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Cnucok cokpanieHui

BKO BHYTPEHHUI1 KOHTPOJIBHBII 00pa3er]

K- OTpULATENLHBIN KOHTPOJIb

BK- OTpULATENLHBIN KOHTPOJIb 3Talla 3KCTPAKLHUU

K+ MIOJIO>KUTENBHBINA KOHTPOJIb

OKO OTpHILATEFHBIH KOHTPOIBHBIH 00pa3en

[IKO TIOJIOXKHUTEIBHBIM KOHTPOJIBHEIN 00pasern

[I11P PB MoJIMMepa3Has IeMHas peakiust ¢ (IyOpeCHCHTHOW eTeKiuueii B
PEKHMeE peaabHOTO BPEMEHU

JIHK JIe30KCUPUOOHYKIIEHHOBAS KUCIOTA

HK HYKJICMHOBAsl KUCJI0Ta

CII CaHWTapHbIE MpaBUIIa

MY METOANYCCKUE YKa3aHUsL

LSDV BUpyc HoaysipHOro nepmaruta (lumpy skin disease virus)
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1. Hasnauenmue

Habop npemnaznauen msa Beisienerns JJHK Bupyca HomymspHOTo Aepmarnra
(LSDV), a taxxke nuddepeHupoBanus BakIuH Ha ocHoBe mrtamma Neethling (Hamp.,
BakMHa Lumpyvax) B OHONOTMYECKOM MaTepuasiel ((parMeHThl TOpaKeHHBIX
KO)KHBIX TIOKPOBOB, OpTaHbl, LieJIbHAs KPOBb, MA3KH CO CIM3HMCTHIX KOHBIOHKTHBBI,
HOCOBOHM IIOJIOCTH, PpOTOIVIOTKH, MOJIOKO, CIlepMa), a TaKke B KYIbTypax
MHUKpPOOPTraHM3MOB, CMbIBaXx C MOBepXHOcTell MetonoM amrumdukanuu JIHK c
(ITyopecLeHTHOM NEeTEeKIUEH B PEXUME «PEalbHOTO BPEMEHI.

2. XapakTepHucTHKa Hadopa
2.1 llpuHuun geicrBust

Habop mo3Bomser cnenmupuyeckn aMIuAUIPOBATE (parMeHT TeHOMa
BUpyca HomyisapHoro nepmarnta M JJHK BHYTpEHHETO MOJIOKHTENBHOTO KOHTPOJIS
(bakrepnodara T4) B MyIbTHIUIEKCHOW MOJIMMEpa3HOH LenmHO# peakmmu. erexuuns
MPOXYKTOB aMIUTM(HUKAIIMA OCYIIECTBISCTCS B PEXHME pEaJbHOTO BpPEMEHH C
UCTIONIb30BAaHMEM NPHUHIUIA BBIMICTUICHHS (DIyopeclieHTHOM MeTKHM Ha 5' KOHIEe
OJIMTOHYKJICOTHAHOTO 30HAA.

2.2 Cocras Ha0opa

Habop COCTOMT U3 KOMILICKTa PEarcHTOB Ui MPOBEICHHS MYJIbTHILICKCHON
[P (xomrutekT Ne 1) U KOMILIEKTa KOHTPOJBHBIX 00pas3ioB (koMmiuiekT Ne 2).
Habop BeimyckaeTcs B IByX BapUaHTaX:

1) Ansa ananuza 55 06pasuoB (BKIIOYAst KOHTPOJIbHBIE 00pa3IIbl)
2) dns anamm3a 110 o6pa3noB (BKITIOYAs KOHTPOJIBHEIE 00PAa3IIb).

CocraB Habopa mpuBeaeH B Tabmmmax 1 u 2.

IIpoTOKOI BBIXOTHOI'O KOHTPOJIS JOCTYICH I10 3aIIpoCy.

! JTonyckaeTcs uccieoBaHKe MaTepUaa OT JMKHUX ITAPHOKOMBITHBIX
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Ta6mmma 1. Kommurekt Nel mis mpoBenenus TT1P:

O0beM, MKIT K
oJ1-
No CocTraB KOMIUICKTA Ornucanue Ha 55 Ha 110 B0
peakuuit peakuuit
CMech Ut IpOBEICHUS Tpo3payvHast
1 [1LPp, P CMECH OecrBeTHAS 275 550 1
LSDV-DIFF JKUJIKOCTE"
Bydep mns nposeneHuns Tpo3payvHast
2 [P, IIIIP BY®EP OccrBeTHas 550 1100 1
LSDV-DIFF JKHJIKOCTD
Tpo3paydHast
3 JHK Ilonumepasa, OecLBeTHAs 30 60 1
TAQ POLYMERASE BsI3Kast
JKUAKOCTh
Mpo3payHast
4 Eﬁg{p’ K ByVOEp | Gecusetias 500 1000 | 1
JKUJIKOCTh
Tabmmma 2. Komrurekt No2, KOHTpOIbHBIE 00pa3IbL:
O0BeM, MKIT
Ne CocTaB KOMILICKTa Omnucanune Ha 55 Ha 110 Kox-
5 g BO
peakuun peakuun
Buyrtpennuit po3payHast
1 KOHTPOJIBHEIN 00pa3serl, OecrBeTHAs 550 1100 1
BKO T1 KUIKOCTD
OTtpunarenbHbIN po3payHast
2 KOHTPOJIBHEIN 00pa3serl, OecrBeTHAsS 1500 2000 1
OKO (TE oydep) > JKHUIKOCTh
ITonoxurenbHpIN po3payHast
3 KOHTPOJIBHEIN 00paserl, OecrBeTHAsS 100 200 1
KO LSDV-DIFF JKHAJIKOCTh

B Habop He BXOIAT pPEAKTUBBI U SKCTPAKIUU HYKICHHOBBIX KHUCIIOT.
Brigenenne THK MoXeT TpOBOAUTHCS, HATIPUMEP, C MOMOIILI0 HAOOPOB HA OCHOBE
COpOIIMOHHOTO METO/1a, B COCTAB KOTOPBIX BXOAUT CIJIMKA MIJIM MUKPOICHTPHU(]YKHBIE

* BO3MOYHa JIeTKas ONanecleHIus

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

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

5

Bepcus 1.5 ot 28.09.2022



KOJIOHKH, W Takke HaOOpOB Ha OCHOBE (PEHON-XIOPO(GOPMHON IKCTpaKIHMHA U T.II.
Pexomennyercs ucnonb3oBars Habop «JHK/PHK-C-OAKTOP» nmu6o aHanOTUYHBIA.

3. AHajJuTHYecKHe M JUATHOCTHYeCKHe XapaKTepUCTHKHU

IToka3aHo OTCYTCTBUC Hecneumbnqecxnx peaKunﬁ KOMIIOHECHTOB Ha60pa B
otHoteHun zepnecsupyca 2 muna KPC, Mycoplasma spp., Salmonella enterica,
Pasteurella pneumotropica, Pasteurella multocida, Brucella abortus, Brucella suis,
Listeria monocytogenes, Mycobacterium tuberculosis, Mycobacterium bovis.

[Toka3aHo OTCYTCTBHE HecTenM(pUIESCKHX peaKnHuii KOMIIOHEHTOB Habopa B
otnomeHnn o6pasnos JJHK KPC, cBuHbH, cOOaKH U YeOBEKa.

4.  Mepbl NPeAOCTOPOKHOCTH

Bce Bce paboTtel mo cOopy, TpaHCHOPTHPOBAHHIO M IIOATOTOBKE IIPOO
OMOJIOrMYECKOr0 MaTepHana OT )KUBOTHBIX OCYILIECTBIISATh B CTPOIOM COOTBETCTBUU C
tpeboBanusimu CanlluH 3.3686-21 «CaHUTapHO-3NNMAEMHOJIOTHYECKHE TPeOOBaHUS
no npoduiakTuke WHPEKUUOHHBIX Ooye3Hei» U ¢ TpeOoBanHusiMu [Ipukaza Ne588
MuHucTepcTBa cenbekoro xossiictBa Poccuiickoit @enepaunu ot 24.08.2021 r. «O0
YTBEPXKICHUH BeTepuHapHBIX NpaBWJ  OCYLIECTBICHHS  NPOQUIAKTHUECKHX,
JIMarHOCTUYECKHX, OTPAHUYMUTEIbHBIX M MHBIX MEPOINpPUATHH, YCTAHOBICHUS H
OTMCHBI KapaHTHHAa ¥ WHBIX OTPAHUUYCHMH, HANPABICHHBIX HA MpPEAOTBpAIICHHUE
pacIpocTpaHEeHNs 1 JIMKBUIAIMIO 09aroB 3apa3Horo y3eJIKOBOTO AEPMaTHTa KPYITHOTO
pOraToro CKoTa».

HccnenoBanue mpoBOAMTCA B /IBA 3Tama B JABYX OTAEIBHBIX MOMELIEHHUSX
(3oHax), cormacHo MY 1.3.2569-09 «Opranmsamus paOoTHl J1aOOPATOPHIA,
HCTIONB3YIOMINX METOJBl AaMIUIM(UKANK HYKJIEHHOBBIX KHCIOT TpH padore ¢
MaTepualioM, COJIepIKaIMM MUKPOOPTaHU3MBI i-1V TPYIII TaTOT€HHOCTI.

Bce naGopartopHoe o000opyaoBaHWE, B TOM YHCJE J03aTOPbI, INTATHBHI,
nabopaTopHas ocy/ia, a TaK)Ke paboune peareHThl U PacXOHbIe MaTepUallbl JOKHBI
OBITH CTPOTO CTAlIMOHAPHBIMHU. 3ampeiaeTcs X MepeHoc U3 OJTHOH 30HBI B IPYTYIO.

IIpomiecc wuccnenoBaHMs SBISETCS CTPOTO OJHOHANPABIEHHBIM, paboTy
CllelyeT HauYMHATH B 30HE MOJTrOTOBKH MaTepHaia, MPOJOJKaTh B 30HE HKCTPAKIUH
HYKJICHMHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(UKanud. 3ampeliaeTcss BO3BPaIlaTh
00pasIisl B 30HY, B KOTOPOH ObUIa MpoBe/IeHa peabLAyIast CTa s npoiecca.

