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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
I1LIP PB
peXuMe peasbHOr0 BpeMEHH
OoT oOpaTtHas TPaHCKPHITIIUS
PHK PHOOHYKIIENHOBAs KUCIIOTA
HK HYKJICMHOBAsl KUCJI0Ta
xJIHK koMmiuiemenTapHas JJHK
CII CaHUTapHBIE NIpaBUIIA
My METOINYECKUE YKA3ZaHUS
TIC TPaHCMUCCHUBHBIN TaCTPOIHTEPUT CBUHEH
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1. Ha3nauenue

HaGop pearenToB mpenmnazHaueH [yt BoisiBiaeHuns PHK  Bupyca
TPaHCMHCCHBHOTO TracTposHTepura cBuHedt (Gastroenteritis viralis suum) B
OuonoruyeckoM matepuaine ((pexaniu, ComepKUMOE U YaCTH TOHKOTO KHUIIIEYHHKA), a
TaKke B KyJIbTYpaX MUKPOOPTaHW3MOB, CMBIBaX C ITOBEPXHOCTEH METOJIOM 0OpaTHOI
TpaHckpunuuu 1 ammudukammn kJIHK ¢ ¢uyopecuenTHoOl nerekimeil B pexnme
peanbHOTO BPEMEHH.

2. Xapakrepucruka Habop
2.1 llpunuun geicTBust

Habop peareHTOB OCHOBaH Ha WCIOIB30BAaHHM JABYX IIOCIEIOBATEIBHBIX
peakmmii: obOpatHO#l TpaHckpunmmu BupycHOW PHK it momyuenms xIHK u
MOJIMMEPa3HON MeMHON peaknuu A aMIurdukanun GparMenrta morydeHHol k/JHK
MaTpuipl. O0e peakuy MPOBOAATCS MOcienoBaTeNbHO B ogHo [TLP-ipobupke (one-
tube), 94To cokpaluaeT u ynpoIraeTr npouenypy aHaiu3a, CHIKaeT PUCK KOHTAMHHALUH
1 BO3MOXXHOCTB ommOku npu eperoce kIHK B mpyryro mpooupky mms ITLP.

Jletexnus NpoIyKTOB aMIUTU(HKAIMH OCYILECTBISIETCS B PEKHME PEabHOTO
BPEMEHHU C HCIIOJIb30BaHMEM MPUHIIUIA BBIIIEIICHUS (IyOpeCcCeHTHOH MeTKU Ha 5'
KOHIIE OJIMTOHYKIIEOTHIHOTO 30HA.

HaGop mno3Bomsier crnenuduyeckn aMmiuguuupoBaTh (parMeHT TIeHoMa
Bupyca TI'C ¥ reHoma BHYTpPEHHErO IOJIOXKHUTEIBHOTO KOHTpOJs (Oakrepuodara
MS2) B My/IbTHILICKCHOH MOMMEPa3HOM [IEMHOH peaknuu.

2.2 Cocras Hadopa

Habop coCTOMT U3 KOMILIEKTa PEareHTOB JUIs MPOBEICHHS MYJIbTHILIEKCHON
OT-IILP PB (KommuekT Nel) n xoHTpOonbHBIX 00pa3moB (Komruiekt No2). Habop
BBINTYCKACTCS B JIBYX BApUAHTAX:

1) [nsa anammsa 55 o0pa3mnoB (BKITIOYast KOHTPOJIBHEIE 00pas3Ibl)
2) Jast anamusa 110 oGpasioB (BKIOYast KOHTPOJBHbBIE 00pPa3Ibl).

Cocras Habopa npuseneH B Tabnumax 1 u 2.

IIpOoTOKOII BBIXOIHOI'O KOHTPOJIS JOCTYICH II0 3aIIpoCy.
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Ta6mmma 1. Kommurekt Nel mis mpoBenenus TT1P:

O0beM, MKII K
oI-
No CocTraB KOMIUICKTa Onucanue Ha 55 Hal110 5o
peaxuit peakuuit
CwMmecs s IIpo3pavHast
1 nposeaenus [P, OecuBeTHAs 275 550 1
nmapP CMECH TT'C JKHUIKOCTE”
Bydep s mpo3payHast
2 nposenenus [1LIP, OecrBeTHas 550 1100 1
P BY®EP TT'C JKUJKOCTD
Tpo3payvHast
CMmech pepMeHTOB, OecrBeTHAS
3 RT PCR ENZ. BSI3Kast 45 90 1
JKHUJIKOCTD
Bydep mna Tpo3pavHast
4 pa3senenus PHK, OecrBeTHAS 500 1000 1
PHK BY®EP JKUJIKOCTh
Tabnuna 2. Komruiekt Ne2 KOHTPOJIbHBIC 00pa3IIb:
O0BeM, MKII
Ne CocTaB KOMILJICKTa Omnucanune Kog-
Ha 55 Ha 110 8O
peaxuuit peaxuuit
Buyrpennuii IIpo3pavHast
1 KOHTPOJBHBIH OecrBeTHAS 550 1100 1
obpazerr, BKO M1 KHIIKOCTD
OTpuLaTeabHbIA
KOHTPOJIbHBIN fpospatiHa
2 o6pasert, OKO (TE OecrBeTHAS 1500 2000 1
Sydep) * JKUJIKOCTD
[onoxurenbHbIN Mpo3payHas
3 KOHTPOJBHBIH OecrBeTHAS 100 200 1
obpaszer, ITKO TI'C KHUJKOCTh

B nabop He Bxomst peaktusbl Wi dkctpakuun HK. Bregenenne PHK moxer
MIPOBOJUTHCS, HAIPUMED, C MTOMOIIBI0 HAOOPOB HA OCHOBE COPOIIMOHHOTO METOMA, B
COCTaB KOTOPBIX BXOJIUT CWJIMKA WIIM MHUKPOICHTPU(YKHBIE KOJOHKH, HAOOPOB Ha

* 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!

5

Bepcus 1.6 ot 29.09.2022



OCHOBE (PEeHOJ-XJIOPOPOPMHON IKCTPAKIMU M T.I. PEKOMEHAYeTCsl HCIOJIb30BAaTh
Haoop «IHK/PHK-C-®AKTOP» n16o aHamoruvaHbIH.

3. AHaJTUTHYECKHE XapAKTEePHCTUKH

IToxa3ano OTCYTCTBHC HeCHeHI/I(l)I/IquKI/IX peaKuMﬁ KOMITIOHCHTOB Ha60pa B
otHomeHnn HK npyrux mukpoopranusmos: BupycoB rpunmna A, AUC, Bo3Oyaurens
OonesHn Ayeckd, BO30yIUTENs TAapBOBUPYCHOH W pOTaBUPYCHOW WH(MEKIHH,
6aktepuit Yersinia enterocolitica, Yersinia pseudotuberculosis, Campylobacter jejuni,
Campylobacter coli, Escherichia coli, Listeria monocytogenes, Listeria welshimeri,
Listeria grayi.

[TokazaHo OTCYTCTBHE HeCHeIM()PUICCKUX peakIuii KOMIIOHEHTOB Habopa B
otaomeHnn oopasuos JJHK ceunbn, KPC, cobaku u genosexa.

