BET OAKTOP

HNHCTPYKIUA
no npuMeHeHnio Hadopa peareHToB «[IIP-APTEPUUT-®AKTOP» nas
oisiBjieHus PHK Bupyca aprepunrta jsomapeii (Equine arteritis virus) B
0M0JIOrHYeCKOM MaTepHaJie OT ;KHBOTHBIX MeTO10M COBMeEIICHHOM peakuun
00paTHOIi TPAHCKPUINIIMH U NMOJIMMePa3Hoii HenHoil peakuuy ¢ ¢guiyopecueHTHOI
JAeTeKIHell B pe:xuMe pealibHOr0 BpeMeHH
(OT IIIIP PB)

TV 21.10.60-326-51062356-2022
JIst TMAarHOCTHKH iN Vitro



Conep:xanue

(03107 (oT0) Qwle) & o101 (5321202 PP P TP PR PSR 3
1. HABHAUCHHEC .....c.eoiviiiiiiiiiiiciis e e s 4
2. XapaKTEPUCTUKA HADOPA ..evvevrerreriririiarisieaiieiesr st sttt e s s sresre s e nne e 4
3. AHAIUTHYECKUE XAPAKTCPUCTHKH ....vervivireaneasresissesseasesseassesessessessessessesssssesssensenns 6
4. MepPBI IIPEIOCTOPOIKHOCTH ... vevvenresresresressessesseassessessessessessesseassessesressessesssssesnnesnesnens 6
5. MaTepHabl B O0OPYIOBAHHEE. ......cvirverriarerreaieaseessesressesressesssesessesressesresseasseseesnennesns 7
6. Basarue n 00paboTka MaTepuaa, TPAaHCIOPTUPOBAHHUE M XPAHEHHE MTPOD............... 8
7. TIPOBEICHUE AHAIIHBA .....cvverveeieesteasteasseausesaeasseasseassesssesssesseesbeesbesssessesnsesssesseasseans 10
8. HHTepnpeTanus Pe3yIbTATOB QHATIHIBA +...veivverreereerensressnessessseessessseansesnsesseseesseens 11
9. VCHOBHS TPAHCTIOPTHPOBAHFIT «....venvesrenresneesneesseesneessessnessnsssesssesssesssesnsessnensessseens 13
10. VCITOBHS XPAHEHHS. ... vevvereenreesreesrensnesseesseesseassesssassssseesseesseessesssessnssnesssesssesnsesnns 13
11, CPOK TOIMHOCTH ... vevveieesieeateesseesseessesssesseesteesseenseesneansesseesneenneebeesnesseesneesreenreenneanns 13
[Mpunoxenune 1. Pacyer 06beMOB peareHTOB Ha Pa3In4HOE KOJMYECTBO PEAKLU ..... 14
[Mpunoxenne 2. Ilopsmok pabotel Ha mpubopax Rotor-Gene 3000/6000 (Corbett
Research, ABctpanus) u Rotor-Gene Q (QIAGEN, I'epMaHus). ........ccvveveveveniennenne, 15
[Mpunoxenne 3. [opsinok padoter Ha npubope AT-96 (JJHK-Texnonorus, Poccus)..21
[Mpunoxenne 4. Iopsinok pabots! Ha mprbope CFX96 (Bio-Rad, CLIA).................. 23
[Mpunoxenne 5. [opsgok padotel Ha npudope LightCycler® 96 .........cccvevvveiennenne, 26
[Tpunoxenne 6. JINCT BHOCUMBIX H3MEHEHMH .......veerveiiiiiiriiiiiiisec e 33
2

Bepcus 1.8 ot 28.09.2022



Cnucok cokpaieHuii

BKO BHYTPEHHUI1 KOHTPOJIBHBII 00paser]

K- OTpULATENLHBIN KOHTPOJIb

BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLHUU

K+ MOJIOKUTEIbHBIH KOHTPOJIb

OKO OTpHLATENILHBIA KOHTPOJIBLHBIH 00paser

IIKO TIOJIO>KUTEJIbHBIN KOHTPOJIBHBII 00paser]

[P PB TOJIMepa3Has [eTHas peakuus ¢ (QIyopeCcIeHTHOH NeTeKIrei B
PEKHMME peabHOTO BPEMEHU

OoT oOpaTtHas TPaHCKPHITLIUS

PHK pUOOHYKIIEHHOBAsT KACIIOTA

HK HYKJIEHHOBAs KUCJIOTa

CII CaHUTapHBbIC IIpaBUIIA

\% 0% METOAUYECKHE YKa3aHHs
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1. Hasnauenue

Habop pearenToB mpemnasnaden ans BeliBieHuss PHK Bupyca aprepumra
nomaneit EAV (Equine arteritis virus) B 6monornaeckoM marepuae (HOCOTIOTOYHBIC
CMBIBBI, CMBIBBI M3 IIOJIOBBIX OPraHOB, U3 NPSIMOI KHUILIKH; LeJbHAs KPOBb, CEJIC3CHKA,
JIeTKKe, TeYeHb, IUIAlCHTa, NUMGOY3Ibl, crepma, (eKalud, Moda), a TaKkKe B
KyJIbTYpaX MHKpPOOPIaHM3MOB, CMBIBaX C IIOBEpXHOCTEH MeETOJOM OOpaTHOM
TpaHckpunuun u ammudukamuu kAHK ¢ ¢dunyopecuenTHol netexnueil B pexume
peabHOTO BPEMEHH.

2. XapakTepucTuka HaGopa
2.1 llpunuun geicTBust

Habop peareHTOB OCHOBaH Ha HCIOJb30BAaHUM JABYX MOCIEI0BATEIBHBIX
peakuuii: obpatHoil TpaHckpumniuu BupycHod PHK mns monywenuwss k/IHK wu
MOJMMepa3Hoil LEMHON peakuuu I aMIunukanu ¢pparmMenrta noiaydeHsoi kJHK
Marpuipl. O0e peakuuu MPOBOAATCS MocieaoBarensHo B oquoit [1LIP-npobupke (one-
tube), 4To cokpalaeT u YyIpoIaeT Npoueaypy aHanu3a, CHIKaeT PUCK KOHTAMHHAIINH
n oumbok npu nepenoce kJIHK B npyryto npooupky st [THP. [eTekuuns npoaykToB
aMITTH(UKAIUN OCYIIECTBIISICTCS B PEKUME PEATbHOIO BPEMEHH C HCIOJIb30BAHUEM
MPUHIONIA BBIMETICHUS (UIyOPECIEHTHOH METKH Ha 5' KOHIE OJMTOHYKICOTHIHOTO
30HI1A.

HabGop moszBomsier cnenupuiyeckun aMIompUIIUPOBATE (PparMeHT TeHOMa
BUpyca apTepunTa jJomanaeii EAV 1 reHoma BHyTpEeHHETO HOJIOKUTEIEHOTO KOHTPOJIS
(bakreprodara MS2) B MyNbTHUILIEKCHON TTOIAMEPA3HOH ETTHOM PeaKIui.

2.2 CocraB Hadopa

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

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

CocraB Habopa npuBeneH B Tabmumax 1 u 2.

IIpOoTOKOII BBIXOJHOI'O KOHTPOJIS JOCTYICH II0 3aIIpoCy.
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Ta6ymma 1. Kommurekt Nel s mposenenus [T1P:

O0beM, MKII K
oI1-
Ne CocTaB KOMILJICKTa Ornrcanue Ha 55 Ha 110 5o
peaxuuit peaxuuii
CMech [T IPOBEICHUS npo3payHas
1 I11LIP, OecrBeTHAS 275 550 1
1P CMECBH EAV SKHIKOCTL”
Bydep mnst mpoBenenus mpo3payHas
2 [P, IIIP BY®EP OecuBeTHAS 550 1100 1
EAV JKHJIKOCTD
npo3payHas
Cmech epMeHTOB,
3 RT PCR ENZ. OeclLBEeTHAs BI3Kas 45 90 1
JKHJIKOCTD
mpo3payHas
Bydep s pazBenenns
4 PHK, PHK BY ®EP OecrBeTHAsA 500 1000 1
JKHJIKOCTD
Tabmmmna 2. Kommurekt No2 KOHTpOJIBHBIE 00pa3IH:
o O0BbeM, MK Kou-
Cocrap KOMIIIEKTa Omnucanne Ha 55 Hall0 5o
peaxuuit peaxuuit
Buyrtpennuit po3payHast
1 | koHTpoNBHBII OOpaszerl, OecreTHast 550 1100 1
BKO M1 KUAKOCTD
OTtpunarenbHbIN po3payHast
2 KOHTPOJBHEIN 00pasert, OecuBeTHAs 1500 2000 1
OKO (TE 6ydep) * HKUIKOCT
TTonoskuTENLHBIN po3payHast
3 KOHTPOJBHEIN 00pasertr, OecLBeTHAs 100 200 1
IIKO EAV JKUJIKOCTh

B HaGop He BxomsaT peaktussl Aist okctpakuud HK. Breinenenne PHK moxet
MIPOBOJUTHCS, HAPUMED, C MTOMOIIBI0 HAOOPOB Ha OCHOBE COPOIIMOHHOTO METOMA, B
cOCTaB KOTOPBIX BXOIWT CHIIMKAa WM MHKPOLEHTPU(YXKHBIE KOJIOHKH, HAOOpOB Ha
OoCHOBE (PEHOI-XJIOPOHOPMHON DKCTPAKIMK H T.II. PeKOMEHAyeTCs HCIOJIb30BaTh
Habop «/JHK/PHK-C-®AKTOP» nibo aHanoruaHbIii.

*
Bo3MoskHa nerkas onajecieHIus

1 Bmecro OKO jomyckaercs HCIONb30BaHHE  (DH3HOIOrMYEcKoro  pactopa, TE-Gydepa,
JUCTHUTNPOBAHHON BOJBI. PeareHThl JODKHEI OBITh YHCTHIMU M CTEPHIIBHBIMH. 3alperiaeTcs UCIoIb30BaTh

3a0ydepeHHsblil HU3HOIOrnuecKuid pacTBop!
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3. AHajguTHYeCKHE XapaKTEePUCTUKH

ITokazaHo OTCyTCTBHE HeCHENM(PHUUECKHX pPEaKIui KOMIOHEHTOB Habopa B
orHomeHnn HK npyrmx MEUKpoOpraHm3MoOB: BHPYCOB HWH(PEKIMOHHON aHEMHUH
Jolnaei, rpuIla, naparpunmna 3 Tuma, potaBupyca, oaktepuii Yersinia enterocolitica,
Yersinia pseudotuberculosis, Campylobacter jejuni, Campylobacter coli, Escherichia
coli, Mycoplasma spp., Leptospira interrogans.