PaboTaTh TONBKO B OJHOPa30BBIX MEpUYaTKaxX, MCIOIb30BAaTh M MEHATH NPHU
Ka)XJJOH OIepalyy 0JJHOPa30Bble HAKOHEYHUKH C a9PO30JIbHBIM OaphepoM.

OnHOPa30BYIO IUIACTHKOBYIO MOCYAy (IPOOMPKH, HAKOHEYHUKH) cOpachIBaTh
B CIEHHAIBHBIA KOHTEHHEp, COAep)Kalui Ie3nHUIUPYIONINA pacTBOp (HampuMep,
0,2% HaTpHUEBOW COIH JUXJIOPHU30IMAaHyPOBOI KHCIOTHI).

Pa6oune nmoBepxuoctu B I[P nomemenusx obmyyaror YO cBETOM B TeueHHE
30 MuUHYT 70 Hayala W Toclie TpoBeAeHus paboT. Taxke mociie OKOHYaHUs padoT
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pexomeHmyetcs  oOpabareiBaTh  pabodne  MOBEPXHOCTH  JAC3HHQPHUITUPYIOIIHM
PacTBOPOM.

5. Marepuajbl 1 060pyA0BaHHe

Jas 3onbl Boiaeaenust THK u3 ncenexyembix npoo:

e HacronpHplii Ookc ¢ OakTepUUMAHOW JIaMIOM WIM  CTEPHUIBbHBIN
naMuHapHeld  1kag  (Hampumep, «bABmn-«Jlamunap-C»-1,2», «JlamuHapHbIe
cucteMsl», Poccus);

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

e BaxkyymHBI OTCachBaTelb MEIUIMHCKANR C KOJOOW-TOBYIIKOW UISA
yaaJeHus Ha0CaA0YHOH KUIKOCTH (Hampumep, «OM-1», r. YiubpsaHOBCK, Poccus).

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

e Boptekc (Harmpumep «TOTA-2», «buokom», Poccus);

e [luneTku aBTOMaTHYECKUE OJHOKaHAJIbHBIE TepeMeHHOro oobeMa 20-200 u
200-1000 mkx; (Hanpumep, «Jlennuner», Poccus).

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

e OpgHOpa3oBble HAKOHEYHMKHM [UIS IHIIETOK IEPEeMEHHOro oObemMa ¢
a’po3oabHEIM Oapeepom mo0 200 m 1000 mxim B mratuBax (Hampumep, «Tarsonsy,
Wuaus),

e [lepuaTky MeTUIMHCKHE HEOITyJPCHHBIE JIATEKCHEIE;

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

e EMKOCTB C Ie3MHQUIMPYIONINM CPEICTBOM;

o XonomuinbHUK OT 2 g0 8 °C ¢ MOpPO3WIBLHOW Kamepod OoT MuHyc 24 10
Mmunyc 18 °C.;

e Xayar 1abopaToOpHBIH;

e Hab6op nns Bergenenus JJHK (cm. myHKT 2.2).

st 30ub1 nposenenus INIP ananu3sa:
e  Awmmmodukarop (Hanpumep «Rotor-Gene Q», Qiagen; «IT-96», JHK-
TEXHOJIOTHUS MM aHAJIOTUYHBIH).
o [IIP-60kc (nanpumep, «bBAB-IIP-«Jlamunap-Cy», JlaMmuHapHBIE CHCTEMBI,
Poccus).
e MuxkponeHtpudyra-soprekc (Hanpumep «TITA-2», «bnokom», Poccus);
e [lumeTkn aBTOMaTHYEeCKHE OJHOKaHAIbHBIE NepeMeHHOro odobema 2- 20,
20-200 mxi 1 100-1000 Mk, (Hanpumep, «Jlennumnery», Poccus).
e OpHOPa30BbIE HAKOHEYHUKU [UIS JI03aTOPOB IIEPEMEHHOr0 00BbeMa C
a’po3oabpHEIM Oapbepom g0 20, 200 mMka u g0 1000 mxn (Hampumep, «Axygeny,
CHIA).
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e [lltatmBel Ui HAaKOHEYHWKOB (Hampumep, «Axygen», CIIA) u
Mukpornpoobupok Ha 0,2 M (Hanpumep, «SSI», CIITA).
o XomommibHUK 0T 2 10 8§ °C ¢ MOpO3WIBHOW KaMepoil oT MuHyC 24 1o
Mmunyc 18 °C;
e  OpnHOpa3oBbie MONUIPOIIIICHOBBIE TpoOupku Ha 0,2 u 1,5 M (HanpuMep,
«Axygeny, CIIIA);
e  Illtarusel qs mMukponpodupok Ha 0,2 u 1,5-2,0 ma (manpumep, «SSly,
CIIIA);
e [lepuaTku MEIULIMHCKNE HEOMYAPECHHbBIE JTATEKCHBIE;
e  Xajar mabopaTOpHBI.

6. BsaTue u 00padoTKka MaTepHasa, TPAHCIOPTHPOBAaHUE U XPAHEHHe MPOD
6.1 OT60op MaTepuaJja 1Jisl HCCJIEJOBAHMS, TPAHCIIOPTHPOBKA U XPaHeHUe

Jlomyckaercst 0JJHOKpaTHOE 3aMOpakuBaHue. {11 MCCIEeTOBaHUS HCIIONB3YIOT
CIIEAYIOLINH MaTepHa:

IlenpHas kpoBb (B paHHHUI mepuoJ 3a0ojeBaHus, BO BpeMs BUpeMmun). Kposn
3abupaetcs B mpooupky ¢ 3-6 % DJITA u3 pacuera 50 mxn pacteopa IATA Ha 1 M
KPOBH, 3aKPBITYI0 IPOOHPKY C KPOBBIO HECKOJIBKO pa3 MepeBOPaYHBAIOT.

@dparMeHThl MOPaKEHBIX KOKHBIX MOKPOBOB (BBICHIIIAHMS, KOPKH, Y3€JIKOBbIE
MOPaXCHUS-HOAYJIbI), JIETKHX, OpOHXOB, CEJIE3eHKH OTOUpPAIOT B CTEPUIIBHBIH
KOHTEUHep.

JIumoysier 6epyT Ha UCCIEOBAHHUE IETUKOM.

Ma3sKku co CIM3UCTBIX KOHBIOHKTUBBI, HOCOBOH ITOJIOCTH, POTOTJIOTKHA CHUMAIOT
C MOMOMIBIO CTEPHIIBHOTO 30H/A, 30HJ MOMEIIAIOT B INIACTUKOBYIO MHUKPOIPOOHPKY
oovemoMm 1,5 mi ¢ 0,5 MI cTepmiIbHOTO (DU3HOIOTHYECKOTO pacTBopa/docdaTrHOro
Oydepa/TpaHCTIOPTHON CpeabI.

KynbTypsl MHKpOOPraHMU3MOB B XKHIKHX Cpelax OTOMPAlOT B CTEPHUIBHYIO
Tapy.

BakrepuanbHble KOJIOHMH pecycneHaupyioT B 0,5 Mi ¢usnosorndyeckoro
pacTBopa.

[MuraTenbHble  cpeabl  OTOMpalOT B CTepWIbHYI  Tapy  (TBepable
pecycneHIupyIoT B GU3HOIOTHUECKOM PacTBOPE).

CMBIBBI C TIOBEPXHOCTEH (BHYTPMIIA0OPATOPHBIX, C IIOBEPXHOCTEH Taphl,
KOPMYILIEK, MECT COJIep KaHHs KUBOTHBIX U JIp.) OTOMPAIOT B CTEpMIIbHYIO Tapy ¢ 0,5
MJI (PM3HOJIOTHYECKOTO PACcTBOPA.

Mornoko otouparot B 00beMe 10-30 MII B CTEpPHIIBHYIO TIOCYLY;

Cnepmy (0,5 — 1 mu1) oTOMPAIOT B CTEPHUIIBHBIN KOHTEHHED.

[NoxyueHHbIe 00pa31bl MOXKHO TPAHCIIOPTUPOBATH M XPAHUTD B CIEAYIOIINX PEKUMAX:

- mpu Temrieparype ot 2 10 8§°C — B TeUeHHUE CYTOK;

- IIpu Temrieparype He Boiie MuHyc 20°C — B TeueHHe MecsIa;

- IIpH TeMIieparype He Beie MUHyc 68°C — InTensHO.

JlomnyckaeTcst 0JHOKpAaTHOE 3aMOpaKMBaHHE-OTTAUBAHUE MaTepraa.
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Uto0bl m30€KaTh JIOKHOIIOIOXKHUTEIBHBIX PE3YJIbTATOB HEOOXOIUMO TOCTe
BaKITMHAIIMA BBIIEPKATh 3-4 HENENH Tepe caadel aHaInu3a.

Ha yemompenue eéemepunapnozo epaia O0onyckaemcs uccie0oeanue Opyaux
61006 Ouomamepuad.

6.2 IloaroroBKa uccjiegyeMbIX Poo

Ma3sku co CIM3HUCTBIX KOHBIOHKTHBBI, HOCOBOW IOJIOCTH, POTOTJIOTKH, TPOOBI
LENbHOM KPOBH, KYJIbTYpbl MHKPOOPTaHH3MOB U IUTATENIbHBIE CPEIbl, CMBIBBI C
MOBEPXHOCTEH ncnonb3yroT st Beiaenenus JJHK 6e3 nmpeaBaputebHOM MOATOTOBKH.
CMBIBBI C TOBEPXHOCTEH, B3sIThIE AJSI MPOBEPKM HAIMYMs BHYTpHIAO0OpaTOPHOM
KOHTaMWHAINY, BBLACTATh HE HY)KHO.

OO6pa3mpl ciepMBl CMEIINBAIOT B COOTHOWIEHHH 1:4 ¢ (HU3NOJIOTHYECKIM
pactBopoM U TieHTpuyrupyoT npodupky mpu 13000 o6/muH B Teuenume 10 muH,
MIOCJIE YEeTO YJalsIoT HaJO0CaJOYHYI0 XKUAKOCTh, OCTaBUB B MpoOupke mpumepHo 100
MK (ocamok + okunmkas ¢pakuus). I[lomydeHHBI MaTepHan HCHONB3YIOT JUIA
BeieneHus HK.

