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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
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1. Ha3znauyenme

HaGop mpenmasnasen sus BeiBnenws JIHK Pasteurella multocida —
Bo30ymurens mactepemmiesa KPC, oBem, cBuHelf W OTHII — B OHOJOTHYECKOM
Mmarepuane (KpoBb, CHIBOPOTKA KPOBH, (DPAarMEHTHI M CYCIICH3HH MApEHXUMATO3HBIX
OpraHoB (JIErKHe, CeJe3eHKa M Jp.), JUM(OY3Jbl, MOJOKO M3 IOPAKEHHBIX HOJICH
BBIMEHH, CMBIBBI CO CITU3HCTOH OOONIOYKH HOCA) M KOpMax, a Takke B KyJIbTypax
MHUKpPOOPTraHM3MOB, CMBIBax C IOBepxHocTeil MertonoM ammuudukamuu JJHK c
(IyopeCLeHTHO! IeTeKIMEH B PEXKUME «PEallbHOTO BPEMEHI».

2. XapaxTepHucTHKa Hadopa
2.1 llpuHuun geicrBust

HaGop moszBomsier cnenududeckn amImIUQUIAPOBATh (parMeHT TeHoMa
Pasteurella multocida u JIHK BHyTpeHHEro MOJOXHUTEIBHOTO  KOHTPOJIS
(bakrepnoara T4) B MyIbTHIUIEKCHOW MOJIMMEpa3HOH LenmHO# peaknmu. etexums
MPOXYKTOB aMIUTM(HUKAIIMA OCYIIECTBISCTCS B PEXHME pEaJbHOTO BpPEMEHH C
UCTIONIb30BAaHMEM IPUHIIMIIA BBIMIECTIIICHUST (PIIyOPECLICHTHOH METKM Ha 5' KOHIE
OJIMTOHYKJICOTHAHOTO 30HAA.

2.2 Cocras Ha0opa

Habop cocToWT M3 KOMIUIEKTa PEareHTOB JJIS MPOBEACHUS MYJIbTUILICKCHOM
ITHP (xommexT Ne 1) u KoMIIeKTa KOHTPOJIBHBIX 00pa31oB (komruiekT Ne 2). Habop
BBIMYCKACTCS B IBYX BapUaHTaX:

1) Jns ananuza 55 o0pa3noB (BKIIOYasi KOHTPOJIbHBIE 00PA3IIhI)
2) dns ananmmza 110 0Opa3mnoB (BKITtOYast KOHTPOIBHBIE 00pa3Ils).

CocraB Habopa npuBeneH B Tabmumax 1 u 2.

IIpoTOKOI BBIXOTHOI'O KOHTPOJIS JOCTYICH I10 3aIIpOCy.
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Ta6ymma 1. Kommurekt Nel s nposenenust TTLP:

O0BeM, MKII K
oI-
Ne CocTaB KOMILIIEKTa Onucanue Ha 55 Ha 110 o
peaxumit peaxumit
CwMech Ui IpOBEICHUS Tpo3paydHast
1 [P, P CMECH OecrBeTHAS 275 550 1
PASTEURELLA JKHIKOCTH”
Bydep mna nposeneHuns Tpo3payvHast
2 [P, IIIIP BY®EP OecrBeTHas 550 1100 1
PASTEURELLA JKHIKOCTh
3 | AWK Momamepasa, TAQ | (P00 T00 30 60 1
POLYMERASE "
BSI3Kas )KUIKOCTE
po3payHast
Bydep ans passeacHus
4 JIHK, THK BY OEP OecrBeTHas 500 1000 1
SKUJIKOCTE
Tabmuna 2. Kommiekr No2, KOHTpOJIbHBIE 00pa3Libl:
O0BbeM, MK Kou-
Ne CocTaB KOMILICKTa Omnncanne Ha 55 Ha 110 o
peakuuit peakuuit
Bnyrpennuit [po3pavyHas
1 KOHTPOJIbHBIN 00paszell, OecrperHast 550 1100 1
BKO T2 KUAKOCTD
OTtpunarenbHbIN po3payHast
2 KOHTPOJIBHEIN 00paserl, OecrBeTHAsS 1500 2000 1
OKO (TE 6ydep) * KUJIKOCTD
ITonoxurenbHbIN [po3pavyHas
3 KOHTPOJIbHBIH 00paserr, OecrBeTHAs 100 200 1
IIKO PASTEURELLA KUJIKOCTE

B HaGop He BXOAAT pPEAKTHBBI JJISI OKCTPAKIUM HYKJIEUHOBBIX KHCIOT.
Brigenenne IHK MoxeT pOBOAUTHCS, HAIPUMED, C MOMOIIBI0 HAOOPOB HA OCHOBE
COpOITMOHHOTO METO/1a, B COCTaB KOTOPBIX BXOJUT CHIIMKA WIIM MUKPOIICHTPU(YKHbIE
KOJIOHKH, ¥ Takke HaOOpoB Ha OCHOBE (heHON-XITOpOGOPMHON SKCTPAaKIUH W T.II.
Pexomenyercs ucnonb3oBats Habop «JHK/PHK-C-OAKTOP» mubo aHaIOTUYHEIA.

* Bo3MOyKHa JIerKasi OnajeCieHIHs

1 Bmecro OKO jomyckaercs WCIONB30BaHHE  (DM3HOIOTHUEcKoro  pactBopa, TE-Gydepa,

JIUCTHJINPOBAHHON BOJBL. PeareHThI JODKHBI OBITh YMCTHIMH M CTCPUIIBHBIMHU. 3aMPEIacTCst HCIONIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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Hnst sxerpakuuu [JTHK 13 npoaykToB u u3aesauil >KMBOTHOTO MPOUCXOKICHUS,
a TaKKe M3 KOPMOB, KOPMOBBIX M IHIIEBBIX H00aBOK PEKOMEHIYETCS! HCIOIb30BaTh
komrutekT peareHToB «IHK-IIJTAHT-OAKTOP» (unu aHanornvHsii).

3. AHa/IMTHYeCKHe XapaKTEePHCTHKH

IToxa3ano OTCYTCTBHC HeCHeHI/I(l)I/IquKI/IX peaxunﬁ KOMIIOHCHTOB Ha60pa B
orHomennn JHK apyrux  mukpoopranmsmos: Mycoplasma  gallisepticum;
Mycoplasma sinovia; Brucella suis; Brucella abortus; Brucella ovis; Brucella canis;
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.

Iloxazano OTCYTCTBHC HeCHeLlI/I(I)I/I‘IeCKI/IX peaKHI/Iﬁ KOMIIOHCHTOB Ha60pa B
otHomeHnn oOpasnoB JHK uemoseka, cBuupm, KPC, cobaku, KOUIKH, KYpPHIIBL,
TOyOsL.

AHanuTuyeckas 4yBCTBUTENLHOCTh Habopa 5x10° I'3/mu.

4. Mepsbl Npe0CTOPOKHOCTH

Bce pabGotel 1o cOOpy, TpaHCHOPTUPOBAHHIO W IOATOTOBKE IPOO
OMOJIOrMYECKOro MaTepHana OT )KUBOTHBIX OCYILIECTBIISATh B CTPOIOM COOTBETCTBUU C
tpeboBanusimu CanlluH 3.3686-21 «CaHUTapHO-3NUAEMHOJIOTHYECKHE TPeOOBaHUS
o npoUIaKTUKE HMHOEKIIMOHHBIX 00JIC3HEH.

HccnenoBanue mpoBOAMTCS B JIBAa dTala B JABYX OTAEIBHBIX IOMEUICHUAX
(30oHax), cormacHo MY 1.3.2569-09 «Opranmsamus paboTHl J1aOOPATOPHIA,
UCTIONB3YIOMMX METOAbl aMIUIM(UKalINK HYKIEWHOBBIX KHCIOT NpH padore ¢
MaTepralioM, coJiep KaliuM MUKpoopranm3Msl -1V rpynm naToreHHOCTHY.

Bce maboparopHoe oOopynoBaHHe, B TOM YHCIE [03aTOPbI, INTATHBHI,
nmabopaTopHas 1mocy/ia, a Takke paboure peareHThl U PacXOAHbIC MaTepPHaIbl JOIDKHEI
OBITH CTPOTO CTAlIMOHAPHBIMHU. 3aMpeiaeTcs X MePeHoC U3 OTHOM 30HBI B IPYTYIO.

IIpomiecc mccnenoBaHUs SABISETCA CTPOTO  OJHOHANPABICHHBIM, pPaboOTy
cleqyeT HauWHATh B 30HE MOJATOTOBKM MaTepuala, MpOJ0JDKATh B 30HE IKCTPAKIMH
HYKJIEMHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(pHUKaluH. 3amnpeniaercs BO3BpallaTh
00pasIsl B 30HY, B KOTOPOH OblIa MPOBEICHA MPEAbIAYIIas CTaaus MpoIiecca.

PaboTtaTh TOJBKO B OAHOPA30BBIX MEpPUYATKAX, MCIIONB30BAaTh U MEHATH INPH
Ka)XJJOH OIepalyy 0JJHOPa30Bble HAKOHEYHUKH C a9PO30JIbHBIM OaphepoM.

OnHOPa30BYIO IUIACTUKOBYIO TIOCYy (IIPOOMPKH, HAKOHEUHUKH) cOpackiBaTh B
CHeluaIbHBId KOHTEHHEp, cojepKalluil ne3uH(uuupyromuili pacTBop (Harmpumep,
0,2% HaTpueBOH COIHM JUXIOPU30LMaHYPOBOIN KHCIOTHI).

