)
®

BET OQAKTOP

NHCTPYKIUA

no npuMenennio Hadopa pearentoB «I1IP-ITAPAT'PUIIII-3-KPC-®AKTOP»
nas seisiBiennsi PHK Bupyca naparpunna-3 kpynHoro poraroro ckora (Bovine
parainfluenza virus 3) B OMo/10ru4yeckoM Marepuaje MeToA0M 00paTHOM
TPaHCKPUILUU U MoJiuMepa3Hoii uenHoii peakuun (ITLP) ¢ ¢puayopecuenTHoil
neTexkuueii B pexxnme peaibnoro spemenn (OT IILIP PB)

TV 21.10.60-323-51062356-2022
JIist IuarHoCcTHKM in Vitro



Coaep:xkanue:

(03107 (6T0) QU ele) & o101 (5321202 (PP P TP PR PSR 3
O 5 ) e (53 1 (ST TP U PP PR PPPRPPRPPII 4
2. XapaKTEPUCTUKA HADOPA ..ve.vevirraneenreitisresiesteeseeie e sre st sse e sresnesne s enesnennens 4
R B 05) 705 100200001 ()2 (02 03 SO TP U PP PP UPPPPPRPPRPRI 4
2.2 COCTAB HADOPA ... e.veevverviresiearesieaii et st sr sttt sr bbbt n e nr bbb nennenre s 4
3. AHQTUTHYECKUE XAPAKTEPHCTHKH . .. .e.vervireseasrasresisressessesseassessessessessessesssassesesssesnenns 6
4. MEPBI IIPEIOCTOPOIKHOCT . .. vevvneesressessessessesseassessessessessessesseessessessesnessessssssesessennens 6
5. MaTepHabl B OOOPYIOBAHIE .....eevvereereereasreanreasneaseeaneesseessesssessnessnsssessnesssessseessesnns 7
6. Bastue u 00paboTka MaTepuana, TpaHCIIOPTHPOBAHNE B XPAHCHHUE TIPOD ... 8
6.1 OT6op MaTepuana Ul UCCIECIOBAHUS, TPAHCIIOPTHPOBKA U XPAHEHUE ......eeveenreese. 8
7. TIPOBEIICHIIE QHAITHIBA .. ...vevveesressreseesseesseanseasseannssnnsasesaneesneasneassessnessnssnessnesssesnsesnnesnns 9
7.1 Dxcrpakmus (Beraenerne) PHK U3 HCCIEAYEMBIX TIPOO .....cvvveveeieeieeiesiieniieniens 10
7.2 onroToBka 00pa3moB K MPOBEICHUIO [TLIP .......c.ccvviiiiiiiii e 10
7.3 IlpoBeaenue peakimu [P ¢ GIF00OPECIICHTHON AETEKITUCH ... veeveenveeereseierieereeans 11
8. HHTepnpeTaIst PE3YIBTATOB AHAIMBA «..veveereerreriressessesseassesessessessessesseesessensennes 11
9. VCHOBUS TPAHCIIOPTUPOBAHUSE ......vvevvirtearenseaneesressesressessesssassessesnessessessesseesensesnenses 13
10. VCIOBHS XPAHEHHUS ... veveveeeeseeseisestessesseaseeseessessesseanessessseseessesnesnesnessesseaseessensennens 13
10, CPOK TOITHOCTH ..euveeireentee et eteeesbeeesieeesteeesbeeesbeeesbe e e sbneessbeesbbeesnbeesbbeesnneesbbeesnneeans 13
[Mpunoxenne 1. Pacyer 00beMOB peareHTOB Ha pa3IMuHOE KOJINYECTBO PEAKIUA ..... 13
[Mpunoxenue 2. Iopsiaok padbotsr Ha npubopax Rotor-Gene 3000/6000 (Corbett
research, ABctpanus) u Rotor-Gene Q (Qiagen, [epMaHU). .......covvvereereeieniienieennnn, 14
[punoxenne 3. [lopssnok padoter Ha ammumnpukatope AT-96 (JJHK-texnomOTHS,

| TeTe3 7 PSP PTRURRPIN 19
[Mpunoxenne 4. Topsigok pabots! Ha prbope LightCycler® 96..........cceoveeiennne, 21
IMpunoxenne 5. [opsiaok padotsr Ha mpubope CFX96 (Bio-Rad, CIIIA).................. 28
[Mpunoxxenne 6. JINCT BHOCHUMBIX UBMEHEHHH ......ccverveivinieiniesrerinrestesnesieeiesseenennennennes 31
2

Bepcus 1.8 ot 28.09.2022



Cnucok cokpanieHui

BKO BHYTPEHHUI KOHTPOJIbHBIA 00pasen
K- OTpULATENLHBIN KOHTPOJIb
BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLUU
K+ MOJIOKUTEIbHBIH KOHTPOJIb
OKO OTpHLIATENIbHBIN KOHTPOJIBHBINA 00pasert
IIKO TIOJIO>KUTEIbHBIN KOHTPONBHBII 00paser]
MOJIMMEpa3Has [eMHast peakius ¢ (IyOpECIIeHTHOMH NeTeKIneH B
[P PB
peXUMe peasbHOr0 BpeMEHH
OoT oOpaTtHas TPaHCKPHITLIUS
PHK PpHOOHYKJIENHOBAsK KUCJIOTA
HK HYKJICMHOBAsl KUCJI0Ta
xJIHK koMmiuiemenTapHas JJHK
CII CaHUTapHBIE NIpaBUIIA
My METOINYECKUE YKA3ZaHUS
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1. Hasnauenue

Hab6op mpemnasnauen mns BeusiBneHus PHK Bupyca maparpumnma-3 (Bovine
parainfluenza virus 3) KpyITHOTO POTaTOrO CKOTa B OMOJIOTHYECKOM MaTepHaie (Ma3Ku
CO CIIU3MCTOH HOCOBOH IOJIOCTH, CO CIM3MCTOH KOHBIOHKTHBBI, (hapHHIealbHbIE
CMBIBBI, Ma3KH U3 BJIarajuina, (parMeHThl NapeHXMMAaTO3HBIX OPraHoB, ILIAICHTHI,
KUIICYHUKA, TUM(POY3IIBI, KPOBB), @ TAKXKE B KYJIBTYpaX MUKPOOPTraHU3MOB, CMBIBaX C
MOBEPXHOCTEH MEeToJ0oM oOpaTHOW TpaHckpunuuu U ammmukannn kJHK c
(iryopeclieHTHOH JIeTeKIHel B peKIME pealbHOTO BPEMEHH.

2. XapakrepucTtuka Habopa
2.1 llpuHuun xeicTBus

Habop pearcHTOB OCHOBaH Ha WCIIOJB30BAaHUM MABYX IOCIIEAOBATEIBHBIX
peakmmii: oOpatHO#l TpaHckpumnmuu BHpycHoW PHK s momyuenms xJHK u
MOJIMMEPa3HON MeMHON peaknuu A aMIurdukanun GparMenrta morydeHHol k/JHK
MaTpuipl. O0e peakuy MPOBOAATCS MOCIeoBaTeNbHO B oqHO [TI[P-ipobupke (one-
tube), 94To cokparuaeTt u ynporaeTr npouenypy aHauu3a, CHIKaeT PUCK KOHTAMHHALUH
U BO3MOXKHOCTh ommbOku mpu mnepeHoce kJIHK B mpyryro mpobupky mis TIIP.
Jlerekyss TPOAYKTOB aMIUIM(UKAIMK OCYIIECTBISICTCS B PEXKUME DPEaIbHOTO
BPEMEHHU C HCIIOJIb30BaHHEM MPUHIMIA BBILEIJICHUS (IyopecleHTHOW MeTKU Ha 5'
KOHIIE OJIMTOHYKJIEOTHIHOTO 30HA.

HabGop mnos3Boisier cneuuduyeckn amminuIupoBath (parMeHT TeHOoMa
BUpycCa Maparpumia-3 ¥ BHYTPEHHEro IOJIOKHUTEIBLHOrO KOHTpousi (Oaktepuodara
MS2) B MyJIBTHILICKCHOH TOMMEPa3HOI IEMTHOH peaKIIiH.

2.2 Cocras Hadopa

Habop cOCTOMT W3 KOMILIEKTa PEareHTOB JJIs MPOBEICHUS MYJIbTHUILICKCHOU
OT-IILP PB (Kommmiekt Nel) m xoHTponmbHBIX oOpasmoB (Komrurekt Ne2). Habop
BBIITYCKACTCS B JIBYX BApUAHTAX:

1) [ns ananusa 55 00pa3ioB (BKIOYass KOHTPOJIbHBIE 00pas3Iibl)
2) st ananuza 110 06pasioB (BKIKOUAS KOHTPOJIBHBIE 00Pa3IbI).

CocraB Habopa npuseneH B Tabnumax 1 u 2.

IIpOoTOKOII BBIXOJHOI'O KOHTPOJIS JOCTYICH II0 3aIIpoCy.
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Ta6mmma 1. Kommuekt Nel s nposenenus TTLP

O0beM, MKIT

No CocTaB KOMILJIEKTa Onucanue Ha 55 Ha 110 Kon-Bo
peakuui peakuui
CwMmecs 11 IIpo3pavuHast
1 nposenenus [P, OecrBeTHas 275 550 1
P CMECbH BPI JKUJIKOCTB"
Bydep s Ipo3pavHas
2 nposenenus [P, OecrBeTHas 550 1100 1
MIP BY®EP BPI JKUJKOCTD
po3pavHas
CMmech pepMeHTOB, OeciBeTHAS
3 RT PCR ENZ. BsI3Kast 45 %0 !
JKUJIKOCTD
npo3pavHast
Bydep ans pa3seacHus
4 PHK, PHK BY ®EP OecrBeTHas 500 1000 1
JKUJIKOCTD
Tabnuna 2. Komruiekt No2 KOHTPOJIbHBIC 00pa3IIbL:
O0OBeM, MKII
Ne CocTtaB KOMITIEKTa Onucanue Ha 55 12 110 Kon-Bo
peakuui peakuui
Bryrpennuii IIpo3pavHas
1 | xoHTpoOJIBHBII 0Opa3sell, OecrBeTHast 550 1100 1
BKO M1 HKUJKOCTD
OTpHuaTenbHbIH npo3pavHas
2 | KOHTpOJIBHBIN 0Opaser, OecrBeTHast 1500 2000 1
OKO (TE 6ydep) * KUIKOCTh
[onoxurenbHbIN Mpo3payHas
3 | KOHTPOJBHEIH 00pa3ertl, OecrBeTHAS 100 200 1
KO BPI SKUJKOCTD

B nabop He BxomsaT peaktussl mist skcrpakuun HK. Breinenenne PHK mosxer
MIPOBO/INTHCS, HAIIPUMEP, C MOMOIIBI0 HAOOPOB HA OCHOBE COPOLIMOHHOTO METOJIa, B
cOCTaB KOTOPBIX BXOIHUT CHIHMKAa WM MHKPOLEHTPU(YXKHBIE KOJIOHKH, HAOOpOB Ha

* BO3MOKHa JIeTKas OMajiecIeHus

1 Bmecro OKO jomyckaercs HCIONb30BaHHE  (DH3HOIOrMYEckoro  pactBopa, TE-Gydepa,

JUCTHUTNPOBAHHON BOJBI. PeareHTsl JODKHEI OBITh YHCTHIMU M CTEPHIIBHBIMH. 3alpeliaeTcs UCI0Ib30BaTh
3a0ydepeHHsblil HHU3HOIOrnIeCcKHid pacTBOp!
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OCHOBE (PEeHOJ-XJIOPOPOPMHON IKCTPAKIMU M T.I. PEKOMEHAYeTCsl HCIOJIb30BAaTh
Haoop «IHK/PHK-C-®AKTOP» n16o aHamoruvaHbIH.