Momnoko B o6beme 710 10 M neHTpudyrupyroT IpH 3 ThIC. 00/MUH B Te4eHHE
10-15 mun. HamocamouHyro ®HIKOCTh OCTOPOIKHO OTOMPAIOT, OCTABUB HAJ OCAIKOM
npumepHo 0,2 M xuakoctu. Ocajok pecyCneHIUPYIOT B OCTaBIICHCs HAIOCAI0YHOM
skuakoctd U 0,1 MIT cycnieH3un UCnonb3yIoT ams Beiaenenus JJHK.

W3 TkaHeil M OpraHoB BBIPE3AIOT HEOOJbIIME KYCOUYKHM JO0 1 T Becom.
Pactupator mpoObl B (apdopoBbIX CTynmKax WIM TOMOTGHM3HMPYIOT Ha
aBTOMAaTHYECKUX TOMOT€HH3aTOpax. 3aTeM rotoBar 10% cycneH3nio Ha CTEpHIHLHOM
¢usnonormueckoM pactBope win ¢ochatHoM Oydepe. CycHeH3HIO TMEPEHOCAT B
npobupky obdbemom 1,5 mi u neHTpudyrupyrot npu 600-1000 g (2000 06./MuH Ha
neHtpudyre «MiniSpin», Eppendorf, 'epmanus) B teueHune 5-10 mmH. AJHKBOTY
HajocanouHoH xuakocTH (0,1 Mir) ucrmons3yroT s sxctpakin JTHK.

Ha ycmompenue eemepunapnozo epava 0onyckaemcs ucciedosanue Opyeux
81008 buomamepuana.

7. IlpoBeaeHmne aHaau3a

UccnenoBanne ¢ momorpio Habopa «ITLIP-HOLYJISIPHBINA-TEPMATUT-
JAND-OAKTOP» cocTouT U3 Tpex 3Tamnos:
e skcrpaxnusa HK;
e nposenenue [P PB;
®  y4YeT pe3yJIbTaTOB aHaJIMU3a.

7.1 Okerpakuus (Boiaenenne) HK 3 kmmanyeckoro marepuasia

Otobpath HEOOXOIMMOE KOJMYECTBO OJHOPA30BBIX NPOOHMPOK oObemoM 1,5
MJI, BKJIIOYasi OTPHLATENbHBIH KOHTPOJIb BbIIEJICHHS. BHecTn BO Bce NMpoOMpKH ¢
HccieyeMbIMU 00pa3amMu, Bkmodas mpooupky st OKO, mo 10 mxn BKO T1.
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Brectn mccnemxyembie mpoObl B 00bEMeE COTJIACHO MHCTPYKIIUK K HAOOPY ISt
BeimeneHnss HK, B mpoOMpKy OTpHIATENFHOTO KOHTPOJIL BBIACICHHS BMECTO
uccnenyemoii npo6s! Buectd OKO?® (mpodupky 0603HaunTh kak BK-).

Bemensite HK M3 aHanmm3upyeMbIX M KOHTPOJIBHBIX OOpA3IOB COTJIACHO
MPOTOKOJTY MHCTPYKIIMK POU3BOUTENS Habopa 1iist BeiiencHus HK.

Boigenennyro JITHK MoOXXHO XpaHUTh B TEUYEHHE OJHOM HeAenu Npu
temrieparype ot 2°C o 8°C uiu B TeueHue rojia Mpu TEMIEpaType He BbIlIE MUHYC
16°C.

7.2 TloaroToBKa 06pa3noB k npoBeneHuro [P

OO0wmuii 00bemM peakuMOHHOM cMecH — 25 MKJ1, 00beM JJHK-npoos1 — 10 mkJ1.
VYcenemnoe NpoxoKIEHUE peakUUd KOHTPOJIUPYIOT ucrosb3oBaHueM ITKO
LSDV-DIFF, BKO T1 u JJHK oydepa.

Ilpumeuanue. Jlomyckaercsi pazMOpaXMBaHHE PEarecHTOB W3 Habopa mepex paboroi
npu temmepatype He Beime 40°C (¢ mcmonmp3oBaHHeM TepMoctata). I[IporpeBanme
npodoupkn TAQ POLYMERASE kaTeropu4ecku 3anpeuieHo.

B otaenbHOl mpoOupke cMemiaTh KOMIIOHEHTHI Habopa M3 pacyera Ha
KaXAyI0 peaKIio:

5 mxa TP CMECH LSDV-DIFF

10 mxa cmecu I[P BY®EP LSDV-DIFF

0,5 mxa TAQ POLYMERASE
Ilepememath cMech Ha BOpTeKCE M COPOCHTH Kallid KPaTKOBPEMEHHBIM
LHEHTPU(YTHPOBAHNUEM.

OT00paTh HEOOXOIUMOE KOJIMYECTBO TNPOOHpoK it amrumudukanun JJHK
HCCIIEAYeMBIX W KOHTPONBHBIX 1po0. BHectm mo 15 MKI TPHUTOTOBICHHOM
PEaKIHOHHOM cMecH.

Hcnonb3yst HAKOHEYHUKH € GUIBTPOM B TIOATOTOBJICHHBIE IIPOOUPKH BHECTH:
a) B mpobupky otpunarensHoro koutpous [P (K-) — 10 mxa JHK 6ydepa;

0) B psan mpoOUPOK IS UCCIEAyeMbIX Tpod - B Kaxayto BHecTd mo 10 mxn JJHK
COOTBETCTBYIOIIEH MPOOBI, MoydeHHo# o m.7.1 (Bkirouas mpobdy BK-);
B) B IpOOHPKY nosoxkuTenbHblil kKonTpouss [P (K+) — 10 mxu [TKO LSDV-DIFF.

B cayyae wucnosib3oBaHuss npuéopoB miaaHmerHoro tuma («AT-96»,
«CFX96», LightCycler® 96 u npouue) Heo0OX0AMMO CTPSIXHYTHh KAIUIM CO CTEHOK
NMPOOHUPOK (MM IJIalIeK) KPATKAM HeHTPU(yrupopanuem).

Ilpumeuanue. Tlpu wCronb30BaHUU JJIS PaOOTHl aMILTH(QHUKATOPOB C CYHTHIBAHUEM
4yepe3 KpblKy (Hampumep, JT-96), 3ampemiaercsi HAHOCHTH MAapPKHPOBKY Ha
KPBIIIKY MPooHpOK!

8 Bwmecro OKO jomyckaercs —HCIONB30BaHHE — (DU3HONOTHYECKOro  pacteopa, TE-Gydepa,

JIMCTHIUTAPOBAHHOM BOJIBI. PeareHTh! JOKHBI ObITh YHCTBIMH M CTEPHIIbHBIME. 3aMPEIIaeTCs HCIOJIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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7.3 IIpoBenenue peakuuu ITIP PB ¢ ¢ayopecueHTHOI teTeknnei

ITapameTps! TeMIepaTypHO-BPEMEHHOTO PEXKUMa aMITTH(UKAINK Ha Tprdopax
«Rotor-Gene Q», «IT-96», «LightCycler® 96» n «CFX96» ykazansr B 1, 2, 3 u 4
WHCTpYKIIMU COOTBETCTBEHHO.

IMomectuts mnoaroroBneHHele st npoeaeHus [P mpoOupku B stueliku
amiuduKaropa. 3arporpaMMHUpOBaTh MPUOOP COTIACHO MHCTPYKLUH MTPOU3BOANTEIIS
u B cooTBeTcTBUU ¢ [Tpunoxenusamu 1, 2, 3 u 4 UHCTpyKIIUH.

B ciyyae ncnonp3oBaHus aMILTM(QUKATOPOB JPYTHX MOJENEH PEeKOMEHIyeTcs
KOHCyJNbTaus co cnenuanuctom kommnanud «BET ®AKTOP».

[Tocne 3aBepmieHHS TPOTPaMMBI aMIUTH(GUKAIINH OTPaOOTaHHBIE HPOOHUPKH
YTHIU3UPYIOT B cOOTBeTCTBUH ¢ MY 1.3. 2569 -09.

8. HHrepnperauus pe3yJibTaTOB aHAJIHM3A

[lomy4yeHHBIE HaHHBIE — KPHUBBIE HAKOIUICHHS (DIYOPECIEHTHOTO CHTHAJa
AHATM3UPYIOTCS C TOMOIMIBI0 MPOTPAMMHOTO O0ECIIEUCHHUST HCIIOIB3YEeMOTo MpHrOopa
s npoBeaeHus I[P B pexuMme «peanbHOTO BpPEMEHH» B COOTBETCTBUU C
WHCTPYKIMEH POU3BOIUTENSI K NPUOOPY U B COOTBETCTBHHU C NMPHIIOXKEHUs MU 1, 2, 3
u 4 MHCTpYyKIUH.

VYuer pesynsraroB [Il{P-aHanu3a npoBOAUTCS MO HAIWYUIO WIA OTCYTCTBUIO
nepeceyeHuss KpHBOil (IyopecleHIMH C YCTAHOBJICHHOW Ha COOTBETCTBYIOLIEM
YPOBHE MOPOTOBON JIMHUEH (YTO COOTBETCTBYET HAIWYMIO MM OTCYTCTBUIO 3HAUCHUS
oporoBoro 1ukia «Ct» 17 uccieayeMoro oopasia).

Pesynbrar cuntaeTcs JOCTOBEPHBIM B CITydae KOPPEKTHOTO MPOXO0KICHHS
MTOJIOKUTEIBHBIX M OTPUIIATEIBHBIX KOHTpOJeH aMmumukanun u sxcrpakmnn JJHK B
COOTBETCTBHUH C TaOJIHIEH 3.

Tabmmma 3. OueHka pe3yIbTaToB aHAIH3A.

