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Cnucok cokpaieHuii

BKO BHYTPEHHUI1 KOHTPOJIBHBII 00paser]

K- OTpULATENLHBIN KOHTPOJIb

BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLHUU

K+ MOJIOKUTEIbHBIH KOHTPOJIb

OKO OTpHLATENILHBIA KOHTPOJIBLHBIH 00paser

IIKO TIOJIO>KUTEJIbHBIN KOHTPOJIBHBII 00paser]

IIL1P PB TOJIMepa3Has [eTHas peakus ¢ (IyOopeCIeHTHOH NeTeKIHei B
PEKHMME peabHOTO BPEMEHU

OoT oOpaTtHas TPaHCKPHITLIUS

PHK pUOOHYKIIEHHOBAsT KACIIOTA

HK HYKJIEHHOBAs KUCJIOTa

CII CaHUTapHBbIC IIpaBUIIA

My METOIMYECKUE YKA3aHUS
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1. Hasnauenue

HaGop pearentoB mpemnasHaueH mansd  BepsBneHus PHK  Bupyca
nHQEKIMOHHOM OypcanpHOl Oome3nn (infectious bursal disease virus), Bo30yanTens
6one3nu ['ambopo B Ouonorndeckom matepuane (GparmMeHTsl HaOpHLIUEBON CYMKH H
MBIIICYHON TKAaHHU, CCJIC3CHKHU, JTMM(ATHUCCKOW TKaHU, COCKOOBI ¢ (abpurmeBoit
CYMKH ¥ MBIIICYHOW TKaHH, CBIBOPOTKA KPOBH, MOMET), a TaKKe B KYIbTypax
MHUKpPOOPTaHM3MOB, CMBIBaX C IOBEPXHOCTEH METOJOM OOpaTHOW TPaHCKPUIILUHK H
ammmudukanuu kJJHK ¢ guryopecuenTHO# neTekipell B pexxuMe peaJbHOr0 BpEMEHH.

2. XapakTepucTuka HaGopa
2.1 llpunuun geicTBust

HaGop peareHTOB OCHOBaH Ha MHCIOJB30BAHMU JABYX IIOCII€AOBATEIbHBIX
peakuuii: obpatHoil TpaHckpumniuu BupycHod PHK mns monywenuwss k/IHK wu
MOJMMepa3Hoil LEMHON peakuuu I aMIunukanu ¢pparmMenrta noiaydeHsoi kJHK
Marpuipl. O0e peakuuu MPOBOAATCS MocieaoBaTenbHo B oqHoit [1LIP-npobupke (one-
tube), 4To cokpalaeT u YyIpoIaeT Npoueaypy aHanu3a, CHIKaeT PUCK KOHTAMHHAIINH
n oumbok npu nepenoce kJAHK B npyrywo mnpoOupky mns nposeaeHus IILIP.
JleTeknus TPOAYKTOB aMIUIM(UKAIWK OCYLIECTBIACTCS B PEXHUME DPEAlbHOTO
BPEMEHHM C HCIIOJIL30BAaHHEM INPUHINIA BBIMETIICHUS (IyOpEeCeHTHONH METKH Ha 5'
KOHIIE OJIMTOHYKJICOTHIHOTO 30HAA.

HabGop moszBomsier cnenupuiyeckun aMIompUIIUPOBATE (PparMeHT TeHOMa
BUpyca Bo30OyauTens Oone3nn ['amMOOpo M reHOMa BHYTPEHHETO IOJIOKHUTEIBHOTO
KOHTpOJs (6akTeprodara MS2) B MyIbTHIDIEKCHOH MOIMMEPa3HOH IEITHON peaKIii.

2.2 CocraB Hadopa

Habop cocTOHUT M3 KOMIUIEKTA PEareHTOB JJIS MPOBEJACHUS MYJIbTUIUICKCHOM
OT-IIIIP PB (Kommiekt Nel) u koHTposbHBIX 00pasioB (Kommuexkt No2). Habop
BBIIYCKA€ETCS B IByX BapHaHTax:

1) [nsa anammsa 55 o0pa3moB (BKITIOYast KOHTPOJIBHEIE 00pa3Ibl)
2) Jas ananusa 110 o6pa3ioB (BKJIOYast KOHTPOJIbHBIE 00pa3Ibl).

CocraB Habopa npuBeneH B Tabmmmax 1 u 2.

IIpOoTOKOII BBIXOJHOI'O KOHTPOJIS JOCTYICH II0 3aIIpoCy.
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Ta6ymma 1. Kommurekt Nel st mpoBenenust OT-ITIP PB:

O0BeM, MKII
Kon-
No CocTaB KOMILUIEKTa Onucanue Ha 55 Hall0 5o
peakuuii | peaxkuui
CMech U1 IpOBeICHUS npo3payHas
1 OT-IILIP PB, OeciBeTHAs 275 550 1
P CMECb Ubb JKUIKOCTD"
Bydep s npoBencHus npo3payHas
2 OT-IILIP PB, OecuBeTHAS 550 1100 1
P Y®EP UBb JKHJIKOCTD
mpo3payHas
Cwmecs pepMeHToB, OecrBeTHAS
3 RT PCR ENZ. BSI3Kas 45 9% 1
KHUJIKOCTh
mpo3payHas
4 BI})’%EE i)g}gé};ﬁfgﬁg{;ﬂ OecrBeTHAs 500 1000 1
KHJIKOCTh
Tabauna 2. Komrutekt No2 KOHTpOJIbHBIC 00pa3IbL:
No . O0BbeM, MK Kon-
0CTaB KOMILIEKTa Onucanue Ha 55 Ha 110 o
peakuui peakuui
BnyTtpennuit po3payHast
1 KOHTPOJIBHEIN 00pa3serl, OecrBeTHAsS 550 1100 1
BKO UBB JKUJIKOCTD
OTtpunarenbHbIN po3payHast
2 | KOHTpPOJIBHBIH oOpa3sell, GecrerHast 1500 2000 1
OKO (TE oydep) * KUIKOCTD
ITonoxurenbHbIN [Ipo3pavyHas
3 KOHTPOJIbHBIH 00pa3zeil, OecrBeTHAs 100 200 1
IIKO UBb JKUJIKOCTh

B HaGop He BxomsaT peaktussl st okctpakuud HK. Breinenenne PHK moxet
MIPOBOJIUTHCS, HANPUMEP, C IMOMOIIBI0 HA0OPOB Ha OCHOBE COPOLMOHHOIO METOAA, B
COCTaB KOTOPBIX BXOJWT CHJIMKA WM MHKPOLCHTPU(PYKHBIC KOJIOHKH, HAOOpOB Ha

*
Bo3MmorkHa jerkas onanecieHIus

1 Bmecro OKO jomyckaercs WCIONB30BaHHE  (DM3HOIOTMYECKOro  pactBopa, TE-Gydepa,
JIUCTHJINPOBAHHON BOJBL. PeareHThI JODKHBI OBITh YMCTHIMH M CTEPUIIBHBIMHU. 3aNpeIacTCst HCIONIb30BaTh

3a0y(epeHHBIi HH3N0IOTnYeCKUi pacTBOp!
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OCHOBE (PEHOJ-XJIOPOGOPMHON OSKCTPAKIMU M T.N. PEKOMEHIyeTCs HCIOJIb30BaTh
Haoop «IHK/PHK-C-®AKTOP» n16o aHamoruvaHbIH.

3.  AHaJUTHYECKHMe XapaKTEePHCTHKH

[TokazaHO OTCyTCTBHE HecHeUM(PHUYECKUX peakKuidi KOMIOHEHTOB Habopa B
orHomeHnrn HK npyrux MHKpOOpPraHW3MOB: BHPYCOB HWH()EKIIMOHHON aHEMUH
Jolnaei, rpuIla, naparpunmna 3 Tumna, potTaBupyca, bakrepuii Yersinia enterocolitica,
Yersinia pseudotuberculosis, Campylobacter jejuni, Campylobacter coli, Escherichia
coli, Mycoplasma spp., Leptospira interrogans.

[TokazaHo OTCyTCTBHE Hecnenn(pUUEeCKHX peakluid KOMIIOHEHTOB Habopa B
otHomeHnn oopasnos JJHK kypursl, nomanu, KPC, cBuHBH, COOaKH U 4eJI0BEKa.

4. Mepbl NPeAOCTOPOKHOCTH

Bce pabotsl mo cOopy, TpPaHCHOPTHPOBAaHMIO U IOJATOTOBKE MPOO
OMOJIOTMYECKOTO MaTepHana OT )KUBOTHBIX OCYILIECTBIATh B CTPOTOM COOTBETCTBHH C
tpeboBanusmu CanlluH 3.3686-21 «CaHUTapHO-3THICMHOIIOTHIECKAE TPeOOBaHUS
10 poHIIaKTHKE HHYEKIIMOHHBIX OOJIE3HEH».

