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Cnucok cokpanieHui

BKO BHYTPEHHUI1 KOHTPOJIBHBII 00pa3er]

K- OTpULATENLHBIN KOHTPOJIb

BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLHUU

K+ MIOJIO>KUTENBHBINA KOHTPOJIb

OKO OTpHILATENFHBI KOHTPOJIBHBIN 00pa3ern

KO TIOJIOXKUTEIBHBIA KOHTPOJIBHEIN 00pasern

[I11P PB MoJIMMepa3Has IeMHas peakiust ¢ (IyOpeCHCHTHOW eTeKiuueii B
PEXUME PEATTBHOTO BPEMEHH

JIHK JIe30KCUPUOOHYKIIEHHOBAS KUCIOTA

HK HYKJICMHOBAsl KUCJI0Ta

CII CaHWTapHbIE MpaBUIIa

MY METOANYECKHE yKa3aHHUs

PPV Porcine parvovirus, mapBoBUpyc CBUHEH
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1. Ha3znauyenme

Habop mpennasnauen mns BeiiieHus JIHK mapoBupyca ceumeit (Porcine
parvovirus) B OHONOTHYECKOM Marepuaie (CHIBOPOTKAa KPOBH, (pekammu, Ma3Kd co
CITM3HCTOM BIArajMila, CYCICH3WH BHYTPCHHHX OpPraHOB, CIiepMa), a TaKkKe B
KyJIbTYpaX MHKpPOOPIaHM3MOB, CMbIBax C IOBEPXHOCTEH METOAOM aMIUIM(pUKALUH
JHK c diryopecuieHTHOI neTeknuneii B pekuMe «peasbHOTO BPEMEHM.

2. XapakTepucTuka Hadopa
2.1 llpunuun geicTBust

HabGop mnoszBonsier crneuuduyeckn ammianduIMpoBaTh (parMeHT TeHOMa
mapBoBupyca cBuHel (Porcine parvovirus) m JIHK BHyTpeHHEro MHOJIOXKHTEIEHOTO
KoHTpOJs (Oaktepuodara T4) B MyJIbTHUIUIEKCHOW MOJMMEPa3HOH LEMHON pEeaKIi.
JleTeknuss TPOAYKTOB aMIUIM(UKAIMK OCYIIECTBIACTCS B PEXHME DPEalbHOTO
BPEMEHHM C HCIIOJIB30BAaHHEM IPUHINIA BBILECIUICHNS (IyOpECIeHTHOH METKH Ha 5'
KOHIIE OJIMTOHYKIIEOTHIHOTO 30HA.

2.2 Cocras Ha0opa

Habop cocToWT M3 KOMIUIEKTa PEareHTOB JJIS MPOBEACHUS MYJIbTUIUICKCHOM
ITHP (xommekT Ne 1) u KoMIIeKTa KOHTPOJBHBIX 00pa3oB (komruiekT Ne 2). Habop
BBIIYCKACTCS B IBYX BapUaHTAaX:

1) lns ananuza 55 00pasioB (BKIHOUAsS KOHTPOJIBHBIC 00pa3Iibl)
2) Jnst ananuza 110 o6pa3noB (BKIOYast KOHTPOJIbHBIE 00PA3IhI).

CocraB Habopa npuseneH B Tabnumax 1 u 2.

IIpoTOKOII BBIXOTHOI'O KOHTPOJIS JOCTYICH 110 3aIIpOCy.
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Ta6mmma 1. Kommurekt Nel mist mpoBenenus TT1P:

O06beM, MKII K
oJI-
Ne CocTaB KOMILIEKTa Ornucanue Ha 55 Ha 110 B0
peaxuuit peakuuit
c mpo3payHast
1 Huﬁfﬁﬁ;ﬂgﬁq"g?ﬁ‘glgv Gecunerna 275 550 1
JKUJKOCTh
mpo3payHast
2 H?geﬁﬁ;’lgfggf};fv GecupeTHas 550 1100 | 1
JKUJIKOCTD
Tpo3payvHast
3 JHK TTommmepasza, TAQ OccrBeTHas 30 60 1
POLYMERASE BsI3Kas
JKUJIKOCTD
Tpo3payvHast
4 Bﬂy‘}_’&p’ TR BV DED. GecupeTHas 500 1000 | 1
JKUKOCTD
Tabmuna 2. Kommiekr No2, KOHTpoJIbHBIE 00pa3Libl:
O0BeM, MKII K
oI-
No CocTaB KOMILIEKTa Ornucanue Ha 55 Hall0 o
peakuuit peakuuit
BnyTtpennuit Ipo3payHas
1 KOHTPOJIbHBIN 00paszell, OecrBeTHast 550 1100 1
BKO T2 KHUTKOCTD
OTtpunarenbHbIN Mpo3payHas
2 KOHTPOJIBHEIN 00pasert, OecrBeTHAS 1500 2000 1
OKO (TE 6y¢ep)* KUIKOCTD
ITonoxurenbHbIN Ipo3pavHas
3 KOHTPOJIbHBIH 00paserr, OeciBeTHas 100 200 1
KO PPV KUJIKOCTD

B Habop He BXOAAT pPEAKTHBBI JJSI OKCTPAKIUM HYKJIEUHOBBIX KHCIIOT.
Brigenenne IHK MoxeT pOBOAUTHCS, HAIPUMEDP, C MOMOIILI0 HAOOPOB HA OCHOBE
COPOIMOHHOTO METO/1a, B COCTaB KOTOPBIX BXOJUT CHJIMKA WIIM MUKPOIICHTPU(YKHBIE
KOJIOHKHM, ¥ Take HaOOpOB Ha OCHOBE (PEHON-XIOPOPOPMHON SKCTPaKIUH W T.II.
Pexomennyercst ucnons3zoBath Habop «/JHK/PHK-C-®AKTOP» nubo aHaIOTUYHEIH.

* BO3MOKHa JIeTKas OMajiecIieHIus

1 Bmecro OKO jomyckaercs WCIONB30BaHHE — (DM3HOIOTMYEcKoro  pactBopa, TE-Gydepa,

JIUCTHJINPOBAHHON BOJBL. PeareHThI JODKHBI OBITh YMCTHIMH M CTCPUIIBHBIMHU. 3aMPEIacTCst HCIONIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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3. AHajIuTHYeCKHe XapPaKTEePUCTUKH

[TokazaHo OTCYTCTBHE HecHeNM()UICCKUX pEeakIuii KOMIIOHEHTOB Habopa B
orHomennn JTHK  apyrmx  mukpooprammsmos: Mycoplasma  gallisepticum;
Mycoplasma sinovia; Brucella suis; Brucella abortus; Brucella ovis; Brucella canis;
Pasterella  multocida;  Leptosppira interrogans; Listeria monocytogenes;
Mycobacterium  avium;  Mycoplasma  hyopneumoniae;  Escherichia  coli;
Campylobacter jejuni; Campylobacter fetus; Clostridium perfringens; Salmonella
dublin; Staphylococcus aureus; Streptococcus suis; Yersinia enterocolitica, Yersinia
pseudotuberculosis.

[TokazaHo OTCYTCTBHE HecHeNM()UICCKUX pEeakIiii KOMIIOHEHTOB Habopa B
otHomeHnn oOpasnoB JIHK uemoseka, cBuubH, KPC, cobakw, KOIIKH, KypHIIHI,
TOyOsL.

4. Mepsl IpeI0CTOPOKHOCTH

Bce pabotel mo cOopy, TpaHCHOPTUPOBAHMIO W IIOATOTOBKE IIPO0
OMOJIOTMYECKOTO MaTepHaia OT )KUBOTHBIX OCYILIECTBIATh B CTPOTOM COOTBETCTBUH C
tpeboBanusimu CanlluH 3.3686-21 «CaHUTapHO-3NUAEMHOJIOTHYECKHE TPeOOBaHUS
o npoUIaKTUKE HHOEKIIMOHHBIX 0OJIC3HEH.

HccnenoBanue mpoBOAUTCS B JIBAa dTala B JABYX OTAEIBHBIX IOMELICHUAX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1abopaTOpHii,
UCTIONB3YIOMIMX METOAbl aMIUIM(UKAlMK HYKICWHOBBIX KHUCJIOT NpU padboTe ¢
MaTepHaJioM, COAEPKAIIUM MUKPOOpraHu3Msbl |-1V rpymnm matoreHHOCTH».

