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Cnncok cokpanieHuii

BKO BHYTPEHHUI KOHTPOJIBHBIA 00pasen
K- OTpULATENLHBIN KOHTPOJIb
BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLUU
K+ MOJIOKUTEIBbHBIH KOHTPOJIb
OKO OTpHLIATENIbHBIN KOHTPOJIBHBINA 00pasert
IIKO TIOJIO>KUTEIbHBIN KOHTPONBHBII 00pazer]
HoJMMepasHas IenHas peakuus ¢ (IIyopeciueHTHO! IeTeKIuel B
[P PB
peXuMe peasbHOr0 BpeMEHH
OoT oOpaTtHas TPaHCKPHITIIUS
PHK PHOOHYKIIENHOBAs KUCIIOTA
HK HYKJICMHOBAsl KUCJI0Ta
xJIHK koMmiuiemenTapHas JJHK
CII CaHUTapHBIE NIpaBUIIA
My METOINYECKUE YKA3ZaHUS
UYMA MPC uyma menkoro poraroro ckora (MPC)
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1. Ha3nauenue

Habop pearentoB mpennasnaden mis BoiiBieHns PHK Bupyca wyma MPC B
OnonI0rN4YecKoM Marepuaie (Ma3Ky CO CIM3UCTBIX KOHBIOHKTHBBI, HOCOBOH M POTOBOH
MOJIOCTEH, peKTaJbHble Ma3KH, IeJbHas KPOBb, OpraHbl U TKaHU (HAmp. CEle3eHKa,
TKaHU JICTKUX, TKAHH KUIICYHHKA U 1Ip.)), & TAKXKE B KyIbTypaX MHKPOOPraHH3MOB,
CMBIBax C IIOBEPXHOCTEH METONOM 00paTHOH TpaHCcKpunuuu 1 ammuudukammn kIHK
¢ QuyopecleHTHO IeTeKIMel B pe)KuMe peabHOro BPEMEHH.

2. Xapakrepucruka Habop
2.1 llpunuun geicTBust

Habop peareHTOB OCHOBaH Ha WCIOIB30BAaHHM JABYX IIOCIEIOBATEIBHBIX
peakmmii: obOpatHO#l TpaHckpumnmuu BHpycHo PHK s momyuenms xIHK u
MOJIMMEPa3HON MeMHON peaknuu A aMIurdukanun GparMenrta morydeHHol k/JHK
MaTpuipl. O0e peakuy MPOBOAATCS MOciIenoBaTeNbHO B ogHo [TIIP-ipobupke (one-
tube), 94To cokpaluaeT u ynpoIraeTr npouenypy aHaiu3a, CHIKaeT PUCK KOHTAMHHALUH
1 BO3MOXKHOCTB omOku pu eperoce kAHK B npyryro npooupky ms ITLP.

Jletexnus NpoIyKTOB aMIUTU(HKAIMH OCYILECTBISIETCS B PEKHME PEabHOTO
BPEMEHHU C UCIIOJIb30BaHHEM MPUHIIMIA BBILEIUICHUS (IIyOpEeCleHTHOW MeTKH Ha 5'
KOHIIE OJIMTOHYKJIEOTHIHOTO 30H/A.

HaGop mno3Bomsier crnenuduyeckn ammmuduuupoBaTh (parMeHT TIeHoMa
Bupyca uyyMbl MPC u TreHOMa BHYTPEHHEIO IOJIOKUTEIHHOTO KOHTPOJIA
(6akTepuodara MS2) B MyJIbTUILICKCHOM TOJAMEPA3HOH IIESTTHOM peaKIuu.

2.2 Cocras Hadopa

Habop coCTOMT U3 KOMILIEKTa PEareHTOB JUIs MPOBEICHHS MYJIbTHILIEKCHON
OT-IILP PB (KommuekT Nel) n xoHTposnbHBIX 00pa3moB (Komrurekt Ne2). HaGop
BBINTYCKACTCS B JIBYX BApUAHTAX:

1) [nsa anammsa 55 o0pa3mnoB (BKITIOYast KOHTPOJIBHEIE 00pas3Ibl)
2) Jast ananuza 110 06pasioB (BKIKOUAS KOHTPOJIBHBIE 00pPa3Ibl).

CocraB Habopa npuseneH B Tabnumax 1 u 2.

IIpOoTOKOII BBIXOIHOI'O KOHTPOJIS JOCTYICH II0 3aIIpoCy.
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Ta6ymma 1. Kommurekt Nel s mpoBenenus TT1P:

O0BeM, MK K
oJI-
Ne CocTaB KOMIUIEKTa Omnucanue Ha 55 Ha 110 5o
peakuuit peakuuit
Cwmeck ans mpo3payHast
nposeneHus I111P,
1 TP CMECh GGCHBGTHa:I 275 550 1
YYMA MPC PKHIKOCTD
T
2 ILIP BY ®EP OecrBeTHAS 550 1100 1
YYMA MPC PIVIROCTD
CMech pepMeHTOB, fpospatHas
3 RT PCR ENZ. OecupeTHas 45 90 1
BA3Kas ) KUIOKOCTH
Bydep mna Tpo3payvHast
4 passenenus PHK, OeciBeTHAS 500 1000 1
PHK BY®EP JKUJKOCTh
Tabnuna 2. Komruiekt No2 KOHTPOJIbHBIC 00pa3IIbL:
O0BeM, MKII K
No CocTraB KOMIUIEKTa Ornucanue o
- Ha 55 Ha 110 BO
peaxuuit peaxuuit
Buyrpennuii IIpo3pavHast
1 KOHTpOJIBHBIH 00pasell, OecrBeTHast 550 1100 1
BKO M1 HKUIKOCTD
OTpHuIaTeIbHbIH npo3pavyHas
2 KOHTPOJIBHBIH 00pasell, OecrBeTHast 1500 2000 1
OKO (TE 6ydep)* JKUIKOCTD
[onoxurenbHbIN Mpo3payHas
3 KOHTPOJIBHEIN 00paserl, OecrBeTHAS 100 200 1
INKO YYMA MPC JKUJKOCTh

B nabop He BxomsT peaktusbl i dkctpakuun HK. Breenenue PHK moxer
MIPOBOJUTHCS, HAIPUMED, C MTOMOIIBI0 HAOOPOB HA OCHOBE COPOIIMOHHOTO METOMA, B
COCTaB KOTOPBIX BXOJMT CHJIHMKa WIIM MHKPOLCHTPU(YKHBbIE KOJOHKH, HAOOpPOB Ha
OCHOBE (EHOJI-XJIOPOGOPMHON SKCTPaKIMU M T.I. PekoMeHmyeTcsl HCIOJIb30BaTh
Habop «/JHK/PHK-C-®AKTOP» nmibo aHanoruaHsIi.

* Bo3MOyKHa JIerKasi OnajeCieHIHs

1 Bmecro OKO jomyckaercs WCIONB30BaHHE — (DM3HOIOTMYEcKoro  pactBopa, TE-Gydepa,

JIUCTHJINPOBAHHON BOJBL. PeareHThI JODKHBI OBITh YMCTHIMH M CTCPUIIBHBIMHU. 3aMPEIacTCst HCIONIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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3. AHaJIUTHYECKHUE XapaKTEePUCTUKH

ITokazaHo oTCyTCcTBHE HecTelM(UUECKHX pEeaknuii KOMIIOHEHTOB Habopa B
ornomennn HK npyrux mmkpoopranmsmoB: BupycoB rpunma A, AUC, Bo3OyauTens
OonesHn  Ayecku, Bo3OymuTens sIIypa, BO30yAWTENs  NApBOBUPYCHOW W
potaBupycHoli  umHGekuuii, Oaktepuit  Yersinia  enterocolitica,  Yersinia
pseudotuberculosis, Campylobacter jejuni, Campylobacter coli, Escherichia coli,
Listeria monocytogenes, Listeria welshimeri, Listeria grayi.

[TokazaHo oTCyTCcTBHE HecnelM(UYECKUX peakIuii KOMIIOHEHTOB Habopa B
otHomeHnn obpasuos JIHK osen, ko3, ceunbn, KPC, cobaku n uenosexka.