VccrnenoBanue NpOBOAUTCS B [Ba A3Tala B JBYX OTAENBHBIX IMOMEIICHUSIX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1abopaTOpHii,
UCTIONB3YIOMIMX METOAbl aMIUIM(GUKAMK HYKIEHHOBBIX KHCJIOT TpH padore ¢
MaTepHajioM, coJepXamuM Mukpoopranusmsl |-V rpynnm maroreHHocTu». Bcee
nabopaTtopHoe 00OpyJOBaHHE, B TOM YHCIE [A03aTOpBI, IUTATHBBI, JabopaTOpHAas
MOCyZa, a TaKKe pabodne peareHThl M PAcXOJHbIC MaTepualbl TOJDKHBI OBITH CTPOTO
CTalMOHAPHBIMU. 3aIPEIaeTCsl UX MEPEHOC U3 OJHON 30HBI B IPYTYIO.

IMpouecc wmccnenoBaHus SBISIETCS CTPOTO  OJHOHANPABIEHHBIM, pPadOTY
ClIelyeT HauYMHATH B 30HE MOJTrOTOBKH MaTepHaja, MPOJOJKaTh B 30HE HKCTPAKIUH
HYKJICHMHOBBIX KHCJIOT, 3aT€M B 30HE aMIUIM(UKALUH. 3anpeniaercss BO3BpallaTh
00pa3Lbl B 30HY, B KOTOPOH Obl1a IIpoBeeHa NpebIAyIas cTaus mpoLecca.

PaboTtaTh TOJBKO B OAHOPA30BBIX MEPUYATKAX, MCIIOJIB30BAaTh U MEHATH IPH
KaX/101 omepanuu oJHOPa30Bble HAKOHEUHUKH C a3PO30JIbHBIM 0apbepoM.

OnHOPa30BYIO TUTACTUKOBYIO MOCYy (MPOOUPKH, HAKOHEYHUKH) cOpachiBaTh B
CHeNMaNbHBI KOHTEHHEp, CcoAep Kalui Ne3MHGUIUPYIOMUl pacTBOp (HampuMep,
0,2% HaTpHUEBOH COIH JUXIOPU30IMAHyPOBOI KHCIIOTHI).

Pa6oune mosepxuHoctu B [P nomemenmsx obiydator Y@ cBeroM B TeueHue 30
MHUHYT [0 Hadaja W mocyie nposeleHus pador. Taxke mocie OKOHYaHUS padoT
pekoMeHayeTcsi  oOpabareiBaTh ~ pabodue  MOBEPXHOCTH  JIE3UH(UIMPYIOIINUM
pacTBOpoM.

Paboune nmosepxHoctu B [1LIP nomemenusx odiryyaor Y@ cBeToM B TedeHHUe
30 MuHYT m0 Hayana W HOcie MpoBeneHust pabor. Tarke mociae OKOH4YaHUS paboT
pexoMmeHayeTcs  oOpabaTeiBaTh  pabodne  MOBEPXHOCTH  JI€3MHOUIHPYIOUTIM
pacTBOPOM.
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5. Marepuaabl H 000py10BaHUe
Juasi 3oubl Boiaeaenuss PHK u3 uccienyembix npoo:

e HacrtonpHbII OOKC ¢ OaKTepHUIUAHON JaMIOW WIM  CTEPHUIbHBIHA
naMuHapHeld  1mkad  (Hampumep, «BABm-«Jlamunap-C»-1,2», «JlamunapHble
cucteMsl», Poccus);

e TBepaoTeNnbHBIH TepMOCTaT AJIs MPOOUPOK THIA «InmeHaopd» Ha 1,5 mi ¢
JnuanasoHoM Temneparyp ot 25 no 99 °C (mampumep, TT-2-«Tepmur» «HIIO JJHK-
Texnonorus» Poccus);

e BakyyMmHBIIl OTcachlBaTelb MEIUIIMHCKANA C KOJOOW-JIOBYIIKOW ISt
yaaJeHus Ha0Cad0YHOH KHUIKoCcTH (Hampumep, «OM-1», r. YiabpsHOBCK, Poccus).

e  MuxkponeHTpudyra ans mpodupok Tuma «mmneHnopd» xo 12 Teic. 00/MuH
(manpumep, «MiniSpiny», «Eppendorfy», ['epmanus);

e Boptekc (Hampumep «TOTA-2», «buokom», Pocens);

e  JIumerkn aBTOMaTHYECKHE OJHOKAHAIBHBIE ITepeMeHHoro oobema 20-200
u 200-1000 mk1; (Hanpumep, «JIennuner», Poccus).

e  OpnHOpa3oBble NOJUIPONUICHOBBIE MPOoOUpKkH Ha 1,5 Ml (Hampumep,
«Tarsonsy, Uunus);

e  OpHOpa3oBble HAaKOHEYHWKH JJIsl MHIETOK IEpeMEHHOro olObeMa ¢
adpo30JbHBIM OapbepoM u 6e3 (mo 200 m 1000 mkia) B mrTaTuBax (Hampumep,
«Tarsonsy, Uunus);

e  [lepuaTku MEAMIIMHCKUE HEOMYAPECHHBIE JTATCKCHBIE;

e IlratuBel mist Mukpompobupok Ha 1,5-2 mn (Hampumep, «Axygeny,
CIIA);

e EMKOCTb ¢ 1e3UH(UIHMPYIOIIUM CPEACTBOM;

. XoaogminbHuk oT 2 10 8 °C ¢ MOpO3UIBHON KaMepod OoT MUHYC 24 110
Mmunyc 18 °C.;

e  Xauat mabopaTOpHBI;

e  Hab6op mns sergenenns PHK (cm. myHKT 2.2).

st 30ub1 nposenenus INIP ananu3sa:

e  Awmmmodukatop (Hanpumep «Rotor-Gene Q», Qiagen; «T-96», JHK-
texnonorus; «CFX96», Biorad win aHaJIOrHuHBIR).

e [IIIP-6okc  (mampumep, «bBAB-IILP-«Jlamunap-C», JlamunrapHbIC
cucreMsl, Poccus).

e MukpoueHrpudyra-soprexc (Hanpumep «TITA-2», «brnokom», Poccns);

e  JIunerkn aBTOMaTHYECKHE OJHOKaHAJIbHBIC NepeMeHHoro oobema 2- 20,
20-200 mxit u 100-1000 mxr; (Hampumep, «JIenmumner», Poccus).

e  OpHOpa3zoBBle HAKOHEYHWKH ISl J03aTOPOB IEPEMEHHOT0 o0BeMa C
a’po30abHEIM Oapeepom 10 20, 200 mxm u go 1000 mMkn (Hampumep, «Axygen»,
CIIA).

e IlratwBel fa7s HAKOHEYHHKOB (Hampumep, «Axygen», CIIA) u
MuKporpobupok Ha 0,2 mi (Hanpumep, «SSI», CIIIA).
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e OmHOpa30BbIE MOTUMIPONIIICHOBBIE IpooupkH Ha 0,2 u 1,5 M (HanpuMmep,
«Axygeny, CIIIA);

e  Ilrarueer amsa mukpompoobupok Ha 0,2 u 1,5-2,0 M (Hampumep, «SSI»,
CIIIA);

e XomomuwibHHUK OT 2 10 8 °C ¢ MOpO3WIBbHON Kamepod oT MuHyc 24 1o

Mmunyc 18 °C;
e  [lepyaTku MEAMIIMHCKUE HEOMYAPEHHEIC JTaTEKCHBIE;
. Xanar 1abopaTopHBbIH.

Ipu padore ¢ PHK Heo0xoammMo HCNMOJIb30BATh TOJbKO OIHOPAa30BbIe
CTepH/IbHbIE IJIACTHUKOBBbIE PACXOJAHbIe MaTepPHAJIbl, MMeEIOlIHe CHelHaJbHYI0
MapkupoBky «RNase-free», «DNase-freey.

6. B3aTue u 006padoTKa MaTepuasa, TPAHCHOPTHPOBAHUE U XpPaHEeHUE TPOD
6.1 OT60op MaTepuaa AJs UCCIeAOBAHMS, TPAHCIIOPTHPOBKA U XpaHeHHUe.

