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MHCTPYKUUA

no npumeHeHuro tect-cuctemol «MOJIMHYM» ana AmarHOCTUKMK
YyMbl NSIOTOAAHLIX METOAOM NMOSIMMepa3HOU LienHON peakuumn

HA3HAYEHUE

Tect-cuctema «IOJIMHYM» npeaoHasHavyeHa AN BbISIBNEHUSA
PHK Bupyca u4ymbl nnotoagHbeix (Canine Distemper virus) B
Bbuonornyeckom martepuarsne OT XMUBOTHbLIX METOLOM MoSiMmMepasHoOn
yenHon peakuyun (MUP) ¢ rmbpunansaymoHHo-dnyopecueHTHOM
OeTEeKUNEN B peXMME «peanbHOro BpeMeHN».

NMPUHUWIM METOOA

MeTopg BbigBreHusa PHK Bupyca 4ymbl NnoTOA4HbLIX OCHOBAH Ha
akcTtpakumm PHK wn3 obpasyoB wuccrnegyemoro maTtepuana
coBMecTHO ¢ PHK 23K30reHHOro BHYTPEHHEro KOHTPOJIbHOro
obpasua (BKO-V), nposegeHun peakumm obpaTHOM TpaHCKpUMNuuu
PHK, amnnudpukaumm nonyyeHHon kOHK ¢ rmbpuansaumoHHo-
donyopecueHTHON aeTeKkumnen npoaykTos aMmnindukaumm B pexmme
«peanbHoro BpemMeHu». BKO noseBonsetr KoHTponupoBaTb Bce
aTanbl lNLUP-uccnegoBaHmna ans kaxgoro obpasua M oueHuBaTb
BNUsiHNe MHrIMbmuTopos Ha pesynbTtaTthl [1LP-uccnegosaHus.

C nonyvyeHHbiIMM Ha Q3Tane 3KcTpakuum npobamm PHK
npoBoauTcsa obpaTHasa TpaHckpunuma PHK ¢ nomowbo bepmeHTa
pesepTasbl (MMIV) n amnnudunkaumns ydyactkos kOQHK npn nomouwm
cneuyuuyHbIX K 9TUM y4yacTkam npavmepoB U depmeHTa Tag-
nosimmepasbi.

B coctase peakumoHHOW CMeCK NpUCYTCTBYIOT 0NYyOpPEeCLEHTHO-
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MeYeHble  OSfIMrOHYKNeoTuabl, KOTOpble  rMbpuausyroTcsd C
KOMMyieMeHTapHbIM y4acTkom amnnudpuumpyemon kOHK-muenn,
B pes3ynbTate 4ero mnpoucxXxoauT HapacTaHue WHTEHCUBHOCTH
donyopecueHuun.
Pesynbtatbl amnnudpukaumm perncTtpupyoTca no cregyrowmnm
KaHanam donyopecueHTHOM aetekuum (cm. Tabn. 1):
Tabnuua 1

Kanan pnsa conyopodopa FAM JOE

kKOHK-MuLweHb k[QHK BKO-V kOHK Bupyca 4yymbl NNoToAaaHbIX

AHAJIMTUMECKUE XAPAKTEPUCTUKH
[na JaHHOW TECT-CUCTEMbI NPUMEHUMBI cnegywoume
XapaKTEPUCTUKMU:

AHanuTnyeckas 4YyBCTBUTENbLHOCTb (npegen OOHapyXeHus,
limit of detection, LOD)

[Mpeoen ob6HapyxeHna 6bin onpegeneH nNpuv UCMNONb30BaHUMU
komnnektoB Ans akcrpakuum PHK «PUBO-npen» n AMnnnCeHc®
MAIHO-cop6-M.

Tabnuua 2

Bug nccnepgyemoro matepmana Mpeaen o6HapyxeHus, MNA/mn?

Ma3kn ¢ KOHBbIOHKTUBBI

Ma3sku co cnmancTom oB0I0YKNM HOCOBOW NOMOCTU

LlenbHas kpoBb 1x103

[Mnasma kposu

CbIBOpOTKa KpoBM

dekanum unu pekTanbHbI Ma3ok

[daHHbIM npenen obHapy)XeHust gocTuraeTcs npu cobnogeHun
npaBun, yka3aHHbIX B pasgene «llopsigok otbopa M NoaroToBKU
npoob».

AHanutn4yeckas cneunPuUyHOCTb

AHanuTnyeckas cneum@uyHoCTb TECT-CUCTEMbl [OKaszaHa npu
nccneposaHmmn OHK/PHK cnegyrowmnx mukpoopraHuamoB: Canine
adenovirus 1, Canine adenovirus 2, Canine Distemper Virus,
Canine parainfluenza virus 2, Canine parvovirus, Canine
coronavirus, Canine herpesvirus, Rotavirus A, Bordetella
bronchiseptica, Brucella abortus, Brucella canis, Campylobacter

! Konu4yectBo reHOMHbIX 3KBMBamNeHToOB (reHoMoB) MukpoopraHusma (F3) B 1 mn obpasua
BGuonornyeckoro matepuvana.
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jejuni, Clostridium perfringens, Escherichia coli, Leptospira
interrogans, Neospora caninum, Salmonella enterica, a Takxe
reHomHon [JHK cobaku.

Mpu TectnpoBaHumn obpasuyos OHK/PHK BbilienepedncrneHHbIX
MUKpoopraHmamoB, a Takxke [OHK cobakm Hecneundpumnieckmx
peakuunn BbiiBNEHO He BbIno.

MoBTOPAEMOCTbL U BOCNPON3IBOAUMOCTb UCCNeaoBaHusA
Ycnosusas NOBTOPSIEMOCTM BKMOYanuM B cebsi TecTUpoBaHME B
ogHon nabopartopun, OOHUM OnepaTopoM, C MUCMOMNb30BaAHUEM
ogHoro  obopyaoBaHusi.  YcnoBusi  BOCMPOW3BOAMMOCTM  —
TeCTMpoBaHMe pasHbIMW oOnepaTtopamMu, B pasHble [OHW, Ha
pas3nunyHbIiX nNpubopax pasHbiX Cepun TecT-CUCTEMbl. PeadynbTaThl
npeacTaBrieHbl B Tabn. 3.
Tabnuya 3

HOBTOpﬂeMOCTb BOCﬂpOVI3BO,C|,VIMOCTb

Tun o6pasuoB KonuuectBo | CoenageHue | KonuuectBo | CoenageHue
obpa3uyoB |pesynbtaTtoB, % | o6pa3uoB |pe3ynbtaToB, %

NonoxutenbHble 10 100 30 100

OTpuuartenbHble 10 100 30 100

UHTEPPEPUPYHOLLUMUE BELLLECTBA U OTPAHUYEHUA MO

UCMNOJIb3OBAHUIO NMPOB UCCJIEAYEMOIO MATEPUAITJIA
B xome aHanmsa puckoB 6binyM  onpegeneHbl  cnegylolimne

0COBEHHOCTM coCTaBa TEeCT-CUCTEMbl U KOHUrypaumm aHanusa,

KOTOpble  MO3BOSIAIOT  UCKMNKYUTb  BIAUSHWME  NOTEHUManbHO

NHTEPdEPMPYIOLLINX BELLECTB Ha pe3ynbTaT aHanusa, nosyyYeHHbI

METOLOM MOoSINMepPasHON LieNMHON peakumu:

— MCMosib30BaHue cneunduyHbIX ONMUIOHYKIEeOTUAHbIX NpanmMepos
N pryopecueHTHO-MEYEHDBIX  OfIMTOHYKNEOTUAHbLIX  30HAOOB,
KOMIMieMeHTapHbIX y4acTkam BbisBnsemMbix JHK-muweHen;

— WCNONb30BaHWE 3K30reHHOro BHYTPeHHero KoHTpons (BKO-V),
nobaBnsemMoro B KaXAblh uccreayembln obpasel Ha aTane
akcTpakumn  [OHK, pesynbtatr amnnudpukaymum  KOTOpPOro
YUYNTbIBAETCS NPU OLIEHKE BanuaHOCTUN pe3yfibTaToB aHanmsa.
Kputepunem OTCYTCTBUSA BITUAHUA noTeHumnanbHO

NHTEPdEPMPYIOLLNX BELWECTB SBMSETCA BanUOHbLIA - pesynbTaT

[MUP-nccnepoBaHus.

BeBuay ykasaHHbIX OCODEHHOCTEN cocTaBa TeCT-CUCTEMbl W

KOHdoUrypauum aHanusa, usyydyeHue uHTepdepupyowmx CBOUCTB

OTAeNbHbIX KOMMNOHEHTOB BMonormyeckoro obpasua He TpebyeTcs.
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POPMbl KOMIJIEKTALIUA
Popma 2. «[LUP-komnnekT» BapnaHT FRT-50 F
lpumeyaHue — @opma 1 ydarneHa.

dopma 2 npegHasHadeHa Onsa NpoBedeHusa peakuum obpaTHOM
TpaHckpunumn PHK n amnnndukaummn kQHK ¢ rmbpuamnsaumoHHo-
donyopecueHTHON OeTEeKUMEN B pPeXMMe «pearibHOro BpPEMEHUY.
Ona nposegeHuss nonHoro [1LP-uccnegosaHna Heobxoanmo
MCNOSIb30BaTb KOMMMNEKTbl peareHToB angd akctpakuyum PHK,
peKOMeHO0BaHHblIe N3roToBuTEnem.

dopma 2 paccumTaHa Ha npoBegeHwe 55 peakumn obpaTHom
TPaHCKpUNUUKU N amnnuukaymm, BKNOYaa KOHTPOSIN.

COCTAB

«MUP-komnnekT» BapmnaHt FRT-50 F — KoMmnnekT peareHToB Ons
obpaTHon TpaHckpunumn PHK un amnnudpukaummn kOHK Bupyca
YyMbl NNOTOSAAHBIX € rMBpuan3aunoHHO-GNYyOPECLEHTHOMN
OeTekumen B pexxmmMe «peanbHOro BpeMeHn» — BKIKOYaeT:

PeareHT OnucaHue O6bem, mn | Konnyectso
NUP-cMeck-1-FRT Qggjgs::c?::)xgmoﬂgsgj:o?;Mnosoro 0,6 1 npobupka
MnoJIN4yM LBeTa ’

MUP-6ygep-C Mpo3payvHas 6ecuBeTHas XNOKoOCTb 0,3 1 npobupka
TM-PeBepTtasa (MMIv) | Npo3payHasn becuBeTHas XUAKOCTb 0,015 1 npobupka
RT-G-mix-2 Mpo3payvHas 6ecuBeTHas XNOKoCTb 0,015 1 npobupka
Monumepasa (TagF) MpospayHasa 6ecuBeTHasa XXUOKOCTb 0,03 1 npobupka
MKO kOHK CDV / STI | MNpo3payHas 6ecuBeTHasi XXMAKOCTb 0,1 1 npobupka
K- Mpo3payvHas 6ecuBeTHas XNOKoOCTb 0,2 1 npobupka
OKO Mpo3payvHas 6ecuBeTHas XNOKoOCTb 1,2 1 npobupka
BKO-V Mpo3payvHas 6ecuBeTHas XNOKoCcTb 0,6 1 npobupka

PeareHTbl KOMMMeKTa ynakoBaHbl pasfesfibHO B COOTBETCTBUM C
TemMnepaTtypomn XxpaHeHna (CM. pasgen «XpaHeHue).

