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Nno NPUMeHeHUIo TecT-cuctemMbl «SBV» ana BoisBneHna PHK
Bupyca LLmanneH6epr meTogomM nonmMmepasHou LenHowu
peakuum

HA3HAYEHUE

Tect-cuctema «SBV» npegHasHayeHa ans BbigeBrneHns PHK
Bupyca LWmanneHbepr B buonornyeckom matepuarne oT XXUBOTHbIX
MeTOoA0M nonnmepasHou LenHomn peakumn (MuP) ¢
rmopnan3aunoHHo-pIyopecUEHTHON  OeTekumen B pexume
«peanbHOro BpeMeHN».

NPUHLUMN METOOA

MeTop BbisiBneHust PHK Bupyca LUmanneH6epr (Schmallenberg
Virus) ocHoBaH Ha 3akcTpakuum PHK n3 obpasuyoB nccnegyemoro
MaTepunana coBMecTHO ¢ PHK 23K3oreHHoro BHYTpPEHHero
KOHTposnbHOro od6pasua (BKO-V), npoBeaeHnn peakumm obpaTtHOM
TpaHckpunumun  PHK, amnnundpukaumm  nonydyeHHon kOHK ¢
rmépuan3aumoHHO-yopecLEeHTHON aeTekumnen NpOAYKTOB
amnnndukaumm B peXuMMme «pearnbHoro BpemMeHu». BKO-V
NO3BOSIAET KOHTponupoBaTtb Bce aTtanbl [NLP-nccneposanna ong
Kaxxgoro obpasua un oueHuBaTb BIUSIHUE WHIMOUTOPOB Ha
pesynbTatsl [NLIP-nccnenosaHus.

C nony4yeHHbIMW Ha aTane akcTpakuuu npobamm PHK npoBoautcs
obpaTHasa TpaHckpunuma PHK ¢ nomowbio pepmeHTa peBepTasbl
(MMlv) w»n amnnuukauma yyactkoB KOHK npy  nomouwm
cneundunyHbIX K 3TUM y4yacTkam rnpanmepoB M depmeHTa Tadg-
nonumepasobi.
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B coctaBe peakumoHHOM cMecu NPUCYTCTBYIOT 0NyOpecLeHTHO-
MEYEHbIE  ONUIrOHyKNeoTuabl, KOTOpble  rMbpmMausylTca C
KOMMIeMeHTapHbIM y4acTkoMm amnnmdpuumpyemon kHK-mueHu, B
pesyrnbTtate 4ero rnpoucxoguT HapacTaHue MHTEHCUBHOCTHU
donyopecueHumn.

PesynbTatbl amnnmdukaumm perncTpupyroTca no crieayowmm
KaHanam donyopecueHTHoM getekummn (cm. Tadn. 1):

Tabnuua 1
Kanan ansa conyopodopa FAM JOE
kKOHK-MuLweHb kOHK BKO-V kOQHK Schmallenberg virus

AHATIUTUYECKUE XAPAKTEPUCTUKU

Ona  paHHOM  TecT-CUCTEMbl  MPUMEHUMbI  crneayolme
XapaKTepUCTUKN:
AHanuTnyeckasi YyBCTBUTENbHOCTL (Npeaen ooHapyXeHus,
limit of detection, LOD)

[Mpeoen ob6HapyxeHnss Obln onpegeneH npu  MUCMNONb30BaHUK
komnnektoB ana akctpakuum PHK «PUBO-npen» n AmnnmuCeHc®
MAIHO-cop6-M.

Tabnuua 2
Bua uccnepayemoro marepuana Mpeaen o6HapyxeHus, NA/mnt
lMna3ma/cbiBOPOTKa KPOBU 5x103
LlenbHas kpoBb 5x103
OkononnoaHas XWaKocTb 5x103
TkaHeBOW MaTepuan 5x103
Komapbl/mMokpeubl 5x103

OaHHbI Npenen obHapyXeHus JocTuraeTcst npu cobnioaeHun
npaBun, ykasaHHbIXx B pasgene «[lopsgok oTéopa M NoaroToBKM
npoo».

AHanutnyeckas cneunmdpPuUYHOCTb

AHanuntuyeckaa crneunduyHOCTb TeCT-CUCTEMbl [OKasaHa npu
nccneposaHmn OHK/PHK cnegyrowmnx mukpoopraHmsamoB: Bovine
adenovirus, Bovine coronavirus, Bovine herpes virus 1, Bovine
leukemia virus, Bovine parainfluenza virus 3, Bovine respiratory
syncytial virus, Bovine viral diarrhoea virus 1, Bovine viral diarrhoea
virus 2, Rotavirus, Schmallenberg virus, Brucella abortus, Brucella
melitensis, Campylobacter jejuni, Clostridium perfringens,

1 KonmyecTBO reHOMHbIX 3KBMBaNeHTOB (reHOMOB) MukpoopraHuama (M) B 1 mn obpasua
BGuonornyeckoro marepuana.
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Chlamydophila abortus, Chlamydophila pecorum, Escherichia coli,
Klebsiella  pneumoniae, Leptospira  interrogans, Listeria
monocytogenes, Mycobacterium bovis, Mycobacterium tuberculosis,
Mycobacterium avium, Mycobacterium paratuberculosis,
Mycoplasma bovis, Mycoplasma mycoides, Mycoplasma agalactiae,
Pasterella multocida, Pseudomonas aeruginosa, Salmonella Dublin,
Shigella flexneri, Staphylococcus aureus, Yersinia enterocolitica,
Yersinia pseudotuberculosis, a Takke reHomHon OHK KPC, MPC,
komapoB poaoB Culex, Aedes, Anopheles.

Mpu TectnpoBaHum obpasyos AHK/PHK BbillenepeyncneHHbix
mukpoopranmamoB n JHK KPC, MPC, komapos pogos Culex, Aedes,
Anopheles Hecneundunyeckmx peakumin BbisiBNEHO He BbIno.

NMoBTOpPAEMOCTbL U BOCNPOU3BOAMMOCTb UCCIleaO0OBaHUA
YcnoBua NOBTOPSIEMOCTU BKMoYann B ceba TecTMpoBaHWE B
ogHon nabopatopuu, OOHMM oOnepaTopoM, C WCMOSib30BaHNEM
ogHoro  obopyaoBaHus.  YcnoBusi  BOCAPOU3BOAUMOCTU  —
TECTUpOBaHME pasHbiIMM onepaTtopamn, B pas3Hble [OHU, Ha
pasnunyHbIX nNpubopax pasHbIX Cepun TecT-CUCTEMbl. PesynbTaThl
npeacTaBneHbl B Tadn. 3.
Tabnuua 3

HOBTOpﬂeMOCTb BOCHpOM3BOAMMOCTb

Tun o6pasuos KonunuyecTtBo CoBnageHue KonunuyectBo CoBnapgeHue
obpasuyoB |pe3ynbTaTtoB, %| ob6bpasuoB |pe3ynbtaTtoB, %

NonoxutenbHble 10 100 30 100
OTpuuaTenbHble 10 100 30 100

MHTEP®EPUPYIOLLUE BELWWECTBA U OrPAHUYEHUA 1O
MCNOJNIb3OBAHUIKO NMPOB UCCIIEOAYEMOI'O MATEPUATA
B xope aHanusa puckoB Obiin  onpegeneHbl  crnegyowme

OCODEHHOCTM coCTaBa TECT-CUCTEMblI U KOHuUrypauuu aHanmsa,

KOTOpble  MO3BOMSAKT  UCKMOYUTL  BIMAHME  NOTEeHUuarnbHO

NHTEpdEPUNPYIOLLNX BELLECTB Ha pesyrbTaT aHanusa, rnoslydeHHbIn

METOAO0M MOoNIMMEPa3HON LENHOW peakLn:

— MCnonb30BaHUE Crneum@uyHbIX ONIMIOHYKNEOTUAHbLIX NPanMeposB
N dnyopecueHTHO-MeYEHbIX  OJNIMTOHYKNEOTUAHbIX  30HAOB,
KOMMJIeMeHTapHbIX y4acTkam BbligaBrdemMbix KOHK-muweHen;

— WCNONb30BaHWE 3K30reHHOro BHYTPeHHero KoHTpons (BKO-V),
nobaBnsemMoro B KaxgblM uccriegyemblt obpasel, Ha 3Tane
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akcTpakuum  PHK, pesynbtat amnnudukauum  KOTOPOro

YUYMTbIBAETCA NPU OLEHKE BanMaHOCTU pe3ynbTaToB aHanuaa.

Kputepuem OTCYTCTBMUA BIINAHNA NnoTeHuManbLHO
NHTEPdEPMPYIOLLINX BELLECTB ABNAETCA BanuaHbin pesynsTart [NLP-
nccriegoBaHuA.

BeBuay ykasaHHbIX OCOBGEHHOCTEM COCTaBa TECT-CUCTEMbl WU
KOH(Urypaumm aHanusa, uUsyyvyeHue MWHTepdepupyromnx CBOMCTB
OTAEeNbHbIX KOMNOHEHTOB Buonornyeckoro obpasua He TpebyeTca.