JlJ1s uccaenoBaHUs UCIIONB3YIOT CIEAYIOIIMI MaTepualt:

e Cocko0bI ¢ (paOpUIIUEBON CYMKH M MBIIICUYHON TKAHU

e Ilomer BecoM 5 T 0OTOMPAIOT B CTEPUIILHBII [UIACTUKOBBIA KOHTEHHED;

e CpBopoTKka KpoBH. [l TONydYeHHS CHIBOPOTKH 3a0HpAalOT KpPOBbH B

MpOOUPKY 0€3 aHTHKOATYJISTHTa

o OparmeHTH (aOpULIHMEBOW CYMKH, CEJIC3eHKH, JIMM(aTHUIECKOW TKaHH
MTOMEIIAIOT B CTEPIIIHHBIN KOHTEHHED.

e Kypunsie >MOpuoHsl, sifma. [Ipu mccrnemoBaHUM SMOPHOHANBHBIX S,
PEKOMEHAyeTCS WCIONB30BaTh YacTh CaMOro 3MOpPHOHA, CHIBOPOTKY KPOBH
SMOPHOHA WIH AITIAHTOUCHYIO KHUIIKOCTb.

e KynbTypsl MUKPOOPTaHU3MOB B KUJIKHX CPEIaX OTOUPAIOT B CTEPIIIEHYIO

Tapy.
e bakTepuanbHble KOJIOHUHU pecycneHAupYIoT B 0,5 Myl (DH3HOIOrHYECKOTO
pacTBopa.

e [lutarenbHble cpempl OTOMPAIOT B CTEPWIBHYIO Tapy (TBepnble
pecycreHIUpYIOT B (PU3HOJIOTHYECKOM PACTBOPE).

e CMBIBBI C NOBEPXHOCTEH (BHYTpHJIaOOPAaTOPHBIX, C MMOBEPXHOCTEH Taphbl,
KOPMYILIEK, MECT COJIEp)KaHHS KHUBOTHBIX U JIp.) OTOMPAIOT B CTEPWIILHYIO Tapy C
0,5 M pHU3HOIIOTHYECKOTO pacTBOpa

[omydeHHble 00pa3lbl MOXKHO TPaHCIOPTHUPOBATh M XPAHHUTh B CIIEIYIOLINX
pexxumax:

- ipu Temmneparype 2 - 8 °C - B TeueHue 1 cyTok;

- Ipu Temrieparype He Beimie MuHyc 16 °C - B Teuenue | Hememnw;

- IpH TeMIiepatype He Beimie MUHyC 68 °C - IINTensHO.

JlomyckaeTcsi 0THOKpPaTHOe 3aMOpPaKHBaHHe-0TTAMBAHUE MaTepHaJa.
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Ipu padore ¢ PHK Heo0xoauMo HCHOJIb30BATH TOJbLKO OJHOPa30BbIe
CTepUW/IbHbIe IUIACTHKOBBIE PACXOJHble MaTepHaJbl, UMeIOlIUe CHeNHaJIbLHYI0
MapkupoBky «RNase-free», «DNase-freey.

Ha yemompenue eemepunapho2o épava 00nyckaemes uccie008anue opyeux
61006 Ouomamepuad.

6.2 IloaroToBKa HCCIEXYEMbBIX TPOD

CockoObl ¢ (aOpuieBoil CyMKM UM MBIIIEYHON TKaHU HCCIEAyloT 0e3
NpeABapUTEIbHON NOATOTOBKU. Ha BhIIeNneHne UCIosb3yloT MaTtepual B o0beme 1-2
CIHMYEYHbIe TOJOBKU. KyJIbTypbl MUKPOOPTaHH3MOB U ITUTATEIbHBIE CPEJIbI, CMBIBBI C
oBepXHOCTeH ucmonb3ytoT i Beiaenerns PHK 6e3 mpenBapuTensHON MOATOTOBKH.
CMBIBBI C TIOBEPXHOCTEH, B3STHIE A NPOBEPKH HANIWYMSA BHYTPHIAOOPAaTOPHOU
KOHTaMWHAIW¥, BBLICTATh HE HY)KHO.

Jiis moxydeHus CHIBOPOTKH TIPOOMPKHA C KpPOBBIO (0€3 aHTHKOATYIISIHTA)
OTCTaWBalOT NP KOMHATHOH Temiieparype B TedeHne 30 MHHYT A0 IOJHOTO
00pa3oBaHusl CrycTka. 3areM neHTpudyrupyot npu 600—1600 g (3000 06./muH Ha
uentpudyre «MiniSpin», Eppendorf, ['epmanus) B reuenne 10 MUHYT pU KOMHATHO
temrepatype. ChHIBOPOTKY MEPEHOCAT OTACIbHBIMH HAaKOHEYHHKaMHU C (HUIBTPOM B
CTepHIIbHBIE TPOOUPKH 00BbeMOM 1,5 mit.

U3 ¢parmMeHToB (haOpHUIIMEBOW CYMKH, CEJIC3CHKHU, TMM(ATUUCCKON TKAHH,
BBIPE3al0T HEOObIIME Kycoukd 1o 1 r BecoMm. PacTupaioT npoObl B OTHENBHBIX
(aphopoBBIX CTYNKax HIM TOMOTCHU3UPYIOT Ha aBTOMAaTHYECKHX T'OMOTCHH3ATOpax.
3arem roToBsT 10 % cycrneH3Wio Ha CTEPHIBHOM (H3HOJIIOTHYECKOM PACTBOPE HIIH
¢docharHom Oydepe. CycneH3mro IMEpeHOCAT B MHpoOHpKy oOvemoM 1,5 Mi u
neHTpudyrupyrot npu 2000 06./MuH B TedyeHue 5-10 MuUH. ANMKBOTY HaI0CaIOYHOM
xuakoctd (0,1 mur) ucnonp3yrot s skcrpakauun PHK.

U3 momera (1-5 r) roroBsaT 10% cycrieH3HI0 Ha CTEPHIEHOM (HH3HOIOTHYECKOM
pactBope. B3Bech dekanuii gekaHTUpyOT B TeueHuu S5-10 muuyT. OTOHparoT 1 M
HAJI0CAI0OYHOM KHUJKOCTH U MIEPEHOCST B YUCTYIO TPOoOUpKyY 1,5 M1, HeHTpUdyTrUpyoT
npu 5000 06./mMuH Ha ueHtpudyre «MiniSpin», Eppendorf, B Teuenne 5 wmuH.
Oxcrpakmuio PHK 13 ocBeTyieHHOT0 3KcTpakTa (heKaauil MpOBOASIT 10 BO3MOXKHOCTH,
cpasy. [Ipy HeOOXOAUMMOCTH XPaHEHHS 3aMOPAKHBAIOT.

[pn uccnenoBanny SMOPHUOHANBHBIX SIUI], PEKOMEHAYETCSI HCII0JIb30BATh YacTh
caMoro 3MOpHOHa, CHIBOPOTKY KPOBH SMOPHOHA MIIH aJUITAHTOMCHYIO JKHJIKOCTb.

Ha ycmompenue semepunaphozo épaua 00nyckaemes uccied08anue opyeux
61006 Ouomamepuada.

7. TIlpoBeneHue aHajm3a

Anammz ¢ nomomplo Habopa pearentoB «IIIIP-TAMBOPO-®AKTOP»
metonoMm OT-ITLP PB cocTout u3 Tpex 3Tamos:

e skerpaknus HK (Ha 3TOM 3Tame 1omosHUTENhHO HCHONIB3YIOT PEaKTHBHEI [T
skcTpakiuy, Hanpumep Habop «JHK/PHK-C-OAKTOP»);
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e mposenenue peakiuu OT-ITIP PB;
®  yueT pe3y/bTAaTOB aHAJH3a.
Ilpumeuanue. Peakuns OT-TILP PB npoBoxuTcs B ogHO# mpoOHpKe.

7.1 Dkcrpaknus (Beiaeaenne) HK u3 ucciexyeMsix npo6

OTto0path HEOOXOAMMOE KOIMYECTBO OJHOPA30BBIX MPOOUPOK 00beMoM 1,5 mi,
BKJIIOYasi OTpULATENIbHBII KOHTPOJIb BIJEICHUSI. BHECTH BO BCe MPOOHMPKH, BKIIOYAs
npooupky amst OKO, o 10 mxn BKO UBB.

BHectn uccnenyeMbie mpoObl B 00bEME COTJIACHO MHCTPYKIHMK K Ha0opy s
BeigeneHnss HK, B mpoOupky OTpHIATENbHOTO KOHTPONS BBIJEICHUS BMECTO
uccneayemoii npo6sl Buectd OKO? (mpofupky 0603HaunTh kak BK-).