3. AHAIMTHYECKHE XapAKTEePUCTHKH

IToka3aHo OTCYTCTBUC Hecneun(i)nqecxnx peakunﬁ KOMIIOHECHTOB Ha60pa B
otHomeHnn HK npyrux MUKpoopraHusMoB: BUpyca rpunma A, Bo30yanuTess 00je3HH
Ayecku, Bupyca quapen KPC, Bupyca undexiuonsoro punorpaxeuta KPC, Brucella
abortus; Brucella ovis; Brucella canis; Pasteurella multocida; Leptospira
interrogans; Listeria monocytogenes; Mycobacterium avium; Escherichia coli;
Campylobacter jejuni; Campylobacter fetus; Clostridium perfringens; Salmonella
dublin; Staphylococcus aureus; Yersinia enterocolitica, Yersinia pseudotuberculosis,
xoponasupyca KPC, Mycobacterium tuberculosis, Mycobacterium paratuberculosis.

ITokazano OTCYTCTBUC Hecneumbnqecxnx peaKLII/Iﬁ KOMIIOHCHTOB Ha6opa B
otHomeHnn obpasnos JJHK KPC.

4. Mepbl Ipe10CTOPOKHOCTH

Bce pabotel mo cOopy, TpaHCHOPTUPOBAHMIO W TIOATOTOBKE IIPO0
OMOJIOrMYECKOro MaTepHana OT )KUBOTHBIX OCYILECTBIISATh B CTPOIOM COOTBETCTBUU C
tpeboBanusimu CanlluH 3.3686-21 «CaHUTapHO-3NUAEMHOJIOTHYECKHE TPeOOBaHUS
no npoduiakTuke WHPEKIUOHHBIX Ooye3Hei» U ¢ TpeboBanusmu [Ipukaza Ne659
MuHucTepCcTBa cenbekoro xossiictBa Poccuiickoit @enepaunu ot 24.09.2021 r. «O0
YTBEPXKICHUH BeTepuHapHBIX NpaBWJ  OCYLIECTBICHHS  NPOQUIAKTHUECKHX,
JIMarHOCTUYECKHX, OrPAaHUYMUTEIbHBIX M MHBIX MEPONpPUATHH, YCTAHOBICHUS H
OTMEHBl KapaHTHHA M WHBIX OTrPaHWYEHWH, HANpPABICHHBIX Ha IPEAOTBpAIICHUE
pacIpocTpaHeHus U JIMKBUIAINIO 0YaroB MaparpuIima-3».

HccnenoBanne mpoBomuTCs B [Ba 3Tana B JBYX OT/CNBHBIX MOMEIICHUSIX
(30oHax), cormacHo MY 1.3.2569-09 «Opranmsamus paOoTHl JTaOOPATOPHIA,
UCTIONB3YIOMMAX METOAbl aMIUIM(UKAIMA HYKJIEHHOBBIX KHCIOT MpH padoTe c
MaTepualioM, CoJIepIKaIluM MUKPOOPTaHU3MBI i-1V TPYIII TaTOT€HHOCTI.

Bce mabGopatopHoe o0OpynoBaHME, B TOM YHCJE J03aTOpPbI, INTATHBBHI,
naboparopHas Iocy/ia, a Takxke pabodne peareHThl U PacxoHbIE MaTePHAIbl IOJKHBI
OBITH CTPOTO CTAIIMOHAPHBIMHU. 3allpeliaeTcsl UX MePeHOC U3 OJHON 30HBI B APYTYIO.

[Iporiecc wmccnenoBaHUs SABISIETCS CTPOTO  OJHOHANpPaBIEHHBIM, paboTy
CllelyeT HauMHATh B 30HE MOJTrOTOBKH MaTepHaia, NPOJOJKATh B 30HE DKCTPAKIUH
HYKJIEMHOBBIX KHCJIOT, 3aTe€M B 30HE aMIUIM(UKAIUH. 3anpeniaercs BO3BPaIlaTh
00pasIsl B 30HY, B KOTOPO# ObUIa IMpoBeJieHa peabLAYyIIas CTa s npolecca.

PaGoraTh TOJIBKO B OJIHOPA30BBIX IMEpYATKAX, WCIIOJIB30BATH U MEHATH NpPHU
Ka)XJJOH OIepalyy 0JJHOPa30Bble HAKOHEYHUKH C a9PO30JIbHBIM OaphepoM.

OnHOPa30BYIO IIACTUKOBYIO TOCYy (IPOOMPKH, HAKOHEYHHUKH) cOpackiBaTh B
CHeUuaIbHBId KOHTEHHEp, CoJepKallui Je3MHQUIMPYIOIUA pacTBOp (HanmpumMep,
0,2% HaTpHeBOH COMM TUXJIOPU30IIUAHYPOBOM KHCIIOTHI).

Pa6oune nmosepxuoctu B I[P nomermenusx obmyqaror YO cBETOM B TeueHHE
30 MuHYT 0 Havala W Tocie TmpoBeaeHus paboT. Takxke mocie OkOHYaHUs PaboT
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pexomeHmyetcs  oOpabareiBaTh  pabodne  MOBEPXHOCTH  JAC3HHQPHUITUPYIOIIHM
PacTBOPOM.

5. MarepuaJbl 1 000py/i0BaHue
Jas 3onbl Boiaesenuss PHK u3 ucenenyembix npoo:

. HactonpHplii 0OKC ¢ OaKTePHIUAHON JIAMION WM  CTEPUIBHBINA
naMuHapHeld  1mkad  (Hampumep, «bABm-«Jlamunap-C»-1,2», «JlamuHapHbIe
cucteMsl», Poccus);

e  TaepaoTenbHBIN TepMOCTAT JUIS MPOOUPOK THIA «dnreHnopd» Ha 1,5 miu
¢ auanazoHoM temineparyp ot 25 no 99 °C (manpumep, TT-2-«Tepmur» «HIIO JJHK-
Texnonorus» Poccus);

° BakyyMHBII OTCachIBaTeNlb MEOUIHUHCKHAN C KOJIOOH-JIIOBYIIKON IS
yaaJeHus Ha0CaA0YHOH KUIKOCTH (Hampumep, «OM-1», r. YiubpsaHOBCK, Poccus).

e  Mukponentpudyra st mpoOupok THma «ImneHmopd» mo 12 TeIC.
00/MuH (Hampumep, «MiniSpiny, «Eppendorty, ['epmanms);

e Boprekc (Hanmpumep «TOTA-2», «buokom», Poccus);

e  [lumerku aBTOMAaTUYECKHE OJHOKAHAIbHBIC IepeMeHHOro oobema 20-200
u 200-1000 mky; (Hanpumep, «JIennuner», Poccus).

e  OpHopa3oBble NOJMIPONUICHOBBIE MpoOMpkH Ha 1,5 mu (Hampumep,
«Tarsonsy, Uunus);

e  OpHOpa3oBble HAaKOHEYHWKH JJIsl MHIETOK IEpeMEHHOro oObeMa ¢
a’po30IbHEIM OapbepoM U 0e3 (mo 200 m 1000 mxm) B mTatuBax (Hampumep,
«Tarsonsy, Uuaaus);

e  [lepuaTku MEANIIMHCKUE HEOIYAPEHHbIE JTATEKCHBIE;

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

e EMKOCTb ¢ 1e3UH(DUIMPYIOIIUM CPEACTBOM;

o XonoaunsHUK 0T 2 0 8 °C ¢ MOpPO3WIBHON KaMepod OoT MUHYC 24 10
Mmunyc 18 °C.;

e  Xanat 1abopaTOpHBIN;

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

Jast 3oub1 nposenenus NP ananu3za:

e  Awmmmdukarop (Hampumep «Rotor-Gene Q», Qiagen; «IT-96», JTHK-
texHonorus; «CFX96», Biorad win aHanoruyHeIi).

e JII[P-6okc  (mampumep, «BAB-IILP-«Jlamunap-C», JlamuHapHsle
cucreMsl, Poccus).

e MukpoueHrpudyra-soprexc (Hanpumep «TOTA-2», buokom, Poccus);

. IMuneTkn aBTOMAaTHYECKUE OJHOKAHAIBbHBIC MMEPeMEHHOro odowsema 2- 20,
20-200 mxut u 100-1000 Mk, (Hanpumep, «Jlennuner», Poccus).
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e  OpHOpa3oBbIE HAKOHEYHWKH [UIS J03aTOPOB IEPEMEHHOTO 00BeMa C
adpo30bHBIM OapeepoM a0 20, 200 mxa u g0 1000 Mk (Hampumep, «Axygeny,
CIIA).

e IllratuBel AN HAKOHEUHUKOB (Hampumep, «Axygen», CIIA) u
MUKporpooupok Ha 0,2 M (Hanpumep, «SSI», CILIA).

. XonoauwnsHuk oT 2 10 8§ °C ¢ MOpO3UIbHOW KamMepod oT MuHyc 24 1o
Munyc 18 °C;

e  OpnHOpa3oBbIe MONUIPOIIIICHOBBIE TpoOupku Ha 0,2 u 1,5 M (HanpuMep,
«Axygeny, CIITIA);

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

e  [lepuaTku MEANIIMHCKUE HEOIYAPEHHBIE JTATCKCHBIC;

e  Xamat mabopaTOpHBII.

IIpu padore ¢ PHK Heo0xogumMo HCHOJB30BATH TOJBKO OJHOPa30Bble
CTepUWIbHbIE ILUIACTHKOBBIE PACXOJHble MaTepHa/bl, HMelIIUe CNeNHaJbHYI0
MapkupoBky «RNase-free», «DNase-free».

6. B3ssiTue u 00padoTka MaTepuaJia, TPAHCIIOPTUPOBAHUE U XPaHeHUE NMPOO
6.1 OTO0p MaTepHaa Jisl HCCIAETOBAHUS, TPAHCIOPTHPOBKA M XpPaHeHUe

JlJ1st uccaenoBaHus UCIIONB3YIOT CIEAYIOIIMI MaTepualt:

e BriieneHuss U3 HOCOITIOTKM M TPaxeu, MAasKd €O CIM3UCTOM HOCOBOM
MOJIOCTH, CO CIIM3UCTOW KOHBIOHKTHBBI, Ma3K{ M3 BIarajuiia, CHUIMAIOT C TOMOIIBIO
CTEPHJIBHOTO 30HAA, 30HJ IOMENIAIOT B INIACTUKOBYIO MHUKPONPOOHPKY oObeMoM 1,5
M1 ¢ 0,5 wMm  crepwipbHOTO  (H3HONOTHYECKOTO  pacTBOpa/docdaTrHOro
Oydepa/TpaHCTIOPTHON CpeabI.

e dapuHTeaNbHbIE CMBIBBI.

e OparMeHThI JIETKUX, CEJIE3EHKH, IUIAEHTA, COIEPKUMOE KHIICUHUKA
MIOMELIA0T B CTEPUIIbHBIN KOHTEHHED.

e Jlumdoy3nbl OepyT Ha HCCIIETOBAHUE LIETUKOM.