Paboune nosepxnoctu B I[P nomemenusx obxydator Y® cBeToM B TeueHHe
30 MuHYT 10 Havana W HOcie MpoBeleHust pabor. Tarke mocie OkOH4YaHMS paboT
pexoMeHayeTcs  oOpabaTeiBaTh  paboumMe  MOBEPXHOCTH  JAE3MH(DHUIIMPYIOMINM
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 TBeppoTesnbHBIA TepMOCTaT AJsl TPOOHPOK THIa «InmeHaopd» 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 Ha0Cad0YHOH KHUIKoCTH (Hampumep, «OM-1», r. YiapsHOBCK, 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, «Jlennunery», Poccus).

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

e OpgHOpa3oBble HAKOHEYHMKHM [UIS IHIETOK IEPEeMEHHOro oObemMa ¢
a’po30apHEIM Oaprepom 10 200 m 1000 mxy B mraTuBax (Hampumep, «Tarsonsy,
Wnnns);

e [lepuaTkn MeTUIMHCKHE HEOTyJPESHHBIC JIATEKCHBIC;

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

e EMKOCTB C Ie3MHQHUIUPYIOIINM CPEICTBOM;

e XonoawibHUK OT 2 10 8 °C ¢ MOPO3WJIBLHOW KamMepod OT MuHYC 24 10
munyc 18 °C.;

e Xayat 1abopaTOpPHBIN;

e Ha6op st Beinenenns JJTHK (em. myHKT 2.2).

st 30ub1 nposenenus INIP ananu3sa:

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

o T[IIP-60kc (Hampumep, «BAB-IILIP-«Jlamunap-Cy», JlaMHHApHBIE CHCTEMEI,
Poccus).

o  Muxkponenrpudyra-soprekc (Hanpumep « TITA-2», «bruokom», Poccus);

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

e OpHOpa30Bble HAKOHEYHUKW [UIS JI03aTOPOB IIEPEMEHHOro oObeMa C
adpo30JbHBIM OapeepoM g0 20, 200 mxin u go 1000 mxn (Hampumep, «Axygeny,
CIIA).

e [IlltaTBel JUI1 HAaKOHEYHHKOB (Hampumep, «Axygen», CIIA) u
Mukponpobupok Ha 0,2 Ma (Hampumep, «SSI», CLLIA).
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o XomoauibHUK OT 2 110 §°C ¢ MOPO3WILHOM KaMepoit OT MUHYC 24 10 MUHYC
18 °C;

e OmHOpa30BBIE MOJHIIPONIUICHOBEIE Tpodupku Ha 0,2 u 1,5 Mur (Hammpumep,
«Axygeny, CIITIA);

e  Illrarueel ;s Mukponpoobupox Ha 0,2 u 1,5-2,0 mn (manpumep, «SSly,
CIIIA);

e  [lepuaTku MeAUIIMHCKYE HEOMYPEHHbIE JTAaTEKCHBIE;

. Xanar 1abopaTopHBbIH.

6. BssiTue m 00paGoTKa MaTepuajia, TPAHCIIOPTHPOBAHHE U XpaHEeHHE MPOO
6.1 OT60op MaTepuaJa 1Sl UCCIEAOBAHMSA

s nccnenoBaHus UCIONb3YIOT CAEAYIOLUN MaTepra:

e Ma3ki M COCKOOBI CIM3UCTBIX 000nouek Hoca. CHHMAT C TOMOIIBIO
CTepHIIHOTO 30H[A, 30HJ MMOMEIIAIOT B TUIACTHKOBYIO MHKPOTIPOOHPKY oOBemMoM 1,5
M1 ¢ 0,5 MIJT CTepHITEHOTO (PU3NOJIOTHYECKOTO PAcTBOPA.

e OparMeHThl TAPEHXMMATO3HBIX OpPraHoB ((parMeHTHl TEYEHH, JIETKHX,
CeNIe3eHKH, a TaK)Ke MUHAAIWHBI, JTUMGOY3ibl U 1p.). OTOMpaoT B CTEpUIIBHBIH
KOHTEUHep.

o [lenpHas kpoBb. KpoBb 3abupaercs B nmpobupky ¢ 6% DJITA u3 pacuera 50
MK pactBopa DJITA Ha 1 M KpOBH, 3aKPBITYIO IPOOUPKY ¢ KPOBBIO HECKOJBKO pa3
MIepeBOPAUYHBAIOT.

o J[1s TmoONyYeHWS CHIBOPOTKH 3a0HMparOT KpOoBb B MpoOmpky 0Oe3
AHTHKOATYJISAHTA.

® Mouoko, oTouparot B 00beMe 10-30 MII B CTEPIITBHYIO TIOCYTY.

o OTOop HccneyeMbIXx 00pa3ioB KOPMOB/ChIPbs POBOJIAT MO HAIMOHATIBHBIM
CTaHJapTaM, YCTaHABIUBAIOIIAM IOPAIOK OTOOpa Mpo0 JUIi OJHOPOAHBIX TPYIII
CBIPbS, ITUIIEBBIX TPOAYKTOB U KOPMOB.

o KynbpTypbl MUKPOOPTaHM3MOB B XHJIKHX Cpelax OTOMpAaoT B CTEPHIIBHYIO
Tapy.

e bakrepuanbHble KOJOHUHM pecycrneHaupyorT B 0,5 M ¢usnonorndeckoro
pacTBopa.

o [TutatenpHbie  Ccpelpl OTOMpPAOT B CTEPHIBbHYIO Tapy  (TBepjsie
PECYCIICHOUPYIOT B (PU3NOJIOTHYECKOM PACTBOPE);

e CMBIBBI C IIOBEpXHOCTEH (BHYTpHJIaOOpaTOPHBIX, C IOBEPXHOCTEH Taphl,
KOpMYILIEK, MECT COJIep KaHHs )KUBOTHBIX U JIp.) OTOMPAIOT B CTEPHIbHYIO Tapy ¢ 0,5
MJI (PM3HOJIOTHYECKOTO PACcTBOPA.

BHUMAHME: He pexkoMEHIyeTCsl HMCCIEAOBAaTh MaTrepual OT BaKLUHUPOBAHHBIX
KUBOTHBIX, €CJIM OT MOMEHTA BaKIIMHAIIMY IPOLLIO MeHee | Mecsra.
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IMomyaennsle 00pa3bl MOXKHO TPAaHCIOPTUPOBATH M XPAaHUTh B CIETYIOMINX
pexuMax:

- ipu Temrieparype 2 - 8 °C - B Teuerne 1 CyToK;

- IpH TemIiepatype He Bellle MuHyc 16°C - B TeueHue MecsIia;

- IpH TemIiepatype He Bbllie MUHYC 68°C - IIUTENbHO.

Ha ycmompenue eéemepunapho2o epaia OORyCKaemcs uccie008anue Opyux
61006 Ouomamepuad.

6.2 IoaroroBka ucciieyeMoro MaTepualia

Ma3sku U COCKOOBI CO CIM3UCTBIX 000JI0OYEK HOCA, LIEIBbHYI0 KPOBb, KYJIBTYDHI
MUKPOOPIaHU3MOB U IMHUTATEJIBHBIE CPEbI, CMBIBBI C MOBEPXHOCTEH HCIOIB3YIOT IS
Beigenenust JJHK 6e3 npensaputenbHol moAarotoBku. CMBIBBI C MOBEPXHOCTEH,
B3ATBIE ISl POBEPKH HAIM4YMSl BHYTPUIA0OPAaTOPHOI KOHTAMHMHALIWY, BBLACIATH HE
HYXHO.

Jiis moxydeHus CHIBOPOTKH TIPOOMPKHA C KpPOBBIO (0€3 aHTHKOATYIISIHTA)
OTCTaMBalOT NPH KOMHATHOH Temiieparype B TedeHne 30 MHHYT X0 IOJHOTO
oOpa3zoBaHus cryctka. 3ateMm neHTpudyrupyot npu 4000 00./MuH Ha TeHTpHpyTE
«MiniSpin», Eppendorf, TI'epmanns) B Ttedenme 10 MHUHYT 0pH KOMHATHOM
TemrepaType. CBIBOPOTKY HMEPEHOCAT OTACNbHBIMH HAaKOHEYHHKAMH C (UIBTPOM B
CTEepHIIbHBIE TPOOUPKH 00BeMOM 1,5 ML

[IpoObl TKaHell M OpraHoB, a TakKe MPOObl MPOJYKTOB IKMBOTHOTO
MPOMCXOXKACHHUS TOMOTEHU3HPYIOT C HCIHOJIB30BAHUEM CTEPHILHBIX (aphopoBBIX
CTYMOK W TIECTUKOB, 3aTeM OOBIYHO TOTOBAT 10% CyCHEeH3uI0 Ha CTEepPHIILHOM
¢dusnonoruyeckoM pactBope win QocdarHom Oydepe. CycneH3uto NepeHocsT B
npoOupky oobemMoM 1,5 M u neHTpuyrupyroT npu 2 Thic. 00./MUH B TeueHue 5-10
MuHYT. HajocagouHyto *uakocTh Mconb3ytoT ais skctpakimn HK. B HekoTopsix
ciydasx 0Opa30BaBIIYIOCS CYCHEH3WIO HE IEHTPU(YTUPYIOT, a OTCTAHBAIOT IIPH
KOMHaTHOW TeMmriepatype B Tederne 15-30 muH, 3ateM BepxHIOW ¢a3y mo 0,4-0,5 mi
MIEPEHOCAT MACTEPOBCKOI MUIETKON (MIIN HAKOHEYHUKOM € a3p030JIbHBIM 0apbepoM) B
npobupku Ha 1,5 mur, u B konmdectse 0,1 Mt ucrions3yioT i BeineneHus HK.