MEPbI NMPEOOCTOPOXHOCTHU

— Pabota gomkHa npoBoanTbcsa cornacHo npasunam MCXull PO
27.01.1997 r. Ne 13-7-2/840 «[lpaBuna npoBeageHns paboT B
OVNarHOCTUYEeCKuX  nabopartopusix, UCNOMb3YWMX  MeTon
nonnumMmepasHon uenHon peakunn. OCHOBHbIE MOMOXEHUSIY,
yTBEPXKOEHHbLIM [denaptameHTOM BEeTEPUHAPUN, n
MeToanyecknm ykasaHmam MY 1.3.2569-09 «OpraHmnsauus
paboTbl nabopatopuin, UCNONb3YLWMX METoAbl aMnandukaumm

®opma 2: [REF] VET-22-FRT(RG,iQ)-K; V-3392-1/ 29.11.23/ cTp. 4 u3 32




HYKNEWHOBbLIX KNCNOT npu paboTe ¢ maTepmnanom, cogepxallinm
MUKpoopraHuambl I-IV rpynn natoreHHOCT».

Temnepatypa B nomeweHun nabopatopum ot 20 go 28 °C,
OTHOCUTENbHaA BNaXXHocTb OT 15 no 75%.

[onyckatb K paboTe C TecT-CUCTEMOW TOSMbKO MepcoHarl,
0BOy4YEeHHbIN MONEKYINSPHO-OMONorM4yeckum MeToadam
AVarHoCTMKM 1 npasunam pabotel B nabopatopun B
YyCTaHOBSIEHHOM MNopsiaKe.

JTabopaTtopHbIM Npouecc AOoMKeH ObiTb OAHOHaNpPaBrEeHHbLIM.
AHanua npoBoAUTCA B OTAENbHbLIX MNOMELLEHUsX (30Hax).
PaboTy crnegyeT HaumMHaTb B 30HEe OKCTpaKuuu, npoaornmkaTtb B
3oHe AMnnundukaumm n Jetekunn. He Bo3Bpallatb obpasubl U
peareHTbl B 30HY, B KOTOpoW 6blna npoBedeHa npeablayuias
cragma npouecca. Bce nabopatopHoe obopynooBaHue, B TOM
yucne gosaTopsbl, WTaTUBbI, NabopaTtopHasa nocyaa, a Takke Bce
paboume pacTBOpbl OO0MMKHbI ObITb CTPOro CTauMOHaPHLIMM.
3anpeluaeTcs NepeHoCUTb UX U3 O4HOro NOMELLEHNA B APYroe.
Ncnonb3oBatb M MEHSATH MPU KaXXgow orepauum oaHopas3oBble
HaKOHEYHUKN ANA aBTOMaTUYECKUX [03aTOpPOB C (PUNLTPOM?Z.
OpHopasoByk nnacTukoByko nocyny (Npobupku, HaKOHEYHUKN)
Heobxoaumo cbpacblBaTb B cneuuarnibHbll  KOHTEWHEP,
coepxawmn aesvHuumpyoLllee cpeacTBo, KOTOPOe MOXeT
ObITb MCNOMNL30BaHO AN 00e33apakmMBaHUA OTXOO0B.
[TOBEPXHOCTM CTONMIOB, a TakkKe TMNOMeLWEHUsi, B KOTOpPbIX
nposoguTca noctaHoBka [NUP, 0o Havyana v nocre 3aBepLUueHns
paboT Heob6xoanmo noasepraTtb ynbTpadnoneToBomy
obnyyeHuto B TedeHne 30 MUH.

TecT-cuctema npeaHasHayeHa ons O4HOPa30BOro NpUMeHeHUd
ana nposepeHua lNLP-uccnegoBaHna ykasaHHOro Konuyectsa
npob6 (cm. pasgen «dPopmbl KOMNAEKTALMUNY).

TecT-cuctema rotoBa K TMPUMEHEHUIO COrnacHoO AdaHHOoM
NMHCTPYKUMN. NPUMEHATL TECT-CUCTEMY CTPOro MO Ha3HAYEHMIO.
He ucnonb3oBaTb TECT-CUCTEMY, €CIIN HapyLUEeHa BHYTPEHHSS
ynakoBKka WX BHELWHWW BUAO peareHTa He COOTBETCTBYET
OMUCaHMIo.

2[Ins yoaneHus XXWOKOCTU C MOMOLLbI0 BaKyyMHOro oTcacbiBaTensl UCMONb3ylTCA OQHOPa3oBble
HakoHeYHVKN 6e3 unbTpa.
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— He wucnonb3oBaTb TeCcT-CUCTEMY, €Cnu He cobnioganuch
YCNOBUSA  TPaHCNOPTUPOBAHUS M XpPaHEeHuUss  cornacHo
NHCTPYKLUMN.

— He ncnonb3oBaTb TECT-CUCTEMY NO UCTEYEHUN CPOKA rOQHOCTN.

— Wcnonb3oBaTb  04QHOpPa30Bble  HEOMNyAPEHHblIE  nep4vaTKy,
nabopaTopHble xanaTbl, 3awmiaTb rnasa Bo Bpemsi paboTbl C
obpasuamn u peareHTamu. TwaTenbHO BbIMbITb PYKA MO
OKOH4YaHuM paboTbl. Bce onepauum npoBOAATCS TOMbKO B
nepyaTtkax Ansa UCKIIOYEHUsS1 KOHTaKTa ¢ OpraHM3MoM YerioBeka.

— Wasberatb BAObIXaHMA MapoB, KOHTaKTa C KOXen, rnasaMmu u
cnusncton obonodkon. BpegHo npu npornatbiBaHun. [lpu
KOHTaKTe HemMeasieHHO NPOMbITb NOpaKeHHOEe MECTO BOAOM, Npu
HeobxoaMMOCTM 00paTUTLCS 3a MEeAULMHCKON NOMOLLbHO.

[Mpn cobntogeHnn ycrnoBun TPaHCMOPTUPOBKKU, IKChnyaTauuun u

XpaHEHUs1 PUCKN B3pbiBa U BO3ropaHusi OTCYTCTBYIOT.

TecT-cncTemMy XpaHuTb B MeCTax, He JOCTYNHbIX ANs OeTEN.

CBEOEHUA OB YTUITU3ALIUU

Heuncnonb3oBaHHblE peareHTbl, peareHTbl C UCTEKWMM CPOKOM
FOQHOCTW, UCMONb30BaHHbIE peareHTbl, YNakoBKyS, Guonornyeckui
mMatepuarn, a TaKke maTtepuanbl, WHCTPYMEHTbl W MpegMmeThl,
3arpsis3HeHHble buonorndyeckum martepuanom, cregyeT yoansTtb B
cooTBeTcTBUK C TpeboBaHnamn CaHlnH 2.1.3684-21 «CaHuTapHo-
anugemuonornyeckue TpeboBaHUA K cogepXaHul TepputTopun
FOPOACKUX N CENbCKUX MOCESIEHUI, K BOOHbIM OObekTam, NMMTLEBOM
BOOE W NUTbEBOMY BOAOCHABXEHUIO, aTMOC(EepHOMY BO34YXY,
noYBaMm, XumnbiM NOMeELLEHUSM, 3KCnyaTaumm nponus3BOLCTBEHHbIX,
OOLLEeCTBEHHbIX  MOMELEHUW, OopraHu3auum u  NpoBeAeHUIo
CaHUTapPHO-NMPOTUBOINUOEMUYECKUX (MpounakTnyeckmx)
MepPOonpUATUIAY.
BHUMAHUE! [lpu ypaneHunm oTXoQoB nocre amniundukauum
(npobupok, cogepxawmx  npogyktel  [UP)  HemonycTumo
OTKpbIBAHWE NpPoOMpPOK U1  pasbpbi3rmBaHne  COOEPXUMOrO,
MOCKOMbKY 3TO MOXET NPUBECTU K KOHTaMmuHauun npoayktamm MNLP
nabopaTopHOM 30HbI, 000pPYAOBaHUS N peareHTOB.

3 Hewucnonb3oBaHHble peareHTbl, peareHTbl C WUCTEKWMM CPOKOM TroAHOCTH, WUCMNOJNIb30BaHHbIE
peareHTbl, ynakoBka OTHOCATCA K KraccCy onaCHoOCT MeauUMHCKMX OTX040B r.
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AOONOJIHATEJIbHbIE MATEPUAIIbI N OBOPYOJOBAHUE

B3saTue uccnegyemoro matepuana

1. 3oHa-TamMnoH Aans oTbopa, TPaHCNOPTUPOBKM W XpaHeHus
buonornyecknx  npob  (Hanpumep, DELTALAB  S.L.U.
(«QENBTANAB C.J1.Y.»), Ucnanus, nnn aHanornyHoin).

2. OgHopasoBble NONUMNPONUIIEHOBbLIE MMOTHO 3aKpbliBalOLWMECH
npobupkn odbvemom ot 1,5 go 5 mn (Hanpumep, Axygen, Inc.
(«9kemoxeH, NHK.»), CLLUA, nnu aHanornyHole).

3. 0,9% pacTBop HaTpUS xnopuga (cTepunbHbIN
domsnonornyeckunin pacTeop).

4. KoHTeMHep  MNacTUKOBbIN  Ona  B3ATUA,  XpaHeHUa n
TPaHCNOPTMPOBKMN Buonorndecknx obpasuyos obbemom 50-
60 mn, ctepunbHbin (Hanpumep, OO0 «Kombutek [Mnactmky,
Poccus, nnum aHanornyHein).

5. BakyymHasi cuctema 3abopa kposu (Hanpumep, Greiner Bio-One
GmbH («['penHep brno-YaH»), ABCTpuA, UnNn aHanornyHble).

lNpeaBapuTenbHasa noaroToBKa uccrneayemoro matepuana

6. 0,9 % pacTBop HaTpuA xnopuga (CTepunbHbIN
domsnonormyeckunin pacTeop).

7. OgHopasoBble MOSIMMPONUIIEHOBLIE  3aBMHYMBAKOLLMECH UMK
NSIOTHO 3aKkpbiBalowmecd npodbupkn Ha 1,5 mn (Hanpumep,
Axygen, Inc. («3kcumkeH, NHK.»), CLLUA, nnn aHanornyHble).

8. 3aBuHUMBaKLMECA KPbILWKK K npobupkam (Hanpumep, Axygen,
Inc. («3kenmxeH, UNHK.»), CLLUA, nnn aHanornydHele).

9. OgHOpa3oBble HAKOHEYHUKM [ONns  [003aTOpOoB  NEPEMEHHOro
obvema ¢ dunbTpom o 1000 mkn (Hanpumep, Axygen, Inc.
(«OkenmxkeH, NHK.»), CLLUA, nnn aHanornyHole).

10.lWtatmebl ana npobupok odbvemom 1,5 mn (Hanpumep, Axygen,
Inc. («3kenaxeH, UHK.»), CLLUA, nnn aHanornyHele).

11.MukpoueHTpudoyra ana npobupok Tuna «3AnneHgopd» ¢
MaKCUMarnbHOMW CKOPOCTbIO LEHTPUPYrMpoBaHNUS He MeHee
12 Toic. g (Hanpumep, MiniSpin, Eppendorf Manufacturing
Corporation («3nneHgopd MaHydakTypuHr KopnopanLuHy),
[[epMaHus, UnNn aHanornyHas).