® KpoBb (BO BpeMsi BUPEMUsI) OTOMPAIOT U3 APEMHOM MM XBOCTOBOW BEHBI B
crepwibHble TIpobupku ¢ 3 % pactBopom OJATA u3 pacuera 10:1, 3akpsITyIO
HIpOOUPKY C KPOBBIO HECKOJIBKO pa3 EPEeBOPAUUBALOT.

e KynbTypsl MUKPOOPTaHM3MOB B JKHJIIKUX CpelaX OTOMPAIOT B CTEPUIILHYIO
Tapy.

e bakrepuasbHble KOJOHHU pecycrneHaupyorT B 0,5 M QU3HOI0THUECKOro
pacTBopa.

e [luratenbHble cpenpl OTOMpalOT B  CTEPWIBHYIO Tapy (TBepIble
pecyCleHUPYIOT B (PM3HOJIOTMYECKOM PACTBOPE).

e CMBIBBI C NOBEPXHOCTEH (BHYTPHIaOOPAaTOPHBIX, C HMOBEPXHOCTEH Taphl,
KOpPMYILIEK, MECT COJIep KaHHs )KUBOTHBIX U JIp.) OTOMPAIOT B CTEpHIIbHYIO Tapy ¢ 0,5
MJI (PM3HOJIOTHYECKOTO PACTBOPA.

8
Bepcus 1.8 ot 28.09.2022



BHUMAHMUE: HE  pEKOMEHIYETCS  HCCIIe0BaTh Marepuail oT
BaKI[MHUPOBAHHBIX JXHBOTHBIX, €CIM OT MOMEHTA BAaKIMHAI[MM TIPOILIO MeHee |
MecsIa.

[onmydeHnble 00pa3lbl MOXKHO TPAHCHOPTHUPOBATh M XPAHHUTh B CIICAYIOLIHX
peKUMax:

1) IlembHasi KPOBb:

- npu Temneparype 2-8°C B TeyeHume 12 4YacoB C MOMEHTa B3STHA
Mmarepuarna.
2) [pyrue obpasiibl
- ipu Temreparype 2-8°C B Tredenue 1 cyTok;
- Ipu Temrieparype He Beimie MuHyc 16°C B Teuenue | Hemenw;
- IIpH TeMIIepaType He Bhimie MUHYyC 68°C — IIHTENBHO.

Jlonmyckaercst OJTHOKPATHOE 3aMOPaKMBaHHe-0TTAMBAHME MaTepHasia.

Ha ycmompenue eemepunapnozo epaua O0onyckaemcs uccie008anue Opyeux
61008 Ouomamepuada.

6.2 IloAroTOBKA HCCJIEXYEMOr0 MaTepHalia

CMBIBBI, Ma3K{ U3 HOCOIJIOTKH M TPaxeH, CO CIU3UCTONH HOCOBOH IOJIOCTH U
KOHBIOHKTHBBI, U3 BIIArajiuina, GapuHreasbHble CMBIBBI, KyJIbTYpbl MUKPOOPIaHH3MOB
U MUTATENbHBIC CPEeJibl, CMBIBBI C IOBEPXHOCTEH NCIONB3YIOT 11 Beigenenus PHK 0e3
NpeABapUTEIbHON NOATOTOBKH. CMBIBBI C IOBEPXHOCTEH, B3SIThIE /I HPOBEPKH
HaJIMYMsI BHYTPUIIa00paTOpHOI KOHTAMHHAIIMY, BBIACIATH HE HYKHO.

Bsi3Kyto 10 KOHCHCTEHIIMM MOKpPOTY OOpa0OaThIBalOT peareHTaMu THIa
MYKOJIU3HH, C IIEIbI0 CHIKEHUS BI3KOCTH.

ITpoOb! TKaHeH M OpraHoB (KyCOUYKH JIETKOTO, CEJIE3CHKH, IUIALEHTHI, TKaHU
a0OpPTHPOBAHHBIX IUIOAOB, KHIIEYHHUK C COJICPXKUMBIM), 10 | T, TOMOT€HH3HPYIOT C
UCTIONIb30BAHUEM CTEPWIIBHBIX (pap(OpOBEIX CTYIOK M NMECTHUKOB, 3aTeM roToBAT 10 %
CYCIICH3UIO Ha CTEpPWIBHOM (HU3HOIOTHYecKoM pacTBope. CyCHEeH3HMIO MEpPEeHOCST B
npobupky oobemom 1,5 mu u nentpudyrupyror npu 2000 o6/mMuH B TeueHue 5-10
MUH. ANMKBOTY HamocamodHou xkuakoctd (0,1 M) MCHONB3YIOT OISl IKCTPAKIUH
PHK.

Ha ycmompenue eemepunapnozo 6paua OONyCKaemcs ucciedosanue opy2ux
81008 buomamepuana.

7. IlpoBenenune aHajin3a

Ananmu3 ¢ nomomiplo Habopa pearentoB «IILP-ITAPAT'PUIIII-3-KPC-®AKTOP»
COCTOMT M3 TPEX ITAIOB!
e sxcrpaxuusa HK;
o mposenenne peakuun OT-TIIP PB c ¢uyopecuenTHoll perekuneil B pexunme
pearsHOTO BPEMEHH;
® yueT pe3ynbTaTOB aHAIIN3A.
ITpumeuanue. Peaxuns OT-IILIP PB npoBoxurcs B 0/1HO# mpoOupke.
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7.1 Oxcrpakuus (Boigeaenne) PHK u3 uccienyembix npoo

OT00paTh HEOOXOIMMOE KOJIHYECTBO OJHOPA30BBIX NHPOOHMpPOK obveMoM 1,5
MJI, BKJIOYas OTPHLATENbHBIH KOHTPOJIb BBIAEICHHA. BHecTH BO Bce MpoOMpKH ¢
uccienyeMbIMu oOpasuamu, BKimodas npooupky s OKO, no 10 mxn BKO M1.

BHaectu mccnenyembie IpoObl B 00bEME COINIACHO MHCTPYKLHMH K HAOOpy IUIst
BeigeneHnss HK, B mnpoOupKy OTpUIATENbHOTO KOHTPOJS BBIJICJICHUS BMECTO
uccneayemoii npoosl Brectd OKO? (mpo6upky 0603HaunTh Kak BK-).

Boeiienare HK w3 aHanmu3upyembIX M KOHTPOJIBHBIX OOpasIoB COTJIACHO
MPOTOKOJTY HHCTPYKIIMHU MPOU3BOANTENS Habopa s Beinenenns HK.

Brizenennyro PHK moxHO Xpanuts 10 3 wacoB mpu Temmeparype ot 2°C 1o
8°C mu B TedeHUe MecsIla pu TeMIieparype He Boie Muryc 70°C.

7.2 TloaroroBka 06pa3noB k npoBeaenuro [P
OO0muii 00bemM peakuMOHHOI cMecH — 25 MKJ1, 00beM PHK-nipo6s1 — 10 MkJ1.

VYcnemHoe NpoXoXICHHE PEeaKIuH KOHTPOIHPYIOT wucmnosb3oBanueM ITKO
BPI, BKO M1 u PHK 6ydepa.

IIpumeuanue. Jlonyckaercst pasMOpaXxUBaHHE PEareHTOB u3 Habopa mepen paboTol
npu temmeparype He Bbimie 40°C (¢ ucmonmb3oBanueM TepmocTarta). IlporpeBanue
npooupkn RT PCR ENZ kareropnyecku 3anpeieHo.

B oTnensHOM npoOupke cMemaTh KOMIIOHCHTHI HA0Opa M3 pacueTa Ha KaKIYI0
peaxIuIo:
e 5 wmkn [P CMECH BPI;
e 10 mxn IIIIP BY®EP BPI;
e 0,75 mka cmecu ¢pepmenToB RT PCR ENZ.

Ilepemernate cMmech Ha BOpTEKCE M COPOCUTH KallIi KPaTKOBPEMEHHBIM
neHtpudyrupoBanueM. PacueT 00BEMOB peareHTOB Ha pPAa3IMYHOE KOJIMYECTBO
peakuuit yka3an B [lpunoxxenun 1.

Oto0paTh HEOOXOAMMOE KOJIMYECTBO MPOOMpoK i amruindukanuun HK
HCCIIEAyeMbIX W KOHTPOJBHBIX 1po6. BHectw mo 15 MKI TIpUTOTOBIEHHOM
pEaKIIMOHHON CMECH.

Vcnonp3ys HAKOHEYHUKHU C (QUIBTPOM B IIOATOTOBIICHHBIE TPOOUPKHU BHECTH:

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

0) B psAI IPOOMPOK IS UCCISAYEMBIX P00 — B Kaxayro BHecTd 1o 10 mxin HK
COOTBETCTBYIOIIEH MPOOBI, MoMy4deHHOMH 110 11.7.1 (BKirovas npody BK-);

B) B IPOOHPKY C nojoxuTenbHbIM KoHTposteM [TLP (K+) 10 mxa ITKO BPI.

ITpumeuanue. TIpu NCTIONBH30BaHUN aMITH(UKATOPOB C CUNTHIBAHUEM Yepe3 KPBILIKY
(nammpumep, JAT-96), 3anpemaercss HAHOCUHTH MAPKUPOBKY HA KPBILIKY NPOOHPOK!

2 Bwmecro OKO JIOIyCKaeTcss  UCIONb30BaHHE  (U3MOIOrMYeckoro  pactBopa, TE-Oydepa,

JUCTHUTNPOBAHHON BOJBI. PeareHTsl JODKHEI OBITh YHCTHIMU M CTEPHIIBHBIMH. 3alpeliaeTcs UCI0Ib30BaTh
3a0ydepeHHsblil HHU3HOIOrnIeCcKHid pacTBOp!
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7.3 IIpoBenenue peakuuu [P ¢ ¢pryopecueHTHOM AeTeKIUei

ITapameTps! TeMIepaTypHO-BPEMEHHOTO PEXKUMa aMITTH(UKAINK Ha Tprdopax
«Rotor-Gene Q», «IT-96», LightCycler® 96, CFX96 ykazans! B [Ipmnoxenmsix 2, 3,
4 u 5 THCTpYKIIMU COOTBETCTBEHHO.

ITomecTuts mnoxaroToBiaeHHele s mpoBeaeHus IIIIP npoOupku B sueiixu
amiuduKaropa. 3arporpaMMHUpOBaTh IPUOOP COTIACHO MHCTPYKIMH NPOU3BOIUTEIIS
U B cooTBeTcTBUU ¢ [Ipunoxenusmu 2, 3, 4 u 5 MHCTpyKIHU.

B ciyyae ncnonp3oBaHus aMILTM(QUKATOPOB JPYTHX MOJENEH PEeKOMEHIyeTcs
KOHCyJNbTanus co cneruanuctom komnanuu «BET ®AKTOP».

[Tocne 3aBepmieHHS TPOTpPaMMBI aMIUTU(UKAIMKA OTpabOoTaHHBIE MPOOHPKH
YTHIU3UPYIOT B cOOTBeTCTBUH ¢ MY 1.3. 2569 -09.