Brigenare HK w3 anHamm3upyembIX W KOHTPOJIBHBIX OOpAasllOB COTJIACHO
MIPOTOKOJTy HHCTPYKIIMU MPOU3BOANTEISI Habopa mus Beinenerns HK.

Brinenennyto PHK MoxHo xpanuths 10 3 yacoB mpu Temnepatype ot 2°C no
8°C wiu B TeueHHe MecsiLa Ipu Temneparype He Boiiie Munyc 70°C.

7.2 TloaroroBka 06pa3unoB k npoeenenuro OT-IILP PB
O0mumii 00beM peaknMOHHOM cMecH - 25 MK, 00beM PHK-npo6bI - 10 MkJ1.

VYcnenHoe MNPOXOXKICHHWE pPEeaKIMU KOHTPOJIUPYIOT ucnosb3oBanueM ITKO
BB, BKO UBb u PHK BY®EP.

IIpumeuanue. Jlomyckaercs pasMOpaXUBaHHE PEareHTOB M3 HaOopa Iepex paboToi
npu temmepatype He Beime 40°C (¢ mcmonbp3oBaHneM TepMoctata). I[IporpeBanme
npooupkn RT PCR ENZ kareropuuecku He I0ImycTHMO.

B ornmensHON mpoOMpke cMemaTh KOMIIOHEHTHI Habopa W3 pacyera Ha
KaXIyI0 PEaKInio:

e 10 Mxn IIHP BY®EP UGG
e 5wmxn P CMECH UBB
e 0,75mvkan RT PCR ENZ

[lepememiaTh cMech Ha BOpTEKce (HE MOMYCKaTh BCIICHUBAHUS COAEPIKUMOTO),
3aTeM COpOCHTH KalUld KPaTKOBPEMEHHBIM LieHTpH(dyrupoBaHueM. Pacuer oObeMOB
peareHToB Ha pa3IMYHOE KOJMIECTBO peakuuii ykaszaH B [Ipmnoxernn 1.

Otobpath HEOOXOAMMOE KOJIMYECTBO IpoOupok s ammmudukanun HK
uccieqyeMbIX M KOHTPOJBHBIX Npo06. BHectm mo 15 MK mpHUroToBICHHOM
pEeaKIOHHON CMeCH.

2 Bumecro OKO jomyckaercs —HCIONB30BaHHME — (husmonmormueckoro  pacteopa, TE-6ydepa,

JIMCTHIUTMPOBAHHON BOJIBI. PeareHTs! JODKHBI ObITh YHCTBIMH M CTEPHIIbHBIME. 3aIPENIaeTCs HCHOIb30BaTh
3a0y(epeHHBIi HH3N0IOTnYeCKUi pacTBOp!
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Hcnonb3yss HAKOHEYHUKH C (QWIBTPOM B MOATOTOBJICHHBIE NMPOOUPKH BHECTH
mmo 10 mxt:

a) B mpobupky otpunarensroro kourpoist I[P (K-) -PHK 6ydep;

6) B psi npoOupok aist uccieayemsix nmpod — HK coorsercTBytomeit mpoOsl,
nony4eHHoi mo 1.7.1 (Bkirovas mpoby BK-);

B) B IPOOHPKY C mojoxuTerabHbiM KoHTposieM [P (K+) — IIKO UBB.

Ilpumeuanue. Ilpu wucmonb30BaHUM IS PabOTHl  aMIUITM(UKATOPOB C
CUMTBIBAaHWEM uepe3 Kpbimiky (Hampumep, JT-96), 3ampemiaercsi HAHOCHTH
MapKHPOBKY Ha KPBIIIKY MPOOHPOK!

7.3 IlpoBenenne OT-IILP PB ¢ duayopecuenTHoii nerexkumeii

[TapameTpsl TemnepaTypHO-BPEMEHHOTO pEeKMMa aMIUTU(UKALMKE Ha MpHOOpax
«Rotor-Gene Q», «IT-96», «CFX96» u «LightCycler® 96» yka3zansl B [Ipunoxenusx
2, 3,4 u 5 IHCTpyKIMK COOTBETCTBEHHO.

ITomectuths mnoaroroBieHHble it npoBeaeHus [ILIP mpoOupku B sueiiku
amIrduKaTopa. 3arporpaMMHUPOBaTh IPHOOP COTIIACHO MHCTPYKIMH PONU3BOIUTEIS
u B cooTBeTcTBUH ¢ [Ipunoxxenusmu 2, 3, 4 u 5 1aHHOI HHCTPYKIIUH.

B ciyuae ucnonb3oBaHMS aMIDIM(UKATOPOB APYTHX MOZETIEH PEKOMEHIyeTCs
KOHCyJNbTanus co cnenquanictoM komnanuu «BET ®AKTOP».

ITocme 3aBepiieHHs NPOrpaMMBbl aMIUIM(UKAIMK OTPaOOTaHHBIE NPOOHUPKH
YTHIU3UPYIOT B cOOTBeTCTBUH ¢ MY 1.3. 2569 -09.

8. HHTepnperanus pe3yJibTaTOB aHAJIM3A

[lomyueHnsle naHHBIE — KpHBBIE HAKOIUIEHHA (DIyOPECLEHTHOTO CHIHAJa
AHATM3HUPYIOTCS C  TOMONIbIO  NPOTPAMMHOTO  OOECIHEYeHUS]  HCIIOIb3YeMOTO
amMIIM(UKaTopa B COOTBETCTBHUHM C WHCTPYKIMEH MPOM3BOAMTENSI K HpuUOOpPY U B
cootBeTcTBUM C [Ipunoxenussmu 2, 3,4 1 5 TaHHOW MHCTPYKLIUU.

VYuer pesynsraro OT-III[P PB mnpoBoauTcs NO HATHMYUIO WIM OTCYTCTBHUIO
nepeceueHust KpHUBOH (IIyopecHeHInH C YCTaHOBIEHHOH Ha COOTBETCTBYIOIIEM
YPOBHE NMOPOTOBOH JIMHUEH (UTO COOTBETCTBYET HAJIMYMIO MIIM OTCYTCTBUIO 3HAUCHUS
moporoBoro nukia «Ct» mis uccineayemMoro oopasiia).

Pesynprar cumTaeTcs JOCTOBEPHBIM B Cllydyae KOPPEKTHOTO TIPOXOXKIEHHS
MOJIOKUTEJIBHBIX M OTPHULATENBHBIX KOHTpoJiel amrumndukanuu u skcerpakiuun HK B
COOTBETCTBHUH C TaOJIHIEH 3.

Tabnmma 3. OueHka pe3yIbTaToB aHAIH3A.

Kanan gerexmun
JOE(HEX)/
IIpoba Yellow Cy5/Red Pesynbrar
Ubb BKO

Peakuuu MoyoKXHUTENBHOTO U

KO o

Kt Jo 31 1o 31 BHYTPEHHETO KOHTPOJIEH NPpOoIIx

yCHEIIHO
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Curnan
Curnan orcyrcTByeT | Peakuus mpouuia ycneuHo
OTCYTCTBYET
Crienuduyeckas KOHTaMUHAIMS!
PHK JIro6oe TPEBYETCSI nosTopHas
Curnain oTCyTCTBYeT :
oygep 3HAUCHNE nocraHoBka! Pexomenmyercs
K- MOCTABUTh CMBIBBI
Konramunanus BKO! TPEBYETCS
Curnan :
JIro6oe 3HaueHne TMOBTOPHAs MOCTAHOBKA!
OTCYTCTBYET
PexomMeHayeTCst TOCTaBUTH CMBIBBI
Curnan JIroboe 3HaueHue
DKCTpakuus MpoLuIA YCIemHo
OTCYTCTBYET or | 1o 32
C Crienduyeckas KOHTaMHHAIHS!
UTHAJI OTCYTCTBYET
JioGoe YICTBYCT | TPEBYETCSI noBTopHas
W I000€e
OKO 3HAYCHHE skcTpakuus! Pexomenmyercs
3Ha4YCeHUE
BK- IIOCTaBUTH CMBIBBI.
Pesynprar HETOCTOBEPHBIH,
Curnain oTCyTCTBYyeT
Curnan BO3MOXHO IPHCYTCTBUE
wnu 3HaueHue Ct
OTCYTCTBYET >3 unrudutopos. TPEBYETCS
MOBTOPHAs SKCTPaKusi!
Pesynbrar ananuza
Jlroboe CHUrHam OTCyTCTBYET .
3HAa4YEHUE OT w moboe TOMOHMTEALHBIH.
PHK 6036y0umens 6onesnu I'ambopo
1 o 31 3Ha4YEeHUE
NMPHUCYTCTBYET
O0pa3usl Curnan JIroboe 3HaueHue Pesynbrar ananuza
OTCYTCTBYET or 1 o 32 OTPUUATEIbHBII
Curnan PesynbpTar HE 1OCTOBEPHBII.
Curnan
OTCYTCTBYET WU TPEBYETCS noBTopHas
OTCYTCTBYET |
snauenue Ct >32 KCTpaKIusi!