4. MepbI IpeI0CTOPOKHOCTH

Bce pabGoter 1o cOopy, TpaHCIOPTUPOBAHHIO W MOJATOTOBKE MpPOO
OMOJIOTMYECKOTO MaTepHana OT )KUBOTHBIX OCYIIECTBIATh B CTPOTOM COOTBETCTBUH C
tpeboBanusmu CanlluH 3.3686-21 «CaHuTapHO-3MHICMHOIIOTHIECKHAE TPEeOOBaHUS
1o TpoUIaKTHKE HH()EKINOHHBIX OOJIE3HEH».

HccnenoBanne mpoBomuTCA B [Ba 3Tama B JBYX OTICIBHBIX MOMEIICHUSIX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1abopaTOpHii,
HCIOJIB3YIOIUX METOAbL aMHJ’II/I(bI/IKaI_[I/II/I HYKJICMHOBBIX KHUCJIOT IIpHU pa60Te C
MaTepualioM, CoJIepKallluM MUKPOOPTaHU3MBI i-1V TPYIIIT TaTOT€HHOCTH.

Bce nmaGopatopHoe o0OpynoBaHME, B TOM UHCJE JI03aTOPbI, INTAaTHBBI,
nabopaTopHas IoCy/ia, a TaK)Ke padovne peareHThl U PacXOJHbIe MaTEePUalIbl JOIDKHEI
OBITH CTPOT'O CTAI[IOHAPHBIMU. 3aIpelIaeTcsi MX MEPEeHOC U3 OJHOW 30HBI B IPYTYIO.

IMpomecc wmccnenoBaHus SABISIETCST CTPOTO  OJHOHANPABICHHBIM, pPadOTY
ClIelyeT HauYMHATH B 30HE MOJTrOTOBKH MaTepHaja, MPOJOJKaTh B 30HE HKCTPAKIUH
HYKJIEHHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(QHUKaIWH. 3anpelaeTcss BO3BpallaTh
00pasIisl B 30HY, B KOTOPO# ObUIa MpoBeIeHa peabLAyIas CTa s Ipoiecca.

PaGotaTh TOJNIBKO B OJHOPA30BBIX INEPYATKAX, WCIIOJIB30BATH M MEHATH NpPHU
KaX/1011 omepanuy 0JHOPa30Bble HAKOHEYHUKHU C a3PO30JIbHBIM 0apbepoM.

OnHOPa30BYIO TUTACTUKOBYIO MOCYy (MPOOUPKH, HAKOHEYHUKH) cOpachiBaTh B
CHenManbHbI KOHTEHHEp, CoIep Kaluid Ne3WHGUIMPYIOUH pacTBOp (Hampumep,
0,2% HaTpHUEBOH COIH JUXIOPU30IMAHYyPOBOI KHCIIOTHI).

Pa6oune nosepxuoctu B [P nomemenusx o6my4yaror YO cBeToM B TeueHHE
30 MuHYT 710 Hayala W Tocje mpoBeaeHus pabot. Takke mocie OKOHYaHUS padoT
pekoMmeHayeTcsi  oOpabareiBaTh  pabounMe  MOBEPXHOCTH  JIE3UH(HIMPYIOIINM
pacTBOpOM.

5. Marepuanbl 1 000pyA0BaHUe

Jas 3onbl Boiaeaenuss PHK u3 ucenenyembix npoo:
e HacronbHblii OOKC ¢ OakTEpHUIMIHON JaMION WM CTepHIbHBIH JIaMUHAPHBINA
mkad (ranpumep, «bABn-«Ilamunap-Cx»-1,2», «JlamunapHsle cucremMsl», Poceust);
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e TBepmoTenbHBIA TEpMOCTAT I MPOOHPOK THMa «ImmeHaopd» Ha 1,5 Mi ¢
nuamnaszoHoM temmeparyp ot 25 mo 99 °C (manpumep, TT-2-«Tepmur» «HITO JTHK-
Texnonorus» Poccus);

e BakyyMmHBII OTCachIBaTeNh MEIWIMHCKUI C KOJOOW-TOBYIIKON Ui yIOaJcHUS
HaJ0caouHON Kuakoctu (Hanpumep, «OM-1», r. YubsHoBck, Poccus).

e MuxkponeHntpudyra s npoOupok Tumna «duneHnopd» no 12 Teic. 00/MHH
(manpumep, «MiniSpiny», «Eppendorf», ['epmanus);

e Boprekc (Hanpumep «TOTA-2», «buokom», Poccus);

e [lumeTkn aBTOMaTHYECKUE OJHOKaHAJbHBIE NepeMeHHoro oobema 20-200 u 200-
1000 mxur; (Hanpumep, «Jlennumery», Poccus).

e OpxHOpPa30BBIC TOHIIPONIICHOBEIE poOupku Ha 1,5 M (Hampumep, «Tarsonsy,
WNuans);

e OpHOpPa30BBIE HAKOHEYHUKH AN IHIETOK IEPEMEHHOr0 00BbeMa C a3po30JIbHBIM
6aprepom u 0e3 (o 200 u 1000 mxo1) B muTatuBax (Hampumep, «Tarsons», Manns);

e [lepuaTku MEJULIMHCKNE HEOMYAPEHHBIE JJATEKCHBIE;

e IllraTuBbI 111 MUKpOTIPOOUpPOK Ha 1,5-2 M (Hanpumep, «Axygeny, CILA);

e EMKOCTb C Ae3MHQHUIUPYIOIIUM CPEICTBOM;

e XonmomwibHUK OT 2 10 8 °C ¢ MOpO3UIBHOM KaMepoil oT MuHyc 24 1o MuHyc 18
°C.;

e Xauar 1abopaTOpHbIH;

Ha6op mns sergenenns JHK (cm. myHKT 2.2).

st 30ub1 nposenenust NP ananu3za:

o Ammmdpukatop (Hanpumep «Rotor-Gene Q», Qiagen; «AT-96», JJHK-TexHOMOTHA
WJIN aHAJIOTHYHBIN).

o [II[P-6okxc (mampumep, «BAB-IIIP-«Jlamunap-C», JlamMuHapHBIE CHCTEMHEL,
Poccus).

e MukpornenTtpudyra-poprexc (Hanpumep, «TOTA-2», buokom, Poccus);

e JluneTky aBTOMAaTHYECKUE OJHOKAaHAJbHBIC mepeMeHHOro oovema 2- 20, 20-200
MkJ 1 100-1000 mxi; (Hanpumep, «Jlennunery», Poccns).

e OnHOpPa30Bble HAKOHEYHUKH IS J103aTOPOB MIEPEMEHHOT0 00beMa C a3pO30JIbHBIM
6aprepom 10 20, 200 mxit u 1o 1000 mx (Hampumep, «Axygeny, CIIIA).

e IllraTwBHI UIT HAKOHEYHUKOB (Hampumep, «Axygeny, CIIIA) u MuUKpompoOHpox
Ha 0,2 mut (Hanpumep, «SSI», CIIIA).

e XonomwibHUK OT 2 10 8 °C ¢ MOpO3UIBbHOM KaMepoll oT MuHyc 24 10 MuHyc 18
OC;

e OpnHOpa3zoBble NONUIpPOIMICHOBBE Tpobupku Ha 0,2 m 1,5 M (mampumep,
«Axygeny, CIIIA);

o [Itatussl Ayt Mmukponpobupok Ha 0,2 u 1,5-2,0 mut (Hanpumep, «SSI», CIIA);

e [lepuaTKu MEAMIIMHCKUE HEOITyIPEHHBIC TATEKCHEIE,

e Xayat J1abopaTOPHBIH.

7
Bepcust 1.10 ot 29.09.2022



IIpu padore ¢ PHK Heo0XxoquMo HCHOJb30BATh TOJBKO OJHOPa30BbIe
CTepUW/IbHbIe IUIACTHKOBBIE PACXOJHble MaTepHaJbl, UMeIOlIUe CHeNHaJIbLHYI0
MapkupoBky «RNase-free», «DNase-freey.