Mornoko B 00seme 10 10 Mir 00e33apaXMBarOT U HEHTPUPYTHUPYIOT TIPU 3 THIC
0o0/MuH B Teuenue 10-15 muH. HamocanouHyro »KHMIKOCTH OCTOPOXKHO OTOMPAIOT,
ocTaBUB Haja ocagkoM mpuMepHo 0,2 mi xuakoctu. Ocafok pecyCHeHIUPYIOT B
ocTaBHIEHCs HagocagouHoH xuakocth U 0,1 Mi CycmeH3MHM HCHONB3YIOT I
Berenenus JJHK.

Hccaenyemple TpoOBI KOPMOB, CYXHX KOPMOBBIX M THIIEBHIX J00aBOK
TOMOTEHH3UPYIOT C MCIOJIB30BAHNEM CTEPHIBHBIX (ap(OpPOBBIX CTYIOK W TECTHKOB
WIN aBTOMAaTHYeCKUX TOMOTeHM3aTopoB. Jlajee mpoObl OTOMPAIOT B OJHOPA30BbHIE
IUIACTUKOBBIE NPOOMpKH (emkocThio 1,5 M) B kosmuectBe 30 - 100 mr (4ro
cooTBeTcTBYeT 00BbeMy 30-50 MKI B IrpagyMpOBaHHOM NPOOMpPKE) U HCIOIB3YIOT B
Boienenne («IHK-IINIAHT-®AKTOP» wnu ananmorwmyssie). [Ipu ucmonb3oBaHUH
HaOopa peareHTOB, He NpenHa3HaueHHOro s BoyieneHus HK w3 xopmos (Hamp.,
«IHK/PHK-C-®AKTOP»), momyckaetcsa skcrpakums u3 100 mxim 10% cycnenszun
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obpasmla — B TakOM ciydae Ieped DKCTPAKIMEeH CYCHEH3HIO HEO0O0XOAUMO
nentpudyruposats mpu 2000 06./MuH 5-10 MuUH.

BHUMAHMUE: HE  pEKOMEHAYeTCs  HCCIEeloBaTh  MaTepuan  OT
BaKLIMHUPOBAHHBIX JXUBOTHBIX, €CIM OT MOMEHTa BaKIMHAI[MM MpPOILIO MeHee |
MecsIa.

Ha ycmompenue eéemepunapho2o epaia OORyCKaemcs uccie008anue Opyux
61006 Ouomamepuad.

7. IlpoBenenne anaanza

UccrenoBanme c¢ momompio Habopa peareatoB «[ILP-ITACTEPEJIJIE3-
DOAKTOP» cocrout u3 Tpex 3Tamos:
e skerpakuus JJHK;
e nposenenue [P PB;
®  y4eT pe3yNbTaTOB aHAIH3A.

7.1 Oxcrpakuus (Boiaenenue) HK u3 kiimnnyeckoro marepuajia

OTto0path HEOOXOAMMOE KOJIMYECTBO OJJHOPA30BBIX MPOOUPOK 00beMoM 1,5 mu,
BKIIIOYas OTpHUIATEIbHBIII KOHTPONb BBIAEICHHA. BHecTM BO Bce MNpoOHpKU C
nccienyeMbpIMu o0pasiiamu, Bkmouas nmpooupky it OKO, o 10 mxn BKO T2.

BaecTtu ucciemyemMbie MpoObl B 00bEME COTJIACHO MHCTPYKIMHM K HAOOpy IJIst
Beigenenuss JIHK, B mpoOMpKy OTpHMIATENILHOrO KOHTPOJS BBIIENICHHS BMECTO
uccneayemoii npo6e! Buectd OKO? (mpofupky 0603HaunTh Kak BK-).

Bepmensite IHK w3 aHanm3upyeMBIX M KOHTPOJBHBIX OOpasloOB COTIACHO
MIPOTOKOJTy HHCTPYKIMH MTpou3BoaAnTe st Habopa aust Beiaenenuns JHK.

Brigenennyro JJHK MoOXHO XpaHUTb B TEUYEHHE OJHOM HeAend Npu
temreparype ot 2°C o 8°C uiu B TeueHUE rojia pu TEMIEPATYPE HE BBILIE MUHYC
16°C.

7.2 TloaroroBka 00pa3noB K npoBenenuro [P

O0muii 00beM peakIMOHHOM cMecH — 25 MKJ1, 00beM JTHK-npo6s1 — 10 mkJ1.
YcnenHoe NpoxoXkIeHHE pPeaklud KOHTPOIHPYIOT Hcmosb3oBanueM ITKO
PASTEURELLA, BKO T2 u IHK 6ydepa.

Ilpumeuanue. Jlomyckaercsi pa3MOpaKMBaHUE peareHTOB M3 Habopa mepen paboToi
mpu temnepatype He Beime 40°C (¢ mcmosp3oBanueM TepMmocTara). IIporpeBanue
npodupkn TAQ POLYMERASE kaTeropniecku 3anpemnieHo.

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

JIMCTHIUTMPOBAHHON BOZIBI. PeareHTh! JODKHBI ObITh YHCTBIMH M CTEPHIIbHBIMH. 3aMPENacTCs HCIOIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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B otzmenpHOI poOupke cMemaTs KOMIIOHEHTH Ha0opa U3 pacdera Ha KaXIyro
peakuuto [TIP:

e 5wmxnIIIP CMECBH PASTEURELLA
e 10 mxn IIP BY®EP PASTEURELLA
e 0,5mkn TAQ POLYMERASE

[lepemernath cMech Ha BOPTEKCE M COPOCHTH Kallld KPaTKOBPEMEHHBIM
LEHTPU(PYTHPOBAHUEM.

Otobpath HE0OXOAMMOE KOJMYECTBO NpoOMpok it amiumudukanuu JHK
UCCIeNyeMbIX M KOHTPOJBHBIX Npo06. BHectm mo 15 MKI NpUroTOBIEHHOM
PEaKLUOHHON CMECH.

Hcnonb3ys HAKOHEYHUKH € GUIBTPOM B MOATOTOBJIEHHbBIE IPOOMPKH BHECTH:

a) B mpobupky otpunarensroro kourposst [P (K-) 10 mxn JIHK 6ydepa;

0) B psaa MpOOHUPOK I MCCIEAYEMBIX MPO0 - B KaKIYH BHECTH MmO 10 MKI

JHK cootsetcTByIOIIE# P00, mony4eHHo# mo 1m.7.1 (Bxitouas npody BK-);

B) B mpoOupky mnojoxuTenbHelid koHtposns [IHP (K+) 10 mxn KO

PASTEURELLA.

ITpumeuanue. Tlpu ucnonb3oBaHuM it pabOTHl aMILIM(YUKATOPOB C CUMTHIBAHHEM
yepe3 Kpeiiky (Hampumep, JIT-96), 3ampeliaercsi HAHOCHTL MAPKHPOBKY Ha
KPBILIKY MPOOHpoK!

7.3 IIposenenue peakuuu [ILP PB ¢ ¢uryopecuenTHo# neTexkuueit

[TapameTps! TeMIiepaTypHO-BpEMEHHOTO PEXKUMa aMIDTH(UKAIMK Ha Tprdopax
«Rotor-Gene Q», «IT-96», CFX96 u LightCycler® 96 ykazans B [Ipmnoxenusx 1, 2,
3 u 4 MHCTpYKUMH COOTBETCTBEHHO.

[Momectuth monaroToBieHHBIE It TpoBeaeHUs I[P mpoOupkun B sUelKH
amIduKaTopa. 3armporpaMMHUpOBaTh NPHOOP COTIIACHO MHCTPYKIMH MPOU3BOIUTEIS
u B cooTBeTcTBUH ¢ [Ipunoxenusimu 1, 2, 3 u 4 Uactpykuuu.

B cnyuae ucnonb3oBaHus aMILTM(DUKATOPOB JPYTHX MOJENEil peKOMEHIyeTcs
KOHCYIbTaIus co cneruanuctoM kommnanuu «BET ®AKTOP».

ITocne 3aBepiieHHs HPOTrpaMMbl aMIUIMGUKAINM OTpaboTaHHBIE HPOOHPKH
YTHIU3UPYIOT B cooTBeTcTBUM ¢ MY 1.3. 2569 -09.

8. UuTepnperanus pe3yJbTaTOB aHAIH3A

[Tomy4yeHHBIE HaHHBIE — KPHUBBIE HAKOIUICHHUS (DIYOPECIEHTHOTO CHTHAJIA
AHAJTM3HUPYIOTCS C ITOMOIIBIO MPOTPAMMHOTO OOECIeYeHHs MCIOJIb3YeMOro mpuoopa
qa npoBeaenus IIIP B pexume «peanbHOrO BpPEMEHH» B COOTBETCTBUU C
MHCTPYKIMEH MPOU3BOIUTEINS K IPUOOPY U B cooTBeTCTBUHM ¢ [Ipninoxenusmu 1, 2, 3
u 4 x UHcTpykuuu.

VYuer pesynsraroB III[P-ananusa npoBOAUTCS MO HAJIUYMIO WIH OTCYTCTBHIO
nepecedeHnss KpUBOH (DIyopecHeHIMM C YCTAHOBJIEHHOM Ha COOTBETCTBYIOILIEM
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YPOBHE MOPOTOBO#l JINHKEH (YTO COOTBETCTBYET HAIMYMIO MM OTCYTCTBHIO 3HAYCHHS
moporoBoro IuKiIa «Ct» IS uccleayeMoro oopasia).

PesynpraT cuuTaeTCs AOCTOBEPHBIM B Ciydae KOPPEKTHOTO IPOXOXKICHUS
MOJIOKUTEBHBIX M OTPHIATEIBHBIX KOHTPOJIEH aMmminpukanuu u skctpakimu JJTHK B
COOTBETCTBUH ¢ Tabnueii 3.

