessssesssssessssssessnssesssnssens 8
3.7 JloctymHble pepepeHTHBIC MATEPHATBI K METOJIBI AHATTHBAuvvieivveeeesreeessnneesnsneenns 8
4 Puckwu, CBSA3aHHBIC C TPUMCHECHUEM HAOOPA PEATCHTOB .....vvvveevrereirrressssreessrnnessssneesnns 8
S MeEPBI IPEAOCTOPOIKHOCTH ....vvrereesreessreesssesassesessseessseessseesssesssesassessssneesssesssessnnessnnesenns 9
6  OOOPYHOBAHUE U MATCPHAIIBL. .....veerteeeeessressreasseesseesseesseesssessseaseesseesseesssesseesseessessseenns 10
6.1 Oo6opynoBanue, HEOOXOAUMOE TSI PAOOTHI C HAOOPOM PEATCHTOB ....vvveervveeernns 10
6.2 Marepuaibl, HCOOXOIUMBIC 11T PA0OTHI C HAOOPOM PEATCHTOB.......vvveivveeeirreeenns 11
AN 2 1) 17637 10) (oY 03 (20 110101 S PSPPI 11
8 TIoAroTOBKA KOMITOHEHTOB JUIS QHATIHIBA «.evvvrnnereessnssesessnnssessssnnssessessnnssssessnnsseesssnnseees 12
8.1 Iloaroroska 06pa3ioB — oOpadoTka yparui-JIHK-rmuko3mnazon........cceeeveeeen. 12
8.2 IloaroroBka 00pa3oOB — MPUTOTOBICHUE PABBEICHUM. ......vvveervvreeeiieeeiiieeesineenns 12
O TIPOBEHCHME AHAITHBA ..vvevvveenreeenreessreessreessseessseessseeansseessseessneesnseessseeaneeannneeanneesnneennneens 13
9.1 TloctanoBka KOHTPOTBHOM TTLIP ....cccviiiiiiiiiiiii e 13
9.2 TIporpaMMHPOBAHUE U 3AITYCK TEPMOITUKIIEDA «.euvvveerrreeureessreesnreessneessneessneesnenns 15
9.3 Anamm3 pe3ynbTaToB KOHTPOIBHOU TTLP .....ccovviiiiiii 15
9.4 TlocranoBka koutposbHOU [IP n annens-cnenudpuunsix [P Ha myTaruu rena
e 1S {0 NSRRI 16
9.5 IIporpaMMUPOBAHUE U 3AITYCK TEPMOITUKIICPA .e.vvvveerrvrrresrrresssrresssseessssnesessneenns 18
10 AHAQITH3 PEBYIIBTATOB ..vveeeuvreresssrreesssressssteesssssesssssessssssessasssessassesssnssessssssessanssessssssessnssees 18
10.1 Kputepuu goctoBepHOCTH Pe3yabTaTOB [TLP......cooviiiiiiiii 18
10.2 Ananu3 pesyabraToB [P Ha Hammumne myTaruii reHa PIK3CA ... 20

Bapwuanr 1: 22201, Bapuant 2: 22202 1



)/0 Buo/lurk Real-time-PCR-PIK3CA-5R UHCTpyKIus 110 TIPUMEHEHHTO

11 VYcnoBus xpaHeHUs], TPAHCTIOPTUPOBAHUS U IKCTUTYATALIIH ...vvevvvveeessereeesnrnessssneessnsnens 21
iAW) (0):37 5 04 o X:1 (351076 SRR 21
11.2 VCHOBHS TPAHCTIOPTHPOBAHIS «.vvevvvreesssreessssresssssesssssessssseessssseesssssesssnssssssnssessnnes 21
11.3 VCHOBHS DKCTUTYATALIHH ...vvveesvveesssteeessssenssnssesssssssssssssesssssessssssesssnssesssnssssssnseessnnes 21

12 TapaHTUHHBIC OOSTBATEITBCTBA ...uvveuveeureesseesseesuressseasseesseesseeasseanseesseesseesssessnessseesseesseesns 22

13 MAPKHPOBKA ....ccuveeeeesieeanteeteetee st et asse bt e sbeesseeas bt e bt e ab e e s beeese e enn e e bt e sbeesaeesnneeneenbeennee e 22

13) (0012 (0 o - 111) . CH O PP T TR PP PSRN 23

[Tpunoxenue A (pekomenayemoe) Pexomenaamuu no Beiaenenuto JJHK u3 napapuHoBbIX

[Tpunoxenue b (pekomenayemoe) PekoMmenaanuu mo aHaiau3y JaHHBIX B rporpamme «MS
(@) 1 1161 = (e3=] [ TSP 25

2 Bapuanr 1: 22201, Bapuanrt 2: [REF|22202



naboparopus
reHOAMarHOCTUKM

)/‘ Guoslurk Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO
BBenenue

dochatuannunozuron-3-kunaza PISK  sBiseTcss KOMIOHEHTOM CHUTHAJIBHOTO
kackaga PI3K/AKT/mTOR, kouTpoaupyiomiero mpojudepanuo, auddepeHInaluio,
Murpanuio u BepkuBanue kietok. 'en PIK3CA koaupyeT KaTaluTHYeCKylo CyObeInHUILY
PI3K. AktuBupyromue comarudeckue Mytauuu reHa PIK3CA uacto BcTpewaroTcsi B
OITyXOJISIX TIPH pake MoJiouHO# xkene3sl (PMIK) u konopekranpaOM pake [1; 2; 3].

AxtuBupyromue Mmytamuu reHa PIK3CA oOnapyxuBatorcs B 40% cmyuaeB
ropmoHo3aBucumoro HERZ2-otpunarensHoro paka monouHo#t »kesne3bl. BoNBIIMHCTBO
mytaruii B reHe PIK3CA nokanmu3oBano B sk3one 9 (E542K, E545K) u B sk30He 20
(H1047R u H1047L). ITanmentam ¢ mytanusmu rena PIK3CA pekomeHioBaHa TapreTHas
Teparnus CeJICKTUBHBIM HHIHOUTOpOM alib(da-nzopopmel PI3K (ammenmucub) [4; 5].

B cootBeTrcTBMHM ¢ KIMHUYECKUMH PEKOMEHAAUUAMU «Pak MOJIOUHOW KEJIE3bI»
NaeHTaM C paclpoCTpaHeHHBIM TopMoHo3aBUcUMbIM HER-2-otpumnarensusiM pakom
MOJIOYHOM jkeJie3bl 1esiecoodpasno omnpezaenenune myramnuil B rene PIK3CA nnst npunsatus

peIICHUs 0 Ha3HAYCHUH KOMOUHAIMHK anmnearcuda ¢ ¢yasectpanToM [6].

1 Ha3nayeHue HaOopa

Habop peareHToB mpenHa3HayeH Jisi KQU€CTBEHHOTO OMPENEIICHUs] COMaTHYECKUX
mytamii E542K, E545K, H1047R u H1047L rena PIK3CA meromoMm moimMepa3sHOU
IEMHOW PpEaKIUU B PEKUME peadbHOro BpeMeHU. DYHKIMOHAIBHOE Ha3HA4YCHUE:
CONYTCTBYIOIAasi JAMArHOCTHKA, ONpEACICHUE TIOKa3aHWM K TapreTHOM Tepamnuu
uaruouropom PI3K (komOuHanmu amnenucuba ¢ (yJBECTPaHTOM) Y MAlUEHTOB C
pacnpocTpaHeHHbIM TopMoHO3aBUCUMBIM  HER-2-oTpunartensHpiM  pakoM MOJOYHOM
xkene3pl. Marepuaiom st npoenenus [ILP  saBmsercas JIHK, Beigenennas wus
¢dbukcupoBanHoi ¢opmasinHoM U 3aknrodeHHo B mapadun (FFPE) omyxoneBoit TkaHu.
HaGop peareHToB npeaHa3HavYeH I JUAarHOCTHKH IN VItro.

JleMorpaduyeckue U NOMyJISIIMOHHBIC ACTIEKThl TPUMEHEHUS: 0€3 OrpaHuYEHUH.

OO6macTh MPUMEHEHUS — KIIMHUYECKast TaOopaTOpHast TMarHOCTUKA.

TpeGoBanus K KBadUUKAIMK TOJH30BATENCH: TOJBKO KBaTU(DUIIMPOBAHHBIM
NepCcCoHall, OOYYECHHBIH METOJaM MOJICKYJISIPHOW JUAarHOCTUKU (Bpad KIMHUYECKOU

71a00paTOPHOM TUATHOCTUKU, METUITMHCKHIA J1a00paTOPHBIN TEXHUK).

Bapwuanr 1: 22201, Bapuant 2: 22202 3
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2 XapakTepucTHKA HaOopa

2.1 BapuaHTbI HCIIOJIHEHUSI

«Habop pearenToB jyis BeisiBiieHHs MyTaiuid rena PIK3CA metogom nonvMepasHoi
nenHoit peakuuu (IT1P) B pexxume peansHoro Bpemenu "Real-time-PCR-PIK3CA-5R" mo
TY 21.20.23-007-57201404-2020» (manee mo TEKCTy — HAOOp peareHTOB) MPE/ICTABIICH B
JIBYX BapUAHTaX UCIIOTHCHUS:

1) Ha6op pearentos Ha 12 peaxnumii "Real-time-PCR-PIK3CA-5R (12)";

2) Habop pearentos Ha 36 peakiuii "Real-time-PCR-PIK3CA-5R (36)".

2.2 CocrtaB HadoOpa peareHTOB

HaGop coxepxxutr npoOupku c peareHtamu (Tabiuua 1), HMHCTPYKUHIO IIO
IPUMEHEHUIO U aclopT KauecTBa.

Ta6muma 1. CoctaB Habopa peareHToB

LBer O0bém pearenra
Ne HanmeHnoBaHnue pearenra — —
KPbIIIKHA Ha 12 peakumii | Ha 36 peakumii
1 | 3enensblit Konrponsnas IIIIP-cmecn! 740 MK 2*1100 Mk
2 | JKénreii [T1{P-cmecs E542K? 280 MK 840 MK
3 | XKénrsrit [T1[P-cmech E545K* 280 MK 840 MK
4 | JKénTenii ITLIP-cmecs H1047R?! 280 MK 840 MK
5 | XKénterit ITLIP-cmech H1047L! 280 MK 840 MK
6 | Cunuit Taq JHK-nonumepasa 30 Mk 80 MK
7 | KpacHbrii [IKO? 120 mMxn 360 MK
8 | benbrit OKO?® 1400 Mk 4000 Mk
9 | becuBeTHbIit 10x UDG o6ydep 36 MK 110 mxm
10 | Becugernpiii | UDG (ypamun-/IHK-rnuko3nnasa) 9 MK 27 MK

U TIIP-cMecu He conepsxar Taq JIHK-nomimepasy.

2 TIKO — NOJOKUTENbHBIA KOHTPOJLHEIA oOpazen, coxepsxkamuii cvecs JHK ¢
dbparmentamu reHa PIK3CA ¢ myrammsmu E542K, E545K, H1047R, H1047L u JJHK
yenoBeka 6e3 myTtaruii rena PIK3CA;

¥ OKO — oTpunarensHblii KOHTPOJILHBIN 00pasel, coaepkanuii Boxy 6e3 Hykieas.

KomrmonenTsl Habopa B pabodyMx KOHIIGHTpAIUSAX HE TOKCHYHBI, HE O0aIaroT

KaHIOCPOTCHHBIM U MyTarCHHbIM JICCTBHUEM.