4. MepsbI IpeI0CTOPOKHOCTH

Bce pabotel mo cOopy, TpaHCHOPTUPOBAHMIO W IIOATOTOBKE IIPO0
OMOJOTMYECKOTO MaTepHaia OT )KUBOTHBIX OCYIIECTBIATh B CTPOTOM COOTBETCTBHH C
tpeboBanusmu CanlluH 3.3686-21 «CaHUTapHO-3THICMHOIIOTHIECKHAE TPeOOBaHUS
o npoUIaKTUKE HHOEKIIMOHHBIX OOJIC3HEH.

VccrnenoBanue NpOBOAMUTCS B JBa dTala B JBYX OTJAENBHBIX MOMEIICHUIX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1abopaTOpHii,
UCIIONIB3YIOMIMX METOAbl aMIUIM(UKAIMK HYKICWHOBBIX KHCIOT IpHU paboTe C
MaTepualioM, CoJIepIKallluM MUKPOOPTaHU3MBI i-1V TPYIIIT TaTOT€HHOCTH.

Bce nmaGopatopHoe o0OpynoBaHME, B TOM UHKCJE JI03aTOPbI, INTAaTHBBI,
nmabopaTopHas 1mocy/ia, a Takke paboure peareHThl U PacXOAHbIC MaTepPHaIbl JOIDKHEI
OBITH CTPOTO CTAI[MOHAPHBIMH. 3aPEIACTCS UX IEPEHOC U3 OJHOH 30HBI B APYTYIO.

IMpouecc wmccnenoBaHus SABISIETCST CTPOTO  OJHOHANPABIEHHBIM, pPadOTY
CllelyeT HauYMHATH B 30HE MOJTrOTOBKH MaTepHaia, MPOJOJKaTh B 30HE HKCTPAKIUH
HYKJIEHHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(QHUKAaIWH. 3anpelaeTcss BO3BpaIlaTh
00pasIsl B 30HY, B KOTOPOH OblIa MPOBEICHA MPEAbIAYIIas CTaaus MpoIiecca.

PaboTtaTh TOJBKO B OAHOPA30BBIX MEpPUYATKAX, MCIIONB30BAaTh U MEHATH INPH
KaX/10#1 orepanuy 0JHOPa30Bble HAKOHEYHUKHU C a9PO30JIbHBIM 0apbepoM.

OnHOPa30BYIO TUTACTUKOBYIO MOCYy (MPOOUPKH, HAKOHEYHUKH) cOpachiBaTh B
CHenManbHbI KOHTEHHEp, CoIep Kalui Ne3WHGUIMPYIOUH pacTBOp (Hampumep,
0,2% HaTpHUEBOH COIH JUXIOPU30IMAHyPOBOM KHCIIOTHI).

Paboune nmosepxuoctu B 1P nomemenusx oomy4yaror Y@ cBeTOM B TeucHHE
30 MuHYT 10 Hayana W HOcie MpoBeleHust pabor. Tarke mociae OKOH4YaHUS paboT
pekoMmeHayeTcsi  oOpadareiBaTh  pabodnMe  MOBEPXHOCTH  JIE3MH(UIMPYIOIINM
pacTBOpoM.
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5. Marepuajbl 1 000py/a0BaHUE

s 30ub1 BeiAesennss PHK u3 ucciexyeMsix npo6:

e HacTtonpHBI OOKC ¢ OAaKTePHIUAHON JTaMIIOW WM CTEPHIHHBIN JAMHHApPHBINA
mkad (manpumep, «bABn-«lamunap-Cx»-1,2», «JlamunapHsie cucremMsl», Poccust);

e TBepmorenbHBI TepMocTaT Uil MPOOMpOK THma «dumeHnopd» Ha 1,5 Mi ¢
nuanaszoHoM Temneparyp ot 25 no 99 °C (mampumep, TT-2-«Tepmur» «HIIO JHK-
Texnonorus» Poccus);

e BakyyMHBII OTCachIBaTeNh MEIUIMHCKUI € KOJOOW-TOBYIIKON Ui yIOaJCHHS
HaJ0caouHON KuakocTu (Hanpumep, «OM-1», r. YubsHoBck, Poccus).

e Mukponearpudyra ms mpoOupok Ttuma «mmeHmopd» mo 12 Teic. 00/mMuH
(manpumep, «MiniSpiny», «Eppendorfy», ['epmanus);

e Boprekc (manpumep «TOTA-2», «brokom», Poccus);

e [lunerkn aBTOMAaTHYECKHE OJHOKaHAJbHBIE TepeMeHHoro oobema 20-200 u 200-
1000 mxur; (Hanpumep, «Jlenmumer», Poccus).

e OnHOpa3oBbIE MOJUIPONUIICHOBBIE NPOOMPKU Ha 1,5 mu (Hampumep, «Tarsonsy,
Wnnus);

e OnHOpa30Bble HAKOHEYHHKH JJIS MUIETOK MEPEMEHHOro 00BheMa C a3pO30JIbHBIM
6apbepom u 6e3 (1o 200 u 1000 mki) B mtaruBax (Harmpumep, «Tarsonsy, Munust);

e [lepuaTku MEAMIIMHCKHUE HEOITyIPEHHBIC JIATCKCHBIE;

e I[llraTuBbI 111 MUKpOTIpOOUpPOK Ha 1,5-2 M (Hanpumep, «Axygeny, CILIA);

e EMKOCTb ¢ A€3MH)HUIUPYIOMINM CPEIICTBOM;

e XonoaunbHUK OT 2 10 8 °C ¢ MOpO3WIBHOM Kamepoil oT MuHyc 24 10 MuHyc 18
°C.;

e Xauar 1abopaToOpHbIH;

Ha6op mns sergenerns HK (em. myHKT 2.2).

st 30ub1 nposenenus INIP ananu3sa:

e Awmmmdukatop (Hampumep «Rotor-Gene Q», Qiagen; «IT-96», JIHK-
texHonorus; «KCFX96y, Biorad unm anamorudssiit).

e [II[P-06okc (nampumep, «BAB-IILP-«Jlamunap-C», JlamuHapHbIE CHCTEMBI,
Poccus).

e Muxkponenrpudyra-soprekc (Hampumep, «TITA-2», buokom, Poccus);

e [lumeTkm aBTOMAaTHYECKUE OJHOKAaHAJbHBIC ImepeMeHHoro oobema 2- 20, 20-200
Mk u 100-1000 mxit; (Hanpumep, «JleHnumery, Poccus).

e OnHOpPa30BbIE HAKOHEYHUKH JUIS 103aTOPOB MIEPEMEHHOT0 00beMa C a3pO30JIbHBIM
6apbepom 10 20, 200 mxi 1 1o 1000 Mk (Hanpumep, «Axygen», CILA).

e IlltaTuBbl AN HaKOHEYHHMKOB (Hanpumep, «Axygen», CIIA) n Mukponpobupox
Ha 0,2 mut (Hanpumep, «SSIy, CHIA).

e XomomwibHUK OT 2 10 8 °C ¢ MOPO3HWIBHOM KaMepoil oT MuHyc 24 1o mMuHyc 18
OC;

e OpxHOpa3zoBeIe MONHIpONMICHOBEIe mpodupku Ha 0,2 m 1,5 mn (manpumep,
«Axygeny, CIIIA);
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o [Itatussl ayst Mukponpodupok Ha 0,2 u 1,5-2,0 mur (Hanpumep, «SSI», CIIA);
e [lepuaTkyu MEIUIMHCKHE HEOIYPCHHBIC JIATEKCHBIC,
e Xauar 1abopaTOPHEIIL.