6. B3sTue n 00paboTka MaTepnaJia, TPAHCIIOPTHPOBaHNe M XpAHEHHe P00
6.1 OT00op MaTepuaa VISl HCCIeI0BAHNSA, TPAHCIIOPTUPOBKA U XpaHeHHUe

JIns uccnenoBaHus UCIONB3YIOT CIETYIOLIUI MaTepHalt:

1. enpHas kpoBb. KpoBs 3a0upactcs B mpodupky ¢ 6 % D/TA u3 pacuera 50
MK pactBopa DJITA Ha 1 M1 KpOBH, 3aKpBITYIO IPOOUPKY C KPOBBIO HECKOJIBKO pa3
NepeBOPaUNBAIOT;

2. Ma3kd cO CHM3HCTHIX KOHBIOHKTHBBI, HOCOBOHl W pPOTOBOI MOJOCTEH,
pEKTalbHBIE Ma3Ku OepyT ¢ IOMOINBIO CTEPIJIBHOTO 30HMA, 30HI IOMEHIAT B
IUTACTHKOBYIO MHKpOmpoOupky ob0bemom 1,5 Mm ¢ 0,5 M1 cTepmwiIbHOTO
(hM3HOIIOTHYECKOTO PACTBOPA;

3. @parMeHTHI TKaHEH U OPraHOB (CENIE3CHKA, TKAHU JIETKUX, TKAaHN KUIICYHUKA
U JIp.) OTOMPAIOT B CTEPHUIIbHBIN KOHTEHHED;

4. KynbTypsl MHKPOOPIaHM3MOB B JKHIKUX Cpelax OTOMpAIOT B CTEPHIbHYIO

Tapy,
5. bakTepuanbHble KOJOHMH pecycneHAupyloT B 0,5 Mi (DU3HOIOTHYECKOTO
pacTBopa;

6. IluratenbHble cpelapl OTOMpPAIOT B CTEPWIbHYIO Tapy (TBepiple
PeCyCeHAUPYIOT B (hM3HOTIOTHIECKOM PACTBOPE);

7. CMBIBBI C THOBEpXHOCTEH (BHYTPHUIAO0OPATOPHBIX, C IOBEPXHOCTEH Taphl,
KOPMYILEK, MECT COAEPKaHMUs KUBOTHBIX M JIp.) OTOMpAIOT B cTepmiibHyIo Tapy ¢ 0,5
MJI (PU3HOJIOTHIECKOTO PacTBOpa.

[lomydennsie 00pa3lbl MOXKHO TPAHCHOPTHUPOBAaTh M XPAaHUTh B CIEAYIONIINX
peXHMax:

- pu Temreparype oT 2 10 8§°C — B TeUeHHE CyTOK;

- IIpu Temreparype He Beiie MuHyc 20°C — B TeueHHe MecsIa;

- IIpH TeMIeparype He Bele MuHyc 68°C — InTensHo.

I[OHYCRaeTCﬂ OJHOKPATHOC 3aMOpPaA)KMBAaHUEC-0TTAaMBAaHUE MaTEpUuaJia.

Ha ycmompenue eemepunapnozo epava 0onyckaemcs ucciedosanue Opyeux
81008 buomamepuana.

6.2 IloaroToBKa HCCIEXYeMbIX TPOD

[IpoObl LeNbHOW KPOBH, MAa3KH CO CIU3UCTBIX KOHBIOHKTHUBBI, HOCOBOH U
POTOBOM MOJIOCTEH, PEKTANbHBIE MA3KH, KyJIbTYPbl MUKPOOPTaHU3MOB U MUTATEIbHbIE
Cpemsl, CMBIBBI C TIOBEPXHOCTEH WCIONB3YIOT Ui BeigeneHus PHK  Oes
[peABapUTENIbHON NOAroTOBKU. CMBIBBI C TMOBEPXHOCTEH, B3SIThIE Uil MPOBEPKHU
HAJINYHS BHYTPHIA00pATOPHOIN KOHTAMHHAIINH, BBIICISATh HE HYXKHO.
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Hccnenyemble 1poObl  TKaHeil, OpPraHoB W IPOAYKTOB  KHBOTHOTO
MIPOUCXOXACHHUA (HEOONbITME KYyCOYKH JO | T BecoM) TOMOTEHU3HUPYIOT C
UCIIONB30BAaHUEM CTEPUIBHBIX (hap(pOpPOBBIX CTYNOK M ECTHKOB MIIM ABTOMATHYSCKUX
rOMOT€HH3aTOPOB. 3aTeM roToBsT 10% cycrieH3HIo Ha CTepHIbHOM (PH3HOJIOTHYECKOM
pactBope win pocdarHom Oydepe. CycreH3HI0 IepeHocsAT B MpoOupky oobemoMm 1,5
M 1 eHTpudyrupyroT npu 600-1200 g (2000 06./muH Ha ueHTpudyre «MiniSpiny,
Eppendorf, I'epmanust) B Teuenne 5-10 Mmun. AnukBoTy HanocanouHoit sxunkoctu (0,1
MJT) HCTIONIB3YIOT Juid AKcTpakimu PHK.

Ha ycmompenue eemepunapnozo epaua 0onyckaemcs uccieoo8anue Opyeux
81008 OuoMamepuaa.

7. IIpoBenenue anaansza

Anamu3 ¢ momompbio Habopa peareHTOB «IIHP-UYMA-MPC-®@AKTOP»
COCTOHWT W3 TPEX JTAIOB:

o skctpakuus HK;

¢ nposeaenue peakuuu OT-IILP PB;

® y4eT pe3yJIbTaTOB aHaJIM3a.
Ilpumeuanue. Peakuus OT-IILP PB npoBoauTcs B 01HOM nmpoOHUpKe.

7.1 Oxcrpakuus (Boiaenenue) HK u3 ucciienyembix npoo

Oto0paTh HEOOXOAMMOE KOJMYECTBO OJHOPA30BBIX MPOOHPOK oObeMoM 1,5
MJI, BKJIIOYasi OTPHLATENbHBIA KOHTPOJIb BbIIeNieHHs. BHecTH BO Bce NMpPOOUpPKH C
HCCIleAyeMBIME 00pa3iamMu, BKimodas npodupky mt OKO, mo 10 mxn BKO M1.

Brectu mccnenyemble IpoObl B 00bEME COTNIACHO MHCTPYKLMM K HAOOpy Uit
BeigeneHnss HK, B mpoOupky OTpHIATENbHOTO KOHTPOJS BBIJICJICHUS BMECTO
uccnenyemoii npo6e! Buectd OKO 2 (npodupky 0603na4unth kak BK-).

Boitenare HK w3 aHanmsupyembIX M KOHTPOJIBHBIX OOpasIoB COTJIACHO
MIPOTOKOJTy MHCTPYKIIMHU NTPpOou3BoANTENs Habopa aus Beinenenns HK.

Brigenennyro PHK moxxHO Xpanuth 1o 3 gacoB mpu temmepatype ot 2°C 10
8°C unm B TeueHHe MecsIa Ipu TeMnepaTtype He Boie Muayc 70°C.

7.2 TloaroroBka 06pa3noB k nposeneHuro I[P

O60muii 00beM peakMOHHOI cMecH - 25 MkJ1, 00beM PHK-nipo6sI - 10 M.

VYcnenrHoe NPOXO0XKIEHHE PEaKIWH KOHTPOMMpyoT wucrmois3oBannem ITKO
YYMA MPC, BKO M1 1 PHK 0ydepa.

2 Bumecro OKO jomyckaercs —HCIONB30BaHHE — (DH3HONOTHYECKOro  pactBopa, TE-Gydepa,

JIMCTHIUTAPOBAHHOM BOJIBI. PeareHTh! JOKHBI ObITh YHCTBIMH M CTEPHIIbHBIME. 3aMPEIIaeTCs HCIOJIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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Ilpumeuanue. Jlonyckaercs pasMopakHBaHWE PEareHTOB M3 Habopa mepen padoToi
mpu Temneparype He Bbime 40°C (¢ wmcmonb3oBanneM TepMocTara). IIporpeBaHue
npodupku RT PCR ENZ kateropuuecku 3anpemieHo.