8. HHuTepnperauus pe3yJbTaTOB aHAJIHN3A

[TomydeHHsle naHHBIE — KpPHUBBIE HAKOIUICHHS (DIyOpPECHIEHTHOTO CHTHaja
AHATM3HUPYIOTCS C TTOMOIIBIO MPOTPAMMHOTO OOECTIEUEHHs HCHOIb3YeMOro Iproopa
qutst nposeaeHust [ILIP B cOOTBETCTBHYM ¢ MHCTPYKIMEH MPOU3BOIUTEINS K IPHOOPY H B
cootBetrcTBUH ¢ [Tpunoxenusmu 2, 3, 4 u 5 UHCTpyKINH.

VYuer pesynsratoB OT-III[P PB npoBoaurcs mo HalW4MIO MM OTCYTCTBHIO
nepecedeHuss KpHBOil (IyopecleHIMH C YCTAHOBJICHHOW Ha COOTBETCTBYIOLIEM
YPOBHE NMOPOTOBON JIMHMEH (UTO COOTBETCTBYET HAJIMYMIO MIIM OTCYTCTBHUIO 3HAYCHUS
moporoBoro nukia «Cty 1 uccaegyeMoro oopasia).

Pe3ynpTar cumMTaeTCs JOCTOBEPHBIM B CIy4ae KOPPEKTHOTO IPOXOXKICHUS
MOJIOKUTEBHBIX M OTPHLATENBHBIX KOHTposIeH amrumndukanum n skerpakinun HK B
COOTBETCTBHH C TaOJIHIEH 3.

Tabmmma 3. OneHka pe3ylIbTaToB aHAIH3A.

Kanan nerexuun
JOE(HEX)/
Ipo6a Yéll ow ) Cy5/Red PesynbTar
BPI BKO
Peakmuy nmonoxxuTensHOTO U
KO s
Kt Ho 31 mo 31 BHYTPEHHETO KOHTPOJIEH MPOULIH
ycHeuHo
Curnan Curnan
Peakius npomia ycnemso
OTCYTCTBYET OTCYTCTBYET
Crienduyeckas KOHTaMUHAIMS!
PHK Jlioboe Curuan TPEBYETCS noBTopHasi nocraHoBka!
oydep 3HaYCHUE OTCYTCTBYET
K- PexomeHayeTcs MOCTaBUTH CMBIBBI
Konramunanus BKO! TPEBYETCS
Curnan
JIro60¢ 3HaueHHe | MOBTOPHasi MOCTAHOBKA!
OTCYTCTBYET
PexkoMeHIyeTcst OCTaBUTh CMBIBBI
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Kanan gerexuun
ITpoba JOES-I'()EV?I( J Cys/Red PesynbraT
BPI BKO
Curnan JIro6oe 3HaueHue
DKCTpakuus MpoUuIa YClemHo
OTCYTCTBYET or 1 no 35
Curaan Crienuuyeckas KOHTaMUHAIMS !
OKO 33;22}236 orcyrctByer win | TPEBYETCS noBTopHas sxeTpakuus!
BK- moboe 3HaueHNe | PekOMeHyeTcsi HOCTaBUTh CMbIBBI.
Curaan Pe3ynbraT HeOCTOBEPHBIH, BO3MOXKHO
Curnan OTCYTCTBYET WJIH | HPHUCYTCTBUE HHTMOUTOPOB.
OTCYTCTBYET
3Hadenne Ct >35 | TPEBYETCS noBropHast dxcTpakuus!
Jlroboe Curnan PesynbTar ananmsa moJioKuTENbHbII.
3Ha4YeHue oT | orcyrcrByer win | PHK eupyca napaepunna-3 KPC
1 no 37 m000e 3HaUCHHE | MPHCYTCTBYET
O6pa3nbl Curnan JIro6oe 3Hauenue | PesynbraT ananuza
OTCYTCTBYET or 1 no 35 OTPULATEIbHBII
Curnan .
Curnan oTCyTCTBYCT WM PesynbraT He JOCTOBEPHBIIL.
OTCYTCTBYET | o e Ct >35 TPEBYETCS noBTopHast 3kcTpakius!

B cayuae, ecnu B BK- 3nauenune Ct nns BKO oTcyTcTByeT mnm mpeBbllIaeT
rpanmgHoe, a B K+ 3Hauenne Ct mist BKO menee rpanmysoro (u B oOpasmax Ct s
BKO meHee rpaHuYHOr0) — pe3ysbTaThl MOXKHO CYHTATh JOCTOBEPHBIMH. Takke B
cinydae ecnu 3HaueHne Ct g BKO B K+ oTcyTcTBYyeT uinm nmpeBbIlaeT rpaHUdHOE, a
B BK- 1 06pa3max MeHee rpaHU4HOTO — pe3yIbTaThl MOXKHO CUHATATh JOCTOBEPHBIMHU.

Ecnu mist uccneayemoro obpasia no kanany JOE (HEX)/Yellow 3nauenne Ct
ompenensercs no3aHee 37 MUKIA IPH KOPPEKTHOM NPOXO0XKIESHHH MOJIO0KHUTEIBHBIX U
OTPHUIATENIBHBIX KOHTPOJEH — OH CUMTAETCS CIHOPHBIM M HCCIEIyeTCS MOBTOPHO C
stana BegeneHns HK. Ecam npu moBTOpHOM mHOCTaHOBKE HAOMIOJAETCS CXOXKHH
pesynbrat (Ct Ha kanane JOE (HEX)/Yellow 6onee 37), TpeOyeTcsi HOBTOPHOE B3STHE
MaTepHuaiia OT TOTO e XHBOTHOTO i nposeneHust OT-II1[P-uccnenoBanns u (mim)
UCTIONIb30BAaHHE aJIbTEPHATHBHBIX METOJIOB INarHOCTHKH.

BHUMAHME! Ilpu noiay4eHUH COMHHUTENBHBIX PE3YJIbTATOB, a TaKXKE IpPU
nosiBieHNK modoro 3uHadenust Ct s orpunarensHoro koHTpois stama [ILP K- (Ha
mo00M W3 KaHAJIOB) PEKOMEHIYETCS HCCIIEAOBAHME CMBIBOB C IOBEPXHOCTEH B
nmabopaTopuy A7 UCKIIFOUYEHHUS pUCKa BHYTPHMIIA00paTOpHOW KOHTaMHHAITUH. CMBIBBI
¢ 1a00paTOPHBIX MOBEPXHOCTEH M 00OPYIOBAaHUS HCIIONB3YIOT B Ka4eCTBE MAaTpPHIIBI
nst [TLP (BHOCSIT B peaKIMi0 BMECTO UCCIEAyeMbIX mpod B KojmuecTBe 10 MKI) — TO
€CTh CMBIBBI HCCIIEAYIOT Oe3 okcTpakimu. [losiBnenune nodoro 3naueHus Ct Ha r06oM
13 KaHAJIOB CBHJETEIBCTBYET O BHYTPHIAO00paTOPHOI KOHTAMHUHAIIAH.
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9.  YciaoBuf TPaHCIOPTHPOBAHUS
Ha6op «IILP-ITAPAT'PUIIII-3-KPC-®AKTOP» MOXXHO TpaHCIIOPTHPOBATH
BCEMH BHJAMH KPBITOTO TPAHCIIOPTa NpH TemrepaType oT 2 1o 8 °C He Oojee 5 CyToK.

10. YciaoBusi XxpaHeHus!
JnurensHoe xpaHeHue komiuiektoB HabGopa «IIHP-IIAPATPUIII-3-KPC-
DAKTOP» ocymecTBISIOT Ipu Temrieparype oT Muayc 18 mo muryc 20°C.
Ilepen Hawamom paboTbl ¢ HAaOOPOM KOMIIOHEHTHI Habopa cieayer
Pa3yKOMIUIEKTOBAaTh M XPaHUTh B COOTBETCTBHU CO CIECAYIOIUMHU TPEOOBAHUIMHU:
Kommekt Nel (em. Ta6m. 1) mpu temneparype ot munyc 18 no munyc 20°C;
Kommekt Ne2 (cm. Tabm. 2) mpu temneparype ot 2 mo 8°C.
11. Cpok roaHoctn

Cpok romgaoctn peareHToB «[ILP-TTAPATPUIIII-3-KPC-©AKTOP» 12
Mmecsnes. Habop ¢ HCTeKIIMM cpOKOM TOXHOCTH IIPUMEHEHHIO HE MOJICHKHT.

Ipunoxenne 1. Pacuer 00beMOB peareHTOB Ha Pa3InyHOe KOJMYECTBO pPeaKuuii

KounuecrBo Oo6mnem ITIP O6bem IIIP CMECH| O6bem RT PCR
peakuuii | BY®EPA BPI, mxa BPI, mxa 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
a7 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

13
Bepcus 1.8 ot 28.09.2022



Mpuioxenue 2. Mopsagok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
research, ABcrpanus) u Rotor-Gene Q (Qiagen, 'epmanus).

B cmygae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
coznare mpotokon ¢ HazaHueM «IILP-IIAPAT'PUIII-3-KPC-®AKTOP» (npu
JlanbHeHNIIe paboTe UCIOIb3YIOT CO3JaHHBIN Ia0JIOH).

ITpu pabore ¢ mpubopom Rotor-Gene 3000 ucmons3yror nporpammy Rotor-
Gene Bepcum 6 wnm Beime, ¢ npubopamu Rotor-Gene6000m Rotor-GeneQ —
UCmoMb3ytoT nporpammy Rotor-Gene 6000 sepcuu 1.7 (build67) wiu Beitie.

TepMHHBI, COOTBETCTBYIOIIHE Pa3HbIM BEPCUSM NPOTPAMMHOTO OOecIedeH s,
PAaCTIONOKEHBI ITO0 TEKCTY B CIIEAYIOIIEM mopsiake: aist mpubopa «Rotor-Gene» 3000 /
UIA  aHTJIOSA3BIYHOM  Bepcum mporpammbl  «Rotor-Gene» 6000 (Q)/ mna
pycckos3pr9HOM Bepcun nporpaMmMel «Rotor-Gene» 6000 (Q).

1. OtkpriTh Iporpammy «Rotor Gene Q».

2. BeiOpate B OCHOBHOM MeHIO mporpaMMbl 3HaduoK «New»/«HoBbiii B

OTKpHIBIIEMcS OKHE BEIOpaTh «IlycToii madaon», Haxats KHONKY «New»/«HoBbIi
= B

Mpus

e TP ——

3. BeiOpate THHO potopa. Hampmmep, «36-Well Rotor»/«36-1yHouHbI
POTOP» TIPH UCIIONB30BAaHUN pOTOpa Ha 36 00pa3noB. [IocTaBUTE OTMETKY B OKOIIIKE
psmom ¢ Hagmuchio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabuo
3akpemieno». Haxate kHonky «Next»/«lamee.