IIpn padore ¢ PHK Heo0XonMMo MCHOJBL30BATh TOJAbBKO OJHOPA30BbIE
CTepH/IbHbIEC ILIACTHKOBBLIC PAaCXOJHbI¢ MAaTEePHAJIbl, HMeEKLIHe CIelUATbHYIO
MapkupoBkKy «RNase-free», «DNase-free».

6. B3siTue n 00paboTka MaTepnaJia, TPAHCIIOPTUPOBAHNE M XPAHEHHE NPOO
6.1 OT60p MaTepnaJia JJisl HCCIeJOBAHUSA, TPDAHCIIOPTHPOBKA H XPaHEeHHe

JIns uccnenoBaHus UCIONB3YIOT CIETYIOLIUI MaTepHalt:

1. ®parMeHTHl TKaHEl 1 OPraHOB OTOMPAIOT B CTEPMIILHBIA KOHTEHHEP.

2. ®exanuy BECOM 5 T OTOMPAIOT B CTEPHIIHHBIN IIACTUKOBBIN KOHTEHHED.

3. KynpTypsl MHKpOOPTaHH3MOB B JKHIKHX CpeIax OTOMPAIOT B CTEPHIIBHYIO
Tapy.

4. bakrepuanbHble KOJOHHHM pecyclneHAupyloT B 0,5 Mi (pHU3HOIOrHYECcKOTo
pacTBopa.

5. IlutarenbHele cpensl  OTOMpPAIOT B CTEpUIBbHYIO Tapy  (TBepible
pecycneHaupyIoT B (PM3HOIOTHYECKOM PacTBOPE).

6. CMBIBBI C NOBEpXHOCTEH (BHYTPUIA0OpATOPHBIX, C TOBEPXHOCTEH Taphl,
KOPMYILIEK, MECT COAEPIKAHUS )KUBOTHBIX U JIp.) OTOMpAIOT B cTepmiibHYyIo Tapy ¢ 0,5
MJI (PU3HOJIOTUYECKOTO pacTBopa.

[MoxyaeHnsle 006pa3nbl MOXHO TPAHCIIOPTUPOBATH U XPAHHUTH B CICAYIOIINX PEKUMAX:
- ipu Temreparype oT 2 10 8°C — B TEUEHUE CYTOK;

- Ipu TeMriepatype He Bblle MuHyc 20°C — B TeUeHHe MecsLa;

- IIpY TeMIiepaType He Bbllie MuHyc 68°C — IUTEnbHO.

Jonyckaercsi 0THOKPATHOE 3aMOpPaKUBaHNe-0TTANBAaHHUE MaTepHaJa.

Ha ycmompenue semepunapro2o 6épaua OOnyCKAemcs uccied08anue Opyeux
81008 buomamepuana.

6.2 IloAroToBKA HCCIEAYEMBIX MPOO

KynbTypsl MEKpPOOPTraHU3MOB M HHUTATENIFHBIE CPEJIbl, CMBIBBI C IOBEPXHOCTEH
ucnons3ytoT s BeineneHuss PHK 6e3 mpeaBapurenbHOil moarotoBkd. CMBIBBEI ¢
MTOBEPXHOCTEH, B3ATHIE ISl MPOBEPKU HATTMYUS BHYTPHIA00paTOPHON KOHTAMUHAIINH,
BBIJICNATH HE HYXKHO.

U3  ¢dexammit  (1-5 1) roroar 10% cycneHsWio Ha  CTEPHIBHOM
¢du3noornyeckoM pactsope. BiaBech (exanuii 1eKaHTUPYIOT B TedyeHUH 5-10 MUHYT.
Ot6uparor 1 M3 Ha/OCaOYHOM KUIAKOCTH M TIEPEHOCAT B YUCTYIO NMPOOHpPKY 1,5 mu,
ueHtpudyrupytor npu 5000 o6./mMun Ha uentpudyre «MiniSpin», Eppendorf, B
teuenne 5 muH. Okcrpakiuio PHK n3 ocBemsieHHOro skcTpakTa hexannii mpoBoasT
10 BO3MOXKHOCTH, cpa3zy. [Ipn HeoOX0qMMOCTH XpaHEHHUS SKCTPAKT 3aMOPAKHUBAIOT.
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Hccnenyemple TpoOBl TKaHEW W OpraHoB (HEOOJIBIIHE KYCOYKH J0 | T BecoMm)
TOMOT€HH3HUPYIOT C HMCIOJIb30BAHUEM CTEPHIbHBIX (haphOpPOBBIX CTYMOK M MECTHKOB
WIM aBTOMAaTHYECKUX TOMOTCHH3aTOpoB. 3ateM roToBaT 10% cycneH3uio Ha
CTepWILHOM (DU3UOJOTHYCCKOM pacTBope wiu (ocdarHom Oydepe. CycneH3uro
MEPEHOCAT B MPOOUPKY o6beMoM 1,5 mut u nentpudyrupyiot mpu 600-1200 g (2000
00./MuH) B Teuenme 5-10 muH. AnumkBoTy Hagocano4yHoi skuakoctu (0,1 wm)
UCTONB3YIOT At akcTpakuuu PHK.

Ha ycmompenue eéemepunapho2o epaia OORyCKaemcs uccie008anue Opyux
61006 Ouomamepuad.

7. IIpoBenenue anaan3za

Anamu3 ¢ nomonipio Habopa pearentoB «IIHP-TI'C-®@AKTOP» cocrout m3
TpEX 3TaIoB:

o sxctpakuus HK;

¢ nposeaenue peakuuu OT-IILP PB;

® YUeT pe3yJbTaTOB aHaJH3a.
Ilpumeuanue. Peakuus OT-IILP PB npoBoauTcs B 01HOM npoOHUpKe.

7.1 Oxcrpakuus (Boiaenenue) HK u3 ucciienyembix npoo

Oto0paTh HEOOXOAMMOE KOJMYECTBO OJHOPA30BBIX MPOOHPOK oObeMoM 1,5
MJI, BKJIIOYasi OTPHULATEIbHBIH KOHTPOJIb BBIAENEHHs. BHecTH BO Bce MpOOUpKH C
HcciIenyeMbpIMu 00pas3iiamMu, Bkimouas nmpooupky anst OKO, mo 10 mxn BKO M1.

Brectu mccnenyemble IpoObl B 00bEME COTNIACHO MHCTPYKLMH K HAOOpy Uit
BeigeneHnss HK, B mpoOupky OTpHIATENbHOTO KOHTPOJS BBIJCJICHHS BMECTO
uccneayemoii npo6s! Buectd OKO? (mpobupky 0603HaunTh Kak BK-).

Boitenare HK w3 aHanmsupyembIX M KOHTPOJIBHBIX OOpas3IoB COTJIACHO
MIPOTOKOJTy HHCTPYKIIMHU NPOU3BOANTENs Habopa aus Beinenenns HK.