4 Bapuanr 1: 22201, Bapuanrt 2: [REF|22202
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2.3 Ywmcji0 aHAIU3UPYEMBIX P00

HabGop pearenroB Ha 12 peakmmii "Real-time-PCR-PIK3CA-5R (12)" coxmepxut
peakTUBBI sl TpoBefeHUs 12 peakiuii, 4To MO3BOJSIET MPOAHATU3UPOBATH B OJHOU
MIOCTaHOBKE YEThIPE KIMHUIECKIX 00pa3iia, MOI0KUTEIbHBIA U OTPUIIATEIIbHBI KOHTPOIh
(Bce oOpasIibl B IyOIIsiX).

HaGop pearenroB Ha 36 peakmmii "Real-time-PCR-PIK3CA-5R (36)" comepxut
peakTUBBl sl MOpoBeaeHUss 36 peaknuid, 4YTO TMO3BOJSET MpOaHAIU3UPOBATH 12
KIMHUYECKHX O0pa3loB B TPEX IMOCTAHOBKAX IO YEThIpE KIMHUYECKUX oOpasma c
MOJIOKUTEIIbHBIM U OTPHUIATEIbHBIM KOHTpOJIEeM (Bce 00pa3ipl B nyoinsax) wid 16
KIIMHAYECKUX O0OpaslloB C MOJOXUTEIbHBIM M OTPHUIATEIBHBIM KOHTPOJEM B OJHOMU

TIOCTaHOBKE (BCe 00pasIibl B AyOJIsX).
2.4 IlpunHuun geicTBusi HA6opa

[Tpunnmn nelicTBus HaOOpa pearecHTOB OCHOBaH Ha METOJIC ajlielib-Crielu(UIHON
[ILIP B pexxuMe peanbHOrO BpEMEHU € JETEKIMEN CUTHAJA ¢ TomMoIbo TagMan 30H10B.

Habop conepxut niare cmeceit mist [P (Ttabmmma 1): koraTponsHas I[TLP-cmechk u
yetbipe [THP-cmecu mist ammmndukanuu pparmentoB rena PIK3CA ¢ mytanmsimu ES42K,
E545K, H1047R u H1047L. TILIP-cmecu comepxkaT Bce HEOOXOIWMBIC PEarcHThl 3a
uckimouenneM Taq JIHK nonumepasbl, mocTaBisieMoil B OTAEIbHON TPOOUPKE.

Jl1st KOHTpOJIst paboThl HA0OPa B €r0 COCTaB BXOJIAT MOJIOKUTEIBHBINA KOHTPOIBHBIN
oopazen (IIKO) u otpuniarenbubiii KOHTpoJibHBIN 00pazer (OKO). ITKO coxepxut cmech
JIHK pexomOunantHbix mnaszmuj ¢ ¢parmentamu rea PIK3CA ¢ myrammsmu ES542K,
E545K, H1047R, H1047L u JJHK uenoBeka 6e3 mytanuii B 542-m, 545-M u 1047-m
kogonax reHa PIK3CA. OKO conepxut Bogy 0Oe3 Hykiea3. B KaxIoMm sKCiepUMEHTE
ucnonb3ytoT [IKO u OKO. Bcee uccnenyembie M KOHTPOJIbHBIE 00pasiibl TECTUPYIOT B
TyOJIsX.

Ananu3 Ha Hanuuue myTanuu B rene PIK3CA coctouT u3 1Byx 3Taros:

1) mpoBepka o6pasios JJHK B kortponsroii [T1P;

2) TIIIP na Hamuuue mytarmii B rene PIK3CA.

Ha nepsom stane npoBogsar I[P ¢ KOHTpOabHOM CMECHIO 11 OEHKH NPUTOIHOCTH
1 BBIOOpa moaxosmero passeacaus oopasnoB JIHK. Mumensto mis konTposbHOM TT1P
sBisgercst KoHcTaHTHBIN yuacTok JIHK rena BRAF. IIpoayKTsl 3TOM peakuuu AeTEKTUPYIOT
B 5’-DK30HYKJICA3HOM peakuuu ¢ nomMouipio TagMan 3onma, medeHHOTO (uryopodopom
FAM. KountponbnHas III[P-cmecy Takke comepkut peareHtsl mjs I[P BHyTpeHHEro
koHTpos (BK). Mumiensto TP BK sBasiercss cunTeTrueckas mociieIoBaTelIbHOCTh, HE

uMeroIas romojorun ¢ reHomom uyenoseka. [Ipoaykrsl TP BK nerektupyror B 5°-

Bapwuanr 1: 22201, Bapuant 2: 22202 5
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AK30HYKJICA3HOW peakuuu ¢ momolisio TagMan 3ou1a, MeduenHoro diyopodopom ROX.
Amvmndukanus BK ciayXuT KOHTpoJieM MpaBUIBHOCTH TOCTAaHOBKM M OTCYTCTBUS
uHruoutopos [1L{P, koTopbie MOTYT MPUBOAUTH K JOKHOOTPUIIATEIBHBIM PE3yIbTaTaM.
[Ipurognocts o6Opaszna JIHK omenuBator mo BenuunHe Ct, COOTBETCTBYIONICH
komuecTBy nukioB [II[P, mpu kotopom kpuBas (pryopecueHInn nepecekaeT 3aJaHHbIN
NOpOTOBBIN ypoBeHb. 3HaueHus Ct pazBenenuit kuHnueckux oopasnos JIHK cpaBHuBaroT
¢ Ct IIKO. Mns mocnenyromux amnenb-crienupuyasix [ILP BeiOuparoT pasBeneHue
obpasua JIHK, koropoe nmeer nanboisee 6mmskyro Benuuuny Ct orHocutensHo Ct [TKO.
Ha Brtopom »stame BblOpaHHble pa3BefeHusi ooOpasnoB JIHK ananusupyror
OJTHOBpEeMeHHO eIié pa3 B KoHTpoJibHOU [IL[P u B yeThipéx amnenb-cnenuduunasix [TIIP Ha
COOTBETCTBYIOIIME MyTauuu. B kaxaoil u3 amnens-cnenuduunbix [P mpoucxoaut
nzbuparenpHas ammmdukanus pparmenTa JIHK rena PIK3CA, comeprxariero Myramuio,
3a CYET MCMOJI30BaHUs IpanMepa, KOTOPBIN KOMIIJIEMEHTapeH nocienoarenbHoctu [JHK
¢ cootBerctBytomieii myramueil. [Ipomykter 1P rena PIK3CA nerextupyior B 5°-
HK30HYKJICa3HOM peakinu ¢ nomoinbio TagMan 3ouaa, medennoro ¢iyopodopom FAM.
B amnens-cneruduunoi peaknuu BenmuuHa Ct mas o6pasuos JIHK, comeprkamumx
red PIK3CA 6e3 myTanuu, Ha HECKOJIBKO ITUKIIOB BhIIIE, YeM BenuurHa Ct, 11 00pas3iioB
JIHK, conepxamux ren PIK3CA ¢ cootBeTrcTByrome myranueir. Hamnume mytanum B
obpasue JIHK omnpenensiercs mo pasHuiie Mexay 3HaueHusIMU Ct B ayenb-crienupuIHOn

[1L{P Ha COOTBETCTBYIOIIYIO MyTallMIO U B KOHTpoiabHOM [11[P.

3 AHAJWTHYECKHE U TUATHOCTHYECKHE XaPAKTEPUCTHKHU HAbopa

3.1 Ilpenes oOHapy:xkeHUS

IIpenen oonapyxkenus cocrabisgeT 5% JIHK ¢ myramueit E542K rena PIK3CA Ha
¢done JIHK rena PIK3CA 6e3 mytaruit, 5% JIHK ¢ myranueit E545K rena PIK3CA Ha done
JHK rena PIK3CA 6e3 myrtamuit, 5% JIHK ¢ myrtanueit H1047R rena PIK3CA Ha done
JHK rena PIK3CA 6e3 mytaruii u 5% JIHK ¢ myranueit H1047L rena PIK3CA na done
JIHK rena PIK3CA 6e3 myTaruii.

Munumansnoe konumdectBo JIHK, HeoOxomumoe it TpOBEACHUS aHAIM3a,

coctassieT 60 mka ¢ koHreHTpamuei 0,2 ar/mi (60 kormii rena PIK3CA B 1 mx).
3.2 An”anutuyeckasi cnenu(puYHOCTD, BIUsIHUE MHTEeP(epUPYIOIIUX BeleCTB

[Tox ananuTHYECKOU CICM(PUIHOCTHIO TOHUMAETCS CITOCOOHOCTh HA0Opa pearcHTOB
crienuduyecku onpenenath Hamnuue mytanui ES42K, ES45K, H1047R, H1047L B rene
PIK3CA na ¢one JIHK rena PIK3CA 6e3 myranmii, 4To 0OecredyuBaeTCsi ¢ MOMOIIBIO
crienuUUecKr MOAOOpaHHBIX TPANMEPOB W 30HAOB, MPOBEPEHHBIX HA KOHTPOJIBHBIX

6 Bapuanr 1: 22201, Bapuanrt 2: [REF|22202
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obOpasmax. IlokazaHo otTcyTcTBHE HecHeU(UUECKUX TOJOKUTEIbHBIX pPE3yJIbTaTOB
amradukammm s 0opasznos JJHK, necymux ren PIK3CA 6e3 myranmit E542K, ES545K,
H1047R, H1047L.

AHanuTHdeckas crenu@uIHoCcTh eneBblx yuyacTkoB reHa PIK3CA moareepxiaeHa
in silico ¢ momomkto pecypca BLAST (https://blast.ncbi.nim.nih.gov/Blast.cgi).

Pasmnunoe comepxanue mapaduna Ha cpese (ot 48% mo 82%) He BimsIeT Ha
pesynbpTaThl onpeaeneHuss mytauuii reHa PIK3CA. IlorennuanbHo uHTEpQepUpyroume
BeIleCTBA: reMOryioOuH (2 mr/mi), kcuinon (5%), atanon (5%) — He BIUSIIOT Ha pe3yJIbTaThl

onpenaenenus mytaiuii rena PIK3CA.
3.3 XapakTepucTHKM aHAJTUTHYECKO P PekTUBHOCTH

[ToBTOpPSIEMOCTH OIICHUBAIN B YCIOBHUAX, NMPHU KOTOPBIX HE3aBHUCHMBIC PE3yJIbTATHI
UCITBITAHUH TTOTYYarOT OJHUM M T€M K€ METOJOM Ha MJICHTUYHBIX 00BEKTaX MCIBITAHUH,
OJIHAM OIIEpaTOpPOM, B TIpenesaXx KOPOTKOrOo TPOMEXyTKa BpeMmeHH. [lo pesympTaTam
WCITBITAaHUH HE BBISBIICHO PacXokaeHHM B onpenenennu myTtaruii E542K, E545K, H1047R,
H1047L rena PIK3CA. 3naueHre mOBTOPSEMOCTH PE3YJIHTATOB IIPU ONIPEICIICHUH MYy TaI i
E542K, E545K, H1047R nu H1047L rena PIK3CA cocraBmiio 100% (uaTepBan 94,04-100%
C IOBEPUTEITHLHON BEPOSTHOCTHIO 95%).