Tabnuna 3. OrneHka pe3ysIbTaToB aHAJIK3A.

Kanain perexiuun
ROX/Orange FAM/Green
ITpo6a PesynbraT
Pasteurella
. BKO
multocida
Peaxiiy 1010XXUTENTBHOTO U
KO o
K+ Ho 23 o 23 BHYTPEHHETO KOHTPOJIEeH MpOULIH
ycHeuHo
Curnan Curnan
Peaxuus npouuia ycnemso
OTCYTCTBYET OTCYTCTBYET
Crienuuyeckas KOHTaMUHAIMS!
AHK JloGoe Curnan TPEBYETCSI noBTopHasi nocraHoBka!
Oydep 3Ha4YCHUEC OTCYTCTBYECT
K PexomeHyeTcst OCTaBUTh CMBIBBI
Konramunamus BKO! TPEBYETCA
Curnan I
JIro6oe 3HaueHre | MOBTOPHAs IOCTAHOBKA!
OTCYTCTBYET
PexoMenyeTcst IoCTaBUTh CMbIBBI
Curnan JIroboe 3HaueHHE
DKCTpakuus NpoULIA YCIeIHo
OTCYTCTBYET ot 1 10 25
o6 Cursain Crienuduyeckas KOHTaMUHAIMS!
OKO 3Ha}ge}?§e orcyrctByer win | TPEBYETCS noBropHast s3xcTpakuus!
BK- moboe 3HaueHNE | PekOMeHyeTcsi OCTaBUTh CMbIBBI.
C CurHai Pe3ynbpTaT HENOCTOBEPHBIH, BOZMOKHO
WTH
a OTCYTCTBYET WII | MPHUCYTCTBUE HHIMOUTOPOB.
OTCYTCTBYET
3Hauenue Ct >25 | TPEBYETCS noBTopHast 3kcTpaKims!
Jlroboe Curnan Pesynprar aHann3a mos10:KuTeNbHBII.
3Ha4YeHue oT | oTcyrctByer miu | JHK Pasteurella multocida
1 1o 25 mo00e 3HaUeHHE | MPUCYTCTBYET
O6pa3ubl Curnan JIro6oe 3nauenve | PesynbraT ananmza
OTCYTCTBYET or 1 1o 25 OTPUUATEIbHBIH
Curnan o
Curnan P — Pesynbrat HE 1OCTOBEPHBIH.
OTCYTCTBYET TPEBYETCA noBTopHast 3kcTpakuus!
yrerey 3HayeHue Ct >25 P PaKit

B cnyuae, ecnin B BK- 3nauenne Ct gms BKO otcyrcTByeT wiaM IpeBEIIACT
rpanndHoe, a B K+ 3nauenue Ct gt BKO menee rpanndnoro (u B oopaszmax Ct mis
BKO MeHee rpaHWYHOTO) — pe3yJbTaThl MOKHO CUHMTATh JOCTOBEPHBIMH. Tarkxke B
ciydae ecnu 3HaueHne Ct s BKO B K+ oTcyTcTBYyeT mim nmpeBsIIaeT rpaHudHOE, a

B BK- 1 00pasnax MeHee TpaHUIHOTO — PE3yJIbTaThl MOXKHO CYHTATh JOCTOBEPHBIMH.
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Eciu s uccnenyemoro obpasma no kanany ROX/Orange smasenme Ct
OTIpeAeIsieTCs Mo3Hee 25 IUKIa MPH KOPPEKTHOM IPOXOXKICHUH IOIOKUTENBHBIX
OTPHIATENIbHBIX KOHTPOJIEH — OH CYMTAETCSI CIIOPHBIM M HCCIEIYeTCs MOBTOPHO C
srana Beigenenus JHK. Eciau npu moBTOpHOH MOCTaHOBKE HAOIIONACTCS CXOXKHMA
pesynbrar (Ct Ha kaname ROX/Orange Gonee 25), TpeGyeTcsi MOBTOPHOE B3STHE
Marepualia OT TOTO K€ JKMBOTHOro aist nposeaenust I1I[P-uccienoBanus u (nim)
UCIIONIb30BAaHUE ANBTEPHATHBHBIX METOJOB IMAarHOCTHKH. B cilydae moiydeHus
snayenus Ct Ha kanane ROX/Orange MmeHee 25 mpu HCCIEAOBAaHHH MOBTOPHO
B3ATOTO OT )KMBOTHOT'O MaTepHaa - 00pa3er] CYNTATh MOJIOKUTEIbHBIM.

BHUMAHMUME! [Ipu momyyeHHH COMHHUTENBHBIX Pe3yJIbTATOB, a TaKXKe IPH
nosiBiieHNH Jro6oro 3HaueHus Ct mns orpunatensHoro koHTposs dtama [TIP K- (Ha
m000M W3 KaHAJIOB) PEKOMEHIYETCS HCCICAOBAHHME CMBIBOB C IIOBEPXHOCTEH B
71a00paTOpHy [UIS UCKIIOYESHUS PHCKa BHYTPHIA00paTOPHOW KOHTaMHUHAIMHA. CMBIBBI
¢ 1abOopaTOPHBIX MOBEPXHOCTEH M 00OpPYIOBaHMS HCIIONB3YIOT B KA4ECTBE MAaTPHIIBI
s [THP (BHOCAT B peakiiro BMECTO UCCIEIyeMbIX IMpoo B KommdecTBe 10 MKI) — TO
€CTh CMBIBBI HCCIIEAYIOT Oe3 skcTpakimu. [losiBnenune mobdoro 3nauenus Ct Ha o6om
13 KaHAJIOB CBUJIETEIBCTBYET O BHYTPUIIA00pATOPHOI KOHTAMHUHALINY.

8. YcioBusi TpaHCIOPTHPOBAHMUS

Ha6op «[TLP-ITACTEPEJIJIE3-®AKTOP» M0XHO TpaHCHOPTUPOBATH BCEMH
BHIAaMH KPBITOTO TPaHCIIOPTa Ipu Temreparype oT 2 1o §°C He Oomnee 5 CyTOK.

9.  VYcaoBusi XxpaHeHuUs!

JimutensHOoe  XxpaHeHWe KoMmIuiekToB Habopa  «[ILP-ITACTEPEJIJIE3-
DAKTOP» ocymiecTBIsIIOT Ipu Temreparype ot munyc 18 no munyc 20°C.
Ilepen Hauwamom paboTbl c HAOOpPOM KOMIIOHEHTHl Habopa ciemyer
Pa3yKOMIUIEKTOBAaTh M XPaHUTh B COOTBETCTBHH CO CIIEAYIOINMHU TPEOOBaHUIMHU:
e  Komrmurekt Nel (cm. Taba. 1) mpu Temneparype ot munyc 18 no munyc 20°C;
o  Komrutekt N2 (cm. Tabi. 2) npu temmepatype ot 2 10 8°C.

10. Cpoxk rognoctu

Cpok rognoctu pearentoB «[ILP-ITACTEPEJIJIE3-®AKTOP» 12 mecsies.
Habop ¢ ucTekmmM cpoKoM TOAHOCTH IIPUMEHEHHUIO HE TIOJIC)KHT.
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Mpuinoxenue 1. Mopsagok padorsl Ha npudopax Rotor-Gene 3000/6000 (Corbett
Research, ABcrpanusi) u Rotor-Gene Q (QIAGEN, I'epmanus)

B cmygae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
co3mare mporokon ¢ HasBaHueM «[IL[P-TTIACTEPEJUJIE3-OAKTOP»  (mpu
JaNbHeiei padoTe UCTIONB3YIOT CO3AaHHBIN IA0JIOH).

ITpu pabore ¢ mpubopom Rotor-Gene 3000 ucmons3yror nporpammy Rotor-
Gene Bepcum 6 win Beime, c¢ npubopamu  Rotor-Gene6000u Rotor-GeneQ—
UCHONB3YIOT porpammy Rotor-Gene 6000 Bepcun 1.7 (build67) wnu Bbimie.

TepMHHBI, COOTBETCTBYIOIME Pa3HBIM BEPCUSIM IPOIPAMMHOTO OOECIIeUeHUs,
PpAacIIoIOKeHBI IO TEKCTY B CIEAYIOmeM nopsake: g npudopa «Rotor-Gene» 3000 /
UIA  aHTJIOSA3BIYHOM  Bepcum mporpammbl  «Rotor-Gene» 6000 (Q)/ mna
pycckos3pr9HOM Bepcun nporpaMmMel «Rotor-Gene» 6000 (Q).

1. OtkpriTh IporpamMmmy «Rotor Gene Q».
2. BeiOpate B OCHOBHOM MeHIO mporpaMMbl 3HaduoK «New»/«HoBbiii B
OTKpHBIBIIEMcs OKHE BEIOpaTh «IlycToii madaon», HaxaTth KHOTKY «New»/«HoBbIib».
Fljg aje n =
e Chvep. L= Crmpr ¥
@ e

Irpaeas

[ e —

e

3. BoiOpares Tun poropa. Hanpumep, «36-Well Rotor»/«36-aynounbrii
POTOP» TP HUCHOJIB30BAaHUH poTOpa Ha 36 00pa3noB. IlocTaBUTH OTMETKY B OKOIIIKE
psamom ¢ Hagmucsio «No Domed 0.2 ml Tubes»/«Locking ring attached»/«Koabio
3akpenieno». Haxxats kHomky «Nextw/«aseey.