POPMbI KOMIJIEKTALUA
Popma 1. «[NLUP-komnnekT» BapnaHt FRT-50 F

dopma 1 npegHasHadeHa Ons nNpoBeaeHus peakumm obpaTHou
TpaHckpunuun PHK v amnnudpukaunm kQHK ¢ rmbpmngmsaumoHHo-
donyopecueHTHON AeTeKUnen B pexxume «peanbHOro BpemMeHun». [na
nposeaeHns NONHOro [MUP-nccnegoBaHus Heobxoanmo
Mcnonb3oBaTb KOMMSIEKTbl peareHToB Ans  akctpakumm PHK,
pekoMeHOoBaHHble M3arotoButenem.

dopma 1 paccumTaHa Ha npoBegeHue 55 peakumn obpaTHom
TPaHCKpUNUUM n amnnindurkauum, BKItoHas KOHTPON.
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COCTAB

«MUP-komnnekT» BapuaHt FRT-50 F — KOMNnekT peareHToB Ans
obpatHon  TpaHckpunummn PHK n  amnnudpumkaunmm  kOQHK
Schmallenberg virus ¢ mMbpuansauMoHHO-PNYOPECLEHTHON

[OEeTEKLMEN B pPEXMME «pearibHOro BPEMEHW» — BKNOYAET:

PeareHT OnucaHue Oﬁ;ﬁM’ KonuyecTtBo

OT-MLP-cmeck-1-FRT [Mpo3payHas XMAKOCTb OT
. OecuBeTHOro 40 CBETNO-ITNNOBOro 0,6 1 npobupka
Schmallenberg virus
uBeTta

MUP-6ydep-C [Mpo3payHas 6ecuBeTHas XUOKOCTb 0,3 1 npobupka
Monumepasa (TaqgF) Mpo3payHas 6ecuBeTHas XNOKOCTb 0,03 1 npobupka
TM-PeBepTasa (MMIv) MpospayHas becuBeTHas xugkoctb | 0,015 1 npobGupka
RT-G-mix-2 Mpo3payHas becuBeTHas xugkoctb | 0,015 1 npobGupka
MKO KHHK Mpo3payHas becuBeTHas XMOKOCTb 0,2 1 npobGupka
Schmallenberg virus / STI po3p 4 A ' pooVIPp
K- Mpo3payHas becuBeTHas XMUOKOCTb 0,2 1 npobGupka
OKO Mpo3payHas 6ecuBeTHas XNOKOCTb 1,2 1 npobupka
BKO-V Mpo3payHas 6ecuBeTHas XNOKOCTb 0,6 1 npobupka

PeareHTbl KOMMMeKTa ynakoBaHbl pasfefibHO B COOTBETCTBUM C
TemnepaTypomn XpaHeHus (CM. pasgen «XpaHeHue»).

MEPbI MPEOOCTOPOXHOCTU

PaboTta gomkHa npoBoanTbcsa cornacHo npasunam MCXull PO
27.01.1997 r. Ne 13-7-2/840 «[lpaBuna nposBegeHusa paboTt B
anarHoctmyeckux  nabopartopusix,  UCNOMb3yHLWMX  MEeToa
nonumMmepasHon uenHonm peakuum. OCHOBHbIE MNOMNOXEHUSY,
yTBEPXXOEHHbLIM [lenapTaMeHTOM BETEPUHAPUN, N METOONYECKUM
ykazaHusam MY  1.3.2569-09  «OpraHmsauma  paboTbl
nabopatopun,  MCrnonb3ywLWMX  MeTodbl  amMmnnmMukaumnm
HYKNEMHOBLIX KNCNOT npu paboTe ¢ maTepmnanom, cogepkaLlinm
MUKpoopraHusmbl |-V rpynn natoreHHOCTU».

TemnepaTtypa B nomeweHun nadopatopum ot 20 go 28 °C,
OTHOcUTenbHada BnaxxHocTb oT 15 0o 75%.

[donyckaTb K paboTe C TecT-CUCTEMOW TOMbKO MepcoHarn,
0OyYEHHbIN MONEKYNAPHO-ONONOrM4yeckmum mMeToaam
OVarHoOCTMKM 1 npaBunam pabotel B nabopatopun B
yCTaHOBIEHHOM MNopsaKe.

JTabopaTopHbIM npouecc AOomKeH ObiTb OAHOHAanpaBfEHHbIM.
AHanu3 NnpoBoAnTCS B OTAENbHbIX NOMELLEeHMsaX (3oHax). PaboTty
cnegyeT HadMHaTb B 30He JKCTpakuum, npogosnkatb B 30He
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Avmnnundunkaumm v [Hetekumn. He BosBpawaTtb o0pasubl U
peareHTbl B 30HY, B KOTOpoW 6blna npoBedeHa npeablayuias
ctagma npouecca. Bce nabopatopHoe obopynoBaHue, B TOM
Yyucrie go3aTopsbl, WTaTuBbl, NabopatopHada nocyga, a Takke Bce
paboune pacTBOpbl AOMKHbI OblTb CTPOro CTauMOHaPHbLIMN.
3anpeluaeTcs NepeHoCUTb UX U3 OQHOIO NOMELLEHNA B APYroe.

Micnonb3oBatb U MEHATL MPU Kaxaou orepaumm ogHopasoBble
HaKOHEYHUKN ONA aBTOMaTUYECKMX [03aTOpPOB C (PUNBTPOM?.
OpgHopasoBylo NNacTMkKoByl0 nocyay (Npobupkn, HaKOHEYHWUKW)
Heobxoaumo cbpacbiBaTb B  crneyuanbHbld  KOHTEWHEDP,
coaepXawmnn aes3nHuumpyrollee Cpencrtso, KOTOpPoe MOXeT
ObITb UCNONb30BaHO AN 06e33apaKmMBaHMA OTXOO0B.

[Mocyoa (CTynku M NEeCcTUKU) U MeTannmndeckne MHCTPYMEHTbI
(ckanbnenun, HOXHWUbI, MNUWHUETbI), WCNOMb30BaHHbIE A4
roMoreHum3aumu, BblAEpKMBaKOTCA B pacTBope
aes3vHduuupyrowero cpeactea (Hanpumep, 0,2 % pacTtBoOp
HaTPUEBOM CONMUN OUXINOPU30LNAHYPOBOW KUCMOTbLI) B TeYeHue
OAHOro Yyaca, MOKTCS BOAONPOBOAHOMN BOAOW C MOBEPXHOCTHO-
aKTUBHbIMW MOKLLUMMKM CpeacTBamMmM M Mocrie OTMbIBaHUS B
NPOTOMHOM W OEWOHU3OBAHHOM BOAE BbICYLUMBAKOTCA B
CyxoxapoBoMm LKadyy B TeyeHuMe 4 4yacoB npu TemnepaType
180 °C.

[TOBEPXHOCTM CTONOB, a TakKke TMNOMELLEHNS, B KOTOPbIX
npoBoanTcsa noctaHoska lLP, no Havana v nocne 3aBepLUeHus
paboT HeobxoaAnmMo nogsepratb  ynbTpaduoneTtoBomy
0bny4deHunto B TeveHne 30 MuH.

TecT-cncrtema npegHasHayeHa ans ogHOpPas3oBOro NPUMeEHeHUs
ana nposepeHna L P-uccnegosaHna ykasaHHOro KonuyecTtsa
npo6 (cMm. pasgen «PopmMbl KOMNIEKTALNNY ).

Tect-cuctema rotoBa K TMNPUMEHEHUKD COrfnacHoO [daHHOM
NHCTPYKUMN. [TPUMEHATL TECT-CUCTEMY CTPOro MO Ha3HAYEHUIO.

He mncnonb3oBaTb TECT-CUCTEMY, €CNN HapylweHa BHYTPEHHSS
ynakoBka WM BHELWHWA BWO peareHTa He COOTBETCTBYET
OMNUCaHuIo.

He ncnonb3oBaTb TECT-CUCTEMY, ECNU HE CODNIOAANUCH YCNOBUA
TPaHCNOPTUPOBAHUS N XPAHEHNS COMMAacHO MHCTPYKLNMN.

He ncnonb3oBaTtb TECT-CUCTEMY MO UCTEYEHUN CPOKa FOLHOCTH.

2 Ins ypaneHus >XuOKOCTU C MOMOLLbIO BaKyyMHOrO OTcacbiBaTensi MCMonb3yTcss O4HOpa30Bble
HaKOHeYHMKN 6e3 hmnbTpa.

®opma 1: REF] VET-62-FRT(RG,iQ)-K; V-3051-1/ 31.08.23/ cTp. 6 13 29



— Wcnonb3oBaTtb  OOQHOpPa30Bble  HEOMYOPEHHbLIE  repyYaTKuy,
nabopaTopHble xanaTbl, 3awWuwaTtb rnasa Bo Bpemsi paboTtbl C
obpasuamn un peareHTamu. TLwaATeNbHO BbIMbITb PYKNM MO
OKOH4YaHuK paboTtbl. Bce onepauum npoBoaATCsA TOMbKO B
nepyaTkax Ana UCKNIYEHUS KOHTaKTa C OpraHM3MoM YeroBeka.

— Wa3beratb BObIXaHMA MapoB, KOHTaKTa C KOXen, rnasamu u
cnm3sucton obonoykon. BpegHo npwu npornatbiBaHuu. [lpu
KOHTaKTe HEMEOSIEHHO NPOMBbITb NOPaXXeHHOE MECTO BOAOU, Mpu
HeobxoanuMocTn obpaTnUTbCs 3a MEAULMHCKON MOMOLLIbIO.

[Mpn cobniogeHnn ycrnoBun TPaHCNOPTUPOBKMK, 3KCMyaTauum u

XpaHEeHNS1 PUCKN B3pbiBa U BO3ropaHnst OTCYTCTBYIOT.

TecT-cucTemMy XpaHuUTb B MeCcTax, He JOCTYMHbIX AN AeTeWN.

CBEOEHUA OB YTUITUSALINA

Heuncnonb3oBaHHblE peareHTbl, peareHTbl C UCTEKLWUM CPOKOM
FOAHOCTU, UCMOMb30BaHHbIE peareHTbl, YNakoBKyS, GMONorn4yeckui
mMatepuarn, a TakKKe mMaTepuanbl, WHCTPYMEHTbl W MpeaMeThl,
3arpsisHeHHble Guonornvyecknm martepuanom, cregyet yoansitb B
cooTBeTcTBUKN C TpeboBaHnamn CaHllnH 2.1.3684-21 «CaHuTtapHo-
anuaemMuonornyeckne TpeboBaHUS K COOEPXKaHUK TeppuTopun
FOPOACKNX N CENbCKUX MOCENEHUN, K BOAHBbIM OBbEKTaM, MMTLEBOW
BOOE W NUTbEBOMY BOAOCHAbXeHUo, aTMocdepHOMY BO3AYXY,
noYBaM, XUnbiM NMOMELLEHUSM, SKCnnyaTaunum nNpomn3BOACTBEHHLIX,
OOLLECTBEHHbIX MOMELWEHUN, OpraHu3auum Un  MNpPoOBEAEHMIO
CaHUTapPHO-NPOTMBOINNOEMNYECKNX (NpodomnakTnyeckmnx)
MepPONpUATUNY.
BHUMAHUE! [lpu ypaneHun oTxogoB nocre amnnundukauum
(npobupok, cogepxawmx  npoayktel  lUP)  HegonycTtumo
OTKpbIBaHME NPOBMPOK N pa3dpbi3rmBaHne COAEPKUMOTro, MOCKONbKY
9TO MOXEeT nNpPMBECTU K KOHTaMuHauum npoayktamun [UP
nabopaTopHON 30HbI, 060pPYyaOBaHNA U peareHToB.