Bocrpon3BoauMocTh OIIEHUBAIN B YCIIOBHSX, TPH KOTOPHIX PE3YIbTAThl UCIIBITAHUHA
MOJIYYalOT OJHUM M TEM JX€ METOJOM Ha HWIACHTHUYHBIX OOBEKTAaX HWCHBITAHWHA, TBYMS
oTiepaTopaMu, C MCIOJIB30BAHUEM pa3IMIHOrO OO0OpyIOBaHUS, B pas3Hblie aHU. [lo
pe3yJibTaTaM HMCHBITAaHUN HE BBISBICHO PACXOXKICHHHM B ompeaencHun mytanui E542K,
E545K, H1047R, H1047L rena PIK3CA. 3naueHre BOCIPOU3BOJUMOCTH PE3YJIHTATOB MPU
onpeneneHun npu omnpenenenun Mmytarui E542K, E545K, H1047R u H1047L rena
PIK3CA cocraBmio 100% (uaTepBant 94,04-100% ¢ moBepuTEIbHON BEpOSITHOCTBIO 95%).

3.4 Iuar”Hoctuyeckasi ciequ(puIHOCTH

JlmarHocTryeckas Crenu(pUIHOCTh HaOopa PEarcHTOB IMPHW BBISABICHUHW MYyTallui
E542K, E545K, H1047R, H1047L rena PIK3CA B KIIMHUYECKHUX MCIIBITAHUSIX Ha BEIOOPKE
n3 83 o6pasnos coctaBmia 100% (maTepBan 93,63-100% ¢ moBepuUTEIbHOM BEPOSTHOCTHIO
95%).

3.5 JImarHoctuueckasi 4yBCTBUTEJIbHOCTH

Jlmarnoctuyeckass 9yBCTBHTEILHOCTh HA0Opa pEeareHTOB NPU BBISIBICHUH MYyTaIlHid
E542K, E545K, H1047R, H1047L rena PIK3CA B KIIMHUYECKHUX HCIIBITAHUIX Ha BEIOOPKE
u3 83 o6pasuos coctrasmiia 100% (untepsan 87,23-100% c noBepuTeaIbHON BEPOSATHOCTHIO
95%).
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3.6 OrpanuyeHusi Npu NPUMeHEHNH

JUIss.  yMCHBIIICHUS pHUCKA JIOKHOOTPUIIATEIBHBIX PpPE3yJbTaTOB HEOOXOIUMO
ucnois3oBaTh cpe3bl FFPE Tkanu, coneprxkaniue He MeHee 30% OMyX0JIEBBIX KJIETOK.

[Tpuroanocts JJHK s ananuza Ha Hanmuuue myTtanuii rena PIK3CA onenuBaetcs
no 3HaueHnio Ct B xoHTpoisHOUW IIIIP. Ecnm B atoit peakmuu Benmmumna Ct obOpasima
MIPEBBINIACT JOMYCTUMBIC 3HAYCHMS, TO KoHIIeHTparusa JJHK He mocTaTouna, u pe3yabTaTsl
aHanwu3a He BadWAHBL. HeoOXoammMo TpOBECTH TMOBTOPHBIN aHAIW3, HAdyWHAS C dTamna

Beifenenus JIHK u3 cpe3oB FFPE onyxosneBoit Tkanu.
3.7 JocrynHble peepeHTHbIE MATEPHAJIBI 1 METOIbI AHAJIN3A

Pedepentnbiit MeToa aHanu3a Ha Hanmuue myTtanuii reHa PIK3CA — cekBeHupoBanue
o Coanrepy. PedepeHTHble MaTepualibl OTCYTCTBYIOT.

4 Puckm, cBsi3aHHbIE ¢ IPUMEHEHHMEM HA00Opa peareHToB

[lepeueHb onacHBIX CUTYyaIMi, KOTOPBIE OTHOCATCA K Kareropuu R2 «gomycTumslii
PHUCK», 3aBUCAT OT YEJIOBEYECKOT0 ()aKTOpa M HE MOT'YT OBITh YMEHBIIIEHBI TPOU3BOIUTEIIEM
IpYTUM CHOCOOOM, KpoMe€ Kak J00aBJI€HMEM COOTBETCTBYIOIIEH HHPOpMauu B
MHCTPYKIIHUIO 110 IPUMEHEHHUIO.

1. HenoctatoyHoe KOJIMUYECTBO KJIETOK OMYXOJIEBOM TKAHU Ha Cpe3e M3-3a HeCOOTIOACHUS
pexoMengauuii no Bbaenennto JJHK u3 mapaduHOBBIX 0J0KOB (BO3MOXHBIM Bpe:
JIO’KHOOTPULIATENbHBIN pe3yJIbTaT).

2. Jlerpananus kommnoHeHTOB [11[P-cmecu wu [1KO, nnakrtuBanus ¢pepmenta Taq JJHK-
NOJIMMEpa3bl M3-3a HAPYILIEHUs YCIOBUW XPAaHEHHS U TPAHCIOPTUPOBKU WIN IPH
UCIIOJIb30BaHUM Habopa peareHTOB MOCJe UCTEYEHMsI CPOKa TOAHOCTH (BO3MOKHBIM
BpEJ. OTCYTCTBUE PE3YJIHTATA).

3. IlosiBnenne Hecnenu@UUHBIX NPOAYKTOB aMIUIMPUKALUKA U3-3a MPOMYycKa 3Tama
obpabotku obpasnoB JAHK ypamun-JIHK-rauko3unazoi, cHmkeHue crnernuduuHoCTH
aHanu3a (BO3MOXKHBINA BPEJ: JTOKHOOTPHULATENbHBINA PE3YIIbTAT).

4. Tectupoanue obpasioB JIHK 6e3 myouneii, oopazer; JJHK ne nobdasnen B I1[P-cmech
u3-3a OIIMOKU (BO3MOXHBIA BpEI: OTCYTCTBHE pE3yJbTaTa, JIOXKHOOTPULIATEIbHBIN
pe3yJbTar).

5. Wutepnperanusa He BamuaHbiXx pe3ynbTaToB I[P B cimydae, koraga mnepcoHan He
UCIIOJIb3yET KOHTPOJIbHBIE 00pa3Libl Tpy noctaHoBKe 1P nian He yuuThIBaeT KpUTEpUU
JIOCTOBEPHOCTH (BO3MOYXKHBIN BpEI: JIO’)KHOOTPULIATEIbHBIN pe3ynbTar,

JIO’KHOIOJIOKHUTENbHBINA PE3YNIbTAT).
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6.

CwMmellieHre CUTHAJIOB (PIIyOPECLICHIIMM M3-3a UCTIOIb30BaHUSI HEBEPHOTO 3HAYCHUS IS
OPOTOBOI0 YpOBHs (iryopeciieHIuu npu aHanuze JaHHbIX 1P (Bo3MoxHBIN Bpen:

JIO’KHOOTPULIATENLHBIN pe3ysIbTaT).

COBOKYHHBIfI OCTaTOYHbIN PUCK ABJEACTCA OOITYCTUMBIM.

10.
11.

12,

5 Mepsbl NpeaoCTOPOKHOCTH

Kitacc moTeHmanbHOro prucka NpuMeHeHus: Habopa peareHToB — 20 cornacHo [Ipukasy
M3 PO ot 06.06.2012 Ne 4.

Homyckath Kk paboTe ¢ HAOOPOM peareHTOB TOJBKO MEpCOHaN, O0YyYEHHBI MeToJaam
MOJICKYJIIDHOM JMarHOCTUKU M TpaBujaM paboOThl B KIMHUKO-IUATHOCTUYECKOM
nabopaTopuu.

[IpumensaT HaOOp peareHTOB CTPOro 10 HA3HAYEHHIO, COIJIACHO HACTOsAUIEH
WHCTPYKIIUH.

Paboty cienyer npoBoauth B II1[P-60kce OuobezonacHoctH 1 kitacca 3amuThl.

Bo wuzbexanue pucka KOHTaMUHAIIMU TNPOBOJIUTH BhiAeNeHue obOpasuoB JHK u
noctanoBky IIIIP B otnmenpHbiXx momemeHusx (30Hax). He BosBpamate oOpasiibl,
peareHTsl U 000py0BaHUE B 30HY, B KOTOPOM ObLIa MPOBEACHA MPEIbIIYIIas CTaausl.
[Ipu pabGore ¢ HAOOPOM peareHTOB WCMOJIL30BATh JAOOPATOPHYIO ONEKIY U
OJIHOPA30BBIC€ MEIUIMHCKUE TMepyaTKU. TIIaTeNbHO BBIMBITH PYKH IO OKOHYAHUU
paboTHI.

Kaxnoe pabouee MecTo AOHKHO ObITh CHAOKEHO COOCTBEHHBIM HAOOpPOM J03aTOPOB
NepeMEeHHOr0 00bEMa, HEOOXOJUMBIMH  BCIIOMOTATEIbHBIMU ~ MaTe€puajiaMu |
o0opyoBaHuEM. 3aMpeniaeTcs uxX nepeMenieHne Mexay pabouyuMu MeCTaMHu.

ITpu nocranoBke I[P ncnons30BaTh U MEHATH MOCIIE KAKAON ONEPALIMHA OTHOPA30BbIC
HAKOHCUHUKU C (UIBTPOM ISl aBTOMATHYECKUX J103aTOpoB. lcronb3oBaHHBIC
HAKOHEYHUKHU U TMPOOMPKH cOpachiBaTh B CHEHUAIbHBIA KOHTEHHEpP, COAEpKalIHii
Ne3uH(UIMPYIOIIEE CPEICTBO I 00e33apakKuBaHUsI METUIIMHCKUX OTXO/IOB.
Ucnons3zoBate Tonpko IIP-cmecy ¢ Taq JAHK-monmmepaszoi, BXOAsIIyr0 B COCTaB
Habopa peareHToB.

He ucnonp3oBaTh KOMIIOHEHTH HAOOPOB PEATCHTOB U3 PA3HBIX CEPHIA.

He ucnonws3zoBate HaOOp peareHTOB MO UCTEYCHUHM CPOKa TOHOCTH, PHU HAPYIICHUH
YCJIOBUH TPAHCIIOPTUPOBKU WJIA XPaHEHUS.

N36erath KOHTaKTa C KOXEW, rja3aMud U CIM3UCTOM oOosioukou. Ilpu koHTakTe
HEMEJJICHHO TMPOMBITh MOPAKEHHOE MECTO BOJOM M 0OpaTUThCA 32 MEIULIMHCKOU
MTOMOILBIO.
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13. Bce nmoBepxHOoCcTH B jaboparopuu (pabodue CTOJIbI, MITATUBBI, 000PYI0BAaHUE U AP.)
€KEeIHEBHO CJIeIyeT MOJBEPraTh BIaKHOU yOOpKE C MPUMEHEHUEM J1€3UH(DULIUPYIOITIX
CPEIICTB, PErJIaAMEHTUPOBAHHBIX caHUTapHbIMU NpaBuiiamMu CanlluH 3.3686-21.

14. Bce paboune 30HBI CIEIyeT TMOJBEPrarb €XKEIHEBHOMY 00€33apa’KuBaHUIO
yIbTpauoIeTOBBIM H3TydeHneM B cooTBeTcTBUU ¢ P 3.5.1904-04 «Vcmonp3oBanue
yIbTpauoIETOBOIO OAKTEPUIIMAHOTO H3IYUYCHHsS ISl 00€33apakMBaHUs BO3IyXa B
MOMETLIEHUSIX).