Bce mabGoparopHoe oOopynoBaHHE, B TOM YHCIE [03aTOPbI, INTATHBEI,
nmabopaTopHas ocy/a, a Tak)Ke padodne peareHThl U PacXoJHbIE MaTePUalIbl JOIKHBI
OBITH CTPOT'O CTAI[MOHAPHBIMU. 3aIIPEIAeTCs UX NEPEHOC M3 OHOH 30HBI B APYTYIO.

IMpoumecc wmccnenoBaHus SABISIETCST CTPOTO  OJHOHANPABIEHHBIM, pPabOTY
ClIelyeT HauYMHATh B 30HE MOJTrOTOBKH MaTepHaja, MPOJOJKaTh B 30HE HKCTPAKIUH
HYKJICEMHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(pHUKaluH. 3amnpeniaercs BO3BpallaTh
00pasIpl B 30HY, B KOTOpOH OblIa MpOBeIeHa peAbIAYIIas CTaus mpolecca.

PaboTtaTh TOJBKO B OAHOPA30BBIX MEPUYATKAX, MCIIONB30BAaTh U MEHATH IPH
KaX/101 omepanuu oJHOPa30Bble HAKOHEUHUKH C a3PO30JIbHBIM O0apbepoM.

OnHOpa30ByIO MIACTUKOBYIO TIOCyay (MPOOUPKH, HAKOHEUHUKH) cOpachIBaTh
B CIELHAIBHBIA KOHTEHHEp, coAep Kalmi Ae3MHUINPYIOMUI pacTBOp (Hampumep,
0,2% HaTpHeBOH CONM AMXIOPU3O0INAHYPOBOM KHUCIIOTHI).

Paboune nosepxnoctu B I[P nomemenusx obxyyator Y® cBeToM B TeueHHe
30 MuHYT 10 Hayana W HOcie MpoBeneHust pabor. Tarke mocie OKOH4YaHMS paboT
pekoMeHayeTcsi  oOpabareiBaTh  pabdo4Me  IMOBEPXHOCTH  JIE3UH(UIMPYIOIIUM
pacTBOPOM.
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5. MarepuaJibl 1 000py10BaHNe

s 30ub1 Beigenenus JJHK u3 ucciexyeMsix npoo:

e HacrtonpHbII OOKC ¢ OaKTepHUIUAHON JaMIOW WIM  CTEPUIBHBINA
namMuHapHeld  1mkag — (Hampumep, «BbABmn-«Jlamunap-C»-1,2», «JlamuHapHbIe
cucteMsl», Poccus);

e TBeppoTenbHBII TepMocTaT A1 TPOOHPOK THIa «nmennopd» Ha 1,5 mit ¢
nuana3zoHoM Temneparyp ot 25 no 99 °C (mampumep, TT-2-«Tepmur» «HIIO JHK-
Texnonorus» Poccus);

e BakyyMmHBIl OTcachlBaTelb MEIUIIMHCKANA C KOJOOW-JOBYIIKOW IS
yaaJeHus HaJ0Cad0YHOH KUIKoCcTH (Hampumep, «OM-1», r. YibssHOBCK, Poccus).

e  MuxkponenTpudyra s mpobupok Tuma «AnneHnopd» g0 12 Teic. 00/MUH
(manpumep, «MiniSpiny», «Eppendorfy», ['epmanus);

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

o [lumeTkm aBTOMaTH4YeCKHEe OJHOKAHAIBHEIEC TIepeMeHHoro 00sema 20-200 u
200-1000 mkx; (Hanpumep, «Jlennuner», Poccus).

e OpHOpa30BBIE IOJNUNPONUICHOBBIE NpoOupku Ha 1,5 Mu (Hampumep,
«Tarsonsy, Uunus);

e OpgHOpa3oBble HAKOHEYHMKHM [UIS IHIETOK IEPEeMEHHOro oObemMa ¢
a’po3osibHBIM OapbepoM 10 200 u 1000 mMxn B mtaTtuBax (Hampumep, «Tarsonsy,
Wnnns);

e [lepuaTky MeTUIMHCKHE HEOITyJPCHHBIC JIATEKCHBIC;

o IlltaTuBHI A MUKPOIIPOOHUPOK Ha 1,5-2 mut (Hanmpumep, «Axygeny, CIIIA);

e EMKOCTB C Ie3MHQHUIUPYIOIINM CPEICTBOM;

XonoguipHuk oT 2 10 8 °C ¢ MOpO3WIbHOM Kamepo ot -24 n1o -18 °C.;
Xauar mabopaTOpHEIi;
Ha6op nns seinenenus JHK (cm. myHKT 2.2).

st 30ub1 npoBenenus INIP ananu3sa:

e  Awmmmmdukarop (Hanpumep «Rotor-Gene Q», Qiagen; «IT-96», JTHK-
TEXHOJIOTHUS WIIH aHAJIOTUYHBIH).

e JIIP-60kc (Hanpumep, «BAB-IILIP-«Jlamunap-Cy, JlamuHapHbBIE CHCTEMEI,
Poccus).

o  Muxkponenrpudyra-soprekc (Hanpumep «[ITA-2», «buokom», Poccus);

e [lumeTkn aBTOMaTHYECKHE OJHOKaHAIbHBIE NepeMeHHOro odbema 2- 20,
20-200 mxut u 100-1000 Mkx; (Hanpumep, «Jlennuner», Poccus).

e OpHOpa30BblE HAKOHEYHUKW [UIS JI03aTOPOB IIEPEMEHHOro oObeMa C
a’po3oiibHBIM OapbepoM g0 20, 200 mxn u mo 1000 mxy (Hampumep, «AXygeny,
CIIA).

e [IlltaTBBel JUII HAaKOHEYHHKOB (Hampumep, «Axygen», CIIA) u
MuKkponpobupok Ha 0,2 Ma (Hampumep, «SSI», CLLIA).

e XomonunbHUK OT 2 10 8 °C ¢ MOPO3WIBHOM KaMepoit ot -24 o -18 °C;
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e OmHOpa30BbIE MOTUIPONIIICHOBBIC TPoOHpkH Ha 0,2 1 1,5 M (Harmpumep,
«Axygeny, CIIIA);

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

e  [lepyaTku MEAMIIMHCKUE HEOMYAPEHHBIC JTaTEKCHBIE;

. Xamnar nabopaTopHbIi.

6. BssiTue m 06paGoTKa MaTepuajia, TPAHCIIOPTHPOBAHHE U XpaHEeHHE P00
6.1 OT60op MaTepuaa s UccaeJ0BAHUSA

Jlnis Mccne10BaHus HCTIONB3YIOT CAEAYIONINI MaTepralt:

e Ma3skl M COCKOOBI CO CIM3WCTOM BIIATAJWINa CHHUMAOT C IIOMOILIBIO
CTEPHIIBHOTO 30HAA, 30H] IIOMENIAIOT B INIACTHKOBYI0 MHUKPOIPOOHUPKY oO0veMoM 1,5
Mt ¢ 0,5 M cTepruITbHOTO (PU3HOTIOTHYECKOTO PacTBOPA;

e /i  mOMydYEHWs CBHIBOPOTKM 3a0HMpaloT KpoBb B  INpoOMpKy  0Oe3
AHTUKOATYJISHTA,;

o dekanuu BecoM 5 T. OTOMPAIOT B CTEPHIIBHBIHN IJIACTUKOBBIN KOHTEIHED;

e CriepMy OTOMpAIOT B 00beMe He MeHee 2 MJI B CTEpUIIbHBIE POOHPKHY;

e OparMeHTsl TKaHEW M OpraHoB (MHHJAIUHBI, CENE3€HKa, JIETKUE, NCUYeHb U
IIp.) OTOUPAIOT B CTCPHIIbHBIN KOHTCHHED;

o KynbTypbl MHUKpPOOPraHHU3MOB B JKUJAKHX CpellaX OTOMpPAIOT B CTEPUIIBLHYIO
Tapy;

e bakrepuanbHble KOJOHWMHM pecycrneHaupyoT B 0,5 mn ¢usnonorndeckoro
pacTBopa;

e [lutatenbHble Ccpexpl  OTOMPAIOT B CTEPWIbHYIO Tapy  (TBeplble
pecycleHaUpYIOT B (PU3HOJIOTHYECKOM PACTBOPE);

e CMBIBBI C IIOBEpXHOCTEH (BHYTpHJIaOOpAaTOPHBIX, C IOBEPXHOCTEH Taphl,
KOPMYIIIEK, MECT COJEpPXKAaHUS KUBOTHBIX M JIp.) OTOMPAIOT B cTepuibHYIO Tapy ¢ 0,5
MJI (PH3HOJIOTHYECKOTO PACTBOPA.