FAM/Green | ROX/Orange Cy5/Red
- Pesynbrar
Neethling LSDV BKO
o Peakuuu mog0KUTETHLHOIO U
E ; Ho 31 Ho 31 mo 31 BHYTPEHHETO KOHTPOJICH MPOLLTH
yCHenHo
Curnan Curnan Curnan
Peakuusi mpoinia ycnemHo
OTCYTCTBYET | OTCYTCTBYET OTCYTCTBYET
= Crnenndudeckast KOHTAMHHAIHS !
=3 Jlio6oe JlioGoe Curnan TPEBYETCS nosropHas
; 2 3HaueHHe 3HAYEHHE OTCYTCTBYET noctanoBka! Pexomennyercs
a IIOCTABUTH CMBIBBI
!
Crnan Curnan ToGoe Konramunanus BKO! TP'EBVETCH
OTCYTCTBYET | OTCYTCTBYET 3HAUYEHUE TTOBTOPHAN MOCTAHOBKA
PeKOMeHﬂyeTCﬂ IIOCTAaBUTH CMBIBHI
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FAM/Green | ROX/Orange Cy5/Red
. Pesynbrar
Neethling LSDV BKO
Curnan CurHan JIroboe
DKCTpakiys NPouULIa yCHeuHo
OTCYTCTBYET | OTCYTCTBYeT | 3HadeHue 10 35
Curnan Cnernuduraeckas KOHTaMUHAIHs !
JIrob6oe JIro6oe OTCYTCTBYET TPEBYETCS noBropHas
g s 3HAUCHHE 3HaYCHHE Wi J1roboe akceTpakuus! Pexomennyercs
o~ 3Ha4YCHHE TIOCTaBUTh CMBIBBL.
Cursan Pe3ynbrar HENOCTOBEPHBIH,
Curnan Curnan OTCYTCTBYET BO3MOJKHO IIPHCYTCTBHE
OTCYTCTBYET | OTCYTCTBYET WJIY 3HAYCHHUE uarnoutopos. TPEBYETCS
Ct>35 NMOBTOPHAs! JKCTpaKnus!
Cursan Pesynbrar ananuza
JIroGoe JIro6oe Y o
OTCYTCTBYET NO0JIOKUTETbHBIH.
3Ha4YeHUe OT | 3HadyeHue or 1
W J1r000e Baxyuna na ocrnoge wmamma
1 1o 35 1o 35 -
3HAYEHUE Neethling mpucyrcryer
Curnan Pesynbrar ananusza
JIroboe o
Curnan OTCYTCTBYET MOJIOKUTETBHBIIA.
=3 3HaYeHHeE OT 1
S | OTCyTCTBYET 10 35 WA J11000€e JIHK supyca HoOynapHozo
[se}
g 3HaYCHUE depmamuma MPUCYTCTBYET
g JIro6Goe
= Curnan Curnan Pesynbrar ananusza
OTCYTCTBYET | OTCYTCTBYET SHATCHIE OTpHUIATEIbHBII
or 1 1o 35 P
Curnan o
Curnan Curnan oTCyTCTBYeT Pesynbrar HE 1OCTOBEPHBIH.
TPEBYETCS noBTopHas
OTCYTCTBYET | OTCYTCTBYET WY 3HAUCHUE :
Ct>35 IKcTpaKuus!

B cnyuae, ecnu B BK- 3nauenne Ct gns BKO otcyTcTByeT MM NpeBBILIACT
rpanndHoe, a B K+ 3nauenune Ct g BKO menee rpannunoro (u B obopasmax Ct s
BKO meHee rpaHM4YHOr0) — pe3yJsbTaThl MOXKHO CUHTATh JOCTOBEPHBIMH. Takke B
ciaydae ecnu 3HaueHue Ct ans BKO B K+ oTcyTcTByeT niau mpeBbllIaeT TpaHUYHOE, a
B BK- 11 00pa3nax MeHee rpaHIYHOTO — Pe3yIbTAaThl MOJKHO CUUTATh JI0CTOBEPHBIMH.

Ecmm mns mccnmemyemoro obpasma mo kanany ROX/Orange 3Hauenme Ct
orpezernsieTcst Ho3Hee 35 nuKiIa MpH KOPPEKTHOM MPOXOKACHUH TTOJIOKHUTEIBHBIX
OTPHIATENIbHBIX KOHTPOJICH — OH CUMTAETCsI CIIOPHBIM M HCCIEIyeTcs IMOBTOPHO C
stana BbieneHuss HK. Ecnm mpm moBTOpHOW TOCTaHOBKE HAOMIOAAETCS CXOMKHIA
pesyaprar (Ct Ha kaHame ROX/Orange Gomee 35), TpeOyercss MOBTOPHOE B3STHE
MaTepuaja OT TOTO € XMBOTHOTO i mpoBeneHus I[II[P-muccnemoBanms u (wim)
HCTIONb30BaHUE ATbTEPHATUBHBIX METO/IOB THArHOCTHKH.

Baknuna ©a ocuoBe mrtamma Neethling (mamp., Bakimuaa Lumpyvax)
oOHapykeHa, ecii HaOIIoJaeTcsi SKCIOHEHIMANbHBI pPOCT CUTHalla Ha KaHaiax
ROX/Orange u FAM/Green, npu 3toM 3HaueHuss Ct KOHTPOJBHBIX 0OOpa3LOB
HAXOJIATCS B MpeJesiaX HOpMBI (Tad. 3).
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BHUMAHME! Ilpu nomaydeHUM COMHHUTENBHBIX PE3yIbTaTOB, a TaKXKe IpPH
mosiBJICHUH J1F000r0 3HaueHust Ct must orpunarensHoro KoHTposst dtama TP K- (Ha
MO00M W3 KAaHAJIOB) PEKOMEHIYETCS HCCICIOBAHWE CMBIBOB C IIOBEPXHOCTEH B
J1a00paTOPHUU ISl UCKITFOUCHUST PUCKA BHYTPUIA00PAaTOPHOU KOHTaMUHAIMH. CMBIBBI
¢ 1abOpaTOPHBIX MOBEPXHOCTEH M 00OPYIOBaHUS HCIOJB3YIOT B KAYECTBE MATPHUIIBI
quis TP (BHOCAT B peakI[ui0 BMECTO MUCCICAYEeMBIX Moo B KonuuecTBe 10 MKI) — TO
€CTh CMBIBHI HcCeIyIOT Oe3 skcTpakuuu. [losnenue moboro 3HaueHus Ct Ha 1r000M
U3 KaHAJIOB CBHJICTEIBCTBYET O BHYTPHIA00PAaTOPHOI KOHTAMHUHAIIVH.

9.  YcioBuSI TPAHCIIOPTHPOBAHMS

Habop  «IIL[P-HOAYJISIPHBIA-JEPMATUT-IUD-PAKTOP»  MOXKHO
TPaHCIIOPTHPOBATh BCEMH BHIAMH KPBITOTO TPAHCIIOPTA MPH TEMIIEparype OT 2 Jio
8°C ne Ooiee 5 CyTOK.

10. ¥YcaoBus xpaHeHus

JlnuTenbHOE XpaHeHHMe KoMIiuiekToB Habopa «ITIP-HOIYJISAPHBIM-
JAEPMATHUT-IUD®-PAKTOP» ocyIiecTBIAIOT pHu TeMIiepaType oT MUHyC 18 mo
munyc 20°C.

Ilepen Hauwamom paboTbl c HAOOpOM KOMIIOHEHTHI Habopa ciemyer
Pa3yKOMIUICKTOBAaTh M XPaHUTh B COOTBETCTBHH CO CIECAYIOIUMHU TPEOOBaHHUAMHU:

o  Kommuekt Nel (cm. Ta6u. 1) mpu Temmeparype ot Munyc 18 mo munyc 20°C;
e  Kommuexr No2 (cm. Tab:. 2) npu Temneparype ot 2 1o 8°C.

11. Cpoxk rognocTtu

Cpok roasoctu pearentoB  «I[IL[P-HOYJISIPHBIM-TEPMATUT-U®-
DAKTOP» 12 mecsinies.
Habop ¢ ucTekmmM cpoKoM TOTHOCTH IIPUMEHEHHUIO HE TIOJIC)KHT.
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Mpuinoxenue 1. Mopsagok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
Research, Ascrpanusn) u Rotor-Gene Q (QIAGEN, I'epmanus)

B cmygae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
cosmath mportokon ¢ HasBamueM «IIIP-HOJXYJISAPHBIMA-JIEPMATUT-IU®-
DAKTOP» (npu nanbHeimei paboTe UCIOIb3YIOT CO3JaHHBIN IIa0JIOH).

ITpu pabore ¢ mpubopom Rotor-Gene 3000 ucmons3yror nporpammy Rotor-
Gene Bepcum 6 wiu Beime, c¢ npubopamu  Rotor-Gene6000u Rotor-GeneQ—
UCmoMb3ytoT nporpammy Rotor-Gene 6000 sepcuu 1.7 (build67) wiu Beitie.

TepMHHBI, COOTBETCTBYIOIIHE Pa3HbIM BEPCUSM NPOTPAMMHOTO OOecIedeH s,
PpAacIIOIOKeHBI TI0 TEKCTY B CIIeAyIomeM mopsiake: it npudopa «Rotor-Gene» 3000 /
IUTA aHTIIOSA3BITHON BepcuHu mporpamMmbl «Rotor-Gene» 6000 (Q) 1t pyccKOSI3BITHOM
Bepcuu nporpammsel «Rotor-Gene» 6000 (Q).

1. OTkpeITh IporpamMmy «Rotor Gene Q».
2. BoiOpath B OCHOBHOM MeHIO mporpaMmsbl 3Hauok «New»/«HoBblii B
OTKpbIBILIEMCs1 OKHe BhIOpaTh «IlycToii madaon», Haxats KHONIKY «Newy»/«HoBblIii

£ =H > -‘
Omp.  Comp | Crepr (e Cron

[7 [loK 38Tl 3707 3KpaH NP 38MUCKS MPOTRiivie

3. BeiOpate THIO potopa. Hampmmep, «36-Well Rotor»/«36-1yHounbIi
POTOP» TIPH HCHOIB30BAaHUH PoTOpa Ha 36 oO6pa3noB. [TocTaBUTH OTMETKY B OKOIIKE
psamom ¢ Hagmuceio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabio
3akpenieno». Haxxats kHomky «Next»/«daseey.

4. VYkazathb omeparopa, o00beM peakIMOHHON cmecu  «Reaction
volume»/O0bem peakmum» — 25 mria. Jlng Rotor-Gene 6000 momxHO OBITH
otMedeHo okomko «15 pl oil layer volume»/«15 pL. 06bem Macaa/Bocka». Haxats
kHONKY «Nexty/«Jlanee».
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New Run Wizard

Skpwimd | scock | powss |

5. B Bepxueil uyactu oxHa HaxkaTh KHONKy «Edit profile»/«Pegakrop
npoduas». B nosBuBmeMcs OKHE B COOTBETCTBUH C HHCTPYKIMEH K MpUOopy 3a/1aTh

nporpamMmy aMmIuGUKanuy C IapaMeTpaMy, yKa3aHHbIMH B Tabmuune 4. Haxats
knaBumry «OK».

