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Cnncok cokpanieHuii

BKO

BHYTPEHHHUI KOHTPOJILHBIH 00pa3zen

K- OTpHULIATENIbHBIN KOHTPOJIb
BK- OTpULATENbHBIN KOHTPOJIb 3Talla SKCTPAKLIUU
K+ MIOJIOKUTEIBHBIN KOHTPOIIb
OKO OTpPHUILATENILHBII KOHTPOJIBHBIH 00paser
KO MTOJIOKUTEIHHBIN KOHTPOJIBHEIN 00paser
[P PB [oNMMepasHasg ILenHasg peakuus B  PEXUME
pearbHOr0 BpeMEHU
JHK JI€30KCUPHOOHYKIIENHOBAsI KUCJIOTa
HK HYKJIEMHOBas KHCII0Ta
CII CaHMUTapHBIC MpaBUIIA
My METOJUYECKUE YKA3aHUS
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1. Ha3naueHue

HaGop mnpemnasznauen ans BeisiBiaeaus JIHK Mukpoopranm3moB poja
Mycoplasma B OunonmorndeckoM Marepuane (Ha3albHBIC, KOHBIOHKTHUBAJIBHEIC,
YPOTCHUTAIbHBIE Ma3KH, MCTEUEHMs; CUHOBHAJbHAs >KUAKOCTb CYCTAaBOB; XEITOK,
ANJIAaHTOMCHAs.  JKUJAKOCTb 3MOPHMOHOB; TApEeHXHMATO3HbIE OpraHbl; Tpaxew,
BO3/lyXOHOCHbIE MEIIKU MaBIIEeH NTHIBI; LEeJbHAs KPOBb; CIEpPMa; IOMET, JieueOHbIe
CBIBOPOTKH, KyJIbTYpbl KJIETOK), a TaKkXe B CMBbIBaX C IOBEPXHOCTEH METOIOM
ammmupukannn  JJHK ¢ duyopecueHTHOW Jereknuell B peXHME «peanbHOro
BPEMEHU.

2. Xapakrepucruka Habopa
2.1 llpuHuun geicrBust

Habop mo3Bomser cnenmupuyeckn amMIUAQUIIPOBATE (ParMEHT TeHOMa
Mycoplasma spp. u JTHK BHYTpeHHEro mojoXHUTEeIbHOT0 KOHTpOJs (OakTepuodara
T4) B MyNbTHIICKCHOH NOJIMMEpa3HOH IemHOW peakmud. JleTeKus NpOIyKTOB
aMILTH(DUKAIMK OCYILIECTBISICTCS. B PEKUME PEajbHOTO BPEMEHH C HMCIOJIb30BaHUEM
NPUHIUIA BBILEIJICHUS (JIyOpEeCEHTHOH METKU Ha 5' KOHIIE OJIMTOHYKIIEOTHIHOTO
30H[A.
2.2 CocraB Habopa

HaGop cocTouT 13 KOMIUIEKTa PeareHTOB JUIsl MPOBEICHUSI MYJIbTUILUIEKCHOM
ITHP (xommekT Ne 1) 1 KOMIUIEKTa KOHTPOJIBHBIX 00pa3noB (koMIuiekT Ne 2). Habop
BBIITyCKAETCS B IBYX BapHaHTaXx:

1) dnst ananm3za 55 06pa3mnos (BKIIOYast KOHTPOIBHBIE 00pa3Ilbl)
2) dns ananmmza 110 00pa3mnoB (BKITIOYast KOHTPOIBHEIE 00PAas3IIbl).

Cocras Habopa npuBeaeH B Tabumax 1 u 2.

IIpOoTOKOJI BBIXOTHOTO KOHTPOJISL TOCTYIIEH MO 3alpocy.
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Ta6mmma 1. Kommurekt Nel mis mposenenus TP