[TokazaHo oOTCyTCTBHE Hecnenn(pUUECKHX peakluid KOMIIOHEHTOB Habopa B
otHomeHnu obpasuos JIHK nomanu, KPC, cBuHBH, coOaky 1 uesioBeka.

4. Mepbl NPeI0CTOPOKHOCTH

Bce pabGoter mo cOopy, TpaHCIOPTUPOBAHHIO W IOATOTOBKE IPOO
OMOJIOTMYECKOTO MaTepHana OT )KUBOTHBIX OCYIIECTBIATh B CTPOTOM COOTBETCTBHH C
tpeboBanusmu CanlluH 3.3686-21 «CaHUTapHO-3THICMHOIIOTHIECKAE TPeOOBaHUS
o TpOoQHIAKTHKE WHPEKIMOHHBIX Oone3Hei» m ¢ TpeOoBaHmsamu [Ipukaza Ne658
MunHCcTepCTBa celabcKkoro xo3siicTBa Poccuiickoit @enepannu ot 24.09.2021 1. «O6
YTBEPXKICHUM BeTepuHapHBIX NpaBWJ  OCYLIECTBICHHS  MPOQPUIAKTUUECKHX,
JIUAaTHOCTHYECKUX, OIPAaHUUUTENBHBIX W HHBIX MEpPONPUSATHH, YCTAaHOBIEHUS WU
OTMEHBl KapaHTHHAa W UHBIX OTrpaHMYCHMH, HaNpaBJIEHHBIX Ha MpPeJOTBpallCHHUE
pacnpoCcTpaHeHHs U JTUKBUAALUIO 09aroB BUPYCHOI'O apTepUHUTA JIOIAAEH».

HccrnenoBanue NpoOBOAMUTCS B JIBA dTamna B JABYX OTAEIBHBIX MOMELICHUAX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1aboOpaTOpHid,
UCTIONB3YIOMMX METOAbl aMIUIM(GUKAIWK HYKICHHOBBIX KHCIOT TIpH padore ¢
MaTepualioM, COJCpXKAIlUM MHKPOOPTaHU3MBI -1V TPYNI NaTOreHHOCTW». Bce
nmabopaTtopHOoe 00OpyIOBaHHE, B TOM YHWCIE J03aTOpBI, INTATHBBI, J1a0OpaTopHas
MOCyJa, a TaKke paboyne peareHThl M PacxoHbIE MaTepUalIbl J0JDKHBI OBITH CTPOTO
CTalMOHAPHBIMU. 3aIPEIaeTCsl UX MEPEHOC U3 OJHON 30HBI B IPYTYIO.

[Iporiecc wmccnenoBaHUs —SABISIETCS CTPOTO  OJHOHANpPABIEHHBIM, paboTy
cleqyeT HauWHATh B 30HE MOATOTOBKM MaTepualia, MPOJ0JDKATh B 30HE IKCTPAKIMU
HYKJICMHOBBIX KHCJIOT, 3aTeM B 30HE aMIUIM(UKaIWH. 3amnpemaercs BO3BPaIIaTh
00pasIsl B 30HY, B KOTOPOH OblIa MPOBECHA MPEAbIAYIIas CTaaus MpoIiecca.

PaboTtaTth TONBKO B OJHOPA30BBIX IEpUATKaX, HCIONB30BAaTh W MEHATH INPH
KaX/101 omepanuu oJHOPa30Bble HAKOHEUHUKH C a3PO30JIbHBIM 0apbepoM.

OnHOPa30BYIO TUIACTUKOBYIO TOCYy (IIPOOMPKH, HAKOHEUHUKH) cOpackiBaTh B
CHeLUaIbHBI KOHTEHHEp, CoAepKallui Je3NH(OUIMPYIOIMA pacTBOp (HanmpuMep,
0,2% HaTpueBOI COMM ANXIOPU3OLUAHYPOBOM KUCIIOTHI).

Paboune noepxuoctu B I[P nomenienusix obmyqator YO cserom B Teuenue 30
MHHYT [0 Hadaja W mocyie nposeleHus pador. Taxke mocie OKOHYaHUS padoT
pekoMmeHayeTcsi  oOpabareiBaTh  paboune  MOBEPXHOCTH  JIE3MH(UIMPYIOIINM
pacTBOPOM.

Pa6oune mosepxuocty B I[P momemennax obixydaior YO cBETOM B TeUEHHUE
30 MuUHYT 70 Havala W Tocje TmpoBeaeHus paboT. Takke mocie OKOHYaHHUS padoT
pexoMmeHayeTcs  obOpabaTeiBaTh  pabodne  MOBEPXHOCTH  JAE€3MHOUIHPYIOUNIM
pacTBOPOM.
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5. Marepuajabl H 000py10BaHUe
Juasi 3oubl Boiaeaenuss PHK u3 uccienyembix npoo:

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

e TBeppoTenbHBI TepMocTaT A1 TPOOHPOK THIa «Inmennopd» Ha 1,5 mit ¢
nuana3zoHoM Temneparyp ot 25 1o 99 °C (mampumep, TT-2-«Tepmur» «HIIO JHK-
Texnonorus» Poccus);

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

e  MuxkponenTpudyra ans mpobupok Tuma «AnneHnopd» g0 12 Teic. 00/MIH
(mampumep, «MiniSpiny», «Eppendort», ['epmanns);

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

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

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

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

e  JlepuaTku MEAMIIMHCKUE HEOIYAPEHHBIC JTATCKCHBIE;

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

e EMKOCTb ¢ 1e3UH(UIHMPYIOIIUM CPEACTBOM;

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

e  Xauat mabopaTOpHBI;

o Ha6op ans Beinenenns [JHK (cm. myHKT 2.2).

st 30ub1 npoBenenus INIP ananu3sa:

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

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

e MukpoueHrpudyra-soprexc (Hanpumep «TOTA-2», «brokom», Pocens);

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

e  OpHOpa3zoBBle HAKOHEYHWKH ISl J03aTOPOB IEPEMEHHOT0 o0BeMa C
adpo30bHBIM OapeepoM a0 20, 200 mxa u g0 1000 mxn (Hampumep, «Axygeny,
CIIA).

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

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

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

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

Ipu padore ¢ PHK Heo0xoammMo HCNMOJIb30BATh TOJbKO OIHOPAa30BbIe
CTepH/IbHbIE IJIACTHKOBBbIE PACXOJAHbIe MaTepHaJbl, MMeIOIIHe CHelHAILHYIO
MapkupoBky «RNase-free», «DNase-freey.

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

JlJ1s uccaenoBaHUs UCIIONB3YIOT CIEAYIOIIMI MaTepualt:
e CockoOBI U CMBIBBI CO CIM3UCTBIX HOCOIJIOTKH, CMBIBBI U3 MOJOBBIX OPraHOB, U3
NpPSIMOM KHIIKM OepyT CyXHMH BAaTHBIMHM 30HAaMH. 30HJA C MaTepUaioM MOMEIAI0T
JUISl TPAHCIIOPTUPOBKH B NPOOUPKH CO CTEPHIIbHBIM (DU3HUOJIOTHUECKHM PacTBOPOM
(KOHell OTJIaMbIBAIOT, YTOOBI IPOOUPKY MOXKHO OBIJIO 3aKPBITh).
e  (Dekanuy BECOM 5 T OTOMPAIOT B CTEPUIILHBIN INIACTUKOBBIA KOHTEIHED;
e  Cnepmy, OTOMPAIOT B IUTACTHKOBYIO MUKPONIPOOHpPKY oO6beMoM 1,5 mi
e IlenpHas KpoBb BO BpeMs Jimxopaiakd. Kpop 3abupaercss B mpoOupky c¢ 6 %
OATA u3 pacuera 50 mii pactBopa D/JTA Ha 1 MII KpOBH, 3aKpHITYIO MPOOUPKY C
KPOBBIO HECKOJIBKO pa3 MepeBOPaYNBAIOT;
e  O®parMeHTHl BHYTPEHHUX OpPraHOB W TKaHU (CENe3eHKa, JIerKue, IICYCHb,
muMGOY3IIBI ¥ JIp.) TOMEUIAIOT B CTEPHUIIbHBINA KOHTEHHED;
e  KynpTypsl MUKPOOPTaHMU3MOB B XKHMIKHX Cpelax OTOUPAIOT B CTEPIIIBHYIO Tapy;
e  DbaxTepmanbHble KOJOHHH pecycneHAupyloT B 0,5 M1 (HU3HMOIOTHIECKOTO
pacTBopa;
e [luTtaTenbHbIE Cpeasl OTOMPAIOT B CTEPUIBHYIO Tapy (TBEpAbIE PECYCIEHAUPYIOT
B (PM3HOJIOTHYECKOM PacTBOPE);
e CMBIBBI C TIOBEpXHOCTEH (BHYTPHIAOOPAaTOPHBIX, C IIOBEPXHOCTEH Taphl,
KOPMYILIEK, MECT COJIEp)KaHHs J)KUBOTHBIX U JIp.) OTOMPAIOT B CTEpWIIbHYIO Tapy ¢ 0,5
MJI (PM3HOJIOTHYECKOTO PAcTBOPA.

[omydeHnble 00pa3lbl MOXKHO TPAHCIOPTHUPOBAaTh M XPAHHUTh B CIIETYIOLINX
pexxumax:

- ipu Temmeparype 2 - 8§ °C - B Teuenne 1 CyToK;

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

- IpH TemIieparype He Beimie MuHyc 68 °C - IInTensHO.

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

Ha yemompenue eemepunapho2o épava 00nyckaemes uccie008anue opyeux
61006 Ouomamepuad.

6.2 IloaroToBKa HCCIEXYEMbBIX TPOD

Hocornoro4yHnsle CMBIBBI B COCKOOBI, CMBIBBI M3 IIOJIOBBIX OPTaHOB, M3 HPSIMOI
KHUIIKH, TPOOBI LETBHON KPOBH, KYJIBTYPhl MUKPOOPTaHU3MOB U ITUTATEIbHBIE CPEIbI,
CMBIBBI C IOBEPXHOCTEH HMCHoib3yroT it BbieneHus PHK Ge3 npeaBaputenbHOi
noArotoBkH. CMBIBEI € TOBEPXHOCTEH, B3ATbIE OISl MNPOBEPKH  HATHIHA
BHYTpHJIa00paTOpHOI KOHTAMHUHAINH, BEIICIATE HE HYKHO.

OOpasipl cepMbl CMEIIMBAIOT B COOTHOIICHHWH 1:4 ¢ (U3HOIOrHYECKAM
pactBopoM u TieHTpuyrupyoT npodupky mpu 13000 o6/muH B Teuenme 10 muH,
IIOCJIE YETO YIAJSI0T HaJ0CaJOYHYIO )KUAKOCTh, OCTaBMB B Ipobupke npumepHo 100
MK (ocamok + okunkas ¢pakuus). [lonmyueHHBIH MaTepHal MCHONB3YIOT JUIs
BeiieneHus HK.