3 Hewncnonb3oBaHHble peareHTtbl, peareHtbl C UCTEKWMM CPOKOM roaHOCTU, WNCNOJIb3OBaAHHbLIE
peareHTbl, ynakoBka OTHOCATCA K Kinaccy onacHOCT MeauumnHCKNX oTxoaoB r.
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AOMNOJIHUTEJIbHBLIE MATEPUAIIbI U OBOPYOOBAHUE

B3saTue uccnegyemoro matepuana

1. OgHopasoBble MOMMMNPONUIIEHOBLIE MNMOTHO 3aKkpbliBakOLLMECS
npobupkn obvemom oT 1,5 go 5 mn (Hanpumep, Axygen, Inc.
(«9kenoxeH, NHK.»), CLLUA, nnu aHanornyHole).

2. KoOHTeMHep nnacTtMkoBbiM — ONA B3ATUSA,  XpaHEHUs W
TpaHCnopTMPOBKM Buonormyecknx obpasuos o6bemom 50-60 mn,
cTepunbHbin (Hanpumep, OO0 «Kombutek lMnactuk», Poccus,
NN aHarOrNYHbIN).

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

MpeaBapuTenbHasa noaroToBKa nccrneayeMoro matepuana

4. 0,9 % pacTtBOop HaTpuma xnopuaa (CTepunbHbIN PU3NONOrMYeCKnI
pacTtBop) unu doccaTtHbin BydepHbin pacteop (PBS) (HaTpuga
xnopuga, 137 mM; kanusa xnopwua, 2,7 MM; HaTpma MoHodocdar,
10 mM; kanua gngocdar, 2 mM; pH=7,5%0,2).

5. OgHopasoBble MOSNIMMNPOMNUIIEHOBLIE 3aBUMHYMBAKOLLIMECA UMK
NMOTHO 3aKpblBaloLmecs Npobupkn obbemom 1,5 mn (Hanpumep,
Axygen, Inc. («9kcnaxeH, NHK.»), CLUA, nnu aHanornyHole).

6. 3aBMHYMBaKOLLMECHA KPbILWKKM K npobupkam (Hanpumep, Axygen,
Inc. («9kemoxeH, NHK.»), CLLUA, nnu aHanornyHole).

7. OpgHOpa3oBble HAKOHEYHUKM [Ons  [003aTOPOB  MNEPEMEHHOrO
obbema ¢ ounbTpom go 100, go 200 n go 1000 mkn (Hanpumep,
Axygen, Inc. («3kcnoxeH, NHK.»), CLLUA, nnu aHanornyHole).

8. WTatuebl gna npobupok obvemom 1,5 mn (Hanpumep, Axygen,
Inc. («QkenmoxeH, NHK.»), CLLUA, nnu aHanornyHole).

9. OTpenbHble ANa KaXxaon Npobbl CTepUnbHbIE MHCTPYMEHTLI ANS
romoreHnsaunm (dapcopoBas CcTynka C NECTUKOM) WK
romMoreHnsatop Afs nposegeHns npobonoaroToBKM TKAHEBOIO
mMaTtepuana.

10.MukpoueHTpudoyra ans npodbupok Tuna «3AnneHgopd» C
MaKCMMarbHOM CKOPOCTbK LEHTPpUyrnpoBaHns He MeHee
12 Toic. g (Hanpumep, MiniSpin, Eppendorf Manufacturing
Corporation («3nneHgopd MaHydakTypuHr KopnopanLuHy),
[[epmaHnd, unu aHanormyHas).

11.ABTOMaTMYECKME O03aTOpPbl NepeMeHHoro obbema (Hanpumep,
OO0 «buoxut», Poccna, unmn aHanornyHble).

12.XonoaunneHukK ot 2 Ao 8 °C ¢ MOpO3uUIibHOW KaMepon OT MUHYC 24
0o MuHyc 16 °C.
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13.0TAenbHbIN XanarT, Wwanoyka, 0byBb M 0gHOpPa30Bble NepvaTKu.

14.0gHopa3oBble  NNacTUKOBble KOHTEWMHeEpbl Anst cbpoca u
MHaKTUBaLMN MaTepuarnos.

AkcTtpakuua PHK n3 nccnepgyembix obpasuyoB

15.Komnnektbl peareHtoB anga akctpakuymm PHK — «PUBO-npeny,
AmMnnnCeHc® MAFHO-cop6-M.

16.[lononHnTenbHblE MaTepuarbl 1 06opyaoBaHMe OSs SKCTPaKumm
PHK — cornacHO WHCTpPYKUMM K KOMMMEKTY peareHToB Ans
akcTpakumn PHK.

[lpn mncnonb3oBaHMM aBTOMATUYECKMX CTaHLMWA _ANS  3KCTPaKUUU
HYKI1EMHOBbLIX KUCNOT:
17.ABTOMaTM4eckaa ctaHuma ana akctpakumm HK Auto-Pure 96

(Hangzhou Allsheng Instruments Co., Ltd. («XaH4¥wkoy AoLueHr

NHcTtpymenTc Ko., JlTa.»), Kutan, n gpyrue, pekoMmeHgoBaHHbIe

N3rotoButenem).

18.KomnnekT peareHToB Ans akctpakumm PHK AmnnnCenc® MAIHO-
cop6-M.

19.Habop pacxogHbIX mMaTepuanos K NCNonb3yemomn
aBTOMaTU4eCKoM CTaHUUM B COOTBETCTBMWU C peKOMeHaauusimu
ee nponsBoanTens.

OGpaTHasn TPaHCKpUNuuA " amnnudpukauma c

rmopuansaumMoHHo-hriyopecLueHTHON AeTeKuuen npoayKToB

amnnudpukaumm

20.0gHopasoBble NONUMNPONUIeHoBbIE NPOBUPKNA:

a) 3aBMHYMBAIOLLMECHA WUNKN MAOTHO 3aKpblBaloLMECS NPOOMPKK
obbemom 1,5 mn (Hanpumep, Axygen, Inc. («9QKcuoxeH,
NHK.»), CLUA, wnn aHanornyHole) Ans nNpuUroToBrieHus
peakLunOHHOW CMecH;

6) TOHKOCTEHHble npobupkn ana TLUP obvemom 0,2 mn c
BbINMYKITON UITX NSTOCKOW ONTUYECKM NPO3PavyHON KPbILLKOWN UMK
npobupkn obvemom 0,2 mMn B cTpunax no 8 uwT. C
Npo3padHbIMKM  KpblKkamu  (Hanpumep, Axygen, Inc.
(«9kempxeH, WHk.»), CLWIA, wnn aHanormyHble) — npwu
ncnonb3oBaHMn Npubopa nNnaHWeTHOro TUnNa;

B) TOHKOCTEHHble npobupkn gna [P obvemom 0,2 mn c
MNOCKOW KpbIWKOW (Hanpumep, Axygen, Inc. («9QKCUOKEH,
NHK.»), CLUA, unnn aHanorndHole) — npuv MCNosib30BaHUU
npubopa poTopHOro Tuna.

21.0gHopa3oBble HAKOHEYHUKU O 003aTOPOB  NEPEMEHHOrO
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obbema ¢ dunbTpom go 100, go 200 mkn (Hanpumep, Axygen,
Inc. («3keuoxeH, UHK.»), CLLUA, nnn aHanornyHele).

22.Wtatmebl gna npobupok obvemom 0,2 mn (Hanpumep, Axygen,
Inc. («9kemoxeH, NHK.»), CLLUA, nnu aHanornyHole).

23.bokc abakTtepnansHon Bo3ayLHon cpeabl (MUP-6okc) (Hanpumep,
«BAB-TUP-«JlamnHap-C.», 3A0 «JlammHapHble CUCTEMbIY,
Poccus, unn aHanorndHbin).

24.UeHTpudpbyra-soptekc (Hanpumep, SIA Biosan, JlatBus, wunu
aHanoruyHbIn).

25.ABTOMaTUYeCcKne fosaTopbl NepeMeHHoro obrema (Hanpumep,
OO0 «buoxut», Poccna, unn aHanornyHble).

26.lMporpammunpyembin - aMmnnnudukaTop € CUCTEMOW OeTeKumn
donyopecLEeHTHOro curHana B pexume «pearibHOro BpeMeHWy,
(Hanpumep, Rotor-Gene 3000/6000 (Corbett Research,
AscTpanus), Rotor-Gene Q (QIAGEN GmbH, («Kunaren M'm6X»),
"epmaHung), iCycler iQ/iQ5 (Bio-Rad Laboratories, Inc. («<buno-Pag
JTabopaTopus, NHK.»), CLLUA), CFX96 (Bio-Rad Laboratories, Inc.
(«<bno-Pag JIlabopatopus, WHk.»), CLUA) wnn  gpyrue,
pekomeHOoBaHHble M3rotoButenem).

27.XonoannbHuk ot 2 Ao 8 °C ¢ MOpOo3nsibHOM KaMepon OT MUHYC 24
0o MuHyc 16 °C.

28.0TOenbHbIN Xanar, wano4ka, odyBb 1 04HOPAa30BbIE NepYaTKu.

29.EmkocTb ans copoca HakOHEYHMKOB.

NOPAOOK OTBOPA U NMNOAITOTOBKU NPOB

MaTepnanom pgna wuccrnenoBaHUa CriyXxaT  KIMHUYECKUN U
NaTONOrMYECKUN MaTepuras OT KPYMHOro U MeJSIKOro poraTtoro ckora,
KOMapbl, MOKpeLLbl.

OT XMBOTHbIX C KIUHUYECKUMU MPU3HaAKaMn Ona UccriefoBaHus
NCMOSBb3YIOT LeNTbHYH KPOBb UK NMia3my/CbiBOPOTKY KPOBW.