JNoépe @ROBATH B ACTaALIRIA MacTED TECTOn!
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. o00beM Macaa/Bocka». Haxats
kHONKY «Nexty/«Jlanee».
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5. B Bepxueil uyactu oxHa HaxkaTh KHONKy «Edit profile»/«Pegakrop
npoduis». B nosBUBIIEMCS OKHE B COOTBETCTBUM C MHCTPYKIMEH K IpUOOpy 3a/1aTh
nporpamMmy aMmIuipUKanuy C IapaMeTpaMy, yKa3aHHbIMH B Tabmuune 4. Haxatsb
knaBunry «OK».

Tabnmma 4. TemnepaTypHO-BpeMEHHOM peXuM aMIuinukaun Ha Rotor-Gene

Ne TemnepaTypHO-BpEMEHHOU PEXUM Uucno uMKIoB
1 | 95°C -5 mun 1
95°C — 10 cex
2 | 58°C—20 cex 10
72°C — 10 cex
95°C — 10 cex
3 | 58°C - 20 cek, nerexust ROX/Orange; FAM/Green 35
72°C — 10 cex

6. B HmxHell yacTH OKHa MacTepa TecTOB HaxaThb KHONKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CUTH.». B OTKpBIBIIEMCSI OKHE HaXXaTh KHOTKY
«OnT.nerek-mbIx». s 000oMX KaHAJIOB yKa3aTh HYXKHBIH JUaria3oH CTapTOBOTO
curHama: Min Reading /muHumanpublii curnaa - 5 Max Reading
/makcumanbHblii curaan — 10. B rpadpe «Ilo3unmusa [Ipodupkm» ykazate HOMep
NpoOMPKH, TO KOTOpOH OyaeT aBTOMAaTW4eCKHd BHIOpaH MapaMeTp «yCHJIeHHs
CHTHAJIa», 110 YMOIYaHUIO 3TO 1-s mpobupka B porope. [loMeTHTh ranoukoil CTpoky
Perform Calibration Before 1st Acquisition «BbImoJHuTh OnTUMHU3ANKIO pH 1-M
mare AeTeKIHH». 3aKpbITh OKHO «ABTO-ONTHMH3aLUs YpPOBHS cHrHama». Haxkatb
kHOKY «Next»/«lanee».
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 Pesaxtop Mpodman
@ . ] ]
Howit Omp.  Cospamsese | Crpsees

e wa s s, et et era ’7 :I e

T Bor nocne.|
[
B |
__toanm._|
Lwanomropum, 45 [pan
| c N T
\“;’“‘ ;) poq. e 10 cer.
B \ /
e ) Torpw e
Green, Yeliow [ \ " A
™ S War, .rpag, He 20 cex. |/
I Craskams rern gy wers
P

7. 3anmycTuUTh aMIUTM(UKALIIO KHONIKOH «Start run»/«Ctapt». [lath Ha3BaHHE
9KCTIEPUMEHTA U COXPAHHUTh €TI0 Ha JINCKE.

Macrep Hosoro Tecra =

T ]
e

8. INocne 3amycka IporpaMMbl HEOOXOAMMO 3alporpaMMHPOBATh ITOJIOXKEHHE
poOupok B potope. Bee mpoOsr n koHTpoau 0603Ha4nTh B MeHIO Tum kak Unknown

«O0pazeny.

Viscrep Fosors Tec =
P—h— o [ =] _Domsrense |
[
== SDE W@ eET
Hw v | Ja Ko |
2]

o

Wo: T ] | e e

B | cctimas || dmorn |

IMocne 3aBepiieHUs] TEPMOLMKIMPOBAHHUS COXpaHuTh (aill ¢ pesyabraTamMu
HCCIIEJOBaHMUS.

AHaJau3 pe3yJbTaToB amiuinukanmuu ais kanaina FAM/ Green (BKO)

9. Haxxatp B MeHIO KHONKY «Analysis»/«AHaiau3», BbIOpaTh PEXKUM aHaIN3a
«Quantitation»/«KonnuecrBeHHblii», Haxats KHonky «Cycling A. FAM»/
«Cycling A. Greeny, nanee «Show»/«IlokazaTe»
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Ppocorp WP " '] Wiy
Yeranonkm Npodmns  Tesn. Obpanmi | Ananm

s
O o 2 rpaw. | Hpurve . |

[ KOnHHeETBeHHE | Mnasnevwe |

[ Cueling A Green (Crp. 1)

(% Cyeling & Yellow (Crp 1)

[oxasare rpsrate

T Aprockumaniiescs orHo

10. BeiOpare nmHEiHyI0 mKamy rpadudeckoro nu300pakKeHHS pe3yIbTaToB,
HakaB KHONKY Linear scale/JIuHeiiHasi mikaJjia B HIDKHEH YacTH OKHA cIipaBa (eciu
9Ta UIKajla aKTUBHA [0 yMOJIYaHUIo, BMecTO kHomku Linear scale/JIuneiinas mkaJa
BunHa KHOMKa Log scale/Jlorapudmuyeckas mkasa).

11. B MeHIO OCHOBHOTO OKHa JIOJDKHBI OBITh HakaTbl KHONKH «Dynamic
tube»/«Iunamuu.pon» u Slope Correct«Koppekr. ykijioHa». YcraHoButh More
settings/Outlier Removal «Ycrpanenue Bbiopocos» - 15 %0°.

[ Pesynerams || G dresmora, ow | G Koppeer, yeoma |‘5mm 4] ¥erpa |
Ycrpanenne swGpocon El

Mopar Posta - NP [NTC):
TTpRREHT O HEGONLIENO HEMEHENA GYPECIEHLBE .
08 t
'”””0”“”1'5;‘””‘ iy
§ BPSULEA  HIMEHEHIIEN DAYOPECUCHIM MEHEE
g 19 % | sroro nopora [aTmoci 0 naubonewero
04 Vv 1
5 oBoHzwHE Rk orpaTe/siee - DTRNP)
é Mopar Igperniemoctu Peasua
02 r T
WHHEHYANEHP) IPPETHBHOCTE
| % peariye N e 1epe pasma0
Mopor] E e | aromy et Gy nokasel
o0 e MOCAZ HOPMAHS
| H 10 15 2 ] [k ] omesm | |
Ian

12 B wento «CT Calculation»/«Beruuciienne CT»  BbICTaBUTH
Threshold/ITopor =0,05. B  tabnume  pesynpratoB  (okHO  «Quant.
Results»/«KosauuecTrBeHHbIe Pe3yabTaTh») nmosBsaTca 3HaueHus Ct.

ecTBe HHbIH AHanwa - Cycling A.Green [Page 1

Tatel || SE Aunamid, thod | “Z Koppekt, yknona & MrHop. nepesie YLTRAHEHHE BEl

B Koanuecteennnie Peayantathl - Cycling A.Green (... |:||§|fz|

T [Twn  JcT | Koru Cranaapral Kony, Pacy. 3]
1 b+ Odpaszew 17.07

2 k- Odpaszew

2 zample 1 O8pazey 15,88

4 zample 2 Odpazey 159,33

K ko Odpazey 18.98

% Benn s orpunarenasHoro koutposrs sramna I[P K- na xanane FAM/ Green mpu y4eTe pe3yabTaToB
mo n 8§ MHcrpykuuu HabmomaeTcss HEKOTOpOe HapacTaHHE (IIyOpECHECHIUH C IMEepecedeHueM MOpOroBOM
IMHHUY, U3MEHHUTe «YCTpaHeHHe BBIOPOCcOB» m0 20% M OIECHHTE NPOXOXKACHHE KOHTPOIBHBIX 00pa3loB

MOBTOPHO.
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AHAIN3 Pe3yabTAaTOB amMminpukanum pias_kanaga ROX/Orange (Pasteurella
multocida)

13. Haxatp B MeHIO KHOTIKY Analysis/AHanun3, BEIOpaTh pe)KUM aHAIH3a
Quantitation/KosmuecTBennsnlii, Haxxats kHonky Cycling A. ROX/Orange, nanee
HaxxaTs Show/IToka3ats.

14. BeiOpaTh JuHEHHY0 HIKaly rpaduieckoro M300pakeHusi pe3ybTaToB,
HakaB KHONKY Linear scale/JIuneiinas mkajia B HIDKHEH YacTH OKHa CIipaBa (€ciu
9Ta IIKaja akTUBHA [0 YMOJIYaHHIO, BMecTo KHONKH Linear scale/JIuneiinas mkasa
BuaHa kHomka Log scale/Jlorapugmudeckast mxana.

15. B MeHI0 OCHOBHOTO OKHa IOJDKHBI OBITH HakaThl KHONKH «Dynamic
tube»/«Iunamuy.gpon» u Slope Correct«KoppekT. ykjaoHa». Ycranosuts More
settings/Outlier Removal «Ycrpanenue Bpidpocos» - 10 %*,

16 B wmenio «CT Calculation»/«Bbruncienue CT»  BbIcTaBUTH
Threshold/Ilopor =0,05. B  Tabmume  pe3ynapratoB  (okHO  «Quant.
Results»/«KoanuyecrBennbie Pe3yabrarbi») nosssarcs 3nauenus Ct.

Yyem pezynomamoe II[[P-ananuza nposooumcs 6 coomeemcmeuu ¢ n.§
Hucmpykyuu no Haauuuio uiu omcymcmeuio nepeceyenus Kpugou gyopecyenyuu ¢
VCMAHOBNEHHOU HA ~ COOMBEMCMBYIOueM YpPO8He HOpO206OU  JUHUel,  4mo
coomeemcmeyem HAIuduio Uil OMmcymcmeuio 3Haivenus nopo2ogo2o yuxkia «Cty ons
uccnedyemozo oopasya.