Brinenennytro PHK moxxHO Xpanuts 1o 3 yacoB npu temmnepatype ot 2°C 1o
8°C unu B TeueHHe MecsIa Ipu TeMnepaType He Boime MuHyc 70°C.

7.2 TloaroroBka 06pa3noB k nposeneHuro I[P

OO0muii 00beM peakuMOHHOM cMecH - 25 Mk, 00beM PHK-npo6bI - 10 MkJ1.

YcnenHoe NPOXOXKIECHHE PEeaKIWH KOHTPOIMpyloT wucrmois3oBannem ITKO
TI'C, BKO M1 u 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. JlormyckaeTcsi pa3MOpaKUBaHUE peareHTOB W3 Habopa mepexa padboToi
mpu Temneparype He Bbime 40°C (¢ wmcmonb3oBanneM TepMocTara). IIporpeBaHue
npodupku RT PCR ENZ kateropuuecku 3anpemieHo.

B otnenbHOl MpoOupke cMelaTh KOMHOHEHTH Habopa u3 pacyera Ha KaxIylo
peakuuio:

10 mxa IOP BY®EP TI'C

5 mxa IOP CMECH TI'C

0,75 mxa RT PCR ENZ

[lepemernath cMech Ha BOpTEKCE M COPOCHTH KaIllld KPaTKOBPEMEHHBIM
neHTpudyrupopanueM. PacdyeT 00BEMOB pearcHTOB Ha pPAa3IMYHOE KOJIMYECTBO
peakuuii yka3aH B Ilpunoxxenun 1.

OT10o6paTh Heo0X0AWMOE KOJMYECTBO Mpodupok it ammmudukanmn HK
UCCIENYyeMbIX M KOHTPOJBHBIX Npo0. BHectm mo 15 MKI mpUroTOBIEHHOM
PEaKIHOHHOM cMecH.

Hcnonb3ys HAKOHEYHUKH ¢ QUIBTPOM B TIOATOTOBJICHHBIE TIPOOUPKH BHECTH:
a) B mpobupky otpunarensaoro koutposs [P (K-) 10 mxia PHK 6ydepa;

0) B psaa MpPOOHUPOK I UCCIEAYeMBbIX Mpo0 — B Kaxmyr BHectd mo 10 mxn HK
COOTBETCTBYIOIICH MPOOBI, moydeHHoM o n.7.1 (BKitouas mpody BK-);
B) B IPOOHPKY C MojoxuTernbHbiM KoHTposieM [THP (K+) 10 mxa [TKO TI'C.

ITpumeuanue. Tlpu ucnonb3oBaHuM it pabOThl aMILTM(YUKATOPOB C CUMTHIBAHHEM
yepe3 Kpeiiky (Hampumep, JIT-96), 3ampeniaercsi HAHOCHTL MAPKHPOBKY Ha
KPbIIIKY MPooupoK!

7.3 IlpoBenenue peakuuu [P PB ¢ ¢uyopecuenTHoii nerekunei

[TapameTpsl TeMIIepaTypHO-BPEMEHHOTO PEXUMa aMILTH(UKAIMN Ha TIPHOOpax
«Rotor-Gene Q», «IT-96», «CFX96» yka3zans! B [Ipunoxenusix 2, 3, u 4 Unctpykuuu
COOTBETCTBEHHO.

ITomecTuts moxaroToBICHHBIE I mpoBeaeHus I[P nmpoGupku B s4elkH
amIurdukaropa. 3arporpaMMHUpOBaTh IPUOOP COTIACHO MHCTPYKIMK NPOU3BOIUTEIIS
u B cooTBeTcTBUU C [Ipunoxenusmu 2, 3 u 4 MHCTpyKIMN.

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

ITocne 3aBepiieHus HPOTrpaMMbl aMIUTMGUKAINM OTpabOTaHHBIE HPOOHPKH
YTHIN3UPYIOT B cooTBeTcTBUH ¢ MY 1.3.2569-09.

8. HWuTepnperanus pe3yIbTaTOB aHAIN3A

[lonyueHHsle naHHBIE — KpHUBBIE HaKOIUICHHS (DIyOpPECHEHTHOTO CHTrHaja
AHAJTM3HUPYIOTCS C IOMOIIBIO MPOTrPaMMHOTO OOECIeYeHHs MCIOJIb3YeMOro Ipuoopa
Jutst nposeaenust [ILIP B cOOTBETCTBHM ¢ MHCTPYKIMEH NPOU3BOIUTEIS K IPHOOPY H B
cootBercTBUH ¢ [Iprnoxennsmu 2, 3 u 4 MHCcTpyKIMN.
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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
moporoBoro nukia «Cty ms ucciaegyeMoro oopasia).

PesynbTar cuuTaeTcs HOCTOBEPHBIM B Cllyuyae KOPPEKTHOTO MPOXOXKACHHUS
MOJIOKUTEIBHBIX U OTPHUIIATSIILHBIX KOHTPOJICH aMIUTU(pUKaImMu U dKcTpakinun HK B

COOTBETCTBUH C TaOIULIEH 3.

Tabnuna 3. Onenka pe3yapTaToB aHATHN3A.

Kanain perexuuun
Hp06a FAM/Green CyS/Red Pegyﬂ],TaT
rc BKO
Peaxiiy 1on10>XxuTenb»HOro U
KO o
Kt Ho 31 no 31 BHYTPEHHETO KOHTPOJIEH Npouuiu
ycIlenHo
Curnan Curnan
Peaxuus npouuia ycnemso
OTCYTCTBYET OTCYTCTBYET
Crnenudundeckas KOHTaMHHALH!
PHK JIro6oe Curaan ¢
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 ot 1 1o 35
TIto6 Cursain Crienuduyeckas KOHTaMUHAIMS!
100oe
OKO AHAYCHUE orcyrctByer win | TPEBYETCS noBropHast s3kcTpakuus!
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 aHanu3a moJ10:KUTeJILHbIIA.
PHK supyca TI'C npucyTcTBYyeT
1 o 35 moboe 3HaUeHHe Py puey Y
Oopa3usl Curnan Jlro6oe 3HaueHnue | Pesynbrar aHanusa
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, ecniu B BK- 3nauenune Ct gns BKO otcyTcTByeT uiu mpeBbILIACT
rpanndHoe, a B K+ 3nauenune Ct g BKO menee rpanngnoro (u B oopasmax 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 kananmy FAM/Green suagenme Ct
onpenensercs no3aHee 35 MUKIA IPU KOPPEKTHOM MPOXOXKAECHUH MOJIO0KUTEIBHBIX U
OTPHULIATENIBHBIX KOHTPOJEH — OH CUUTAETCS CHOPHBIM M HCCIENyeTCsl MOBTOPHO C
srana BbaeneHus HK. Ecnu npu moBTOpHOW IMOCTaHOBKE HAOIONACTCS CXOXKHM
pe3ynbTar — o0paser CUUTACTCS ITOJI0KUTEIHHBIM.