[Tomy4yerHble 00pa3Ibl MOXKHO TPAHCHIOPTUPOBATh M XPAHUTH B CIIEAYIOIINX

pexumax:

- ipu Temmeparype 2 - 8§ °C - B Teuerue 1 cyTok;

- IpH Temrieparype He Beiie MuHyc 16 °C - B TeueHHe Mecsna;

- IpU TemrepaType He Bbllie MUHYC 68 °C - 1IUTENbHO.

Jonyckaercst 0THOKpaTHOE 3aMOpaXMBaHUE-OTTanBaHNe OroMaTepHuara.

Ha ycmompenue eéemepunapno2o epava OONYCKAemcs: uUcciedogamue Opysux
81008 buomamepuana.

6.2 TlonroToBKa MCCIEIyeMOr0 MaTepualia

Ma3sku U COCKOOBI CO CIM3MCTOW BJIArajlWIa, KyIbTyphl MUKPOOPTaHHU3MOB H
MTUTATENbHBIE CPEbl, CMBIBBI C IIOBEPXHOCTEH MCHOIB3YIOT Ay BeieneHus JJHK Ge3
MIpeaBapuTeNTbHON TOATOTOBKH. CMBIBBI C TOBEPXHOCTEH, B3SITHIE I MPOBEPKH
HAJINYHS BHYTPHIaO0paTOPHON KOHTAMHWHAIINH, BBIACIATh HE HYXKHO.
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Jis  ToNy4eHHs CHIBOPOTKH TIPOOMPKH C KpOBBIO (0€3 aHTHKOAaryJssHTa)
OTCTaMBalOT NPH KOMHATHOH Temieparype B TeueHne 30 MHHYT A0 MOJHOTO
oOpa3oBaHuUs crycTka. 3areM neHTpudyrupyor npu 600-1600 g (3000 o6./muH Ha
uentpudyre «MiniSpin», Eppendorf, ['epmanus) B Teuerne 10 MUHYT Ipy KOMHATHOU
temrepatype. CBIBOPOTKY HMEPEHOCSAT OTAEIbHBIMM HAaKOHEYHHKAMHU C (UIBTPOM B
CTepHWJIbHBIE TPOOUPKH 00beMOM 1,5 ML

Hccnenyemble npoObl TKaHEH, OpraHOB TOMOTECHH3UPYIOT C HCIOJIb30BaHUEM
CTEPWJIBHBIX (apPOpOBBIX CTYHNOK M IMECTUKOB, 3aTeM roToBAT 10 % cycrneH3uro Ha
CTepWIbHOM (u3nonornyeckoM pactBope. CyCIIeH3HIO TNEpPEeHOCSIT B HPOOHPKY
oosemoMm 1,5 mn m uentpudyrupyotr npu 2000 o6./muH B TeueHme 5-10 mwmH.
AnmkBoTy Hamocanodroit xxuakocta (0,1 M) ucrons3yroT s sxctpakiun JJHK.

OOpa3mpl CepMBl CMEIIMBAIOT B COOTHOIIEHHH 1:4 ¢ (U3HOIOTHYECKIM
pacTBopoM H HeHTpUPYTrHpyroT mpodbupky mpu 13000 06./mMuH B Teuerme 10 MuH,
MIOCJIE YEeTO YIaJsIoT HaJ0CaJOUYHyIO XKUAKOCTh, OCTaBUB B Mpobupke npumepHo 100
MK (ocamok + okunmkas ¢pakuus). I[lomydeHHBIH MaTepHan HCHONB3YIOT JUIA
BeiieneHust HK.

U3  ¢examuii  (1-5 1) roroBir 10% CyCHEeH3WIO Ha  CTCPUIIBHOM
(usnoIorHYecKoM pacTBope. B3Bech (ekanuil JeKaHTUPYIOT B TeueHHH S5-10 MUHYT.
Ot6uparor 1 M1 HaOCaAOYHOM KHUIKOCTH M TIEPEHOCAT B YUCTYIO PoOHUpKy 1,5 mu,
uentpudyrupytotr npu 5000 06./mMuH Ha ueHTpudyre «MiniSpiny, Eppendorf, B
Tedenne 5 muH. Dkcrpakuuio JJHK u3 ocBeTneHHoOro skcrpakra Qekainii IpoBOIST
10 BO3MOKHOCTH, cpa3y. [Ipr HeoOX0ANMOCTH XpaHEHHUS 3aMOPaKHBAIOT.

Ha ycmompenue eemepunapnozo epaua O0onyckaemcs uccie008anue Opyeux
61006 Ouomamepuaa.

7. IlpoBemenme aHaJm3a

UccrenoBanme ¢ momompio Habopa peareHtoB «IILIP-ITAPBOBUPYC-
DAKTOP» cocTOHT U3 TPEX ITANOB:
e okerpakmus JJHK;
e nposenenue [11[P PB,;
®  ydeT pe3yJbTaTOB aHAIN3A.

7.1 Oxcrpakuus (Boiaenenune) HK u3 kiimHnyeckoro marepuajia

OT00paTh HEOOXOANMOE KOIMIECTBO OJHOPA3OBHIX MIPOOUPOK 0O6BeMOM 1,5 M,
BKJIIOYasl OTPHULATEIbHBIH KOHTPOJb BbIAEIEHUS. BHecTH BO Bce mpoOMpkH ¢
ucciesyeMbIMu oOpasuam, BKimodas npooupky s OKO, o 10 mxn BKO T2.
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Buectu uccrienyeMmbie mpoObl B 00beMe COTIIACHO MHCTPYKIIMK K HAOOpy IS
BeienieHust JIHK, B mpoOMpKy OTpHUIATENTFHOTO KOHTPOJS BBIICICHHUS BMECTO
uccneayemoii npo6s! Buectd OKO? (npofupky 0603HaunTh kak BK-).

Boerensate [IHK w3 aHanu3upyeMbIx M KOHTPOJBHBIX OOpa3IOB COTJIACHO
MPOTOKOJTY MHCTPYKIIMK POU3BOUTENs Habopa aiist BeyneneHus JTHK.

Boigenennyro JITHK MoOXXHO XpaHUTh B TEUYEHHE OJHOM HeAenu Npu
temnepatype ot 2°C go 8°C unm B TedeHHUe roja npHu TeMIepaType He BbIIE MHUHYC
16°C.

7.2 TloaroToBKa 06pa3noB k npoBeneHuro [P

OO0wmuii 00bemM peakuMOHHOM cMecH — 25 MKJ1, 00beM JJHK-npoos1 — 10 mkJ1.
VYcenemnoe NpoxoKIEHUE peakUUd KOHTPOJIHUPYIOT ucrnoisb3oBanueM ITKO
PPV, BKO T2 u JHK oydepa.

Ilpumeuanue. Jlomyckaercsi pazMOpaXMBaHHE PEarcHTOB W3 Habopa mepex paboToi
npu temmeparype He Boime 40°C (¢ ucmomp3oBaHmeM TepMocrtaTa). [IporpeBanme
npodoupkun TAQ POLYMERASE kareropuyecku 3anpeuieHo.

B otnenbHO# mpoOupke cMelniaTh KOMIIOHEHTH Habopa U3 pacdyeTa Ha KaxaAylo
peaxnuto [T1IP:

e 5 wmxu [P CMECH PPV
e 10 mka cmecu I[P BY®EP PPV
e 0,5mx1 TAQ POLYMERASE

[lepemernate cMech Ha BOpTEKCE M COPOCHTH Kalliid KPaTKOBPEMEHHBIM
LHEHTPU(YTHPOBAHNUEM.