B oTnenbHOl MpoOupke cMelaTh KOMIOHEHTH Habopa U3 pacyeTra Ha KaXIyIo
peaKIuIo:
e 10 mxn IIHNP BY®EP YYMA MPC
e 5wmxn [P CMECHh YYMA MPC
e 0,75 mvka RT PCR ENZ

[lepemernath cMech Ha BOPTEKCE M COPOCHTH KaIllld KPaTKOBPEMEHHBIM
neHTpudyrupopanueM. PacdyeT 00BEMOB peareHTOB Ha pPA3IMYHOE KOJIMYECTBO
peakuuii yka3aH B Ilpunoxxenun 1.

OTt0ob6paTh Heo0X0AWMOE KOJMYECTBO MpoOMpok it ammummdukammn HK
UCCIENYyeMbIX M KOHTPOJBHBIX Npo06. BHectm mo 15 MKI mpUroTOBIEHHOH
PEaKIHOHHOM cMecH.

Hcnonb3ysi HAKOHEYHUKH C QUIBTPOM B IOATOTOBJICHHBIE IPOOUPKH BHECTH:
a) B 1pobupky orpunareiasHoro koutpods [P (K-) 10 mxn PHK 6ydepa;

0) B psaa MpPOOHUPOK I MCCIEAYeMbIX Mpo0 — B Kaxmyr BHectd mo 10 mxn HK
COOTBETCTBYIOIICH MPOOBI, MoydeHHoM mo n.7.1 (BKitouas npody BK-);
B) B IPOOHPKY C MojoxuTerabHbiM KoHTposieM [TLP (K+) 10 mxn IIKO YYMA MPC.

ITpumeuanue. Tlpu ucnonb3oBaHuM it pabOThl aMILIM(YUKATOPOB C CUMTHIBAHHEM
4yepe3 kpeiiky (Hanpumep, [AT-96), 3ampemiaercssi HaAHOCMTH MAPKHPOBKY Ha
KPbIIIKY MPooupoK!

7.3 IIposenenne peakuun [P PB ¢ ¢ayopecuenTHOM AeTeKknuei

[TapameTpsl TeMIiepaTypHO-BPEMEHHOTO PEXUMa aMILTH(UKAINN Ha TIPHOOpax
«Rotor-Gene Q», «IT-96» ykazansl B Ilpunoxenusix 2 u 3 HWHcTpykuuu
COOTBETCTBEHHO.

ITomecTuts moxaroToBieHHBIe i mpoBeaeHus I[P npoGupku B s4elkH
amIudukaTopa. 3arporpaMMHUpOBaTh IPUOOP COTIACHO MHCTPYKIMH NPOU3BOIUTEIIS
u B cootBeTcTBUM ¢ [Iprioxenusmu 2 u 3 MHCTpyKLHH.

B cnydyae ncnonp30BaHUS aMITIM(GHUKATOPOB APYTHX MOJeNeil peKOMEHIyeTCs
KOHCYIbTaIus co cneruanuctom kommnanun «BET ®AKTOP».

[Tocne 3aBeprieHHs TPOTpPaMMBI aMIUTMGHUKAINH OTpaboTaHHBIE HPOOHPKH
YTHIM3UPYIOT B cooTBeTCTBHU ¢ MY 1.3. 2569 -09.

8. HWuTepnperanus pe3yIbTaTOB aHAIN3A

[lonyueHHsle naHHBIE — KpUBBIE HaKOIUICHHS (DIyOpPECHEHTHOTO CHTHaja
AHAJTM3HUPYIOTCS C ITOMOIIBIO MPOTrPaMMHOTO OOECIeYeHHs MCIOJIb3YeMOro mpuoopa
Jutst nposeaenust [ILIP B cOOTBETCTBHU ¢ MHCTPYKIMEH NPOU3BOIUTEIS K IPHOOPY U B
cootBeTcTBUH ¢ [Tpunoxenusmu 2 u 3 MHCTpyKIMK.
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VYyer pesynbraroB OT-TIIIP PB mpoBoguTCs MO HATUYHUIO WM OTCYTCTBHUIO
mepecedeHsl KPUBO (IyopecHeHInd C YCTAaHOBIEHHOH HAa COOTBETCTBYIOIIEM
YpOBHE TIOPOTOBOM JIMHHEH (YTO COOTBETCTBYET HAIWYHIO WIIA OTCYTCTBHIO 3HAUCHUS
noporosoro mukia «Cty» st ucciaenyemoro oopasia).

PesynbTar cuuTaeTrcs HOCTOBEPHBIM B Cllydyae KOPPEKTHOTO MPOXOXKICHUS
MOJIOKUTEIBHBIX U OTPHUIIATSIILHBIX KOHTPOJICH aMIUTU(pUKaImMu U dKcTpakinun HK B

COOTBETCTBUH C TaOIULIEH 3.

Tabnuna 3. Onenka pe3yapTaToB aHATHN3A.

Kanain pereximu
Hp06a FAM/Green CyS/Red Pegyﬂ],TaT
YYMA MPC BKO
Peaxiiy 1on10>XxuTenb»HOro U
KO o
Kt Ho 31 no 31 BHYTPEHHETO KOHTPOJIEH Npouuiu
yCHeuHo
Curnan Curnan
Peakius npomia ycneurHo
OTCYTCTBYET OTCYTCTBYET
Crienudryeckass KOHTaMHHAIHS!
JIro6oe Curaan
PHK TPEBYETCSI noBTopHasi nocraHoBKa!
Oydep 3Ha4YCHUEC OTCYTCTBYECT
K PexomeHyeTcst OCTaBUTh CMBIBBI
Konramunamus BKO! TPEBYETCA
Curnan I
JIro6oe 3HaueHWe | MOBTOPHAs IOCTAHOBKA!
OTCYTCTBYET
PexkomeHIyeTcst OCTaBUTh CMBIBBI
Curnan JIro6oe 3HaueHNe
DKCTpakuus NpouuIa yCIelmHo
OTCYTCTBYET or 1 no 35
TIto6 Cursain Crienuduyeckas KOHTaMUHAIMS!
100oe
OKO AHAYCHUE orcyrctByer win | TPEBYETCS noBropHast s3kcTpakuus!
HaueHH
BK- moboe 3HaueHNE | PekOMeH/yeTcsi OCTaBUTh CMbIBBI.
C Curaajn Pe3ynbpTaT HENOCTOBEPHBIN, BOZMOKHO
HrHAI
OTCYTCTBYET WJIM | IPHUCYTCTBUE HHTHOUTOPOB.
OTCYTCTBYET
sHauenne Ct >35 | TPEBYETCS noBropHas 3xcTpakuus!
JIro6oe Curnan .
sHaueHME OT | OTCYTCTBYET MM Pesynbrar aHanmm3a moJI0KUTETbHBIIH.
PHK supyca uymovr MPC npucyTcTBYyeT
1 1o 31 moboe 3HaUeHHe pyca iy puey Y
Oopa3usl Curnan Jlto6oe 3Hauenue | Pesynbrar aHanmmsa
OTCYTCTBYET or 1 1o 35 OTPULATEIbHBIIH
Curnan o
Curnan P — Pesynbrar HE 1OCTOBEPHBIH.
OTCYTCTBYET TPEBYETCA noBTopHast 3kcTpakuus!
yrerey 3Hayenue Ct >35 P paKit

B cnyuae, ecnu B BK- 3nauenne Ct gas BKO otcyTcTByeT uiau mpeBbILIACT
rpannydHoe, a B K+ 3nauenne Ct s BKO menee rpannunoro (u B obpasuax Ct s
BKO MeHee rpaHWYHOTO) — pe3yJbTaThl MOKHO CUHMTATh JOCTOBEPHBIMH. Tarkxke B
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ciaydae ecnu 3Hadenune Ct as BKO B K+ oTcyTcTBYyeT Miam mpeBwIIacT TPaHUIHOE, a
B BK- 11 00pa3nax MeHee rpaHHIYHOTO — PE3yIbTaThl MOJKHO CIUTATh JOCTOBEPHBIMH.