4 Eom s OTpHIATENBHBIX KOHTponel sTanoB skctpakuun umu TP (BK-, K-) Ha kanane
ROX/Orange mpu yduere pesympraroB mo 1.8 WHCTpyKumH HAOGIIOMAETCS HEKOTOPOC HApaCTaHUE
(uryopeclieHIIUY ¢ HepecedeHueM IIOPOroBOi IMHUY, U3MEHUTE «Y cTpaHeHue BEIOpocoB» 10 20% u omeHuTe
MIPOXO’K/ICHHE KOHTPOIBHBIX 00pPa3I0B MTOBTOPHO.
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Hpnnoxenne 2. Ilopsimox paborel Ha mnpudope AT-96 (JJHK-texnosorus,
Poccusn)

B cmydae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
co3nate mpotokon c¢ Ha3BaHueM «IIIP-IIACTEPEJIJIE3-®AKTOP» (npu
JlanbHeHNIIe paboTe UCIOIb3YIOT CO3/JaHHBIN 11a0JIOH).

1. OtkpeiTh nporpamMmy «RealTime PCR» nnst npu6opa J{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
«[IIP-ITACTEPEJJIE3-®AKTOP»:

Haxate «OK».

5. B nosiBuBIIEMCS OKHE 33aTh CIEAYIOIUE TapaMeTphL:

Tun — kauecTBEHHBIN
Merton — [Toporossrii (Ct)
IIpo6upku — 0Opa3iisl
OO0beMm paboueii cMecH B IpoOUpKe — 25 MK
dryopodopsr — Fam; ROX
Coznare mporpammy ammmadukanun «[IIP-IIACTEPEJIJIE3-®@AKTOP» naxas

Ha UKOHKY 1.

6. B pemakrope mporpaMm amIuiH(HUKanU{d BeIOpaTh IIAOJIOH u
Ha)XaTh KHONIKY «IIpMMeHUuTBY.

7. B mosiBHBIIEMCS OKHE B COOTBETCTBHU C MHCTPYKIHEH K MpHOOpPY 3a7aTh
porpamMMmy aMILIH(UKAMY ¢ TapaMeTpaMHt, YKa3aHHBIMH B TaOmuIe 5.

Tabnmma 5. TemnepaTypHO-BpeMEHHOM pexxuM aMIuingukarun Ha JJT96.

Ne TeMmnepaTypHO-BpEMEHHOUN PexXUM Uucno uMKIOB
1 95°C — 5 muH 1
95°C — 10 cex
2 58°C — 20 cex 10
72°C — 10 cex
95°C — 10 cex
3 58°C — 20 cek, nerekius ROX; FAM 35
72°C — 10 cex

Haxate «OK» u coxpanute mporpammy mon umenem  «IIIP-
MHMACTEPEJUIE3-®AKTOP». Ilpu nanpHelinieit paboTe HCMONb30BaTh CO3IaHHYIO
IIpOTrpamMMmy.

8. IIpu 3amycke npubopa BeiOupath «Padora ¢ mpudopom» u «Lo6aBuTh TecT». B
oxHe nodasnenus recra Boiopats « [N P-IIACTEPEJIVIE3-®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 MHCTpYKLUHUEH K MpuOopy 3anonHuTh « AeHTU(PUKATOP POOUPKI» U
«Tum», oOpamas BHUMaHUME HAa HOPAAOK 3amoiHeHus. HaxaTh KHONKY
«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 3aBepIIeHHs PeakMM MOXKHO Cpa3y MPUCTYHMHUTh K aHAIM3Y Pe3yJIbTaToB,
00 TpH crieayromei 3arpy3ke Haxath «[IpocMmoTp apxuBa».

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

KOTOpOM OBbUT COXpaHeH NpoTokod. BeiOpars Tun anammza «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 «HpHMeHI/lTb». 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-
ITACTEPEJIIE3-®AKTOP» — «OTtuerbl» — «l'om» — «Mecsany, B nmone «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.§
Hucmpykyuu no nanuuuio uiu omcymcmeuio nepeceyeHus Kpueou guyopecyenyuu c
VCMAHOBNEHHOU  HA — COOMBEMCMEYIoWeM YPOBHe NOPO20GOU  JUHUell,  Ymo
CcOOmEemcmayem HAIudu0 Uil OMmCymcemeuto 3Havenus nopoeogoeo yuxia «Cty ons
uccredyemozo obpasya.

20
Bepcus 1.9 ot 28.09.2022



Ipunoxenue 3. [lopsinok pa6orsl Ha mpu6ope LightCycler® 96

Iepen nauyamom pabotsl BEiOunTe mpubop LightCycler® 96 ¢ momompio
nepeKiIovaTels Ha 3amgHed maHenw npubopa. Hanee npubop mposexer
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 o -l
File Tools Options Window Help
DY &
RDhsEd BRBE R
LightCycler® 96
Recent Experiments News and Support

Please choose an option below:

> Create New Experiment

> Create New Experiment fom Existing

Create New Experiment from Roche Template

>

>  Open Experiment
> Instrument Manager
>

Result Batch Export

3. B otkpbiBiIeMcs OKHe BbiOepere BKIaaky Run Editor, B 60koBoii wacTu OkHa

Programs naxxmure (o , Tocyie yero oTkpoetcs okHo Predefined Programs. B nanHom
OKHe BbIOepeTe Prelncubatlon, Haxxmute KHomky Add, mocie dero B JIEBOH yacTH
skpaHe Programs mosiButcs ctamus Preincubation. AHanOTHYHBIM 00pa3oM M00aBbTE
craauio 3 step Amplification, mocie uero 3akpoiire okno Predefined Programs.

e

HDR ) ® )

B

ez

[ = L o= ]
3anaiite mapameTpsl aMIUTA(UKAIIME B COOTBETCTBHHU C TapaMEeTPaMH, YKa3aHHBIMH B
Tabimie 6.
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Tabnuia 6. TemnepatypHo-BpeMeHHO# pexuM aMmiuindukanuu Ha LightCycler® 96

Ne TemnepaTypHO-BpeMEHHOM! pexXUM Uucno HMKIoB
1 95°C — 300 cex 1
95°C — 10 cex
2 58°C — 20 cex 10
72°C — 10 cex
95°C — 10 cex
3 58°C — 20 cexk, nerekumsa Texas Red; FAM 35
72°C — 10 cex

Jdns sToro B JeBOM BepHell uyacTH OKHa B pasnmene Programs BeiOepere

Preincubation, najgee B HWKHEH mpaBoil yacTh, B pasmene 1emperature 3amaiite
HeoOxoanMoe BpeMs B cekyHaax (Duration) u temmeparypy (Target).

-

]

H

]
L]
i

Hdanee B 1eBoii BepHeW WacTH OKHa B paszzmene Programs BeiOepere 3 step

Amplification u A Kaxmoro Immara IETEKIIMH aHAJOTWYHBIM 00pa3oM 3ajaire
HeoOXoauMble Bpemst U Temieparypy. lllaru JgeTekiuu MepeKioYalTCs B JIEBOWM
HIDKHEH YacTu OKHa B paszerne Steps. B paznene Acquistion Mode Ha Hy»cHO# cTagun
HEOOXOMMO yKa3aTh CUMTHIBaHUE cUrHaia (Single).
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B cron6ie Cycles ¢ moMomipio CTpeiok BBepX M BHHU3 3ajaiiTe HEOOXOANMOE
YHCIJIO IUKJIOB AJISI KaXKJOT0 JTarla.
B okue Reaction Volume, B pasmene Measurement (B mpaBoil yacTh OKHa)
YKaKUTE 00BEM PEaKIMu PaBHBINA 25 MKIL
[ —
IMox Reaction Volume maxxmuTe BKIAIKY 1 OTMETBTE (GIyopodopsl
Fam u ROX.

4. Iepeiimute Ha BKkaaaky Sample Editor® (mpaBka o6pa3uos). [IycTele TyHKH clIemyeT
YAaJduTh, OCTABUB TOJBKO 3HAYMMEBIC AHHBIC, JUIS YErO BBIJICIUTE MYCThIC SUYCHKH C
MOMOIIBIO JICBOW KHONKH MBIIIM W Ha)XMHTE KHONKY B MPaBOl HWKHEH yacTu
pasznena Clear wells:

IR S SR IO ———

B oxue Gene 3agaiite HaunMeHoBaHust MumieHei: FAM — vko, Texas Red —
PASTEURELLA

B mpaBoit wactu, B paszene Reaction properties orpemakTupyidTe 00pa3Lbl:
3aj1aiiTe Ha3BaHWs M YCTAaHOBHTE THIl MccienyeMblx oopasuos (Type Positive control
JUI  TIOJIOKUTENBbHBIX 00pasmoB, Type Negative control anst oTpumaTenbHbIX
KOHTPOJIBHBIX 00pa3nos, Type Unknown mis uccienyemsix o6pasuos u BK- (OKO)).
5. B maHenu WHCTPYMEHTOB KIMKHHUTE 110 3HAUKy Save Experiment, 4ato6bl coxpaHuTh
HOBBIN 3KCIIEPUMEHT.