OT00paTh HEOOXOIUMOE KOJIMYECTBO TNPOOMpoK it ammuudukanun JJHK
HCCIIEAYeMBIX W KOHTPONBHBIX T1po0. BHectm mo 15 MKI TPHUTOTOBICHHOM
PEaKIHOHHOM cMecH.

Hcnonb3yst HAKOHEYHUKH ¢ QUIBTPOM B MOATOTOBJIEHHbIE TPOOMPKHU BHECTH:

a) B mpobupky otpunarensuoro kourposst [P (K-) 10 mxn JJHK 6ydepa;

0) B psix MPOOHPOK I MCCIICAYEMBIX MPOO - B KaXIyr BHecTH 1O 10 MK

JHK cootBercTBytoIIei poosl, moaydeHHo# mo m.7.1 (Bimrouas mpody BK-);

B) B IPOOHPKY nostoxkuTensHbIi kKoHTpous TP (K+) 10 mxx ITKO PPV.

Ilpumeuanue. Tlpu ucnonb30BaHUM ISl pabOTHl aMIUTU(UKATOPOB C CUUTHIBAHUEM
gyepe3 Kpeimiky (Hampumep, JIT-96), 3ampeuiaercsi HAHOCHTH MAPKHPOBKY Ha
KPBINIKY NPOOHPOK!

2 Bumecro OKO jomyckaercs —HCIONB30BaHHE — (DH3HONOTHYECKOro  pactBopa, TE-Gydepa,

JIMCTHIUTAPOBAHHOM BOJIBI. PeareHTh! JOKHBI ObITh YHCTBIMH M CTEPHIIbHBIME. 3aMPEIIaeTCs HCIOJIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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7.3 IIposenenue peakuuu [P PB ¢ ¢uryopecueHTHON AeTeKknueit

ITapameTps! TeMIepaTypHO-BPEMEHHOTO PEXUMa aMITTH(UKAINK Ha Tprdopax
«Rotor-Gene Q», «/IT-96» u CFX96 ykazansr B [Ipunoxennsx 1, 2 u 3 UHCTpyKIMN
COOTBETCTBEHHO.

IMomectuts mnoaroroBneHHele st npoeaeHus [P mpoOupku B stueliku
amiuduKaropa. 3arporpaMMHUpOBaTh IPUOOP COTIACHO MHCTPYKIMH NPOU3BOIUTEIIS
u B cooTBeTcTBUU ¢ [Ipunoxenusamu 1, 2 u 3 UucTpykuun.

B ciyyae ncnonb3oBaHus aMILTM(DUKATOPOB APYTHX MOJENEH pPEeKOMEHIyeTCs
KOHCYJNbTalus co cneruanuctoMm kommnanuu «BET ®AKTOP».

[Tocne 3aBepmieHHS TPOTpPaMMBI aMIUTU(UKAIMKA OTpabOoTaHHBIE MPOOHPKH
YTWIN3UPYIOT B cooTBeTCTBUM ¢ MY 1.3. 2569 -09.

8. HHuTepnperauus pe3yJbTaTOB aHAJIHN3A

[lomy4yeHHBIE HaHHBIE — KPHUBBIE HAKOIUICHHS (DIYOPECIEHTHOTO CHTHAJa
AHATM3UPYIOTCS C TOMOIMIBI0 MPOTPAMMHOTO O0ECIIEUCHHUST HCIIOIB3YEeMOTo MpHrOopa
s npoBeaeHus I[P B pexuMme «peanbHOTO BpPEMEHH» B COOTBETCTBUU C
HHCTPYKIIUEH MPOU3BOAUTEIIS K IPUOOPY U B COOTBeTCTBUU ¢ [Ipuioxenusamu 1, 2 u 3
Kk MHCTpyKIIMy.

VYuer pesynsraroB [Il{P-aHanu3a npoBOAUTCS MO HAIWYUIO WIA OTCYTCTBUIO
MEPeCeUCHUs] KPUBOH (PIyOPECHCHIMH C YCTAHOBJICHHOW HA COOTBETCTBYIOIIEM
YpOBHE MOPOTOBOM JTUHHUEH (UTO COOTBETCTBYET HAIMYHUIO MIU OTCYTCTBHUIO 3HAUCHHUS
moporoBoro 1ukia «Ct» 11 uccieayeMoro oopasia).

Pesymbrar cumraeTcs OOCTOBEPHBIM B CIydae KOPPEKTHOTO IPOXOXKICHHUS
MTOJIOKUTETBHBIX U OTPHUIIATEIBHBIX KOHTPOJIeH aMumnpukanun u s3xcrpakiin JJHK B
COOTBETCTBHUH C TaOJIHIEH 3.

Tabmmma 3. OneHka pe3yIbTaToB aHAIH3A.

Kanan gerexiymn
JOE(HEX)/
Tpoba Yé" ow ) FAMI/Green Pesynbrar
PPV BKO
Peaxiuy nonoXuTensHOTO U
KO o
Kt Ho 23 no 23 BHYTPEHHETO KOHTPOJIEH NMpouuu
ycIleHo
Curnan Curnan
Peaxuus npouuia ycnemHo
OTCYTCTBYET OTCYTCTBYET
Crierudryeckast KOHTaMHHAIHS!
HK
A Jlioboe Curnan TPEBYETCSI noBTopHas nocraHoBka!
Oydep 3HauUeHNE OTCYTCTBYET
K- PexoMeHyeTcs: IOCTaBUTh CMBIBbI
Kontamunaius BKO! TPEBYETCA
Curnan
JIro6oe 3HaueHHe | MOBTOPHASI MOCTAHOBKA!
OTCYTCTBYET
PexkomeHyeTcst IOCTaBUTh CMBIBBI
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Kanaun pereximu
ITpo6a Jofé:_lfvi( y FAM/Green PesynbraT
PPV BKO
Curnan JIrob6oe 3HaueHHE
DKCTpakuus MpouuIa YCIemHo
OTCYTCTBYET ot 1 1o 25
Tro6oe Curnan Crienuduyeckas KOHTaMHHAIHS!
OKO orcyrctByeT uin | TPEBYETCS noBTopHasi 3kcTpakuus!
3HauUCHUE
BK- mo0oe 3HaYeHne | PekoMeH TyeTcs MOCTaBUTh CMBIBBI.
Curnan Curnan Pesynprar HEmoCTOBEPHBIH,
oTCyTCTBYeT OTCYTCTBYET MJIM | BO3MOXHO IPUCYTCTBUE HHTUOUTOPOB.
3navyenue Ct >25 | TPEBYETCS noBTopHas skcTpakuusi!
JIro6oe Curnan Pesynbrar aHanM3a IMOJIOKATEILHBII.
3HaueHue oT | oTcyrcTByeT Wi | JHK napeosupyca ceuneii
1 o 25 J000€ 3HaYCHHUE | MPUCYTCTBYET
O6pa3ubl Curnan JIro6oe 3HaueHne | Pesymbrar anammsa
OTCYTCTBYET ot 1 1o 25 OTpHIATENbHbII
Curnan .
Curnan oTCyTCTBYET HiH PesynbpTar HEe HOCTOBEPHBIN.
OTCYTCTBYET | " ine Ct >25 TPEBYETCSI noBTopHas 3kcTpakuus!

B cnyuae, ecniu B BK- 3nauenne Ct gns BKO otcyTcTByeT MM NpeBBILIACT
rpanmgHoe, a B K+ 3nauenne Ct mist BKO menee rpanmunoro (u B o6pasmax Ct s
BKO meHee rpaHuYHOr0) — pe3ysbTaThl MOXKHO CYHTATh JOCTOBEPHBIMH. Taxke B
ciaydae ecnu 3HaueHue Ct g BKO B K+ oTcyTcTByeT mnm npeBbIIaeT rpaHUYHOE, a
B BK- 11 00pa3nax MeHee rpaHIYHOTO — Pe3yIbTAThl MOJKHO CUMTATh JOCTOBEPHBIMH.