12.ABTOMaTM4ECKNE [03aTOpbl NEepeMeHHoro obrema (Hanpumep,
OO0 «bunoxuty, Poccus, nnn aHanornyHele).

13.XonoguneHuk ot 2 go 8 °C ¢ MOpO3UNbHON KaMepon OT MUHYC
24 po muHyc 16 °C.

14.0TaenbHbIN XanarT, Wwano4yka, 0byBb U 0gHOpPa30Bble NepvaTKu.
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15.0gHopa3oBble  NMacTUKOBbIE KOHTEWHEpbI Ana cbpoca u
MHaKTMBaLUN MaTepmarnos.

JdkcTpakumsa PHK u3 nccnegyembix o6pasuoB

16.Komnnektbl peareHTtoB Anga akctpakumm PHK — «PUBO-npeny,
AMnnnCeHc® MATHO-cop6-M.

17.[ononHnteneHble MaTtepuansl 1 0bopynoBaHue Afst SKCTpaKLmn
PHK — cornacHo MHCTpyKUMM K COOTBETCTBYHLLEMY KOMIMNEKTY
peareHToB anga akcTpakuum PHK.

[Mpy McNonb3oBaHUM aBTOMATUYECKMX CTaHUWMK _ONS 3KCTPaKLnK

HYKIENHOBbLIX KMCIIOT:

18.ABTOMaTM4eckass ctaHuma ansa akctpakumm HK Auto-Pure 96
(Hangzhou Allsheng Instruments Co., Ltd. («XaH4¥koy AoLueHr
NHcTpymenTc Ko., J1Ta.»), Kutan).

19.Komnnekt peareHtoB pana akcTpakumm PHK  AmnnuCeHc®
MAIHO-cop6-M.

20.Habop HeobxoanMbIX pacxodHbliXx MaTepuanoB K UCNONb3yeMONn
aBTOMaTMYeCKOM CTaHUUM B COOTBETCTBMW C peKoMeHOauusmu
ee npounssoguTens.

O6paTtHasn TpaHCKpunuus, amnnudgpukauma c
rmépmnansaumoHHo-chpnyopecUueHTHOU AeTeKunen npoayKToB
amnnudgpumkaumm

21.0gHopasoBble NONUNPonuieHoBble NPOBUPKN:

a) 3aBMHYMBAlOLUMECS WU NAOTHO 3aKpbliBakoLWmMeca npobupkn
obbemom 1,5 mn (Hanpumep, Axygen, Inc. («9QKCUOXeEH,
NHK.»), CLUA, vnu aHanoruyHble) — Ons npurotTosreHnd
peakuNOHHOW CMEecCH;

©) TOHKOCTEHHble npodbupkn ana [MUP obvemom 0,2 mn c
BbINYKITON WUIIN MSIOCKOWN ONTUYECKU MPO3PayvyHON KPbILLKOW
nnn npobumpkn odbvemom 0,2 Mn B cTpunax no 8 wT. C
Npo3padHbIMK  Kpbllukamu  (Hanpumep,  Axygen, Inc.
(«3kenpgkeH, WHk.»), CLWIA, wnu aHanorndHole) — npu
Mcnonb3oBaHUM Npudopa nNnaHWeTHOro Tuna;

B) TOHKOCTEHHble npobupkn gna [lNUP obvemom 0,2 mn c
MNNOCKOW KpblWwKon (Hanpumep, Axygen, Inc. («3OKCUOKEH,
NHK.»), CLUA, uwnn aHanornyHole) — npuv MUCNosib30BaHUU
npubopa poTOPHOro Tnna.

22.0gHopa3oBble  HAKOHEYHUMKW ON19  [003aTOpOB  NEPEeMEHHOro
obbema ¢ punbtpom o 100, go 200 n go 1000 mkn (Hanpumep,
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Axygen, Inc. («3kcuaxkeH, NHK.»), CLLUA, nnu aHanornyHole).

23.WUTatmebl gna npobupok odbvemom 0,2 mn (Hanpumep, Axygen,
Inc. («3kenmxeH, UNHK.»), CLLUA, nnn aHanornyHele).

24.bokc  abaktepuanbHom  Bo3gywHou  cpegbl  (MUP-6okc)
(Hanpumep, «bBAB-INUP-«JlamuHap-C.», 3A0 «JlamnHapHble
cuctemMbly, Poccus).

25.UeHTpudpyra-soptekc (Hanpumep, SIA Biosan, JlatBua, wnu
aHanornyHbIN).

26.ABTOMaTUYECKME [03aTOpbl NepemMeHHoOro obbema (Hanpumep,
OO0 «buoxut», Poccua, nnm aHanornyHole).

27.TporpaMmmmpyembin - aMmnindukaTop € CUCTEMOW OeTeKumn
dnyopecueHTHOro curHana B pexume «pearibHOro BpeMeHuy,
(Hanpumep, Rotor-Gene 3000/6000 (Corbett Research,
AscTtpanus), Rotor-Gene Q, QIAGEN GmbH, («KnareH 'm6X»),
'epmanus), iCycler iQ/iCycler iQ5 (Bio-Rad Laboratories, Inc.
(«bno-Pap Jlabopatopues, WHk.»), CLUA), CFX96 (Bio-Rad
Laboratories, Inc. («bno-Pag Jlabopatopunes, WHK.»), CLUA),
«OTnpanm» (OO0 «HINO [OHK-TexHonorus», Poccua) wnu
apyrue, pekomeHgoBaHHble 3rotoButenem).

28.XonoaunbHuk ot 2 go 8 °C ¢ MOpO3uUibHONM KaMepon OT MUHYC
24 po muHyc 16 °C.

29.0TOenbHbIM Xanar, wanoyka, o0yBb M 04HOPA30BbLIE NepYaTKM.

30.EmkocTb ans copoca HakOHEYHMKOB.

NMOPAONOK OTBOPA U NOATITOTOBKU NMPOB

MaTepunanom gnsg nccrnefoBaHus crnyXaTt: Masku C KOHbIOHKTUBBI,
Ma3Kn CO Crnn3nucTom o60noYKn HOCOBOM MOMOCTH, LiefibHasi KPoBb,
nrasma KpoBW, CbIBOPOTKA KPOBMW, ekanuu wunm pektanbHbIn
Mas3soK.
BHAMAHUE! Bwug 6uonornyeckoro matepuana pgna [T1LP-
nccrieqoBaHmsa onpegenset BeTepuHapHbin Bpad. [lpu Bbibope
Bbuonornyeckoro MmaTepuana HeobxoaAMMO pPYKOBOACTBOBATHLCS
Lenbio UccnegoBaHWdA, 3HaHUAMW O NaToreHe3e OonesHn u
OENCTBYOWMMN perfnameHTUpyowmMmMm JOKyMeHTaMu.

B3sATue, TpaHCNOPTMPOBaHUE U XpaHeHUe uccreayemMoro
MaTepuana

Mpu B3ATUM MaTepuana UChomnb3ylT OTAerbHble UHCTPYMEHTHI
ANS KaX[O0ro XXMUBOTHOTO.
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Basatne kpoBu npoBoanTCA B CTepuribHble npobupkn ¢ 3%
pactBopom JOTA B KadecTBe aHTUKoarynsHta m3 pacdeta 10:1
(M1 ¢ UTpPaTOM HaTpPUSA B CTaHO4APTHOM KOHUEHTpaUmn).

3aKpbITYHO0 NPOOUPKY C KPOBLHD HECKOSTBKO pa3 NepeBopayumBaloT.

Basatne kpoBM Ond nosiydeHUA CbIBOPOTKM MNPOBOAUTCA B
Npobupky 6e3 aHTUKoarynsHTa.

Ma3sku Co CIM3ncTon HOCOBOW MOJIOCTU, PEKTAlbHbIE Ma3ku 6epyT
CYXUMWN CTEPUIbHbIMW 30HOAMU C BaTHbIMWM TamnoHamu. [locne
3abopa wmartepuana TamMrnoH nomewarwT B CTEPUSIbHYIO
ofHopa3oByto Npobupky ¢ 500 MKST CTEPUNBHOIO PU3MONOrnM4YecKoro
pactBopa. KoHel 30HOa oTfiambiBatoT, YTOObl OH MO3BOSMUST NNOTHO
3aKpbITb KpPbIWKY npodbupkn. MNpobupky ¢ pactBopom u pabouyen
YacTbio 30H4a 3aKpPbIBalOT.

Ma3ku C KOHbIOHKTMBbLI 6epyT CTEPUNbHBIMW 30HAAMWN C BaTHLIMA
TamnoHaMmu. TamMnoH cMayMBalT B (PU3NONOrMYeCKoOM pacTBope W,
OTTAHYB BEKO >XWMBOTHOrO, MNPOBOOAT 30HOOM MO CJIM3UCTOM MO
HanpaBfeHU0 K HOCY, OMblBasl rnasHoe s16510ko. AHanorn4yHo 6epyT
Ma30K CO BTOpOro rnasa. [locne B3atus martepuana pabouyo 4yacTb
30H4a C BaTHbIM TaMMNOHOM MOMELLAa0T B CTEPUSbHYIO O4HOPAa30BYI0
npodupky ¢ 300 MKN CTEpPUNbLHOrO M3MOSIOrMYECKOro pacTteopa.
KoHel, 3oHOa oTnambiBatoT, YTOObI OH MO3BOMWUI MMOTHO 3aKpbITb
KPbILWKY Npobupkn. lMpobupky ¢ pactBopoM M paboyen 4acTbio
30Ha 3aKpbiBatoT.

Qekanum 1-5 r nomMewarwT B CTEPUNbHLIA MNNIACTUKOBBIN
KOHTENHEP.

MaTepunanbl OocTaBnsaloT B flabopatopmio B TEYEHUE CYTOK,
coxpaHasa npu temnepatype ot 2 go 8 °C.

[donyckaeTca XxpaHeHuMe o00pas3uoB LUENbHOW  KPOBW  Npu
Temnepatype oT 2 0o 8 °C — He 6onee 48 yacoB, 3aMmopaxnsaHue
LEenbHOW KPOBU HE O0MyCcKaeTCco.

[onyckaeTca XxpaHeHue ocTarbHbIX BUOAOB MaTepuana:

—  npu TemnepaTtype oT 2 o 8 °C — He 6onee 3 CyTOK;
— npu TemnepaTtype OoT MUHYC 24 0O MuHyc 16 °C — B Te4yeHue

1 mecsua;

— Mpu TeMmnepaType He Bblile MUHYC 68 °C — AnnTencsHo.

[onyckaeTcd OAHOKpaTHoe 3amMopaxmpaHue-oTTanBaHme
MaTtepuana.
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NoagroTtoBka nccrnegyemoro martepmana K akctpakumm PHK

O6pasubl LenbHOM KPOBWU, Ma3KOB C KOHBIOHKTMBbLI M Ma3KOB CO
CNM3NcTon  oboNnoYkM  HOCOBOM  MOMOCTM  He  TpebytoT
npeaBapuUTeNibHON NOArOTOBKM.

O6pasubl NaasMbl/CbiIBOPOTKU, ddekanum N pekTanbHbIX Ma3KoB
TpebyloT NpeaBapuUTENbHON NOATOTOBKM.