® O6pa3sipl MOXHO PENAKTHPOBATh 10 MIM TOCIE MOCTABKU SKCIEPUMEHTA: MpOrpaMma OyleT CHUMATh
JTaHHBIC (DITYOPECLICHIIMH 10 BCEM BBIOPAHHBIM KaHAIaM JETEKIHH CO BCeX 96 JIYHOK 110 yMOTYAHHIO.
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&

o] [ nomaen T Anmeice )

ITocne oTKpbITHS AMANOTOBOro OKHAa Save As 6bl0epUTE IMPEKTOPHIO, B

KOTOpPOW XOTHUTE COXpaHUTh (ailn skcriepuMenTa. Beeaure umMs daiina sxcriepumMenTa
(matmHMued) u HaxMmure Save. JlnamoroBoe OKHO 3aKpOeTcsi, OSKCHEPHUMEHT
coxpanuTtcs B Buje daitna LightCycler® 96 (.1c96)
6. DKCIIEpUMEHT HEOOXOAMMO HEPEHECTH B MPUOOP: eciu MpUOOop MOJKIIOYEH Yepes3
cereBoit kaGems (b0 uepes WIiFi) k KoOMOBIOTEPY, TO MOXHO 3arpy3uTh
SKCIEPUMEHT Yepe3 OTKPHITYyI0 pabouyto mporpammy LightCycler96, mmbo, ecnun
puOOp aBTOHOMEH, MOXKHO Bocoinb3oBaThcst USB HocuTenem.

6.1. Ilepenoc sxcnepuMenTa B mpudop ¢ nomorusio USB HocuTesns

BcraBpre USB HocuTenp ¢ coxXpaHEHHBIM Ha HeM (aiaoM 3KCHEepHMEHTa
(.1c96) B mopt USB, pacnosoxeHHBI Ha TpaBoi maHenu mnpudopa. Kak Tosbko

spavok USB  *™" | [osBhTCA Ha TAHENM COCTOSHHMS NPOPAMMBI  IPHGOpA
LightCycler® 96, daiin sxciepumenTa OyaeT 100aBiIeH B TAOIHILy SKCIIEPUMEHTOB BO
BKiaake Overview.

24 z
2411-2017 13 22 HSHIHO.

va ]

®aiinel, coxpaneHHbie Ha USB HocuTene, 0003HAYCHBI 3HAYKOM

®aiinpl, cOXpaHeHHbIEe Ha MPHOOpE, 0003HAYECHBI 3HAUKOM -, (aiinbl, KOTOpBIE
XpaHsitcs U Ha npubope u Ha USB Hocutene, 0003HaueHbl TBOWHBIM 3HaYKOM. J{i1s
TOro 4toObl mepeHectn ¢ailn Ha npubop (M HA000POT), HEOOXOAUMO HAKATh
Synchronize. TlocTaHOBKY 3KCIEPHMEHTa MOXKHO TPOBOAWTH Hampsimyio ¢ USB
HOCHTENA, IIOCJIe €€ YCIEIIHOTO 3aBepLICHHs JaHHblE OyIyT aBTOMATHYECKH
coxpanensl Ha USB HocuTene.
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6.2. TIlepeHoc »dKcrmepuMeHTa B TpUOOpP € TIOMOMIbIO pabodeil mporpaMMbl
LightCycler® 96

. naly show Startup Wizar
Ilocne coxpaHeHHs JKCIepuMeHTa HaxmuTte Show Startap Wizard = ===l B
MosIBUBIIIEMCs OKHE 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

> Result Batch Export

B mome Instrument momken orobpasutees mpubop LightCycler. 3artem
nepeiigure Ha Briaaky Send/Recieve Experiment u B okne You PC BwiOepute

COXPAHCHHBINH JKCIEPUMEHT U HaxMuTe ™ . DKCIepuMeHT GyaeT CKONMPOBaH B
namsaTe npubopa. JladbHEHWIIWHA 3amyck MporpaMMbl HEOOXOAUMO NPOHM3BOIHTH C
MIOMOIIIBI0 CEHCOpHOU TTanen Ha camoM nipudope LightCycler® 96.

7. 3amyck 3KciepHUMeHTa

DKCHEePUMEHT 3aITyCKAeTCsl C IOMOIIBI0 CEHCOPHOTO YIPaBJICHHsI Ha TIepeIHer
yacTu mpubopa.

3arpy3uTe Iuiaiky jau6o npodupku ¢ odpasuamu B npubdop LightCycler® 96.
Haxxmure Start Ha GOKOBOW MaHenHM OONIMX KOMaHA OCHOBHOTO OKHA IPOrpaMMBbI
npudopa LightCycler®.

Ready R e

= ——

Testrun Apr2021729  [) <O

Bribepure Brmanky Raw Data, 4toObl HaOMIOAATH TPOIECC BBITIOITHEHUS
IMOCTaHOBKH.
8. Tlocne 3aBepiieHUs TOCTAHOBKH HEOOXOJMMO TIEPEHECTH TEPBUYHBIC JTAHHEBIE,
MIOJIYYE€HHBIE TIPOrpaMMOil Tpubopa JIJIsl IPOBENIEHUsT aHaIu3a B pabodyio mporpammy
¢ nomonrsio USB HocuTenst b0 ¢ MOMOIIBIO CETEBOTO MOIKIIOUEHUS K IPHOOPYy.

9. AHanu3 ¥ MHTepIpeTalys pe3yIbTaToB

25
Bepcus 1.9 ot 28.09.2022



OTkpoiite (aiin 3aBepIICHHOTO aHAIM3UPYEMOTO IKCIIEPHUMEHTa (CO 3HAYKOM B’) B
paboueii mporpamme LightCycler® 96. Otkpoiite Bkimaaky Analysis. Ha maxenn
HHCTPYMEHTOB KiukHUTE 110 3Hauky Add Analysis, uTo6b1 06aBUThH HOBBII aHAIH3.

Otkpoercs nuanorosoe okuo Create New Analysis. Beioepure Abs Quant

(O Endpoint Genotyping

High Resolution Melting
O Qualitative Detection
O Rel Quant

Tm Calling

Analss tame
_—
Haxxmure OK. Bo Brmagke AnalysiS B COOTBETCTBHH C HMCXOIHBIMH
HACTPONKaMU HaXOASTCS YETHIPE OKHA C pe3yIbTaTaMu IKCIIEPUMEHTA:

o R'pueble amnﬂudmxauuu
e Cmandapmuwie kpuenie®
e Tennosas kxapma
o Ta6ﬂuua C pe3yibmamamu
-y
\ BB =3 % P i
Kpusbie amnanpukauum, kanan FAM wotsmcr=  HE Kpueble amnandukauum, kanan HEX = 0]
nEsrE nE 2 A e
Ez
f o
TennoBas kapta ~x  HE Ta6nuua c pesynbraramu

T T N N N O T e
B e

LR R R

¥
SIREREREIRIL

-
pEnnEnEREROonEnong
g

@ Ores @ca Dca O Ore

® okno CramjapTHble KpUBbic He OyIET CONEpX AaThb HMKAKMX JAHHBIX, MOCKOJIbKY B Habopax He
MPelyCMOTPEH BapHaHT KOJTHYECTBEHHOIO aHAIN3a
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Ha mennoeoii kapme (nesoe HudcHee OKHO HA PUCYHKE) 3€/1eHbIM Y6emom
0003HaUAIOMCA RONONCUMETNbHBIE 00PA3Ybl, KPACHBIM UGEMOM 0003HAUAIOMCA
ompuyamenbHble 00pPazybl.

Buunmanue! Heo6XxonuMo BH3yallbHO OLIGHUTH KpPHBBIE aMIUTM(UKAIMN KaK B
celpoM BHJe (Bkianka Raw Date), Tak u mocie ananumsa (Bkiaaka Analysis). Kpusble
JIOJDKHBI MMETh KJIaCCHYECKylo S-o0paszHyio dopmy. OOpasupl, ¢opma KOTOPHIX HE
COOTBETCTBYET KJIACCUYECKOW M Juis KoTopbiXx Ha kaHane FAM (BKO) nabmonaercs
KOPPEKTHBIH pe3yabTaT HEOOXOAMMO UCKIIFOUUTh M CUNTATh OTPHLIATEIbHBIMH

Jdnst oOpa3uoB, (opmMa KOTOPBIX HE COOTBETCTBYET KIIACCUUECKOHM M JUIs
koTophix Ha kaHaie FAM (BKO) nabnromaeTcst HEKOPPEKTHBIN WM OTPUIATEIHHBII

pe3ynbTaT, He0OXOJMMO MPOBECTH HOBTOPHBIN aHAIU3 C 3TAIa SKCTPAKIUH.
ot )

DAL L E

Mpasnnbwiie Kpunwse

Obpaseu, -u'w: (—
- . .

. 600 800 1000 12 400 1600 1000 2000 2200 2400 2600 28 " ‘ 600 3800 4

Yyem pezynomamoe II[[P-ananuza nposooumcs 6 coomeemcmeuu ¢ n.§
Hucmpykyuu no Haauuuio uiu omcymcemeuio nepeceyenus Kpugou gyopecyenyuu ¢
VCMAHOBNEHHOU HA ~ COOMBEMCMBYIOueM YpPO8He  HOPO206OU  JUHUeU,  4mo
coomeemcmeayem HAIU4u Ui OMCYmCmeuto 3Havenus nopo2osoeo yuxkia «Cty ons
uccredyemozco obpasya.

Mpunoxenue 4. lopsok padorsr Ha npudope CFX96 (Bio-Rad, CIIIA)

1.Bxirounts nipubop u 3amyctuts nporpammy Bio-Rad CFX Manager.
2. B craproBoMm okHe HeoOxoaumo BbiOpath Create a new Run (wim B mento File
BeIOpaTh New u manee Run...).

©) Ciests s ren e CpA

ST

Open 2 DalaFike i . ——
0 Opors a Gana Study ) .
©) Opmmliom Frefevences

Descrpen

Setup the piotocel and pets to begin n evperivent.

[ sheys shomscestafo [ ok Ced | S ——
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3. B okue Run Setup BeiGpars Britanky Protocol u maxars kaonky Create new.... B
nosiBuBineMcst okne Protocol Editor — New 3agare mapamerpsl aMidpHKaliy B
COOTBETCTBHUH MapaMeTpaMy, yKa3aHHBIMH B Ta0uIe 7.