Ecnu nnst uccneayemoro obpasiua no kanany JOE(HEX)/Yellow 3uauenne Ct
orpeersieTcst o3Hee 25 NUKIIa PH KOPPEKTHOM IPOXOXKICHUH TOJIOKUTEINBHBIX U
OTPHUIATENIBHBIX KOHTPOJEH — OH CUMTAETCS CIHOPHBIM M HCCIEIyeTCS MOBTOPHO C
stana Beigenenus JHK. Eciam npu moBTOpHOHM mocTaHOBKE HAONIOJAECTCS CXOXKHM
pesynbrar (Ct na xkanane JOE(HEX)/Yellow Gonee 25), TpeGyercst MIOBTOPHOE B3STHE
MaTepHaja OT TOTO € >XMBOTHOTO i mpoBeneHus III[P-uccnenoBanusa u (mim)
HCTIONB30BaHUE AaJIbTEPHATUBHBIX METOJOB [HATHOCTHKH. B ciywae momxydeHus
snayenus Ct va xanane JOE(HEX)/Yellow menee 25 nipu ucciieoBaHHH MOBTOPHO
B3ATOTO OT )KMBOTHOTO MaTepHaa - 00pa3el CYNTATh MOJI0KNUTEIbHBIM.

BHUMAHME! Ilpu noiay4eHUH COMHHUTENBHBIX PE3YyJIbTATOB, a TaKXKe IpPU
nosiBiieHNH! Jrodoro 3uHadenust Ct jns orpunarensHoro koHTpois stana [1LP K- (Ha
mo00M W3 KaHAJIOB) PEKOMEHIYETCS HCCIIEAOBAHME CMBIBOB C IOBEPXHOCTEH B
71ab0paTopuy JUIs UCKIIIOYEHUS! PHCKa BHYTPHIA00PaTOPHOW KOHTaMUHAIMH. CMBIBEI
¢ 1abopaTOPHBIX MOBEPXHOCTEH M 00OPYIOBAaHUS HCIOJIB3YIOT B KaUeCTBE MAaTPHIIBI
nst [TLP (BHOCSIT B peaKIMio BMECTO UCCIEAyeMbIX mpod B KoimuecTBe 10 MKI) — TO
€CTh CMBIBBI HCCIIEAYIOT Oe3 okcTpakimu. [losiBnenune nodoro 3naveHus Ct Ha r06oM
13 KaHAJIOB CBHJETEIBCTBYET O BHYTPHIAO0paTOPHOI KOHTAMHUHAIIAH.
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9. VYcioBusi TPAaHCIOPTHPOBAHMS

Ha6op «IILP-ITAPBOBUPYC-®AKTOP» M0OXHO TpaHCIOPTHPOBATH BCEMU
BU/IaMH KPBITOTO TpaHCHOpTa Ipu Temueparype ot 2 1o 8 °C He Oosee 5 cyTok.

10. YcaoBusi XxpaHeHHS

JimtenpHOoe  XpaHeHHWe — KoMIiulekToB — Habopa  «IIIIP-ITAPBOBUPYC-
DOAKTOP» ocymecTBisA0T npu TeMiepaTtype or Muayc 18 mo munyc 20°C.
Ilepen Hawamom paboTbl ¢ HAaOOPOM KOMIIOHEHTHI Habopa cieayer
Pa3yKOMIUIEKTOBAaTh M XPaHUTh B COOTBETCTBHHU CO CIECAYIOIUMHU TPEOOBAHHUIMHU:
o  Kowmmrekt Nel (cm. Tabx. 1) mpu remnepatype ot munyc 18 mo munyc 20°C;
o Kommmurekt No2 (cm. Tabm. 2) mpu remmnepatype ot 2 1o 8°C.

11. Cpox rognoctu

Cpok roagnoctu pearenToB «I1LP-ITAPBOBUPYC-OAKTOP» 12 mecsiues.
Habop ¢ ucrekmmm cpokoM roAHOCTH IPUMEHEHHIO HE MOITIEKHT.

Mpunoxenue 1. Mopsigok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
Research, Ascrpanusi) u Rotor-Gene Q (QIAGEN, I'epmanus)

B cmydyae mepBoro wmcmonb3oBanus I[I[[P-HabGopa Ha mpubope HEOOXOAMMO
co3mate mpotokon ¢ HaszBanumeM «[IL[P-TTAPBOBUPYC-®AKTOP» (mpu
JanbHeiei paboTe UCTIONB3YIOT CO3AaHHBIN MAOIIOH).

IIpu pabote ¢ mpubopom Rotor-Gene 3000 ucmomns3yror mporpammy Rotor-
Gene Bepcum 6 wnm Bbiie, ¢ mnpubopamu Rotor-Gene6000u Rotor-GeneQ—
UCTONB3YIOT porpammy Rotor-Gene 6000 Bepcuu 1.7 (build67) wnu Bbiie.

TepMHHBI, COOTBETCTBYIOIE Pa3HbIM BEPCHSIM IPOIPAMMHOTO OOecIeueH s,
PACIIOJIOKEHBI IO TEKCTY B CIEAYIOIIEM mopsiake: s nprudopa «Rotor-Gene» 3000 /
JUIA  aHTJIOA3BIYHOM  Bepcum mporpammbl  «Rotor-Gene» 6000 (Q)/ mns
pycckosi3pIuHOM Bepcuu nporpammsel «Rotor-Gene» 6000 (Q).

1. OTxpseITh NporpamMmy «Rotor Gene Q».
2. BoiOparh B OCHOBHOM MeEHIO mporpaMmsbl 3Hauok «New»/«Hossbiii B
OTKpBIBILIEMCs1 OKHE BEIOpaTh «IlyeToii madaon», Haxath KHONKY «New»/«HoBbIii».
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3. BeiOpate THIm portopa. Hampumep, «36-Well Rotor»/«36-1yHouHbIi
POTOP» TIPH HUCHOIB30BaHUH PoTOpa Ha 36 00pa3moB. [locTaBUTH OTMETKY B OKOIIIKE
psmom ¢ Hagnuchio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabuo
3akpenieno». Haxxats kHomky «Nextyw/«laseey.

Tlo6pe nomanoeaTs 6 AcTaRIA MacTED TecTOR!

4. VYkazathb omeparopa, o00beM  peakIMOHHON cmecu  «Reaction
volume»/O0bem peakuun» — 25 mria. Jas Rotor-Gene 6000 mommxHO OBITH
oTMeueHo OKowKo «15 pl oil layer volume»/«15 pL. 06bem macaa/Bocka». Haxars
KHOTIKY «Nexty/«/laneex».

5. B Bepxueii wactm okHa Haxath KHONKy «Edit profile»/«Pexakrop
npoduas». B nosBuBmeMcs: OKHE B COOTBETCTBUH C MHCTPYKIMEH K MpUOOpy 3a/1aTh
nporpamMmy aMmIuiMpUKanuy C IapaMeTpaMy, yKa3aHHbIMH B Tabmune 4. Haxatp
kiasunry «OK».
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Tabnuna 4. TemnepaTypHO-BpeMEeHHO# pexuM amiuindukanuu Ha Rotor-Gene

Ne TemnepaTypHO-BpeMEHHOM! pexXuM Uucno HMKIoB
1 | 95°C—5wmun 1
95°C — 10 cex
2 | 58°C —30 cek 10
72°C — 20 cex
95°C — 10 cex
3 | 58°C — 30 cek, nerexuusa JOE/Yellow; FAM/Green 35
72°C — 20 cex

6. B HmxHell yacTu OkHa MacTepa TecTOB HaxaTb KHoONKy «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CHUrH.». B OTKpBIBIIEMCS OKHE Ha)XKaTh KHOMKY
«OnT.neTek-MbIx». 11 000MX KaHAJIOB yKa3aTb HYXXHBIM JUANla30H CTapTOBOTO
curHana: Min Reading /muHumanbubiii curnan - 5, Max Reading
/makcumanbublii curnan — 10. B rpade «Ilo3unust Ipodupku» ykazaTte HOMEp
NpOOMPKH, TO KOTOpOH OyIeT aBTOMAaTWYECKH BBIOpaH IapaMerp «yCHJIeHHs
CHTHAJIa», TI0 YMOIYaHUIO 3TO 1-s mpobupka B potope. [loMeTuTh ramoukoil CTpoky
Perform Calibration Before 1st Acquisition «BbInoJIHUTH ONTHMHU3ANMI0 NpH 1-M
mare AeTeKIUM». 3aKpbITh OKHO «ABTO-ONTHUMH3AIMi YPOBHS curHana». HaxkaTsb
kHONIKY «Nexty/«/lanee».