B cinyuae, eciiu B BK- 3nauenne Ct gns BKO orcyrerByeT win npeBbliaeT
rpanngHoe, a B K+ 3Hauenne Ct mist BKO menee rpanmunoro (u B oOpasmax Ct mis
BKO MeHee rpaHWYHOTO) — pe3yjbTaThl MOKHO CUHUTATh JOCTOBEPHBIMH. Takxke B
cinydae ecnu 3HaueHne Ct qig BKO B K+ oTcyTcTByeT uim mpeBbIIaeT rpaHUYHOE, a
B BK- 1 06pa3max MeHee rpaHH49HOr0 — pe3yIbTaThl MOXKHO CUHUTATh JOCTOBEPHBIMHU.

Eciu nist uccnenyemoro obpasia mno kanany Hex/Yellow sunauenwe Ct
ompenensercs no3aHee 31 HuKJIa MpU KOPPEKTHOM HPOXOKACHUH ITOIOKUTEIBHBIX U
OTPHULIATENIBHBIX KOHTPOJEH — OH CUUTAETCSl CHOPHBIM M HCCIETYeTCsl IOBTOPHO C
srana BbaeneHuss HK. Ecim npm moBTOpHOW mocTaHOBKE HAOJIONACTCS CXOXKHH
pesynbrar (Ct Ha kamaine Hex/Yellow Gosiee 31), TpeOGyercsi MOBTOpPHOE B3SITHE
Marepuasia OT TOTO K€ JKMBOTHOro st nposeaenust I1I[P-uccienoBanus u (mim)
UCIIONIb30BAaHKE aJIbTEPHATHBHBIX METOOB TUArHOCTHKH.

BHUMAHME! IIpu noay4eHUH COMHHUTENBHBIX PE3yNbTaTOB, a TAaKXKe MPHU
nosiBJieHuH Jroboro 3xHadenus: Ct jis orpunarensHoro koHTpods stana TP K- (Ha
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m000M W3 KaHAJIOB) PEKOMEHIYETCSl HCCIECAOBAHHUE CMBIBOB C IOBEPXHOCTEH B
71ab0paTopuy JUIs UCKIIOUCHUS PHCKA BHYTPHIA00OPAaTOPHOW KOHTaMHUHAIMHA. CMBIBBI
¢ 1abopaTOPHBIX MOBEPXHOCTEH M 000PYNOBaHMS HCIONB3YIOT B Ka4ECTBE MATPHIIBI
quist ITHP (BHOCAT B peakuuio BMECTO HCCIeyeMbIX Mpod B konmyectBe 10 MKI) — TO
€CTh CMBIBBI HCClleytoT 0e3 skcTpakimu. [losiBnenue moboro 3nauenus Ct Ha o6om
13 KaHAJIOB CBUJICTEIBCTBYET O BHYTPUIIA00paTOPHOI KOHTAMHUHALINH.

9. ¥YciaoBusi TPAaHCIIOPTHPOBAHMS

Ha6op «I[IIP-TAMBOPO-®AKTOP» MO0XHO TpaHCHOPTUPOBAaTH BCEMH
BHIAMH KPHITOTO TpaHcIopTa mpu Temreparype oT 2°C 1o 8 °C e 6oiee 5 cyToK.

10. YcaoBusi XxpaHeHHsI

JmmtensHoe XpaHeHue KoMIuiekToB Habopa «I[IIP-TAMBOPO-®AKTOP»
OCYILECTBIISIOT TIpH Temmepatype oT munyc 18°C no munyc 20°C.

Ilepen Hauwamom paboTbl Cc HAaOOpPOM KOMIIOHEHTHI Habopa ciemyer
Pa3yKOMIUICKTOBAaTh M XPaHUTh B COOTBETCTBHH CO CIECAYIOIMMHU TPEOOBaHHUAMHU:
Kommuiekt Nel (cm. Tabn. 1) mpu temmneparype ot munyc 18°C no munyc 20°C;
Komruiekt Ne2 (cm. Tabun. 2) npu temmeparype ot 2°C mo 8°C.

11. Cpoxk rogHocTH

Cpok rogunoctu peareHToB «IIIP-TAMBOPO-®AKTOP» 12 mecsaues. Habop
C UCTEKIIINM CPOKOM T'OJHOCTH NIPUMEHEHHIO HE TOICKHUT.
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Ipuioxkenue 1. Pacuer 00beM0B peareHTOB Ha Pa3JjiniHOe KOJIMYECTBO PeaKuui

KoanuecTBo Oonem ITIP BY®EP O6bem IIP CMECH O6bem RT PCR
peaxkuuii UBE", MKa UBE’, 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 44,3
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. Mopsaaok padorsl Ha nmpudopax Rotor-Gene 3000/6000 (Corbett
Research, ABcrpanusi) u Rotor-Gene Q (QIAGEN, I'epmanns).

B cmygae mepBoro wucmoip3oBaHus I[IIIP-mabopa Ha mpmbope HEoOX0aUMO
co3nate npotokon ¢ HasBaHueM «IIIP-TAMBOPO-®AKTOP» (npu nansHeifmeit
paboTe UCTIONB3YIOT CO3/JAHHBIH I1A0JIOH).

[Ipu padote ¢ mpudopom Rotor-Gene 3000 ucrons3yroT nporpammy Rotor-
Gene Bepcum 6 wim Beime, c¢ mnpudopamu  Rotor-Gene6000u Rotor-GeneQ-
UCmoMb3ytoT nporpammy Rotor-Gene 6000 sepcuu 1.7 (build67) wiu Beitie.

TepMHHBI, COOTBETCTBYIOIINE Pa3HBIM BEPCHUSM IMPOTPAMMHOrO OOecHedYeHUs,
PpAacIIOIOKEeHBI TI0 TEKCTY B CIEAYIOmEeM nopsiake: 1 npudopa «Rotor-Gene» 3000 /
UIA  aHTJIOA3BIYHOM Bepcum mporpamMmbl  «Rotor-Gene» 6000 (Q)/ mna
pycckos3pr9HOM Bepcun nporpaMmMel «Rotor-Gene» 6000 (Q).

1. OtkpriTh Iporpammy «Rotor Gene Q».

2. BwiOpaTh B OCHOBHOM MEHIO TporpaMMbl 3Hauok «Newx»/«HoBbrii B
OTKpHIBIIEMcS OKHE BEIOpaTh «IlycToii madaon», Haxats KHONKY «New»/«HoBbIi

> 1l =m

Crapr  [Maysa  Cran

€ =

oomii | Otkp.  Coxp

npaexa

MyCTOM 3 KEnEpHmMerT
nossOAAET
NOALGOBATENC
HauaTE:
NPOrPaMMHBOESHHE
NPOEHASA © HYNA.

T pevuarossii ucn 1 NnasneHe
DeysWwarossid uHEN

qj HRM™

:Lj Apurve paiins

m T eRHMMECKOE DECAYKMBAHME NPMGOPS

I Hoewut

Ormertrs

Crp.

¥ [okasaTh STOT 3KPEH NPH S3MYCKE NDOTPakMb!

3. BeiOpate T potopa. Hampumep, «36-Well Rotor»/«36-1yHouHbIi poTOp»
IIPU UCTIONB30BAaHUK POTOpa Ha 36 00pa3moB. [IocTaBUTh OTMETKY B OKOIIKE PSJIOM C
nanmuceto «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Kousbio
3akpemieno». Haxats knonky «Nexty/«/laeey.

110690 noxanowaTs 5 AeTaRIMA MaCTED TecTOD!
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4. Ykazatp omnepartopa, o0beM peaknuoHHoi cMecH «Reaction volume»/Oobem
peaxkmumn» — 25 miut. [l Rotor-Gene 6000 nomkHO ObITh OTMEUEHO OKOIIKO «15 pl
oil layer volume»/«15 pL 00Bbem Maciaa/Bockay». Haxats kHOTIKY «Next»/«/lameex.

5. B Bepxmeit uwactm okHa Haxats KHONKY «Edit profile»/«Pexakrop
npouasn». B mossuBmieMcs OKHE B COOTBETCTBHH C HHCTPYKIHEH K IPHOOPY 3a1aTh

nporpamMmmy aMl'IJ'II/I(l)I/IKaI_II/II/I CO clIeayrumuuMu napaMmeTrpaMmu, yKka3aHHbIMU B Ta6nnue
4.