Ons nonyvyeHuss nnasmbl NPOGUMPKY C  UENTbHOW KPOBLHO
ueHTpudyrmpytoT B TedyeHne 10 mmH npm 1000 g (ecnn KpoBb
ctosina npu TemnepaTtype oT 2 go 8 °C Gonee 1 4 nocne ee
3abopa, TO nMpobupKy cregyeT akkypaTHO HECKONbKo pas
nepeBepHyTb A1 PaBHOMEPHOrO MEPEMELUNBAHUSA  KPOBW).
[lepeHoCAT nnasmy OTAENbHbIMW HakKOHEeYHUKamMun ¢ OUNbTPOM B
cTepunbHble NPobupkn obemom 1,5 mn.

[Ons nonyyeHns CbIBOPOTKMU MNPOOMPKN C KPOBbK OTCTamBalT
Npyu KOMHaTHOW TemnepaType B TeyeHue 30 MMH. OO MOSIHOro
obpasoBaHus cryctka. 3atem ueHTpudyrmupytot npu 800-1600 g B
TedyeHne 10 MuH npu KOMHaTHOW Tewmnepartype. [lepeHocaT
CbIBOPOTKY  OTAENbHbIMW  HaKOHEYHMKaMn C  (PUNbLTpoM B
cTepunbHble NPobupkn obemom 1,5 mn.

N3 dbekanun rotoBat ~10 % (v/v) CycneH3uo Ha CTepusibHOM
domsmonornyeckom  pacteope. CycneH3uwo  dekanuu  unm
pekTanbHbIM _MasoKk ueHTpudyrmpytotr npn 10-12 Toic 06/MuH B
TeuyeHne 2 MuH. IkcTpakumio PHK npoBogatT v3 HagocagoyHOW
XNOKOCTN.,

[Mpn HeoBXOOAMMOCTU XpaHEeHUs HaZoCadOuYHYK XWOKOCTb B
obbeme 400-800 Mk nepeHOCAT B HOBYHO NMPobupKy u AobaeBnsawoT
rmuuepuH 0o KoHueHtpauum 20% (Mnu gpyron KpUornpoTeKTop).
[onyckaeTtcd XpaHeHune Hagocag0vYHOM XNOKOCTH npu
Temnepartype oT MuHyc 24 go mmnHyc 16 °C B TeyeHune 1 Hepq.

NPOBEOEHUE NUP-UCCNEOOBAHUA
[MLP-nccnegoBaHue coCTonT U3 CriegyroLwwmx 3Tanos:

— akcTpakumsa PHK u3 nccnegyembix ob6pasuos,

— obpaTtHasa TpaHckpunuma PHK n amnnudukauma kOHK (OT-
MUP) ¢ mmbpunansaunoHHo-PIyopecueHTHON OeTekunen B
pexume «peanbHOro BpeEMeEHM,

— aHanu3 n uHTepnpeTauma pesynbTaToB.
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AkcTpakuusa PHK u3 nccnegyemoro matepuana

Ona oakctpakumm PHK wmncnonb3ytoTcss KOMMMEKTbl peareHToB
«PNBO-npen», AMnnnCeHc® MATHO-cop6-M.

[Mopsigok paboTbl C KOMMNEKTaMu peareHToB CMOTpUTE B
NHCTPYKLMN K COOTBETCTBYHOLLIEMY KOMMMNEKTY ANSA SKCTPaKumn.,

Okctpakunmio PHK  mn3  kaxpgoro wuccnegyemoro obpasua
HeobxoaMmo NpoBOaANTL B NPUCYTCTBUN BHYTPEHHErO
KOHTponbHoro ob6bpasuya — BKO-V. Peakuuo OT-IMUP cnepyet
npoBoAuTb cpa3y nocne nosydeHna PHK-npobel.

OunweHHasa PHK moxeT xpaHuTbeS:
— npu Temnepatype ot 2 o 8 °C — 0o 4 y;
— npu Temnepartype oT MUHyc 24 0o muHyc 16 °C — B TedeHue

1 mec;
— Npu TemnepaTtype He Bbie MuHyC 68 °C — B TeueHue roaa.

ObbemMbl _peareHToB 1 06pa3LoB NPU _3KCTPAKUMM _C MNOMOLLbIO
komMmnnekTta peareHtoB «PABO-npen»:

O6bem BKO — 10 mMKn B Kaxxgyto Npodupky.

O6bem uccnegyemoro obpasua — 100 Mkn.

B npobupky otpuuyatenbHoro KoHTpons akctpakummn (OK) BHecTH
100 mkn OKO.

O6bem anoumn — 50 mkn. [onyckaeTtca npn HeobxoaMmMocTu
yBenunyeHne odovema anoumn go 100 mkn.

ObObeMbl _peareHToB 1 06pasLoB MNpU 3KCTPaKUMKU C MOMOLLbIO
KOMMJIEKTA peareHToB AvninCenc®  MAITHO-cop6-M C
NCMOJS1Ib30BAHMEM MArHUTHbIX LUTATUBOB BPY4YHVYIO:

O6bem BKO — 10 Mkn B Kaxxayto npobupky.

O6bem uccnegyemoro obpasua — 200 Mk.

B npobupky otpuuatenbHoro kKoHTpons akctpakummn (OK) BHecTH
200 mkn OKO.

Obbem antoymn — 100 MKn.

Ob6bembl peareHToB U 00Opa3LOoB NpU SKCTPAKUMWU C MOMOLLLIO
KOMNJeKTa peareHToB AvnnnuCenc®  MAIHO-cop6-M C
NCMNOMNb30BaHMEM aBTOMAaTUYECKUX CTaHUMW  ANs  9KCTpaKuum
HYKINEWHOBbIX KNCIOT:

OKCTpaKUMA HYKITEMHOBbLIX KUCIIOT MNPOBOAUTCA C  MOMOLLbIO
aBTOMaTuyeckon ctaHuum Auto-Pure 96 (Hangzhou Allsheng
Instruments Co., Ltd., Kutan) B cootBeTCTBMN C UHCTPYKUMEN NO ee
aKcnnyaTauum u ¢ UCnosib3oBaHMEM COOTBETCTBYIOLLErO NPOTOKOsa
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9KCTpaKuuu.

O6bem BKO — 10 mkn B Kaxxgyto NpoOupKy.

O6bem uccnegyemoro obpasua — 200 Mkn.

B npobupKy oTpuuaTensHoro KoHTposs akctpakuum (OK) BHecTun
200 mkn OKO.

Ob6bem antoumn — 100 mkn.

O6paTHasi TpaHcKpunuusi, amnnudédpukauma U  aOeTeKkuus
NPOAYKTOB amnnucpukaumum

A. NMoprotoeka npo6 ana nposeaneHuna OT-MLUP

BHUMAHMUE! [lMpn pabote ¢ PHK Heobxoaummo wucnonb3oBaTtb
TONbLKO OAHOpPA30Bble CTepuribHble MNIIAaCTUKOBbLIE pPaCXOodHble
Martepuarnbl, MMelLmMe crneyuanbHyio MapkmpoBky «RNase-freey,
«DNase-free».

Bbi6op npobupok ana nposepeHusa [IUP 3aBucut ot
ucnonb3dyemoro amnnudukatopa € CUCTEMOM p[eTeKuunm B
peXxume «pearibHOro BpeMeHny.

Ona BHeceHnsas B npobupkm peareHtoB, npo6 OHK wu
KOHTPOJIbHbIX O00Opa3uoB  UCMNONbL3YKTCA  OA4HOpPa30Bble
HaKOHEeYHUKN ¢ punbTpamm.

O6wmmn o6bLem peakuum — 25 Mkn, o6em nNpoosl PHK — 10 mkn.

Pasmopo3auntb npobupky c¢ TMUP-cmecbro-1-FRT [MOJIMYYM,
nepemellatb Ha BOPTEKCE M COpoCUTb Kanfm C  MNOMOLLbHO
KpaTKOBPEMEHHOIO LIEeHTpUdYyrmpoBaHus.

Ona npoBegerHuss N peakuunn cmelwatb B OTAENbLHOW Npobupke
NMUP-cmecb-1-FRT MOJIMMYM, T[UP-6ydep-C, nonumepasy
(TaqgF), RT-G-mix-2 n TM-PeBepTtasy (MMIv) n3s pacuyeta Ha
KaXXOYI0 peakuuio:

— 10 mkn NMUP-cmecn-1-FRT NOJINYYM;

— 5 mkn MUP-6ydepa-C;

— 0,5 mkn nonumMmepasbl (TagF);

— 0,25 mkn RT-G-mix-2;

— 0,25 mkn TM-PeBepTasbl (MMIv).

[lepemelnatb CMeCb Ha BOpPTEKCEe, ocaauTb KpaTKOBPEMEHHbLIM
LeHTpudyrmposaHmem n sHectn no 15 mkn B npodbupku gna MNLP.

Ncnonb3ya HaKOHEYHMKN C UNLTPOM, B MOArOTOBIIEHHLIE
npobupkn pobasute nNo 10 mkn npod6 PHK, nonyyeHHbix B
pesynbTaTte 3KCTpakuum n3 nceregyemoix obpasyos. Heobxoammo
u3beratb nonagaHuAa copbeHTa B peakLMOHHYI CMeChb.

®opma 2: [REF] VET-22-FRT(RG,iQ)-K; V-3392-1/ 29.11.23/ cTp. 13 u3 32



[ToCcTaBUTb KOHTPONbHbIE PeaKLuMm:

a) otpuuatenbHbin KoHTponb OT-MUP (K-) - B npobupky c
peakuMoHHOW cMmecbto BHeCTN 10 MKn peareHTa K-.

6) nonoxutenbHbin KoHTponb OT-MUP (K+) —B npobupky c
peakumoHHon cmecbto BHecT 10 mkn MKO kOQHK CDV / STI.

B) oTpuuaTenbHbIA KOHTPONb 3KcTpakuum (OK) — B npobupky
C peakunmoHHom cmecbtdo BHectn 10 MkKn  npobbl,
aKkcTparnposaHHou ns OKO.

NMposepeHne OT-MUP ¢ petekumen B pexume «pearnbHOro
BpeMeHU»

[Mopsipok paboTbl ¢ nomouwbio npudopoB Rotor-Gene 3000,
Rotor-Gene 6000 (Corbett Research, Asctpanusa) n Rotor-Gene Q
(QIAGEN, 'epmaHuns) cmotpute B lNpunoxenmn 1.

[Mopsigok paboTbl ¢ nomoublo Npudopos iCycler iQ5 u iCycler iQ
(Bio-Rad, CLUA) cmoTpuTte B [NpunoxeHun 2.

[Mopsigok paboTbl € nomowbk npubopa CFX96 (Bio-Rad
Laboratories, Inc. («bwo-Pag Jlabopatopues, WHK.», CLUA)
cmoTpuTe B [NpunoxeHumn 3.

[Mopsigok paboTbl ¢ nomoLlbo npudopa «dTnpanm» (OO0 «HIMO
OHK-TexHonornax», Poccna) cmotpute B MNpunoxexHnn 4.

UHTepnpeTauua pe3ynbTaToB
BHUMAHUE! Pesynbtar [1UP-uccnegosaHna He saBnsetcd
onarHosom. OueHka pesynbTaToB UCCNedoBaHUA MNPOBOOMUTCS
BeTepuHapHbIM Bpa4oM B COOTBETCTBUU C LIENbIO UCcrnenoBaHUsa U
OENCTBYIOWMMN pernameHTUpyowmMmMm JOKyMeHTaMu.