Tabnuna 4. TemnepaTypHO-BpEMEHHOH PEXHUM aMIUIU(UKALUH

Ne n/n TeMmneparypHO-BpEMEHHOU PEXKUM UYucno HUKIOB
1| 95°C — 5 mun 1
95°C — 15 cex
5 50°C — 15 cek, aerexnust ROX/Orange; 45
FAM/Green; Cy5/Red
72°C — 10 cex

Jst 3TOTO TpedyeTcs MpoIesaTh CIISIyOIIHE Iari:

-Haxatp knaBumry «Insert after»/«BcraButh nociie» u Boiopars «New hold at
temperature»/«HoBoe yznepxaHue TeMIieparypbl», YCTaHOBUTH TemIieparypy 95°C u
BpeMs 3 MUH ;

-Haxarp knaBumy «Insert after»/«BceraBure mociae» u  BbiOpath «New
cyclingy/«HoBoe UMKIMpOBaHME», YCTAHOBHUTh MapaMeTpbl LUKIMPOBAHUS B
COOTBETCTBHH C ITYHKTOM 2 TaOJIUIEI 4.

Hoeiii Qrkp. Coxpanure kax | Crpaexs
TecT NPORoAHTCA oKoND B3 MMH.T PAbUIK BHIEGY NPEACTABARET TECT. KaTOPGI AKEN ATk FRInAHER
Hoees Temneparypa
25 &0 a9
HairMUTe Ha LHEA HIKE, 4TO0E MSMEHHTE ero ©
[72 a5 1
Unepw, Tern-pel Ber. nocne.
S Ormerume
Berasime a0
Yaanme
Uukn nosTopure 45 | paz
HEKI TS HE LIST BHUSY 1A £10 MSMEHEHWA WAH HEKMKTE + WA WM - AT, YT06k! A063EHTE HAH WIAMMTE LISFW 3TOMG WAKAE
OiSrHii war - -l
<5 rpan na 15cex
50 rpaa. ——
15 cek.
ferex na Cyeling & 72 rpan. Ha10 ek,
Ha Grssh. Orange
B — 50 rpag. Ha 15 cek.
I Y, War —
™ Cricare Termn-py wara
oK

6. B HmxHell yacTu OkHa MacTepa TecToB HaxaTb KHONKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHsi CHTH.». B OTKpBIBIIEMCSI OKHE Ha)XaTh KHOIKY

15
Bepcus 1.5 ot 28.09.2022



«Optimise Acquiring»/«Onrt.neTexk-MbIx». 11 Bcex KaHANIOB yKa3aTh HYXHBII
nuama3oH craptoBoro curHaima: Min Reading /MuHuManbHbIA curHaa - 5, Max
Reading /makcumanbusblii curaaa — 10. B rpade «Ilo3unus [podupku» yka3zaTh
HOMeEp HPOOHPKH, IO KOTOPO# OyJeT aBTOMaTHYECKH BBIOpaH MapaMeTp «yCHJIeHHS
CHTHAJIa», 110 YMOJIYaHUIO 3T0 1-s1 mpodupka B porope. [loaTromy B 1-0#f mo3unuu B
pOTOpe J0JDKHA HAaXOAUTCs MpoOHpKa ¢ peakUMOHHOH cMecblo. [loMeTnTh ramodkoit
ctpoky Perform Calibration Before 1st Acquisition « BbINOJHHTH ONTHUMHU3ANMIO IPH
1-m mare perexkmmm». 3akpbiTh OokHO «Auto Gain Calibration Setup/Asro-
ONTHMH3ALHUsA YPOBHA curHaja». Haxate kHonky «Next»/«/lameex.

Mimstnine \\G“
&
e

[

Fuaerep rpogues

[ERp————

W] Moowuns Npodupest | T Weorcurs Carvan | St | __ Opaoa
Vel 1 £ A

o Harnim

£ w k)

7. 3amycTuTh aMILTUQUKAIAI0 KHOMKOH «Start run»/«Crapt». Jlate Ha3BaHHe
9KCTIEPUMEHTA U COXPAaHHUTH (pailyl B COOTBETCTBYIONIEH TTanKe Ha KOMITBIOTEPE.

8. INocne 3amycka mporpamMMbl HEOOXOJMMO 3alpOrpaMMHUPOBATh IOJIOKECHUE
npobupok B potope. Bce mpoObl u KOHTposM 0003HAUUTH B MeHIO kak Unknown
«O0pazeny.

IMocne 3aBepuieHUs] TEPMOLMKIMPOBAHUS COXpaHHUTH (aill ¢ pesynpTatamu
HCCIICIOBaHMUS.

Macrep Hosoro Tecra ==

Ueranoeku
IVCPopMar wena | | Eaurana s [Ronww ~| Boronwrenerc
Dépasues
CE= Co[EH@[@[ET
H Yo e | | rounne: | Zanan Kowu, |Boa|
1| samgle 1 Otpasen a:
sample 2 épasen ] ity
et He

MNyera He

Nyero He
Nycto He
Nyero He
Nyero He

Mucro He=
>
cm.
|’vw; Cip 1 < | | Hosew | nanee | 1 Corwponmsupos. crp ‘
T 1

Bewon | <<Haam || Sarorms |I3a»<onwwaaﬁnumpusm|

AHanu3 pe3yJabTaToB ammudukanuu 1s kanana Cy5/ Red (BKO)

9. Haxatb B MEHIO KHOTIKY «Analysis»/«AHaJu3», BEIOpaTh PEXKUM aHATH3a
«Quantitation»/«KoanuecTBeHHbIii», Haxkats kHONKY «Cycling A. Cy5»/ «Cycling
A. Redy», nanee «Show»/«Ilokazare»
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Npocmorp G 74 (& Wiy By
Veramosew Mpoduns  Teun.  Obpmum | Anamm

Lozo @]
Oth no 2w rpae | Apyrve . |

[ Kanitiecresiinbit | 1lnannene

[ Cyeling A Green (Crp. 1]
& Cycling 4. Orange (Crp. 1)

T Amtocsumanusecs okHo

10. BriOparh JuHEHHYI0 HKaldy rpaduyeckoro M300paKeHUs pe3yJbTaToB,
HakaB KHONKY Linear scale/JIuneiinas mkajna B HIDKHEH YacTH OKHa CIipaBa (€ciu
9Ta IIKaja akTUBHA [0 YMOJIYaHHIO, BMecTo KHONKH Linear scale/JIuneiinas mkasa
BuaHa KHomka Log scale/Jlorapudmuyeckas mkasa).

11. B MeHIO OCHOBHOTO OKHa JOJDKHBI OBITh HaxaThl KHONKH «Dynamic
tubey/«Junamuu.gpon» u Slope Correct«KoppekT. ykjaoHa». YcraHOBUTH More
settings/Outlier Removal «¥YcTpanenue BoiGpocos» - 15% %0.

€ - @ @ ¥ B W B N [,
Hew Open S0 Setings Progms_Prfle_Tamp. Samles Ansys Hapors g

NIC Theshokd I
| Fevceriage of et 1 chsnge

¥ Reports.. Yy Std Cumve || gy & ox Bt | ) Outier Removal.. bl Save Datauits
A et vl hange i e
[V % e than his pmoerd v o he gt
e e ks

[ Fleacun ficiercy Thushd

’ Ol sanchs which have an vl
(L eocr chency o a1
Sz - 55| % voum v be Qsphaped ot

02 Troshad .

ok Carcel

0 (Tl0a0E
5 [ ) " ) » 0 " o

AdjustSeale..  Auto-Scrle  DefatScale  Leg, Scale

- = L

12. B w™ento «CT Calculation»/«Bbrunciaenne CT»  BbICTaBUTH
Threshold/ITopor =0,05

13. B Tabnmme pesympratoB (okHO «Quant. Resultsy/«KoamuecTrBeHHbIE
Pe3yabsTaThi») nossstcs 3HadeHns Ct.

bTaTel || SF AvHamid, don | SZ Koppekt. vknona S WrHop. nepesie ¥ CTPaHEHHE Bil

B Konwuecteennpie Peayantarsl - Cycling A.Green |...

M: Mg Tun CT KoHu. CraHnapra| Koduw, Pacy. (3]
1 k+ Odpazew 17.07

2 k- Odpasey,

3 zample 1 Odpasey, 19.88

4 zample 2 Odpasey, 1933

R kv Odpasey, 18.98

Ecim 115t orpunatenssoro koutposts srana [P K- na xanane Cy5/ Red npu y4ere pe3yasTaToB 1o

n 8 MHCTpyKumy HaOIIOAaeTCsl HEKOTOPOEe HapacTaHue (IIyOpPECHEHIMU C MEPEeceYeHHEM OPOTrOBON JTMHUH,
n3MeHHTE «Y cTpaHeHne BbIopocoB» 10 20% 1 OleHHUTE MPOXOXKICHNE KOHTPOIBHEIX 00pPa3IoB MOBTOPHO.
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AHaymm3 pe3yabraToB kanaga Rox/Orange (Bupyc HOayJISIpHOTO AepMaTHTA)

14. Haxats B MeHI0 KHOTIKY Analysis/Anamms3, BEIOpaTh pEKUM aHATHM3a
Quantitation/KonnuecrBennplii, Haxats kuHonky Cycling A. ROX/Cycling A.
Orange, nanee Haxatb Show/Iloka3aTb

15. BoiOpars JMHEHHYIO IIKay rpaguyeckoro M300pa)keHHs pe3yNbTaToB,
HakaB KHOINKy Linear scale/JIuneiinasi mkana B HIDKHEH 4acTH OKHa clipaBa (eciu
9Ta IIKaja akTUBHA [0 YMOJIYaHHIO, BMecTo KHONKH Linear scale/JIuneiinas mkasa
BuaHa kHomka Log scale/Jlorapudgmuyeckas mxana.

16. B MeHIO OCHOBHOTO OKHAa JOJDKHBI OBITh HaxaThl KHONKHM «Dynamic
tube»/«Iunamuy.gpon» u Slope Correct«KoppekT. ykjaona». Ycranosuts More
settings/Outlier Removal «Ycrpanenue BpidpocoB» - 15°%.

17. B wmenro «CT Calculation»/«Bberuncinenne CT»  BbICTaBUTH
Threshold/ITopor =0,05

B rtabmume pesynpratoB (okHO «Quant. Resultsy/«KoanyecTBeHHBIE
Pe3yabraThl») nosssrcs 3nauenus Ct.