Ecin nmst wccmemyemoro obpasma mo kamanmy FAM/Green smagenuwe Ct
ompezensiercst nozaHee 31 nMKIa IPU KOPPEKTHOM HPOXOXKICHUH TOJOKUTEIBHBIX U
OTPHUILIATENIBHBIX KOHTPOJEH — OH CUUTAETCS CHOPHBIM M HCCIEIyeTCsl MOBTOPHO C
srana BbaeneHus HK. Ecnu npu moBTOpHOW IMOCTaHOBKE HAOIONACTCS CXOXKHM
pe3ynbTar — 00paser CUUTACTCS TTOJI0KUTEIHHBIM.

BHUMAHMUE! IIpu nomyyeHUMH COMHUTEIBHBIX PE3yJIbTaTOB, a TaKXKe INPU
nosiBieHn! Jodoro 3Hadenust Ct jus orpunarensHoro xkoHTpois stana [ILP K- (Ha
m000M W3 KaHAJIOB) PEKOMEHIYETCS HCCICAOBAHHME CMBIBOB C IIOBEPXHOCTEH B
1ab0paTopuy Ul UCKIIOYECHUS PUCKA BHYTPHIA00paTOPHOW KOHTaMHHAIMN. CMBIBBI
¢ 1abOopaTOPHBIX MOBEPXHOCTEH M 00OpPYIOBaHMS HCIONB3YIOT B KA4ECTBE MAaTPHIIBI
g [THP (BHOCAT B peakiiro BMECTO HCCIeTyeMbIX MMpod B KommdecTBe 10 MKI) — TO
€CTb CMBIBBI HCCIIEAYIOT Oe3 akcTpakimy. [TosBnerne moboro 3naueHus Ct Ha mobom
13 KaHAJIOB CBU/ICTEIBCTBYET O BHYTPMIA00PAaTOPHOH KOHTAMHUHAIINH.

9. YciaoBus TPAaHCIIOPTHPOBAHMSA

Ha6op «IIP-YYMA-MPC-®AKTOP» M0XHO TpaHCIIOPTHPOBATH BCEMHU BHIAMHU
KPBITOTO TPaHCIIOpTa MpH TeMuepatype ot 2 a0 8 °C He Oornee 5 cyTok.

10. YcaoBus XxpaHeHust

JnurenpHoe xpanenue komiiekToB Habopa «[IHP-UYMA-MPC-®AKTOP»
OCYIIECTBILIIOT TP TeMmeparype ot munyc 18 no munyc 20°C.

Ilepen wavamom paboTel ¢ HAO0OPOM KOMIIOHEHTHI Habopa cieayer
Pa3yKOMIUIEKTOBATh U XPaHUTh B COOTBETCTBHHU CO CIEAYIOIUMHU TPEOOBAHHUSIMHU:

Kommekt Nel (cm. Tabm. 1) mpu temmeparype ot munyc 18 no munyc 20°C;

Kommekt Ne2 (cm. Tabm. 2) mpu temmeparype ot 2 go 8°C.

11. Cpox roaHocTu

Cpok romuoctu Habopa peareatoB «IMIP-UYMA-MPC-®AKTOP» 12
MecsiteB. Habop ¢ UCTEKIIMM CPOKOM TOJHOCTH MPUMEHEHHUIO HE MOJJICHKHT.
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Ipuioxenue 1. Pacuer 00eM0OB peareHTOB Ha Pa3jin4yHOe KOJIMYECTBO PeaKuui

Obrem ILP | (o W TP CMECH | O6wem RT PCR
K;J;::if;o Byi‘\ﬁl’c ‘?;ﬁMA qyMA T\lapc, Mt ENZ, mka
5 50 25 3,8
10 100 50 7.5
15 150 75 11,3
19 190 95 14,3
23 230 115 173
27 270 135 20,3
31 310 155 23,3
35 350 175 26,3
39 390 195 29.3
43 430 215 32,3
47 470 235 353
51 510 255 38,3
55 550 275 1.3
59 590 295 44,3
63 630 315 47,3
67 670 335 50,3
71 710 355 53,3
75 750 375 563
79 790 395 59,3
83 830 415 62,3
87 870 435 65,3
91 910 455 68,3
95 950 475 713
99 990 495 74,3

13
Bepcust 1.10 ot 29.09.2022




Mpuioxenue 2. Mopsagok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
research, ABcrpanus) u Rotor-Gene Q (Qiagen, 'epmanus)

B cmygae mepBoro wucmoip3oBaHus I[IIIP-mabopa Ha mpmbope HeoOXoaMMO
co3zaath npotokoi ¢ HazBaHueM «IIIP-UYMA-MPC-®AKTOP» (npu nansHeifmeit
paboTe UCTIONB3YIOT CO3/IaHHbIH 11a0JI0H).

ITpu pabore ¢ mpubopom Rotor-Gene 3000 ucmons3yror nporpammy Rotor-
Gene Bepcun 6 winu Bblme, ¢ npubopamu Rotor-Gene6000 u Rotor-GeneQ —
UCrob3ytoT nporpammy Rotor-Gene 6000 Bepcuu 1.7 (build67) wiu Beitie.

TepMHHBI, COOTBETCTBYIOIIUE Pa3HbIM BEPCUSM NPOTPAMMHOTO OOecIeHeHus,
PpAacIIOIOKeHBI TI0 TEKCTY B CIEAYIOmeM nopsiake: g npudopa «Rotor-Gene» 3000 /
UIA  aHTJIOSA3BIYHOM  Bepcum mporpammbl  «Rotor-Gene» 6000 (Q)/ mna
pycckos3prgHOM Bepcun nporpaMmMbl «Rotor-Gene» 6000 (Q).

1. OTkpeITh IpoTpamMmy «Rotor Gene Q».

2. BeiOpate B OCHOBHOM MeHIO mporpaMMbl 3HaduoK «New»/«HoBbiii B

OTKpHIBIIEMcS OKHE BEIOpaTh «IlycToii madaon», Haxats KHONKY «New»/«HoBbIi
Elg a e nom
@

e e————

3. BoiOpares Tun portopa. Hanpumep, «36-Well Rotor»/«36-1yHounblii
POTOP» TIPH HUCHOIB30BAaHUH POTOpa Ha 36 o06pa3nuoB. [TocTaBUTH OTMETKY B OKOIIKE
psmom ¢ Haamuchio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabuo
3akpenJieno». Haxatb kHonky «Next»/«/laee..

4. VYkazarp omepatopa, o0beM peakipoHHoli cmecu  «Reaction
volume»/O0bem peakmum» — 25 mria. Jlnga Rotor-Gene 6000 momxHO OBITH
otMedeHo okomko «15 pl oil layer volume»/«15 pL. o0bem macna/Bocka». Haxath
kHONKY «Nexty/«Jlamee».
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5. B Bepxmeil wactm oxHa Haxath KHONKY «Edit profile»/«Pegakrop
npoguias». B nosBuBIIEMCS OKHE B COOTBETCTBUH C HHCTPYKIMEH K MpuOOpy 3a1aTh
IporpaMMy aMIUTH(UKAINH C TapaMeTpaMH, yKa3aHHBIMH B TaOmmie 4. Haxatp
knaBunry «OK».

Tabnmmna 4. TeMnepaTypHO-BpEMEHHOM pexxuM aMIuindukamn Ha Rotor-Gene.

Ne N
- TeMrmepaTypHO-BPEMEHHOM PEXKUM Yucio MUKIOB
1 50°C — 30 mun 1
2 95°C — 5 mun 1
95°C — 20 cex
3 58°C — 30 cexk, perekuus Fam/Green, Cy5/Red 45
72 °C- 30 cex

Jast 3TOTO TpedyeTcs MpoIeNaTh CIISIYOIIHE [IIari:

-Haxatp kmaBumry «Insert after»/«BcraButh mocne» u BeiOpath «New hold at
temperature»/«HoBoe ynepxaHue TeMmIeparyps», YCTaHOBUTH Temmeparypy 50°C u
Bpemst 30 MUH ;

-Haxatp knaBumry «Insert after»/«BcraButh nocne» u BeiOpath «New hold at
temperature»/«HoBoe ynepaHHe TeMIepaTyphl» yCTaHOBHUTH Temmeparypy 95°C u
BpeMs 5 MHUH.