AHanM3npyrT KpuBble HaKOMMeHNa pryopecueHTHOro curHana,
CBNOETENbCTBYIOLLEro O HAaKOMSIeHNUM NpoaykTa amnindukaumm, no
OBYM KaHanam:

Tabnuua 4

Kanan ansa ¢nyopodopa FAM JOE

Mpoaykt amnnudukaumm kOHK BKO-V k[OQHK Bupyca yymbl nnoTosaHbIX

Pe3ynbTatbl MHTEPNPETUPYIOT Ha OCHOBaAHWUM Hannymsa (Mnu
OTCYTCTBUSA) MnepecedeHnsa KpmBon donyopecueHummn S-obpasHou
(curmoobpasHon) popMbl C YCTAHOBMEHHOW Ha COOTBETCTBYHOLLEM
YPOBHE MOPOroBOM JIMHMEW, 4YTO onpedendeTr Hanuune (Unu
oTCcyTcTBME) Ana gaHHonm npobbl PHK 3HavyeHuss noporoBoro
uukna (Ct).
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PesynbTathbl

ans

KOHTPOJIEN

3Tarios

AKCTpPaKunu 7

amnnmcbwkau,mm AOJKHbl COOTBETCTBOBATb KPUTEPUAM, YKa3aHHbIM

B Tabn. 5.

Tabnuua 5

Pe3ynbTaTbl ANl KOHTPONEN pa3fnyHbIX 3TanoB

NMUP-nccneagoBaHus

KoHTponupyembiit 3Ha4yeHue Ct no kaHany ansa conyopodopa
KoHTponb atan lNLP-
nccneaoBaHus FAM JOE
OK OkcTpakums AHK <25 oTCyTCTBYeET
K- nupP OTCyTCTBYET OTCyTCTBYET
K+ rnuypP <25 <25

[Mpn HanMMunMM OTKITIOHEHUN pe3ynbTaToB Afs KOHTponenm oT
yKasaHHbIX Bbllle WHTepnpeTauus psiga mccregyemblx obpasuos
HEeBO3MOXHa (CM. «BO3MOXHbIEe OLLNOKN).

[MpHUMN HTepnpeTaumn pesynbTaToB CreayoLnn:

Tabnuuya 6

WHTepnpeTauus pe3ynbTaToB aHanu3a uccnegyemMbix oopasuoB

3HauveHue Ct no kaHany ana ¢nyopocopa

EAM JOE PesynbTat
PHK Bupyca 4yymbl NNoTOSAHbIX
<28 OTCYyTCTBYET Sé 06|-)|/apy>|<eHa A
onpegeneHo nnu <133 PHK Bupyca 4yymbl NNoTOSAHbIX
OTCYTCTBYET OoGHapyxeHa
OTCYTCTBYET unn > 28 oTcyTCcTBYET unn > 33 HeBanugHbIn*
<28 >33 COMHUTENbHbLIN**

* B cnydyae nonydeHuMs HeBanWAOHOro pesyrnbTtaTta Heobxoaumo
nposectn noBTopHoe [1LP-nccnenosaHne CoOOTBETCTBYIOLLEIO
nccnegyemoro obpasua, HadnHaa ¢ atana akctpakuymm PHK.

** B cnyyae nonyyeHMss COMHUTENIbLHOro  pesynbTaTa
Heobxoanmo npoBecTn NOBTOPHOE [MUP-nccnepnoBaHne
COOTBETCTBYHOLLEIO uUccnegyemoro obpasuya, HayMHasi ¢ 9Tana
9KCTpakuun. B cny4ae noBTOpeHWA aHanorM4yHoro pesynbTaTta
cumtatb, 4YTO B o0bOpasue ob6HapyxeHa PHK Bupyca u4ymsbl
N0TOSAAHbIX.

Bo3MOXHble OLUNOKMU:

1. Ana nonoxutenbHoro kKoHTpona [UP  (K+) 3HauyeHue
noporosoro uukrna (Ct) no kaHany gna dnyopocdopa JOE
OTCYTCTBYyeT WNX MNpeBbllUaeT 3HadeHue, YyKas3aHHoe B
Tabnuue 5. HeBo3MOXHa WHTepnpeTauusi pesynbTaToB AN
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obpasuoB, B KOTOpbIXx He obHapyxeHa PHK aHanuampyemoro

MUKpoopraHmnama. HeobxoaMmo NOBTOPUTL aMninudukaymio

Taknx obpasuyos, a ang obpasuos, B KOTOpbIX 0bHapyxeHa PHK

aHanuM3anpyemoro MuKpoopraHmama, HeobXoaAuMO BbIMNOSTHUTL

OenCTBUS, ykasaHHble B . 4.

2. Onsa oTtpuuatenbHoro kKoHTponsa akctpakumm PHK (OK) no
kKaHany Aana dnyopodgopa JOE onpegoeneHo 3HayeHue
noporosoro uukna (Cf). BeposiTHa koHTaMuHauus naboparopum
dbparmeHTamn amnnudunkaumm Wnn KpPOCC-KOHTaMuHaumsa OT
npoObbl K Npobe peareHTOB / uccnegyemMblx 06pasyoB Ha KakoM-
nnoo atane lNUP-uccneposaHunsa. HesoamoxxHa MHTeprpeTauus
pe3ynbTtatoB Aans obpasuoB, B KOTOpbiX ObHapyxeHa PHK
aHanmM3anpyemoro MukpoopraHuama. Heobxoammo npeanpuHATb
Mepbl MO BbISBMEHMIO N NUKBUAAUUM UCTOYHUKA KOHTaMUHAUUK U
nostoputb [MLIP-uccneposanme Takmx obpasuoB, HadnHasa C
aTana akctpakummn PHK.

3. [nsa otpuuatensHoro koHTpons MNUP (K-):

a) onpegeneHo 3HadeHune noporosoro uukna (Ct) no kaHany
ona  dnyopodgopa JOE. BepodatHa  KOHTaMuHaums
nabopatopun npoayktamum amnnudumkaumm UM - Kpocc-
KOHTaMnHauma oT npobbl K npobe peareHToB / uccrneayemblX
obpa3yoB Ha kakom-nnbo oaTtane [UP-nccneposanus.
HeBo3MOXHa MHTepnpeTauus pesynbTaTtoB ans obpasuos, B
KOTOPbIX obOHapyxeHa PHK aHanusnpyemoro
MUKpoopraHmama. Heobxogumo npeanpuHAaTb Mepbl MO
BbISIBFIEHWIO W JUKBMOAUMM WUCTOYHMKA KOHTaMUHaUUKM W
NOBTOPUTL aMnNindmKaumo Taknx obpasLoB;

6) onpeneneHo 3HadeHwe noporosoro uukrna (Ct) no kaHany
ona  dnyopodopa FAM. BeposTHa  KOHTaMUHaUUS
nabopatopun npoayktamum amnnudukaumm  Unnm - KPocc-
KOHTaMuHauma oT Npobbl kK npobe peareHToB / nccnegyemblx
obpa3uoB Ha kakomM-nnbo artane [LP-uccneposaHus.
HeBo3MOXHa MHTepnpeTauus pesynbTaTtoB ans obpasuos, B
KOTOPbIX He obOHapyxeHa PHK aHanusnpyemoro
MUKpoopraHmama. Heobxogumo npeanpuHAaTb Mepbl MO
BbISIBMIEHUIO W NUKBMAALMM WUCTOYHMKA KOHTaMuMHaUUM W
NOBTOPUTL aMNindmKaumo Taknx obpasLos.

4. [Ons nccnegyemoro obpasua onpenesieHo 3HayeHne NnoporoBoro
UuKna, npu 9TOM Ha rpadumke driyopecueHunmn (B pexume
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NpocMoTpa HeobpaboTaHHbIX («CbIPbIX») AAHHbIX) OTCYTCTBYET
Y4aCTOK XapaKTEpPHOro 3KCMOHeHumanbHoro nogbema (rpadumk
npeactaenseTr cobon nNpuMbNM3MTENbLHO MPAMYO NUHUIO). [lpun
aHanuae pesynbTaToB BpPYYHYHO HeobxoauMo npoBEPUTH
NpaBUNbHOCTb BbIGPAHHOIO YPOBHS MOPOroBOoM nNuHUK. Ecnu
pesynbTaT NOSIy4eH Npu NPaBUiIbHOM YPOBHE MOPOroBOM JIMHUM,
TpebyeTcs NOBTOPHO MpoBecTM amnnudukauuo ansa 3Toro
obpasua.
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CPOK IogHOCTU. YyCJlioBUA TPAHCIMOPTUPOBAHUA WU
XPAHEHUA

Cpok rogHoctu. 15 mec. TecT-cMctema C WCTEKWUM CPOKOM
rOOQHOCTU NPUMEHEHMI0 He noanexmut. CpoK rogHOCTU BCKPbITbIX
peareHTOB COOTBETCTBYET CPOKY TrOOHOCTW, YyKasaHHOMY Ha
9TUKETKaxX ON19 HEBCKPbITbIX peareHToB.

TpaHcnopTupoBaHue. TecCcT-CUCTeMy TpaHCcrnopTupoBaTb Mpu
Temnepatype oT 2 go 8 °C He 6onee 5 CcyT B TEPMOKOHTENHEPAX,

coepXalwmnx  xnagoarieMeHThl, BCEMMU BUAamMm KPbITbIX
TPaHCMNOPTHbIX CPEACTB.
XpaHeHue.

dPopma 2. «l1LP-komnnekt» BapuaHT FRT-50 F coctouT 13 OByxX

YacTeu, XpaHALLMXCA NMpU pasHbiX TemnepaTypax:

- vactb 1 ([MKO xkOAHK CDV / STI, K-, OKO, BKO-V) xpaHuTb B
xonogunbHoOM Kamepe npu temnepartype ot 2 ao 8 °C;

- vactb 2 (MNyP-cmech-1-FRT MONNYYM, TUP-6ydep-C, TM-
PesepTtasa (MMIv), RT-G-mix-2, nonumepasa (TagqF)) XxpaHuTb B
MOPO3UNbHOM Kamepe nNpu TeMmnepartype OT MUHYC 24 0O MUHYC
16 °C. MNuUP-cmecb-1-FRT MNOJIMYYM xpaHnTb B 3aliMLLEHHOM
OT CBeTa MecTe.,

TemnepaTtypa XpaHEHUS BCKPbITbIX peareHTOB COOTBETCTBYET
TemnepaTtype XpaHeHus, yKasaHHOW Ha 3TUKEeTKaxX AN HEBCKPbITbIX
peareHToB.

XonogusbHble N MOPO3USbHbIE KaMepbl LOJMKHbI obecnednBaTtb
pernamMeHTMpoOBaHHbIN TeMMNepPaTYPHbIN PEXUM.

TAPAHTUMHbBIE OBA3ATENbLCTBA U3FOTOBUTENA

N3roTtoBuTEnb rapaHTupyeTt COOTBETCTBME OCHOBHbIX
napaMeTpoB W XapaKTepUCTUK TecT-CUCTEMblI TpeboBaHUAM,
yKa3aHHbIM B TEXHMYECKOW M IKCNIyaTauMOHHON AOKYMeHTauuu, B
TeYeHMe YCTaHOBIEHHOIO CpokKa rogHOCTU Mpu cobnogeHnn Bcex
YCNOBUW TPaAHCMOPTUPOBAHNA, XPaHEHNSA N NPUMEHEHMUS.