O0BeM, MKIT
Ne CocTaB KOMILIEKTa Onucanue Koxr-
= Ha 55 Ha 110 BO
peakuui peakuuit
Cwmech fu Tpo3payvHast
nposenenus [P,
1 TP CMECh if;ulli(e)zzzg 275 550 1
MYCOPL A
npol;g/z(g:{pni)ﬁuP fpospatHa
2 I[P BYDEP 6;;1;1;60122:1 550 1100 1
MYCOPL
JHK nonumepasa, npo3payHas
3 TAQ OeciBeTHAS 30 60 1
POLYMERASE BsI3Kas KUIKOCTH
Bydep mis po3payHast
4 passenenus JJHK, OeciBeTHAS 500 1000 1
JHK BY®EP JKUJIKOCTD
Tabmmma 2. Komrurekt No2, KOHTpOIbHBIE 00pa3IbL:
O06BeM, MKII
Kon-
Ne CocTaB KOMIIEKTa Omnncanne Ha 55 Ha 110 5o
peakuuii peakuuit
Bryrpennuii Ipo3pavyHas
5 | KOHTpoOJIBHEIN 0Opaserl, GecrBeTHas 550 1100 1
BKO T2 JKUIKOCTD
OTpHuIaTeIbHbIH po3payHas
6 | KOHTpOJILHBIN OOpaserl, OecrBeTHAs 1500 2000 1
OKO (TE 6ydep)* KUIKOCTh
TTonoskuTensHBIA po3payHast
7 KOHTPOJBHEIN 00paserl, OecuBeTHAs 100 200 1
KO MYCOPL JKHJIKOCTH

B HaOop He BXOIAT PEAKTUBBI ISl SKCTPAKIMK HYKJIEHHOBBIX KHCIIOT.
Brinenenne JJHK mMokeT mpoBOIUTECS, HalpUMep, ¢ IOMOIIBI0 HAOOPOB Ha OCHOBE
COpOIIMOHHOTO METO/1a, B COCTaB KOTOPBIX BXOAUT CIJIMKA MIJIM MUKPOICHTPHU(]YKHBIE

* BO3MOYHa JIeTKas ONaneceHIys

1 Bwmecro

OKO  nomyckaercss  HcHoNb30BaHHE  (u3MoOiorHyeckoro  pactBopa, TE-Oydepa,
JUCTHUTNPOBAHHON BOJBI. PeareHThl JOJKHBI OBITh YHCTBIMU M CTEPHIIBHBIME. 3alpeniaeTcs HCIOIb30BaTh

3a0ydepeHHsblil HU3HOIOrnuecKuid pacTBop!
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KOJIOHKH, W Takke HaOOpOB Ha OCHOBE (PEHON-XIOPO(GOPMHON IKCTpaKIHMHA U T.II.
Pexomennyercst ucnonbs3zoBath Habop «/ JHK/PHK-C-®AKTOP» nmub6o aHaIOTrUYHEIH.

3. AHAJINTHYECKHE U AUATHOCTUIECCKHUEC XaPAKTEPUCTUKHA

IToka3aHo OTCYTCTBUC Hecneumbnqecxnx peaKuMﬁ KOMIIOHECHTOB Ha60pa B
ornomennn HK apyrux mukpoopranusmos: Brucella abortus; Brucella ovis; Brucella
canis; Pasteurella multocida; Leptospira interrogans; Listeria monocytogenes;
Mycobacterium avium; Mycobacterium tuberculosis, Mycobacterium
paratuberculosis, Escherichia coli; Campylobacter jejuni; Campylobacter fetus;
Clostridium perfringens; Salmonella dublin; Staphylococcus aureus; Yersinia
enterocolitica, Yersinia pseudotuberculosis, koporasupyca KPC, supyca ouapeu KPC,
supyca ungexyuonnozo punompaxeuma KPC.

IToka3zaHO OTCYTCTBHE HecTenM(pUIESCKAX peaKnuii KOMIIOHEHTOB Habopa B
otHomeHnn oopasnos JJHK KPC, cBunbH, cobaku, KypHIIbl, KO3HI U YEIOBEKA.

4. Mepbl Ipe0CTOPOKHOCTH

Bce pabotel 1o cOopy, TpaHCIOPTHPOBAHUIO M TMOATOTOBKE IPOO
OMOJIOrMYECKOro MaTepHana OT )KUBOTHBIX OCYILECTBIIATh B CTPOIOM COOTBETCTBUU C
tpeboBanusimu CanlluH 3.3686-21 «CaHuTapHO-3NHMAEMHOJIOTHYECKHE TPeOOBaHUS
o npoUIaKTUKE HHOEKIIMOHHBIX 0OJIC3HEH.

HccnenoBanne NMpOBOMUTCS B JiBa 3Tala B JIBYX OTACNIBHBIX MOMEIICHHUSIX
(3oHax), cormacao MY 1.3.2569-09 «Opranmsamus paboTHl J1aOOPaTOPHIA,
UCTIONB3YIOMMAX METOAbl aMIUIM(UKAIUK HYKJICHHOBBIX KHCIOT MpH padoTe c
MaTepralioM, COJepP KaIliM MUKPOOPTaHM3MEI i-1V TPYIIIT TaTOTE€HHOCTI.