Tabmuna 4. TemneparypHo-BpeMeHHOH pexxuM amiutindukanyuy Ha Rotor-Gene

Jrj'/gn TemneparypHo-BpeMeHHOH pexxum Rotor-Gene Yucno nukios
1 50°C — 30 mun 1
2 95°C — 5 muH 1
95°C — 30 cex
57°C — 30 cex 10
72°C — 30 cex
95°C — 10 cex
3 57°C — 20 cexk, nerexuusi Joe/Yellow; Cy5/Red 35
72°C — 20 cex

Haxats xnaBumry «OK».

Jast aToro TpeGyeTcs npojenaTs CIeoyIONHe ary:
-Haxarp knmaBumry «Insert after»/«BcraBute mocie» u BoiOpath «New hold at
temperature»/«HoBoe ynepkaHue TeMmmneparypbl», YCTaHOBUTH Temneparypy 50°C u
Bpemst 30 MUH ;
-Haxarp wmaBumry «Insert after»/«BcraButh mocie» u BeIOpath «New hold at
temperature»/«HoBoe ynepkaHue TeMIIepaTypbl» yCTAaHOBHUTH Temreparypy 95°C u
BpeMs 5 MUH.
-Haxarp kmaBumy «Insert after»/«BceraButh mocnme» u BblOpath  «New
cyclingy/«HoBoe UMKIMpOBaHME», YCTAHOBHUTh MapaMeTpbl LUKIMPOBAHUS B
COOTBETCTBUM C TabnuLeH 4.

6. B HIKHeW uYacTH OKHa MacTepa TecTOB Haxarh KHOIKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CUIH.». B OTKpBIBIIEMCS OKHE HaXXaTh KHOTMKY
«OnT.1eTek-MbIx». [ 000MX KaHAJIOB yKa3aTh HYXXHBIH JUana3oH CTapTOBOTO
curHana: Min Reading /muHumanpubli curnaax - 5 Max Reading
/makcumanbsHblii curHaa — 10. B rpade «Ilo3unmsi IIpodupkm» ykaszarb Homep
NpoOUpKH, TO KOTOpoW OyJeT aBTOMAaTWYeCKH BBIOpaH IapaMerp «yCHJIeHHs
CHTHAJIa», 110 YMOIYaHUIO 3TO 1-s1 mpobupka B porope. IIoMeTUTH Tanoukoil CTpoOKy
Perform Calibration Before 1st Acquisition «BpImoJHUTH onTUMHU3aNU0 npu 1-m
mare JAeTeKIHu». 3aKpbiTh OKHO «ABTO-ONTHMH3aLUs YpPOBHs curHanay». Haxats
kHOTIKY «Nexty/«/lanee».
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7. 3anmycTuTh aMIUIM(pUKAIUI0 KHONKOH «Start run»/«CtapT». /late Ha3BaHue
9KCTIEPUMEHTA U COXPAHHUTh €r0 Ha JIUCKE.

8. Ilocme 3amycka mporpamMMbl HEOOXOAWMO 3ampoTrpaMMHpPOBAaTh ITOJIOKECHHUE
pobupok B potope. Bee mpoOsr 1 koHTpoH 0003HaunTh B MeHIO Tum kak Unknown
«O6pa3zen».
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9. Tlocre 3aBepllieHUs] TEPMOLUKIMUPOBAHIS COXPAHUTH (ailil ¢ pe3yabTaTaMu
HCCIICIOBAHNSL.
AHanu3 pe3yabTaToB aMmiutupukanuu 1Js kanaua Joe /Yellow

10. HaxxaTh B McHIO KHOTIKY «Analysis»/«AHaam3», BEIOpaTh pexXUM aHaIH3a
«Quantitation»/«KoanuecrBeHHblii», Haxats kHonky «Cycling A. Joe»/«Cycling
A. Yellowy, nanee «Show»/«Iloka3aTb»

11. BeiOpaTh JHHEHHYIO MIKAITy TpapUUIECKOT0 H300paKCHUS pe3yIbTaTOB,
HaxaB KHOTIKY Linear scale/JIuneiinasi mkaJja B HWKHEH 9acTH OKHA crpaBa (eciu
9Ta IIKaJa aKTHBHA MO0 YMOJYaHHUIO, BMecTO KHONKK Linear scale/JIuneiinas mkaJa
BujHa kHonka Log scale/JIorapudgmuyeckas mkaja).

12. B MeHIO OCHOBHOTO OKHa [OJ/DKHBI OBITh HaxaThl KHOMKHA «Dynamic
tube»/«lunamuy.gpon» u Slope Correct«KoppekT. ykiaoHa». YcraHoBuTh More
settings/Outlier Removal «Ycrpanenue BbiopocoB» - 15°%.

8 Eciu J1y1s1 oTpuuaTe bHBIX KOHTpOsieH sTanos skctpakiuu wiu I[P (BK-, K-) na kanane Hex/Yellow npu

ydere pesynpraToB no m 8 MHcTpykumm HaOmogaeTcs HEKOTOpOE HapacTaHue (IIyOpEeCHEeHIHH C

nepecedeHrueM IOPOTrOBOM JTMHUH, H3MEHHUTE «YCTpaHeHHe BHIOPocoB» 10 20% U OLEHHTE MPOXOXKICHHUE
KOHTPOJIBHBIX 00PA3II0B IIOBTOPHO.
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[ Pesymmmames | % Amsere don | G Kogperr, yenms [ Mrvop, repese | (3] Yerpy X
- J H Yerpanenne smpocos L]

Topor Pers-NP (NTC)
Mpogent or KaGonewero imenesds GypecueHLs

H o cax rpaarenven - OTTI®)
i
3
2

Nopor 3egerneroctu Peaxst
02 [ smeccers  Toms0ofpasaisoropee ot
/ et Iosenamery

o lopar 1 % peai o kpaiaeii Mepe pask
Mogor] 7 =1 aroesy srersn fgagt mxaoael
00 . o HOpHBMIM

V] 5 10 15 ] % LS Onaereimy .

13. B wmenio «CT Calculation»/«Boruncienne CT»  BBICTaBUTH
Threshold/ITopor =0,05

B Tabmuie pesynpratoB (okHO «Quant. Resultsy/«KojgudecTBeHHBbIE
PesyabTaThi») nosassarcs 3HaueHus Ct.

AHanu3 pe3yabTaToB amiunpukanuu s kanaaa Cys/Red (BKO).

14. Haxarp B MeHO KHONKY Analysis/AHaam3, BBIOpAaTh PEKUM aHaU3a
Quantitation/KoamuecTBennnblii, Haxats kHoniky Cycling A. Cy5/Cycling A. Red,
naiee HaxaTtb Show/Iloka3arn.

15. BriOpare nuHEHHYI0 mIKady rpadudeckoro H300paKeHHsS pe3yIbTaToB,
HakaB KHONKY Linear scale/JIuHeiiHasi mikaja B HIDKHEH 4acTH OKHA cIipaBa (eciu
9Ta IIKaja aKTHBHA [0 YMOJYaHHUIO, BMecTO KHONKK Linear scale//Innelinas mkaJa
BuaHa kHomKa Log scale/Jlorapupmuyeckas mkasna.

16. B MeHI0O OCHOBHOIO OKHa JOJDKHBI OBITh HakaThl KHONKH «Dynamic
tube»/«/lunamuy.gpon» u Slope Correct«KoppekT. ykjgoHa». YcraHoButs More
settings/Outlier Removal «YcTpanenue Beidpocos» - 10%%.

17. B wmenio «CT Calculation»/«Bbrunciienne CT»  BeICTaBUTH
Threshold/Ilopor =0,05. B  Tabmamme  pesymbratoB  (OkHO  «Quant.
Results»/«KoanuecrBennbie Pe3ynbraTbi») nosssrcs 3nauenus Ct.

Vyer pesyabraroB [Il[P-ananuza mnpoBoauTcss B COOTBETCTBUM C I1.8
WHCTpyKIMU 110 HAJIMYWIO WM OTCYTCTBHUIO TEPEcedeHns] KpUBOH (IIyopecleHInH ¢
YCTaHOBJIIEHHOH Ha COOTBETCTBYIOIIEM ypPOBHE IIOPOTOBOM  JWHHUEH  (4TO
COOTBETCTBYET HAJIMYHIO WJIM OTCYTCTBHIO 3HA4EHHUS MOporooro numkma «Ct» mms
HCCIIeAYeMOro oopasiia.