W3 TkaHell M OpraHoB BBHIpE3ar0OT HEOOJbIIME KYCOUYKH 10 | T BEcoM.
Pactuparor npoObl B OoTAenbHBIX (ap(OpOBBIX CTYNKax HIM TOMOTEHH3UPYIOT Ha
aBTOMATHUYECKUX TOMOTEHH3aTopax. 3areM rotoBsaT 10% cycneH3uio Ha CTePUILHOM
¢usnonoruyeckoM pactBope win QocdarHom Oydepe. CycleH3HIO TEPEHOCAT B
npobupky oobsemom 1,5 mi u nerTpudyrupyrot npu 2000 06./MmuH B TeueHue 5-10
MHUH. AJWKBOTY HajmocamodHod skuakocTd (0,1 MII) MCHONB3YIOT Ui 3KCTPaKIMH
PHK.

U3  dexammit  (1-5 1) rotoBar 10% cCycneH3Wi0o Ha CTEPHIBHOM
(U3NOTIOTHYECKOM pacTBOpe. B3Bech (exanuii qeKaHTUPYIOT B TedeHUH 5-10 MUHYT.
OTtOupart 1 MII HAMOCATOYHOH KHUIKOCTH M MEPEHOCAT B YHCTYIO MpoOupky 1,5 mur,
uentpudyrupytor npu 5000 o06./mMun Ha ueHtpudyre «MiniSpiny, Eppendorf, B
teyeHue 5 wmuH. Okcrpakuuio PHK n3 ocBerneHHOro skcTpakra exanuii mpoBOIAT
10 BO3MOYKHOCTH, cpa3y. [Ipx He0OX0AMMOCTH XpaHEHHUS 3aMOPaYKHBAIOT.

Mouy mocie cOopa OTCTauBalOT B TeueHHe | yaca, 3aTeM OCTOPOXKHO CIIMBAIOT,
oCTaBJIsisl IPUAOHHYIO YacTh — okono 10 mi. Lentpudyrupyror npu 5000-6000 g 10
MUH, €CJIM 0C3/I0K NMPAKTHYECKN HE BHUAEH, TO B 3Ty K€ NPOOMPKY BHOCAT eme 10 M
Marepualia M OBTOPSIOT IeHTpudyruposanue. HagocagouHyro ®KHUIKOCTh OCTOPOXKHO
CIIMBAIOT, OCTaBUB HaJx ocagkoM mnpumepHo 0,2 wmi  kuakoctu.  Ocajok
peCcyCcleHIupYIOT B OCTaBlIelcs HaxocanouHoil >kuakocty u 100 Mk ero
ucnonb3ytoT s skerpakuun HK. Jlo momydeHus ocajika Mody HeENb3sl OXJIaxIaThb
WIN 3aMOpakuBaTh. ECII HET BO3MOXKHOCTH MCCIIeI0BaTh MOYy B TeueHHe 24 4 rocie
B3sTHS, B oOpasen BHOcAT rimiepuH (B komwmdectBe 10% oT obObema mpoObI),
MEePEeMEIINBAIOT ¥ 3aMOPAXKHUBAIOT.

Ha ycmompenue eemepunapHo2o epava 0onyckaemcst uccied08amue Opyeux
81008 buomamepuana.
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7. TlpoBeneHue aHaJM3a

Anamu3 ¢ momompbio Habopa peareHToB «IIIP-APTEPUUT-®AKTOP»
metogom OT-IILP PB cocrout u3 Tpex 3Tamos:
e okerpakuus HK (Ha 3TOM 3Tane 10omoNHUTENBHO UCHONIB3YIOT PEAKTUBBI JIs
sKkcTpakuuy, Hanpumep Hadop «/JHK/PHK-C-®AKTOP»);
e nposenenue peakuuu OT-IILP PB;
e  ydeT pe3yJIbTaTOB aHAIH3A.
Ilpumeuanue. Peakuus OT-TILP PB npoBonuTcs B 01HOM nmpoOUpKe.

7.1 Dkerpakuus (Boiaeaenne) HK u3 uccieayemsix npoo

OT00paTh HEOOXOANMOE KOIUIECTBO OJHOPA3OBHIX MIPOOHPOK 0O0BeMOM 1,5 M,
BKITIOYasi OTPUIATENIbHBII KOHTPOJIb BEIAEICHUS. BHECTH BO BCe MPOOHMPKH, BKITIOTAS
npobupky amst OKO, o 10 mxr BKO M1.

Brectn uccnenyemsle mpoObl B 00beMe COINIACHO MHCTPYKLIUH K HaOOpy st
BeigeneHnss HK, B mnpoOupky OTpUIATENbHOTO KOHTPOJIS BBIACJICHUS BMECTO
uccneayemoii npoosl Brectd OKO? (npo6upky 0603Ha4nThL Kak BK-).

Boimenate HK w3 aHamusupyeMbIX M KOHTPOJIBHBIX OOpa3LlOB COIJIaCHO
MPOTOKOJIY HHCTPYKIIMHU NMPOU3BOANTENS Habopa st Bbinenenus HK.

Breigenennyro PHK moxxHO Xpanuth 70 3 wacoB npu temmeparype ot 2°C 1o
8°C mnu B TeueHue MecsIia pu TeMmreparype He Boliiie Munyc 70°C.

7.2 TMoaroroBka o6pa3uoB k nposeaenuio [P
OO0muii 00beM peakMOHHOM cMecH - 25 mkJ1, 00beM PHK-nipo6s1 - 10 M.

VYcenemHoe NpoXoXIEHUE peakUud KOHTPOJIUPYIOT ucnonb3oBanueM I[MKO
EAV, BKO M1 u PHK Bydep.
Ilpumeuanue. Jlomyckaercs pa3MOpaXMBaHHE PEareHTOB M3 Habopa mepen padoToi
mpu temnepaTtype He Beime 40°C (¢ ucmonp3oBaHueM TepMocrtara). IIporpeBanme
npodoupkn RT PCR ENZ kareropnyecku 3anpeieHo.
B otnenbHO# mpoOupke cMenaTh KOMIIOHEHTH Habopa U3 pacdyeTa Ha Kaxaylo
peaxIuIo:

10 mxa ITIP BY®EP EAV
5 mka I[P CMECH EAV
0,75 mxan RT PCR ENZ

[lepemernath cmech Ha BOpTEKCE M COPOCHTH KallIM KPaTKOBPEMEHHBIM
neHTpudyrupoBanueM. Pacuer 00bBEMOB peareHTOB Ha pa3iMyHOE KOJIMYECTBO
peaxnuii ykasaH B [Ipunoxenun 1.

2 Bwmecro OKO JIOIyCKaeTcss  UCIONb30BaHHE  (u3HOIOrHyeckoro  pactBopa, TE-Oydepa,

JUCTHIUTNPOBAHHON BOJBI. PeareHThl JOJDKHEI OBITh YHCTHIMU M CTEPHIIBHBIMH. 3alpeIiaeTcs UCIoIb30BaTh
3a0ydepeHHsblil HU3HOIOrnuecKuid pacTBop!
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OtoOparh HEOOXOIUMOE KOJWYIECTBO MPoOUpok s amiunpukammn HK
HCCIeTyeMBIX W KOHTPOJBHBIX Tpo0. BHectw 1o 15 WMKI TPUTOTOBJICHHOM
PEaKLUOHHON CMECH.

Hcnonb3yst HAKOHEYHUKH € QUIBTPOM B OATOTOBJICHHBIE TIPOOUPKH BHECTH:

a) B mpobupky orpuuarensHoro koutpois [P (K-) 10 mxn PHK 6ydepa;

0) B ps MPOOUPOK I UCCICAYEMBIX P00 — B Kaxayro BHectd mo 10 mxin HK
COOTBETCTBYIOIICH MPOOBI, MoydeHHoM o n.7.1 (Bkirouas npody BK-);

B) B NPOOHPKY C mojoxuTerabHbiM KoHTposieM [TLP (K+) 10 mxn [IKO EAV.

Ilpumeuanue. Ilpum wucnonb3oBaHUM IS PaOOTHl  aMILTM(UKATOPOB C
CUMTBIBAHMEM uepe3 KphimKy (Hampumep, JIT-96), 3ampemiaercsi HAHOCHTH
MapKHPOBKY HAa KPbIIIKY NPooupok!

7.3 Iposenenue ITIIP PB ¢ ¢payopecueHTHOI AeTeKkuei

[TapameTpsl TeMmepaTypHO-BPEMEHHOTO PEKMMa aMIUTU(UKALNKA Ha MpHOOpax
«Rotor-Gene Q», «IT-96», «CFX96» u «LightCycler® 96» ykazansl B [IpunoxeHIIX
2, 3,4 u 5 IHCTpyKIIMH COOTBETCTBEHHO.

ITomectuts mnoxarotoBiaeHHele g mnpoBedeHus IIIP mpobupku B sueiiku
amudukaropa. 3arporpaMMHUpOBaTh IPUOOP COTIACHO MHCTPYKIMU POU3BOIUTEIS
U B cooTBeTcTBUH ¢ [Ipunoxenusmu 2, 3, 4 u 5 Unctpykuuu.

B ciyuae ucnosnb3oBaHus aMIDIM(UKATOPOB JPYTHX MOJEIeld PEeKOMEHIyeTcs
KOHCYIbTaIus co cneruanuctom komnanuu «BET ®AKTOP».

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

8. HHTepnperanus pe3yJibTaTOB aHAJIM3A

[lonyueHHsle naHHBIE — KpHWBBIE HAKOIUIEHHS (DIyOPECLEHTHOTO CHIHAja
AHATM3UPYIOTCS € TTOMOIIBIO MPOTPAaMMHOI0 OOECTIeYeHHs MCIOJIb3YeMOoro mpudopa
Jutg ipoBeaeHus I[P B COOTBETCTBUM ¢ MHCTPYKLMEH TPOU3BOAMUTENS K IPHOOPY U B
cootBeTcTBUH ¢ IIpunoxenusmu 2, 3, 4 u 5 UHCTpYyKINU.

VYuer pesynsraro OT-III[P PB mpoBoauTcs mO HATHMYUIO WM OTCYTCTBHUIO
nepeceueHust KpHUBOHM (IIyopecHeHInH C YCTaHOBIEHHOH Ha COOTBETCTBYIOIIEM
YPOBHE NMOPOTOBOM JIMHUEH (UTO COOTBETCTBYET HAJIMYMIO MIIM OTCYTCTBUIO 3HAUCHUS
moporoBoro nukia «Ct» mis ucciaeayeMoro oopasiia).