Bce maboparopHoe oOopynoBaHHe, B TOM YHCIE [03aTOPbI, INTATHBHI,
nmabopaTopHas oCcysa, a Tak)Ke padodne peareHThl U PacXoJHbIE MaTePUalIbl JJOJKHBI
OBITH CTPOTO CTAlIMOHAPHBIMU. 3ampeniaeTcs UX MepeHOC U3 OJHOM 30HBI B IPYTYIO.

IIpomiecc wuccnenoBaHMs SBISETCS CTPOTO OJHOHANPABIEHHBIM, paboTy
cleqyeT HauWHATh B 30HE MOATOTOBKM MaTepuala, MPOJ0JDKATh B 30HE IKCTPAKIMU
HYKJICMHOBBIX KHCJIOT, 3aTe€M B 30HE aMIUIM(pUKAIUH. 3arpeniaercs BO3BpalaTh
00pasIsl B 30HY, B KOTOPOH OblIa MPOBEICHA MPEAbIAYIas CTaaus MpoIiecca.

PaboraTh TOJIBKO B OJHOPA30BBIX II€pYaTKax, MCIOJb30BaTh MU MEHSTH MPH
Ka)XXJJOH OIepaliy OJJHOPa30Bble HAKOHEYHUKH C a9PO30JIbHBIM OaphepoM.

OnHOPa30BYIO IUIACTHKOBYIO NMOCYAY (IPOOMPKH, HAKOHEYHHUKH) cOpachiBaTh
B CIICIMAIBHBIN KOHTEHHEp, COoIepsKalui Ie3MH(OUIMPYIOINA pacTBop (Hampumep,
0,2% HaTpueBOH COIM JUXIOPU30LMAHYPOBOIN KHCIOTHI).

Paboune nosepxnoctu B I[P nomemenusx obxydator Y® cBeToM B TeueHHE
30 MuHYT 10 Hayana M Hociie mpoBeneHust pabor. Tarke mocie OKOHYaHHsS padoT
pexkoMmeHayeTcs  oOpabaTeiBaTh  pabouyMe  MOBEPXHOCTH  JI€3MHOUIHPYIOUIM
pacTBOPOM.
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5. Martepuajabl u 00opy/ioBaHue
Jas 3oubl Boiaeaenust JTHK u3 uccaenyemMbix npoo:

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

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

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

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

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

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

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

e OpgHOpa3oBble HAKOHEYHMKHM [UIS IHIETOK IEPEeMEHHOro oObemMa ¢
a’po3osibHBIM OapbepoM 1o 200 u 1000 mMxn B mtaTtuBax (Hampumep, «Tarsonsy,
WNuus);

e [lepuaTkn MeTUIMHCKHE HEOITyJPCHHBIC JIATEKCHBIC;

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

e EMKOCTB C Ie3MHQHUIUPYIOIINM CPEICTBOM;

e  XonoawibHUK OT 2 710 8 °C ¢ MOpO3uIIbHOM KaMepoi ot -24 10 -18 °C.;

e Xamar mabopaTopHBIH;

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

Juist 30ub1 nposenenus INIP ananu3sa:

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

e [IIP-60kc (Hanpumep, «BAB-IILIP-«Jlamunap-Cy», JlamuHapHBIE CHCTEMEI,
Poccus).

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

e [lumeTkn aBTOMaTHYECKHE OJHOKaHAIbHBIE NepeMeHHOro odbema 2- 20,
20-200 mxit u 100-1000 mxr; (Hanpumep, «Jlermuner», Poccus).

e OpHOpa30BblE HAKOHEYHUKW [UIS JI03aTOPOB IIEPEMEHHOro oObeMa C
a’po3ouibHBIM OapbepoM g0 20, 200 mxn u go 1000 mxy (Hampumep, «AxXygeny,
CIIA).

e [IlltaTBBl [UI1 HAaKOHEYHHKOB (Hampumep, «Axygen», CIIA) u
MuKkponpobupok Ha 0,2 Ma (Hanpumep, «SSI», CLLIA).

e XomonunbHUK OT 2 10 8 °C ¢ MOPO3WIBHOM KaMepoit ot -24 o -18 °C;

e OpHOpa3oBBIE MOJHIIPONIUICHOBEIE Tpobupku Ha 0,2 1 1,5 M (Harmpumep,
«Axygen», CI1IA);

e  Illrarueel uis Mukponpobupox Ha 0,2 u 1,5-2,0 mn (manpumep, «SSly,
CIIIA);
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e  TlepuarTku MEAMIMHCKUE HEOMYAPECHHbIC JTATCKCHBIC;
e  XayaT JJabopaTOPHBIH.