BHUMAHMUE! IIpu nomyyeHUM COMHUTENBHBIX PE3yJIbTATOB, a TaKXke IMPU
nosiBJieHnH Jrodoro 3Hadenus Ct jns orpunarensHoro xkoHTpois stana [ILP K- (Ha
m000M W3 KaHAJIOB) PEKOMEHIYETCS HCCICAOBAHHME CMBIBOB C IIOBEPXHOCTEH B
71a00paTOpHUy JUIs UCKIIOUCHUS PHCKa BHYTPHIA00OPAaTOPHOW KOHTaMHUHAIMHA. CMBIBEI
¢ 1abOopaTOPHBIX MOBEPXHOCTEH M 000pPYZOBaHMS HCIOIB3YIOT B KAUE€CTBE 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 BHYTPMIIa00paTOPHOI KOHTAMHUHALINH.

9. YciaoBus TPAaHCIIOPTHPOBAHMSA

Ha6op «IIOP-TI'C-PAKTOP» MOXHO TpaHCIOPTUPOBATh BCEMH BHIAMH KpPBITOTO
TpaHCHOpTa Ipu TeMiepatype ot 2 1o 8 °C He Oonee 5 CyTOK.

10. YcaoBus XxpaHeHust

JnurenpHoe xpaHeHue komiuiekToB Habopa «IIHP-TI'C-®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;

Kommnekt Ne2 (cMm. Tabm. 2) mpu Temmepatype ot 2 1o 8°C.

11. Cpox roaHocTu

Cpok romHoctu Habopa peareHTOB «IIHP-TT'C-®AKTOP» 12 wmecsies.
Habop ¢ ucTekmmM cpokoM TOTHOCTH IIPUMEHEHHUIO HE TIOIIE)KHUT.
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Ipuioxenue 1. Pacyer 00eM0B peareHTOB Ha Pa3jinyHOe KOJIMYECTBO PeaKuui

KoauuectBo Oobbem I P Oowem NP CMECHU | Oosem RT PCR
peakuuii BY®EPA TI'C, mxa TI'C, Mk ENZ, mxa
5 50 25 3,8
10 100 50 7,5
15 150 75 11,3
19 190 95 14,3
23 230 115 17,3
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 35,3
51 510 255 38,3
55 550 275 41,3
59 590 295 443
63 630 315 47,3
67 670 335 50,3
71 710 355 53,3
75 750 375 56,3
79 790 395 59,3
83 830 415 62,3
87 870 435 65,3
91 910 455 68,3
95 950 475 71,3
99 990 495 74,3
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Mpunoxenue 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
coznarp nporokon ¢ HazBaHueM «IIP-TI'C-®AKTOP» (mpu nanbHeiimed pabote
UCTIONB3YIOT CO3/IaHHBIN Ma0JIOH).

ITpu pabore ¢ mpubopom Rotor-Gene 3000 mcmons3yror nporpammy Rotor-
Gene Bepcun 6 winu Bblme, ¢ npubopamu Rotor-Gene6000 u Rotor-GeneQ —
UCmoMb3ytoT nporpammy Rotor-Gene 6000 sepcuu 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

OTKpHBIBIIEMcS OKHE BEIOpaTh «IlycToii madaon», Haxats KHONKY «New»/«HoBbIi
e b B

rrrrr s

.

T T ———

3. BoiOpares Tun poropa. Hanpumep, «36-Well Rotor»/«36-ayHounbrii
POTOP» TP HUCHOIB30BaHUH poTopa Ha 36 00pas3noB. [locTaBUTH OTMETKY B OKOIIKE
psmom ¢ Hagmuchio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabuo
3akpenieno». Haxatb kHonky «Next»/«/laaee..

4. VYkazarp omepatopa, o0beM peakipoHHoli —cmecu  «Reaction
volume»/O0bem peakmum» — 25 mria. Jlng Rotor-Gene 6000 momxHO OBITH
otMedeHo okomko «15 pl oil layer volume»/«15 pL. o0bem macna/Bocka». Haxath
kHONKY «Nexty/«Jlanee».
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Notes

Volme (Ll =

Sampe Loyt =

Sipwesd | ok | Hewn |

5. B Bepxueil uyactu oxHa HaxaTrh KHONKy «Edit profile»/«Pegakrop
npoduis». B nosBUBIIEMCS OKHE B COOTBETCTBUM C MHCTPYKIMEH K IpUOOpy 3a/1aTh
nporpamMmy aMmIupUKandy C IapaMeTpaMy, yKa3aHHbIMH B Tabmuune 4. Haxats
knaBunry «OK».

Tabnmma 4. TeMnepaTypHO-BpEMEHHOM pexXuM aMIuinukaun Ha Rotor-Gene.

Ne TeMnepaTypHO-BpEMEHHOMN pexXUM Hueno
n/n LIUKJIOB
1 50°C — 30 muu 1
2 95°C — 5 mun 1
95°C — 15 cek
3 56°C — 20 cek, nerekuust FAM/Green, Cy5/Red 45
72 °C- 20 cex

J1s 3Toro TpeGyeTcs IpoaenaTh CleAYyIOIIUe ar:

-Haxatp knaBumry «Insert after»/«BcraButh nociie» u Boiopars «New hold at
temperature»/«HoBoe ynepkaHue TeMmmneparypbsl», YCTaHOBUTH Temneparypy 50°C u
Bpemst 30 MUH ;

-Haxatp knmaBumry «Insert after»/«BcraButh mocie» u Beiopath «New hold at
temperature»/«HoBoe ynepkaHHE TeMIIEPaTyphl» yCTAaHOBHUTH Temreparypy 95°C u
BpeMs 5 MUH.

-Haxarp kmaBumry «Insert after»/«BctaButh mocie» u BbIOpath «New
cyclingy/«HoBoe UHMKIMpOBaHME», YCTAHOBUTh MapaMeTpbl LUKIMPOBAHUS B
COOTBETCTBUM C TabnuLeH 4.

6. B HmxHell yacTH OKHa MacTepa TecTOB HaxaTh KHONKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CUrH.». B OTKpBIBIIEMCS OKHE HaXaTh KHOIKY
«Onr.geTek-MbIx». [ 000MX KaHAJIOB yKa3aTh HYXKHBIH JUAma3oH CTapTOBOTO
curHama: Min Reading /muHumaneublii curHaa - 5 Max Reading
/makcumansublii curiaa — 10. B rpade «Ilo3unmsi IIpodupkm» ykazate HOMep
NpoOUpKH, 1O KOTOpoW OyJeT aBTOMATH4eCKH BHIOpaH MapaMeTp «yCHJIeHHs
CHTHAJIa», 110 YMOIYaHUIO 3TO 1-s mpobupka B porope. [loMeTHTh ranoukoil cTpoky
Perform Calibration Before 1st Acquisition «BbInoJHUTH ONTHMHU3ANMI0 NP 1-M
mare AeTeKIHM». 3aKpbITh OKHO «ABTO-ONTHMH3aLUs YpPOBHS cHrHana». Haxkatb
kHOTIKY «Nexty/«/lanee».
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7. 3amycTUTh aMIDTUQHUKAIAI0 KHOMKOH «Start run»/«Crapt». JlaTe Ha3BaHHe

=]

R

s onoro Tecen

OKCIIEPUMEHTA U COXPAHUTD €T0 Ha JUCKE.