Pesynprar cumTaeTcs MJOCTOBEPHBIM B Cllydae KOPPEKTHOIO IPOXOXKIEHHUS
TIOJIOKUTEBHBIX M OTPHULATENBHBIX KOHTpoJIeH amrummdukanuu u skerpaknun HK B
COOTBETCTBHUH C Tabiuuei 3.
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Tab6smma 3. OneHka pe3yabTaToB aHAIA3A

& Kanan nerexuuu
=] FAM/Green Cy5/Red PesynbraT
= EAV BKO
Peaxiyiy 1o10XXUTENTBHOTO U
o
= ; Ho 31 1o 31 BHYTPEHHETO KOHTPOJICH MPOILIH
= yCHEeuHo
Curnan Curnan
Peaxiyst mpouwia ycnemso
OTCYTCTBYET OTCYTCTBYET
-3
>, Crienuduyeckas KOHTaMHHAIHS!
= JIro6oe Curnan |
> TPEBYETCS noBTopHas nocraHoBka!
© s 3Ha4YCHUE OTCYTCTBYET
o PexoMeHayeTCsl IOCTaBUTH CMBIBBI
= Konramunarmus BKO! TPEBYETCA
A~ CurHan |
JIroboe 3HaueHne | MOBTOPHAs MOCTAHOBKA!
OTCYTCTBYET
PexkomeHIyeTcst OCTaBUTh CMBIBBI
Curnan JIro60e 3HaueHue
DKCTpaKLKUs MPONLIA YCHEUIHO
OTCYTCTBYET or 1 mo 35
Tio6 Cursan Crienuuyeckas KOHTaMUHAIMS!
1000€
g @ SHAYCHIC orcyrcrByer win | TPEBYETCS noBropHas 3xcTpakums!
o~ moboe 3HaueHHE | PeKOMEHIyeTCsl II0CTABUTE CMbIBBIL.
C Curuan PesynpraT HEJOCTOBEPHBIH, BO3MOYKHO
WTHAI
OTCYTCTBYET WJIM | IIPUCYTCTBHE UHTHOUTOPOB.
OTCYTCTBYET
snauenne Ct >35 | TPEBYETCS noBTropHas 3xcTpakuus!
Jlroboe Curnan Pesynprar aHann3a mos10:KuTeNbHBII.
3HaYEHHUE OT orcyrctByetr wnn | PHK eupyca apmepuuma nowaoeti
E 1 no 37 m000e 3HaueHUe | MPHUCYTCTBYeT
2 Curnan JIroboe 3Hauenue | Pesynbrar aHanmmsa
= OTCYTCTBYET or 1 1o 35 OTPUUATEIbHBIH
o Curaai .
Curnan OTCyTCTBYET MM Pesynbrar HE 1OCTOBEPHBI.
OTCYTCTBYET TPEBYETCS noBTopHast 3kcTpakuus!
yrerey 3HaueHue Ct>35 P PaKi

B cayuae, ecnmu B BK- 3nauenne Ct qyist BKO orcyrerByeT win npeBblIaeT
rpanndHoe, a B K+ 3nauenune Ct g BKO menee rpannunoro (u B obopasmax Ct s
BKO MeHee rpaHWYHOTO) — pE3yJbTaThl MOKHO CUHUTATh JOCTOBEPHBIMH. Takxke B
ciydae ecnu 3Hadenne Ct g BKO B K+ oTcyTcTBYeT mim npeBhIIaeT rpaHAYHOE, a
B BK- 1 06pa3max MeHee rpaHHIHOTO — pe3yIbTaThl MOKHO CUHATATH JOCTOBEPHBIMU

Eciu nnst wccnenyemoro obpasia nmo kadany Fam/Green snauenme Ct
ompenensercs no3aHee 37 HUKJIA IPA KOPPEKTHOM IPOXOKACHUH ITOIOKUTEIBHBIX
OTPHULIATENIBHBIX KOHTPOJEH — OH CUUTAETCSl CHOPHBIM M HCCIELYeTCsl IOBTOPHO C
stana BeiencHns HK. Ecmu nmpu mOBTOpPHOH MOCTaHOBKE HAOIONACTCS CXOXKHIMA
pesynbrar (Ct Ha kaname Fam/Green ©Goxee 37), TpeOyercsi NMOBTOpHOE B3sITHE
Marepualia OT TOTO K€ >KMBOTHOro aist nposeaenust I1I[P-uccienoBanus u (mim)
HCIOJIb30BaHUE AJIbTEPHATUBHBIX METO/IOB AUArHOCTUKH.
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BHUMAHME! I[Ipn nonydeHUM COMHHUTENBHBIX PE3YJbTATOB, a TaKXKe IpPH
mosIBJICHUH J1F000r0 3HaueHust Ct mist orpunarensHOro KoHTposst srama TP K- (Ha
MOoO00M W3 KaHAJIOB) PEKOMEHIYETCS HCCIENOBAHHE CMBIBOB C TIOBEPXHOCTEH B
J1a00paTOPHUU sl UCKITFOUCHUST PUCKA BHYTPHUIIA00PAaTOPHOU KOHTaMUHAIMHA. CMBIBBI
¢ 1abOpaTOPHBIX MOBEPXHOCTEH U 00OPYJIOBaHUS UCIOJB3YIOT B KAYSCTBE MATPHIIBI
quis TP (BHOCAT B peakIi0 BMECTO UCCIEIYyEeMbIX MPo0O B KomvecTBe 10 MKI) — TO
€CTh CMBIBHI HcCeIyIOT Oe3 akcTpakuuu. [losnenue mooboro 3HaueHus Ct Ha 1r000M
U3 KaHAJIOB CBHJICTEIBCTBYET O BHYTPHIA00PAaTOPHOI KOHTAMHUHAIIVH.

9. ¥YciaoBusi TpPaHCIIOPTHPOBAHMS

Ha6op «IIIP-APTEPUUT-®AKTOP» MOXHO TpaHCHOPTUPOBATh BCEMH
BU/IaMH KPBITOTO TpaHCHoOpTa Ipu Temueparype ot 2 1o 8 °C He Oosee 5 cyTok.

10. YcaoBus xpaHeHHs

HmmrensHoe xpaneHue koMmiuiekToB Habopa «IIIP-APTEPUUT-®AKTOP»
OCYIIECTBIISIOT TIPH TeMmepaType oT munyc 18 no munyc 20°C.

Ilepen Hauwamom paboTbl Cc HAaOOpPOM KOMIIOHEHTHI Habopa ciemyer
Pa3yKOMIUICKTOBAaTh M XPaHUTh B COOTBETCTBHH CO CIECAYIOIUMHU TPEOOBaHHUAMHU:

e  Kommiekr Nel (cm. Ta6u. 1) npu temneparype ot munyc 18 o munyc 20°C;
e  Kommiexr Ne2 (cm. Tabu. 2) npu remneparype ot 2 10 8°C.

11. Cpoxk roagHocTH
Cpoxk rogHocTH peareHTOB «IIIP-APTEPUUT-®AKTOP» 12 mecsues. Habop
C MCTEKIINM CPOKOM T'OTHOCTH IIPUMEHEHHIO HE MOJJICHKHT.
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Ipuioxenue 1. Pacyer 00eM0B peareHTOB Ha Pa3jinyHOe KOJIMYECTBO PeaKuui

KoauuectBo| O6bem ITIP BY®EPA | Oobem ITIIIP CMECH | O6bem RT PCR
peakuuii EAV, Mka EAV, mka ENZ, Mxa
5 50 25 3,8
10 100 50 7,5
15 150 75 11,3
19 190 95 14,3
23 230 115 17,3
27 270 135 20,3
31 310 155 23,3
35 350 175 26,3
39 390 195 29,3
43 430 215 32,3
47 470 235 35,3
51 510 255 38,3
55 550 275 41,3
59 590 295 44,3
63 630 315 47,3
67 670 335 50,3
71 710 355 53,3
75 750 375 56,3
79 790 395 59,3
83 830 415 62,3
87 870 435 65,3
91 910 455 68,3
95 950 475 71,3
99 990 495 74,3
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Mpuioxenue 2. Mopsagok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
Research, ABcrpanusi) u Rotor-Gene Q (QIAGEN, I'epmanns).

B cmygae mepBoro wucmoip3oBaHus I[IIIP-mabopa Ha mpmbope HEoOX0aUMO
co3nath npotokon ¢ Ha3BaHueM «IIIP-APTEPEUT-®AKTOP» (mpu nansHeimeit
paboTe UCTIONB3YIOT CO3IaHHBIN IIA0JIOH).

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

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

1. OtkpriTh Iporpammy «Rotor Gene Q».

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

> 1l =m

Crapr  [Maysa  Cran

€ =

oomii | Otkp.  Coxp

npaexa

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

T pevuarossii ucn 1 NnasneHe
DeysWwarossid uHEN

qj HRM™

;]_j Apurve paiins

m T enrecRos DBCNYMABAAS MEMGoRa

I Hoewut

Ormertrs

Crp.

¥ [okasaTh STOT 3KPEH NPH S3MYCKE NDOTPakMb!

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

Jlo6po noxanoBarb B AeTanbHLIA MacTep TecTos!

"RYRO|HBI POTOP
Gene-Disc™ 72
Gene-Disc™ 100

I

Boixon I << Hazan Il Danee>> Il

4. Yxa3aTp oreparopa, 00beM peakiioHHOH cMecu «Reaction volume»/O6bem
peaknum» — 25 M. s Rotor-Gene 6000 1omkHO ObITH OTMEUEHO OKOLIKO «15 pl
oil layer volume»/«15 pL 00bem macaa/Bocka». HaxxaTs kHONIKY «Next»/«Zlaee».

Mactep Hosoro Tecta

3TOT 3KPEH OTOSPEKAET CHMEWIAHHEIE ONUMA ANA 3TOMD TECTE 3AN0AHITE
nong, HasWTe Cneq., Kora Bel FOTOBEI NEPEITH Ha cheq. CTR.

OnepaTop I Factor-MED |

LlaHHaA 06nacTs
NDEAHASHGHEHS AR
orofpaxeHiA
CrpaBKM
anemerTos

3amenarin ;

peakup (L} -

Jv 180l c aodae. Backa

Komnoroska |1, 2,3 LI

macTepa fna
CMp3BKK N0 3TOR
Teme nposequTE
MbILUE HAA, 3T 0N
Temoii, Bel MoweTe
TaKHE HawATh Ha
pacKpEIBAKLMAEA
CrMCOK AnA
OTOGpEHEHHA
CpaERM O
EO3MOKHEI
YCTaHOBHAK.