T =

R . = .
4. VYkazathb omeparopa, o00beM peakIMOHHON cmecu  «Reaction

volume»/O0bem peaknuu» — 25 mkia. s Rotor-Gene 6000 nomkHO OBITH
otMedeHo okomko «15 pl oil layer volume»/«15 pL. o0bem macna/Bocka». Haxath
kHOTIKY «Nexty/«/lanee».
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New Run Wizard x

This scieen displays miscelanecus options for (he run, Complete the fislds, [TFln b ceclase
clicking el wheryou are 10acy 1o Move (o tha newt page b on leents n

Opertor ot A or

Notes

Raaction
Volume oL

Sariple Layout

SkpWied | ccBack | Hews» |

5. B Bepxmeil wactm oxHa Haxath KHONKY «Edit profile»/«Pegakrop
npouasn». B mossuBnieMcs OKHE B COOTBETCTBHH C HHCTPYKIHEH K IpHOOPY 3a1aTh

IporpaMMy aMIUTHGUKAINH C TapaMeTpaMH, yKa3aHHBIMH B TaOmmie 4. Haxatp
knaBunry «OK».

Tabnuna 4. TemnepaTypHO-BpEMEHHOM pexxuM amiuindukaiuu Ha Rotor-Gene.

Ne o/mt TemnepaTypHO-BpEMEHHOU PEXXUM Yucno uMKIOB
1 55°C — 15 munyT 1
2 95°C — 5 muH 1
95°C — 15 cex
3 58°C — 20 c, nerexuus JOE/Yellow, Cy5/Red 45
72°C — 10 cex

Jst aToro Tpebyercs mpojenaTh CIEeAYIOIINE IarH:

-Haxarp xmaBumy «Insert after»/«BcraButh mocie» u BeIOpath «New hold at
temperature»/«HoBoe yaep:kaHHE TeMIEpaTyphl», YCTaHOBUTH Temreparypy 55°C u
Bpems 15 MuH ;

-Haxarp xnmaBumty «Insert after»/«BcraButh mocne» u BbiOpath «New hold at
temperature»/«HoBoe ynepxaHue TeMIepaTypbl» yCTaHOBHTH Temmeparypy 95°C u
BpeMs 5 MHUH.

-Haxarp wmaBumy «Insert after»/«BcraBute mocie» u  BeiOpath  «Bew

cycling»/«HoBoe UMKIMPOBAaHWE», YCTAHOBUTH MapaMeTpPhl IMKIUPOBAaHHA B
COOTBETCTBHUH C TaOIHIEH 4.

Pepaxtop lpodmns
L2 ) =

Hoseii oTrp, CoxpanHTh Kak Cripasrca

Tect npononkiTea orono 103 midn. M pasHi BHMY NPELGTABAAST TECT. KOTOPLIA AOAKEH S6MTb BEINOAHEH

S B A

Hastrire Ha umka Hibte, 4ToBkl HeMernTE era ;

Unepsk. Termn-pel Ber. necne,
Unepsi Temn-per 2 —

Beorasute a0

Ynamme

Unkn neetopure 45 |pas

HakiiTe Ha War BHMey A0 810 HIMEHSHHA M HEKMATE + War MK - WA, HTOGE A0SBHTE HAH YAAAMTE WarH 2TOrS UHKAS,

|| Obrarei wiar JEa | = |§ =
35 rpan. na 15 cex.
58 rpan.
20 cex.
Nerer Ha Cpeling & [
ra Red, Yellow
I Sanan. War . SSrpanwal0oex.
[~ Crupcare Tern-py wara
oK
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6. B HmxkHE# wacTH OKHa MacTepa TecToB HaxaTh KHONKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHsl CUTH.». B OTKpBIBIIEMCS OKHE Ha)XaTh KHOTIKY
«Onr.gerek-MbIx». [ 000MX KaHAJIOB yKa3aTh HYKHBIH IUAma3oH CTapTOBOTO
curHama: Min Reading /muHumanpubli curnaan - 5, Max Reading
/makcumanbHblii curHan — 10. B rpade «Ilo3umus Ipodupkm» ykazaTth HOMEp
npoOUpKH, 1O KOTOpoW OyJeT aBTOMAaTHYeCKH BBIOpaH MapaMerp «yCHJIeHHs
CHTHAJIa», 110 YMOIYaHUIO 3TO 1-s1 mpobupka B porope. [loMeTUTh ranoukoil CTpoky
Perform Calibration Before 1st Acquisition « BbINOJHHTH ONTHMU3ANMI0 NPH 1-M

mare JAeTeKIUM». 3aKpbIThb OKHO «ABTO-ONTUMH3allMs YPOBHS curHana». HaxkaTsb
KkHOTIKY «Nexty/«/laaeex».

B x|
Omcawn
5 Mo GuaeT cusiBaTeCA i
S CUrHana, MoKa He HaliaeTon
nonanaer & i Yy
Shecn o7 Uenonbayent pearerTon
UeTaHosuTs Temne =
psmpy [~ rpanucos
éﬂmwm ==
V' BoiNontTe orTHMAZAUHIO NPH 1-1 Ware ASTRRUHA
I BBINOAHMTE onmAmMmsawA0 Mpu 55 rpanycax Nepel Hawanam TecTa
Yeranosku kanana
J x| _ Dotaoure.
[Dn 1 [ Wit Currian | Marcue Currian | Mo k| Tpaska
Yellow 1 5FI 10F1 -0

Red 1 il 10F1 -0

Ynamme

YcTano Ky ABTO-ONTHMHIaLHK YPORHA GHIHANE
YeTanosku kanana

Kanan:  Yellow loavua Mpodiprad: — [1 j
iyl apanason craprosoro chrana I N

Ll4anson upoEwei CurHana 0= e 0

Omvenims Grpaska
7. 3amycTUTh aMILTUQUKAIAI0 KHOMTKOH «Start run»/«Crapt». Jlate Ha3BaHHE

OKCIICPUMCHTA U COXPAHUTL €ro Ha AMCKE.
Cuera

Yermoers | Inareraee.

Yelow Uposers curnans 53

Red Ypoeers cirmans 657

Porop 36 mpoeni porop
Konnonoexa o6pasu 123

Otvem peasses (o msponmpas] 25

Crapr
naxae Cragr
Com. wabnon |

Tecra Hamvame Coxp a6nom, 4Tobel comparedrs wabnom ¢ Mporpai i
T aHORK AU 3TN TecTa

= Bowa | cctoea |
8. Ilocne 3amycka mporpaMMbl HEOOXOAMMO 3alPOTPaMMHUPOBATh MOJO0KEHUE

npobupok B porope. Bce mpoObl M KOHTPOJIM 0003HAYUTH B MEHIO THI Kak
Unknown «O6pase.

Macrep Honoro Tecta E

Ueraonki
Popraar wiena T =] Aonanwrensna
Otpasuet
[Gspasen K EEETEIRE
HNX [Fim ] [Tn lreurnes [ 3anan Ko |Be i’

1| sampie 1 Gopasen o

zl somple 2 - I e

3 fero He

4 Myero He

5 Myera He

5 Myero He

7 Myera He

[} Myero He

3 Muera el
g it
Crp.
i [Cro 1 || Momen | Uasnon | T Cuporsaupae. o ‘

Bowon || <cHosen || Baxonams ||;mwwmasmpnm|

16
Bepcus 1.8 ot 28.09.2022



9. Tlocrne 3aBeplieHHs TEPMOLUKIUPOBAHKS COXPaHUTh (aili ¢ pe3yabraTaMu
HCCIICTOBAHMUS.

AHaau3 pe3yJbTaToB ammiandukanuu 1iasa kanana JOE/ Yellow

10. Haxxatb B MeHIO KHOTIKY «Analysis»/«AHanmu3», BEIOpaTh PEXKHM aHATH3a
«Quantitation»/«KoanuecTBeHHbIil», HaxkaTs kHOTIKY «Cycling A. HEX»/ «Cycling
A. Yellow», nanee «Show»/«Iloka3aTb»

11. BriOparts JHHEHHYO MIKaTy rpadMueckoro U300pakeHns pe3ysibTaToB,
HaxaB KHOTIKY Linear scale/JIuneiinasi mkaJjia B HIKHEH 4acTH OKHa cIpaBa (eciu
9Ta IIKaJIa aKTUBHA 110 YMOJIYaHHI0, BMecTO KHONKH Linear scale/JIuneiinas mkamna
BuIHa KHOMKa Log scale/Jlorapumuyeckas mKasa).

12. B MeHIO OCHOBHOTO OKHA JIOJDKHBI OBITH Ha)KaThl KHONKK «Dynamic
tube»/«Junamua.gon» u Slope Correct«Koppekr. ykjaoHa». YcraHoButs More

settings/Outlier Removal «Ycrpanenue Bbiopocos» - 15°%.
%% Auramms, don | "B Kopper, yknoa k'ﬁ;’lﬂmwp‘nipnme‘ Yetpanenue bibpocos... kel Coxpanums no ymor
P esiBRoces ==

[~ Mopor Pora - M (NTC)
MpouenT o7 HanBonswero ushiener= yopECEHIM

[

- Napor Peakum

5% 0%
O5paSUE! © HSMEHEHMEM PAYOPECUSHUM MeHee
7ara nopara [aTHecHT Ho Haufonkiera
MameneriA & nodor 1 odpasucel, G
S0 K OTPMIETE e - DTET®)

Tonsko ofpasus KOTopEE LeroT
LGB0 T T EHDCTE
Mopor [0 =] % Beakivat na xpatiesi epe pacro

SToy SHaNEHS BunyT MoK s3akel
nocne Hoprrane sl

I~ axmerposars

0K | Omewrs | Cw |

13. B wMenw «CT Calculationy/«Berunciaenne CT»  BBICTaBUTH

Threshold/ITopor =0,05
B rtabmume pesynpratoB (okHO «Quant. Resultsy/«KoanmyecTBeHHBIE
Pe3yabsTaThi») nossrcs 3HadeHus Ct.

(3 Konwwecraermpie Pesynwrares - Cycling A.Yellow (Crp. 1) [==]=]

[T [ Tun_[CT BTN O A e o T

T el | Dpaser

19 sample 3 Dépasey, znw Mw

ke Déipanou B 2760

2 |k Odpasen

% KonusecToennsii Ananns - Cycling A Yellow (Crp. 1) o[-

| %% Aumamin. dion | 5 Koppewr. yenona 5 Wrnop. nepovie | [E] Yerpanenne seitpocon... ke Coxpanims ne ymonsano =

1.0

Hog. @nyopecyy

opar]

3 .

Ecnu st otpunaresnbHeIx KoHTpoed stanos skctpakiuu win [P (BK-, K-) Ha kanane JOE/Yellow
IpU ydere pe3ynbTaroB o I 8 MHCTpyknuu HaOIIogaeTcss HEKOTOpoe HapacTaHue (iryopecueHIHu ¢
NiepecevdeHneM IIOPOTOBOil IMHUU, H3MEHHTE «Y cTpaHeHne BbIGpocoB» 10 20% M OLeHHUTE POXOXKICHHE

KOHTPOJIBHBIX 00Pa3L0B HOBTOPHO
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AHaau3 pe3yJbTaToB aMTugukanuu 1s kanamsa Cy5/Red

14. Haxats B MeHIO KHOTIKY Analysis/AHaJin3, BEIOpaTh PEKUM aHAIINA3a
Quantitation/KoxnuecTBennnlii, Haxxats kHonky Cycling A. Cy5/Cycling A. Red,
nanee Haxats Show/Iloka3ate

15. BpiOpare nuHelHYI0 HIKalmy rpaduyeckoro H300paKeHUs! pPe3yJbTaToB,
HakaB KHONKY Linear scale/JIuneiinas mkajna B HIDKHEH YacTH OKHa CIipaBa (€ciu
9Ta IIKaja akKTUBHA [0 YMOJIYaHHIO, BMecTO KHOoNkK Linear scale/JIuneiinas mkasa
BuaHa kHomka Log scale/Jlorapudgmuyeckas mxana.