8. Ilocne 3amycka mporpaMMbl HEOOXOAUMO 3aMpPOrPaMMHPOBATH MIOJOKEHUE
npobupok B porope. Bce mpoObl W KOHTpOJM 0O0O3HAYMTE B MEHIO THI Kak
Unknown «O6pa3zeny.

Wiicren Hoears Tacrs =

e
=3

| b [ ——

L G e — I P ———
9. Tlocne 3aBepiicHUS  TEPMOIMKIMPOBAHHS  COXPAHUTh  (aila ¢

pe3yIbTaTaMK HCCIIEOBAHUS.
AHanu3 pe3yabraToB amimnpukanuu 15 kanaaa FAM/Green

10. HaxxaTh B MEHIO KHOTIKY «Analysis»/«AHaau3», BEIOpaTh PEKUM aHAIIN3a
«Quantitation»/«KonnuecrBeHnblii», Haxath kHonky «Cycling A. FAM»/
«Cycling A. Greeny, naiee «Show»/«Iloka3aTb»

11. BriOpaTh TUHEHHYIO MIKAITy TpadUIECKOTO N300paKEHHS PEe3yIbTATOB,
HaxaB KHOTIKY Linear scale/JIuHeiinasi mkaJja B HIKHEH 4acTH OKHa CIipaBa (eciu
9Ta IIKaja aKTUBHA 110 YMOJYaHHI0, BMecTo KHONKK Linear scale/JInHelinas mkamua
BujHa kHonka Log scale/JIorapudgmuyeckas mkaja).

12. B MeHIO OCHOBHOT'O OKHA JIOJDKHBI OBITh HaXKaThl KHOTIKK «Dynamic
tube»/«Iunamuy.gon» u Slope Correct«KoppekT. ykjaoHa». YcraHoBUTE More
settings/Outlier Removal «Ycrpanenune Bbiopocos» - 10°%.

3 Ecmn ans OTpHULATENBHBIX KOHTpOeit aTanoB dkcrpakimu win [P (BK-, K-) Ha xanane FAM/Green
Mpu ydere pe3yapTaToB 1o n 8§ MHCTpykuumM HaOII0JaeTcs HEKOTOpPOe HapacTaHue (UIyOpECUCHIMH C
HepeceyeHreM IOPOroBOil IMHUM, U3MEHHTE «Y cTpaHeHne BLIOPocoB» 1o 2090 1 OLEHNUTE TPOXOXKICHUE
KOHTPOJIBHBIX 00Pa31l0B TOBTOPHO.
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13. B wmento «CT Calculationy/«Bbrunciaenue CT»  BBICTaBUTH
Threshold/ITopor =0,05
B tabnune pesynbratos (okHO «Quant. Resultsy/«KonnuecrBeHHnbie Pe3ybTaTni»)
nosBsTcs 3Hauenus Ct.

2

AHaym3 pe3ynbTaToB amimuindukanun 1 kanaaa Cy5/Red

14. Haxatp B MeHI0 KHONIKY Analysis/AHaJu3, BEIOpAaTh PeXXUM aHalTH3a
Quantitation/KosmmuecTBenHblii, Haxxats kHonky Cycling A. Cy5/Cycling A. Red,
naiee Haxatb Show/IIoka3arh.

15. BriOpare JMHEHHYIO IIKaly rpaguyeckoro M300pa)keHHs pe3yNbTaToB,
HaxaB KHOTKY Linear scale//Iluneiinasi mkaJja B HWKHEH 4acTH OKHA cripaBa (eciu
9Ta IIKaJa aKTHBHA [0 YMOJYaHUIO, BMecTO KHONKH Linear scale//Iuneiinasi mkaJja
BuaHa kHOMKa Log scale/Jlorapudpmuyeckas mkasna.

16. B MeHI0O OCHOBHOTO OKHA JOJDKHBI OBITh HakaThl KHONKH «Dynamic
tubey/«Iunammu.gpon» u Slope Correct«KoppekT. ykiona». Ycranosuts More
settings/Outlier Removal «Y crpanenne BbIOpocoB» - 15 # %,

17. B wmenwo «CT Calculation»/«Bbruuciesue CT»  BbICTaBUTH
Threshold/Ilopor =0,05. B  Tabmume  pe3ynapratoB  (okHO  «Quant.
Results»/«KoanuyecrBennbie Pe3ynbraTbi») nosssarcs 3nauenus Ct.

Vyer pesynabraroB IIl[P-ananuza mnpoBoguTcss B COOTBETCTBHUM C 1.8
WHCTpYKIMY N0 HAIMYHIO WIH OTCYTCTBHUIO MEPECEUCHNs KPUBOH (HIIyOpecueHINH C
YCTaHOBJIEHHOM Ha  COOTBETCTBYIOLIEM YPOBHE IIOPOrOBOM  JIMHMEH, YTO
COOTBETCTBYET HAIMYHIO WJIM OTCYTCTBHMIO 3HA4EHHUsS IMOpOroBoro mukma «Ct» s
ncciexyeMoro oopasia.

2 Eenm s orpunarensHoro kontpoust arana [P K- na kanane Cy5/ Red mpu yuere pe3yabraToB 1o 8

WHcTpyknun HabmogacTcsi HEKOTOPOEe HapacTaHHue (UIyOpEeCICHINH ¢ MEPECCYCHHEM MOPOroBOH JMHUH,

u3MeHuTe «YcTpaHeHHe BbIGpocoB» 10 20% u OLEHHTE MPOXOXKACHUE KOHTPOJBHBIX 00pasmoB
TIOBTOPHO.
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Mpuno:kenue 3. [lopsinok padorsl Ha ammudukarope AT-96 (AHK-TexHoJorus,
Poccusn)

B cmygae mepBoro wucmoip3oBanus [IL[P-mabopa Ha mpmbope HEoOXoaUMO
coznarpk npotokod ¢ HazBaHHeM «IIHP-TT'C-®AKTOP» (mpu nansHelmeit padote
UCTIONB3YIOT CO3/IaHHBIN Ma0JIOH).

1. OtkpoiTh porpammy «RealTime PCR» st nmpu6opa JIT-96.
2. B mosiBuBIIeMcst OKHE BBIOpaTh «PadoTa ¢ mpuéopom».
3. B BepxHeil yactu OkHa OTKPHITh BKIAAKy «Tect» u «Co3gaTrs/PemakTupoBarth
TECT».
4. Haxars Ha kHONIKYy «Co031aTh HOBBIN TecT» M BBecTH MMs HOBoro Tecta «IIL[P-
TI'C-®AKTOP». Haxxats «OK».
5. B nosiBuBLIEMCS OKHE 33]1aTh CIEAYIOLIUE TapaMeTPBhI:
Tun — kauecTBEHHBIN
Mertox — [Noporossrii (Ct)
IIpo6upku — 0Opasiisl
OO0beMm paboueii cMecH B IpoOUpKe — 25 MK
dayopodopst — FAM, Cy5

6. B pemakrope mporpamMm amILTH(QHKAIMKA BBHIOPATh I1a0JIOH U HaxaTh
KHOTIKY «IIpUMEeHUTH.

7. B mosABHBHIEMCS. OKHE B COOTBETCTBHM C HMHCTPYKIHEH K TPUOOPY 3a1aTh
porpamMmy aMIuiiUKaIUK ¢ TapaMeTpaMu, YKa3aHHBIMHU B TaOJIHIIe S.