OT naBLUMX XMBOTHbIX, HOBOPOXAEHHbIX XXUBOTHLIX C MOPOKaMu

pasBUTUA U MEPTBOPOXOEHHbLIX MIOA0B UCCNeayT OKONONIOAHY
XWOKOCTb, TKaHeBOW MaTepwuan (rofloBHOM MO3r, CMUHHOW MOS3T,
nraueHTa, NynoBumHa).
BHUMAHUE! Bwug ©6wunonorndeckoro matepmnana gna [UP-
nccriegoBaHna onpedensieT BeTepuHapHbin Bpad. [lpu BbiBope
buonornyeckoro matepmana HeobXoAMMO PYKOBOOCTBOBATLCS
LUenblo UCCnegoBaHus, 3HaHUAMW O naTtoreHese 60MesHn wu
AEeNCTBYIOLLMMWN perfiaMeHTUpPYLWNUMM JOKYMEHTaMMU.
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B3aTue, TpaHcnopTupoBaHME UM XpaHeHue uccrieqyemMoro
MaTepuana

[Mpn B3ATMM MaTepuana UCNosb3yT OTAESIbHblE MHCTPYMEHTDI
ANA KaXgoro XXMBOTHOIO.

B3aaTne KpoBM NpoBOAUTCA B CTEPUIbHbLIE NPOBUPKN C 3 Y%-HbIM
pactBopom OLOTA un3 pacyeta 10:1 (Mnm c umTpatoMm HaTpus B
CTaHOAapPTHOW KOHUEeHTpauumn). 3akpbiTyld MNpPOoOUPKY C KPOBbLIO
HECKOJSIbKO pa3 nepeBopaymBatoT.

Baatne kpoBu AOna NonydeHUs CbIBOPOTKM MPOBOAUTCS B
CTEPUNbHYIO NPOONPKY 6e3 aHTMKoarynsHTa.

TkaHeBOW _(ayToncuuHbln) martepuan (dpparMeHTbl OpraHoB)
NOMeLLaloT B CTEPUNbHLIN MNACTUKOBLIAN KOHTEUHED.

OkononnogHy XuakocTb 6epyTt B obbeme He MeHee 1 mMn B
cTepunbHble NPOBUPKN.

MaTepuan pgocTtaBnsawT B nabopaTopuio B TEYEHME CYTOK,
coxpaHsis npu Temnepatype ot 2 go 8 °C.

[lonyckaeTca xpaHeHuMe o00pa3uoB LESIbHOW  KPOBWU  Mpu
TemnepaTtype o1 2 0o 8 °C — He 6onee 48 yacoB. 3amopaxuBaHue
LeNbHbIM KPOBU HE OMNYyCKaeTCs.

[lonyckaeTcsa xpaHeHWe ocTanbHbIX BUOOB MaTtepuana:

— npu TemnepaTtype ot 2 o 8 °C — He 6onee 3 CYTOK,;
— nNpu Temnepartype OT MUHyC 24 oo MuHyc 16 °C — B TeuyeHue

1 mecsua,

— Mpwn TemnepaType He Bblilwe MUHYC 68 °C — annTensHo.

[onyckaeTcs O[IHOKpaTHOEe 3amMopaxunBaHne-oTTanBaHme
mMartepuana.

NMoarotoBka uccriegyemMoro matepuana K akcrpakumm PHK

O6pasubl LenbHON KPOBWU, OKONOMNOAHOM XUAKOCTU He TpebytoT
npeaBapuUTenbHOW NOArOTOBKM.

Ob6pasubl NJ1a3Mbl/CbIBOPOTKM, TKaHEBOW Marepuan,
KOMapbl/MOKpeLbl TPeOYIOT NpeaBapuTensHON NOAroTOBKN.

Ona nonyyeHma nnasmbl MPOOMPKY C  UENbHOM  KPOBbHO
ueHTpudyrmpytoT B TedeHne 10 muH npu 1000 g (ecnu KpoBb cTOsAANA
npu Temnepatype oT 2 go 8 °C 6onee 1 4 nocne ee 3abopa, TO
NpoOupKy crnegyeT akkypaTHO HECKOSIbKO pa3 MNepeBepHYyTb ANs
paBHOMEPHOro nepemelumBaHus Kposwu). [lepeHocaT nnasmy B
KonfimyectBe He MeHee 1 MN OTAENbHLIMWM HaKOHEYHUKaMWU C
dMNbLTPOM B CTEPUIbHbLIE NPOOUNPKM 06BEMOM 1,5 M.

[na nonyyeHnsa CbIBOPOTKM NPOBUPKM C KPOBBLIO OTCTamMBaloT npu
KOMHaTHOM Temnepatype B TedeHne 30 MMH [0 MOSIHOrO
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obpasoBaHus cryctka. 3arem ueHTpudyrmpytoT npu 800-1600 g B
TedyeHne 10 MuMH npu KOMHaTHOWM Temnepartype. [lepeHocaT
CbIBOPOTKY B KonndectBe He MeHee 1 mMn OTOENbHbIMU
HaKOHEYHUKaMN C (PUNbLTPOM B CTEPUSbHbLIE MPOBMPKN 0OBbLEMOM
1,5 mn.

TkaHeBon matepuan obbemom 0,2-0,3 cm®  (200-300 mkn)
FOMOreHMU3NpYT C WUCMONb30BaHNEM CTepPUnbHbIX dapdopoBbIX
CTYNOK M MEeCTUKOB WUIN aBTOMAaTMYECKOro roMoreHusaTtopa, 3aTem
rotoBat ~10 % (v/v) cycneHsno Ha CTepuribHOM OU3NOSTIOrMYEeCKOM
pacTteope. CycrneH3unio oTcTamBaoT Npu KOMHATHOW TemnepaTtype B
TeyeHne 2-3 muH. IkcTpakunio PHK npoBogaT na sepxHen @asbl
cycneHsuun. [lonyckaeTcsa XpaHeHMe romoreHaToB TKaHeu npu
TemnepaType oT MuHyc 24 0o muHyc 16 °C B TeueHune 1 mecsaua.

MokpeLloB X KOMapoB [OMOFEHU3NPYT B  CTEPUNTBHOM
dom3nonornyeckom pacteope unu doccaTtHom bydepe M3 pacyeTa
1 ocobb — 30 mMKN pacTtBopa C WUCMNOMb30BaHMEM CTEPUIbHBIX
dapdopoBbIX CTYNnOK WM  NEecTUKoB WM  aBTOMAaTUYECKOro
romoreHmnsartopa. [lpegBaputernibHO M3 HaceKkoMbIX (opMUpyLoT
nynol (He ©ornee 50 ocoben). lpn HanNUuMM aBTOMATUYECKOIO
romoreHmnsatopa TissuelLyser LT npumeHAOT  crnegywowine
napameTpbl 419 roMOreH1Msaumn: gnamMeTp LWapukos — 5 MM; YacToTa
— 50 lNy/c; Bpemsa romoreHnsaunm — 5 MnH; oobem 6ydepa — 700 mMkn
(nyn u3 25 ocoben), 1000-1500 mkn (nyn u3 50 ocoben).
[TonlyyeHHble  cycneH3umn  ueHTpudyrmpyror npu 10 ThiC. g
(12 TbiCc. 06/MUH Ha ueHTpudyre MiniSpin, Eppendorf Manufacturing
Corporation  («3nneHgopd  MaHydakTypuHr  KoprnopaunLlHy),
[[epmaHust) B TeyeHne 1 MUH.

NPOBEOEHUE NUP-UCCNEOOBAHUA
MLUP-nccnenoBaHme CoCTOUT U3 Crieayowmx 3Tanos:

— akcTpakuus PHK 13 nccnegyemsix obpasuos,

— obpatHaga TpaHckpunuua PHK n amnnudukaumna kAHK (OT-MLP)
C rmbpunansaunoHHO-PYyOpEeCUEHTHON OETEKUMEN B pexume
«pearnbHOro BpEMEHUY,

— aHanuMa n HTepnpeTauns pesynbTaToB.

Akctpakuma PHK ns nccnegyemoro matepuana

Ana akctpakumm PHK uncnonb3yoTcAa KOMMIIEKTbI peareHToB
«PNBO-npen», AMnnnCeHc® MATHO-cop6-M.

Mopagok paboTbl C  KOMMEKTaMu peareHToB CMOTpuUTe B
MHCTPYKLUMN K COOTBETCTBYHIOLLEMY KOMMSIEKTY AN SKCTpaKumu,
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Okctpakumio PHK  wn3  kaxpgoro wuccrnegyemoro obpasua
Heo6xo4MMO NPOBOAUTL B MPUCYTCTBUN BHYTPEHHETO KOHTPOSTbHOIO
obpasua — BKO-V.

Peakuuio OT-TLUP cnegyet npoBoanTb cpasy rnocrne nosiydyeHnsd
PHK-npobsil.

OumnweHHaga PHK moxeT XxpaHUTbCs:

— npu Temnepatype ot 2 4o 8 °C — 0o 4 v;

— npu TemnepaTtype oT MUHYC 24 0o MuHyc 16 °C — B Te4yeHue
1 mecsua;

— npu TemnepaType He Bbilwe MUHYC 68 °C — B TeveHue roga.

Ob6beMbl _peareHToB M _06pasuLoB MNpU _SKCTPAKLMW _C NOMOLLbIO
komnnekra peareHToB «PUB0O-npeny»:
O6bem BKO — 10 MK B Kaxayto npobumpky.
Ob6bem nccnegyemoro obpasua:
— 50 mkn o6pa3suya n 50 mkn OKO npu nccnegosaHnm obpasuonB
LLeSTbHOM KPOBU UM OKOSOMMOLHOM XXNUOKOCTN,
— 100 MKn npu uccnegosaHuu apyrux BMAOB matepuana.
B npobupKy oTpuuaTtenbHoro KoHTposns akctpakuum (OK) BHecTun
100 mkn OKO.
Ob6bem antoumn — 50 MKn.

ObbeMbl _peareHToB U 06pasloB NPU _ 3KCTPaKLUUM C MNOMOLLbIO
KOMMNJEKTa peareHToB AvnnnCenc®  MAITHO-cop6-M C
NCNOJSIb30BAHMEM MarHUTHbIX LUTAaTUBOB BPYYHYIO:

O6bem BKO — 10 mkn B Kaxxayto npodupky.

O6bem nccnegyemoro obpasua — 200 Mkn.

B npobupKky oTpuuaTtenbHoro KoHTpons akcTpakuum (OK) BHecTH
200 mkn OKO.

Ob6bem anounm — 100 MKn.