Peknamaumm Ha KadectBo TecT-cuctembl  «[MOJTIMYHYM»
HanpaenATb no agpecy 111123, r. Mockea, yn. HoBormpeeBckas,
oom 3A, e-mail: obtk@pcr.ru. OT3bIBbl U NpeanoXeHna 0 NPOAYKLNN
AMNNnCeHc® Bbl MOXXeTe 0CTaBUTb, 3aMOfMHUB aHKeTy notpeburens
Ha canTe: www.amplisens.ru.
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NMPUNOXEHUE 1

OBPATHAA TPAHCKPUINUMA U AMIUTINPUKALNA C
OETEKUMEWN B PEXXUME «PEANbHOINO BPEMEHW», AHAINA3
PE3YJIbTATOB C TNOMOLWbLIK TNMPUBOPOB Rotor-Gene
3000/6000 (Corbett Research, ABctpanua) um Rotor-Gene Q
(QIAGEN GmbH («Knaren 'm6X»), FlepmaHus)

Ona pabotbl ¢ npubopom Rotor-Gene 3000 cnepyet
ucnonb3oBaTtb nporpammy Rotor-Gene Bepcum 6, ¢ npubopammu
Rotor-Gene 6000 n Rotor-Gene Q — nporpammy Rotor-Gene Q
unu Rotor-Gene 6000 Bepcuu 1.7 (build 67) unu Bbiwe.

Hdanee nNO TeKCTy TepMUHbI, COOTBETCTBYHLUME pPa3HbIM
Bepcusim nNpuoopoB M NpPorpamMMHOro ob6ecrneyeHMs ykasaHbl B
cneaywwem nopsgke: ana npubopa Rotor-Gene 3000 / ans
aHrnosiabI4HOM Bepcun nporpammbl Rotor-Gene 6000 /Q/ ans
pyccKofa3bIYHOM Bepcumn nporpammbl Rotor-Gene 6000/Q.

A. TlposepgeHne OT-MIUP wu petekumn dnyopecueHTHOro
curHana

Bkntountb npubop, 3anyctmutb nporpammy Rotor-Gene.

[TomecTnTb NogrotoBneHHble ana nposeneHuns MNLP npobupku B
poTOp aMmnnndukaTopa, HaymHasi C s4Yerkn Homep 1 (S4Yenku
poTopa MNPOHYMEPOBaHbLI, 3TW HOMepa  WUCMOJSIb3YITCA B
ganbHenwem Ona  nporpaMmupoBaHuMA  MonoxeHna npob B
aMmnnudukaTope), yCTaHOBUTb POTOP B NpubOpP, 3aKpbiTb KPbILLKY.
3anporpammMmmnpoBaTb Npubop.

BHUMAHMUE! JlyHka 1 obsizaTenbHO pormkHa ObiTb 3anofHeHa

Kakon-nmbo nccnegyemon npobupkon (He rycmod).

- Haxatb kHonky New/Hoebili B OCHOBHOM MEHIO Mporpammbi.
Ona cospaHna wabnoHa B OTKpbIBLUEMCA OKHe New
Run/Hoesbiu mecm cnenyet BblOpaTh BKNaaKy
Advanced/JemanbHbiU Mmacmep.

- Bo Bknagke Bbibpatb wWabnoH 3anycka 3KCnepumeHTa
TwoStep/Hidrolysis Probes/[Jeyxwazoebiti uyukn. HaxaTtb
kHonky New/Hoenbliu.

- BblbpaTtb TMN poTopa. NocTaBUTb OTMETKY B OKOLUKE pPALOM C
Hagnuceto No Domed 0.2 ml Tubes /Locking ring
attached/Konbuyo 3akpenseHo.

- Haxatb kHonky Next/[Janee.

- BbibpaTtb obbem peakLMOHHOW cCMecu: Reaction
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volume/O6bem peakyuu - 25 mkn. Ons Rotor-Gene 6000
OOITMKHO BbITb OTMedeHOo okowko 15 4 oil layer volume/15 plL
o6bemM Macra/eocka.

HaxaTtb kHonky Next/Hanee.

B BepxHen 4yacTu okHa HaxaTb kHOMKy Edit profile/Pedakmop
npodgpurns.

3apatb cneayowmne napaMmeTpbl IKCNEPUMEHTA:

Tabnuua 7
MNMporpamma amnnudpmkaumm
o U3mepeHune KonuyectBO
Uwnkn Temnepartypa, °C | Bpemsa dnyopecLeHLMM e
Hold 1/ Yaepx. 50 30 MVH i 1
Temn-pbl 1
Hold 2/ Yaepx. 95 15 MUK i 1
TEMN-pbl 2
. 95 10c
ﬁﬁgr:r;l%géame 1 60 20¢ i 10
72 10 c
Cycling 2/ 25 10¢c -
yeling 55 20c__ | FAM/Green, JOE/Yellow 35
LnknuposaHue 2 7> 10c -

HaxaTtb aBaxabl KHornky OK//[]a.

B HwkHem 4yactm okHa HaxaTb kHonky Calibrate/Gain
Optimisation/Onm.ypogHsi cu2H. B OTKpbIBLUEMCHA OKHE
HaxaTb kHornky Calibrate Acquiring/Optimise Acquiring/Onmm.
Hdemek-mbix, ebibpamb @yHkyuro: Perform Calibration
Before 15t Acquisition/Perform Optimisation Before 15t
Acquisition/BbinonHums onmumu3sayuro npu 1-m waze
demekyuu. [na obonx KpacuTenenm ycTaHOBUTb MNapameTpbl
Min Reading/Murnum. Cuz2Han — 5 Fl n Max Reading/Makcum.
Cuzchnan - 10 Fl. OkHO 3aKpblTb, HaXaB  KHOMKY
Close/3akpbimsb.

HaxaTtb kHonky Next/[Jasee, 3anyctutb amMnianduKauuio
KHornkown Start run/Cmapm.

[laTb HasBaHMe JKCnepuMeHTa N COXpaHUTb ero Ha aucke (B
aTOM dhanne OyayT aBTOMaTUYECKN COXpaHeHbl pes3yrnbTaThl
OAaHHOro aKCcnepuMeHTa).

B npouecce paboTbl amnnudukatopa WM NO OKOHYaHUK ero

paboTbl HEOBXO0ANMMO 3anporpamMmmupoBaTh MonoXxeHne Npobupok B
potope. [Ona 9Ttoro Hago wucnonb3oBaTb  KHonky  Edit
samples/lpaska o6pa3yoe (B HMXKHEN NPaBOM YaCTU OCHOBHOIO
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okHa). Bce uccrnegyemble obpasubl M KOHTPOSIM 0D03HAYnUTb Kak
Unknown/O6pa3seu.

b. AHanus pe3ynbTaToB

AHanuM3 nonyYeHHbIX pe3ynbTaToB NPOBOAAT BPYYHYK, C
NOMOLLbLIO MporpammHoro obecneyvyeHus npubopa, MCNOMbL3YyEMOro
ona nposenenna T[NP ¢ pgetekunen B pexunme «pearnbHOro
BPEMEHMNY.

AHanu3 pe3ynbtatoB no kaHany FAM/Green:

— HaxaTb B MeHw KHOMKy Analysis/AHanu3, BbliOpaTb pPexunm
aHannsa Quantitation/KonuyecmeeHHbIl, HaxaTb KHOMKY
Cycling A. FAM/Cycling A. Green, Show/llokazams.

—  OTMeHuTb aBTOMaTM4eCcKknn Bbibop Threshold/Mopoe.

- B MEHIO OCHOBHOIO OKHa Quantitation
analysis/Konu4yecmeeHHblIU aHanu3s OOJMKHa ObITb
akTuBMpoBaHa kHonka Dynamic tube/JuHamuy.¢poH n Slope
Correct/Koppekm.ykrioHa.

—~ BbibpaTb nMHENHy0 wWwkany rpadguyeckoro  1M3obpakeHus
pesynbTaToB, HaXaB KHOMKy Linear scale//luHeuHas wkana, B
HWKHEN 4YacTM OKHa cnpaBa (ecnu aTa LWKana akTUBHa no
YMOJST4aHUIO, BMECTO KHOMKu Linear scale//luHeuHass wkana
BUOHa kHornka Log scale/Jloe.wkana).

- B MEHIO  OCHOBHOIO  OKHa More  settings/Outlier
Removal/YcmpaHeHue eblibpocoe ycTaHOBUTL 3HavyeHne NTC
threshold /lMfopoa ®oHa - MNP (NTC) - 10%.

— B meHwo CT Calculation/BbidyucneHue CT (B npaBon 4acTu
okHa) BbicTaBuTb Threshold/flopoe = 0.05.

- B Tabnuue pesynibTaTos (OKHO Quant.
Results/KonuyecmeeHHble Pe3ynbmamabi) NosABATCA
3Ha4veHusa Ct.

AHanu3 pesynbtatoB _no__kaHany JOE/Yellow nposecTtu
aHanorMyHo aHanudy pesynbTatoB no kaHany FAM/Green B
COOTBETCTBUWN C HACTPOMKaAMU, yKadaHHbIMU B Tabnuue HuXe.

Tabnuuya 8

K Threshold/ | Dynamic tube/ | Slope Correct/ Mo_re Settingsi
aHan Mopor OvHamuny.cpoH | KoppekT. yknoHa Outlier Removal/
) ' YcTpaHeHue BbIOpOCOB
FAM/Green 0,05 BKMIOYEH BKMOYEHa 10%
JOE/Yellow 0,1 BKMNHOYEH BKMNOYEHa 10%
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NMPUNOXEHMUE 2

OBPATHAA TPAHCKPUINUMA U AMIUTINPUKALNA C
OETEKUMEWN B PEXXUME «PEANbHOINO BPEMEHW», AHAINA3
PE3YJIbTATOB C MOMOLWbIKO NMPUBOPOB iCycler iQ niCycler
iQ5 (Bio-Rad Laboratories, Inc. («buno-Papg JlabopaTtopues,
UHK.»), CLLUA)

A. MNpoBepeHne OT-MUP v petekumn cnyopecueHTHOro

cuUrHana
Bkntounte npubop 1 6nok nutaHma onTUYeckon vactu npubopa.

[MpoBOAUTL U3MepPeHUst He MeHee, 4Yem 4epe3 30 MuH nocne

BKIOYEHMS1 ONTUYECKOM YacTu npudopa.

OTkpbITb Nporpammy iCycler.
3apaTtb cxeMmy nraHweTa — pacroroxeHne Npobupok B mogysne u
n3mepeHne goryopecLeHTHOro curHana.

- [Ons npubopa iCycler iQ5 ona co3gaHMsl CXembl NaHweTa B
okHe Selected Plate Setup moayna Workshop HaxaTb KHOMKy
Create New wnn Edit. PepaktmpoBatb cxemy nfiaHweTta B
pexume Whole Plate loading. B onuun Select and load
Fluorophores 3agaTtb M3mMepeHue nyopecuUeHTHOro curHana
BO Bcex npobupkax no kaHanam FAM un JOE. 3agatb obbem
peakuum (Sample Volume) 25 mkn, Tvn Kpblwek (Seal Type), Tmn
npobupok (Vessel Type). CoxpaHuTb 3afaHHYIO CXemy
nraHweTa, HaxkaB KHorMKy Save&Exit Plate Editing.