15. Hewucnonb30BaHHbIE pEareHTbl, peareHThl ¢ UCTEKIIUM CPOKOM TOJAHOCTH, a TaKkKe
UCIIOJIb30BAaHHBIE PEAareHThl, OHOJIOTMYECKHIl MaTepuanl W YMaKOBKY IOJBEpPrarhb
00paloTKe Ae3MHPUIMPYIOIMIUMH CPEACTBAMU C TIOCIEAYIOIIEH yTHIIN3alMeld COTrJacHO
CanlluH 2.1.3684-21. BHUMAHMUE! Ilpu ynaneHu#n 0TXOAOB MOCie aMIUTM(UKAINN
(mpobupok, coxepxammx npoayktel [1IIP) HemomycTUMO OTKpbIBaHHE MPOOUPOK H
pa30pbI3TUBAaHUE COJEPKUMOTO, MOCKOJIBKY 3TO MOXXET MPUBECTH K KOHTAaMUHAIUH
npoayktamu [11IP nabopatopHoiil 30HbI, peareHToOB U 000PYIOBAHMUS.

16. ITacmopra 6e3omacHocTH MaTepuanoB (MSDS — material safety data sheet) noctymsl o
3arpocy.

6 OOopyroBaHue U MAaTEePUAJIBI

6.1 OO6GopyroBanue, He0OX0UMOE JIAA PadOTHI ¢ HAOOPOM pPeareHToB

bokc abakrepuanbHOM BO3aymHOM cpensl aig padotel ¢ JIHK-nmpobamu mnpu
npoenennn  II[P-muarnoctukun  BAB-IILP-"Jlamunap-C." (3AO «JlamuHapHbie
cucteMbl», Poccust) mim ananorudyHoe 000py10BaHKE.

Boprekc mepconanbhbiii V-1 plus (OOO «buocan», JlaTBus) Wi aHajIormyHOE
obopyoBaHUe.

Jlo3aTopsl MUIETOYHBIE, OJIHO- M MHOTrokaHaibHble, «bmk» mo TY 9443-008-
33189998-2009 (AO «Tepmo ®umep Caitentuduk», Poccus) wim aHaJIOrH4HOE
000pyIoBaHUe.

Kommerorep ¢ omeparmmonnoii cuctemoir Windows XP Professional SP3 wmu
Windows 7 u BaIie, xkECTKkUM quckoM He MeHee 10 I'b, TakToBO# YacTOTOM IpoIieccopa He
menee 2.0 I'Tu, onepatuBHO#l namsTeio HE MeHee | I'b, pa3penienueM skpaHa HE MEHEe
1024*768, nporpammusim obecrieucarem Microsoft Office Excel Bepcun 2003 v Beime.

Tepmocrar Tuma "paii-6i1ok" TDB-120 (OOO «buocan», JlatBus) wim

AHAJIOTHYHOC 060py,Z[OBaHI/IC.
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Tepmorukiiep  anga  ammidukanmuu — HYKJIEMHOBBIX — kucioT 1000, ¢
npuHaUIeKHOCTIMH ucnoiHeHus: «C1000 Touchy ¢ MoayieM peaKIIMOHHBIM ONTHYECKUM
CFX96 (Optical Reaction Module CFX96) («buo-Pan JTaboparopues, Uuk.», CILIA).

XonoaunbHUK 0bITOBOM ¢ X0noauibHOM (0T 2°C g0 8°C) 1 MOPO3UIBLHOM Kamepamu
(ot munyc 18°C mo munyc 25°C) (mampumep, ATLANT XM-6023-031 «ATLANT»,
Benopyccus).

HenTtpudyra meaununckas sadoparopras LMC-3000 ¢ npuHaaneXKHOCTIMU: POTOP
R-2, porop R-6, porop R-12/10, porop R-12/15 (OOO «buocan», JlaTBus) wnm

aHaJIOTUYHOE 000pyI0BaHNE.
6.2 Marepuaibl, He00X0AMMBbIE J1Jisl pA00THI C HA0OPOM peareHToB

Konreitnep ansa copoca orxonoB («KM-ITPOEKT», Poccust) ninm aHaaoruyHbIH.

MukpoueHTpudyxHble MpOOUPKH TpaayupoBaHHble 00BEMOM 0,6 mi u 1,5 mn
(«Oxcumxen, Muk.», CIIIA) unu aHanoru4dHbIE.

HabGop pearentoB mns Boigenenus JIHK w3 cpe3oB TkaHel, 3aKIlOUEHHBIX B
napaduHOBBIE OJIOKH, 3aperucTpupoBaHHbii B P® (mampumep, «IOxcrpaktIHK FFPE
Habop peareHToB s BeiaeneHus JIHK dvemoexka u3 cpe3oB ¢ FFPE-GiokoB ns
JUarHoCTHKH IN Vitroy mo TY 9398-001-11248074-2017, OO0 «Homotek», Poccust).

HakoHeuHUKHN yHUBEpCaJIbHBIE ISl 103aTOPOB ¢ (husibTpoM 00bEMOM oT 0,1 MK 10
1000 mkn («OkcumxeH, Uuk.», CILIA) unu aHanoruyHble.

[lepuatku HUTpUIIOBBIE HeonypeHHbIe HecTepriibHble (« TT" Menukan Cnu. bxa.»,
Manaiizusi) Ui aHaJIOTUYHbIC.

[TpoOupku 06bEMOM 0,2 it B cTpuriax 1o 8 mryk iy ramku s [P va 96 mynok
(«Kopuunr Unk.», CIIIA) unm aHaJIOTHYHBIE.

[ratuB s npobupok, 80 syeek W/WiAM IITAaTUB ISl NPOOMpPOK, 96 sueek

(«9xcumxen, Muk.», CIIIA) unu aHagorudHbIC.

/ AnHajauzupyembie NPOObI

B kauectBe matepuana st npoBeaeHus [P ncmons3ytor kinHUYeckne o0pasiisl
JIHK, BoineneHHple W3 (PUKCUPOBAHHOM (OpPMATMHOM U 3aKIIOUYCHHOW B mapaduH
(Formalin-Fixed Paraffin-Embedded, FFPE) omyxoneBoii TkaHu.

Hns seraenenust [JTHK u3 cpe3oB FFPE Tkanel ucnons3yroT 3aperucTpupOBaHHBIE B
P® nabopsl pearenToB, pekomenayembiii Habop: «kctpakTIHK FFPE nabop pearenTon
s BeiiencHus JIHK denoseka u3 cpe3oB ¢ FFPE-OmokoB st quarHoCTHKH IN Vitroy mo
TY 9398-001-11248074-2017, P3H 2019/9172 ot 14.04.2020. PexomeHpamuu IO
BeiieneHuio JJHK u3 mapadunoBbix OJ0KOB MPUBEACHBI B PUIOKEHUH A.
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BHUMAHMWE! Jlns yMmeHbIIEHUS PUCKA JIOKHOOTPUUATEIBHBIX PE3YyJIbTATOB
HeoOxoauMo ucnoiab3oBath cpe3bl FFPE Tkanu, conepsxkamue ne menee 30% OImyXxoJeBbIX
KJIETOK.

Beinenennsle o6pazupl JIHK xpanute ¢ coOmrofeHuEM YCIOBUM  COTJIACHO
TpeOOBaHUSIM HHCTPYKIIMHU UCTIONIb3yeMoro Habopa ams Beaenenus JJHK u ¢ cobmonennem

Mep, IPEeIOTBPALIAIONINX KOHTaMHHALIWIO 00pa3noB uyxepoanoi JTHK.

8 HOI{FOTOBKa KOMIIOHCHTOB Ui aHAJIN3a

8.1 IloaroroBka odpa3uoB — oopadoTka ypauuia-JAHK-riauko3una3zoi

Oo6padotka o6paznoB JAHK, Bwimenenusix u3 FFPE omyxoneBoi TkaHu, ypanui-
JNHK-rnmuko3unazorn  (UDG)  yaydmaer crnenupuYHOCTh aHAIW3a Ha  HaJM4YHUC
COMAaTUYECKUX MYTAIUH.

8.1.1 Pasmoposuts 10x UDG Oydep u obpasusl JIHK, mepememars Ha BOpTEKCcEe H
LHEHTPU(PYTUPOBATh B TEUEHHE 3 CEKYH, YTOOBI COOPATh BCIO )KUAKOCTh Ha THE POOUPOK.
8.1.2 IlpuroroButs UDG-cMmech: 106aBuTh B mpoOdupky 06béMoMm 1,5 mut pearentsl (OKO,
10x UDG 6ydep n UDG) u nepememats nurnerupoBanueM 8-10 pa3 (He HUCMOIB30BaTh
BopTekc). KomnuecTBo peareHToB B pacuére Ha OAMH oOpa3el MPUBEACHO B TabuuLe 2, s
00paboTku N 00pa3ioB yKa3aHHOE KOJIMYECTBO HEOOXOMMO YMHOKUTH Ha (N+1).
Tabnuna 2. CocraB UDG-cmecu

Pearent KosmmuectBo Ha 1 o0pazen IHK
OKO S MK
10x UDG 6ydep 4 MK
UDG (Vparuin-JIHK-riuko3unasa) 1 Mk

8.1.3 Jlo6aBuTth B mpodbupku 06sémMoM 1,5 M o 10 mxin UDG-cmecu, o 40 Mkt o6pasios
JHK wu nepememars nunetupoBanuem 8-10 pa3 (He UCHOIB30BaTh BOPTEKC).
[lenTpudyrupoBaTs B TeYeHUE 3 CEKYH]I HA MUKPOIEHTpHU(Yre, 9ToObl cOOpaTh BCIO
YKUJKOCTh Ha JTHE MPOOHPOK.

8.1.4 TlomectuTh MpOOUPKKM B TEPMOCTAT M HUHKYyOHUpoBaTh B TeueHue 30 MUHYT TMpHU
temneparype 37°C. [locae 3Toro nporpers B Te€UeHHE 5 MUHYT Ipu temmneparype 95°C,
yToObl MHakTHBUpoBaTh UDG u uentpudyrupoBate B TedeHue 3 cekyHa. JIHK,
obpaborannyo UDG, xpanuth He 60jee cyTok mpu temmeparype 4°C unu B TeueHue 6

Mecsi1eB npu temmneparype munyc 20°C.
8.2 IloaroroBka 00pa3loB — NPUTOTOBJIEHNE Pa3BeleHUI

Heobxoaumas crenens pasBeaenus oopasznos JIHK 3aBucut ot xonmdecTBa TkaHw,

B3sToM st BeiaeneHus JIHK u oT koHueHTpanuu uHrHOWpyromux mnpumeceit. [lpu
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UCToNb30BaHuU pekoMeHaanmii mo Beienenuio JJHK (IIpunoxenue A) mist OOJBITUHCTBA
o0Opa3ioB jgocTtaToyHo pasBeaeHue B 5-20 pa3, Mo3TOMYy CHayaima pPEeKOMEHIYETCS
TECTUPOBATH BCe 00pa3ipl B pa3BeacHusx 1/5 u 1/20.

8.2.1 IlpurotoBuTh JIB€ MUKpPONPOOUPKH 00bEMOM 1,5 M s kaxmaoro odpasma JJHK.
[TpomapkupoBath npooupku «1/5» u «1/20» cOOTBETCTBEHHO.

8.2.2 B xaxmyto npobupky nodasuth OKO u obpazen; JJHK cornacuo tabnure 3.

Tabmuma 3. Pazsenenne oopasmos JJHK

Pa3zBenenmne KoaunuectBo JIHK KoaunuectBo OKO
1/5 30 MK 120 Mk
1/20 10 Mk 190 mxn

8.2.3 IlepememiaTh Ha BOpTEKce B TeueHHe 2-3 cek, eHTpudyrupoBath B Teuenue 5-10
CEKYH]I, YTOOBI COOpaTh )KUAKOCTH Ha JHE Tpodupok. Pazseaennyro JIHK xpanuts He Oonee

cyTok npu temrepatype 4°C unu He 6osee 6 MecsieB pu Temrneparype munyc 20°C.