4 Ecnu anis oTpunatesHoro Kontpons stana ITIP K- na kanane Cy5/Red npu yueTe pesysibTaTos mo o 8
WucTpykuuu Habomaercss HeKOTOpoe HapacTaHHe (IyOpecHEeHINH C IepecedeHHeM IIOPOTOBOl JIMHUH,
H3MeHUTe «YcTpaHeHue BEIOpocoB» 10 20% M OLCHUTE MPOXOXKICHUE KOHTPOJIBHBIX 00pa3liOB TOBTOPHO.
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Mpuno:xkenne 3. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccus).

B cnyyae mepBoro mcnosib3oBanus [1L[P-Habopa Ha mpubope HE0OXOAUMO
co3nate npotokon ¢ HazBaHHEeM «IIHP-TAMBOPO-®AKTOP» (npu nampHeiimeit
paboTe UCTIONB3YIOT CO3MaHHBIN MIa0JIOH).

1. OTkpeITh porpamMmy «RealTime PCR» mst mpu6opa A T-96.
2. B mosBuBmemMcst okae BHIOpaTh «Padora ¢ mpudopom».
3. B Bepxmeir wacth OKHa  OTKpBITh  Bkimanky  «Teer» m
«Co3naTs/PerakTupoBaTh TECT»:
4. Haxarp Ha KHONKY «Co031aTh HOBBIN TecT» U BBECTH HMsI HOBOTO TeCTa
«[MOP-TAMBOPO-®AKTOP»:
Haxatp «OK».
5. B nosiBuBIIEMCS OKHE 33aTh CIEAYIOIUE TapaMeTphL:
Tun — xauecTBEeHHBIN
Merton — [Toporogsrii (Ct)
[Ipobupku — 0Opazisl
O0wem paboueii cMecH B mpoOupKe — 25 MKI
dryopodopst — Hex, Cy5
Cozmates mporpammy ammmudukammu «IIOP-TAMBOPO-®AKTOP» HaxaB Ha
HKOHKY .
6. B pemaktope mporpamMMm amIUTU(UKAIMA BBIOPATh mabjaoH u
Ha)XaTh KHONIKY «IIpMMeHUuTBY.
7. B mNOsBUBIIEMCS OKHE B COOTBETCTBHMH C MHCTPYKIUEH K mpHOOpY 3aaaTh
IIporpaMMy aMIUTH(HKAIIUH ¢ TapaMeTpaMHy B Tabmuie 5:

Tabmmma Ne5 TemneparypHo-BpeMeHHOU peskuM amrutudukanmy Ha 1T-96

g;ln TemmeparypHO-BpeMeHHOI pexxum JIT-96 Uucno uMKIOB
1 50°C — 30 mun 1
2 95°C — 5 muH 1
95°C — 30 cex
57°C — 30 cex 10
72°C — 30 cex
95°C — 10 cex
3 57°C — 25 cexk, gerexknus Hex, Cy5 35
72°C — 25 cex

JleTeknuio ocyIecTBIATh Hocne ctaguu oTxur. Haxvure «OK» u coxpanure
nporpammy noj umeHeM «IIHP-ITAMBOPO-®AKTOP». [Ipu nansreiimeit padote
HCTONB30BaTh CO3AAHHYIO IPOrpamMMmy.

8. Ilpu 3amycke nmpubopa BeiOpaTh «PaGora ¢ mpudopom» u «00aBUTH TECT».
B oxne no6asnenus tecta BeIOpats «[IIP-TAMBOPO-®AKTOP».
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9. B pasgene «l. OGpa3ubl» BBECTH KOJHYCCTBO OOpPA3IOB BKJIIOYAs BCE
KOHTpOJIbHBIE 00pa3iiel. B paznene «3. KoHTpoJam» mocTaBuTh Hyau U HakaTh «OK».
[Monmp3ysick MHCTPYKIMEH K mpuOopy 3amoidHuTh «MaeHTHGUKATOP NMPOOHPKH» 1
«Tun», oOpamas BHUMaHWE Ha TOPSAOK 3amojHeHHs. HaxaTb  KHOIKY
«IIpuMeHUTH».

10. YcraHOBHTH MPOOUPKH B PEaKIMOHHBIH OJIOK COTTIACHO MOPSIIKY 3aNOJTHEHHUS
U HaXaTh KHONKY «3alyCcK NMporpaMmbl». B mosBUBIIEMCS OKHE HaOpaTh Ha3BaHUE
npoTokoyia U «COXpaHUTBY.

11. Tlocne 3aBeplIeHHs pEaKLUU MOXKHO cpa3y MPUCTYNUTh K aHaIMU3y
pe3yIBTATOB, JTHOO MPH CIIEAYIOMIEH 3arpy3ke HaxaTh «I[IpocMoTp apxuBay.

AHaJm3 pe3yJbTaTOB aMIUIMpUKALNH

12. Haxarte Ha WKOHKY C H300paXCHHEM IIaIlK{ =y BEIOpath (aiin, B
KOTOPOM OBLIT COXpaHeH MNpOTOKOJ. Bribpate Tum anammsa «Ct(Cp) mias Bcex
kaHajoB». Metoj — «Iloporosslii (Ct)».

13. B okHe cmpaBa oTOOpa3sTcsi Ha3BaHUs OOpa3LOB M 3HAYEHHs MOPOTOBBIX
mukioB. Beiopats 10%. B mosunmu KpuTepum 10CTOBEPHOCTH JAHHBIX BBECTH:
HikHss rpaHHIa/mopor MOJIOKHUTENBHOTO pe3ynbTata-5%, BEpXHsS I'paHMIA/TIOpor
HOpManu3anuy AaHHbIX -30%. Haxate kHONKY «IIpHMEHHTBY.

14. JInst modydeHHs CBOAHOTO OTYETa IO INPOTOKOIY HEOOXOIUMO HaKaTb

KHOIIKY . B BepxHelt wacTu okHa HaxaTh kiaBunly «lledaTb» i «CoXpaHUTBY,
BBIOpaTh pacummpenue ¢aiina, Hanmpumep *.rtf MS Word, nanee «PaGounii cron» —>
«[MOP-TAMBOPO-®AKTOP» — «Otuerb» — «l'og» — «Mecsimy, B mone «Ams
¢daiina» BBecTH HazBaHMEe B (opmMe «roa.MecsIL.YHMCJI0-AaHHbIe». Haxatp
«CoXpaHUTDb».

15. 3akpsITh nnu cBepHyTh porpaMmy «RealTime PCRy.

VYuer pesynabptaroB IIl[P-ananu3a mpoBOAWTCS B COOTBETCTBUU C 1.8
WHCTpyKIMK MO0 HAJIMYHUIO WM OTCYTCTBHUIO MEpPEceueHus] KpUBO (IIyOpeCIeHITNH C
YCTQHOBJICHHOM Ha  COOTBETCTBYIOIIEM YpOBHE IIOPOTOBOM  JHHHEH (4TO
COOTBETCTBYET HAJIUYUIO WJIM OTCYTCTBHUIO 3HAYCHHSA MOPOTOBOTO IHKJIA «Ct» JUI
ucciesyeMoro oopasia.
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Mpuno:xenue 4. Ilopsigox padorsl Ha npudope CFX96 (Bio-Rad, CIIIA)

1. Brirounth ipubop ¥ 3ammyctuth nporpammy Bio-Rad CFX Manager.
2. B craproBoM OKHe HeobxoauMo BeIOpars Create a new Run (wu B mento File
BeIOpats New u manee Run...).

_ 1]

©) Cimals s rew Experimerd  CRAE

Opan s DalaFik

©) Oparsa Gana Study
() Opem U Preferences
Desciphen

Setup the pictoccl and plets o begn an evperiment.

[ shepe ot [ ok Cefed |

3. B okue Run Setup Beibpats Bkiazky Protocol u naxars kuonky Create
new.... B mosBusiiemcs okue Protocol Editor — New 3amate mapamerpsr
aMIUTH(UKAIUA B COOTBETCTBUH C JJAHHBIMHU U3 TaOIHIIBI 6:

Tabnuna Ne6 TemneparypHo-BpeMeHHOH pexxuM ammudukamu Ha CFX96

Jr\[f/en TemmneparypHO-BpeMeHHO# pexkum Rotor-Gene Yucno UKIOB
1 50°C — 30 mun 1
2 95°C — 5 mun 1
95°C — 30 cek
57°C — 30 cex 10
72°C — 30 cek
95°C — 10 cek
3 57°C — 25 cek, nerexnust Hex/Yellow; Cy5/Red 35
72°C — 25 cek

3agath 00beM peakimoHHOM cmecu Sample Volume — 25 mxkur.