-Haxatp knaBumy «Insert after»/«BcraBute mocie» u BbOpath «New
cyclingy/«HoBoe UMKIMpOBaHME», YCTAHOBUTH MapaMeTpbl LUKIMPOBAHUS B
COOTBETCTBHUH C TaOIHIEH 4.

6. B Hi>kHEN yacTM OKHa macTepa TecToB HaxkaTh KHonky «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CUIH.». B OTKphIBIIEMCS OKHE HaXXaTh KHOIKY
«OnT.1eTek-MbIx». 11 000MX KaHAJIOB yKa3aTh HYXXHBIM JUANla30H CTapTOBOTO
curHana: Min Reading /muHumanpubli curnaa - 5, Max Reading
/makcumansublii curHaa — 10. B rpade «Ilo3unmsi Ilpodupkm» ykazaTe HOMep
MpoOHUPKH, MO KOTOpOH OyIeT aBTOMAaTHYECKH BBIOpaH mapamerp «yCHJIeHHS
CHUTHAJa», [0 YMOJYaHHUIO 3TO -5 mpobupka B porope. [IoMeTUTh raJoukoi CTpPOKy
Perform Calibration Before 1st Acquisition «BbImoJHUTH ONTHMHU3ANMIO MpH 1-M
mare JeTeKIUU». 3aKpBITh OKHO «ABTO-ONTHMM3ALMSA YPOBHS cuUrHama». Haxats
kHOTIKY «Nexty/«/lanee».
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7. 3anmycTuTh aMIUTM(UKALIIO KHONKOH «Start run»/«Ctapt». [lath Ha3BaHHE

OKCIIEPUMEHTA U COXPAHUTh €T0 Ha JUCKE.

Raicres aners Tecrs

==}

AR

==

8. INocne 3amycka mporpamMMbl HEOOXOJMMO 3alpOrpaMMHUPOBATh IOJIOKECHUE
npobupok B porope. Bce mpoObl ¥ KOHTpOAM O00O3HAYUTH B MEHIO THI Kak
Unknown «O6pa3em.

Wiicres Hosors Tecra

el tema [oe——

P T | [ — | C——

9. TIlocnme 3aBepiicHUS  TEPMOIMKIMPOBAHHS  COXPAaHUTh  (ailm ¢
pe3yapTaTaMH UCCIICTOBAHMUS.

AHaau3 pe3yJbTaToB amminukanuu 15 kanaua Fam/ Green

10. Haxatb B MeHIO KHOIIKY «Analysis»/«AHaan3», BIOpaTh PeXKUM aHAIN3a
«Quantitation»/«KoanuecTBeHHblii», HaXxXaTh KHOMKY «Cycling A. Fam»/ «Cycling
A. Greeny, nanee «Show»/«Iloka3aTb»

11. BriOpaTh TUHEHHYIO MIKAITy TpadUIECKOT0 N300paKeHHS PEe3yIbTATOB,
HaxaB KHOTIKY Linear scale/JIuneiinas mkaJja B HIOKHEH YaCTH OKHA CIIpaBa (eciin
9Ta LIKaJja aKTUBHA 0 yMOJIYaHUI0, BMeCTO KHONIKU Linear scale//Iuneiinas mkana
BujiHa kHomKa Log scale/Jlorapudmuyeckas mkaJa).

12. B MeHIO OCHOBHOTO OKHa JIOJDKHBI OBITh HaXKaThl KHONIKK «Dynamic
tube»/«/Iunamu4.pon» u Slope Correct«KoppekT. ykiaona». YcranoBurs More
settings/Outlier Removal «Ycrpanenue Bbiopocos» - 10°%.

% Benmu 151 OTpHIATENBHBIX KOHTpOIel sTanoB skctpakuun win [P (BK-, K-) na xanane Fam /Green
Mpu ydere pe3yapTaToB 1o n 8§ MHCTpykuumM HaOII0JaeTcs HEKOTOpPOe HapacTaHue (UIyOpECUCHIMH C
MepecevueHneM MOPOroBON JIMHHH, W3MEHHTE «YcTpaHeHue BbIOpocoB» 10 15-20% wu onenute
IPOXOJK/ICHNE KOHTPOJIBHEIX 00PA3IIOB MOBTOPHO.
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13. B wmento «CT Calculationy/«Boruuciaenue CT»  BBICTaBUTH
Threshold/ITopor =0,05
B tabnune pesynbratos (okHO «Quant. Resultsy/«KonmnuecrBeHHbie Pe3ybTaTni»)
nosBsiTcs 3HaueHus Ct.

AHanu3 pe3yJbTaToB aMmndukanuu 1 kanana Cy5/Red

14. Haxarp B MeHIO KHONIKY Analysis/AHaJu3, BBIOpaTh peXXuM aHaIH3a
Quantitation/KosmmuecTBennblii, Haxxate kHONKy Cycling A. Cy5/Cycling A. Red,
Janee Haxath Show/Iloka3aTs.

15. BriOpaTh NWHEHHYIO KAy rpadUvIeckoro H300paKeHUS pPe3yIbTaToOB,

HakaB KHONIKY Linear scale/JIuHeiiHasi mikaja B HIDKHEH 4acTH OKHA cIipaBa (ecid
9Ta LIKajla aKTUBHA [0 YMOJIYaHUIO, BMecTO KHONKU Linear scale/JIuneiinas mkaJa
BuJHa kHomnka Log scale/Jlorapupmuyeckas mkana.

16. B MeHO OCHOBHOTO OKHA JOJDKHBI OBITh HakaThl KHONKH «Dynamic
tube»/«/lunamuy.gpon» u Slope Correct«KoppekT. ykjgoHa». YcraHoButs More
settings/Outlier Removal «YcTpanenue Bei6pocoB» - 15% %.

17. B wmento «CT Calculation»/«Bbrunciienne CT»  BBICTaBUTH
Threshold/Ilepor  =0,05. B  Ttabmume  pesynbraroB  (0kHO  «Quant.
Results»/«KoauuecTrBeHHble Pe3yabTaThl») nosBsaTca 3HaueHus Ct.

VYyer pesynpratoB [Il[P-ananu3a mnpoBOAUTCS B COOTBETCTBHM C 1.8
WHCTpYKIMY 1O HAMYHIO WIH OTCYTCTBHUIO MEpeCeUeHHsT KPUBOU (DITyOpECIEHINH C
YCTaHOBICHHOH Ha COOTBETCTBYIOIIEM YPOBHE IIOPOTOBOW  JIMHUEH, dYTO
COOTBETCTBYET HAIMYMIO WJIH OTCYTCTBHIO 3Hau€HHUs moporoBoro mukna «Ct» s
ucciesyemMoro oopasia.

2 Eciu asist oTpHUIaTenbHOro KoHTpons stana [P K- #a xanane Cy5/ Red mpu yueTe pe3ynbTaToB 1o 11 8
WHcTpykuun HabmogacTesi HEKOTOPOEe HapacTaHHue (UIyOpEeCICHINH ¢ MEPECCYCHHEM MOPOroBOH JIHMHUH,
H3MEHUTE «Y cTpaHeHue BBIOPocoB» 110 2090 H OleHNTE MPOXOXKICHUE KOHTPOJIBHBIX 00pa3IOB TOBTOPHO.
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Mpuno:kenue 3. [lopsinok padorsl Ha ammudukarope AT-96 (AHK-TexHoJorus,
Poccusn)

B cmygae mepBoro wucmoip3oBaHus I[IIIP-mabopa Ha mpmbope HeoOXoaUMO
co3zaath npotokoi ¢ HazBaHueM «IIIP-UYMA-MPC-®AKTOP» (npu nansHeifmeit
paboTe UCTIONB3YIOT CO3/IaHHbIH 11a0JI0H).