6. B3siTHe u 00padoTKa MaTepuaJia, TPAHCIIOPTUPOBAHNE U XPaHEHHE MPOD
6.1 OT60op MaTepuaa s UccaeJ0BAHUSA
J1is MiccneTOBaHMs HCTIONB3YIOT CICYIONIUI MaTepualt:

®  Ha3zanpHble, KOHBIOHKTHBAIBHBIC Ma3KH, HCTEUCHUS, CMBIBBI U3 KIIOAKH,
CMBIBBI M3 TpaxeH, Ma3KH U3 Bilarajumia. Masku CHUMAIOT C TIOMOIIBIO CTEPUIIBHOTO
30H/a, IIOMEIIAIOT €ro B IUIACTHKOBYI0 MUKPONPOOHPKY obovemoM 1,5 mu ¢ 0,5 mn
CTEPHIIBHOTO (PH3HOJIOTHYECKOTO PacTBOpa.

e  CuHOBHANIbHAS )KUAKOCTH CYCTaBOB, O€3 MPEIBAPUTEILHOM MOATOTOBKH, B
CTEPHIIbHYIO OCYY.

o >KCJ'ITOK, aJlJITaHTOUMCHAsA XHUIAKOCTH 3M6pI/IOHOB, 0e3 Hpe,[[BapPITeJ'IBHOﬁ
NOATOTOBKH, B CTCPHUIIBHYTO MMOCYAY.

®  JlapeHXMMaTO3HbIC OpraHbl, Tpaxeu, BO3ILYXOHOCHBIE MELIKU MaBIICH
ITHIBI, OEPYT Ha HCCIIEIOBAHNE IIETUKOM.

® [lempHyro KpoBb 3abupator B mpodupky ¢ OIJTA, xemaTeabHO
HCTIOJIb30BaTh OJHOPA30BBIC CHCTEMBI B3ATHS KPOBH. 3aKPHITYIO MPOOUPKY ¢ KPOBBIO
HECKOJIBKO Pa3 IepeBOPAuNBAIOT.

®  CnepMy B 00beMe He MeHee 2 MII, B CTEPUIIBHYIO MOCYTY.
e [lomer BecoM 5 T. OTOMPAIOT B CTEPIIILHBIN TIACTUKOBBIA KOHTEHHED.

® KynbTypbl MHUKPOOPTaHM3MOB B JKHJIKHX Cpelax OTOMparoT B CTEPWIIBHYIO
Tapy

® bakTepuaibHbBIe KOJOHHU pecycneHaupyioT B 0,5 M ¢GH3HOIOrHYecKOro
pacTtBopa;

e [luratenbHble cpeapl OTOMpPAIOT B CTEPWIBHYIO Tapy (TBepable
pecycreHaUpYIOT B (PU3HOJIOTHYECKOM PACTBOPE);

e CMBIBBI C TOBEpPXHOCTEHl (BHYTpMIA0OPATOPHBIX, C TMOBEPXHOCTEH Taphl,
KOpPMYIIIEK, MECT COJIep KaHHs )KUBOTHBIX M JIp.) OTOMPAIOT B CTEpMIIbHYIO Tapy ¢ 0,5
MII (PU3HOJIOTHYECKOTO pacTBOpa.

[Tomy4yerHble 00pasIbl MOXHO TPAHCIOPTHUPOBATh M XPAaHUTh B CIIEIYIOIINX
pexxnumax:

IlenbHast KPOBb:

- mpu Temrieparype 2 - 8 °C - B Tedenne 12 4 c MOMEHTa B3STHS MaTepHaja
Hpyrue obpasipr:

- mpu Temneparype 2 - 8§ °C - B Teuenue 1 cyTok;

- IIpU Temreparype He Boiiie MuHyc 16 °C - B Teuenue 1 Henenu;

- IIpHU TeMIIeparype He Boille MUHyC 68 °C - ATUTEnbHO.

Jomyckaercsi 0JHOKPaTHOE 3aMOPaKHBaHNe-0TTAaMBAHUE MaTepHaJa.