Pasarop Mpodmnn =

U

7. 3amyctuTh aMIUuduKanuio KHomkoi «Start run»/«Crapr». JlaTh Ha3zBaHue
9KCIIEPUMEHTA U COXPAHUTH €r0 Ha JIUCKE.

Wacrap Hosors Tacra |

8. Iocne 3amycka mporpaMMbl HEOOXOAMMO 3allPOrPAaMMHUPOBATH MOJOXKECHUE
npoGupok B porope. Bece mpobbl 1 KOHTPpoM 0003HauuTh B MeHI0 Tun kak Unknown
«O0pa3zeny.
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O (SICEEIEIEIC 5

| [P e 2|

ITocne 3aBepmieHNs TEPMOLMKIMPOBAHUS COXpaHUTH (ailnm ¢ pesymbTaTamMu
UCCIIEJOBaHHU.

AHaau3 pe3yjabTaToB amnnpukanum 1 kanaaa FAM/ Green (BKO)

9. Haxate B MeHIO KHONKY «Analysis»/«AHanau3», BHIOpAaTh PEXXUM aHaIN3a
«Quantitation»/«KonnvecTBeHHblil», HaxaTh kHonky «Cycling A. FAMy/
«Cycling A. Greeny, nanee «Show»/«Iloka3aTb»

— 4 "4 [l iy
Yeranosnn! Tpedmns | Taun (Ot || Axanm

Ananms

[+ Cyeling & Gireen (Crp. 1]
I Cycling A Yellow (Crp 1)

™ Aprocmimanuiesca okHo

10. BeiOpate nmHEiHYI0 mKamy rpaguIecKoro H300pakeHUs pPe3yNbTaToB,
HakaB KHONKY Linear scale/JIuneiiHasi mikaja B HIDKHEH 4acTH OKHA cIipaBa (ecid
9Ta LIKajla aKTUBHA [0 yMOJIYaHUIO, BMecTO KHONKU Linear scale/JIuneiinas mkaJa
BujHa kHonka Log scale/JIorapudgmuyeckas mkaja).

11. B MeHI0O OCHOBHOTO OKHA JOJDKHBI OBITh HaxkaThl KHOIKH «Dynamic
tube»/«lunamuy.gpon» u Slope Correct«KoppekT. ykjJoHa». YcTaHOBUTH More
settings/Outlier Removal «Yecrpanenue Bbiopocos» - 15 9%0°.

[ Pesymeraret

% Brmsura, dov | “F Koppert, yenona [g Hrvop. nepewe | (7] verpd M s E-l

Mopor Foeia -N% [NTC)
TIPCREHT OF HEHGOMGUEND HSbEHEHHA BMOPECABHIE |

0 15% %

) D06pa3Uel C uamenErBm DAIDECUEHIM Metee

7 180 % | aroro nopora (ormacin 0 navorieso
ISR B oM

"
[ )

Hopm. bryopecy,
>,

Mopor aperienocTy Pearua -
02 r T
HRUEBHIYANEHP0 FISERTHBROCTD
W [ = % peanwsina rpaivsivaege pasizo
[Fopor] = g 1 moey e Gyt nokased
0p O HODMAMSAL6L
g| 5 10 15 2 k3 i3 Onewm | Lo |

3 Ecrm JuIs oTpHLaTensHoro koutpos srana [P K- na xanane FAM/Green npu ydere pe3ysibTaToB
mo n 8§ MHcrpykuuu HabmomaeTcss HEKOTOpOe HapacTaHHE (IIyOpECHECHIUH C IMEepecedeHueM MOpOroBOM

IMHHUY, U3MEHHUTEe «YCTpaHeHHe BHIOPocoB» 10 20% M OIEHHTE MPOXOXKACHHE KOHTPOIBHBIX 00pa3loB
TIOBTOPHO.
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12 B wmenio «CT Calculation»/«Bbruucienne CT»  BbICTaBUTH
Threshold/ITopor =0,05. B  Tabmume  pesynbtatoB  (okHO  «Quant.
Results»/«KoauuecrBennbie Pe3yabTaThl») nmosssatcs 3HaueHus Ct.

IbTaThl || SE AuHamid. don | $Z KoppekT. vicnona @ MrHop. nepstie ¥CTPaHEHHE Bbl

B Honwuectsennbie Peaynbtath - Cycling A.Green (... E@@

NiH [Wia [ Tun |cT | Komu, Crannapral Konu Pacy. [3]
1 k+ Ofpasey 17.07
2 k- Odpasey
3 zample 1 Ofpasey 1988
4 zample 2 O6pasey 19,33
R ke Odpasey 1858 /

AHanu3 pesyapTaToB ammumukammu _aas  kanaaga JOE/Yellow (AHK
NapBOBUPYCA CBHHEIT)

13. Haxxats B MeHIO KHOTIKY Analysis/AHaJm3, BEIOpaTh Pe)KUM aHAIIN3a
Quantitation/KonnuecrBennplii, Haxats kuonky Cycling A. Joe/Yellow, namee
HaxaTs Show/IToka3ats.

14. BpiOpaTh JHHEHHYI0 HIKalny rpaduyeckoro M300pakeHusi pe3ybTaToB,
HaxaB KHOTIKY Linear scale/JIuneiinasi mkaJja B HUKHEH 4acTH OKHA cripaBa (eciu
9Ta IIKaja aKTHBHA [0 YMOJYaHHUIO, BMecTO KHONKH Linear scale//Iuneiinast mkaJja
BuaHa kHomKa Log scale/Jlorapudpmuyeckas mkasna.

15. B MeHI0O OCHOBHOTO OKHa JOJDKHBI OBITh HakaTbl KHONMKH «Dynamic
tube»/«Iunamuu.gpon» u Slope Correct«KoppekT. ykiaona». Ycranosuts More
settings/Outlier Removal «Ycrpanenne Be16pocos» - 10 %*,

16. B wmemo «CT Calculation»/«Bbrunciaenne CT»  BpICTaBUTH
Threshold/ITopor=0,05. B Tabuie pe3yIBTaTOB (oxHO «Quant.
Results»/«KoanuecrBennbie Pe3ynbraThi») nosssarcs 3nauenus Ct.

VYyer pesynbraroB [11[P-ananu3a mo o6ouM KaHaidaMm MPOBOAMTCS B COOTBETCTBUH C
1.8 THCTPYKIMHM 110 HAJIMYHUIO MM OTCYTCTBUIO IEepeceyeHust KpUBOi (iryopecteHmn
C YCTaHOBJIEHHOW Ha COOTBETCTBYIOIIEM YPOBHE TOPOTOBOM JHUHHEH (UTO
COOTBETCTBYET HAIMYHWIO WJIM OTCYTCTBHIO 3HAau€HUs MOporoBoro Iukna «Ct» s
ucciexyemMoro obpasua).

4 Eom ans OTpHLATENBHBIX KOHTponel sTanoB skctpakiuun umu ITHP (BK-, K-) Ha kanane
JOE/Yellow npu yuere pesympraroB mo m 8 UHCTpyKimH HAOGMIOMAETCS HEKOTOPOE HapacTaHHe
(uryopecieHIIUH ¢ HepecedeHueM IIOPOroBOH IMHUH, U3MEHUTE «Y CTpaHeHue BEIOPocoB» 10 20% u oLeHuTe

MPOXOK/ICHHE KOHTPOJIBHBIX 0OPA3I0B TOBTOPHO.
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Mpuno:xkenne 2. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccusn)

B cmydae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
co3mate mpoTtokosn c¢ HasBaHueM «IIIP-ITAPBOBUPYC-®AKTOP» (mpu
JlanbHeHNIIe paboTe UCIOIb3YIOT CO3JaHHBIN Ia0JIOH).