ObbemMbl _peareHToB 1 00pa3LoB NPU 3KCTPAKLUMM C MNOMOLLbIO
KOMNJeKTa peareHToB AmMnnnCenc®  MAIHO-cop6-M C
NCMONb30BAHMEM aBTOMAaTUMECKMX CTaHUMMA  AONa  3KCTpakLuu
HYKMNEWHOBbLIX KNCNOT:

OKCTpaKUMSA HYKNEMHOBLIX KUCMOT MNPOBOAUTCSA C  MOMOLLBIO
aBTOMatuyeckon ctaHumm Auto-Pure 96 (Hangzhou Alisheng
Instruments Co., Ltd., Kutamn) B CooTBETCTBUM C MHCTPYKLMNEN MO €€
aKcnnyaTtauum 1 ¢ UCnosfib3oBaHNEM COOTBETCTBYIOLLEro NPOTOKOsa
9KCTpaKunu.
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O6bem BKO — 10 Mk B Kaxxgyto npobumpky.

O6bem nccnegyemoro obpasua — 200 Mkn.

B npobupKy oTpuuaTtenbHoOro KoHTposns akctpakuuu (OK) BHecTun
200 mkn OKO.

Ob6bem antoumm — 100 mkn.

O6paTHasi TpaHcKpunuusa, amnnudpukauma U aOeTeKkuus
npoAaykToB amnnudukauum

A. NMNoprotoBka npo6 ana nposeaeHuna OT-MLUP

BHUMAHMUE! [lpn pabote ¢ PHK Heobxogumo wucnonb3oBaTb
TONLKO OAHOpPA30Bble CTEepPUSibHble MIAaCTUKOBLIE pPaCXOAHble
mMatepuanbel, nMewwmne cneumanbHyto MapkupoBky RNase-free,
DNase-free.

Bbioop npobupok pgna npoBegeHua OT-NMUP 3aBucut ot
ucnosnib3yemoro amnnucgpukaropa € CUCTEMON AeTeKuMn B
peXxume «pearibHOro BpeMeHn».

Ona BHeceHMA B npooupku peareHTtoB, npo6 PHK wu
KOHTPOJSIbHbLIX O0Opa3uoB  MUCMNONbL3YKTCA  OAHOpPa30Bble
HaKOHEeYHUKN ¢ hpunbTpamm.

Ooowun o6 Lem peakuum — 25 mkn, ooem PHK-npoO6b1 — 10 mkn.

Pa3amopo3ntb Npodupky C OT-NMuUP-cmecblo-1-FRT
Schmallenberg virus, nepemelwatb Ha BOpTEKCE U COPOCUTL Kanmun
C MOMOLLIbIO KPaTKOBPEMEHHOIO LIEHTPUGYrMpOBaHUS!.

Ona npoBegeHuss N peakuuMn cmellaTb B OTAENbHOW npobupke
OT-NMUP-cmecb-1-FRT Schmallenberg virus, TUP-6ydep-C,
nonumepasy (TagF), TM-PesepTtasy (MMIlv) u RT-G-mix-2 u3
pacyeTa Ha KaXkayH peakuumto:

— 10 mkn OT-MUP-cmecu-1-FRT Schmallenberg virus;

— 5 mkn NUP-6ydepa-C;

- 0,5 mkn nonumepasbl (TagF);

— 0,25 mkn TM-PeBeptasbl (MMIv);

- 0,25 mkn RT-G-mix-2.

[lepemeliatb cMecCb Ha BOpPTEKCe, 0CaauTb KpaTKOBPEMEHHbLIM
LeHTpudyrmposaHnem n BHectn no 15 mkn B npodupkmn ana OT-
MupP.

Ncnonb3ysas HakoHEYHWK C unbTpoM, B MNOArOTOBMNEHHbIE
npobupkn pobasute no 10 mkn npod6 PHK, nony4yeHHbix B
pesyribTaTte aKCTpaKkunm n3 nccnegyemboix obpasuos.

®opma 1: [REF] VET-62-FRT(RG,iQ)-K; V-3051-1 / 31.08.23/ cTp. 14 13 29



[TocTaBUTb KOHTPONbHbIE peaKkuuu:

a) otpuuartenbHbin KoHTponb OT-TMUP (K-) — B npobupky c
peakunoHHoOM cMecbto BHeCTU 10 Mk K—.

6) nonoxutenbHbIM KOHTponb OT-MUP (K+) — B npobupky c
peakunmoHHon cmecbto BHectvi 10 wmkn  MKO kAOHK
Schmallenberg virus / STI.

B) oTpuuaTenbHbIX KOHTPONb 3KcTpakumm (OK) — B npobupky
C peakuumoHHom cmecbtd BHectTM 10 M™MkKn  npobsbl,
aKkcTparnposaHHon n3 OKO.

b. NpoBepoeHne OT-MUP c getekuuen B pexumme «pearnbHOro
BpeMeHU»

Mopsigok paboTbl ¢ nomouwblo npnbopos Rotor-Gene 3000/6000
(Corbett Research, Asctpanusa) n Rotor-Gene Q (QIAGEN GmbH
(«KnareH N'm6X»), l'epmaHna) cmotpute B NpunoxeHunn 1.

[Mopsipok paboTel ¢ nomoLbto Npudopos iICycler iIQ 1 IQ5 (Bio-Rad
Laboratories, Inc. («bno-Pag J1labopatopus, NHK.»), CLLUA) cmoTpute
B [NpunoxeHun 2.

[Mopsipok paboTbl c¢ nomowbio npubopa CFX96 (Bio-Rad
Laboratories, Inc. («bno-Pag J1labopatopus, NHK.»), CLUA) cmoTpuTe
B NpunoxeHun 3.

MUHTepnpeTauus pe3ynbTaToB
BHUMAHUE! Pesynbtar [UP-uccnenosaHna He saBnseTtcsd
anardHosomMm. OueHka pes3ynbTaToB MUCCeaoBaHMsa NPOBOAUTCSA
BeTepuHapHbLIM Bpa4oM B COOTBETCTBUW C LIENbIO UCCnedoBaHUSA U
AEeNCTBYIOLWNMU pernamMmeHTUpyLWmMmMmmn 4oOKyMeHTaMu.
AHanu3npyoT KpmBble HakomnmneHna qornyopecLeHTHOro curHana,
CBNOETENbCTBYIOLLEro O HAaKOMSIEHUM NpoayKTa amnnudunkaumm, no
ABYM KaHanam:

Tabnuua 4
Kanan ansa conyopodopa FAM JOE
MpoaykT amnnudukaymm kOHK BKO-V kOHK Schmallenberg virus

PesynbtaTbl MHTEPNPETUPYOT Ha OCHOBaHUW Hanuuua (unu
OTCYTCTBUS1) rnepeceyeHns Kpuson dnyopecueHunn S-obpasHou
(curmoobpasHon) opMbl C YCTAHOBMEHHOW Ha COOTBETCTBYHOLLIEM
YPOBHE MNOPOroBOM JIMHMEW, 4TO onpegendeTr Hanudne (MNu
oTcyTcTBMe) ans gaHHon npodbbl PHK 3HavyeHust noporoBoro uukna
(Ct).
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PesynbtaTbl A5 KOHTpornien atanoB akcTpakuum mn OT-TLP
AOMMKHbI COOTBETCTBOBATL KPUTEPUAM, YKa3aHHbIM B Tabn. 5.

Tabnuua 5
Pe3ynbTaTbl AnA KOHTponeu pasnuyHbix 3tanos MLP-
nccrnenoBaHus
T [ AT S 3HauyeHue noporoBoro uukna (Ct) no kaHany
tolpe NMUP-uccnepnoBaHus AnA qnyopoghopa

FAM JOE
OK OkcTpakums PHK <30 OTCyTCTBYET
K— OT-nupP OTCyTCTBYET OTCyTCTBYET
K+ oT-nupP <30 <30

Mpy HanWyuMm OTKNOHEHUW pe3ynbTaToB AnA KOHTposnewn oT
yKa3aHHbIX BbllEe WHTepnpeTaumsa psiga uccrnegyembix obpasuoB
HeBO3MOXHa (CM. «BO3MOXHble oLmnbKn).

MpuHUMN MHTepnpeTaunmn pes3ynbLTaToB CreayoLni:

Tabnuua 6

VIHTepnpeTauvm pe3ynbTaToB aHann3a nccnenyemMbix 06pa3LI,OB
3HayeHue noporoBoro yukna (Ct) no kaHany ans
¢nyopodopa PesynbTtar

FAM JOE

PHK Schmallenberg virus

<33 oTcyTCTBYET HE o6HapyxeHa

ornpegeneHo <37 PHK Schmallenberg virus
NN OTCYTCTBYET - OOHapyXxeHa
OTCyTCTBYET oTCyTCTBYET "
WM > 33 unn > 37 HeBanungHbIn
<33 > 37 CoMHuUTEenbHbIN**

* B cnyyae nonyyeHMs HeBanugHoOro pesynbtata Heobxoaumo
nposect noBTopHoe [1LP-uccrnegosaHne COOTBETCTBYHOLLEIO
nccrnegyemoro obpasua, HadnHas ¢ atana akctpakumm PHK.

** B crnydae nonyyeHMss COMHUTENbHOro pesyfibTaTta Heobxoanmo
nposect noeTopHoe [1LP-uccrnegosaHne COOTBETCTBYHOLLErO
nccnegyemoro obpasua, HadMHasa ¢ aTana akcTpakumn. B cnyyae
NOBTOPEHNA aHanornMyHoro pesynbraTa cyuTatb, 4YTO B obpasue
obHapyxeHa PHK Schmallenberg virus.

BoO3MOXHbIe OLLINOKMN:

1. Ana nonoxutenbHoro koHTpona OT-MNMUP (K+) 3HadeHue
noporogoro uukna (Ct) no kaHany gna dnyopodgopa JOE
OTCYTCTBYET UM NPEBbLILLAET 3Ha4YeHne, ykazaHHoe B Tabnuue 5.
HeBo3moXXHa WHTepnpeTaumsa pesynbTaTtoB Ans obpasuos, B
KOTOPbIX He obHapyxeHa PHK aHanusnpyemoro
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MUKpoopraHmama. Heobxoaumo noBTOpPUTL amMindumKaunio
Takmx obpasLoB.