AHasm3 pesyabTaroB kanaia FAM/Green (BakuMHbI HAa OCHOBE IITaMMa
Neethling) npoBoauTcst ananornyno kanaay Rox/Orange.

Yyem pezynomamoe II[]P-ananuza no mpem Kauaiam nposooumcs 8
coomgemcmeuu ¢ n.8 Hucmpykyuu no Hamuuuio uau Omcymcmeuro nepeceyenus
Kpugou ¢yopecyenyuu ¢ yCmaHoeIeHHOU Ha COOMBEMCMBYIOueM YPOGHe NoPO208ol
JUHUeU (Ymo coomeemcmeyem HAIUYUI0 UIU OMCYMCIMBUIO 3HAYEHUS NOPO208020
yuraa «Ct» 014 ucciredyemoeo obpasya).

5 Ecm OTPHILATEIbHBIX KOHTpONeH drtanoB skctpakimu wm 1P (BK-, K-) na xaname
Rox/Orange mpu yuere pesympraroB mo n 8 WHCTpyKumum HaOMOmACTCS HEKOTOPOE HapacTaHue
(bayopecleHIME C IIepecedeHHeM HOPOrOBOH JIMHHHM, M3MEHUTE «YcTpaHeHHe BbIGpocoB» 10 20% u
OIIEHUTE TIPOXOXKICHIE KOHTPOIBHBIX 00Pa3II0B HOBTOPHO.
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Mpuno:xkenne 2. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccus).

B cmyugae mepBoro wucmnonp3oBanus mpubopa AT-96 wmmm mepeyctaHOBKH
MPOrpaMMBbI HEOOXOIUMO CO3[IaTh MPOTOKOJ ¢ Ha3BaHHEM «H].lP-HOﬂYJISlPHbIﬁ-
JEPMATHUT-TUD-DAKTOP».

1. OtkpoiTh porpammy «RealTime PCR» st nmpu6opa JAT-96.

2. B nosiBuBIIEMcs okHe BBIOpaTh «PaGoTa ¢ mpudopom».

3. B BepxHeil yacTu OKHa  OTKpBITH  BKIagky «Teer»
«Co3naTs/PerakTupoBarth TeCT»!

4. Haxatp Ha KHOTIKY «C03/1aTh HOBBIH TeCT» 1 BBECTH UM HOBOTO TECTa
«[IOP-HOAYJAPHBIN-JEPMATUT-AUD®-PAKTOP», Haxxate «OK».
5. B nosBuBLIEMCS OKHE 3a]1aTh CIEAYIOLIUE IIapaMEeTPBbIL:

Tun — xauecTBEeHHBIN

Merton — [Toporossrii (Ct)

IIpo6upku — 0Opasiisl

OO0beMm paboueii cMecH B IpoOUpKe — 25 MK
dayopodopsr — Fam; Rox; Cy5

Cosnats nporpammy amiumukanun «IMIP-HOYJISIPHBIA-TEPMATHUT- U ®-

DAKTOP» HakaB Ha UKOHKY .

6. B penakrope nporpaMm aMIuiu(UKanuy BeIOpATh 11a0I0H 1 HaXXaTh
KHOTIKY «I[IpUMEeHUTH.

7. B nosBUBIIEMCS] OKHE B COOTBETCTBHU C MHCTPYKI[HEH K mpuOOpY 3a1aTh
nporpamMmy amIutuuKaluyu ¢ napamerpamu, ykazaHHbIMU B Tabnuue 5. JleTekuuro
OCYIIECTBIISATH MOCIIE CTAIUHA OTIKUT.

Tabnmma 5. TeMnepaTypHO-BpEMEHHOM PEKUM aMIUTH(UKAITUH

Ne i/ TemnepaTypHO-BpEMEHHON pPEXUM Uucno IMKIOB
1 95°C — 5 mun 1
95°C — 15 cex
2 50°C — 15 cek, nerexknusa ROX; FAM; Cy5 45
72°C - 10 cex

Haxate «OK» u coxpanuts mnporpammy noj umenem  «IIIP-
HOAYJIAPHBIN-TIEPMATUT-IA®-DAKTOP». Tlpu nanbHeiimeii paGote
HCTIONBE30BaTh CO3AaHHYIO IPOrpamMMmy.

8. Ilpu 3amycke mpubopa BeiOpaTh «PaGora ¢ mpudopom» u «/Jo6aBUTH
TecT». B okne n06aBnenus Tecta BoiOpats «ITIP-HOXYJISAPHBIN-IEPMATHT-
JUD-DAKTOP».

9. B pasmene «1. O@pa3ubl» BBECTH KOJIMYECTBO OOpA3IOB BKIIOYAs BCE
KOHTpOJIbHBIE 00pa3ipl. B pazznene «3. KoHTpoam» noctaButs Hy M 1 HXaTh «OK».
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10. [ons3ysick HHCTPYKIKEH K MpubOpy 3anoiauutsh «AnenTuduxkarop
npooupkn» u «Tun», obpamias BHIMaHNE HA MOPSIOK 3anoaHeHns. HaxaTs KHOIIKY
«IIpuMeHuTH».

11. YcraHoBUTh MNPOOUMPKM B PpEaKUMOHHBIH OJIOK COTJIACHO IOPSIIKY
3allOJIHEHHMST W HaXaTh KHOMKY <«3alycK NporpaMMmsbl». B mosiBEBIIEMCS OKHe
HaOpaTh Ha3BaHUE MPOTOKONIA U «COXPaHHUTHY.

12.Tlocne 3aBepiIeHUs] peakIUU MOXKHO IPHUCTYIIUTh K aHAJIH3y Pe3yJIbTaToB,
00 TpH crieayromei 3arpy3ke Haxath «IIpocmoTp apxuBa».

13. lanee Ha)kaTh Ha UKOHKY C M300paKEHUEM ITallKU STy BBIOpaTh (aidi,
B KOTOPOM OBUI COXpaHEH MpOTOKOJ. Bribpats Tun anammsa «Ct(Cp) mas Bcex
kaHajioB». Meton — «IloporoBeiii (Ct)». B okHe cmpaBa oTtobpasstcsi Ha3BaHHsI
00pa3loB W 3HAYeHUs] TOPOTOBHIX IMKIOB. BwiOpate 10%. B mosunun Kpurepun
JOCTOBEPHOCTH JAaHHBIX BBecTH: HIDKHAS TpaHMLA/TIOPOT  TOJIOKHUTEIBHOTO
pe3yabTara-5%, BepXHsis TpaHUIA/TIOPOT HOpMaTH3auu JaHHbIX -30%.

14. Haxxats kHONIKY «IIpHMeHUTBY.

15. [lng mosyueHHs] CBOJHOIO OTYeTa MO TPOTOKOIY HEOOXOJMMO HaXaTh

KHOIIKY 4=l

16.B BepxHell wactu okHa HaxaTh kiaBuily «lledaTs» win «CoXpaHHTHY,
BbIOpaTh pacuupenue daiina, Hanpumep *.rtf MS Word, nanee «Pagoumnii croa» —
«IIP-HOXYJISIPHBIA-TEPMATUT-TU®-PAKTOP» — «Otdern» — «Loa»
— «Mecsmy, B one «Wms daiisia» BBecTH Ha3BaHUE B (OpME IO/ MeCsIl. YHCII0-
AaHHbIe». HaxaTh COXpaHUTB.

17. Haxxath xiaBuIly «3aKpbIThY.

18. 3akpbITh WK cBepHYTh Nporpammy «RealTime PCR».

Yyem pezynomamoe IIl[P-ananuza nposooumcs 8 coomeemcmeuu ¢ n.8
Hucmpykyuu no nanuuuio uiu 0Omcymcmeuio nepeceyeHus Kpueou guyopecyenyuu c
VCMAHOBNEHHOU HA ~ COOMBEMCMEYIOuleM YpoGHe NOopo208oll  JuHuell  (4mo
coomeemcmeayem HAIUduio Ui Omcymcemeuio 3Havenus nopoeogoz2o yuxia «Cty ons
uccredyemozo obpasya).
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Mpunoxenue 3. lopsagok padorsl Ha npudope LightCycler® 96

Iepen nauyamom pabotsl BEiOunTe mpubop LightCycler® 96 ¢ momompio
nepeKiIovaTels Ha 3amgHed maHenw npubopa. Hanee npubop mnposener
aBTOMATHYECKOE TECTHPOBAaHHE (CM. HHCTPYKIMIO K MPUOOPY), CIAEAYET A0KIAThCS
€ro OKOHYAHHSI.

1. Otkpoiite pabouyto nporpammy LightCycler® 96, mis yero 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.

& ughtcycler® 96 f

File Tools Options Window Help

D+-)|hj FH R BB ®
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 yacTH 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 mosiButcst cranust Preincubation. AHanoruuHeiM 00pazoM J00aBbTe
cTaguio 3 step Ampllflcatlon nociie yero 3akpoiite okHo Predefined Programs.

| e

BasH

B

-
3anaiire mapaMeTpsl aMIUIM(UKAIIIE B COOTBETCTBHHU C IapaMeTpaMH, YKa3aHHBIMH B
Tabuure 6.
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Tabnuia 6. TemnepatypHo-BpeMeHHO# pexuM aMmiuindukanuu Ha LightCycler® 96

No i/t TemneparypHO-BpEMEHHOUN PEXXUM Yucno HuKIoB
1 95°C — 300 cek 1
95°C — 15 cex
2 50°C — 15 cexk, nerexnust Texas Red; FAM; Cy5 45
72°C — 10 cex

Hns sToro B eBoil BepHeil wacTm okHa B paszmene Programs BeiOepere
Preincubation, manee B HWKHEH mNpaBoil wacTh, B pasfene 1emperature 3amaiite
HeobOxoauMoe Bpems B cekyraax (Duration) u Temneparypy (Target).

TR ——

== ===
=
=

Janee B JeBOi BepHEW wacTH OKHa B paszgene Programs BeiOepere 3 step
Amplification w a8 Kaxmoro miara JIeTeKUMHM aHaJOIMYHbIM 00pa3oM 3ajaiiTe
HeoOXoauMble BpeMss u Temmeparypy. lllaru neTeKiuu MEpeKiOYaloTcs B JIEBOM
HIDKHEH JacTu OKHa B paszerne Steps. B paznene Acquistion Mode Ha Hy»xHO# cTagun
HEOOX0MMO yKa3aTh CUUTHIBaHUE cUrHama (Single).