- [Onsa npubopa Cycler iQ oTpegakTMpoBaTb CXeMy nraHweTa B
okHe Edit Plate Setup mogyna Workshop. Ona atoro B onuun
Samples: Whole Plate Loading 3agatb cxemy pacnosioXeHus
obpas3yoB B peakunMoHHOM MoAdyre W ykasaTb UMS Kaxaow
npobbl B okHe Sample Identifier. B onuun Select and load
Fluorophores 3agatb mnamepeHue NyopecLeHTHOro curHana
BO Bcex npobupkax no kaHanam FAM n JOE. CoxpaHUTb cxemy
nnaHweTta, 3agaB nma danna B okHe Plate Setup Filename (c
pacwmpeHnem .pts) n HaxaB KHOMKy Save this plate setup (B
BEPXHEW YacTum 3KpaHa). MoxHO pepakTupoBatb  yxe
MCMNOSIb30BAHHYKD paHee cxemy nraHweTa, Ons 3Toro B OKHe
Library oTkpblTb View Plate Setup, Bbibpatb HyxHbi Plate
Setup (hanmn c pacwmpeHuem .pts) n Haxatb KHonky Edit
cnpaBa. OTpegakTMpOBaHHbIN (Pann HYyXXHO TaKXe COXPaHWUTb
nepeq WCNosfib3oBaHMeM. HasHaunMTb WCMosib30BaHME OaHHOM
CxeMbl NnaHweTa, Haxas KHomnky Run with selected protocol.
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3apatb nporpammy amnnmMdukaLun.

Tabnuua 9
MNMporpamma amnnudpumkaumm
Lukn Temnepartypa, °C Bpewms q)nl;llih:)igz::fmu Koﬂ::ﬁg;'ao
1 50 30 MUH — 1
2 95 15 MWH - 1
95 10 C —
3 60 25¢c — 10
72 25¢c —
95 10 c —
4 55 25¢c FAM, JOE 35
72 25c¢c

Ans npmnbopa iCycler iQ5 B okHe Selected Protocol moayns
Workshop Haxatb kHonky Create New wnu Edit. 3apatb
napamMeTpbl amMnaMukaumm mn CoxXpaHUTb MPOTOKOM, HaXas
kHonky Save&Exit Protocol Editing. [Mpn nocneayrowmx
NOCTaHOBKax MOXHO BblbpaTb hainsi ¢ 3Ton nporpamMmmon B Broke
Protocol (no ymonyaHuio danrbl NPOTOKOSIOB COXPAHATCA B
nanke Users).

Ons npmnbopa iCycler iQ BblbpaTb onumto Edit Protocol moayns
Workshop. [Ona atoro B HWXHEM OKHe 3adaTb MnapameTpsbl
aMmnnudpukaumm (KonnM4ecTBO LMKMAOB, BpeMs U Temnepartypy
LUMKNMPOBaHNA), a B OKHe CrpaBa YyKas3aTb LUar CYUTbIBaAHUS
dnyopecueHTHoro curHana: Cycle 4 — Step 2. CoxpaHuTb
NpPoTOKON, 3agaB uMms danna B okHe Protocol Filename
(Polychum.tmo) n HaxaB kHonky Save this protocol (B BepxHen
YyacTu akpaHa). [1pu nocrneayoLwmx NocTaHOBKax MOXHO BblbpaTb
dann ¢ atom nporpammon B 3aknazgke View Protocol B moayne
Library. BblOpaB unu oTpegakTMpoBaB HYXXHYHO MNporpamMmy,
Ha3Ha4YNTb €€ MUCMoNb30BaHWe, HaXkaB KHornky Run with selected
plate setup.

[TomMecTuTb NpeaBapuUTENbHO NOAroTOBSEHHbIE AN NpoBeAEHUS

[MUP npobupku B MOaynb B COOTBETCTBUM C 3aaHHON CXEMOW.

3anyctuTb BbINOMHEHWE BbIOPaAHHOW NporpaMMmbl C  3adaHHON

CXEMOW nnaHLieTa.

Onsa npubopa iCycler iQ5 nepen 3anyckoM BbINOSTHEHUS
nporpaMmmbl  criegyet npoBepuTb NPaBUIIbHOCTb BbIOPAHHOMO
npotokona (Selected Protocol) n cxembl nnaHweta (Selected
Plate Setup). [Insa 3anycka HaxaTb KHonky Run. Beibpatb ongd
namepeHus akropos nyHok BapuaHT Collect Well Factors from
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Experimental Plate. HaxaTb kHonky Begin Run, gate HasBaHue
oKkcnepumeHta (B 9ToM dpanne 6yaoyr  aBTOMaTUYECKU
COXpaHeHbI pe3yrnbTaTbl 4aHHOro aKcnepmmeHTa) n HaxaTb OK.

Ona npunbopa iCycler 1Q nepen 3amnyckoOM  BbINOSTHEHUS
nporpaMmmbl B OKHe Run Prep crnegyeTt npoBepuTb NpaBUiibHOCTb
BbIOpaHHOr0 MMEHW MNpPOTOKOMNa M cxeMbl nraHweTa. BbibpaTb
A5 UsmepeHnsa (pakTopoB NyHOK BapuaHT Experimental Plate B
mMeHo Select well factor source. 3agatb 06bLEM peakLMOHHOM
cMmecn B okHe Sample Volume — 25 mkn. [Jna 3anycka HaxaTtb
KHOMKYy Begin Run, gaTb HasBaHue 3KkcnepumMeHtTa (B 9TOM
danine OyayT aBTOMaTUYECKN COXpaHeHbl pe3yrbTaTbl AaHHOIMo
aKkcnepumeHTa) un HaxaTb OK.

[Mocne okoH4YaHus nporpamMmmbl NMPUCTYNMUTb K aHAJTNU3y pe3yribTaToB.

b. AHanus pe3ynbTaToB

3anyctutb nporpaMmmy W OTKPbITb pann C pesynbTatamu
aKcnepumeHTa. [ns atoro:

Ona npubopa iCycler iQ5 BbIGpaTb HyXHbI hann C AaHHbIMU
aHanusa B okHe Data File mogyna Workshop v HaxaTtb KHOMKY
Analyze.

[na npubopa iCycler iQ B moagyne Library aktuBmpoBaTb OKHO
View Post-Run Data. B okHe Data Files BbibpaTb HyXHbIN
dann ¢ gaHHbIMM aHanu3a u Haxkatb KHonky Analyze Data.
[MpoBecTn aHanu3 pesynbTatoB no kaHanam FAM v JOE ans
KaXXOoro kKaHama no OTAESNIbHOCTWU, aKTUBUPYHA KHOMKY C
Ha3BaHMEeM COOTBETCTBYHLLEro gonyopodopa.

B pexume aHanusa gaHHbix PCR Base Line Subtracted Curve
Fit (BbIDMpaeTca nNo ymomn4aHul) NooYvYepenHo ONA  KaKaoro
KaHana yCTaHOBWUTb MOPOroBYK JUHUIO, OBUras ee Kypcopom
Npu HaxaTon neBOW KHOMKE MblliK, Ha ypoBHe 5-10 % oT
MakcMmMarnbHOro ypoBHA donyopecueHumn. obpasuya K+. [lpwu
9TOM nMoporoBad JIMHUA [OOSHKHa nepecekaTtb TOSMbKO S-
obpasHble KpuBble HaAKOMMEHUA CUrHana mnosIoKUTENbHbIX
obpa3uoB M KOHTPOSIEM Ha  y4acTKe  XapaKTepHOro
SKCMOHeHUnanbHoro nogbema priyopecueHunmn, nepexogsaLiero
B JIMHEWHbIN NOABLEM U He rnepecekaTb 6a30BYHO JIMHUIO.

[MpumevaHne — YT1ob6bl BblgennTb rpadumk obpasua «K+» (nnm
Opyroro xenaemoro ob6bpasua) YCTaHOBUTb Kypcop B CXeMme
nnaHweTa, nmbo B Tabnuue pe3ynbLTaToB.
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— BbiBectu Ha 9KpaH Tabnuuy pe3ynbTaToB CO
3HayeHnamm Ct, HaxaB kHonky PCR Quant (iCycler iQ) wnwu
kHonKy Results (iCycler iQ5).
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NMPUNOXEHUE 3

OBPATHAA TPAHCKPUNUMA WU AMIONUNPUKALIUA C
OETEKUMEWN B PEXXUME «PEANbHOINO BPEMEHW», AHANN3
PE3YJIbTATOB MNMPU NMOMOLUU NMPUBOPA CFX96 (Bio-Rad
Laboratories, Inc. («<kbuno-Pag JlabopaTtopues, UHK.»), CLLUA)

A. MposepeHne OT-MILUP v petekuun c¢nyopecueHTHOro

CUrHana

- Bknounte npubop wu 3anyctute nporpammy Bio-Rad CFX
Manager.

- B craptoBom okHe Startup Wizard Heobxogumo BblOpaTb
nosmuuto Create a new Run/Experiment (unu B meHwo File
BblbpaTb New 1 ganee Run.../Experiment...). Haxatb OK.

- B okHe Run Setup BbIbpaTb Bknagky Protocol n HaxaTb KHOrMKY
Create new.... B nossuswemcsa okHe Protocol Editor — New
3agatb  napameTpbl  amnnudpukaumn.  3agate  0O6beEM
peakuMoHHoM cMmecn Sample Volume — 25 Mkn.

Tabnuua 10
MNMporpamma amnnudmkaumm
U Temneparypa, °C Bpems N3mepeHue KonuyecTtBo
’ c¢dnyopecueHuun LMKIOB
1 50 30 MuH — 1
2 95 15 MWH — 1
95 10c —
3 60 25¢c — 10
72 25¢c —
95 10 c —
4 55 25¢c FAM, HEX 35
72 25¢c —

BHUMAHWE! [1nsa kaxgoro wara aTanoB LMKIMPOBaAHUA, HaXaB Ha
KHOMKy Step Options, 3agaTb CKOPOCTb HarpeBaHusi/oxnaxageHus
Ramp Rate 2,5 °C/sec (cm. puc. Hmxe). Haxxatb OK.

1 80,0 C for 30:00
2 850 C for 15:00
= 3 950 C for 0:10
Slow Ramp Rateto 25 C per second
4 600 C for 0:25
Slow Ramp Rate to 25 C per second
5 720 C for 0:25
Slow Ramp Rateto 2.5 C per second
& GOTO 3. 9 more times
850 C for 010
Slow Ramp Rateto 25 C per second
8 550 C for 0:25
+ Plate Read
Slow Ramp Rateto 25 C per second
§ 720 C for 0:25
Slow Ramp Rateto 2.5 C per second
— 10 GOTO 7., 234 moretimes

11
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CoxpaHuTtb npoTtokon: BblbpaTe File n gpanee Save As B OKHe
Protocol Editor New, BBectM umsa danna, HaxaTb
CoxpaHums.

3agatb cxemy nnaHweta. Bo Bknagke Plate HaxaTb KHOMKy
Create new.... B nogasmBwemca okHe Plate Editor - New
3agaTb pacnonoxeHve npobupok B Moayne. HaxaB KHOMKY
Select Fluorophores, BbibpaTb ranodkamm B KonoHke Selected
donyopodopbl: FAM, HEX n HaxaTb OK. B meHio Sample type
BbiOpaTb Unknown ana Bcex oOpasyoB. 3aTteMm 3agaTb
ranodkamm B KOJSIOHKe Load (B npaBon 4acTu OKHa) U3MepeHue
dnyopecueHTHOro curHana gna  Bcex obpasyoB Mo
HeobxoammbiM kaHanam. B okHe Sample name 3apaTtb
Ha3BaHne obpasuos, Npu 3ToM napameTp Load porkeH 6biTb
OTMEYEH rano4ykomn.