Brxon, | <{ Hazan |I Daneex» |

5. B BepxuHed uyactu oxHa HaxaTh KHONKYy «Edit profile»/«Pexakrop
npoduisi». B nosBuBIIEeMcsi OKHE B COOTBETCTBUM C HHCTPYKIMEH K MPUOOPY 3a7aTh
nporpamMmy amIuTMpUKaniy co CIACIYIOMIMMH apaMeTpaMy, YKa3aHHbIMHU B TaOiuIe

Tabnuna 4. TemneparypHo-BpeMeHHOM pexkuM amiutindukanyuu Ha Rotor-Gene

g/gn TemmeparypHO-BpeMeHHO! peskum Rotor-Gene YKCIo MUKIIOB
1 55°C — 15 mMuH 1
2 95°C — 5 muH 1
95°C — 15 cex
3 55°C — 20 cek, gerexuuss Fam/Green; Cy5/Red 45

72 °C—- 20 cex

Haxats xmaBumry «OK».

16

Bepcus 1.8 ot 28.09.2022




Jst aTOTO TpebyeTcst mpoenaTh CISAYIOIINE IIarH:
-Haxarp xmaBumy «Insert after»/«BcraButh mocne» u BoIOpath «New hold at
temperature»/«HoBoe yznep)aHue TemIiepaTypbl», YCTaHOBUTH Temmeparypy 55°C u
Bpems 15 muH ;
-Haxarp xmaBunry «Insert after»/«BcraBure mocne» u BbiOpath «New hold at
temperature»/«HoBoe ynepikaHue Temmeparypb» YCTaHOBHUTH Temiieparypy 95°C u
BpeMs 5 MHH.
-Haxarp kmaBumy «Insert after»/«BcraBurh mocnme» u BblOpath  «New
cycling»/«HoBoe mnumknmpoBaHWE», YCTAHOBHTH MapaMeTpsl NUKIMPOBAHUS B
COOTBETCTBHH C TaOIHIEH 4.

X

@ Pegaktop Mpodpuna
&1 H @

HoBei OTRp. COxpaHHTE KaK _npaska

TecT NpoRoAKMTER 0kono 117 M. Padui BHISY NPEACTABNRET TECT, KOTOPbI AOKEH BHITb BHINONHEH

HaskruTe Ha LMK ke, YTOGE! HBMEHHTE Bro

Haep. Tern-pel Ber. nocie
2

Uaepsk. Temn-pel

BeTaguTe ao...
Haamre

HakruTe Ha WA BHM3Y ANA Erd HEMEHEHHA MW HAKMWTE + LA UMK - War, STtk A08a6WTE WM WIANMTE WATH 3O UMKNS.

” 0 6B war j J j

Fom 96 rpag. Ha 15 cek.

20 ek
T 72 rpan, na 20 cex
Ha Green, Red
55 rpan. Ha 20 cek,

Uukn noetopie 45 |pas

[~ Yoo, War.
[~ CHuskaTe Tern-py wara

6. —* I B
HUKHEM 4YacTM OKHa MacTepa TecTOB HaxaTb KHONKy «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CUrH.». B OTKpBIBIIEMCS OKHE Ha)KaTh KHOIKY
«OnT.neTek-MbIx». [ 000MX KaHAJIOB yKa3aTh HYXXHBIH JUana3oH CTapTOBOTO
curHana: Min Reading /muHumanpublii curnaax - 5 Max Reading
/makcumanbsHblii curHaa — 10. B rpade «Ilo3unmsi IIpodupkm» ykaszatb Homep
MPOOMPKH, MO KOTOPOH OyHeT aBTOMATHYECKH BBIOpAaH MapaMeTp «yCHJIEHHS
CHUTHAJa», [0 YMOIYaHUIO 3TO 1-1 mpoOupka B potope. [IoMeTuTh raioukoil cTpoKy
Perform Calibration Before 1st Acquisition «BeImoJHuTH onTUMHU3anU0 npu 1-m
miare JeTeKIUU». 3aKPBITh OKHO «ABTO-ONTHMH3ALMS YPOBHS cHrHayia». Haxate
kHOTIKY «Nexty/«/lanee».
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OnTHhrzaums :
TP SBTO-OMTHMUSALMM YPOB
EBISPAHHON NROGURKM NP pa:
YPOBEHE, NP KOTOPOM CUMHE!
SABMCHT OT HCMOAL3YSMBbI e

UcranosuTe Temneparypy ||

YcTaHoBKH ARTO-0NTHMHIALMH YPOBHA CHIHaIA

YCTaHOBKM KaHana

Kanan: Green Mosuuwa Mpotiupra

5 ~lFmo

HusHbIf A1MaNasoH CTApTOEOro CyrHana

4
S

OnTHM. Brex

| O Derexsen

JT1anasoH YpoBHER CUrHana; -10 j a0 10 j
[ BBINOAHUTE OMTMMUZALMIO MPM 1+ LU
[~ BeinonHuT ormamusaumio npy B0 rpaf oK | OTMeHITS | Crpaeka ‘

YCTAHOBKM KaHana :
‘ j LoGasuTe...
Mo | Mocugn Mpofipru | Muswm Curian | Maxci, Corran | Mor ype|  Opseka.. || (] Yposer curvana
Green 1 SF1 10FI -0
Red 1 5F1 10FI 10 L Blmoms 10 ]
Ynanie Boe ; o
7 —
3 | 2
Nanee>>
| | Baxpeme | [ | —

7. 3amycTUTh aMILUTU(HUKAIMIO KHOMKOM «Start run»/«Crapt». [lath Ha3BaHUE
9KCIIEPUMEHTA U COXPAHUTH €TI0 Ha JIUCKE.

MacTep Hosoro Tec

Crerda

(=]

OFTUMUGaUHA SETOYROSHA GHIHANS
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Fied Yposers currana 7
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35 MHOHHBIA paTOP
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25
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TPOBSRHE MPABHARHECTE YSTAHABAK, HaMHTE CTART AA Ha4aAE BENGAHEHHA
aoTa. Haotre Cowp L SBA0H, 4TOB6! CORPaHITE WaBAOH G NPOrparMod 1
YCTAHOBRAMK 3TOMD TECTA.

Beixon | << Hazan |

8. Tlocnme 3amycka mporpaMmbl HEOOXOAMMO 3alPOrPaMMUPOBATH IMOJIOKCHHE
mpobupok B potope. Bee mpoObl 1 KOHTPOIM 0003Ha4YKTh B MeHIO Tum kak Unknown
«O0pazeny.

Macrep Hosere Tecra

==
~| _Dononrmencro

Ucranos

Pophiat wicna [ =] Eamana: [Komuw
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9. Ilocne 3aBeplIeHUS TEPMOLMKIMPOBAHMA COXPAaHUTH (Gailyl ¢ pe3yibTaTaMu
HCCIICIOBAHHSL.
AHaJu3 pe3yJibTaToB aMmInpuKkanuu s kanana FAM/Green

10. HaxaTth B MEHIO KHOTKY «Analysis»/«AHanau3», BRIOpaTh PeXUM aHaIH3a
«Quantitation»/«KonnvecTBeHHblil», HaxaTh KkHOnKy «Cycling A. FAMy/
«Cycling A. Greeny, nanee «Show»/«Iloka3aTb»

11. BeiOpaTth JiMHEHHYIO IIKany rpaduueckoro H300paKeHUs pPe3ybTaToB,
HaxxaB KHOMKY Linear scale/JIuHeiiHasi IIKaJia B HIDKHEH 4acTH OKHA cripaBa (ecJiu
9Ta IIKalia aKTHBHA [0 YMOJIYaHHIO, BMeCTO KHOMKH Linear scale/JIuneiinas mkana
BuaHa KHOMKa Log scale/Jlorapumuyeckas mKasa).

12. B MeHIO OCHOBHOTO OKHa [OJDKHBI OBITH HaaThl KHONKH «Dynamic
tube»/«Junamuu.gpon» u Slope Correct«KoppekT. ykiaona». YcraHoBuTh More
settings/Outlier Removal «Ycrpanenue Bbiopocos» - 15°%.

<3 <x ; ;
& Amore, $on | T KoppexT, ynoms h Wriop. nipees ¥ Yerpa
- H Yerpasenwe swibpocos 3]

Nopor Poria - N NTC)
MpouerT oT GOS0 HIMEHEHAR GIYODECHBHUS
0§ }

[ Pesyreram

Fl 6pasund C USHEHEHEN BOPECUBHII MEHEE
g /,"-’ ATCPONOPOFS [OTHOCHT HO HAGORLEND

}u; y/ e B 000M 1 0fpasyce), gty

3 obosnavm nax orprsarensieee - 01PN

b4

NMopor 3opexnienocru Peanus
02 / I anevpoean T0mK0 06phGs KOTOpLS IeaexT

WBEHIHHP0 IS PeTIEnXT
s M = % peaniwaino kpaeeh MEDe paBH0
2 <! =1 amoey veerem Gy noxaed
o e NOCAR HODMAMIALS

2 5 10 15 2 %5 0K Oraeesme 1l

13. B wmenio «CT Calculationy/«Boruncienme CT»  BBICTaBHUTH
Threshold/ITopor =0,05

B Tabmuiie pesyipratoB (okHO «Quant. Resultsy/«KojuuecTBeHHbIE
PesyabTaThi») nosassarcs 3HaueHus Ct.

AHanu3 pe3yabTaToB ammiaudukanuu 1s kanana Cy5/Red (BKO).

14. Haxarp B MeHI0O KHONKY Analysis/AHanu3, BbIOpaTh pexuM aHaIH3a
Quantitation/KoaunuecTBennblii, Haxats kHonky Cycling A. Cy5/Cycling A. Red,
nanee Haxxath Show/Iloka3zatsk.

15. BpiOpare nuHeEWHYI0 HIKalmy rpaduyeckoro H300paKeHUs! pPe3yJbTaToB,
HakaB KHONKY Linear scale/JIuneiinas mkajna B HIDKHEH YacTH OKHA cIipaBa (€ciu
9Ta IIKaJa aKTHBHA MO0 YMOJIYaHUIO, BMeCTO KHONKK Linear scale/JInnelinas mkaJja
BuaHa kHonka Log scale/Jlorapudgmuyeckas mxana.

8 Eem JUTSL OTPHUIIATENBHBIX KOHTpOItei atamoB skcrpakuuu win [P (BK-, K-) na kaname FAM/Green
IpH ydeTe pe3ynbratoB 1o 1 8 VHCTpykumu HabmrogaeTcss HEKOTOpOEe HapacTaHHe (IyOpeclCHIHH C
NepecevyeHneM IOPOTOBOM JIMHUY, M3MEHHUTE «YCTpaHeHHe BEIOpocoBy 10 20% ¥ OLEHHUTE MPOXOXKICHHUE

KOHTPOJIBHBIX 00Pa3IIOB IIOBTOPHO
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16. B MeHIO OCHOBHOTO OKHa JOJDKHBI OBITh HakaTbl KHONKH «Dynamic
tube»/«/lunamu4.gpon» u Slope Correct«Koppekr. ykiaoHa». Ycranosutb More
settings/Outlier Removal «Ycrpanenue Bpidpocos» - 10%%%.