. Ona otpuuartenbHoro KoHTposns akctpakuum (OK) no kaHany gnsa
dnyopocdopa JOE w/vnu ana otpuuatenbHoro koHTponsa OT-
MUuP (K-) no kananam gnsa dnyopodgopos FAM, JOE
onpegeneHo 3HadeHwe noporosoro uukna (Ct). BeposiTHa
KOHTaMuHauma nabopartopum npoaykTtamu amnnmgukauum nnm
KpoCC-KOHTaMUHauusi OT npobbl K npobe peareHToB /
nccnegyemblx obpasuoB Ha kakom-nnbo atane [UP-
nccnegoBaHnda. HeBo3MOXHa MHTepNpeTauus pesynbTaToB Ans
obpa3uoB, B KoTopblXx obOHapyxeHa PHK aHanusnpyemoro
MUKpoopraHmama. Heobxogumo  npeanpuHATb  Mepbl MO
BbISIBIEHUIO N INKBMOALUMN UCTOYHMKA KOHTaMWHaLMN U NOBTOPUTb
MUP-nccnepoBaHne Takmx o0OpasuoB, HadnHad C 3Tana
9KCTpaKunu.
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CPOKIOAHOCTHW. YCNnoBUA TPAHCINOPTUPOBAHUA U
XPAHEHUA

Cpok rogHoctu. 15 mec. TecT-cuctema C WUCTEKWMM CPOKOM
OOHOCTU MPUMEHEHUID He noanexut. CpoK rogHOCTU BCKPbITbIX
peareHTOB COOTBETCTBYET CPOKYy [OAHOCTW, YKasaHHOMY Ha
9TUKETKaX A9 HEBCKPbITbIX peareHToB.

TpaHcnopTupoBaHue. TecCcT-CUCTEMY TpaHCNOPTUPOBATL MNpPU
Temnepatype oT 2 o 8 °C He bonee 5 cyT B TEPMOKOHTENHEPAX,

codepXalwmnx  xnagoanemMeHTbl, BCEMM  BUMOAMU  KPbITbIX
TPaHCMOPTHbIX CPEACTB.
XpaHeHue.

®opma 1. «[MUP-komnnekT» BapuaHT FRT-50 F coctouT mn3s apyx

YacTen, XpaHALLMXCA NpU pasHbIX TemMnepaTypax:

— vactb 1 (KO kAHK Schmallenberg virus / STI, K-, OKO, BKO-V)
XpPaHUTb B XO1I04uUIbHOM KaMmepe npu Temnepartype ot 2 go 8 °C;

— vactb 2 (OT-lMuUP-cmecb-1-FRT Schmallenberg virus, TLP-
bydep-C, nonumepasa (TagF), TM-Peseptasza (MMIv), RT-G-
MIiX-2) XpaHUTb B MOPO3USILHOW KamMepe npu Temnepartype oT
MuHyc 24 no mmHyc 16 °C. OT-INUP-cmecb-1-FRT Schmallenberg
Virus XpaHuTb B 3alUULLEHHOM OT CBETA MECTe.

TemnepaTypa XpaHeHUs BCKPbITbIX peareHTOB COOTBETCTBYET
Temnepartype XpaHeHud, yKasaHHON Ha 3TUKETKax N9 HEBCKPbITbIX
peareHToB.

XonoaunbHblE N MOPO3USTbHbIE Kamepbl AOSMKHbI obecneynBaThb
pernamMeHTMpoBaHHbIN TEMMNEPATYPHbIN PEXUM.

TAPAHTUUHBIE OBA3ATENIbCTBA U3TOTOBUTENA

N3roToBuTEND rapaHTupyeTt COOTBETCTBME OCHOBHbIX
napamMeTpoB U XapaKTEPUCTUK TeCT-CUcTeMbl TpeboBaHUAM,
yKa3aHHbIM B TEXHUYECKOW M 3KCnsyaTauuMoOHHOM LOKyMeHTauun, B
TeYEeHMEe YKaszaHHOro cpoka roAHOCTU npu cobngeHun Bcex
YCNOBUI TPAHCMOPTUPOBAHUS, XPAHEHUST N MPUMEHEHNS.

Peknamaunn Ha ka4yecTBO TeCT-cucTeMbl «SBV» HanpaensaTtb Mo
agpecy 111123, r. MockBa, yn. HoBornpeeBckas, gom 3A, e-mail:
obtk@pcr.ru. OT3bIBbI M NPeanoxeHnsa o Npoaykuun AMnNnuCeHc® Bbl
MOXEeTe OCTaBUTb, 3arofiHMB aHKeTy noTpebutena Ha caunTe:
www.amplisens.ru.
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NMPUNOXEHUE 1

OBPATHAA TPAHCKPUNUMA WU AMIUJIMOUKALIMA C
OETEKUMEN B PEXXUME «PEANBbHOINO BPEMEHW», AHANA3
PE3YJIbTATOB [MPU TNMOMoOLWKN TMNMPUBOPOB Rotor-Gene
3000/6000 (Corbett Research, ABctpanusa) m Rotor-Gene Q
(QIAGEN GmbH («Knaren 'm6X»), F'epmanHus)

BHUMAHMUE! T[lporpammupoBaHme amnnudgukatopa Rotor-Gene
6000/Rotor-Gene Q ¥ aHanu3 pesynbTaToB, MOSyYEHHbIX B
nporpammHoM  obecnevyeHnn  amnnudukatopa  Rotor-Gene
6000/Rotor-Gene Q, MoryT OblTb BbIMNOSIHEHLI aBTOMAaTUYECKN, C
NOMOLLILIO [MporpammHoro obecnevenus FRT Manager
(«HTepllabCepsuc», Poccus).

Ona pabotel ¢ npubopom Rotor-Gene 3000 cnenyet
ncnonb3oBaTb nporpammy Rotor-Gene Bepcun 6, ¢ npubopamm
Rotor-Gene 6000 n Rotor-Gene Q — nporpammy Rotor-Gene 6000
Bepcun 1.7 (build 67) unn Bblwe.

[lanee No TeKCTy TePMUHbI, COOTBETCTBYIOLLME Pa3HbIM BEPCUAM
NpnubopoB 1 NporpaMMHOro obecneyeHus, ykasaHbl B CriegyroLliem
nopsigke: anst npuoopa Rotor-Gene 3000 / ansa aHrnosi3abl4HOM
Bepcun nporpammbl Rotor-Gene 6000/Q / ansa pyccKoA3bIMHOM
Bepcumn nporpammbl Rotor-Gene 6000/Q.

A. TposepgeHne OT-TMILULP wn petekumn dnyopecueHTHOro

curHana
Bkntountb npubop, 3anyctutb nporpammy Rotor-Gene.
[MomecTnTe nogrotoBneHHole ans  nposegeHnst OT-MLP

Npobupkn B poTop amniundukaTopa, HadnHasa c s4enkn Homep 1

(A4erkn poTopa NPOHYMepoBaHbl, 3TM HOMEpPA WUCMONb3YTCHA B

AanbHenwemM Ans  nporpaMmupoBaHMsa  MNOSMoOXeHust npob B

aMmnnndgukaTope), ycTaHOBUTbL POTOP B NpMBOP, 3aKpbiTb KPbILLKY.

3anporpammMmupoBaTb Npmnbop.

BHUMAHUE! JlyHka 1 obss3atenbHO posmkHa ObiTb 3anosiHeHa

kKakon-nnbo nccnegyemon npobupkon (He nycmod).

— HaxaTtb kHornky New/HoebIl B OCHOBHOM MEHI0 nporpamMmmbl. s
co3gaHus wabnoHa B oOTKpbiBwEMca okHe New Run/Hoeblil
mecm crenyet BblOpaTb Bkragky Advanced/demanbHbii
macmep.

— Bo Bknagke Bblbpatb WabnoH 3anycka aKcnepuMeHTa
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TwoStep/Hidrolysis Probes/[]leyxwazoebili uyukn. HaxaTb
kHonky New/Hoebiu.

— BbibpaTtb TMN poTopa. NocTaBuTb OTMETKY B OKOLUKE PSAOM C
Hagnuceto No Domed 0.2ml  Tubes/Locking ring
attached/Konbuyo 3akpenseHo.

— Haxatb kHonky Next/[anee.

— BbibpaTb 06bEM peakunoHHon cmecn: Reaction volume/O6bem
peakyuu — 25 mkn. Ana npubopa Rotor-Gene 6000 gosmKHO BbITb
OTMEYEHO OKOLLKO 15 1]} oil layer volume/
15 uL o6em macna/eocka.

— Haxatb kHonky Next/[Janee.

— B BepxHen 4actm okHa HaxaTb kHonky Edit profile/Pedakmop
npoapurs.

— 3apatb cregyowme napaMmeTpbl IKCNepuMeHTa:

Tabnuua 7
NMporpamma amnnudcgpukaumm SBV
° N3mepeHue KonuyecTtBo
Uwnkn Temnepartypa, °C Bpems dnyopecueHLmm T
Hold 1/ Ygepx. 50 30 MUH B 1
Temn-pbl 1
Hold 2/ Ygepx. 95 15 MUH B 1
Temn-pbl 2
: 95 10 c -
LlMKgﬁc[.:)I(I)ntaHl;e 1 60 20¢c — >
72 10c -
95 10c -
Cycling 2/ FAM/Green,
LuknnposaHue 2 55 20c JOE/Yellow 40
72 10c -

— HaxaTtb gBaxabl kHonky OK/[a.

— B HwmwkHem 4actMu okHa HaxaTb KkHonky Calibrate/Gain
Optimisation/Onm.ypo8Hs1 cu2H. B OTKpbIBLLEMCSI OKHE HaXaTb
kHonky Calibrate Acquiring/Optimise Acquiring/Onm. [Jlemek-
MbIx, BblopaTb yHkuuto: Perform Calibration Before 1st
Acquisition/Perform Optimisation Before 1st
Acquisition/BbinonnHumb onmumu3sayuro npu 1-mMm waee
demekyuu. [nsa oboux kaHanoB yCTaHOBUTb MapameTpbl Min
Reading/Munum. CuzHan — 5Fl n Max Reading/Makcum.
CuaHan — 10 Fl. OkHO 3akpbITb, HaXxxaB KHOMKy Close/3akpbimb.

— HaxaTtb kHonky Next/[anee, 3anyctuTb amnnuuKkaLumio KHOMKOW
Start run/Cmapm.
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— J[laTb Ha3BaHWe 3KCNepPUMEHTA U COXPaHUTb ero Ha ANCKE (B 3TOM
dhanne bygyT aBTOMaTUYECKM COXPaHEHbl pe3ynbTaTbl JaHHOro
aKcnepumMeHTa).