CoxpaHunTb cxeMy nnaHweTta: Bolbpatb File n ganee Save As B
okHe Plate Editor New, BBectM umMsa danna, HaxaTb
CoxpaHums.

BeibpaTb Bknaaky Start Run. OTKpbITb KpbILWKY Nnpubopa, Haxas
kHonky Open Lid. NomecTuTb peakunmoHHble NMPOOUNPKN B SHENKN
amnnudgukatopa B COOTBETCTBUM C  nNpeaBapuUTenbHO
3anporpaMmmMmMpoBaHHON CXeMoMu nraHweTa. 3aKkpbiTb KPbILKY
npubopa, Haxas kHonky Close Lid.

BHUMAHUE! Cneante 3a 1eM, 4TOObl Ha CTEHKax NpoBUPOK He
OCTaBanocCb Kanenb, Tak Kak nMageHWe Kannaum B npouecce
aMmnnndurkaumum MOoXeT MpuBecTM K cOOoK curHana v YCrnoXHUTb
aHanus peaynbtatoB. He nepesopayuBanTe MNpobUpKn (CTpUnbl)
Npwn yctaHoBKe B npubop.

3anycTuTb BbINOMHEHWE BblIOpaHHOW MporpaMmmbl C 3adaHHOW
CXEMOM MNnaHweTa, HaxaB Ha KHonky Start Run, BblOpaTb
OVPEKTOPUIO AN COXpaHeHua panna nocrtaHOBKU, BBECTU UMSA
danna, HaxaTb CoxpaHuUmb.

b. AHanus pe3ynbTaToB

3anyctutb NporpaMmmy, OTKPbITb COXPaHEHHbIM hann ¢ JaHHbIMM
aHanusa. [nsa atoro BblbpaTb B MeHKo File, 3atem Open un Data
file n BbIBpaTb HeOBXOAMMbIN haunn.

B okHe Data Analysis Bo Bknagke Quantification
npeacTaBlfieHbl  KpuBble  donyopecueHUmMn,  pacnosioXeHue
NpobMpoK B nnaHweTe n Tabnuua co 3Ha4YEeHUAMU NOPOroBbIX
LIMKIOB.
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- Ansa KaXKoro KaHana NpPoOBEPUTL NpaBUNIbHOCTb
aBTOMaTuyeckoro Bblbopa noporosoun nuHUKU. loporosasa NMHUSA
(Threshold) pomkHa nepecekaTb  TONbKO  S-obpasHble
(curmoobpasHble) KpuBble HakonneHns CUrHana
NONOXUTENbHbIX  0OpasUoB UM KOHTPOSIEM Ha  y4vacTke
XapakTepPHOro 3KCMOHEHUManbLHOro nogbema qryopecLeHumn,
nepexoasuwero B IMHEMHbIN NOOABLEM, N HE nepecekaTb 6a3oByo
nuHuo. B cnyyae ecnn 310 He TaK, HEOOBXOAMMO YCTaHOBUTb
NOPOroByKD JIMHUKO BPYYHYKO Ha ypoBHe 5-10 % ot
MaKCUMarnbHOro ypoBHS dorlyopecueHUnn, MNoSTlydeHHoro And
obpasua K+ B nocnegHem uukre amnivdukaumm, npyu ToMm, 4To
rpacpuk  donyopecueHumn K+  nokasblBaeT — xapakTepHoe
SKCMOHEHUMarbHoe HapacTaHe (rnyopecueHTHOro curHana.

[MpmeyaHne — YTtobbl BblgenuTb rpaduk obpasua «K+» (unm

Opyroro >xenaemoro obpasua), YCTaHOBUTb Kypcop B CXeme

nnaHweTta nnubo B Tabnuue pesynbTaTos.
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NMPUNOXEHMUE 4

OBPATHAA TPAHCKPUNMUMA WU AMIMJIMOUKAUUNA C
OETEKUMEW B PEXWME «PEANNIbHOIO BPEMEHU» M
AHAINMN3 PE3YJIbTATOB TINPU TNMOMOWK TPUBOPA
«ATnpanm» (OO0 «HMO AOHK-TexHonorus», Poccusn)

A. MposepeHne OT-MILUP v petekuun c¢nyopecueHTHOro

CUrHana

1. BknounTtb npubop, 3anyctutb nporpammy RealTime PCR v.7.3
U Bbllle, 3anporpammMmupoBaTb NpUBOpP COrnacHo UMHCTPYKUMKU
nsrotoButenss npubopa. B crapTtoBOoM OKHE Heobxogumo
BblbpaTb cCyllecTByloLlero ornepatopa wunm [obasBuTb HOBOrO
onepatopa 1 BbibpaTb pexum Paboma ¢ npubopom.

2. B pwanoroBom okHe Cnucok npubopoe BblbpaTb
HeobxoanmMbI NpuUdop 1 HaxaTb KHOMKY MMoOKIYUMB.

3. B meHo Tecm BbiGpaTb kKomaHgy Co3damb/Pedakmupoeamb
mecm, BBECTW Ha3BaHME HOBOro TecTa — Hanpumep,
«MNOJIMYYM» — n Haxatb kHonky OK. B nogasuBLlemMca oOkHe
Tecm 3apaTtb criegyrowme napameTpsbl:

e Twun — Ka4yeCTBEHHbIN.

e MeTtoa — Neometpuyeckum (Cp).

e [lpoOMPKM — OTMETUTL ranoykon obpasel, KOHTPOJb +,
KOHTPOIb —.

e KoHTponu: nonoxutenbHbin (K+) — 1, oTpuuatesnibHbIN
(K-) - 1.

e OObBLem paboyen cmecu B npodoupke — 25 MKn.

e dnyopocdopbl — Fam — BKO, Hex — cneuudpuka (ansa
Bepcum nporpamMmmbl v.7.3.2.2 1 Bbilwe BblibpaTb RE6G).

e 3apaTtb nporpammy amnnndpukauyumn. [Ana atoro B okHe Tecm
HaxaTb KHonky Co30amb HO8YH npoz2paMMy, 3agaTb
napamMeTpbl aMmnindukaunm m coxpaHuTb WabroH, Haxas
kHony OK. Beectn umsa damnna, HaxaTtb KHONKy CoxpaHums.

LUukn | Temnepatypa, °C | Bpemsa [A3mepeHue donyopecueHummn KonmyecTtso LMKNOB
1 50 30 MUH — 1
2 95 15 MuH - 1
95 10c -
3 60 25¢c - 10
72 25c¢C -
95 10 c —
4 55 25¢c Fam, Hex/R6G 35
72 25¢c -
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B okHe Tecm HaxaTb KHoOrKy OK.

Boibpatb Bknagky fIpomokos. HaxaTb kHonky Jobasumb

mecm W B TMNOSIBMBLUEMCS OKHe BblbpaTb HasBaHue

«MNOJIMYYM», ykasaTb KonnyecTso obpasuoB 1 Haxatb OK.

6. MNpucBontb umeHa obpasuam B rpade MAeHmugukamop
nosiBMBLLIENCA Tabnuubl. YKaszaTb pacnofioXeHue npodupok B
pabodem BGnoke npubopa, NOCTaBMB rasnoyky HarnpPoTUB PYHKLMN
Ce0600HOe 3arnoJsiHeHuUe, CHsIB NpeaBapuUTENbHO ranouyky C
dyHKUunMM Aemo3anosiHeHue. Haxatb KHOMNKy lpumMeHuUmMsb.

7. B OTKPbIBLUEWNCS BKNagke 3anyck npoz2pamMmbi
amnnugukayuu, ykazatb o06bem paboyel cmecu — 25 MKn ”
Ha)xaTb KHOMKY 3arnyckK npo2pamMmabl.

8. HaxaTtb kHOnNky Omkpbimb 6710k W yCTaHOBUTb NPOOUPKN B

CTPOromM COOTBETCTBMU C YKa3aHHbIM pacrnosioXeHnem rnpobumpok

B paboyem 6noke npmnbopa.

BHUMAHUE! Cneante 3a 1emM, 4Tobbl Ha CTEHKax NPOBUPOK He
oCTaBarnocb Kanenb, TaK KakK nageHWe Kannu B rpouecce
aMmnnndurkaumum MOXeT MpuBeCcTU K cOOK curHana v YCrOXHUTb
aHanus peaynbTaTtoB. He nepeBopaynBaTtb NpobMpPKKN (CTpUNbI) Npu
yCTaHoBKe B Npuodop.

9. lNMocnegoBaTenbHO HaxaTb KHOMKWU 3akpbimb 6510k N 3anyck
npogpamMmbl. CoOXpaHUTb 3KcrnepumeHT. [loctaButb npu
HeobxoOMMOCTM  ranoyky  Bbeiknwoyumb  npubop  no
3asepuweHuUU amniugukayuu.

Sl

AHanus pesynbTaToB

AHanu3 nosly4eHHbIX pes3ynbTaToB MPOBOAAT BPYYHYHO C NMOMOLLLHO

nporpaMmmHoro obecneyeHnss npubopa, UCNONbL3YyeMOro Ang

nposeaeHusa MNLP ¢ getekumnen B pexmme «peanbHOro BpeMeHm».

1. OTKpbITb COXpaHEHHbIN bann ¢ AaHHbIMW aHanusa.

2. YkasaTb B Bbinagawowem cnucke Tun aHanusa:. Ct(Cp) ons
ecex KaHanoe (Mynbmunnekc onsi Bepcuu nporpammbl v.7.5. n
BbiLLE)

3. YkaszaTb B Bbinagawouwem cnucke Memod: [eomeTpuyeckui
(Cp). i}

4. HaxaTb KHOMKY M3mMeHums mnapamempbl aHanusa - u
BbICTaBUTb:

e Kpumepui nonoxumesnbHo2o pe3synbmama NP — 90 %,
e Benu4una Threshold — 10 StD Ha yyacmke nuHelHO20
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¢pumupoeaHus

e Kpumepuu dJdocmoeepHocmu pe3ysibmama — He
NCMonb30BaTh (MO YMOSTYaAHMIO rariodyka B COOTBETCTBYHOLLEM
OKHEe OTCYTCTBYET).

e Hopmanusauyusi 0OaHHbIX — He ucnonb3oBaTb (NO
YMOMYaHUIO ranouyka B COOTBETCTBYHLLEM OKHe
OTCYTCTBYET).

HaxaTb kHonky lMpumeHums.
5. B Tabnuue pesynbtatoB MNOSBATCSA 3HAYEeHUS WMHAMKATOPHOro
uunkna (Cp).
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CUMBOINbI, NCMOJIb3YEMbIE B MEYATHOM NPOOYKLIUU

Copepxnmoro

REF Homep no kaTarnory W ﬁggTBaeLoeqHHmc;ﬂ]m

TecToB

Mcnonb3oBaTb A0

LOT Kog naptun

He ponyckaTtb
BO3OenNcTBUsA
COJTHEYHOrO cBeTa

[lata nameHeHus

0

.\\//

Mpenen TemnepaTtypbl [laTta narotosneHus

VER
“ N3rotoButens

3Hak obpalleHuns Ha
pblHke P®

@ (&

OcTopoxHo!
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