Tabnuna 5. TemnepaTypHO-BpEMEHHOM pexuM amiutudukaryu Ha J[T-96.

I-T/@n TemneparypHo-BpeMeHHO# pesxum aiist npubopa [IT-96 | Yucno nuknos
1 50°C — 30 mun 1
2 95°C — 5 MuH 1
95°C — 15 cex
3 56°C — 30 cek, nerekuus FAM, Cy5 45
72 °C— 20 cex

Haxats «OK» u coxpanuts nporpammy noj umenem «IHP-TI'C-®@AKTOP». Ilpu
JanpHeimeil paboTe UCTIOIBE30BaTh CO3/IaHHYIO IPOTPAMMY.

8. Ilpu 3amycke npubopa BeiOupath «Padora ¢ mpudopom» u «Lo6aBuTh TecT». B
okHe nobasnenus tecta BIOpaTh «[TIP-TT'C-®AKTOP».

9. B pasgene «l. OOpa3ubl» BBEAWTE KOJIUYECTBO O0Opa3lOB BKIIOYAs BCE
KOHTpPOJBbHBIE 00pa3isl. B pazmene «3. KonTpoau» nocraButh Hynu u HaxaTh «OK».
[Monp3ysick nHCTpyKIMEH K npubopy 3anonHuTh «AaeHTH(UKATOP NMPOOHPKH» U
«Tum», oOpamas BHUMaHWE Ha TIOPAAOK 3amojHeHHWs. HaxaTb  KHONIKY
«IIpuMeHnTHY.
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10. YcTraHOBUTH MPOOUPKU B PEAKIIMOHHBIN OJIOK COTJIACHO TMOPSIKY 3aIMOJHEHUS H
HaKaTh KHOIKY «3amyck mporpamMmbi». B mosiBuBIEeMcss OKHE HaOpaTh Ha3BaHHUE
npotokona u «COXpaHUTb».

11. TMocne 3aBepieHUs PeakIMU MOXKHO CPa3y MPUCTYIUTHh K aHAJIHM3Y PE3yJIbTaTOB,
00 MpH CIEAYIONIeH 3arpy3ke Haxath «IIpocMoTp apxuBay.

AHanu3 pe3yabTaTOB aMILIMPUKATMT

=
12. Haxath Ha MKOHKY C M300paKCHHEM MANKH W BBIOpaTh (aiili B KOTOPOM

ObLT cOXpaHeH TpoTokos. Beibpars Tum amammsa «Ct(Cp) ausi Bcex KaHAJIOB».
Mertox — «IToporossiii (Ct)».

13. B okHe cnpaBa oTOOpa3sATcs Ha3BaHUS 00Pa3IOB W 3HAYEHISI TOPOTOBBIX ITUKIOB.
Beiopate 10%. B mosummn Kpurepum 10cTOBEPHOCTH AAaHHBIX BBecTH: HIDKHSA
TPaHUIA/TIOPOT  TIOJIOKHUTEIBHOTO  pe3yibraTta-5%, BEpXHAA  I'PaHMIA/TIOPOT
HOpManu3anuy AaHHbIX -30%. Haxate kHONKY «IIpHMEHHTB.

14. J{nst oTydeHHs: CBOAHOTO OTYETA T10 IIPOTOKOIY HEOOXO0IMMO HaXKaTh KHOIIKY .
B Bepxneil yactu okHa HaxaTth kinaBumry «Iledarb» mwmn «CoxpaHMTb», BBHIOpATh
pacummpenue (aiina, nanpumep *.rtf MS Word, nanee «Padouunii cron» — «IILP-
TIC-®AKTOP» — «Otuerb» — «l'og» — «Mecsiny», B none «Ums daiinay»
BBECTH Ha3BaHHE B (popMe «rof.Mecsil. yuca0-1aHHbIe». Haxate «CoXpaHUTDb».

15. 3akpsITh unu cBepHyTh nporpamMmy «RealTime PCR».

VYyer pesynbratoB [II[P-ananu3a mnpoBOOUTCS B COOTBETCTBHM C 1.8
WHCTpYKIIMK N0 HAJIMYMIO WM OTCYTCTBHUIO MEPECEUCHHS KPUBOU (DIyOpECICHIHH C
YCTAaHOBJICHHOW HA  COOTBETICTBYIOLUIEM  ypPOBHE IIOPOTOBOMl  JIMHUEH, 4YTO
COOTBETCTBYET HAJIMYUIO WJIM OTCYTCTBHMIO 3HA4EHHUS MOPOroBoro numkmna «Ct» mms
ucciexyeMoro obpasia.
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IMpuno:xenue 4. Ilopsinox padorsl Ha npudope CFX96 (Bio-Rad, Poccust)

1. Brirounth pubop ¥ 3amyctuth nporpammy Bio-Rad CFX Manager.
2. B craproBom okHe HeoOxoamMo BeIOpaTh Create a new Run (wnmm B MeHIO
File Beiopats New u ganee Run...).

-
Hocdnianead? =)

Oper s Frsfrencer

Deserphen

Setup e picel end s o e an evperinen.

3. B okne Run Setup BeiOpath Bkiaaaky Protocol u maxarte kuomky Create
new.... B mosBusiiemcs okue Protocol Editor — New 3amate mapamerpsr
aMIUTH(UKAIUE B COOTBETCTBHH C JAHHBIMH U3 TaOIHUIIBI 6.

Tabnuna 6. TemnepaTypHO-BpeMeHHOM pexumM ammutndukarym Ha CFX96.

. Uucno
Ne n/n TemneparypHo-BpeMeHHOH pexxum s mpudopa CFX96 HKTOB
1 50°C — 30 mun 1
2 95°C — 5 muH 1
95°C — 15 cex
3 56°C — 30 cek, nerexkuust FAM, Cy5 45
72 °C- 20 cexk
3agats 00beM peakimoHHOM cmecu Sample Volume — 25 mkur.
4. 3apmath cxeMy IUIaHIIETa — PACHOJOXKEHHE TPOOHUPOK M JIETEKIHIO

(bIIyOpeCIieHTHOTO CHTHAa BO BCEX MPOOHPKax MO HYKHBIM KaHajiaMm B okue Plate
Moy Experiment Setup. Ilpu ucrnonb30BaHnM HAOOPOB PEATEHTOB ISl BHISBICHHS
OJIHOTO MHKpoopranuzma B Merio Sample type Beiopars Unknown, Haxas Ha KHOTIKY
Select Fluorophores..., BoiOpatb ranoukamu ¢ayopodopsr FAM u Cy5 u Haxats
OK, 3ateMm 3aiaTh TrajoykaMy H3MepeHHe (DIyOpecleHTHOTO CHI'HAlla B BBIOPAHHBIX
npobupkax Ho HeoOXOAWMBIM KaHaiaM. B okHe Sample name 3agate Ha3BaHHE
00pasioB. COXpaHUTh CXEMY IUIAHIIETA.

dunesena? -}

=
s

<3

OTKpBITH  KpBINIKY Tpubopa, HaxaB kHomky Open Lid. TIlocraButs
peakIMoHHbIE TPOOMPKM B SYEHKH aMIuIMUKAaTOpa B  COOTBETCTBHH C
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MPEABAPUTENBHO 3alPOTPAMMHUPOBAHHON CXEMOM IUIAaHIIETa. 3aKpbITh KPBINIKY
npubopa, Haxkas kHonky Close Lid.