16. B MEHIO OCHOBHOTO OKHa JOJDKHBI OBITh HakaThbl KHomkH «Dynamic
tube»/«Iunamuu.gpon» u Slope Correct«KoppekT. ykjaona». Ycranosuts More
settings/Outlier Removal «Ycrpanenue Bpidpocos» - 15 * %.

17. B wmento «CT Calculation»/«Bboruncienne CT»  BbicTaBUTH
Threshold/ITopor =0,05

B Tabmume pesymeraToB (okHO «Quant. Resultsy/«KojguuecTBeHHbIE
PesyabraThl») nosssarcs 3nadenus Ct.

VYyer pesynbratoB [II[P-ananu3a mnpoBOOUTCS B COOTBETCTBHM C 1.8
WHCTpYKIIMK N0 HAJIMYMIO WM OTCYTCTBHUIO MEPECCUCHHS KPUBOU (DIyOpECIECHIHH C
YCTAaHOBJICHHOM HA  COOTBEICTBYIOLUIEM YypPOBHE IIOPOTOBOM  JIMHHUEH, 4YTO
COOTBETCTBYCT HaJIU4YUIO WJIIM OTCYTCTBHUIO 3HAYCHUSA MOPOroBOro MHHKJIA «Ct» JJIsL
HCCIIeAYeMOro oopasiia.

2 Ecmu s orpunarensHoro koutpois stana I[P K- na xanane CyS/ Red npu ydere pe3ynbratoB 1o 11 8
WHcTpyknun HabmogacTcsi HEKOTOPOE HapacTaHHe (IIyOpEeCICHINH ¢ MEPECCYCHHEM MOPOrOBOH JMHUH,
n3MeHuTe «YcrpaHeHHe BbIOpocoB» g0 20% M oOIEHHTE NPOXOXKICHHE KOHTPOIBHBIX 00pasnoB
HIOBTOPHO.
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IMpuno:kenue 3. [opsinok padorsl Ha ammaudukarope AT-96 (AHK-TexHoJ0rus,
Poccusn)

B cmygae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
coznare mpotokon ¢ HazBanueM «IILP-ITAPAT'PUIIII-3-KPC-®AKTOP» (npu
JlanbHeHNIIe paboTe UCIIOIb3YIOT CO3JaHHBIN Ta0JIOH).

1. OtkpoiTh porpammy «RealTime PCR» st mpu6opa JIT-96.
2. B mosiBuBIIeMCst OKHE BBIOpaTh «PadoTa ¢ mpuéopom».
3. B BepxHeil yactu okHa OTKpbITh BKIagky «Teecr» um «Co3narb/PenakrupoBathb
TecT».
4. Haxars Ha kHONIKYy «Co031aTh HOBBIN TecT» M BBecTH MMs HOoBoro Tecta «IIL[P-
IMAPAI'PUIIII-3-KPC-®AKTOP»:

Haxxmure «OK».

5. B nmosiBuBIIIEMCS OKHE 3a4aTh CICAYIOMINEC MapaMCTpPhI:

Tun — kauecTBEHHBIN

Mertox — [Noporossrii (Ct)

IIpo6upku — 0Opasiisl

OObeMm paboueii cMecH B IpoOUpKe — 25 MK
dayopodops — HEX, Cy5

6. B pemakrope mporpaMMm amIDTU(QHUKAIWKA BBHIOpPATh IIA0JIOH U HaxaTb
kHONKY «[IpuMeHHuTH).

7. B mosBuBIIEMCS OKHE B COOTBETCTBUM C MHCTPYKIMEH K mpubopy 3aaath
MporpaMMy aMIuIMUKaIuy ¢ TapaMeTpaMu, yKa3aHHBIMH B TaOIuIe S.

Tabnuna 5. TemnepaTypHO-BpeMeHHO# pexuM aMmiuindukanuu Ha J1T96.

Ne i/t | TemnepaTypHO-BPEMEHHON PEXKUM Yucno HUKIoB
1 55°C — 15 munyT 1
2 95°C — 5 mun 1
95°C — 20 cex
3 58°C — 30 ¢, nerexuus HEX, Cy5 45
72°C — 20 cex

Haxmure «OK» wu coxpamure mnporpammy monx umeneM «IILP-
MAPATI'PUIIII-3-KPC-®AKTOP». Ilpu panpHeiimeit paboTe HCMIOIb30BATH
CO3/IaHHYIO IPOTPAMMYy.

8. Ilpu 3amycke npubopa BeIOHpaTh «Padora ¢ mpudopom» u «/lodaBuTh TecT». B
okHe nobasneHus tecta BIOpaTh «[IIP-IIAPATPUIIII-3-KPC-®AKTOP».

9. B pasgene «l1. OOpa3umpl» BBEOWTE KOJMYECTBO O0Opa3IoOB BKIOYAs BCE
KOHTpOJIbHBIE 00pa3ipl. B pazaene «3. KoHTpoam» noctaButs Hy M 1 HaxXaTh «OK».
[Monp3ysick nHCTpyKIMEH K npubopy 3anonHuTh «WaeHTH(UKATOP NMPOOHPKH» U
«Tunm», oOpamas BHUMaHHE Ha TOPSAOK 3amoyHeHWs. HaxaTp KHOIKY
«IIpuMeHuTH».
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10. YcraHOBUTH MPOOUPKU B PEAKIIMOHHBIN OJIOK COTJIACHO TOPSAKY 3aroTHEHHS U
Ha)kaTb KHOIIKY «3amycK MporpaMmbl». B mosBuBIIeMcs OKHE HaOpaTb Ha3BaHHUE
npotokona 1 «CoXpaHUTb».

11. Tlocine 3aBeplueHus peakMM MOXKHO Cpa3y NPHUCTYIHTh K aHAIU3y PE3YJIbTaToB,
00 TpH criepyromei 3arpy3ke Haxath «IIpocmoTp apxuBa».
AHanu3 pe3yabTaTOB aMILTHPUKATINT

=
12. HaxxaTh Ha MKOHKY C W300pa)KCHHEM MAamKd W BeIOpaTh (aitn B KoTopom
ObLT cOXpaHeH TpoTokos. Beibpars Tum amammsa «Ct(Cp) ausi Bcex KaHAJIOB».
Mertox — «IToporossiii (Ct)».
13. B okHe cnpaBa oTOOpa3sATcs Ha3BaHUS 00Pa3IOB W 3HAYEHISI TOPOTOBBIX ITUKIOB.
Beiopate 10%. B mosummn Kpurepunm 10cTOBEPHOCTH AAaHHBIX BBecTH: HInKHSA
TPaHUIA/TIOPOT  TIOJIOKHUTEIBHOTO  pe3yibraTta-5%, BEpXHAA  I'PaHMIA/TIOPOT
HOpManu3anuy AaHHbIX -30%. Haxate kHONKY «IIpHMEHHTB.

14. JIns nmosy4eHust CBOJHOTO OTYETa IO MPOTOKOIY HEOOXOJMMO Ha)KaTh KHOIKY
. B Bepxneii yacti okHa Haxarth KiaBuiry «Iledarb» mnm «CoXpaHHUTB», BEIOPATh
pacimpenue (aitna, mHanpumep *.rtf MS Word, nanee «Padounii cron» — «III{P-
IMAPATPUIIII-3-KPC-®AKTOP» — «Otuersl» — «l'og» — «Mecsin», B 10J€
«Hmsa ¢aiiia» BBecTH Ha3BaHHE B (OpME «TOA.MeCHIL.YHCI0-AaHHBIe». HaxaTh
«CoXpaHUTDb».

15. 3akpbITh UM cBepHYTh nporpammy «RealTime PCR».

Vyer pesynabratoB IIl[P-ananu3a mnpoBoOuTCs B COOTBETCTBHUM C 1.8
WHCTpyKIMY 10 HANMWMYWIO WM OTCYTCTBHIO IIEpEeceueHHs] KpUBOW (IyOpecleHINH ¢
YCTQHOBJICHHOM Ha  COOTBETCTBYIOIIEM YpPOBHE IIOPOTOBOM  JMHHEH, UYTO
COOTBETCTBYET HAJIMYHIO WJIM OTCYTCTBHMIO 3HA4EHHUsS MOpOroBoro mukma «Ct» mis
ucciexyemMoro obpasia.

20
Bepcus 1.8 ot 28.09.2022



Mpuinoxenue 4. lopsagok padorsl Ha npudope LightCycler® 96

Iepen nauyamom pabotsl BEiOunTe mpubop LightCycler® 96 ¢ momompio
nepexiIovaTenss Ha 3agHedl maHenn mpubopa.  J[lamee mpubop mpoBener
aBTOMATHYECKOE TECTHPOBAaHHE (CM. HHCTPYKIMIO K MPUOOPY), CIAEAYET A0KIAThCS
€ro OKOHYAHHSI.

1. Otkpoiite pabouyto nporpammy LightCycler® 96, mis dero ABaxxabl KIUKHUTE MO
3HAYKY 3alycka mporpaMmbl. JIOKAWTECh 3arpy3Kd MEHIO M OTKPBITHS OCHOBHOTO
OKHa MOCIIe HHUIIHATH3AIHH.

2. Beibepure myukt Create new Experiment (cozdams noswlil sxcnepumenm) nubo B
MaHeqW MEHI0O HWHCTPYMEHTOB KIMKHWUTE 1o 3Hauky New  Experiment.

& vightCycler® 96 -
File Tools Options Window Help
DTSy &=
Do BRE®
LightCycler® 96
Recent Experiments News and Support

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 otkpriBmieMcst OkHe BbiOepere Bkimaaky Run Editor, B 60koBoi 4acTH OKHa

Programs uaxxmure B, nocne uero otkpoercs okao Predefined Programs. B mannom
OKHEe BbIOepeTe Prelncubatlon, Haxxmute KHOmKy Add, mocie wero B J€BOM yacTH
skpaHe Programs mosiButcsi cranusi Preincubation. AHanoruuHbsiM 00pa3om 100aBbTe
eire ofHy ctaauto Preincubation u craguio 3 step Amplification, mocne gero 3akpoiite
oxHo Predefined Programs.

e

7 I

3anaiite mapameTpsl aMIUIM(UKAIIME B COOTBETCTBHU C IIapaMETPaMH, YKa3aHHBIMH B
Tabimie 6.
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Tabnuia 6. TemnepatypHo-BpeMeHHO# pexuM aMmiuindukanuu Ha LightCycler® 96

Ne i/ | TemmiepatypHO-BPEMEHHOM PEXUM Yucno nuKIioB
1 55°C — 900 cex 1
2 95°C — 300 cex 1
95°C — 20 cex
3 58°C — 30 c, nerexius HEX, Cy5 45
72°C — 20 cex

Hns storo B JeBoil BepHeil uwacTm okHa B paszmene Programs BeiOepere
Preincubation, manee B HWKHEH mNpaBoil wacTh, B pasfene 1emperature 3amaiite
HeobxoauMoe Bpems B cekyHaax (Duration) i Temmeparypy (Target).