17. B wmenio «CT Calculationy/«Bboruuciedsue CT»  BbICTaBUTH
Threshold/Ilopor =0,05. B  Tabmmme  pe3ymbratoB  (okHO  «Quant.
Results»/«KoauuecTrBenHble Pe3ybTaThl») nosBsaTca 3HaueHus Ct.

VYuer pesynbraroB I[I[[P-ananu3a mnpoBOAMTCS B COOTBETCTBUM C 1.8
WHCTpYKIMK N0 HAJMYHIO WIH OTCYTCTBHUIO TIEPECCUCHHS KPUBOU (DIyOpECICHINH C
YCTaHOBIICHHOH Ha COOTBETCTBYIOIIEM ypPOBHE TIOPOTOBOHM  JWHHUEH  (d4TO
COOTBETCTBYET HAJIMYMIO WJIH OTCYTCTBHIO 3HAYEHHUS MOPOroBoro mukia «Ct» mist
HCCIIeAyeMOoro oopasia.

4 Benu amn otpuiareabHoro koutpous aramna [P K- na xanane Cy5/Red npu ydere pe3yapTaToB mmo i 8
WHcTpyknun HabmoaeTcss HEKOTOPOE HapacTaHWe (IIyOpECIEHINH ¢ MepecedeHHeM MOPOroBOi JMHUM,
nU3MeHuTe «YcTpaHeHue BEIOpocoB» 10 20% U OLEHHTE IPOXOXKACHIE KOHTPOIBHBIX 00pPa310B IOBTOPHO
20
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Mpuno:xkenne 3. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccus).

B cnyyae mepBoro mcnosib3oBanus [1L[P-Habopa Ha mpubope HE0OXOAUMO
co3nath nportokon ¢ HazBaHueM «IIIP- EAV-®AKTOP» (pu manpHeHe padbote
HCTIONB3YIOT CO3JJaHHBIH M1a0JI0H).

1. OTkpeITh porpamMmy «RealTime PCR» mst mpu6opa A T-96.
2. B mosBuBmemMcst okae BHIOpaTh «Padora ¢ mpudopom».
3. B Bepxmeir wacth OKHa  OTKpBITh  Bkimanky  «Teer» m
«Co3naTs/PerakTupoBaTh TECT»:
4. Haxarp Ha KkHONKy «Co031aTh HOBBIH TecT» U BBECTH HMsI HOBOTO TeCTa
«[IIP-APTEPUUT-®AKTOP»:
Haxatp «OK».
5. B nosiBuBIIEMCS OKHE 33aTh CIEAYIOIUE TapaMeTphL:
Tun — kauecTBEHHBIN
Merton — [Toporogsrii (Ct)
[Ipobupku — 0Opazisl
O0wem paboueii cMecH B mpoOupKe — 25 MKI
dmyopodopsr — Fam, Cy5
Coszmates mporpammy ammumpukanun «I[IIP-APTEPUUT-®AKTOP» nHaxaB Ha
HUKOHKY .
6. B pemaktope mporpamMMm amIUTU(UKAIMA BBIOPATh mabjaoH u
Ha)XaTh KHONIKY «IIpMMeHUuTBY.
7. B mNOsBUBIIEMCS OKHE B COOTBETCTBHMH C MHCTPYKIUEH K mpHOOpY 3aaaTh
IIporpaMMy aMIUTH(HKAIIUH ¢ TapaMeTpaMHy B TabuuIe S:

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

1'1\/&1)'1 TemmepatypHO-BpeMeHHOI pexxum [IT-96 Yucno uuKIoB
1 55°C — 15 mun 1
2 95°C — 5 muH 1
95°C — 15 cex
3 55°C — 20 cex, merekmus Fam; Cy5 45
72 °C— 20 cek

JleTeknuio ocyIecTBIATh ocne ctagauu oTxur. Haxvure «OK» u coxpanure
nporpammy 1o umereM «IIIP-APTEPUNUT-®AKTOP». [Ipu nansueiimeii padore
HCTONb30BaTh CO3AAHHYIO IPOrpamMMmy.

8. Ilpu 3amycke nmpubopa BeiOpaTh «PaGoTa ¢ mpudopom» u «00aBUTH TECT».
B oxne no6asnenus tecta BeIOpats «[IIP-APTEPUUT-®AKTOP».

9. B pasgene «1. O6pa3ubl» BBECTH KOJIMYECTBO OOpa3lOB BKIIOYAs BCE
KOHTpOJbHBIE 00pa3iiel. B paznene «3. KoHTpoam» mocTaBuTh Hyau U HaxaTh «OK».
[onp3ysick MHCTpYKIHMEH K mpubopy 3anoiaHuTh «MaeHTHGUKATOP MPOOGMPKU» U
«Tunm», oOpamas BHUMaHHE Ha TOPSIOK 3amoyHeHWs. HaxaTp KHOIKY
«IIpuMeHnTHY.

21
Bepcus 1.8 ot 28.09.2022




10. YcTaHOBHUTH IPOOUPKH B PEAKIIMOHHBIM OJIOK COTJIACHO MOPSIIKY 3aI0THEHHUS
M HaXaTh KHOMKY «3amyCcK MporpaMmbl»y. B MosiBUBIIEMCs: OKHE HaOpaTh Ha3BaHUE
npotokosna u «COXpaHUTh.

11. Tlocme 3aBeplicHHS pEAKIMH MOXHO Cpa3dy TMPHUCTYNUTh K aHAJIH3y
Pe3yIbTATOB, JTHOO MPH CICAYIONIEH 3arpy3ke Haxath «[IpocMOTp apxuBay.

AHanu3 pe3yabTaTOB aMILIMGUKATMT

12. HaxxaTp Ha MKOHKY C H300pa)KEHHEM MaIKH Sy BEIOpaTh (aiin, B
KOTOPOM OBII COXpaHeH MPOTOKOJN. Bribpate Tum anammsa «Ct(Cp) mias Beex
KaHayoB». Merton — «Iloporosslii (Ct)».

13. B okHe cmpaBa oTOOpa3sTcsi Ha3BaHUs OOpa3LOB M 3HAYEHUS MMOPOTOBBIX
uukioB. Beiopats 10%. B mosunuun KpuTepum 10CTOBEPHOCTH JaHHBIX BBECTH:
HwkHsisi rpaHMIa/Iopor MOJIOKHUTENBHOTO pe3ynbTata-5%, BEpXHsis IpaHMIa/opor
HopManu3auu JaHHbIX -30%. Haxate kHOnKy «IIpuMeHUTb.

14. JInsg mosmydeHHs CBOJHOTO OT4YeTa MO MPOTOKOJNy HEO0OXOAMMO Ha)XaTh

KHOIIKY . B BepxHeit yactu okHa Haxkath kiapuiry «Iledyarb» wim «CoxXpaHUTBY,
BbIOpaTh pacuupenue daiina, Hanpumep *.rtf MS Word, nanee «Pagounii croa» —
«[IIP- EAV-®AKTOP» — «Otuerbl» — «l'om» — «Mecsiny, B none «Ams
¢aiina» BBecTM HazBaHMe B (opMmMe «roA.MecsIL.YHCJI0-AaHHbIe». Haxatp
«CoXpaHUTBY.

15. 3akpeiTh unn cBepHyTh Nporpammy «RealTime PCR».

VYuer pesynabtaroB [I[P-ananuza mnpoBoguTcss B COOTBETCTBUU C I1.8
WHCTpyKIMY 10 HANIMYWIO WM OTCYTCTBHUIO TEPEecedeHns] KpuBOH (IIyopecleHInH ¢
YCTQHOBJIICHHOW Ha  COOTBETCTBYIOIIEM YPOBHE IIOPOTOBOH  JHMHHUEH  (4TO
COOTBETCTBYET HAJIMYHMIO WJIM OTCYTCTBHMIO 3HA4€HHUs MOporoBoro mukma «Ct» mis
ucciexyemMoro obpasia.
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Mpuno:xenue 4. Iopsinok padorsl Ha npudope CFX96 (Bio-Rad, CIIIA)

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

-

3. B okne Run Setup Beibpats Bkiazky Protocol u naxars kuonky Create
new.... B mosBusiiemcs okue Protocol Editor — New 3amate mapamerpsr
aMILTH(UKAIMY B COOTBETCTBUH C JAHHBIMH U3 TAOJIHIIBI 6:

Tabnuna Ne6 TemneparypHo-BpeMeHHOH pexxuM ammndukaimu Ha CFX96

Jr\[f/en TemneparypHo-BpeMeHHO# pexxum CFX96 Yucino nMKIoB
1 55°C — 15 muu 1
2 95°C — 5 mun 1
95°C — 15 cek
3 55°C — 20 cek, nerekmuss Fam; Cy5 45
72 °C— 20 cex

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

4. 3agate cxeMy IUIaHIIETa — PACIOJOXKCHHE MNPOOHPOK U JETEKLHIO
(IIyOpeCLIEHTHOTO CHrHajla BO BCEX NMPOOMPKax IO HCIHOJB3yeMbIM KaHalaM B OKHE
Plate moxyns Experiment Setup. B menro Sample type Beiopars Unknown, naxas na
kHOTIKY Select Fluorophores..., BeIOpaTh Tanoukamu Qiryopodpopsr Fam u Cy5 u
Haxath OK, 3areM 3ajaTh rajodykaMd H3MepeHHe (IyOpecLeHTHOro CUrHaja B
BBIOPAaHHBIX MPOOHPKAX 10 MTaHHBIM KaHajaMm. B oxae Sample name 3amate Ha3BaHue
00pa3sioB. CoXpaHUTh CXeMY IUIAHIIETA.

deReena?

OTKpBITH KpBINIKY TpHOOpa, HaxkaB kHomky Open Lid. TloctaButs peakimoHHBIC
npoOMpKKM B SUEHKM aMIUIM(HUKATOpa B COOTBETCTBHM C  IIPEJBApUTEIHHO
3alporpaMMHpPOBAHHON CXeMOH IUIaHmeTa. 3akpbITh KpBIIIKY MpuOopa, HaxaB
kHonky Close Lid.
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5. 3amyctuTh BbIIOJNIHEHWE BbIOpaHHOW Tporpammel  «IIIP-APTEPUMUT-
DAKTOP» ¢ 3amanHO0#l cxeMoil ITaHIIeTa HaxxaB KHONKy Start Run.

6. ITocire okOHYaHWS BBIOJTHEHUS MPOTPAMMBI MOXKHO HPUCTYHHUTH K aHAIHA3Y
PE3yIBTATOB C IOMOIIBIO MPOrpaMMHOro obecreueHus npubopa CFX96.