B npouecce paboTbl amnnundukaTopa Unnm No OKOHYaHUU €ro
paboTbl HEOOBXOANMO 3anporpaMmmMmMpoBaTh MOSIOXKEHNE NMPOBMPOK B
potope. [Ona 9TOr0 Hago uvcnonb3oBaTb  KHonky  Edit
samples/llpaeka obpa3uyoe (B HWXHEN NPaBON 4YacTM OCHOBHOIO
okHa). Bce uccrnegyemble obpasubl M KOHTPONM 0603HAYNTL Kak
Unknown/O6paseuy.

b.AHanu3 pe3ynbTaTtoB

AHann3 rMoslydeHHbIX pe3ynbTaToB MNPOBOAAT BPYYHYL, C
NOMOLLbI MporpamMmHOro obecnevyeHusi npubopa, UCNonb3yemMoro
ana npoeegeHna OT-TILP ¢ geTekunen B pexmme «peanbHOoro
BPEMEHMNY», UNN B aBTOMATUYECKOM pexume, ¢ ucnosnb3oaHnem MO
FRT Manager.

AHanus pe3ynbraTtoB no KaHany FAM/Green:

- Haxatb B MeH kHOMKy Analysis/AHanu3, BblbpaTb pexunm
aHanm3a Quantitation/KosnuyecmeeHHbIlU, HaxaTb  KHOIKY
Cycling A. FAM/Cycling A. Green, Show/llokazams.

— OTMeHuTb aBTOMaTH4eckumn Bblbop Threshold/fMopoe.

- B MEHIO OCHOBHOIO OKHa Quantitation
analysis/KonuyecmeeHHbIU aHanu3s OOIMKHa ObITb
akTmsmpoBaHa kHonka Dynamic tube/JuHamu4.cpoH n Slope
Correct/Koppek. yKrioHa.

—~ BbibpaTtb nuHenHyro wWkany rpaduyeckoro  M3obpaxeHus
pe3ynbTaTtoB, HaxaB KHOMKY Linear scale//luHeuHass wkana, B
HWKHEW 4YacTu OKHa cnpaBa (ecnv 9Ta LWKana akTMBHa Mo
yMOJSIl4aHUIO, BMeCTO KHornku Linear scale//luHeuHasi wkana
BUAHa KHorka Log scale//loe.wkana).

- B MEHIO OCHOBHOIO OKHa More settings/Outlier
Removal/YcmpaHeHue ebibpocoe ycTaHOBUTbL 3HadeHne NTC
threshold/flopo2 ®oHa — NP (NTC) — 10%.

— B mento CT Calculation/BbryucnieHue CT (B npaBon YacTu OKHa)
BbicTaBuUTb Threshold/flopoe = 0.05.

B Tabnuue pes3ynbTaToB (OKHO Quant.

Results/KonuyecmeeHHble Pe3ynbmamnil) NOSABATCA

3HayeHuqa Ct.
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AHann3 pesynbtatoB _no kKaHany JOE/Yellow npoBecTu
aHanorMyHo aHanudy pesynbtatoB no kaHany FAM/Green B
COOTBETCTBUWN C HACTPOMKaAMU, yKa3aHHbIMU B Tabnuue Huxe.

Tabnuua 8
Threshold/ | Dynamic tube/ Slope Correct/ Mo_re Settings/
Kanan Koppekr. Outlier Removal/
Mopor OvHamunuy.cpoH
YKIOHa YcTpaHeHue BbIOpocoB
FAM/Green 0,05 BKIOYEHa BKITlOYEHa 10%
JOE/Yellow 0,1 BKIMOYEHa BKIOYEHa 10%
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NMPUNOXEHUE 2

OBPATHAA TPAHCKPUNUMA U AMIUIMOUKALUUNA C
OETEKUMEN B PEXXUME «PEANBbHOINO BPEMEHW», AHANU3
PE3YJIIbTATOB INPU NOMOLUU NMPUBOPOB iCycler iQ uniCycler
iQ5 (Bio-Rad Laboratories, Inc. («<bno-Pap llTabopaTopu3s, UHK.»),
CLWA)

A.lMpoeepeHue OT-NMLUP v geTtekuuu chnyopecueHTHOro curHana
BknounTb npubop n BNok NnutaHns onTuyeckon vactu npunbopa.
[MpoBOAUTL M3MepeHusa He MeHee 4yem 4yepe3 30 MUMH nocne

BKMNIOYEHUST ONTUYECKOM YacTu npubopa.

OTKpbITb Nporpammy iCycler.
3agaTb CxeMy nraHweTa — pacrornoXxeHne npobupok B Moayne u
n3mMepeHne oryopecLEeHTHOro curHana:

- [Ons npubopa iCycler iQ5 B okHe Selected Plate Setup moaynsa
Workshop HaxaTb kHornky Create New mnnu Edit. PegaktnpoaTtb
cxemy nnaHweta B pexume Whole Plate loading. B onunmn Select
and load Fluorophores 3agatb namepeHue onyopecLUeHTHOro
curHana Bo Bcex npobupkax no kaHanam FAM un JOE. 3apgatb
obbem peakummn (Sample Volume) 25 mkn, Tmn Kpblwek (Seal
Type): Domed Cap, Tun npobupok (Vessel Type): Tubes.
CoxpaHuTb 3agaHHY0 CXeMy NnaHLweTa, HaxkaB KHOMKy Save&Exit
Plate Editing.

- Ona npubopa iCycler iQ B okHe Edit Plate Setup mogyns
Workshop B onuun Samples: Whole Plate Loading 3agatb
CXEMY pacnonoxeHusi obpasyoB B peakuMOHHOM Moayne Wt
yKasaTb UMs Kaxgonm npobbl B okHe Sample Identifier. B onuuu
Select and load Fluorophores 3agaTb u13MepeHue
donyopecLeHTHOro curHarna Bo Bcex npobupkax no kaHanam FAM
n JOE. CoxpaHuUTb CXeMy nnaHweTa, 3agaB uMsa danna B OKHe
Plate Setup Filename (c pacwmpeHnem «.pts») n HaxxaB KHOIMKY
Save this plate setup (B BepxHeW 4actu 3kpaHa). HasHaunTb
MCMNONb30BaHNE OAaHHOW CXeMbl MNIiaHLWeTa, HaxaB KHornky Run
with selected protocol.
3agatb nporpammy amnnudunkaunu:
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Tabnuua 9

MNMporpamma amnnudmkauum SBV
U Temnepatypa, °C Bpems U3mepeHune KonuyecTtBo
’ chnyopecueHuumn LIMKIIOB
1 50 30 MUH — 1
2 95 15 MUH — 1
95 10c -
3 60 25¢c - 5
72 25¢c —
95 10c -
4 55 25¢c FAM, JOE 40
72 25¢c —

Ons npnbopa iCycler iQ5 B okHe Selected Protocol mogyns
Workshop HaxaTtb kHonky Create New wnm Edit. 3apatb
napamMmeTpbl amnindukaumm n COXpaHnTb NPOTOKON, HAXKaB KHOMKY
Save&Exit Protocol Editing. lNpun nocnegyrowmx nocraHoBKax
MOXHO BblbpaTb dann ¢ aton nporpammon B 6noke Protocol (no
yMOn4aHuio doannbl NPOTOKONOB COXPaHAKTCA B Nanke Users).
[ns npubopa iCycler iQ BbibpaTb onuuto Edit Protocol mogyns
Workshop. 3agate napameTtpbl amnnudukaumm (KOM4ecTBoO
LMKNOB, BpEMSA U TEMNepaTypy LUMKIMPOBaHKS), a B OKHE cnpasa
yKasaTb Lar cuuTbiBaHUs priyopecueHTHoro curHana: Cycle 3 —
Step 2. CoxpaHnTb NPOTOKOI, 3a4aB UMs dpanna B okHe Protocol
Filename (SBV.tmo) n HaxaB kHonky Save this protocol (B
BEpXHen YacTu aKkpaHa). Npu nocrnenyowmx NoCTaHOBKaX MOXHO
BblbpaTb (hann ¢ aTon nporpammon B 3aknagke View Protocol B
mogyne Library. BblbpaB wunn oTpedakTMpoBaB  HYXHYHO
nporpaMmmy, HasHauYMTb €€ MCMNOoSfib30BaHWE, HaXkaB KHOMKYy Run
with selected plate setup.

[TomecTnTb NpeaBapuTENbHO NOArOTOBIIEHHbLIE ANA NPOBEAEHUS

OT-MNLUP npobupkun B Mmoaynb B COOTBETCTBUM C 3aJaHHON CXEMOM.

3anycTuUTb BbINOSIHEHME BbiBpaHHO nporpaMmmbl SBV ¢ 3agaHHON

cXemMou niaHLleTa.

Ons npubopa iCycler iQ5 nepen 3anyckomM BbINOSTHEHUS
nporpaMmmbl criegyeT MpoBeEpUTb MPaBUSTIbHOCTb  BbIOPAHHOMO
npoTtokona (Selected Protocol) n cxembl nnaHweTta (Selected
Plate Setup). [Ins 3anycka HaxaTb KHOMKY Run. BblbpaTb Ans
namepenHuns akropos nyHok BapuaHTt Collect Well Factors from
Experimental Plate. HaxaTb kHonky Begin Run, gate Ha3BaHue
aKcnepumeHTa (B 9ToM doanne byayT aBToMaTU4ECKM COXPaHEHDI
pes3ynbTaTbl 4aHHOro 3KcnepumeHTa) u HaxaTtb OK.
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Onsa npunbopa iCycler iQ nepeg 3anyckoM BbINOSTHEHNS
nporpamMmbl B OkHe Run Prep cneayet npoBepUTb NPaBUiibHOCTb
BblIBpaHHOro MMeHN NPOTOKOMAa N cxeMbl NnaHweTa. BoeibpaTtb ans
n3mepeHna pakTopoB NyHOK BapnaHT Experimental Plate B MeHto
Select well factor source. 3agatb 00beM peakLUMOHHOW CMecK B
okHe Sample Volume — 25 mkn. [na 3anycka HaxaTb KHOMKY
Begin Run, gatb Ha3BaHWe akcrnepumeHTa (B 9ToM channe éyayT
aBTOMaTUYEeCKN COXPaHEHbI pesynbTaThl OaHHOro
akcnepumMmeHTa) u HaxaTb OK.

[Mlocne  oOKOHYaHUA nporpamMmmbl NMPUCTYMNNTb K aHanmsy

pe3ynbTaToB.