5. 3amyctuth BeimonHeHne BeIOpanHOH nporpaMMel «[TIP-TT'C-@AKTOP» ¢
3aJ]aHHOM CXeMOH IUIaHIeTa HaxxaB KHoNKy Start Run.

6. ITocne OkOHUaHUS BBINOJHEHUS MPOrpPaMMBbl MOXKHO MPUCTYIUTh K aHAU3Y
pe3yIbTaTOB.

AHanIu3 pe3yaIbTaTOB aMIUIMpUKAIMH 115 KaHaaa FAM

7. Beibparts B okue Moyt Data Analysis Bo Bkimaaxe Quantitation manmsie mo
kaHary FAM, BbIIenWB Tamodkoil COOTBETCTBYIOUIMI OOKC Tmox TpadukoM
(IyopecueHIHH.

nounog
Goo00;

8. YcTaHOBHTH TOPOTOBYIO JIMHUIO HA ypoBHE, cooTBeTcTBYMOmEeM 10-20 % ot
MaKCHMaJIbHOTO YPOBHS (pyopecueHIuy, noiaydeHHoro s oopasua «I[K» (ITKO) B
MOCNeIHEM IHKIe aMmIuudukamu (ypoBeHb (IIyOpECUEHIIMH CYHMTAIOT PaBHBIM
OMKafIeMy K HEMY JICTICHHUIO IIKAaJIbI, IOMEYCHHOMY U POii).

Jnst 3TOro MOPOTOBYIO JIMHUIO MOYHO JIMOO TEpETaliTh C MOMOIIBIO JIEBOH
KHOIIKM MbIIH, 1100 BbIOpath B Mento Baseline Threshold (mo memuky npasoii
KHOIIKM MbIIIK B OKHe rpaduka dayopecueniun) omuto User Defined u BBectn
HY)XHOE 3HaYeHHE B TEKCTOBOM IIOJIE.

Baxno, uToOBI Tpaduk uayopecueHun it obpasma «K+» mokasbBain
XapaKTepHOe YKCIIOHECHIMAILHOE HapacTaHUe (JIyOpecleHTHOTO CUTrHaa.

9. B tabiune pe3ynbTaToB nosBsTcs 3HaueHus Ct.

AHaJiu3 pe3yabTaToB ammumndukanun 11 kanaia Cy5/Red (BKO).

10. Beibpate B okHe moayis Data Analysis Bo Bkiagke Quantitation manubie
no kanainy Cy5/Red, BBIENHB TaNOYKOW COOTBETCTBYIOMIMA OOKC TO1 rpaduKoM
(bayopectieHIUN.

YCTaHOBHUTH HOPOTOBYIO JIMHUIO Ha ypoBHE, cooTBeTcTBYyRomeM 10-20 % or
MaKCHMAIIbHOTO YPOBHS (hJIyOpecleHIur, Mmoiay4eHHoro Juis obpasua «K+» B
MOCJIeIHeM I[MKIe amiutudukaimu (ypoBeHb (IIyOPECHEHIIMH CYUTAIOT PaBHBIM
OmKalIIeMy K HEMY JICJICHUIO IIKAJIbI, TOMEYEHHOMY HU(PPOIA).

JIi1st 3TOro MOPOroBYIO JHHHIO MOXHO JHOO MEPeTalldTh ¢ HOMOLIBIO JIEBOU
KHOIIKM MbIlH, 1100 BbIOpath B Mento Baseline Threshold (mo memuky npaBoii
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KHOIIKM MBIIIN B OKHe rpaduka dayopecueniun) omuio User Defined u BBectn
HY’KHOE 3Ha4YeHNe B TEKCTOBOM IIOJIE.

Baxno, duroOsr rpadumk ¢iayopecuenimm s obpasma «K+» moxaspBan
XapaKTepHOE IKCIMOHCHIMATLHOE HapacTaHHe (IyOopecleHTHOTO CUTHAA.

11. B tabauue pe3ynpTaToB nosBsiTcs 3HaYeHus Ct.

Vyer pesynbraToB IIl[P-aHanu3a mnpoBoAMTCS B COOTBETCTBHE C 1.8
WHCTpyKIMU 10 HANWYHWIO MM OTCYTCTBHUIO IEPEeceyeHus] KpUBOU (IIyopecleHInH ¢
YCTQHOBJICHHOM Ha  COOTBETCTBYIOLEM YPOBHE IOPOTOBOM  JIMHHUEH, dYTO
COOTBETCTBYET HAJIMYUIO WJIM OTCYTCTBHIO 3HA4EHHUS NMOpOrosoro nukna «Ct» pus
HCCIIeAyeMOoro oopasia.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

MecT0 BHOCMMBIX

Pepaxnust . CyTh BHOCHMBIX H3MeHEHMIi
HU3MeHeHMIi
Jlo6aBieHbI CHOCKH, MOSICHSIONINE,
Bepcus 1.1 ot 1D, 5. cIp. 9 yto BMecTo OKO nomyckaercs
01.06.2021 P 2, €Ip- UCTIONB30BaTh (huspacTBop, TE-
Oydep, AMCTUITMPOBAHHYIO BOLY
JobaBneH Marepualt: KyiabTypbl
MHUKPOOPTIaHM3MOB U ITUTATEIIbHBIE
Bepeus 1.2 ot ITo TekcT poop cpensl
18.11.2021 y PC/IbL.
W3MeHeHus 1o TeKCTy
Bepcns 1.3 ot
p ITo Texcty W3meneno Hazsanue BKO

28.12.2021

Bepcus 1.4 ot
22.02.2022

Paznen 6. Baarue u
00paboTka MaTepuaa,
TPaHCIIOPTHPOBAHKE U

XpaHeHHe TIpo0

OTpeaakTUpOBaHbl PEKOMCHIAIINN
10 TPOOOTIOATOTOBKE 00pa3IoB

Bepcus 1.5 ot
28.04.2022

Paznen 6. Bastue u
00paboTka MaTepuana,
TPaHCIOPTHPOBAHHE U

XpaHeHHe Tpod

Jlo6aBneHo: Ha ycMOTpeHHe
BETEPUHAPHOTO Bpaya JI0IyCKACTCS
UCCIIeIOBAaHNE IPYTUX BHIOB
Omomarepuana

Bepcus 1.6 ot
29.09.2022

[Ipunoxenue 2.
[Mopsinok paboTer Ha
npubope AT-96 (AHK-
TexHosorus, Poccust)

I'eomerprueckwuii (Cp) MeTon
00paboTKHN TaHHBIX 3aMEHEH Ha
noporosbiii (Ct)
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ITo Bompocam kauectBa Habopa peareHTOB «IILIP-TI'C-©AKTOP» unu mo Bompocam
MPUOOpETEHUs] TECT-CUCTEM HAIIero TPOU3BOACTBA Mpockba obpamatees B OO0
«BET ®AKTOP» no aapecy:

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

Ten: 8 (499) 271-71-26, no6aBounsbrii 243

Email: vet@faktor.ru