AHaju3 pe3yJbTAaTOB As KaHalna Fam (Bupyca aprepunTa Jiomajeii)

7. Beibpats B okne Moayis Data Analysis Bo Bkiaake Quantitation mansbie mo
KaHalmy Fam, BBIACNTHMB TalO4YKOil COOTBETCTBYHOLIMA OOKC mon TrpadUKoM
(ryopecueHIHH.

=
=]
G

B

8. YcTaHOBUTH MOPOTOBYIO JIMHHIO HAa YpoBHE, cooTBercTBytomeM 10-20 % or
MaKCHMaJIbHOTO YPOBHS (IIyOpeclUeHLUH, MoJdy4eHHoro s ooOpasua «K+» B
MoCNeIHeM IHKIe amIuudukaiyyu (ypoBeHb (NIyOpECHEHIMH CYUTAIOT PaBHBIM
OMKafIIIeMy K HEMY JICICHUIO MK, TIOMEYCHHOMY UG POiL).

JIJst 3TOrO MOPOTOBYIO JIMHUIO MOXKHO JIMOO MEpEeTaIlUTh C MOMOLIBIO JIEBOH KHOIKH
MbilM, Jubo BbiOpaTh B MeHio Baseline Threshold (nmo menuky mpaBoii KHOMKH
MbIld B OkHEe Trpaduka ¢uyopecuenuun) omuuto User Defined u BBecTu HyxKHOE
3HaYCHHE B TEKCTOBOM MOJIE.

BaxxHo, uT00BI rpaduk duryopecueHunn i obpasua «K+» mokaseiBas XxapakTepHOe
9KCIIOHEHIIMAbHOE HapacTaHue (pIyopecleHTHOrO CUTHaJIA.

9. B Tabnurie pe3ynpTaToB nosBsTCS 3HaueHus Ct.

AHaJu3 pe3yJbTaToB ammummukanun 11s kanaiaa Cy5 (BKO).

10. Beibpats B okue mozymst Data Analysis Bo Bkimaake Quantitation gauusie mo
kanany Cy5/Red, BbIZeIWB Tramodkoil COOTBETCTBYHOUMIMH OOKC MOA TpaduKoM
(yopecueHIHH.

YCTaHOBUTH TOPOTOBYIO JIMHHIO Ha ypoBHE, cooTBeTcTByRomeM 10-20 % ot
MaKCUMAJILHOTO ypOBHS (IIyOpecUEeHIMH, MNONy4eHHoro st obpasma «K+» B
NOCHEHEM IMKIe aMIUTMpUKalMU (YpOBeHb (IIyOPECUCHIMH CYUTAIOT PaBHBIM
OmkaiiieMy K HeMy JIeJICHHIO IIKaJbl, IOMEYCHHOMY LU} poit).

J1st 3TOr0 MOPOTOBYIO JIMHUIO MOXKHO JHMOO MEpeTaluTh C IOMOLIBIO JICBOH
KHOIIKM MbIlH, Ju00 BbIOpath B Mento Baseline Threshold (mo memuky npasoii
KHOTIKM MBIIK B OKHe rpaduka ¢uryopecrennnn) ommuuio User Defined u BBectn
HY)KHOE 3HAYEHHE B TEKCTOBOM IIOJIE.

Baxno, droOel rpadux Quayopecrennun ans obpasma «K+» mokaspiBan
XapakTepHOE HKCIMIOHCHIIMATFHOE HapacTaHue (IyOopecIieHTHOTO CUTHAIA.

11. B Tabnuie pe3ynsTaToB nosBsATCS 3HaueHus Ct.
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Yuyem pesynomamos IIl[P-ananuza nposodumcs 6 coomeemcmsue ¢ n.8
Hucmpykyuu no maruuuro uisu omcymcmeuio nepeceyenus Kpueou uyopecyeHyuu ¢
VCMAHOBNIEHHOU HA ~ COOMBEMCMBYIouleM YpoHe Nopo208oll  Jaunuell  (4mo
coomeemcmeyen Haluduio Uil Omcymcmeuio snavenus nopo2o6o2o yuxia «Cty ons
uccuedyemoeo obpasya.
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Mpuinoxenue 5. lopsagok padorsl Ha mpudope LightCycler® 96

Iepen nauyamom pabotsl BEiOunTe mpubop LightCycler® 96 ¢ momompio
nepeKiIovaTelss Ha 3amgHed maHenw npubopa. Hanee npubop mnposener
aBTOMATHYECKOE TECTHPOBAaHHE (CM. HHCTPYKIMIO K MPUOOPY), CIACAYET AOKIATHCS
€ro OKOHYAHHSI.

1. Otkpoiite pabouyto nporpammy LightCycler® 96, nnst 4ero ABaxkapl KIUKHUTE 110
3HAYKY 3alycka mporpaMmbl. JIOKAWUTECH 3arpy3Kd MEHIO M OTKPBITHS OCHOBHOTO
OKHa MOCIIe HHUIIHATH3AIHH.

2. Beibepure myukt Create new Experiment (cozdame noswlit sxcnepumenm) nu6o B
MaHeqM MEHI0O HWHCTPYMEHTOB KIMKHWUTE 1o 3Hauky New  Experiment.

File Tools Options Window Help
. v : L b Roche
NI Y Y E
LightCycler® 96
TR T

Please choose an option below:

> Create New Experiment

> Create New Experiment from Existing

> Create New Experiment from Roche Template
> Open Experiment

> Instrument Manager
>

Result Batch Export

3. B ortkpeiBuieMcsi okHe BbiOepere BKiaaky Run Editor, B GokoBoii yactu okHa

Programs maxxmute &3 | mocne uero otkpoercs okuo Predefined Programs. B manHom
okue BbIGepere Preincubation, maxkmute kHOnKy Add, mocie wero B JIEBOW YacTH
skpaHe Programs mosiButcst cranust Preincubation. AHanoruuHeiM 00pa3oM a00aBbTe
eire ofHy cTaauto Preincubation u craguto 3 step Amplification, mocne gero 3akpoiite
oxHo Predefined Programs.

| o

b Bm ==

[~ = P . [er— |

[ = | o]
3anaiite mapameTpsl aMIUTM(UKAIIME B COOTBETCTBHHU C TIapaMEeTPaMH, YKa3aHHBIMH B
Tadimie 7.
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Tabnmma 7. TemnepaTypHO-BpeMeHHOM pexxuM amruindukarmn Ha LightCycler® 96

Ne .
i TemneparypHO-BpEMEHHOU PEXXUM YucIio UKI0B
1 55°C - 900 cex 1
2 95°C — 300 cex 1
95°C — 15 cex
3 55°C — 20 cex, nerekuus Fam; Cy5 45
72 °C- 20 cex

Hns sToro B JeBoil BepHe#l dacTm OKHa B pasferne Programs BeiOepere
Preincubation, maiee B HWKHEH mNpaBoil wacTh, B pasfene 1emperature 3amaiite
HeobOxoauMoe Bpems B cekyraax (Duration) u Temneparypy (Target).

==

T

Janee B JeBOil BepHEW wacTH OKHa B pasjeie Programs BeiOepere 3 step
Amplification w a1 Kaxmoro miara JIeTEKIUH aHAJOTMYHBIM o00Opa3oM 3ajaiirte
HeoOXonuMBIe BpeMs M TemmepaTypy. lllarm perexium mepexitodaroTcs B JIEBOU
HIDKHEN JacTH OKHA B paszene Steps. B pasmene Acquistion Mode na HysxHO# cTagnu
HE00XO0IMMO yKa3aTh CUMTHIBaHHE curHaia (Single).

[ =

B cron6ue Cycles ¢ moMolpio CTpeioK BBEPX W BHH3 3ajaiiTe HEOOXOIMMOE
YHCIIO [UKIIOB JJIsl KaXKI0Tr0 dTara.
B okue Reaction Volume, B pasmene Measurement (B mpaBoif yacTh OKHa)
YKa)XHuTe 00beM peaKIiy PaBHBIA 25 MKIL.
[————
ITox Reaction Volume HaxxmuTe BKIAAKY 1 otMeThTe (IryopodopsI
FAM u Cy5.
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4. Tlepeiinure Ha Bknaaxky Sample Editor® (mpaBka 06pa3uos). [lycTele JTyHKH cleayeT
YAaJIUTh, OCTABUB TOJBKO 3HAYMMEBIC JTAHHBIC, JUIS YErO BBIACIUTE MyCThIC SUYCHKH C
MIOMOIIBIO JIEBOM KHONKM MBIIIM M HAXMHTE KHONKY B IMpPaBOM HWXKHEH yacTu
pasznena Clear wells:

(TP R ISR RSN Pe——

B oxne Gene 3anaiite HauMeHoBanus mutereir: Cy5 — vko, FAM - EAV

Gene

o T— |

e EX]

B mpaBoit wactu, B pasgene Reaction properties orpemaktupyiiTe oOpasiibl:
3ajaiiTe Ha3BaHWs M YCTAHOBHTE THI HcciemayeMbix obpasmos (Type Positive control
JUIA  TIOJIOKUTENBHBIX 00pasmoB, Type Negative control mnst oTpumaTenbHBIX
KOHTPOJIBHBIX 00pasios, Type Unknown s umccmemyembix obpasmoB u BK-
(OKO)).

5. B naHenu MHCTPYMEHTOB KJIHMKHHTE 10 3HAUKy Save Experiment, 4toObl cOXpaHHUTh
HOBBIl 9KCIIEPUMEHT.

5 OO6pa3sipl MOKHO PENaKTHPOBATh JIO MM MOCNE ITOCTaBKH SKCIEPHUMEHTa: MporpaMma OyieT CHUMATh
JaHHbIe (DITyOpecleHIINH [0 BCeM BHIOPAHHBIM KaHAIaM JETEKIUHU CO BceX 96 IYHOK IO yMOIYaHUIO.
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ITocne oTKpbITHS AMANOTOBOrO OKHAa Save As 6bl0epUTE IMPEKTOPHIO, B

KOTOPOH XOTHTE COXPaHUTH (aill skcepuMenTa. Benaure nms (aiina skcriepuMeHTa
(matuHMLed) ©W HaxMmuTe Save. [lHamoropoe OKHO 3aKpOETCs, 3KCIEPUMEHT
coxpanuTtcs B Buze daitna LightCycler® 96 (.1c96)
6. DKCIIEpUMEHT HEOOXOIUMO TIEPEHECTH B MPHOOP: eclid MPHOOp MOAKIIOYEH depe3
cereBoit kaGems (b0 uepes WIiFi) k KoMIBIOTEPY, TO MOXHO 3arpy3uTh
SKCIIEPUMEHT 4Yepe3 OTKPhITyI0 pabouyio mporpammy LightCycler96, mmbo, ecnn
pudop aBTOHOMEH, MOKHO Bocmoub3oBathess USB HocuTenem.