=
v [ & G

Sl

1
q
iifs

!glf‘zér

B cron6ue Cycles ¢ moMoIpio CTpeioK BBEPX W BHH3 3aJaiiTe HEOOXOIMMOE
YHCIIO UKIIOB JJIsl KaXKI0T0 JTara.

B okune Reaction Volume, B pasmene Measurement (B mpaBoif yacTh OKHa)
YKa)XuTe 00beM peaKIiy PaBHBIA 25 MKIL.
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‘ Detection Format™

IMox Reaction Volume maxxmute BKIAIKy 1 OTMETBTE (PIyopodopsl
FAM, Cy5 u Texas Red

4. Tlepeiinute Ha Bknaaky Sample Editor® (mpaska o6pasios). I[TycTeie qyHKH cliepyeT
YIAIUTh, OCTABUB TOJBKO 3HAYMMBIC NAHHBIC, [UIS YErO BBIACIUTE MYCTHIC SUYCHKU C
MOMOIIBIO JICBOH KHOMKH MBI M HAKMHUTE KHONMKY B NPaBOW HIDKHEH yYacTH
pasznena Clear wells:

1Y

[ TR P U RS (R———

B oxne Gene 3anaiite HaumenoBanus muieneit: Cy5 — vko, FAM — Neethling,
Texas Red — LSDV

B mpaBoit wactu, B paszgene Reaction properties orpemakTupyidTe 00pasibL:
3a7ialiTe Ha3BaHWS W YCTaHOBUTE THI HccienyeMbix oopasnos (Type Positive control
IUTS  TIOJIOKUTENIbHBIX 0o0pasioB, Type Negative control mas OTpHIATEILHBIX
KOHTPOJbHBIX 00pa3noB, Type Unknown mist uccneayemsix oopasios u BK- (OKO)).
5. B maHenu WHCTPYMEHTOB KIMKHHUTE 110 3HAUKy Save Experiment, 4uto6br coxpaHUTh
HOBBIN 9KCIIEPUMEHT.

ITociie OTKpBITHA AWATIOTOBOTO OKHA Save As 6bIOepuUTe TUPEKTOPHIO, B
KOTOPOM XOTHTE COXPaHUTh (hail sxcrepuMenTa. BBeaure uMs (aiina sxkcriepuMeHTa

6 O6pasibl MOKHO PEAaKTHPOBATH O MM MOCIC IOCTABKH JKCIEPUMEHTA: MporpaMma OyAeT CHHMArth
JIaHHBIC (DITYOPECLICHIIMH 10 BCEM BBIOPAHHBIM KaHAIaM JSTEKIHH CO BCeX 96 JIYHOK 110 yMOTYaHHIO
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(maruHunei) u HaxMmure Save. [luanoropoe OKHO 3aKpOETCs, 3KCIEPUMEHT
coxpanuTtcs B Buze daiina LightCycler® 96 (.1c96)

6. DKCIIEpUMEHT HEOOXOIUMO TIEPEHECTH B MPHOOP: €cH MPHOOpP MOAKIIOYCH dYepe3
cereBoii kabemp (6o uepes WIiFi) k KOMOBIOTEPY, TO MOXHO 3arpy3uth
SKCIIEPUMEHT 4Yepe3 OTKphITyI0 pabouyio mporpammy LightCycler96, mmbo, ecnn
pudop aBTOHOMEH, MOKHO Bocmoub3oBathess USB HocuTenem.

6.1 Ilepenoc skcniepuMenTa B mpudop ¢ nomorupsto USB Hocurens

BcraBere USB HocuTenb ¢ coxpaHEHHBIM Ha HeM (hailjioM 3KCHEepHMEHTa
(.1c96) B mopt USB, pacnonoxeHHBI Ha TpaBod maHenn mpudopa. Kax Toimpko

spauok USB "™ nmosBHTCA Ha MNaHeNM COCTOSHMS TIPOTpaMMBI  TIpHOOpaA
LightCycler® 96, daiin skcriepuMeHTa OyIeT q00aBJICH B TA0IHIYy SKCTIEPUMEHTOB BO

BKiaake Overview.
i

e |

24
2411-2017 1322 HSHIHS.

N - N
®aiinel, coxpaneHnoie Ha USB HocuTene, 0003HAYECHBI 3HAYKOM . Daitnbl,

COXpaHEHHbBIE Ha mpubope, 0003HAYEHBI 3HAYKOM -, (aliel, KOTOpBIE XPaHATCS U
Ha npubope u Ha USB HOcuTene, 0003HaUEHBI JBOHHBIM 3HAYKOM. {151 TOrO 9TOOBI
nepenectd (aiin Ha mpubop (M HaoOOpoT), HeoOXOAMMO Hakarh Synchronize.
[TocTaHOBKY SKCIIEpUMEHTA MOYKHO MPOBOIUTH Hampsimyto ¢ USB Hocurens, mocie ee
YCIENIHOTO 3aBEpIICHHs JaHHbIE OyIyT aBTOMAaTHYeCKH coxpaHeHbl Ha USB
HOCHUTEIE.

6.2. IlepeHoc »skcrnepuMeHTa B INPHOOpP C MOMOULIBIO paboyel MPOrpamMMel
LightCycler® 96

=

TMoce coxpaHeHmsi dKcnepuMenta Haxmure Show Startap Wizard ™ ===l B
HosIBUBILIEMCs1 OKHe BbIOepute Instrument Manager:
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LightCycler® 96 foche
Recent Experimerts Hews and Support
Please choose an option below

> Create New Experiment
> Creato New Experiment from Exasting
> Create Now Experiment from Roche Template

> Open Experiment

D Instrument Manager

> Result Batch Export

B mome Instrument momken oroGpasutees mpubop LightCycler. 3artem
nepeiinure Ha BKIaaky Send/Recieve Experiment u B okume You PC BwiGepure

COXPAaHCHHBIM 3KCIEPUMEHT U Haxvure @ OKcnepuMeHT OyJeT CKONUpPOBaH B
mamaTe npudopa. JampHEWIHMK 3amycK MpoTrpamMMbl HEOOXOIUMO TIPOU3BOAUTH C
MTOMOIIIBI0 CEHCOpHOU TTanenu Ha camoM npubope LightCycler® 96.

7. 3amyck 3KCIepUMEHTa

DKCNEPUMEHT 3aITyCKAeTCs ¢ MMOMOIIBIO CEHCOPHOTO YIpaBJICHHs Ha IepenHeit
gactu npudopa.

3arpy3ute Iuiamky au6o npooupku ¢ odpasnamu B npubdop LightCycler® 96.
Haxxmure Start Ha OOKOBOH MaHeNM OOIIMX KOMaHJ OCHOBHOTO OKHAa IpPOIpaMMBI
npudopa LightCycler®.

estrun avapezozzizas [ <o

(=]
Bribepure Brimaaky Raw Data, utoObl HaOar0AaTh MPOIECC BBIMOJTHEHHS
[IOCTAHOBKH.
8. Tlocnme 3aBepiieHUs MOCTAaHOBKA HEOOXOOMMO IEPEHECTH IICPBUYHBIC TaHHEIC,
MOJyYCHHBIE TIPOTpaMMOi MpuOopa IS MPOBEACHUS aHAIN3a B Pa0OUYIO MPOrpaMMy
¢ nomonrpio USB HocHTelst JINOO0 C MTOMOIIBIO CETEBOTO MOIKIIOYCHUS K IPHOODY.

9. AHanu3 ¥ MHTEpIpeTaIys pe3yIbTaToB

Otkpoiite (aiiy 3aBepIICHHOTO aHATU3UPYEMOT0 KCIEPUMEHTa (CO 3HAYKOM B/) B
paboueii mporpamme LightCycler® 96. Ortkpoiire Bkimaaky Analysis. Ha manenu
HHCTPYMEHTOB KinkHUTE 10 3Ha4uKy Add Analysis, uTo6b1 106aBUTH HOBBII aHAITH3.

& orecviter®s |

& LightCycler® 96

File Tools Options Window Help

BhwEHRRBRB ®R|E|E =
Run Editor Sample Editor Raw Data Add Analysis

Qualitative Detection

Otkpoercs auanoroBoe okno Create New Analysis. Beioepute Abs Quant
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(@ Abs Quant

O Endpoint Genotyping

High Resolution Melting
O Qualitative Detection
O Rel Quant

Tm Calling

Analysstame [MEGTER |
L o]\ o= ]
Haxxmure OK. Bo Briuagke AnalysiS B COOTBETCTBHH € MCXOIHBIMH
HACTPOMKAaMK HaXOIATCS YETHIPE OKHA C PE3yIbTATAMHU JKCIIEPUMEHTA:
e Kpusvie amniuguxayuu
e Cmanoapmmuvle Kpusvie’
e Tennosas kapma
o Tabnuya c pesyromamamu

(=]
Kpuebie amnanduraymm kanan Texas Red - B Kpusbie amnandukaunn kanan FAM .

Tennosan xapra v@ ‘Té‘Onum © pesynsratamn = L

HeRece lﬂi[lllln
o

Ha mennoeoii kapme (1esoe Hu3CHee OKHO HA PUCYHKE) 3€/1eHbIM UGEHOM
0003HauaOmen nonoMdcumenvHvle 00paA3Ybl, KPACHBIM UEEMOM 0003HAUAIOMCA
ompuyamenvHbvle 00pasybl.

Buumanue! Heo6XxoquMo BH3yallbHO OLICHUTH KpPHBBIE aMIUTM(UKAIMU KaK B
ceipoM BHJe (Bkianka Raw Date), Tak u mocie ananusa (Bkiazaka Analysis). Kpusbie
JIOJDKHBI MMETh KJTACCHUYECKYHO S-00pasuyro dopmy. OOpasibl, GopmMa KOTOPHIX HE
COOTBETCTBYET KJacCH4ecKoil u i KoTopbix Ha kaHane FAM (BKO) nabmomaercs
KOPPEKTHBIH pe3yabTaT HEOOXOAMMO UCKIIFOUUTh M CUUTATh OTPHLIATEIbHBIMH

Hnst oOpas3noB ¢opma KOTOPBIX HE COOTBETCTBYET KJIACCHYECKOW W JUIst
kotopsix Ha kaHane FAM (BKO) naGmonaeTcss HEKOPPEKTHBIA WIIM OTPULATEIBHBIH
pe3ynbTaT HeoOXO0IMMO ITPOBECTH OBTOPHBINH aHAIN3 C ATala SKCTPAKIIUH.