1. OtkpeiTh nporpamMmy «RealTime PCR» nnst npu6opa A T-96.

2. B nosiBuBIIEMcs OKHe BBIOpaTh «PaGoTa ¢ mpuéopom».

3. B BepxHed uWacTu OKHa OTKpBHITh  BkiIanky «Teer» u
«Co3nars/PeqakTupoBaTth TeCT»!

4. Haxatp Ha KHONIKY «C031aTh HOBBI TeCT» M BBECTH UMs HOBOTO TECTa
«[IOP-ITAPBOBUPYC-®AKTOP»:

Haxate «OK».

5. B nosiBuBIIEMCS OKHE 33aTh CIEAYIOIUE TapaMeTphL:

Tun — kauecTBEHHBIN

Merton — [Toporossrii (Ct)

ITpo6upku — 06pa3is!

O0wem paboueii cMecH B mpoOupKe — 25 MKIT

dryopodopsr — Fam; Hex
Cosnatp nporpammy amiumdukanun «I[IIP-ITAPBOBUPYC-®AKTOP» Haxas Ha
HUKOHKY .

6. B pemakrope mporpaMm amIuiH(HUKaNUd BRIOpaTh IIAOJIOH u
HakaTb KHONKY «IIpuMeHHTDHY.

7. B mosiBUBIIEMCSI OKHE B COOTBETCTBHM C MHCTPYKIHMEH K NMpuOOpy 3anath
porpamMMmy aMIIM(UKaUY ¢ TapaMeTpaMHy, YKa3aHHBIMH B TaOIuIe 5.

Tabnmma 5. TeMnepaTypHO-BpeMEHHOM pexxuM aMIuinukarun Ha JT96.

Ne TemneparypHO-BpEMEHHOM PEXUM Yucno LUKIOB
1 95°C — 5 mun 1
95°C — 10 cex
2 58°C — 30 cex 10
72°C — 20 cexk
95°C — 10 cexk
3 58°C — 30 cek, merekius HEX; FAM 35
72°C — 20 cexk

Haxate «OK» u coxpanute mporpammy mon umenem  «IIIP-
IMAPBOBUPYC-®AKTOP». Ilpu nanpHelinieil paboTe HCIONB30BaTh CO3JIaHHYIO
IpOrpammy.

8. Ilpu 3amycke npubopa BeIOMpaTh «Padora ¢ mpudopom» u «/lodaBuTh TecT». B
oxHe nodasnenus tecra Boiopats «[IIP-TIAPBOBUPYC-®AKTOP».
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9. B pasmene «l. OOpa3ubl» BBECTH KOJUYECTBO OOpa3loB BKIIOYAs BCE
KOHTpOJIbHBIE 00pa3ipl. B paszaene «3. KoHTpoam» noctaButs Hy U 1 HaxaTh «OK».

10. ITonp3ysick MHCTpYKLIHUEH K MpuOopy 3anonHuTh « UeHTH(PUKATOP POOUPKI» U
«Tum», oOpamas BHUMaHME HA MOPAAOK 3amojHeHus. HaxkaTte KHOIKy
«IIpuMeHUTH».

11. YcraHOBUTH POOHPKH B PEAKIMOHHBIA OJIOK COTJIACHO TIOPSAKY 3alOTHEHUS U
HaKaTb KHOIIKY «3amycK HmporpaMmbi». B mosBuBIIeMcs OKHE HaOpaTb Ha3BaHHUE
npoTokosia U «COXpaHUTBY.

12. Tlocne 3aBepIeHHs peakMM MOXKHO Cpa3y HMPUCTYHNUTH K aHAIU3y pe3yJbTaToB,
00 TpH crieayromei 3arpy3ke Haxath «[IpocMmoTp apxuBa».

3 -
13. Jlasee HaXkaTb HA MKOHKY C U300pakeHUEM IAlKKU — U BBIOparh (aiil, B
&

KOTOpOM ObUT COXpaHeH NpoTokod. BeiOpars Tun anammsza «Ct(Cp) mias Beex
KaHalioB». Mertoj — «Iloporossiii (Ct)».

14. B oxHe cnipaBa 0TOOpa3siTcs Ha3BaHMsl 00Pa3LOB M 3HAYCHUS] TOPOTOBBIX I[HKIIOB.
Bribpate 10%. B nosunun Kpurepunm nocToBepHOCTH AAaHHBIX BBecTH: HypkHsA
IPaHUIA/OPOT  TOJIOKHUTEIBHOTO  pe3yibraTta-5%, BepXHss  IPaHMIA/TIOpOr
HOpMasu3auu JaHHbx -30%.

HaxaTtp KHOIIKY «HpHMeHHTb». I[J'IH MOJYy4YCHHSA CBOAHOI'O OTYCTA IO HPOTOKOIY

HE00X0IUMO Ha)KaTh KHOIIKY .

15. B BepxHeil yacTu okHa HaxkaTh kiapumy «IleyaTs» mnn «CoXpaHUTBY», BRIOpATh
pacummpenue (aitna, nanpumep *.rtf MS Word, nanee «Padounii cron» — «IILP-
ITAPBOBUPYC-®AKTOP» — «Otuerb» — «I'om» — «Mecsan», B nojie «Amsa
¢daiina» BBecTH Ha3BaHMEe B (opMe «roa. Mecsil. 4YMCJI0-AaHHBbIe». Haxats
COXPaHUTb.

Haxxatp knaBuiry «3akpbIThy.

3akpeITh Win cBepHYTh nporpammy «RealTime PCR».

Yyem pezynomamoe III[[P-ananuza nposooumcs 6 coomeemcmeuu ¢ n.§
Huempyrkyuu no maauquio uiu omcymcmeuio nepeceyenusi Kpueou guyopecyeHyuu ¢
VCMAHOBNEHHOU  HA — COOMBEMCMEYIoWeM YPOBHe NOPO20GOU  JUHUell,  Ymo
coomeemcmayem HAIuduo Ui OmCcymcmeuio 3Havenus nopoeogoo yuxia «Cty ons
uccredyemozo obpasya.
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Mpunoxenue 3. lopsaok padorsl Ha npudope CFX96 (Bio-Rad, CIIIA)

1.Bximrounts npubop u 3amyctuth nporpammy Bio-Rad CFX Manager.
2. B craproBom oxHe HeoGxoaumo BeiOpath Create a new Run (wimm B mento File
BeIOpath New u manee Run...).

_=5]

¥ Cimats s rem Bk CA

TR EE e

Opsrie DaleFie e —
0 Opors a Gana Study ’ _mc
©) Operillvm Frsferences

Descipten

Set up the piotovcl and s (o begn an evperinen = i

3. B okue Run Setup Beibpats Briaaky Protocol u naxars kaonky Create new.... B
nosiBuBIeMcs: okue Protocol Editor — New 3agare mapamerpsl amiudukanuu B
COOTBETCTBHH ITapaMeTpaMy, YKa3aHHBIMH B TaOiuIe 6.

Tabnmma 6. TemnepaTypHO-BpeMeHHOM pexnM amruinukarmn Ha CFX96

Ne TemneparypHO-BpEMEHHOU PEXKUM Uucno LUKIOB
1 95°C — 5 mun 1
95°C — 10 cex
2 58°C — 30 cex
72°C — 20 cex
95°C — 10 cek
3 58°C — 30 cek, nerexnus HEX; FAM 35
72°C — 20 cek

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

4. 3amatp cxeMy IIJaHIIETa — pPAcHOJIOKEHHE MPOOUPOK U JETEKIHIO
(JIyOpeCcIEeHTHOTO CHrHajla BO BCeX MPOOMpKaxX MO HMCIOJIb3yeMbIM KaHallaM B OKHE
Plate moxyns Experiment Setup. B menro Sample type Beiopars Unknown, naxxas na
kHotky Select Fluorophores..., BoiOpath ranoukamu Quryopodopsr FAM u HEX u
Hakatb OK, 3ateM 3ajaTh TajovyKaMH H3MepeHHe (IIyOpecleHTHOTO CHrHaja B
BBIOPAaHHBIX MPOOHPKAX IO NTaHHBIM KaHajaMm. B oxne Sample name 3axaTe Ha3BaHHe
00pasioB. CoXpaHUTh CXEMY IUIAHIIETA.
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OTKpBITh KPBILIKY Tpubopa, HaxaB kuomky Open Lid. ITocraBuTh peakIHOHHBIC
MpoOUpPKH B SYCHKH aMIUTMPUKATOpa B COOTBETCTBHH C IPEIBAPUTEIHFHO
3arporpaMMHPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY INpHOOpa, HakaB
kuonky Close Lid.