= M S e -
—— -8

= =]

Janee B JeBOil BepHEW wacTH OKHa B pasjgene Programs BeiOepere 3 step
Amplification W a1 Kaxmoro miara JIeTEeKIMHM aHaJOIM4YHbIM 00pa3oM 3ajaiTe
HeoOXoauMble Bpems W Temreparypy. lllarm Jerekiuu mnepexiovarTcs B JICBOM
HIDKHEH JacTu OKHa B paszerne Steps. B paznene Acquistion Mode Ha Hy»cHO# cTagun
HEOOXOMMO yKa3aTh CUMTHIBaHUE cUrHama (Single).

B cron6ue Cycles ¢ moMomiplo CTpesoK BBEpX M BHU3 3a7aiiTe He0OX0aAMMoe
YHCIIO IIUKJIOB JJIsI KaXKJI0T0 JTarla.

B okne Reaction Volume, B pasmene Measurement (B mpaBoil yacTH OKHa)
YKaKUTE 00beM peaKkIuu paBHbIA 25 MKIL
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‘ Detection Format™

IMox Reaction Volume maxxmute BKIAIKy 1 OTMETBTE (PIyopodopsl
HEX u Cyb5.

P ET s

Fn 0 [t

Chonee 2, 53357

e X )
v 0 e
s nm e

Chowa3, 57716

e ] ey
Tenfed 00 L

[y

FANCT B L=

tegnton e
Ewonc OMs

4. Tlepeiinure Ha Bknaaky Sample Editor® (mpaBka 06pasuos). IlycTele TyHKH cleayeT
YQIUTh, OCTABUB TOJBKO 3HAYMMBIE JAaHHBIE, JJIS YETO BBIICIUTE MYCThIE SYEHKHU C
MOMOIIBIO JICBOH KHONKU MBIIIM M HAXMHUTE KHOMKY B [PaBOM HUXKHEH dYacTu
paszaena Clear wells:

&

il [ wosmieicra]
Sovie
e [nem a
P rr— °]
|
R |
cme
- = ]
- = -]
- -]

[ RPN TR I P ——

B oxue Gene 3anaiite HanmeHoBanus mutierei: Cy5 — vko, Hex — BPI

B mpaBoit wactu, B pasgene Reaction properties orpemaktupyiite 0GpasibL:
3ajaiiTe Ha3BaHWs M YCTAHOBHTE THI HcciemayeMbix obpasmos (Type Positive control

5 O6pasuBl MOXHO PENaKTHPOBATh 10 HIH TOCTE TMOCTABKH SKCTIEPUMEHTA: MPOrpaMMa GYIeT CHHMATh
JaHHbBIE (DITyOpecleHIINH 0 BCeM BHIOPAHHBIM KaHAIaM JETEKIUHU CO BceX 96 IYHOK IO yMOIYaHUIO.

23

Bepcus 1.8 ot 28.09.2022



UL TIOJIOKUTENbHBIX 0OpasmoB, Type Negative control mmst orpuiaTesbHbIX
KOHTPOJIBHBIX 00pasioB, Type Unknown mis wmccnemyembix obpasmoB u BK-
(OKO)).

5. B naHenu HHCTPYMEHTOB KJIMKHHTE IO 3HAYKy Save Experiment, 4to0sl cOXpaHHUTD
HOBBII SKCIICPUMCHT.

ITocne oTKpbITHS AMANOTOBOro OKHAa Save As 6bl0epUTe IHPEKTOPHIO, B

KOTOpOW XOTHUTE COXpaHUTh (ailn skcriepuMenTa. Beeaure umMs daiina sxcriepumMeHTa
(matmHMued) u HaxMmure Save. JlnamoroBoe OKHO 3aKpOeTcsi, OSKCIHEPHUMEHT
coxpanuTtcs B Buje daitna LightCycler® 96 (.1c96)
6. DKCTIEpUMEHT HEOOXOAMMO HEPEHECTH B IIPUOOP: eciy MPUOOp MOJKIIOUECH Yepes
cereBoit kaGems (b0 uepes WIiFi) Kk KOMOBIOTEPY, TO MOXHO 3arpy3uTh
9KCIIEPUMEHT dYepe3 OTKPhITyI0 pabodyio mporpammy LightCycler96, mmbo, ecnn
mpudop aBTOHOMEH, MOKHO Bocmosb30BaThess USB HocuTeneM.

6.1 Ilepenoc 3xcniepuMenTa B mpu6op ¢ momomipio USB Hocurens

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

sHayok USB "™ mosBMTCA HAa DNaHeTH COCTOSHHSA IPOrPaMMBI HpHOOpa
LightCycler® 96, daiin sxcriepumenTa 0yaeT 100aBieH B TAOIHILy SKCIIEPUMEHTOB BO
Briaake Overview.

e vET

24:11-2017 1322 HSH7HO

. - .
®daiinbl, coxpanennble Ha USB Hocutene, 0003Ha4eHBI 3HAYKOM . Daipl,

COXpaHCHHbBIC Ha mpubope, 0003HAYEHBI 3HAYKOM -, (aiiel, KOTOPBIE XPaHATC U
Ha npubope u Ha USB HocuTene, 0003HaYEHBI JBOWHBIM 3HAYKOM. JIJIs1 TOrO 4TOOBI
nepenectn (aiin Ha mpubop (M HaoGopoT), HeoOXOAMMO HaxkaTh Synchronize.
[TocTaHOBKY 3KCIIEpUMEHTa MOXHO IMPOBOANTH Hanpsamyio ¢ USB Hocures, mocie ee
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YCIICIIHOTO 3aBEpIICHUS JaHHbIE OyIyT aBTOMaTHYeCKH coxpaHeHsl Ha USB
HOCHTEIE.

6.2. TlepeHoc »OKCIepUMEHTa B TMpHOOpP C TOMOIBI0 paboueil TPOrpaMMBI
LightCycler® 96

TMoce coxpaHeHMsi dKcnepuMenta Haxmure Show Startap Wizard ™ ===l B
MosSIBUBIIIEMCs OKHeE BbIOepuTe Instrument Manager:

LightCycler® 96
Recent Experiments News and Support
Please choose an option below:

> Create New Experiment
Create New Experiment from Existing

>
> Create New Experiment from Roche Template
> Open Experiment

> Instrument Manager

Y Result Batch Export

B mone Instrument momxen ortobpasuteest mpubop LightCycler. 3arem
nepeiinure Ha BKiIaaky Send/Recieve Experiment u B okme You PC BwiGepure

COXPAHCHHBIH SKCICPUMEHT M HakMUTe ™ . DKCIEPUMEHT OyleT CKOMMpOBaH B
namsaTe npubopa. JampHEWIIWiA 3amyck MporpaMMbl HEOOXOAUMO NPOHM3BOIHTH C
MTOMOIIIEI0 CEHCOpHOU TTanen Ha camoM npudope LightCycler® 96.

7. 3amyck 3KCHepUMeHTa

DKCNEPUMEHT 3aITyCKaeTCs ¢ MOMOIIBIO CEHCOPHOTO YIPaBJICHHs Ha repenHeit
yacTu mpubopa.

3arpy3ute Iuiaiky jau6o npooupku ¢ odpasuamu B npubdop LightCycler® 96.
Haxxmure Start Ha GOKOBOW MaHenHM OONIMX KOMaHJA OCHOBHOTO OKHA IPOTPaMMBI
npudopa LightCycler®.

= ———in

Testrun Maprzoazizae [ <
=]

Bribepure Brimaaky Raw Data, uto0pl HabmromaTe MpPOIECC BBITOIHEHHS
ITOCTaHOBKH.
8. Tlocne 3aBeprieHHs MOCTAHOBKM HEOOXOAMMO IEPEHECTH IEPBUYHBIC ITaHHBIE,
MOJTyYeHHBIE ITPOTrpaMMOii IprOopa JUIs MPOBEJICHNS aHaM3a B PaboUyIo IPOrpaMmy
¢ nomonrpio USB HocHTes JINOO C MOMOIIBIO CETEBOTO MOKIIOYEHUS K MPHOOPY.

9. AHanu3 ¥ MHTepIpeTalys pe3yIbTaToB
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OTkpoiite (aiin 3aBepIICHHOTO aHAIM3UPYEMOTO IKCIIEPHUMEHTa (CO 3HAYKOM l_‘2’) B
paboueii mporpamme LightCycler® 96. Otkpoiite Bkimaaky Analysis. Ha maxenn
HHCTPYMEHTOB KinkHUTE 10 3Ha4uky Add Analysis, uTo6b1 06aBUTh HOBBII aHAITH3.

@ LightCycler® 96

File Tools Options Window Help
BOhewERRBO R Z =

Run Editor | Sample Editor | Raw Data Add analysis
Qualitative Detecton [IEEIETETEN

Otkpoercs nuanorosoe okuo Create New Analysis. Beioepure Abs Quant

Create New Analysis

O Endpoint Genotyping
High Resolution Meiting
O Qualitative Detection
O Rel Quant
Tm Calling

anassame [BOOTEE |
Haxmvure OK. Bo Brmaake AnalysiS B CcOOTBeTCTBHM € HCXOIHBIMH
HACTPOMKaMH HaXOJSITCS YEThIPE OKHA C Pe3yJIbTaTaMU SKCIIEpHUMEHTA!
o Kpusvie amnaughuxayuu
e Cmanoapmuvie kpusvie®
e Tennosas kapma
o Tabnuya c pezyromamamu

= E ) ® ==

P
Kpusbie amnandukauum kanan Hex ~~—-- 86 Kpussie amnaudukaumum kanan Cy5 — BE

Tennosan kapra - B3 Tabnmua ¢ pesynbratamm — ]

[ |
"y

0

i

Ha mennoeoiu kapme (neoe Hujicnee 0KHO HA PUCYHKE) 3e/IeHbIM UEemoMm
0003HauaOmMcA NONOHCUMENbHbIE 00PaA3Ybl, KPACHBIM UEEmOoM 0003HAUAIOMCA
ompuyamesnbHble 00pasybl.

Buumanue! HeoOxoqmmo BH3yalbHO OIEHWUTH KPHUBBIE aMIUTM(HUKAIIMU KakK B
celpoM BHJe (BKiIagka Raw Date), tak u mocne anamm3a (Bkiaaka Analysis). Kpuseie
JIOJDKHBI MMETh KJIaCCHUYECKyro S-o0pasHyro ¢opmy. OOpasmbl, GpopmMa KOTOPBIX HE

6 OKHO CTaHI[apTHLIe KpHUBBIE HE 6y}16T COACpKaTh HHUKAKUX JAHHBIX, IIOCKOJIBKY B HaGOan HE

IPeyCMOTPEH BapHaHT KOIHIECTBEHHOIO aHAIN3a
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COOTBETCTBYET KIlacCH4YecKod M mius KoTopbix Ha kaHame CyS5(BKO) nabmomaercs
KOPPEKTHBIH pe3yIbTaT HeOOXOIMMO HCKIIFOUNTh M CIUTATh OTPHIATEIEHBIMU

Jns o0pa3moB ¢opmMa KOTOPBIX HE COOTBETCTBYET KIACCHYECKOM W JUIA
koTopbix Ha kaHane CyS5(BKO) naOnromaeTcs HEKOPPEKTHBIH WM OTPHUIATCIBHBIN

pe3ybTaTt HCOGXO)II/IMO IPOBECTU HOBTOpHLIﬁ AaHaJIU3 C 9Talla SKCTPAKIHH.