9 IlpoBeneHue aHaju3za

9.1 TIlocranoBka KOHTpoJibHOI ITLP

9.1.1 Paccuurate HeoOxomumoe kommdectBo III[P-cmecn m Taq JIHK-mommmepassr mis
tectupoBanus kiuHudeckux oopasmor JIHK, [TKO u OKO ¢ y4€ToMm morpemHocTy mpu
nureTupoBaHuu. CocTaB peakIIMOHHONW CMECH Ha OJIHY PEeaKIuio MpHUBEJeH B Tabmulle 4,
s TectupoBanus N kiaumHHueckux ooOpasnoB JIHK B aByX pasBeneHusXx B IyOIsix
yKa3aHHOE KOJMYECTBO HEOOXOAMMO YMHOXHUTH Ha (4N + 5).

Tabnuua 4. KonnuecTBo peareHToB Ha OJIHY PEAKIUIO

Pearent Kosun4yecTBo
[TI[P-cmech (6e3 momumepassbl) 19,8 mxn
Taq JHK-nonumepasza 0,2 MK

9.1.2 Kountponbnyto [TIIP-cmeck (mpobupka Nel, 3enénas kpsimka), [IKO (mpodupka Ne7,
kpacHas kpbimka) u OKO (mpobupka Ne§, Gemast KpbIlika) pa3MOpO3UTh TP KOMHATHOU
temriepatype (ot 18°C mo 25°C) wmm npu 37°C, yObenuTbes, 4TO pacTBOP IMOJHOCTHIO
pactas. CoaepkuMoe MpOOMPKH IepeMeliaTh Ha BOPTEKCE U LIEHTPU(PYTUpOBaTh B
TE€YEHUE 5 CeKyH/I, YTOOBI COOPATh BCIO )KUAKOCTh HA THE TPOOUPKH.

9.1.3 IIpuroToBUTH PEAKIIMOHHYIO CMECH B TPOOUpKe 00BEMOM 1,5 MIT corntlacHo pacuéry
(myukt 9.1.1): BHecTH B MPOOUPKY pacu€THOE KOJM4YecTBO KOHTposbHOM ITL[P-cmecw,
nob6asuth Taq JIHK-mommmepasy u TmiaTenpbHO TepeMemaTh MHIIETUPOBAHUEM (HE

HUCIIOJIB30BaTh BOpTeKC). PeaKHI/IOHHaH CMCECHh I'OTOBA.
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BHMUMAHMUE! Ucnons3oBats [I1IP-cmecs HEMemsieHHO, BpeMs HaxoxaeHus [1L[P-cmecn
npyu KOMHATHOM Temriepatype — He Oonee 10 munyT. Hewcrnonp3oBaHHBIE OCTaTKU
ucxoanoi INIIP-cmecu n Taq JIHK-nonuMepassl cpazy moMecTUTh B MOPO3UIBHYIO KaMepy
¢ Temneparypoit munyc 20°C.

9.1.4 TloaroToBUTH U MPOMAPKUPOBATH cTpuIbl i tutamku A [P va 96 myHok.
BHUMAHUE! Bo wuzbexanue 3arps3HEHUs ONTHKHA TEPMOIIMKIIEpAa HE MapKHPOBATh
KPBILIKA TPOOHPOK!

[Tpumep pacnonoxkenus mecty kinHudeckux oopasnoB JJHK u koHTposibHBIX 00pa3iioB B

IyOJsiX C UCTIOIB30BAHUEM CTPHUIIOB IO BOCEMb MPOOUPOK MPUBENEH HA pUCYHKE 1.

Passenene Kaunnueckne oopaszuni JHK Oo6pa3ubl u3 Habopa
JHK1 | AHK2 | AHK3 | IHK4 | JHKS | J1HK6 OKO KO
JHK1 | JHK2 | IHK3 | JHK4 | JJHKS5 | JHK6 OKO [IKO
_ 15 1:5 1:5 1:5 15 15
L JHK1 | AHK2 | IHK3 | JHK4 | JHKS | JHK6 OKO IIKO
1:5 1:5 1:5 1:5 1:5 1:5
JIHK1 | JHK2 | AHK3 | JHK4 | JHKS | JJHK6
1:20 1:20 1:20 1:20 1:20 1:20 1:20
JIHK1 | JHK2 | IHK3 | JHK4 | JJHKS5 | JHK6
1:20 1:20 1:20 1:20 1:20 1:20

Pucynok 1. Cxema pacnionoxenus mectu oopasuos JIHK B nByx
pa3BeeHHUsX B AyOJIsIX TIPU MCIIOJIB30BAHMH CTPHUIIOB 11O BOCEMb MPOOHPOK.
VYkazansl HoMepa oopasios JITHK, ITKO, OKO u passeaenue (1:5; 1:20).

9.1.5 [o6aButh B mpobOupku mo 20 MKJI roToBoil peakiuonHou cmecu ¢ Taq JIHK-
MOJINMEPA301 U 3aKPHITh KPBIIIKH.
9.1.6 {o6aBuTh B IPOOUPKHU C TOTOBOM PEAKITMOHHOW CMECHIO:

— 10 5 MKJ kauHuYeckux oopasuoB JIHK B cooTBeTcTBYIOIIME TPOOUPKHY;

— 10 5 Mk OKO B npoOUpKH A1t OTPULIATETEHOTO KOHTPOJIS;

— 1o 5 mkJ [TKO B npoOupKu 1151 MOJI0KUTEIBHOTO KOHTPOJISL.

Kaxnyto mpoOupky OTKphIBaTh mepes jAo0aBiieHHEeM o0Opasiia W 3aKphIBaTh Cpa3y
nocie 100aBieHusl.
9.1.7 3akphITh KPHIIIKU U TIEPEMEIIATH COJIEPKIUMOE TPOOUPOK, TOCTYKHUBAS 10 CTCHKE (HE
UCIIOJIb30BaTh BOPTEKC).
9.1.8 Lentpudyruposars 3 mun npu 2000 06/MuH, 4TOOBI COOpATh BCIO KUJIKOCTh Ha JTHE.

9.1.9 VYcraHoBUTH CTpHUIIBI B OJIOK TEPMOLIUKIIEPA.
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)/‘ Guo/luri Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO
9.2 IlporpaMMupoBaHHE U 3alIyCK TEPMOLUKJIEPa

9.2.1 3amporpammupoBath TepMmouukiep s npoBedeHuss [P wu  perekuuu
(bayopecleHIIuy B COOTBETCTBUHU C PYKOBOJICTBOM I10 AKCIUTyaTamnuu u 1. 9.2.2-9.2 4.

9.2.2 3agath 00BEM peakuUOHHOW cMecu 25 MKJI. 3anporpaMMHUpOBaTh MPOTOKOII
nposeneHus 1P B cooTBeTCTBUU ¢ TaOauIeH 5.

Tabmuna 5. [Ipotokon [TLP B peasibHOM BpeMeHU

KoimuectBo HN3mepenne
Jdran Temneparypa | Bpems
LHUKJI0B (payopecuenuun

1 [lepBruHas akTuBaLUs 95°C 5 MUH
Henaryparus 95°C 15 cex

10 Her
OTXHUT TIpaitMepoB, IOHTAIUS 58°C 40 cex
40 Jenaryparms 95°C 20 cex

OTxur npalMepoB, dJIOHT AN 58°C 1 mun Ha

9.2.3 BriOpaTh KaHaJBI 7151 perucTpaiui GiayopecieHINN:

— ROX — peructpanus curtana rpu ammmdukanuu JJHK BK;

— FAM — peructparnus curnana npu amruimpukanun pparmentoB renoB PIK3CA u BRAF.
9.2.4 3amporpaMMHpOBaTh MOJOXKEHUE MPOOUPOK C KIMHUYECKUMH M KOHTPOJIbHBIMH
o0pa3iamu.

9.2.5 3amyctuts npotoxos [TIP.

9.3 Amnanu3 pe3yJbTaToB KOHTPOJLHOM ITI[P

9.3.1 OtkprITh OKHO aHaym3a AaHHBIX [ILIP. s kaxxmoro oOpasiia onpeae/uTh 3HaYCHHUE
noporoBoro 1ukia (Ct) — uukina ammivguKanui, B KOTOPOM KpuBas (piryopecueHuuu
JTaHHOTO oOpasma mnepecekaeT moporoBeiii ypoBeHb (threshold level). Jlns monydenus
BenuurH Ct MCIOIB30BaTh JIOTaPU(PMUYECKYIO IIKATY U BBICTABUTH BPYYHYIO ITOPOTOBBIN
yposenb 200.

[Ipumeuanue: sKCOHEHIIMANbHAS ()a3a COOTBETCTBYET JIMHEWHOMY y4acTKy Ha rpaduke
KpUBOH (DITyOpECIEHITNHY B JOTapU(PMUUECKOH TIIKaJIE.

9.3.2 Ilpoeputs 3HaueHumss Ct mo kanamam FAM mma IIKO u OKO (tabnuma 6,
nomyctumble 3HaueHuss Ct B kouTponbHO#l [ILP). Pesynsratel IILP cuurtarorcs
JIOCTOBEPHBIMH W MOTYT OBITh MCIOJB30BAaHBI IS aHAJIM3a HAa HAJWYUC MYTalMi TeHa
PIK3CA tonbko B ToM ciyuae, eciu BenuuuHbl Ct a1 [IKO u OKO umerot gomyctumbie
3HAYCHUS:

— mis OKO nabmomaercst Hapactanue (iayopecrennuu o kanany ROX u onpenensiercs

3HaueHne Clrox MenbIne win paBHO QCrox;
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Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO

— mis1 OKO He HaOmomaetrcss Hapactanwe (Quyopecteniuu no kanary FAM u He
onpenensercs 3HaueHue Ctpam b0 Ctram 60mbine Ctoxot6 (Ctpxo — ato Ct ITIKO B
KoHTposbsHOMH TTL[P);

— s [IKO nabmonaercst Hapactanue dayopecieHuu no kanany FAM u onpenensiercs
3HaueHne Clyxo MEHbIIE Wiu paBHO QCraM (contporsras TILIP)-

3unauenust QCrox 1 QCram yKa3aHbl Ha yIakoBKe Habopa peareHToB u B macmnopte. Ecnu
BenuIrHBI Ct KOHTPOJIBHBIX OOPA3IOB BBIXOAT 3a MPEICNBl JTOMYCTUMBIX 3HAYCHUM, TO
HE00XO0IMMO MOBTOPUTDH aHAJIHU3.

9.3.3 CpaBuuth 3HaueHusi Ct nmo xanaay FAM st kaxaoro pa3BelleHUs KIMHUYECKHX
oopasioB (Ctc) u Ct IIKO (Ctpxo). s npoBeacuus amienb-cueiuuanoi I[P BeiOpaTh
pasBeneHue oopasiia, uMmeroiee 3HaueHue Ctc, Hanbosee 6nuskoe K Ctrxo.

9.3.4 Ecnu 3mauenme Ctc ompenmensercs B amama3zoHe Clpgo-4 < Ctc < Ctnxot4, TO
kounenTparusa JIHK ontumanpHa nis ananu3a Ha Hanwaue myTaruid reHa PIK3CA.