" oxno CrannapTHele KpuUBbIe He OyIeT coiepxaThb HHKAaKHX [JaHHBIX, IHOCKOIbKY B Habopax He

MPelyCMOTPEH BapHaHT KOJTHYECTBEHHOIO aHAIN3a
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Ampbcaton Curves. [~ | |E|

DEF AP e

Mpasnnkwiie kpunwse

Obpasen, -uw: wexmounms
- . -

400 600 800 1000 1200 1400 1600 1800 2000 2200 2400 2600 2000 3000 32 " 600 3000 40

Yuem pesynomamoe IIL[P-anaruza nposodumcsi 6 coomeemcmeuu ¢ n.8
Hucmpykyuu no Haauuuio uiu omcymcmeuio nepeceyenus Kpugou gyopecyenyuu ¢
VCMAHOBNEHHOU HA ~ COOMBEMCMBYIOueM YPOSHe  HOPO206OU  JUHUEU,  4mo
coomeemcmeayem HAIUduo Uil OMCymcmeuto 3HaveHus nopo2oso2o yukia «Cty ons
uccredyemozco obpasya.
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Mpuno:xenue 4. Iopsinok 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...).

(©) Crmate s rmm Exminecd  CEAS
En=r ]
) Opan 2 DalFike e e
©) Opan 2 Gane Study

©) Opsni s Freference:

Descrpten

Setup e piotocel and pets to begn an evperinen!

e ‘lﬁ— S
(7] &by shows co st OK | Cee | —

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 amruinukarn Ha CFX96

Ne n/n TeMneparypHO-BPEMEHHOM peXUM Yuco HMKIOB
1 95°C — 5 muH 1
95°C — 15 cex
2 50°C — 15 cek, perexnusa ROX, FAM, Cy5 45
72°C — 10 cex

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

4. 3amatp cxeMy IUIQHIIETa — pacloOJOKEHHE TPOOMPOK U JIETEKIHIO
(ITyopecieHTHOTO CHTHajla BO BCeX MPOOMPKaxX IO HCIOJIb3YeMbIM KaHajlaM B OKHE
Plate momymnst Experiment Setup. B mento Sample type Beiopate Unknown, Haxas Ha
kuotnky Select Fluorophores..., BoiOpath rajgoukamu ¢uyopodopsr FAM, ROX, Cy5
n Haxarb OK, 3areMm 3a1aTh TajoykamMH H3MepeHHe (IyOpeCUEeHTHOrO CHrHajla B
BBIOPAHHBIX MPOOUPKAX 10 MTaHHBIM KaHajaMm. B oxae Sample name 3anate Ha3BaHue
00pa3sioB. COXpaHUTh CXeMY TUIAHIIETA.
e S|

s a9ra? cm
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OTKpBITh KpBINIKY Tprbopa, HaxaB kHomky Open Lid. ITocraButs peakmMOHHBIE
mpoOWpKH B SYEHKM aMIUTMGUKATOpa B COOTBETCTBHH C IPEIBApUTEIEHO
3alporpaMMHPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY NpHOOpa, HakaB
kuonky Close Lid.

5. 3amycTUTh BBINOJHEHUE BBIOPAHHOW IPOTPAMMBI «[ILP-HOIY JISIPHbIM-
JEPMATUT-®AKTOP» ¢ 3amanHON cXeMOH IUIaHIIeTa, HaXkaB KHOMKY Start Run.

6. Ilocie oOKOHYAaHWS BBINOJHEHHS IPOTPAMMBbI MOXKHO TPHUCTYIHTh K aHaHU3y
PE3yIBTATOB C IOMOIIBIO MPOrpaMMHOTo obecredeHus npubopa CFX96.

AHanu3 pe3yabTaToB aMmmunpukanuu 15 kanaua Cy5 (BKO).

7. Beibpars B okHe momyns Data Analysis Bo Bxmaake Quantitation manmbie 1Mo
kaHary Cy5, BBIIETMB TaJOYKOW COOTBETCTBYIOIIWH OOKC TmoX TpaduKoM
(IyopecueHIHH.
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Y CTaHOBHUTH TIOPOTOBYIO JIMHUIO Ha ypoBHE, cooTBeTcTByIomeM 10-20 % or
MaKCUMAJILHOTO ypOBHS (IIyOpecUEeHIMH, MNOoNy4eHHoro st obpasma «K+» B
HOCHEHEM LHMKIe aMIIMpUKAKMU (YpOBeHb (IYOPECLUECHIMH CYUTAIOT PaBHBIM
OnmkaiilleMy K HeMy JCICHUIO IIKaNBl, HOMedYeHHOMY wudpoi). s storo
MOPOTOBYIO JIMHHIO MOXXHO JIMOO MEpeTaliuTh C MOMOIUIBIO JICBOM KHOIKH MBbIIIH,
6o BeIOpath B MeHro Baseline Threshold (o miexuxy npaBoit KHOIIKH MBI B OKHE
rpaduka Quayopecueniun) omuio User Defined u BBecTn HyxHOe 3HaueHue B
TEKCTOBOM IOJIE.

Baxno, uro0bl rpaduk QuyopecueHuun st odpasua «K+» mokassiBai
XapaKTepHOe IKCIIOHCHIHAILHOE HapacTaHHe (JIyOpecleHTHOTO CUTrHaa.

9. B Tabnuue pesynpratoB (okHO «Quantification Data») nosiesrcs 3nauenus Ct.

AHaJau3 pe3yJbTaToB aMIuIdpukanun 1is kanaina ROX (LSDV).

10. Boibpars B oxkHe monyist Data Analysis Bo Bkmamke Quantitation nanubie mo
kaHamy ROX, BblIEIMB TalOYKOH COOTBETCTBYIOIIMI OOKC 1oJ TrpadukoM
¢uryopecuieHIIMU. Y CTaHOBUTH MOPOTOBYIO JIMHHUIO HA YPOBHE, COOTBETCTBYIOIIEeM 10-
20 % oT MaKCHMaJILHOTO YPOBHS (PIIyOpPECLEHIINH, TTOJIy4eHHOTo [uisi oopasia «K+» B
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MOCNIEAHEM TIMKJIe aMIDTUGUKAUK (YPOBEHb (IIYOPECICHIIMA CUYUTAIOT DPABHBIM
OmmkaiiiieMy K HeMy JEJICHHIO IIKajbl, NMOMeYeHHOMY Imdpoi). it sToro
MOPOTOBYIO JIMHUIO MOXKHO JIHOO IEpPEeTalIuTh C MOMOIIBIO JICBOH KHOIIKM MBILIH,
6o BeIOpath B MeHio Baseline Threshold (o mienuky npaBoii KHOIIKH MBIIIH B OKHE
rpaduka ¢ayopecuennuun) ommuro User Defined u BBectn HyxHOE 3HaueHHE B
TEKCTOBOM I10JIE.

Baxno, uro0bl rpaduk QuyopecueHuuu st odpasna «K+» mokassiBai
XapaKTepHOe IKCIIOHEHIMaIbHOE HapacTaHue (JIyOpecieHTHOTO CUTHAJIA.

12. B Tabmurie pesyinbraToB (okHo «Quantification Data») nosestcs 3nauenus Ct.

AHaau3 pe3yJbTaTOB aMIUTH(pUKANUU A8 KaHaja Fam (BakUHMHBI HAa OCHOBe
mramma Neethling) mposoaar ananormuno kanamxy ROX.

13. Vuer pesynsraTtoB [11{P-aHamm3a mpoBOIUTCS B COOTBETCTBUH ¢ 1.8 MHCTpyKINN
[0 HAIMYUIO WIM OTCYTCTBUIO IIepecedeHuss KpuBoW QuyopecueHnuu c
YCTAaHOBJICHHOM HA  COOTBEICTBYIOUIEM YPOBHE IIOPOTOBOM  JIMHUEH, 4TO
COOTBETCTBYET HAJIMYHIO WJIM OTCYTCTBHMIO 3HA4€HHUs MOpOroBoro mukna «Ct» mis
nccieyeMoro oopasia.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

Pepaxknus

MecTO0 BHOCHMBIX
H3MEeHEeHHH

CyTh BHOCHMBIX H3MeHEeHMii

Bepcus 1.1 ot
12.11.2021

Ilo Texcty

Jo6aBneH marepualt: KyiabTypbl
MHKpPOOPTaHU3MOB U
MUTATEIbHBIC CPEIbI.

W3MeHeHns 1o TeKCTy

Bepcus 1.2 ot
10.01.2022

ITo Tekcty

H3meneno naszsanue BKO

Bepcus 1.3 ot
21.01.2022

Paznen 6. B3situe u
00paboTka MaTepuana,
TPaHCIIOPTHPOBAHUE U

XpaHeHHe 1pod

OTpenakTupoBaHbI
PEKOMEHIALINH 110
NpoOONOATOTOBKE

Bepcust 1.4 ot
27.04.2022

Paznen 6. B3situe u
00paboTka MaTepuana,
TPaHCTIOPTHPOBAHUE U

XpaHeHHe Tpo0

Jlo6aBieHo: Ha yCMOTpEHHUE
BETEPHHAPHOTO Bpaya
JIOITYCKaeTCsl NCCIIEIOBAHNE
JIpyTHX BUAOB OMOMarepuana

Bepcus 1.5 ot
28.09.2022

[Ipunoxenue 2.
Iopsimox paboTs! Ha
npudope AT-96 (AHK-
TexHosorus, Poccust)

I'eomerpuueckuii (Cp) meTon
00pabOoTKU JaHHBIX 3aMEHEH Ha
noporossrii (Ct)
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ITo Bompocam kadecTBa Habopa pearcHTOB «ITP-HOAY JISIPHBIN-JEPMATUT-
JUD-OAKTOP» wmnm 1o BompocaM HPHOOPETEHHS  TECT-CHCTEM  HAIIero
Ipou3BoJICcTBa Ipockda obpamarses B OO0 «BET ®AKTOP» no aapecy:

108840, Poccus, r. MockBa, 1. Tpouik, yi. [IpombinuieHHas 1.2

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

Email: vet@faktor.ru