Ampifcation Curves BHiE
ol rFrE

1500
1400
1200

1000 Mpagnnsnsie kprasie

a300
0500
)
Mpl!ammaw:uunmumh
0200 et
0.000: - et ey

000

Fluarescence

000 200 400 600 800 1040 1200 1400 1500 1500 2000 2200 2400 2600 2800 3000 3200 3400 3600 3800 000
Cvde

Yyem pezynomamoe II[[P-ananuza nposooumcs 6 coomeemcmeuu ¢ n.§
Hucmpykyuu no Haauuuio uiu omcymcmeuio nepeceyenus Kpugou gyopecyenyuu ¢
VCMAHOBNIEHHOU  HA — COOMBEMCMBYIOUeM VPOSHe HOPO206OU  JUHUEU,  4mo
coomeemcmayem HAIU4u0 Uil OmCcymcmeuio 3Havenus nopo2ogoz2o yuxia «Cty ona
uccredyemo2o obpasya
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Mpuno:xenue 5. Iopsinok padorsl Ha npudope CFX96 (Bio-Rad, CIIIA)

1. Brirounth ipubop ¥ 3ammyctuth nporpammy Bio-Rad CFX Manager.
2. B craproBoM okHe HeoOxoanMo BbIOpars Create a new Run (wru B menro File
BeIOpath New u manee Run...).

-
L)

Comn 2Detefie

) Opinr 2 GenStedy g
Open Usss Prfesenze:

dercprer
et 4p T 100l nd e 0 beon & evpectren)

3. B okne Run Setup Beibpats Briaaky Protocol u naxats kaomky Create new....
B mosiBuBIiiemcs okue Protocol Editor — New 3amaTte mapamerpbl aMIud(UKaIA B
COOTBETCTBUU C JIAaHHBIMH W3 TAOJIUIIBI 7.

Tabnuna 7. TemnepatypHo-BpeMeHHOH pexuM aMmiuingukanun Ha CFX96

Ne i/t | TemnepaTypHO-BpEMEHHON PEKUM Yucno HUKIoB
1 55°C — 15 munyT 1
2 95°C — 5 mun 1
95°C — 20 cex
3 58°C — 30 ¢, nerexuus HEX, Cy5 45
72°C — 20 cex

3amate 00beM peakimonHo cmecn Sample Volume — 25 mku.

4. 3agath cxXxeMy IUIaHIIETa — pAacCIOJOKEHHEe NPOOHPOK M JNETEKUHIO
(IIyOpeCcLIEHTHOTO CHrHajla BO BCeX NPOOUPKAX MO HCIONB3yeMbIM KaHalaM B OKHE
Plate moxyns Experiment Setup. B menro Sample type Beiopars Unknown, naxas na
kuorky Select Fluorophores..., Boidopars ranoukamu ¢uryopodopsr HEX u Cy5 u
Haxath OK, 3areM 3ajaTh rajodykamMud H3MepeHHe (IyOpecLeHTHOro CUrHaja B
BBIOPAHHBIX MPOOUPKAX 10 MTaHHBIM KaHajaMm. B oxae Sample name 3amate Ha3BaHue
00pa3ioB. CoXpaHUTh CXeMY IUIAHIIETA.
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OTKpBITh KpBINIKY Ipubopa, HaxaB kHonky Open Lid. ITocraButh peakinOHHBIE
mpoOWpKH B SYEHKM aMIUTMGUKATOpa B COOTBETCTBHH C IPEIBApUTEIEHO
3alporpaMMHPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY NpHOOpa, HakaB
kuonky Close Lid.

5. 3amyctuth BbINONHEHHE BbIOpaHHO# mporpammbel «IIHP-TIAPAT'PHUIIII-3-
KPC-®AKTOP» c 3amanHo#1 cxeMoil IaHIera Haxxas KHomKy Start Run.

6. Ilocne oxOHYaHMS BBINOJIHEHUS MPOrpaMMBlI MOXKHO MPUCTYIHUTh K aHAIU3Y
PE3yIBTATOB C IOMOIIBIO MPOrpaMMHOTo obecredeHus npubopa CFX96.

Anann3 pe3yiabTaToB _ammimbukamun s kanaaa Hex/Yellow (PHK Bupyca
naparpunna-3 KPC)

7. Beibpats B okue moxyms Data Analysis Bo Bkimaake Quantitation maumbie mo
kaHary HEX, BbmennB Tanodkodl COOTBETCTBYIOIIWH OOKC TOA TpaduKoM
(IIyopecueHIHH.
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8. YcTaHOBUTH MOPOTOBYIO JHHHIO Ha ypoBHE, coorBercTBylomeM 10-20 % ot
MaKCHMaJIbHOTO YPOBHS (JIyopecleHluH, Mojdy4eHHoro s ooOpasua «K+» B
mocjenHeM LuKJIe aMIunpuKanuu (ypoBeHb (IIyOpECHEHINH CYUTAIOT PaBHBIM
OMKAfIIIEeMy K HEMY JICICHHUIO IIKAaJIbI, IOMEYCHHOMY UG POIL).

Jnst 3TOro HOpPOrOBYIO JIMHUIO MOXKHO JIMOO NEpeTalUTh C IOMOIIBIO JIEBOU
KHOITKM MbIIH, 160 BeIOpats B MeHto Baseline Threshold (mo miemuky mpaBoii
KHOTIKM MBIIIK B OKHe rpaduka diayopectenimun) ommio User Defined u BBectn
HY>XHOE 3HaYeHHE B TEKCTOBOM IIOJIE.

BaxHo, uroOml Tpaduk ¢uyopecueHmmu A obpasma  «K+» mokaspBai
XapaKTepHOe IKCIOHEHIMAIbHOE HapacTaHue (JIyOpEeCiEHTHOTO CUTHAIA.

9. B tabaune pe3ynbTaToB nosBsTCS 3HaUeHus Ct.

Anauu3 pe3yiabTaToB amminpukanuu 1is kanaaa Cy5/Red (BKO)

10. Beibpats B okHe Moayist Data Analysis Bo Bkiagke Quantitation nanusie mo
kanany Cy5/Red, BbIIeNIWB TamouKkod COOTBETCTBYIOMIMA OOKC MMOA TpadUKOM
(bayopectieHIUY.

YCTaHOBHUTH MOPOTOBYIO JIMHHIO Ha ypoBHe, coorBerctByomem 10-20 % ot
MaKCHMAJIbHOTO YPOBHs (PIyOpECIEHLMY, MOJyYeHHOro i oOpasua «K+» B
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MOCNIEIHEM TIMKJIe aMIDTUGUKAuU (YpOBEHb (DIIYOPECICHIIMA CYUTAIOT PaBHBIM
OnmkaiieMy K HeMy JEJICHHUIO Kb, TOMEYeHHOMY U POH).

JIs 3TOrO IOPOTOBYIO JIMHHMIO MOYKHO JHOO IEpEeTAlIUTh C MOMOIIBIO JIEBOM
KHOIIKM MbIIH, Ju00 BbIOpaTh B MeHio Baseline Threshold (mo memuky mpasoii
KHOIIKM MBI B OKHe rpaduka ¢diayopecueniuu) omuio User Defined u BBectn
HY>HOE 3HaYeHUE B TEKCTOBOM IOJIE.

Baxno, uro0bl rTpaduk ¢uyopecueHumu gt obpasua  «K+» moxasbiBan
XapaKTepHOe IKCIIOHEHIMaIbHOE HapacTaHue (JIyOpecieHTHOTO CUTHAJIA.

11. B tabauue pe3ynbTaToB nosBsiTcs 3HaYeHus Ct.

Yuem pesynemamoe IIL[P-ananusa nposodumcsa & coomegemcmeue ¢ n.8
Hucmpykyuu no Haauuuio uay omcymcmeuio nepeceyenus Kpugou guyopecyenyuu ¢
VCMAHOBNEHHOU HA ~ COOMEEMCMBYIOWeM YPOGHe NOPO206OU  JUHUEU,  4Mo
coomeemcmeyem HaIuduio Ui Omcymcmeuio 3navenus nopo2ogozo yukia «Cty ons
uccredyemoco obpasya.
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Ipuioxenue 6. JIMCT BHOCHMBIX W3MeHeHHIi

Pepaxknus

MecT0 BHOCUMBIX
H3MeHEeHHH

CyTh BHOCUMBIX U3MEHEHU

Bepcus 1.1 ot
20.02.2018

Paznen «Ilpunoxenus»
WHucTpykuun

Jo6asneno IIpunoxenue 4
«[Topsimok paboTs! Ha Ipubope
LightCycler® 96»

Bepcus 1.2 ot

Paznen «Ilpunoxenus»

Jlo6asneHo [Ipunoxenue 5
«[Topsimok paboTs! Ha Iprbope

31.03.2021 Wuctpykumn CEX96 (Bio-Rad, CIIIA)»
Jlo0aBIeHBI CHOCKH,
Beoens 1.3 ot noscHsmomme, yro BMecto OKO
Og 06 2621 cTp. 5, ctp. 9 JIOITyCKAETCS MCIIOTB30BATh
o ¢uspacteop, TE-Oydep,
JTUCTHUTUPOBAHHYIO BOAY
JloGaBiieH MaTepral: KyIbTypHI
MHKPOOPTaHU3MOB U
Bigcf f 2102 10 T [lo tekcty MUTATENIbHbIE CPENBI.
I13MeHeHus 10 TEKCTY
Bepens 1.5 ot ITo Tekcty N3meneno HazBanne BKO

28.12.2021

Bepcus 1.6 ot
22.02.2022

Paznen 6. Basarue u
00paboTka MaTepuana,
TPAHCIIOPTUPOBAHKE U

XpaHEeHHe Ipod

OTpenakTupoBaHbI
PEKOMEHIAIUH TI0
POOOTIOATOTOBKE 00pa3IoB

Bepcust 1.7 ot
28.04.2022

Paszgen 6. B3sarue u
00paboTka MaTepuaa,
TPaHCIIOPTHPOBAHHUE U

XpaHeHne mpood

Job6aBneHo: Ha ycMOTpeHHe
BETEPUHAPHOI'0 Bpaya
JOIYCKAeTCsI CCIIEJOBaHNE
JIpYyruX BUAOB OnoMarepuana

Bepcus 1.8 ot
28.09.2022

[Mpunoxenue 3.
IMopsinok paboThl Ha
npudope AT-96 (JJHK-
TexHoorus, Poccns)

I'eomerpuueckuii (Cp) Meron
00pabOTKN TaHHBIX 3aMEHEH Ha
noporoBsrii (Ct)
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ITo Bompocam kauectBa Habopa peareHToB «IIL[P-ITAPAT'PUIIII-3-KPC-®AKTOP»
WIA TI0 BONIpPOCAaM TIPHOOPETEHHs TECT-CHCTEM HAIIero IPOU3BOJICTBA ITPOCHOa
obpamatecs B OO0 «BET ®AKTOP» no aapecy:

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

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

Email: vet@faktor.ru