Tabnuna 7. TemnepaTypHO-BpeMeHHOH pexuM aMmiuingukanun Ha CFX96

No i/t TemrepaTypHO-BpPEMEHHOMN PEXUM Yucao UKIoB
1 95°C — 5 mun 1
95°C — 10 cek
2 58°C — 20 cek 10
72°C — 10 cex
95°C — 10 cek
3 58°C — 20 ¢, nerexuus ROX; FAM 35
72°C — 10 cex

3anath 00beM peakimoHHo cmMecu Sample Volume — 25 mku.

4. 3amath cxeMy IUIQHIIETa — pacloOJOXEHHE MPOOUPOK U JETEKLHIO
(IIyOpecueHTHOTO CUrHana BO BCeX IPOOMpKax IO HCIONb3yeMbIM KaHalaM B OKHE
Plate momymns Experiment Setup. B mento Sample type Beiopate Unknown, Haxas Ha
kHonky Select Fluorophores..., BbiOpats ranoukamu diayopodopst FAM nu ROX u
Haxath OK, 3areM 3amaTh rajodykamMd H3MepeHHe (IyOpecHeHTHOrO CUTHaja B
BBIOPAaHHBIX NMPOOHMpPKAX 10 JaHHBIM KaHajaM. B oxne Sample name 3axaTe Ha3BaHHe
00pa31oB. COXpaHUTh CXEMY TLIAHILIETA.

] -~

OTKpBITH KPBINIKY Tpubopa, Haxkas kuomky Open Lid. IToctaBuTh peaknHOHHBIC
NpoOMpKHM B SUEHKM aMIUIM(HUKATOpa B COOTBETCTBHM C  IIPEIBApUTEIHHO
3alporpaMMHpPOBAHHON CXeMOH IUIaHmieTa. 3akpbITh KpBIIIKY MpuOopa, HaxaB
kuorky Close Lid.

5. 3amycturh BbINONHEHHME BbIOpaHHOM mporpammbel  «IILP-ITACTEPEJIJIE3-
DOAKTOP» ¢ 3agaHHOI cXeMoii TUTaHIIIeTa, Ha)kaB KHoNKy Start Run.

6. Ilocme OKOHYAHWS BBIMOJHEHHUS MPOTPAMMBI MOXHO IPHUCTYIUTh K aHAIHU3Y
PE3yJIBTATOB C IOMOIIBIO MPOrpaMMHOro obecreueHust npubopa CFX96.

AHanu3 pe3yabTaToB amiinukanuu 15 kanaia FAM (BKO).

7. Boiopats B okHe moayias Data Analysis Bo Bkmaake Quantitation pamxbie mo
kaHary FAM, BbIeMMB Tamodkoil COOTBETCTBYIOUIMI OOKC 1mox TrpadukoM
(bayopectieHIUY.
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YCcTaHOBHUTH TOPOTOBYIO JIMHUIO Ha ypoBHE, cooTBeTcTByRomeM 10-20 % or
MaKCHMaJIbHOTO YPOBHS (IIyopecleHLUH, Moidy4eHHoro it obOpasua «K+» B
MOCNeIHEM IHMKIIe aMmIundukamyu (ypoBeHb (IIyOpECUEHIIMH CYHMTAIOT PaBHBIM
OmmkaiilieMy K HeMy JEJCHUIO WIKajbl, NoMedeHHOMY Imbpoii). [ns srtoro
MOPOTOBYIO JIMHHIO MOXXHO JIMOO MEpeTaliuTh C MOMOIIBIO JICBOH KHOIKH MBIIIH,
6o BeIOpath B MeHro Baseline Threshold (o mieuky npaBoil KHOIIKH MBIIIH B OKHE
rpaduka Qayopecueniun) omuio User Defined u BBecTn HyxHOe 3HaueHHE B
TEKCTOBOM IIOJIE.

Baxno, uro0wsl rpadumk ¢ayopecueHmmm s obpasma «K+» mokaspBan
XapaKTepHOe HKCIIOHCHIMAILHOE HapacTaHUe (IIyOpecleHTHOTO CUTHaIa.

9. B rabnune pesynsratoB (okHO «Quantification Data») nossitcs 3Hadenust Ct.

Ananu3 pesyabTaroB amiummpukanuu st kaHaaa ROX (JJHK Pasteurella
multocida).

10. Bribpars B oxHe momyis Data Analysis Bo Bkmamke Quantitation nanueie mo
kaHanmy ROX, BblAEIMB TallOYKON COOTBETCTBYIOIIMIT OOKC moJ rpadukoM
¢bmyopecueHun. Y CTaHOBHUTH MOPOTOBYIO JIMHUIO HA YPOBHE, COOTBEeTCTBYOIEM 10-
20 % oT MaKCUMaJILHOTO YPOBHS (hIIyOPECIICHIINH, TOJTyYeHHOro 11t 0Opasiia «K+» B
mocjenHeM LuKJIe aMIuinpuKanuu (ypoBeHb (IIyOpECHEHINH CYUTAIOT PAaBHBIM
OnmkaiilleMy K HEMy JACICHUIO IIKaNbl, HOMedYeHHOMY wudpoi). s storo
MOPOrOBYIO JIMHUIO MOXKHO JIMOO MepeTaliuTh ¢ MOMOIIBIO JICBOM KHOIKH MBbIIIH,
6o BeIOpath B MeHio Baseline Threshold (1o menuky npaBo# KHOIKH MBI B OKHE
rpaduka Qayopecueniun) omuio User Defined u BBecTn HyxHOe 3HaueHHE B
TEKCTOBOM IIOJIE.

Baxno, d9ro0sl rpadumk ¢ayopecueHimm s obpasma «K+» moxassBan
XapaKTepHOe IKCIIOHEHI[HAIbHOE HapacTaHHe (IyOpECEHTHOTO CUTHAIA.
11. B Tabaune pesynbratoB (okHO «Quantification Data») nosiBstes 3nauenus Ct.

12. Vuer pesynsratoB [11[P-aHann3a mpoBOIUTCS B COOTBETCTBUH ¢ 1.8 MHCTpYKITMH
0 HATWYMIO WX OTCYTCTBHIO TlepecedeHHuss KpuBOW (ayopecueHunu ¢
YCTaHOBJIEHHOW Ha  COOTBETCTBYIOLIEM YpOBHE IMOPOrOBOM  JHMHUEH, dYTO
COOTBETCTBYET HAIMYHUIO WJIH OTCYTCTBHIO 3Hau€HUsi moporoBoro mukna «Ct» s
HcciexyeMoro oopasia.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

MecT0 BHOCMMBIX

Penakuus N CyTb BHOCHMBIX H3MEHEHUIH
U3MeHeHUI
00aBJIeH MaTepuai s
Bepcus 1.1 ot A prai i
Mo Tekcry HCCIIEIOBAHMSA: KPOBb, CHIBOPOTKA

8.07.2020

KpPOBH

Bepcus 1.2 ot

Pazpen «llpunoxenusp»

Jo6asneno IIpunoxenue 4
«[Topsmok pabotsr Ha pubdope CFX

31.03.2021 Wnuctpykunn 96 (Bio-Rad)»
Jlo6aBieHbl CHOCKH, HOSICHSIOMINE,
Bepcus 1.3 or 1o, 5. c1p. 10 yto BMecTo OKO nonyckaercs
25.05.2021 p- 2, ¢Tp- UCTIONIb30BaTh (u3pacTBop, TE-
Oybep, TMCTIUTUPOBAHHYIO BOILY
Jo6aBnen mareprai: KyiabTypbl
Bencus 1.4 ot MHUKpPOOPTaHU3MOB U ITUTATEIIBHBIC
1? 11 2(')21 ITo Tekcty Cpenbl.
M3MeHeHus o TeKcTy
Bepems 1.5 ot ITo Texcty W3meneno nazsanne BKO

10.01.2022

Bepcus 1.6 ot
21.02.2022

Paznen 6. B3situe u
00paboTka MaTepuana,
TPaHCIIOPTUPOBAHUE 1

XpaHeHHe Tpod

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

Bepcust 1.7 ot
27.04.2022

Pazgen 6. Basitue u
obpaboTka MaTepuana,
TPAHCIIOPTHPOBAHUE U

XpaHeHHe Ipod

Jlo6aBneHo: Ha ycMOTpeHHe
BETEPUHAPHOT'0 Bpaya JA0IyCcKaeTcs
HCCJIEI0BAaHUE IPYrUX BUIOB
OuomMarepuana

Bepcust 1.8 ot
15.08.2022

Paznen «Ilpunoxenus».

ITo Tekcty

W3MeHeH TeMnepaTypHO-BpEMEHHOM
pexxum amrunukanun. BKO T1
3amenéH Ha BKO T2. U3menenst

NIpaBUJIa HHTEPIIPETALIUH
pE3yJIbTaTOB aHAIN3A
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Penakuus

MecTo BHOCHMBIX
H3MeHeHH I

CYTL BHOCHMBIX M3MEHEHM I

Bepcus 1.9 ot
28.09.2022

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

I'eomerpraeckuii (Cp) Meron
00paboTKN TaHHBIX 3aMEeHEH Ha
noporosblii (Ct)
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ITo Bompocam kauectBa Habopa peareHTOB «IIL[P-ITACTEPEJUIE3-®AKTOPY» wmun
[0 BONpOCaM MPHOOpETEeHWs] TECT-CHCTEM HaIlero MpPOM3BOJCTBA IPOChOa
obpamatecs B OO0 «BET ®AKTOP» no aapecy:

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

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

Email: vet@faktor.ru