5. 3anmyctute BBIIONHEHHE BbIOpaHHOW mnporpammer «[ILP-TTAPBOBUPYC-
DOAKTOP» ¢ 3aganHOi cxeMoii IUTaHIIeTa, HaXkaB KHOTKyY Start Run.

6. Tlocme OKOHYAHWS BBHINONHEHHUS MPOTPAMMBI MOXHO MPHUCTYIUTh K aHAIH3Y
PE3yIBTATOB C IOMOIIBIO MPOrpaMMHOro obecreueHust npubopa CFX96.

AHajau3 pe3yJbTaToB amnMukanum ais kanaia FAM (BKO).

7. Beiopats B okHe moayns Data Analysis Bo Bkmaake Quantitation mammbie mo
kaHanmy FAM, BbIIENUB TalOYKOW COOTBETCTBYIOIIMH OOKC TOJA Trpadukom
(1yopecueHIHH.

s|s)sfs)s)s
sls)sls]s]s
glE|ElR)Es
LR RARA I E2R
gls|e|ss| el
ls)zfs]s) s
sls)sls]s]]
glelsfs)i)s

YCTaHOBHUTH TOPOTOBYIO JIMHUIO Ha ypoBHE, cooTBeTcTByRomeM 10-20 % or
MaKCHMaJIbHOTO YPOBHS (IyopecleHluH, Mojay4eHHoro s oopasua «K+» B
MocjeTHeM [uKJIe aMIunGuKanuu (ypoBeHb (IIyOPECHEHINH CYUTAIOT DPAaBHBIM
OmmkaiiieMy K HeMy JAEJCHHIO INKalbl, IOMedeHHoMy Imdpoi). s storo
MIOPOTOBYIO JIMHHIO MOXKHO JIMOO TMEPeTaliuTh C MOMOIIBIO JIEBOM KHOIKH MBbIIIH,
6o BeIOpath B MeHro Baseline Threshold (o menuky npaBoii KHOIIKH MBIIIH B OKHE
rpaduka ¢ayopecuennun) omnuuro User Defined u BBectn HyKHOE 3HaueHHE B
TEKCTOBOM II0JIE.

Baxno, uro0bl rpaduk QuayopecueHumu st obpasna «K+» mokassiBai
XapaKTepHOe HKCIIOHEHIMAIbHOE HapacTaHue (IIyOpecleHTHOTO CUTHaJIa.
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9. B tabiuie pesynsratoB (okHO «Quantification Datay) nosssrcs 3nagenus Ct.

AHanau3 pe3yabraToB ammanukanun pas kanama HEX (JHK mapeoBupyca
CBHHEIA).

10. Boibpats B oxkHe momyist Data Analysis Bo Bkmamke Quantitation nanubie mo
kaHanmy HEX, BbimenuB ranoukoil cooTBercTByrommid Ookc moj rpadukom
(uryopecueHIMU. Y CTaHOBUTH IMOPOTOBYIO JIMHHUIO HA YPOBHE, COOTBETCTBYOMIEM 10-
20 % oT MaKCUMaJIFHOTO YPOBHS ()IIyOPECICHIINH, MOJTy4eHHOTo st 0Opasia «K+» B
nocyiesiHeM IuKiIe amiudukanuy (ypoBeHb (IyOpECHEHIMH CYHUTAIOT DPaBHBIM
OmmkailieMy K HeMy JEJICHUIO WIKajbl, NoMedeHHoMY 1wm¢poii). [ns srtoro
MOPOTOBYIO JIMHUIO MOXKHO JIHOO IEpPEeTaliuTh C MOMOIIBIO JICBOH KHOIIKM MBILIH,
6o BeIOpaTh B MeHro Baseline Threshold (o mieuxy npaBoii KHOIIKY MBI B OKHE
rpaduka Qayopecueniun) omuio User Defined u BBecTn HyxHOe 3HaueHHE B
TEKCTOBOM IIOJIE.

Baxno, uro0sl rpadumk ¢ayopecueHimm s obpasma «K+» mokaspBan
XapaKTepHOe YKCIIOHCHIMAILHOE HapacTaHue (IyOpecleHTHOTO CUIHaa.
11. B Tabaune pe3ynpratoB (okHO «Quantification Datar) nosiestcs 3nauenus Ct.

12. Yuer pesynbratoB [1LIP-aHanu3a npoBogurcs B cooTBeTcTBUM ¢ 1.8 MHCTpyKIMU
[0 HAIMYUIO WIM OTCYTCTBUIO IIepecedeHus KpuBoW (QuyopecueHnuu c
YCTAaHOBJICHHOM HA  COOTBEICTBYIOLUIEM YPOBHE IIOPOTOBOM  JIMHUEH, 4TO
COOTBETCTBYCT HaJIUYUIO WM OTCYTCTBHUIO 3HAYCHUA MOPOroBOro MHHKJA «Ct» JUIA
HCCIIeAYeMOro oopasiia.
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IIpunoxenue 4. JInct BHOCHMBIX H3MEHEHU I

Pepaxkuus

MecT0 BHOCUMBIX
H3MeHEeHH

CyTbh BHOCUMBIX U3MEHEHU I

Bepcus 1.1 ot

Pazpen «llpunoxenusp»

Ho6asnenHo Ipunoxenue 3
«[lopsimok pabotsr Ha mpubdope CFX

31.03.2021 Wucrpykimn 96 (Bio-Rad)»
Jlo6aBneHbl CHOCKH, NOSICHSIOIINE,
Bepcmst 1.2 ot 1D, 5. ¢TD. 9 yto BMecto OKO nomyckaercs
25.05.2021 p- 2, CTp- HCTONB30BaTh pu3pactBop, TE-
Oydep, IUCTIIUTHPOBAHHYIO BOILY
Jlo6aBnen MaTepuain: KyJabTypbl
Bepens 1.3 ot MHUKPOOPI'aHM3MOB U IIUTATEIIbHbBIE
11;.11.262 1 Ilo Tekcty cpeabl.
V3MeHeHns o TeKCTy
Bepems 1.4 or ITo Tekcty W3meneno HazBanue BKO

10.01.2022

Bepcus 1.5 ot
21.02.2022

Paznen 6. B3situe u
00paboTka MaTepuana,
TPaHCTIOPTUPOBAHUE 1

XpaHeHHe TIpod

OTpCZ[aKTI/IpOBaHbI PEKOMECHAAlInN
1o HpO6OHO,I[FOTOBI(e

Bepcust 1.6 ot
28.04.2022

Pazgen 6. Basitue u
obpaboTka MaTepuana,
TPAHCIIOPTHPOBAHUE U

XpaHeHue Ipod

Jlo6aBneHo: Ha ycMOTpeHHe
BETEPUHAPHOT'0 Bpaya J0IyCcKaeTcs
HCCJIEI0BAaHUE IPYruX BUIOB
Ouomarepuana

Bepcus 1.7 ot
09.08.2022

Paznen «IIpunoxenus».

ITo Tekcty

V3MeHeH TeMInepaTypHO-BPEMEHHOM
pexum ammundukanuu. BKO T1
3amenéH Ha BKO T2. 3meHeHb!

MIpaBHjIa HHTEPIPETALUT
pE3yJIbTaTOB aHAIN3a

Bepcus 1.8 ot
28.09.2022

[punoxenue 2.
[opsimox paboTs! Ha
npudope AT-96 (JJHK-
TexHosorus, Poccust)

I'eomerprueckuii (Cp) meton
00paboTKN TaHHBIX 3aMEHEH Ha
noporossiii (Ct)
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ITo Bompocam kadectBa Habopa pearenToB «I1I[P-ITAPBOBUPYC-®AKTOP» unu mo
BOTIPOCaM MPHOOPETEHNS TECT-CUCTEM HAIIeTO MPOM3BOJCTBA Mpockba obpamarses B
000 «BET ®AKTOP» no aapecy:

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

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

Email: vet@faktor.ru