9.3.5 Ecnu 3nauenue Ctc menbine Ctpgo-4, To HeoOxoammo paszsectu JJHK, npuaumast, aro
JBYKpaTHOE pa3BegeHue yBennuuBaeT Ct Ha 1 UK, ¥ MOBTOPUTH aHAIIU3.

9.3.6 Ecmu 3nauenue Ctc 6omnbiie Ctyxot4, To konuenrpauus JJHK He mocratouna mis
aHanu3a Ha Hanuuue MyTanuid. HeoOXonuMo MpoBECTH MOBTOPHBIA aHANU3, HaYMHAs C
srana Beigenenus JJHK.

9.4 IlocranoBka koHTpoJbHOI I[P u anaenn-cnenuuunbix [P Ha myTanuu
rena PIK3CA

9.4.1 Paccuuratp HeoOxoaumoe konuyectBo I1I[P-cmeceit u Taq JJHK-nomumepassr as
tectupoBanus knuHudeckux oopaszioB JJHK, OKO u ITKO. CocTtaB peakiimoHHOW cMecH
Ha | peaknuio mpuBeneH B Tabmune 4, ais TecTupoBaHuss N KIMHHYECKUX 0OpasioB B
IyOJsiX 3TO KOJIMYECTBO HEOOXOAUMO YMHOXKUTH HA (2N + 5).

9.4.2 Pa3mopo3uth mpu kKomHaTHOU Temmepatype (oT 18°C mo 25°C) wmu npu 37°C
koHTposbHyt0 [II[P-cmech (mpoOupka Nel, 3enénas xkpeimka), ITLP-cmecs ES42K
(mpobupka Ne2, xéntas kpsika), [TLI{P-cmecb ES45K (mpobupka Ne3, sxéntast KpblllKa),
[TIP-cmecsr H1047R (mpoGupka Ned, sxéntas kpsimka), [TI[P-cmecs H1047L (mpobupka
Ne5, xénras kpeimka), [IKO u OKO. Y6eautscs, 4To pacTBOPHI MOJHOCTHIO PaCTasiIv.
Copnepxumoe poOUPOK TMepeMeniaTh Ha BOPTEKCE M KPATKO HEHTPUGyrupoBath, 4TOOBI
coOpaTh BCIO JKUJKOCTh Ha JHE MPOOUPOK.

9.4.3 IlpomapkupoBaTh MATh YHMCTBIX MPOOUPOK 00BEMOM 1,5 MI JUIsi peakMOHHBIX
cMeceil. Baectu B nmpooupky Nel kortpoasnyto [TI[P-cmech, B mpobupky Ne2 — ITI[P-cmech
E542K, B mpobupky Ne3 — ITI{P-cmecsy E545K, B mpobupky Ned — IT1{P-cmecy H1047R, B
npobupky Ne5 — I[TI[P-cmecs H1047L. [lo6aBuTh B KaXxayto MpOOUPKY I PEaKIIMOHHBIX

16 Bapuanr 1: 22201, Bapuanrt 2: [REF|22202



)/‘ Guo/luri Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO

aSoponn
cMmeceit Taq JIHK-nmonumepasy. [lepememiars nunetupoBanueM 8-10 pa3 (He UCMOIB30BaTh
BOPTEKC) U IIEHTPUGYTHUPOBATh 5 CEK B MUHHU-IIEHTpUDYTE, 4TOOBI COOpATh BCIO KHIKOCTh
Ha JHE MpoOUpOK. PeakIIMOHHbIE CMECH TOTOBBI.

BHUMAHMWE! MHcnonws3oBaTh HEMEMJIEHHO, BpeMs HaxoxjaeHus I[I[[P-cmecu tipu
KOMHaTHOU Temriepatype — He Oosiee 10 MunyT. Hencnosib30BaHHBIE OCTATKU MCXOIHBIX
[IIIP-cmeceit u Taq JHK-mmonumepasbl HEeMEIIIEHHO IOMECTUTH B MOPO3UIBHYIO KaMepy C
TemriepaTypoilt munyc 20°C.

9.4.4 TloaroTtoBUTH U MPOMAPKUPOBATH CTpUIBI WK Tutamku st [P Ha 96 nyHok.
BHUMAHUWE! Bo uzbexanue 3arps3HEHUs ONTHUKH TEPMOIMKIEpa HE MapKUPOBaTh
CTPUIIbI Ha KpbIIIKax!

[IpumMep pacnoyioKEHUs] KIMHUYECKUX U KOHTPOJBHBIX 00pa3lioB MpU aHaM3€ HIECTH

obpasuos JIHK B n1y0mnsix ¢ MCIOJIb30BaHUEM CTPUIIOB IO BOCEMb MTPOOUPOK MPUBENIEH HA

PHUCYHKE 2.
Oo0pa3ubl u3
Kinnunyeckue odpasusl THK
I P-cmech Habopa

JAHK1 | JHK2 | JHK3 | IHK4 | JHKS | JHK6 | OKO | IIKO

JHK1 | JHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO

KonTpoabHas

JIHK1 | JHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO

EEA2K JHK1 | AHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO
JHK1 | JHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO

EEAEK JHK1 | JHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO
JHK1 | JHK2 | JHK3 | AHK4 | AHKS | JHK6 | OKO | IIKO

H1047R JHK1 | JHK2 | JHK3 | JHK4 | AHKS | JHK6 | OKO | IIKO
JHK1 | JHK2 | JHK3 | JHK4 | AHKS | JHK6 | OKO | IIKO

H1047L JHK1 | JHK2 | JHK3 | JHK4 | AHKS | JHK6 | OKO | IIKO
JHK1 | JHK2 | JHK3 | JHK4 | AHKS | JHK6 | OKO | IIKO

Pucynox 2. Cxema pacrnonoxenust mecta oopasioB JJHK 1 KOHTpoJIbHBIX
00pas1oB B TyOJIsX MPU UCTIOIH30BAHUN CTPHUIIOB 110 BOCEMb ITPOOUPOK.
VYkazansl [T1[P-cmecu, Homepa o6paszuos JJHK, OKO u ITKO.

9.4.5 [Jo6aButh B ctpumnbl 1o 20 Mk peakiuonHoi cmecu ¢ Taq JHK-nmomumepaszoil B
COOTBETCTBUH CO CXEMOU U 3aKPBITh KPBIIIKH.
9.4.6 /1o6aBuTh B IPOOUPKHU C TOTOBOM PEAKITMOHHON CMECHIO:

— 10 5 MKJI pa3BenEHHbIX KianHnueckux obpasunoB /IHK, ucnons3ys ontumanabHbie
pa3BeIeHUs, ONPEICIIEHHBIE HA ATane KOHTpoJbHOU [TL[P;

— 1o 5 Mxs1 OKO B mpoGupKu 17151 OTPUIIATETLHOTO KOHTPOJIS,

— 1o 5 mka [TKO B npoOupKu 15 MONIOKUTENBHOTO KOHTPOJIA.
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Kaxxayro mpoOupKy OTKpBIBaTh Mepen AoOaBieHHeM oOpaslia M 3aKphIBaTh cpasy
nocie 100aBIeHusI.
9.4.7 3akpbITh KPBIIIKU U TIEPEMEIIATH COJIEPKUMOE TPOOUPOK, TOCTYKHUBAs MO CTEHKE (HE
UCTIOJIb30BaTh BOPTEKC).
9.4.8 llenrpudyruposars 3 mun pu 2000 06/MuH, 9TOOBI COOPATH BCIO JKUIKOCTH HA JTHE.

9.4.9 VYcTaHOBUTH CTPUIIBI B OJIOK TEPMOLIUKIIEPA.
9.5 IIporpamMmmupoBaHHe M 3aIlyCK TEPMOIUKJIePa

9.5.1 IIporpamMmmupoBaHue U 3aMycK MpudOpa MNPOBOJAUTH B COOTBETCTBUU C PYKOBOJICTBOM

0 DKCIUTyaTanuu, 1. 9.2.2-9.2.4 u Tabnureit 5.

10 Anajau3 pe3yJibTaTOB

10.1 Kpurtepumu nocroBepHoctu pesyabraros ITLP

10.1.1 OtkpeiTh OKHO aHanmu3a gaHHbIX [1LP. Jlna nomydenns BenuuwH Ct UCIIOIB30BaTh
Jorapu(MHUYECKYI0 TIKaly rpaduka (HIyopecreHIIMd U BBICTABUThH IMOPOTOBBIM YPOBEHD
200 kak omnucano B paszene 9.3.1.

10.1.2 IIposeputs 3naueHusi Ct mo kanamam ROX u FAM nocnenoBarensHo miss OKO,
[TKO u xnuanueckux oopasion JJHK.

10.1.3 Pesynwrater I[P cuntaroTcsi 1OCTOBEPHBIMH U MOTYT OBITH MCIIOJIB30BAHBI JIJIS
aHanm3a Ha Hanmmure myTanuii TeHa PIK3CA tonpko B ToM citydae, eciu BenuauHabl Ct s
OKO u I1KO umerot gonyctuMble 3HadeHus (Taduma 6):

— i OKO B kouTponbsHo#l IILP HabnrogaeTcs HapacTanue (QJyopecLEeHLMH 10 KaHally
ROX u onpenensiercs 3nauenne Ctrox MeHbie uin paBHO QCrox;

— mit OKO Bo Bcex amnenb-cnenuduuasix IIIIP He ©HaOmomaeTcs HapacTaHHe
dbayopectenuu no kanainy FAM u ve onpenensiercs 3Hauenue Cteam mu60 Ctranm Oosbiie
Ctnkot+6 (Ctnko— 3nauenue Ct ITKO B ITLP ¢ 3Tol %e cMechio);

— s [IKO B kouTponbsHoit TP HabmrogaeTcs HapacTanue QuyopeclEeHIMH 10 KaHaly
FAM wu onpenensiercss 3HaueHue Clpxo MeHbiie win paBHO 3HadeHUIO QCram mJis
KOHTpoJbHOM T11P;

— ms1 [IKO Bo Bcex amnenb-cnenuduuasix III[P nHaOmromaeTcs HapacTaHme
dbayopecteniuu no kananry FAM u onpenensrorcst 3nadeHus: Ctixo MEHbIIE WA paBHBIC

3HadeHUAM QCram s aTuX TTLP-cmeceii.
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Ta6nuna 6. Jlomyctumblie 3HaueHus1 Ct 111 KOHTPOJIbHBIX 00pa3IioB

JNomycTumoe 3Havyenue Ct 1751 odpasua

MIP
OKO KO
Ctrox < QCrox!
Kourpoasnas I[P Ctram ne onpeneneno wmn | Cteam < QCraAM (xorrponsias MIP)*

Ctram > Ctrko?+6
Ctram HE OTIpeICIICHO WIIH
Ctram > Ctrko?+6
Ctram HE OTIpEICIICHO WIIH
Ctram > Ctrko®+6
Ctram HE OmpeesieHo Win
Ctram > Ctrko®+6
Ctram HE OmpeesieHo Win
Ctram > Ctrko®+6

IIIP na myranuio E542K Ctram < QCram (e es542)!

IIIP na myranuio E545K Ctram < QCram (rup Es4sK)*

TP na myramuro H1047R Ctram < QCram (rup H1047R)

ITIP na myramuio H1047L Ctram < QCram (uip H10471)"

D 3pauenne QCrox u 3HadeHus QCpam A1d KoHTpombHOH TP m s amnens-
cnenuduunbix [P yka3zaHbl Ha yrmakoBke HaOOpa peareHToB U B MACIIOPTE.