1. OtkpoiTh porpammy «RealTime PCR» st mpu6opa JIT-96.
2. B nosiBuBIIEMcs okHe BBIOpaTh «PaGoTa ¢ mpudopom».
3. B BepxHell yactu okHa OTKpbHITH BKIaAKy «Teect» n «Co3narn/PexakTupoBarh
TecT».
4. Haxars Ha kHONIKYy «Co031aTh HOBBIN TecT» M BBecTH MMs HOoBoro Tecta «IIL[P-
YYMA-MPC-®AKTOP». Haxats «OK».
5. B nosiBuBLIEMCS OKHE 33]1aTh CIEAYIOLIUE TapaMeTPBhI:
Tun — ka4eCTBEHHBIN
Mertox — [Noporossrii (Ct)
[Ipobupku — 0Opa3zisl
OO0beMm paboueii cMecH B IpoOUpKe — 25 MK
dayopodopsr — Fam, Cy5

6. B pemakrope mporpamMMm amILTH(QHKAIMKA BBHIOPATh I1a0JIOH U HaxaTh
kHOIIKY «IIpuMeHUuTHY.

7. B nosBuBIIEMCS OKHE B COOTBETCTBHHM C HWHCTPYKLHMEH K NpHOOpY 3amaTh
IporpaMMy aMILTM(HKAIWK C TapaMeTpaMHt, YKa3aHHBIMH B TaOJIHLE 5.

Tabnmma 5. TemnepaTypHO-BpeMEHHOM pexiM amiundukaryy Ha JIT-96.

Ne .
o TeMriepaTypHO-BPEMEHHOM PEXKUM Yuciio MUKIOB
1 50°C — 30 muu 1
2 95°C — 5 mun 1
95°C — 20 cex
3 58°C — 30 cek, merekuus Fam, Cy5 45
72 °C—- 30 cekx

Haxare «OK» wu coxpanutrs nporpammy mnoj umeHem «IIP-YYMA-MPC-
DAKTOP». [Ipu nanpHeiinieir paboTe HCIIONB30BATh CO3MAHHYIO IIPOTPaMMY.

8. IIpu 3amycke mpubopa BeIOupats «Padora ¢ mpudopom» u «JlodaButh TecT». B
oxHe odasnenns tecta Beopath «[IIP-HYMA-MPC-®AKTOP».

9. B pasgene «l1. OOpa3umpl» BBEIWTE KOJMYECTBO O0Opa3IOB BKIOYAs BCE
KOHTpPOJBbHBIE 00pa3isl. B pazmene «3. Kontpoau» nocraButh Hynu u HaxaTh «OK».
[onp3ysick MHCTPYKIMEH K mpubopy 3anoiaHuTh «MaeHTHGUKATOP MPOOMPKH» U
«Tum», obOpamas BHUMaHHE Ha TOPSOOK 3amoyHeHWs. HaxaTp KHOIKY
«IIpuMeHuTH».

10. YcraHOBUTH MPOOUPKU B PEAKIIMOHHBIN OJIOK COTJIACHO TOPSIIKY 3aMOJHEHUS H
HaXaThb KHOTKY «3amyck mporpammsi». B mosBuBmemcs okHe HaOpaTh Ha3BaHHUE

IIPOTOKOJIAa U «COXpﬂHI/lTb».
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11. TTocne 3aBepmIeHNs peaKINU MOXHO Cpa3y MPUCTYIHTH K aHAIN3Y Pe3yNIbTaToB,
0o MpH crenyromen 3arpyske Haxats «IIpocMoTp apxuBay.

AHaJm3 pe3yJbTaTOB aMIUIMpUKALNH

= .
12. HaxaTh Ha UKOHKY C M300paKEHHWEM MAnK¥ — W BBIOpaTh (aiili B KOTOPOM

ObLT coxpaHeH MpoTokos. Beibpare Tun anamumsa «Ct(Cp) musi BcexX KaHAJIOB».
Merton — «Iloporossiii (Ct)».

13. B okHe cripaBa 0TOOpa3aTCsl Ha3BaHUsI 00PA3IOB U 3HAUEHHS MIOPOTOBBIX IIUKJIOB.
Beiopate 10%. B mosummn Kpurepum 10cTOBEPHOCTH AAaHHBIX BBecTH: HInKHSIA
TPaHUIA/TIOPOT  TIOJIOKHUTEIBHOTO  pe3yibraTa-5%, BEpXHAA  IPaHMIA/TIOPOT
HOpManu3anuu faHHbIX -30%. Haxats kHONIKY «[IpUMEHUTBY.

14. 1ns noy4eHus: CBOJHOTO OTYETa 10 IIPOTOKOIY HEOOX0MMO HaXKaTh KHOIIKY .
B BepxHeit yacti okHa HaxaTh KinaBumy «Iledarb» mmm «CoXpaHHUTB», BBIOpATh
pacimpenue (aitna, mHanpumep *.rtf MS Word, nanee «Padouunii cron» — «III{P-
YYMA-MPC-®AKTOP» — «Otuernl» — «log» — «Mecsan», B noiae «Ums
¢aiina» BBecTH HazBaHHE B (OpME «TOA.MecSI.YHCJI0-TaHHbIe». Haxkatp
«CoXpaHUTDb».

15. 3akpbITh UK cBepHYTh nporpammy «RealTime PCR».

Vyer pesynabratoB IIl[P-ananu3a mnpoBoOuTCS B COOTBETCTBHUM C 1.8
VHCTpYKIMY 10 HANWYUIO MM OTCYTCTBHUIO IEPeceyeHusi KpUBOU (IIyopecleHInH ¢
YCTAaHOBJICHHOM HA  COOTBETICTBYIOUIEM  ypPOBHE IIOPOTOBOM  JIMHUEH, 4YTO
COOTBETCTBYET HAJIMYUIO WIM OTCYTCTBHMIO 3HA4EHHUS NMOPOroBoro numkmna «Ct» mms
ucciexyemMoro obpasia.

puno:xenue 4. Ilopsinox padorsl Ha npudope CFX96 (Bio-Rad, CIIIA)

1. Brirounth mpubop u 3amyctuth nporpammy Bio-Rad CFX Manager.
2. B craproBoM okHe HeobOxo Mo BeiOpath Create a new Run (unu B mento File
BeIOpaTh New u manee Run...).
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3. B okne Run Setup BeiGpats Bkiaaky Protocol u Haxkats kHonky Create new....
B mosiBusiiemcs okne Protocol Editor — New 3amare mapamerpsl aMIUTH(HKALMHA B
COOTBETCTBUH C JAHHBIMHU U3 TaOIHUIIHI O.

Tabnuna 6. TemnepaTypHO-BpeMeHHOH pexuM aMmiuingukanun Ha CFX96

Ne o
i TemnepaTypHO-BpEMEHHOUN PEXXUM Yucno UMKIOB
1 50°C — 30 mun 1
2 95°C — 5 muH 1
95°C — 20 cex
3 58°C — 30 cek, aerekums Fam, Cy5 45
72 °C— 30 cex

3anath 00beM peakimoHHON cmecu Sample Volume — 25 mxkur.

4. 3amath cxeMy IDIaHIIETa — pAacIOJOKCHHEe NPOOHPOK M JETEKLHIO
(ITyOpeCLEHTHOTO CHTHajla BO BCeX IPOOUPKAX MO HCIONB3yeMbIM KaHAlIaM B OKHE
Plate momymns Experiment Setup. B mento Sample type Beiopate Unknown, Haxas Ha
kuornky Select Fluorophores..., BeiGopats ramoukamu (iyopodopsr Fam u Cy5 u
Haxath OK, 3areM 3amaTh rajgodykamMud H3MepeHHe (IyOpECIeHTHOTO CHTHaja B
BBIOPAaHHBIX MPOOHPKAX 10 MTaHHBIM KaHajaMm. B oxae Sample name 3anate Ha3BaHue
o6pastoB. COXpaHUTh CXeMy IUTaHIIETa.

n 3 o a

OTKpBITh KpBILIKY HpuOopa, Haxas kHonky Open Lid. IlocTaBute peakuuoOHHBIC
npoOMpKM B SYEHKM aMIUIM(HUKATOpa B COOTBETCTBHM C  IPEIBapUTEIHHO
3alIporpaMMHMpPOBAaHHON CXeMOHl IulaHIIeTa. 3akphITh KPBIIIKY NpHOOpa, HakaB
kuonky Close Lid.

5. 3anyctuTh BhIIOJNHEHHE BbIOpaHHOW mnporpammel «IIIP-HYMA-MPC-
DAKTOP» ¢ 3ananHO# cxemoil ruiaHIera HakaB KHoONKy Start Run.