4. 3amath cXeMy IUIaHIIETa — pPAaCHOJIOKEHHE IPOOMPOK MW JIETEKIHIO
(ITyopecieHTHOTO CHTHajla BO BCeX MPOOHMpKax IO MCHONb3YEeMBIM KaHajlaM B OKHE
Plate momymns Experiment Setup. B mento Sample type Beiopats Unknown, naxxas Ha
kHotky Select Fluorophores..., BoiOpath Tanoukamu (iayopodopsr Hex u CyS u
Hakath OK, 3ateM 3ajaTh rajodykamu n3MepeHre (IyopecleHTHOro CurHaia B
BBIOPAaHHBIX MPOOMPKAX 110 MTaHHBIM KaHajaMm. B oxae Sample name 3amate Ha3BaHue
00pasnoB. CoOXpaHHUTh CXeMY IUTAHIIETA.
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OTKpBITH KPBIIKY MpHbOopa, Hakas kHomKy Open Lid. TlocTaBuTts peakiinoHHbIe
MpoOUpPKH B SYEHKH aMIUTMPUKATOpa B COOTBETCTBHH C IPEIBApUTEIHFHO
3arporpaMMHUPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY INpHOOpa, HakaB
kuonky Close Lid.

5. 3amycTtuTh BbINOJIHEHHEe BbIOpaHHOI mnporpammsl «IIIP-T'AMBOPO-
DAKTOP» ¢ 3amanHOiT cxeMoil IuiaHIIeTa Haxas KHOTIKy Start Run.

6. [Tocie okOHYaHMS BBIMOJIHEHUS MPOTPAMMbI MOXKHO NPHUCTYIHTh K aHAIIU3Y
PE3yIBTATOB C IOMOIIBIO MPOrpaMMHOro obecreueHus npudopa CFX96.

AHanau3 pesyiabraTtoB st kanaga Hex (PHK Bupyca Bo3Oyautesass GoJie3HH
T'am6opo)

7. Beiopats B okne Moxyis Data Analysis Bo Bkianke Quantitation manmsie mo
KaHamy HeX, BBIICTMB TaJOYKOW COOTBETCTBYIOIIWN OOKC TOJ TpapuKoM
(IIyopecueHIHH.

8. YcraHOBHTH TOPOTOBYIO JIMHUIO HA ypoBHe, coorBercTBytomemM 10-20 % ot
MaKCUMAQJIBHOTO YPOBHSA (UIyOpecHeHInY, MOoNydeHHoro s obpasma «K+» B
mocieTHeM LUKIe aMIunpuKanuu (ypoBeHb (DIYyOpeCHeHINH CYHTAIOT pPaBHBIM
OmKaiiiieMy K Hemy JICIEHHIO IIKaNbl, TOMEYSHHOMY UG POii).

Jli1st 5TOro MOPOTOBYIO JIMHHUIO MOXKHO JIMOO HEPeTaIlUTh ¢ IIOMOIIBIO JIEBOH KHOIKH
MblK, Jubo BeIOpaTh B MeHio Baseline Threshold (mo miemuky npaBoil KHONKH
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MBIIIA B OKHEe Tpaduka ¢uyopecuennun) omnuuio User Defined u BBecTn Hy)HOE
3Ha4YCHNE B TEKCTOBOM IIOJIE.
BaxxHo, uT00HI rpaduk QryopecreHnnu s oopasna «K+» mokaspBai xapakTepHOE
HKCIIOHEHIIMAJILHOE HapacTaHue (JIyOPECLIEHTHOTO CUTHAIA.

9. B Tabnuiie pe3ynbTaToB MOsBSTCS 3HaYeHus Ct.

AHanm3 pe3yabTaToB aMmmunukanmun 15 kanaaa Cy5 (BKO).

10. Beibpats B okHe moayns Data Analysis Bo Bkmaake Quantitation manmsie mo
kanany Cy5/Red, BbigenuB ramo4ykodl COOTBETCTBYIOIIMM OOKC TOA Tpadukom
(ryopecueHIHH.

YCTaHOBHUTH TIOPOTOBYIO IJIMHHIO Ha YypoBHe, coorBercTBylomeM 10-20 % ot
MaKCHMalIbHOTO YPOBHA (DIyOpecLECHINH, IOIy4eHHOro i obOpasma «K+» B
MOCJIEIHEM IUKIEe aMIuudukammy (ypoBeHb (NIyOpECHEHINH CYHTAIOT PaBHBIM
OmmKaiIeMy K HeMY JISJICHHIO IIKaJIbl, TOMEYEHHOMY LU(PPOH).

JIJIst 3TOTO MOPOTOBYIO JIMHUIO MOXKHO JINOO MEPETAIUTH C MTOMOIIBIO JIEBOH KHOIKH
MbIy, aubo BeiOpath B Menio Baseline Threshold (mo miemuky mpaBoit KHOTMKH
MBIl B OKHe rpaduka dayopecueniun) omuio User Defined u BBecTn Hy)HOe
3HAYEHHE B TEKCTOBOM IIOJIE.

BaxHo, uTo0bI rpaduk ¢uryopecueHnuu it odpasia «K+» mokaspiBaj xapakTepHOe
HKCIIOHEHIIMAJILHOE HapacTaHue (JIyOpECLIEHTHOTO CUTHAIA.

11. B TaGnuie pe3ynpTaToB NosABATCS 3HadeHus Ct.

Vyer pesynbratoB I11{P-ananuza npoBoauTcs B COOTBETCTBUE ¢ 1.8 MHCTpyKUMU
[0 HAIMYMIO WIK OTCYTCTBUIO IIepecedeHust KpuBOH (ayopecueHmmm c
YCTQHOBJICHHOM Ha COOTBETCTBYIONIEM YPOBHE IIOPOTOBOH  JHMHHUEH  (4TO
COOTBETCTBYET HAJIMYMIO MM OTCYTCTBHIO 3HAYCHMS MOPOroBoro Iukia «Ct» mis
ucciesyemMoro oopasia.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

MecT0 BHOCUMBIX

Pepaxnus .
Akt H3MEeHeHH I

CyTh BHOCUMBIX U3MEHEHU

JloGaBieHB! CHOCKH, MOSICHSIOIIHE,

Bepcust 1.1 ot o, 5. e, 10 gro BMecto OKO momyckaercs
01.06.2021 p- 2, ¢Tp- HCTONB30BaTh puspactBop, TE-

Oydep, IUCTIIUITMPOBAHHYIO BOILY

JobGasneH MaTepuai: KyJabTypbl
BCpCI/IH 12 oT HO roxer MHKpOOpFaHPIzM;)BLII/I IIUTATCIIBHBIC
18.11.2021 y PEAbL.

W3MeHeHus 1o TeKCTy

Paznen 6. B3situe u
Bepcus 1.3 ot 06paboTka MaTepHaa, OTpenakTHpOBaHbl PEKOMEHAALINH
22.02.2022 TPaHCIIOPTHPOBAHUE U 10 TIPOOOTIOATOTOBKE 00Pa3IIoB
XpaHeHHe 1pod

Paznen 6. Baarue u Jlo6aBneHo: Ha ycMOTpeHHe
Bepcus 1.4 ot o0paboTka MaTepuaa, BETEpHUHAPHOI'0 Bpada JOMyCKaeTCs
28.04.2022 TPaHCHOPTUPOBAHUE U HCCIIeIOBaHNE APYTUX BUIOB
XpaHeHue npod Ouomarepuana

[Mpunoxenne 3.
Bepena 1.5 or Iopsnox paborst na 00paboTKK TaHHBIX 3aMEHEH Ha
28.09.2022 npudope AT-96 (JJHK- P a .
noporossrii (Ct)
TexHouorus, Poccus)

I'eomerpuueckuii (Cp) meTon
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Penakuus

MecTO BHOCHMBIX
H3MeHEeHHH

CyTL BHOCHMBIX M3MeHeHU M

25
Bepcus 1.5 ot 28.09.2022




Pepaxknus

MecTo BHOCHMBIX
H3MeHEeHHH

CyTbh BHOCMMBIX H3MEHEHHMIi
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Penakuus

MecTO BHOCHMBIX
H3MeHEeHHH

CyTL BHOCHMBIX M3MeHeHU M
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ITo Bompocam kauyectBa Habopa peareHTOB «II[[P-I’AMBOPO-®AKTOP» wnmn mo
BOTIpOCaM MPHOOPETEHNS TECT-CHCTEM HAIIIEr0 IPOU3BOCTBA POChda 0OpamaTses B
000 «BET ®AKTOP» o agpecy:

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

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

Email: vet@faktor.ru