2) Ctyxo— 3Hauenue Ct [TKO B »toit xe nocranoske I1LP.

10.1.4 Ecnu Benmuuuubl Ct KOHTPOJIBHBIX OOpPA3IOB BBIXOAAT 3a MPEAEIbl JTOMyCTUMBIX
3HAYCHUH, TO HEOOXOAMMO TTOBTOPUTH aHAIN3. ECII 1ocie MOBTOPHOTO aHAIN3a 3HAYEHUS
Ct He COOTBETCTBYIOT AOIYCTUMBIM TIpeleiaM, TO Pe3ylbTaThl aHadWu3a HE BaJWIHBI.
Bo3moskHbIE Tpo0sIeMbl TPEICTABICHBI B TabIULE /.

Tabnuua 7. Ipyrue 3nauenus Ct 1Ji1 KOHTPOJIBHBIX 00Pa3I[0B U BO3ZMOXKHBIE MTPOOIEMBI

Oo0pa3zen 3nauenne Ct Bo3mo:kHbIE IP00JIeMBbI

KonTpoabsuas I[P

Bo3MoXxHO Hannm4ne HHrHOUTOPOB UM OLIMOKHU

Ctrox > QC
OKO Rox > QCrox noctaHoBku [ILP.

Cteam < Ctrko+6 Bo3MoXHa KOHTAMUHAIHS.

Bo3mosxubl ommbku noctanoBku [111P,
ITKO Ctram > QCFAM (xourponsuas TIIP) | HAJTMUHE HHTHOUTOPOB, Aerpamarus [TL[P-
cmecu u/unu aerpananus [1KO.

IMIP na myranuu E542K, E545K, H1047R, H1047L

OKO Ctram < Ctrxot+6 Bo3Mo)xHa KOHTAaMHUHAIHA.

Ctram > QCram (e E542K
Ct S gc i ) Bo3MoxxHbI ommOku noctanoBku [111P,

FAM FAM (TTLIP E545K
[1IKO (i ) HaJgu4yue HHruouTopoB, aerpagamus [11[P-
Ctram > QCram (miiip H1047R)
cmecu w/mm aerpagamnus [1KO.

Ctram > QCram (mip H1047L)
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10.1.5 Jlns xaxaoro KJIMHUYECKoro oopasiia B KoHTposibHOU 1P momkHO HaOmoaaThes
Hapactanue ¢uryopecteHnyn mo kanairy FAM u onpenenstees 3Hauenue Ct (Cte).

10.1.6 Ecnmu 3nauenue Ctc ompenensercs B amanazoHe Ctpxo-4 < Ctc< Clyxot4, TO
konneHTpamus JJHK nocrarouna nis ananuza Ha Hanuuue myTaiuid rena PIK3CA.

10.1.7 Ecmm 3nauenne Ctc menbiie Clygo-4, To Heooxoaumo passectu JIHK, mpuaumas,
YTO IBYKpaTHOE pa3BeeHue yBennuuBaeT Ct Ha 1 1IUKII, ¥ TOBTOPUTH aHAJIH3.

10.1.8 Ecmm 3nauenue Ctc 6ombine Cthxot4, To konnentparus JJHK e mocrarouna s
aHanu3a Ha Hanmuue myTaiuid reHa PIK3CA. Heo6xo1umMo mpoBeCTH MOBTOPHBIN aHAIIN3,

HaunHag ¢ 3tana Beiaenenus JIHK u3 cpezoB FFPE omyxoneBoit Tkanu.
10.2 Amnanu3s pe3yabtaroB IIIP na nannumne myrammii rena PIK3CA

10.2.1 [Inst Kaxa0ro KIMHUYECKOTo 00pasia A KaKI0W MyTallii pacCuyuTaTh 3HAYCHHUS
ACt = Ctas — Ctc, rne Ctas — Ct oOpasma B amutens-cnernuduynoii [11[P, cooTBeTcTBYIOMIECH
mytamuu, Ctc — Ct obpasma B xoHTponpHOU III[P. Pekomenmanuu mo pacuéty ACt B
nporpamme «MS Office Excel» npusenens! B npuoxennu b.

10.2.2 CpaBuuthb nosyuennsie 3HaueHust ACt kmunnyeckoro oopasna JIHK co 3nauenusiMu
touek orceueHus (TO) st kaxaoit myTaruu. 3Hauenus: TO 1715t Kaxk a0 MyTalluyd yKa3aHbl
Ha yIIaKOBKe Ha0opa peareHToB U B IaclopTe.

10.2.3 OGOpazer; y4uThIBa€TCA KaK TMOJOKUTENBHBIN (coAepX alluidi MyTaluio B TEHE
PIK3CA), eciu anst o6oux ny6neit 3uauenusi ACt MeHblie nin paBabl 3HaueHUIO TO uist
3TON MyTAallWH.

10.2.4 OO6pa3zer; yuuTbiBaeTCs Kak OTPUIIATENBHBIN (HE COAEpI Al MyTallio B I'eHE
PIK3CA wiu KOHIIEHTpaIusi MyTaHTHOTO aJljIelisi MEHee Mpejiesia 0OHapyKEHUs ), €CIH IS
oboux nyo6neit 3HaueHuss ACt Gonpmie TO, wm ecnm B amnenb-cnenuduanoi ITILP
3HaueHus Clas 00pasiia He onpeneneHbl Wiu 11 OAHOTOo U3 nyosteid 3HaueHne ACt 60bIe
TO, a ansa agpyroro — 3Hauenue Ctas He onpeaeneHo.

10.2.5 Ecnu nns oguoro u3 ayo6seii 3nauenue ACt mensie unu paBao TO, a 1iig 1pyroro
ACt 6onpiie TO, TO pe3ysibTaT CUUTAIOT COMHUTEIBHBIM U aHaIU3 MOBTOPsOT. Eciau B
MOBTOPHOM aHaJIM3€ MOJIy4at0T COMHUTEIbHBINA PE3yJIbTaT, TO MPOBOASIT MAaKPOAUCCEKIIUIO
yuacTkoB omyxoiaun u3 cpe3oB FFPE omyxoneBoit TkaHu Tak, 4TOOBI COJEpKaHUE

OITyXOJIeBBIX KJIETOK ObLI0 He MeHee 50%, BoiaenstoT JJHK u noBropsitoT ananus.
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11 ¥YcnoBusi XxpaHeHUS, TPAHCITOPTHPOBAHUSA U IKCILIyaTAIIUA

11.1 VYcaoBusi XxpaHeHust

11.1.1 Xpauutp Habop peareHToB mpu Temmeparype ot muHyc 18°C mo munyc 25°C B
TEYEHHEe  BCEro  Cpoka  TOJHOCTM B  XOJIOAWIbHUKAX,  OOECHEUMBAIOIINX
perJIaMeHTHPOBAHHBIA TEeMIIEPATYPHBINA PEKHUM, HE JOITyCKasi MPOHUKHOBEHHS CBETA.
11.1.2 He noaseprats HaOOp peareHTOB 3aMOPAKUBAHUIO U Pa3MOPaKMBAHHUIO OoJiee TPEX
pa3, ob1Iee BpeMsi HaxXOXKJICHUS TIociie oTTauBanus ipu Temmeparype 22°C — e 6onee 30
MUHYT.

11.1.3 Cpok rognoctu Habopa — 12 Mecsi1eB co JAHs BBIITYCKa WM 3 MecsIa MOcje MepBOro

BCKPBITHS YIIAKOBKU HaOOpa B 3aBUCUMOCTHU OT TOT'0, KaKasl 1aTa HaCTYIIUT paHbLIe.
11.2 YcaoBusi TpAaHCHIOPTUPOBAHUS

11.2.1 TpancnopTupoBaTh HAOOp PEAreHTOB CJIEIYET TPAHCTIOPTOM BCEX BHUJIOB B KPBITHIX
TPAHCIOPTHBIX CPEJCTBAX B COOTBETCTBUU C MPABWIAMHU MEPEBO30K, NEHCTBYIOIIMMHU HA
TpaHCIIOpPTE JAHHOTO BUJA, IPU TeMIeparype He Boiiie Munyc 18°C.

11.2.2 Jlomyckaercsi TpaHCIOPTHPOBAHHE HAa0Opa pearecHTOB B TEPMOKOHTEHHEpax,
conepxanmx xyagodneMenTsl (XTJI-4, OO0 «Tepmosnorukay Ui aHaJIOTHYHbBIE).

11.2.3 Cpox TpaHcnopTUpOBaHUs — HE 00Jiee 5 CYTOK.

11.2.4 Tlpu TpaHCHOPTHUPOBAHUU HEOOXOAWMO COOJIIOIATH YCIOBHS, 00ECIEYHBAIOIINE
COXpPaHHOCTh HA0Opa PEareHTOB OT MEXAHUYECKOTO MOBPEXACHUS, HEOJaromnpusiTHOTO
BO3JICHCTBHSI TEMIIEPATYPHI OKPYXKAIOIIEH Cpe/ibl, BO3AECHCTBUS COTHEUHOIO CBETA.
BHUMAHMUE! Ecnu peareHThl IpUOBLUTA HE3aMOPOKEHHBIMHU WJIH YTIAKOBKA MOBPEXKICHA,

noxkanyicra, cBsokuTech ¢ pousBogutesieM OO0 «buoJlunk» (cMm. pasaen 12).
11.3 ¥YcaoBus 3kcniayaTanun

11.3.1 Hcnonb3oBaTh HAOOP peareHTOB IpH KOMHATHOM Temmeparype (ot 18°C mo 25°C).
11.3.2 Ctporo cobmtonaTh TpeOOBaHUS AAaHHONW MHCTPYKIMHM MO MPUMEHEHHUIO Habopa
peareHToB.

11.3.3 He ucnonb3oBaTh HAOOP PeareHTOB MOCIE UCTEYCHUS CPOKA TOTHOCTH.
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12 T'apanTHiiHbIe 00513aTEJILCTBA

12.1 IlpousBoguTenb TapaHTUPYET COOTBETCTBHE KauecTBa Habopa peareHTOB
TpeOOBAHUSIM HOPMATUBHOW M TEXHUYECKOM JTOKYMEHTAllUd MPU COOJIIOJCHUM YCIOBHM
XpaHEHUs, TPaHCIOPTUPOBAHUS W NPUMEHEHHUs. be30macHOCTh M KadyecTBO W3JEIus
TapaHTHPYIOTCS B TEYEHUE BCETO CPOKA TOJJHOCTH.

12.2 Tlpouw3BoauTenb OTBEYAECT 3a HEJOCTATKU W3JENHs, 3a HUCKIIOUYEHUEM N1e(eKTOB,
BO3HUKIIIKUX BCJICJICTBUE HAPYIIECHUS MPABWII MOJIb30BAHUSI, YCIOBUN TPAaHCIIOPTUPOBAHUS
U XpaHeHus, TM00 ACUCTBUN TPETHUX JIUIL, TUOO 0OCTOATENHCTB HEMPEOA0TUMOM CHUJITBI.
12.3 B cnyuae HapylieHUs yCIOBUN TPAHCIIOPTUPOBAHUS, OOHAPYKEHUS MOBPEKICHUN
yIaKOBKH, a TaKKe MO BOMPOCaM, KacalolMMCs KauecTBa Habopa peareHTOB, CIENyeT

obpatuthces k npouszBoauTento OO0 «buoJIuHk».