6.1 Iepenoc sxcnepuMenTa B mpudop ¢ nomotnsio USB Hocuresst

BcraBere USB HocuTenb ¢ cCOXpaHEHHBIM Ha HeM (ailjioM 3KcHepHMeHTa
(.1c96) B mopt USB, pacnosoxeHHBI Ha TpaBoi maHenu mnpudopa. Kak Toibko

smagok USB  *®" mosBMTCA Ha MNaHeTH COCTOSHHSA TPOTPaMMBI HpHOOpaA
LightCycler® 96, daiin sxciepumenTa Oyaet g00aBieH B TaOIHIy SKCIIEPUMEHTOB BO
Biimazake Overview.

stz 133
pistzing_ st e

®aiinel, coxpanenHsle Ha USB Hocuresne, 0003HAYCHBI 3HAYKOM — daitnel,

COXpaHEHHbIE Ha mpubope, 0003HAYEHBI 3HAYKOM -, (hafiurel, KOTOpPBIE XPaHATCSA U
Ha npubope 1 Ha USB HocuTene, 0003HaueHBI ABOHHBIM 3HAYKOM. J[JIs1 TOrO 4TOOBI
nepenectr (aiin Ha mpubop (M HAOOOPOT), HEOOXOAMMO Haxath Synchronize.
[TocTaHOBKY 3KCIIEpMMEHTa MOXXHO IPOBOANTE Hampsamyto ¢ USB Hocurens, mocie ee
YCHIEITHOTO 3aBEpUICHMs [aHHbIE OyIyT aBTOMaTHYecKH coxpaHeHsl Ha USB
HOCHTEIIE.
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6.2. TIlepeHoc OSKcrepuMeHTa B TpUOOP C TIOMOIIBIO pabodeid MporpaMMBI
LightCycler® 96

- naly show Startup Wizare
IMocne coxpaHeHHMs SKCIephMeHTa Haxmure Show Startap Wizard = ===l B
NosIBUBILIEMCs1 OKHe BbIOepute Instrument Manager:

LightCycler® 96
Recent Experiments News and Support

Please choose an option below:

> Create New Experiment
Create New Experiment from Existing

>
D> Create New Experiment from Roche Template
>

Open Experiment

> Instrument Manager

D Result Batch Export

B mone Instrument nomxen ortobpasuteest mpubop LightCycler. 3arem
nepeiinure Ha BKiIaaky Send/Recieve Experiment u B okume You PC BwiGepurte

COXPAHEHHBIH OKCICPUMEHT W HakMHTE ™ . DKCIEpPUMEHT OYJeT CKOINMpOBAH B
namsaTe npubopa. JlajdpHeHInWid 3amyck OporpaMMbl HEOOXOIUMO HPOM3BOIUTH C
MTOMOIIIBI0 CEHCOpHOU TTanenu Ha camoM npudope LightCycler® 96.

7. 3amyck 3KcepHUMeHTa

DKCHEepUMEHT 3aIlyCKaeTCsl ¢ MOMOLIBI0 CEHCOPHOTO YNPaBJICHHs Ha NepeIHer
yacTu mpubopa.

3arpy3uTe Iamky jgu6o npodupku ¢ odopasuamu B npubop LightCycler® 96.
Haxmunre Start Ha GOKOBOW MaHenM OOIMX KOMaHA OCHOBHOTO OKHA IPOTPAMMEI
npubopa LightCycler®.

I

]
Testron wapronry [} <O

El
Bribepure Brimaaky Raw Data, utoObl HaOar0AaTh MPOIECC BBIMOJTHEHHS
IIOCTAHOBKH.
8. Tlocne 3aBeprieHHs MOCTAaHOBKM HEOOXOAMMO IEPEHECTH IEPBUYHBIC IaHHBIE,
MOJTyYeHHBIE MTPOrpaMMoii Iprubopa I MPOBEICHNs aHaIM3a B Pabodylo MporpaMmy
¢ nomotsio USB HocuTemst 1160 ¢ TOMOIIBIO CETEBOT0 MOAKITIOUEHHS K IIPHOOpY.

9. AHanu3 ¥ MHTepIpeTays pe3yIbTaToB

Otkpoiite (ailin 3aBepIICHHOr0 aHATU3UPYEMOTr0O SKCIEPUMEHTa (CO 3HAYKOM IE;’) B
paboueii mporpamme LightCycler® 96. Otkpoiite Bkimaaky Analysis. Ha manenu
HHCTPYMEHTOB KinkHHUTE 110 3Ha4Ky Add Analysis, aTo6s1 106aBUTH HOBBII aHAITH3.
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File Tools Options Window Help

Dz ERBE R EBE R

Run Editor | Sample Editor | Raw Data Add Analysis
Qualtative Detection (Rl

Analysis

Otkpoercs auanorosoe okuo Create New Analysis. Beioepure Abs Quant

Create New Analysis X

) Endpoint Genotyping
High Resolution Meting
O Qualitative Detection
O Rel Quant

Tm Calling

Analysss Name | (ESRNERR |
- N
Haxmure OK. Bo Brmagke AnalysiS B COOTBETCTBUM C HCXOIHBIMH
HACTPOMKAaMU HAXOAATCS YETBIPE OKHA C PE3yJIbTATAMU IKCIIEPHUMEHTA:

o Kpugvie amnaughuxayuu
e Cmandapmuwie kpuenie®
e  Tennosas xapma
e Tabruya c pezyrbmamamu

s k B = &=

=
=
Kpuosie amnauguxauam, Kanan FAM - B Kpussie amnnudmKaumw, Kanan CyS - BE
. : ST =
Tennosan kapra -~ 5@ Tabnmua  pesynstaramm = —
- peeewmes
- I'..= -

Ha mennogoii kapme (negoe nujicnee 0KHO HA PUCYHKe) 3€/I€HbIM UGEMOM
obo3nauaiomca nonoNcumensHvle 00pasybl, KPACHbLIM UGEMOM 0003HAYUAIOMCA
ompuyamenvbHble 00pasybl.

Buumanue! HeoOxoamumo BH3yallbHO OIICHWTH KPHBBIE aMIUTH(HUKALINK KaK B
celpoM BHJe (BKiIagka Raw Date), tak n mocne anamm3sa (Bkiaaaka Analysis). Kpueie
JIOJDKHBI UMETh KJIACCHYECKYIO S-00pasHyro ¢opmy. OOpasimbl, ¢popMa KOTOPHIX HE
COOTBETCTBYET KJIACCHUECKOW M Ui KOoTopheIX Ha kaHaie Cy5 (BKO) nabmomaercs
KOPPEKTHBIH pe3yabTaT HEOOXO0MMO UCKIIFOUUTD M CUUTATh OTPHLIATEIbHBIMHU

6 OKHO CTaHI[apTHLIe KpHUBBIE HE GYZICT COZCpKAaThb HUKAKUX JaHHBIX, IIOCKOJIbBKY B HaGOan HEC

[PEYCMOTPEH BAPHAHT KOJMYECTBEHHOTO aHAJIN3a
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Just oOpasioB (opma KOTOPbIX HE COOTBETCTBYET KJIACCHYECKOW W ISt
koTopbix Ha kaHane Cy5 (BKO) HaOmromaeTcss HEKOPPEKTHBIA HIIM OTPHUIATEIIbHBIM

pe3yIpTaT HEOOXOIMMO IIPOBECTH MOBTOPHBIN aHAJH3 C ATAIla SKCTPAKIIHH.
AmpAfcaton Curves [~ | |E|

D@ ere

Npaswaniie xpunie

§ os
Obpasen, mgw:: nexmounTy
00 : .

Yuem pesynemamoe IIL[P-anaruza nposooumcsi 6 coomseemcmsuu ¢ n.8
Hucmpykyuu no Haauuuio uau omcymcmeuio nepeceyenus Kpueou guyopecyenyuu ¢
VCMAHOBNEHHOU HA ~ COOMBEMCMBYIOWeM YPOGHe NOpPO206OU  JUHUEN, 4O
coomeemcmeyem HAIu4uio Ui Omcymcmeuio 3Havenus nopo2oozo yurna «Cty ona
uccredyemo2o obpasya
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IHpuaoxenue 6. JIMCT BHOCHMBIX W3MeHeHHIi

Pepaxknus

MecT0 BHOCHMBIX
H3MeHEeHHH

CyTh BHOCHMBIX H3MEeHEeHMI{

Bepcus 1.1 ot

Pazpen «llpunoxenusp»

Ho6asneno Ilpunoxenue 5
«[Topsmox paboThl Ha pudope

16.02.2018 Wnctpykuun LightCycler® 96
Jlo6aBiieHbI CHOCKH, MOSICHSIONINE,
Bepcus 1.2 ot ctp. 5, c1p. 10 gyro BMecTo OKO nonyckaercs

01.06.2021

UCIONIb30BaTh (u3pactop, TE-
Oydep, AMCTUIITUPOBAHHYIO BOLLY

Bepcus 1.3 ot
31.08.2021

6. B3situe u 00paboTka
MarepHana,
TPaHCIIOPTHPOBAHKE U
XpaHeHHe 1pod

W3MmeHeH uccienyeMslil
6uomarepua: LeibHas KPOBb

Bepcus 1.4 ot

Jlo6aBnen MaTepuan: KyJabTyphl
MUKPOOPraHU3MOB U MUTATCIILHBIC

17.11.2021 Io Texety CpeIeL.
W3MeHeHUs 110 TEKCTY
il Ilo Tekery Usmeneno naszsanue BKO

28.12.2021

Bepcus 1.6 ot
22.02.2022

Paznen 6. B3situe u
00paboTka MaTepuaa,
TPaHCIIOPTUPOBAHUE U

XpaHeHue npod

OTpenakTHpOBaHbl PEKOMEH AT
10 IPOOOTIIOATOTOBKE 00Pa3IOB

Bepcus 1.7 ot
28.04.2022

Paznen 6. B3arue n
o0paboTka MaTepuaa,
TPaHCIOPTHPOBAHHE U

XpaHeHue npod

JlobaBneHo: Ha YCMOTpEHHE
BETEPUHAPHOTO Bpaya JI0MyCKACTCs
HCCIICIOBAaHUE JIPYTUX BHUIOB
O6uomarepuana
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Pepaxknus

MecTo BHOCHMBIX
H3MEHEeHH

CyTbh BHOCUMBIX U3MEHEHU

Bepcus 1.8 ot
28.09.2022

[Mpunosxenne 3. [Topsaok
pabortsl Ha npubope 1T-96
(IHK-texHomnorus, Poccus)

I'eomerpuueckuii (Cp) MeTox
00pabOoTKU JaHHBIX 3aMCHEH Ha
moporoBsrif (Ct)
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Pepaxknus

MecTo BHOCHMBIX
H3MeHEeHHH

CyTh BHOCHMBIX H3MEeHEeHMii
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