6. Ilocie oxOH4YaHMS BBIIOJIHEHUS MPOrPaMMBI MOXKHO HPHUCTYIHTh K aHAIN3Y
PE3yJIBTATOB C IOMOIIBIO MPOrpaMMHOro obecreueHust npubopa CFX96.

AHauu3 pe3yabTaToB aMiinpuKaIuu 1Js kaHaaa Fam (uyma MPC)

7. BribpaTe B okHe Moayns Data Analysis Bo Bkiaake Quantitation nanueie mo
KaHaimy Fam, BbIAENIMB Talo4YKoOil COOTBETCTBYIOLIMHA OOKC mon rpaduKom
(IryopecueHIHH.
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8. YcTaHOBHTH MOPOTOBYIO JHHHIO Ha ypoBHE, coorBercTBylomeM 10-20 % ot
MaKCUMAJIBHOTO ypOBHSA (UIyopecHeHIY, MOoNydeHHoro st obpasma «K+» B
MOCNeIHEM IMKIIe aMmIUndukamu (ypoBeHb (IIyOpECUEHIIMH CYHMTAIOT PaBHBIM
OMKafIIIeMy K HEMY JICIICHUIO MK, TIOMEYCHHOMY UG POiL).

Jnst 3TOro MOpOroBYIO JIMHUIO MOXKHO JIMOO NEpEeTalUTh C IOMOIIBIO JIEBOU
KHOIIKM MbIIH, 60 BeIOpath B MeHto Baseline Threshold (mo mienuky mpaBoii
KHOTIKM MBI B OKHe rpaduka ¢diayopecuenimu) omuio User Defined u BBectn
HYKHOE 3HaYCeHHE B TEKCTOBOM IOJIE.

BaxkHo, uroOBl Tpadumk ¢uyopectueHmuu A obpasma  «K+» mokaspBa
XapaKTepHOe YKCIIOHCHIHAIBHOE HapacTaHUe (hIIyOPECIIEHTHOTO CHIHAJIA.

9. B Tabnune pe3ynbTaToB MosBsTCS 3HaYeHUs Ct.

AHaun3 pe3yiabTaToB amiuinukanuu 1is kanaaa Cy5/Red (BKO)

10. Beibpats B okHe moaynst Data Analysis Bo Bkiagke Quantitation nanusie mo
kanany Cy5/Red, BbIIeIWB ramouykoll COOTBETCTBYHOMIMA OOKC MMOA TpaduKoM
(yopecueHIHH.

YCTaHOBHUTH MOPOTOBYIO JIMHHIO Ha ypoBHe, cooTBercTBymomem 10-20 % ot
MaKCHMaJIbHOTO YPOBHS (IyopecleHluH, Mojay4eHHoro s ooOpasua «K+» B
mocienHeM LuKJIe aMIunpukanuu (ypoBeHb (IIyOpECHEHINH CUYUTAIOT PaBHBIM
OMDKafIIIEeMy K HEMY JICICHHUIO IIKAaJIbI, IOMEYCHHOMY UG POiL).

s 3TOro TOPOTOBYIO JIMHHMIO MOXKHO JHOO IepeTaluTh C MOMOIIBIO JIEBOM
KHOIIKM MbIIH, 1100 BbIOpath B MeHto Baseline Threshold (mo memuky npaBoii
KHOIIKM MbIIIK B OKHe rpaduka dayopecueniuu) omuto User Defined u BBectn
HY)XHOE 3HaYCeHHE B TEKCTOBOM IIOJIE.

Baxno, uro0sl Tpaduk ¢uyopecueHumm st obpasua  «K+» moxasbiBan
XapaKTepHOe IKCIIOHEHIMAIbHOE HapacTaHue (JIyOpeCclieHTHOTO CUTHAJIA.

11. B Tabnuie pe3ynsTaToB nosBsATCS 3HaueHus Ct.

Yyem pezynomamoe III[P-ananuza npogooumcsi 6 coomgemcmeue ¢ n.8
Hucmpykyuu no Hanuuuio uiu omcymcmeuio nepeceyeHus Kpueoi uyopecyenyuu ¢
VCMAHOBNIEHHOU HA ~ COOMBEMCMBYIOueM YPO8He NOPO208OU  JUHUeU,  4mo
coomeemcmayem HAIuduio Uil oOmcymcmeuio 3Havenus nopo2ogoz2o yuxkia «Cty ona
uccredyemozo obpasya.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

Pepaxknus

MecT0 BHOCHMBIX
H3MeHeHH

CyTh BHOCUMBIX U3MEHEHU

Bepcus 1.1 ot

. 6.1. Ot6op maTepuana
JUTSL UCCTICTOBAHUS,

VcnpaBneHa oneuaTka B ITyHKTe 3

17.03.2021 TPAHCHOPTUPOBKA U CIHCKa PEKOMEHIYeMOT0 MaTepraa
XpaHeHHe
HN3MeHeH kaHal JETEKIIUNA
Bepcus 1.2 ot .
ITo Tekcty H3MeHeH TeMnepaTypHO-BPEMEHHON

08.04.2021

PEeKUM aMIUTA(UKAIIT

Bepcust 1.3 ot
15.04.2021

Crp. 17, Tabm. 5

Hcmnpasnena oneuyaTka — «45 UKIOBY
B 3 mare Tabm. 5

Bepcus 1.4 ot

Paznen «Ilpunoxxenus»

Ho6asneno Ilpunoxenue 4
«[Topsnok paboTer Ha mpubdope

16.04.2021 Muctpyxuun CFX96 (Bio-Rad, CILIA)»
Jlo6aBieHbI CHOCKH, MOSICHSIONINE,
Bepcus 1.5 ot 1o, 5. ¢TD. 9 yto BMecTo OKO nonyckaercs
02.06.2021 P 2, €Ip- UCIIONIb30BaTh (u3pacTBop, TE-
Oydep, TMCTIUTUPOBAHHYIO BOLY
Jo6aBnen MaTepuain: KyJabTyphl
Bepcns 1.6 ot MHUKPOOPTI'aHM3MOB U ITUTATENIbHBIC
13.1 1.2(')2 1 ITo Tekcty cpeabl.
W3meHeHwus 1o TEKCTy
Bepens 1.7 ot ITo Texcty W3meneno nazsanne BKO

28.12.2021

Bepcus 1.8 ot
22.02.2022

Paznen 6. B3situe u
00paboTka MaTepuaa,
TPaHCIIOPTUPOBAHUE U

XpaHeHHe npod

OTpenakTHPOBaHbl pEKOMEHIAINH T10
MIPOOOTIOATOTOBKE 00pa3IOB

Bepcwust 1.9 ot
28.04.2022

Paznen 6. Basitue u
obpaboTka MaTepuana,
TPAHCIIOPTHPOBAHUE U

XpaHeHHe Ipod

Job6aBneHo: Ha ycMOTpeHHe
BETEPUHAPHOT'0 Bpaya JA0IyCcKaeTcs
HCCJIEI0BaHUE IPYruX BUIOB
OuomMarepuana
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MecTO BHOCHMBIX

Pepakuus . CyTh BHOCMMBIX H3MEHEHHMIi
U3MeHeHUI
Tpaxoxerme 3. I'eomerpuueckuii (Cp) MeTox
Bepena 1.10 Topsnox paGo! Ha 00paboTKN TaHHBIX 3aMEeHEH Ha
0129.09.2022 | mnpu6ope JT-96 (JJHK- P 5

TexHousorus, Poccus)

noporosblii (Ct)
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ITo Bompocam kayectBa Habopa peareHToB «IIL[P-UYMA-MPC-O®AKTOP» wmm no
BOTIpOCaM NPHOOPETEHNS TECT-CUCTEM HAIIIETO MPOM3BOJICTBA MPOCckda 00paIIaTecs B
000 «BET ®AKTOP» no aapecy:

108840, Poccus, r. Mocksa, 1. Tpouik, yi. [IpombinuienHas 1.2

Tea: 8 (499) 271-71-26, noGaBouHbIit 243

Email: vet@faktor.ru