Anpec: 630090, r. HoBocubupck, yin. Hukonaena, 1. 13
Tenedon: +7 (383) 209-32-40

DJIeKTpOHHAS T10YTa: info@biolinklab.ru

Beo6-caiir: biolinklab.ru

13 MapkupoBka

MapkupoBka MNOTPEOUTENHCKOW YHNAKOBKH COJEPKHUT Cleayrolue rpaguueckue

CHUMBOJIBI.
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IIpusoxxkenue A (pekomenayemoe) PexkoMeHaanum mo BbiaeJeHUI0

JAHK un3 napaduHoBbIX 0,10KOB

s Beiaenenus [JHK w3 FFPE 61okoB u3nuimiku napaduna odpe3aTs CKaibIeIeM U
IPUTOTOBUTH CEPUMHBIE CPE3bl TOJNIIMHON 5 MHUKPOH C IUIONIA/IbI0 TKaHW Ha cpe3e 25-
80 Mm2. Eciii moBepXHOCTH 6J10Ka ObLIA JUIMTEILHOE BPEMs SKCIIOHUPOBAHA Ha BO3yXE, TO
nepBbie 2-3 cpe3a oTOPOCUTH, a OCIEAYIONINE MSATh UCHOJIb30BaTh 17151 Bhiaenenus JJHK.

[lepBbIit v nociieqHUN padodrie cpes3bl CepUM OKPACUTh T€MATOKCHIMH-303UHOM,
MIOCJIE Yero MaToMop(oJIor OLIEHUBAET MPOLICHT OMYX0JIEBBIX KiIeTOK. Eciii Ha cpe3e MeHee
30% omyXxoJeBBIX KIETOK, TO IPOBECTU MaKpoauccekuno. Paboune cpe3bl MOMECTUTH B
npobupky ob6wsémom 1,5 mi u Beigenuth JIHK ¢ momompio Habopa peareHTOB s

Beienenus JJHK w3 FFPE Ttkann, 3aperucrpuposannoro Ha teppuropun PO.
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)/‘ Guo/luri Real-time-PCR-PIK3CA-5R UHcTpyKIHst 10 NPUMEHEHHIO

IIpusoxxkenue b (pekomenayemoe) PekomeHaanuu mo aHajausy

naHHbIX B mporpamme «MS Office Excel»

Jlns ynoOcTBa aHaIM3a SKCIIOPTUPOBAThH TA0JUILY JaHHBIX B porpammy «MS Office
Excel». Ha pucynke b1 nmpusenén npumep pacuéra ACt mis myrammii E542K u E545K, miist
JIPYTUX MyTalluii 00paboTKa pe3ynbTaTOB MPOBOAUTCS aHAJIOTUYHO.

B cronbne «Target» BBectu «KoHTponb» B stueiiku, coorBercTByromue [P c
KOHTPOJIbHOM CM€EChIO, BBECTH Ha3BaHus [IL[P-cmecent B ssueiiku, coorBercTByromue [P
¢ aTuMu cmecsiMu (pucyHok b1, anement 1). [Ipu He06X0AMMOCTH BBITIOJIHUTH COPTUPOBKY.

JobGaButh HOBBIN cTonber; «Ctc», rae Ctc — Ct oOpasua B xoHTposbHOM [TI[P
(pucynok b1, anement 4). 3nauenus Ct B koutposbpHO# [TLP ckorupoBats B cTondie «Co»
(pucynok b1, anement 3) u BctaButh B cTosidenr «Cte» (pucyHok b1, anement 4), Takum
obpazoM, uTro0s! 3HaueHuss Cq u Ctc 11 Kakmoro oOpasia HaXOJUINCh B OJJHOW CTPOKE,
COOTBETCTBYIOIIEH 3TOMY 00pasiy.

JHo6aButh cronbern «ACty. Mcronb3ys GyHKINIO BEIYUTAHUS, TSI KaXI0T0 00pasia
JUTSL KaKIoi MyTanuu paccuutath pazuuity ACt = Cq — Ctc (pucynok B1, anemeHt 5), uto
cootBercTBYeT ACt = Ctas — Ctc.

Ho6aButh cronden «TO», BHecTn 3HaueHus TO i KaXI0H MyTalud, YKa3aHHbIE
Ha ynakoBke HaOopa (pucyHok b1, anemeHT 6).

JHloGaBuTh cronben «pe3yabram». CpaBHUTH 3HaueHUs ACl KIMHUYECKUX 00pa3IioB
JIHK co 3nadenusimu TO nmisg Kaxxgoll MyTallMd M 3amMcarh pe3ysbTar (pucyHok bl,
AIIEMEHT 7).

OOpazer; yduTHIBAE€TCA KaK IMOJIOXKUTEIbHBIA (COAEpXKAIIMi MyTallui0 B TEHE
PIK3CA), ecniu ayis o6oux nyoneit 3nauenust ACt menble uinu paBHbl 3HaueHuto TO s
3TON MyTAallWH.

OOpazen; yuyuThIBaeTCA Kak OTPHIATENIbHBIA (HE colepiKalluid MyTalui0 B TEeHe
PIK3CA unu KoHIIEHTpaIisi MyTaHTHOTO aJlIesisi MEHee TIpejiesia OOHAPYKEHUS ), €CITH JIJIS
o6oux nyoneit 3naueHuss ACt 6onpime TO wim 3HaueHust Clas HEe ONpeNeIeHbl I IS
omnoro u3 nyonei 3Hauenwe ACt Gompme TO, a mns apyroro — 3Hauenue Ctas He
ONPEIEIEHO.

Ecnu nnst onnoro u3 ny6uneit 3nauenune ACt menbiie unu pasuo TO, a st Apyroro

ACt 6onpiie TO, TO pe3ylbTaT CYMTAIOT COMHUTENBHBIM, HEOOXOAUMO TTOBTOPUTH aHAJTU3.
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1 2 3 Cq Std. 4 5 6 7

Target Content  Sample Cq CgMean Dey CtC ACt TO PeayneTar
koHTpone | Unkn-01  [OHK1 156 156 0.0
KOHTpOMe | Unkn-01  [OHK1 156 15.6 0.0
koHTpone | Unkn-02  OHKZ2 232 234 0.4
koHTponb | Unkn-02  OHK2 237 234 0.4
KoHTpone | Unkn-03  [OHK3 232 232 0.0
KOHTpone | Unkn-03  OHK3 233 232 0.0
KOHTpONe | NTC-01 OKO nd 0.0 0.0
koHTpone | MNTC-01 OKO nd 0.0 0.0
KOHTpone | Pos Ctrl-07 MKO 191 T 02
koHTpone | Pos Ctrl-01 MKO 189 19.0 0.2
E542K NTC-02  OKO nd 0.0 0.0
Eb42K NTC-02  OKO nd 0
Eb42K Unkn-01  OHK1 270 251 15 15. 14 59 oTpMUaTEeNLHLIA
ES542K Unkn-01  OHK1 291 28, 15 15, 135 59 oTpuvuaTensHbIA
Eb42K Unkn-02  OHK2Z 280 277 0.4 23, 4.8 5.9 NonoxMTensHLIA
ES42K Unkn-02  OHK2 275 277 04 23, 37 5.9 nonoxMTenEHLIA
EB42K Unkn-03  OHK3 nd 0.0 0.0 2320 #3HAM 559 oTpvuUaTenksHLIA
ER42K Unkn-03  OHK3 nd 0.0 0.0 23,3 #3HAM 59 oTpyvuUaTenkeHLIA
E542K Pos Cirl-02 MKO 239 240 0.1
E542K Pos Ctrl-02 MKO 240 240 A
EB45K NTC-03  OKO nd 0.0
E545K NTC-03  OKO nd 0.0 0:
E545K Unkn-01  OHK1 265 264 01 156 10,9 51 oTpuvuaTensHLBIA
Eb45K Unkn-01  OHK1 264 264 0.1 15.6 10.7 51 oTpyMUaTENEHEIA
EG45K Unkn-02  OHK2 nd 0.0 0.0 23.2[ #3HAY 51 oTpyUaTEnNbHLIA
EB45K Unkn-02  OHK2Z 384 384 0.0 237 14.7 51 oTpyvUaTenkLHLIA
E545K Unkn-03  OHK3 254 254 0.1 232 22 5.1 NoONoXMTENEHLIA
E545K Unkn-03  OHK3 253 254 0.1 233 20 5.1 nonoxWTensHLIA
E545K Pos Ctrl-03 MKO 218 219 0.2
ES45K Pos Cirl-03 MKO 221 219 0.2

Pucynok B1. O6pabotka nanubix B nporpamme «MS Office Excely»

1 — B cTonbue «Targety o6o3HadueHsI stueiiku, coorBeTcTBYIOmUE [P ¢ KOHTPOJIBHON CMEChIO,
¢ ITIP-cmecwro E542K u ¢ TILP-cmechro E545K.
2 — B cTonbie «Sample» o6o3Hauensr Homepa obpasnos JJHK, OKO u ITKO.
3 — cronben «Cq», oTKy1a ckonmupoBaHbl 3HaUeHUs1 Ct oOpa3ioB B KoHTpobHOM [TI[P.
4 — cronbenr «CtCy», B koTOpbIN BcTaBieHbI 3HaUeHUs1 Ct u3 cronbia «Cay.
5 — Berumncnenue 3Hauenniit ACt mo ¢popmyne ACt = Cq — Ctc.
6 — 3navenus TO mis myrammii E542K n E545K (ykas3aHbl Ha ynakoBke Habopa ¥ B TIaCIIOPTE).
7 — pe3ynbpTaT aHanu3a Ha Hanuuue myTtanui B rene PIK3CA.

Cq Mean — cpennee 3nauenue Cq 11st obpasia,

Cq Std. Dev — cpeanexBaapaTHueckoe oTKIoHeHHe 3HaueHus Cq a1 oOpasiia.

3nauenus Cq Mean u Cq Std. Dev He ucnonib3yroTcs npu pacyéTax.

nd — 3Hauenue He onpeaencHo, #3HAU! — ommbka B 3HaYEHUN.
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B npuBenénnom Ha pucynke b1 npumepe TOgsaok = 5,9, TOgsask = 5,1.

O6pazenr JIHK1 yuuThiBaeTcss Kak OTpHIATEIbHBINA, TO €CTh, HE COJIEpKaIuil
mytanuii E542K u E545K B rene PIK3CA (uim KOHIIEHTpAIKs MyTaHTHOT'O aJIIeIst MEHEee
npesena ooHapyxeHus), mockoibky B I[P co cmechio E5S42K 3nadenus ACt cocTaBisIFOT
11,5u 13,4 (6oapiie TO =5,9), a B IILIP co cmeckro ES45K 3nauenus ACt coctasisior 10,9
u 10,7 (6ompme TO =5,1).

O6pazen JIHK?2 yuuTsiBaeTcs Kak MOJOKHUTEIBHBIN, coaeprkanuii mytamnuto ES542K
B reHe PIK3CA, tak xak B IILIP co cmechro E542K 3nauenus ACt cocrapnstoT 4,8 u 3,7,
1151 06oux ay0nei MeHsIne 3HaueHus TO = 5,9.

O6pazen JIHK3 yuuThiBaeTCs Kak MOJOXKUTENBHBIN, copepkaiuii mytamuo ES45K
B rene PIK3CA, tak kak B IIL[P co cmechro E545K 3nauenus ACt cocrapmistor 2,2 u 2,0,

115t 00oux ayonein mensine 3Haduenus TO = 5,1.
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