B.AHanus pe3ynbTtaTtoB

3anyctntb nporpaMmMy W OTKPbITb ann c pesynbTatamu
aKkcnepumeHTa. [inga aToro:

[Ons npubopa iCycler iQ5 BbibpaTb HYXHbIM hann ¢ AaHHLIMA
aHanunsa B okHe Data File mogyna Workshop v HaxaTb KHOMKY
Analyze.

Ona npnbopa iCycler iQ B mogyne Library aktuBMpoBaTb OKHO
View Post-Run Data. B okHe Data Files BbibpaTb HY>KHbIN hans
C AaHHbLIMW aHanm3a n HaxaTtb KHornky Analyze Data.

[MpoBecTn aHanu3 pesynbTatoB no kaHanam FAM un JOE ansa
KaXXQoro KaHamna no OTAENbHOCTW, aKTUBUPYS KHOMKY C
Ha3BaHMeM COOTBETCTBYHOLWEro driyopodopa.

B pexume aHanusa gaHHbix PCR Base Line Subtracted Curve
Fit (BblOMpaeTca NoO yMOSYaHMI0) NOOYEpPenHO And Kaxdoro
KaHana yCTaHOBUTb MOPOroByo JIMHUIO, ABUras ee KypCcopoMm rnpu
HaXaToM NneBOW KHOMKe Mbin, Ha ypoBHe 5-10% ot
MaKCUManbHOro 3HavyeHusi priyopecueHTHOro curHana obpasua
K+. INpu aTOM noporoeas NMHUA OOJIKHA NepecekaTb TONbKO
S-o6pas3Hble KpuBble HAKOMMEHUS curHana nonoXNTEeNbHbIX
obpa3uoB U  KOHTPOMNEW Ha  y4vyacTKe  XapaKTepHOoro
9KCMNOHEHUManbLHOro nogbema dpriyopecueHuumn, nepexogsiiero
B JIMHENHbIN NOOBEM U HE nepecekaTb 6a3oBYyO NNHUIO.

[MpumevaHne — YTobbl BbigeNUTb rpadmk obpasua «K+» (unun gpyroro
Xernaemoro obpasLa) ycTaHOBUTb Kypcop B CXxeMe nriaHweTa, mbo B
Tabnuue pesynbTaToB.

BbiBecTn Ha akpaH Tabnuuy pesynbTaTtoB CO 3HadeHusimu Ct,
HaxaB kHonky PCR Quant (iCycler iQ) unn kHonky Results
(iCycler iQ5).
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NMPUNOXEHUE 3

OBPATHAA TPAHCKPUNUMA WU AMIUJIMOUKALIMA C
OETEKUMEWN B PEXXUME «PEANIbHOIO BPEMEHW», AHATIU3
PE3YJIbTATOB MNMPU NOMOLUU NMPUBOPA CFX96 (Bio-Rad
Laboratories, Inc. («<bno-Pag Jllabopatopus, UHK.»), CLLUA)

A. TMpoBepeHne OT-MUP wu petekumn rnyopecueHTHOro

curHana

—  Bknountb npubop 1 3anyctutb nporpammy Bio-Rad CFX Manager.

—~ B craptoBom oOkHe Startup Wizard Heobxogumo BbiOpaTb
nosmyuto Create a new Run/Experiment (unm B meHwo File
BblbpaTb New 1 ganee Run.../Experiment...). Haxatb OK.

— B okHe Run Setup BbliOpaTb Bknagky Protocol n HaxaTb KHOMKY
Create new.... B nossuswemcs okHe Protocol Editor — New
3apgatb  napameTpbl  amnnudpukaumn.  3agatb  00bem
peakumoHHon cmecn Sample Volume — 25 mkn.

Tabnuua 10
MNMporpamma amnnudumkaumm SBV
Lnkn Temnepatypa, °C Bpemst U3mepeHne Konun4yectBo
’ c¢nyopecueHUumn LUMKNOB

1 50 30 MuH — 1
95 15 MWH — 1
95 10c —

2 60 25¢ — 5
72 25¢c —
95 10c —

3 55 25¢c FAM, HEX 40
72 25¢c —

BHUMAHWE! [1na kaxaoro wara aTanoB LMKINPOBaAHUA, HaXaB Ha
KHOMKy Step Options, 3agaTb CKOPOCTb HarpeBaHus/oxnaxgeHus
Ramp Rate 2,5 °C/sec (cm. puc. Huxe). HaxaTtb OK.

1 50,0 C for 30:00

2 850 C for 15:00
— 3 850 C for 0:10

Slow Ramp Rateto 2.5 C per second
4 600 C for 0:25

Slow Ramp Rateto 25 C per second
B 720 C for 0:25

Slow Ramp Rateto 2.5 C per second
€ GOTO 3. 4 more times
7850 C for 010

Slow Ramp Rateto 2.5 C per second
8 B850 C for 0:25

+ Plate Read

Slow Ramp Rateto 25 C per second
8 720 C for 0:25

Slow Ramp Rateto 2.5 C per second
— 10 GOTO 7., 39 moretimes

L1
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CoxpaHutb npoTtokon: BblbpaTe File n ganee Save As B OKHe
Protocol Editor New, BBecTn uma panna, Haxxatb CoxpaHums.
3agatb cxemy nnaHweTta. Bo Bknagke Plate HaxaTb KHOMKY
Create new.... B nosBuBLiemcs okHe Plate Editor - New 3agaTb
pacnonoxeHune npobupok B Moayne. HaxaB kHonky Select
Fluorophores, BbiOpaTb ranoykamm B KOJioHke Selected
donyopodopsbl: FAM, HEX n HaxaTb OK. B meHtio Sample type
BblOpaTb Unknown pana Bcex o6pasuyoB. 3atem 3agatb
ranodykamm B KOJSIOHKe Load (B npaBon 4acTu OKHa) U3MepeHue
donyopecuUeHTHOro  curHana ansg  Bcex obpasuoB nNo
HeobxoamMMbiM KaHanam. B okHe Sample name 3agaTb Ha3BaHue
obpasuos, npn aTom napameTp Load gorkeH 6bITb OTMEYEH
rano4kou.

CoxpaHunTb cxemy nnaHweTa: BolbpaTb File n ganee Save As B
okHe Plate Editor New, BBecTM umMa ddanna, HaxaTb
CoxpaHums.

BeibpaTb Bknagky Start Run. OTKpbITb KpbILWKY Nnpubopa, Haxas
kHonky Open Lid. NomecTuUTb peakunoHHbIE NPOBUPKM B SHENKN
amnnudukatopa B COOTBETCTBUM C  NpedBapUTESIbHO
3anporpamMMmUpoBaHHON CXeMOW nNriaHweTa. 3akpbliTb KPbILKY
npubopa, Haxas kHonky Close Lid.

BHUMAHMUE! Cnegute 3a 1em, 4yTobbl Ha CTEeHKax NPoOGUPOK He
OCTaBanocCb Kaneflb, TaK KaKk nMageHne Kannam B npouecce
aMmnnMukaumMm MoXeT NpuBecTn K cOOK curHana m YCroXHUTb
aHanua pesynbTaTtoB. He nepeBopavnBanTe nNpobupkn (CTpunbl) Npu
yCTaHOBKe B npuoop.

3anycTuTb BbINOSIHEHWE BbIOPAHHOW NporpamMmbl C 3a4aHHOM
CXEMOW nnaHweTa, HaxaB Ha KHoMKy Start Run, BbiOpaTb
OVPEKTOPUIO ONA COXpaHeHuda hanna nocTtaHOBKWU, BBECTU NUMH
danna, HaxaTb CoxpaHumeb.

b. AHanus pe3ynbTaToB

3anyctnTb NporpamMmy, OTKPbITb COXPaHEHHbIN hann ¢ AaHHbIMU
aHanusa. [ns atoro BblbpaTtb B MeHio File, 3atem Open u Data
file n BbIGpaTh HEOGXOANMBIN haws.

B okHe Data Analysis Bo Bknagke Quantification
npeacrtaBfieHbl  KpvBble  OJiyopecueHunn,  pacnosnoXxeHue
NpoOupoOK B nnaHweTte n Tabnmua co 3Ha4YEeHUsIMU NMOPOroBbIX
LMKITOB.

ana KaXkqoro KaHana npoBepuTL NpaBUIIbHOCTb
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aBTOMaTU4yecKoro Bblbopa Noporosoun nNuHUK. loporosas NUHUSA
(Threshold) pomkHa nepecekaTb TONbKO  S-obpasHble
(curmoobpasHbIe) KpMBbIE HAKOMMNEHNSA CUTHaNa NoNoXUTENbHbIX
obpa3uoB M KOHTPONIEM Ha  ydacTKe  XapaKTepHOro
9KCNOHEHUMansLHOro nogbema drnyopecueHuumn, nepexogsiiero
B NIMHEWHbIN NOABLEM, WU He nepecekatb 6asoByl0 nNuHUIO. B
cny4ae ecnun 9T0 He Tak, HeobXoAUMO YCTaHOBUTb MOPOroBYHO
NNHMIO BPYYHYLO Ha ypoBHe 5-10 % OT MakcuManbHOro ypoBHS
donyopecueHunn, nonyyvyeHHoro ana obpasua K+ B nocnegHem
LUKIe amnnndukaumm, npym Tom, 4to rpaduk doryopecueHunm K+
NnokasbiBaeT XapakTepHoe 3KCMOHeHuunaribHoe HapacTaHue
donyopecueHTHOro curHana.
MpumeyaHne — YToObl BblgenuTb rpaduk obpasua «K+» (Mnm
apyroro xenaemoro ob6pasua), YCTaHOBUTb Kypcop B CXeme
nnaHweTta nNnMbo B Tabnuue pesynbTaTos.
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CUMBOIJbl, UCMOJNb3YEMbIE B MEYATHOW NPOOAYKL NN

REF Homep no kaTanory A OCTOpPOXHO!

Copepxnmoro
JOoCcTaTo4YHO Ans
npoBeaeHns N TeECTOB

LOT Kop naptum

[lata nsrotoBneHus Mpenen TemnepaTtypbl

VER Jlata nameHeHus 2 Mcnonb3oBaTtb A0

- He ponyckatb
N3rotosutennb = \\ BO30eNCTBUSA
W CONHEeYHoro ceeTa

3Hak obpauwieHna Ha pbiHke P®

@ E 5
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