Ha ycmompenue eéemepunaprnoco eépaua O0onyckaemcs uccie0o8anue Opyeux
61006 Ouomamepuaa.
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6.2 IToaroToBKa MCCIEIyeMOro MaTepHaJa

JleueGHbIe CBIBOPOTKH, poOBI Ha3alIbHBIX, KOHBIOHKTHBAJIbHBIX,
YPOTCHUTANBHBIX CMBIBOB M HCTEYEHHH, NMPOOBI CHHOBHAIBHON XHIKOCTH, HPOOBI
uenbHoit kpoBu ¢ OJITA, KymbTypsl MHKPOOPIaHM3MOB U TIHTATENBbHBIE CPEIbl,
CMBIBBI C TIOBEpXHOCTEW Hcronb3ytoT aist BoyaeneHus JIHK Ge3 npenBaputenbHoOM
noArotoBku. CMBIBEI € TNOBEPXHOCTEH, B3SATHIE U1 NPOBEPKH  HAaJMYHA
BHYTpWJIa00paTOpHOI KOHTAMUHAIINH, BBIJICIATE HE HYXKHO.

W3 TkaHell W opraHoB (IapeHXUMATO3HBIE OPIaHBl, TPAXEH, BO3LYXOHOCHBIE
MEIIKH) BHIpE3al0T HeOOoJbIIMEe KYyCOYKH 10 | T BecoM, TOMOIeHU3UPYIOT (C
UCTIONb30BaHNEM  (aphOpoBBIX CTYNOK W IECTUKOB WJIM IIPH  HOMOIIH
aBTOMAaTHYECKUX TOMOTCHH3aTOPOB), 3aTeM OOBIMHO TOTOBAT 10% cycmeHsmio Ha
CTepIIIHOM (PU3HOJIOTHIECKOM pacTBope Wi GochaTHoM Oydepe. OOpazoBaBIIyIOCS
CYCIIEH3MIO OTCTaMBalOT NPU KOMHATHOM TemmepaTrype B TeueHne 30 MUH, 3aTeM
BepxHIOIO (azy oTOHMparoT. AJNHMKBOTY HamocagoyHoi xuakoctu (100 wmKim)
HCnoJb3YI0T i Bbiaenenus HK.

[Tpu uccnenoBanny KypHHBIX SMOPUOHOB B CKOPJIYIE MPOKAJBIBAIOT OTBEPCTHE
UIJI0M CO CTEPWIbHBIM MINPHIEM WM TAaCTEPOBCKOM MHIETKOH ¢ (QHIBTPOM H
oTOuparT B mpodupky odvemom 1,5 mum 1,0-1,5 M aulaHTOMCHOHM JKHIKOCTH,
ucnonb3ytoT 100 MK B BBIIETIEHUE.

OOpa3sipl  CriepMbl  CMEIIMBAIOT B COOTHOUICHUH 1:4 ¢ (u3noIOrHnIecKuM
pactBopoM u IieHTpuyrupytoT npodbupky mpu 13000 o6/muu B Teuenue 10 MuH,
MIOCJIE YEeTO YIAJsIoT HaJO0CaJOvYHYIO XKUAKOCTh, OCTaBUB B Mpobupke npumepHo 100
MK (ocamok + okunmkas ¢pakuus). I[lomydeHHBIH MaTepHan HCHONB3YIOT JUIA
BeieneHus HK.

U3 nomera (1-5 1) rotoBsat 10 % cycrneH3HI0 Ha CTEPHIEHOM (PH3HOIIOTHYECKOM
pactBope. B3Bech nekaHTHpyroT B TedeHHH 5-10 muHyT. OTtOmpator 1 M
HAJI0CA/I0OYHOM KHUJKOCTH U NMIEPEHOCST B YUCTYIO TPOOUPKY 1,5 M, HEHTpUPYTrUpyroT
npu 5000 o6./mMuH Ha ueHtpudpyre «MiniSpin», Eppendorf, B TeueHue 5 MuH.
Oxcrpakmuio HK u3 ocBeTieHHOro skcTpakra (hekaauid MpoBOIAT IO BO3MOXKHOCTH,
cpazy. [Ipu He06X0IMMOCTH XpaHEHHS 3aMOPaKUBAOT.

Ha ycmompenue eemepunapnozo epava 0onyckaemcs ucciedosanue Opyeux
81008 buomamepuana.

7. lIpoBeaenune aHaau3a

UccrenoBanme c¢ momombio Habopa peareHToB «[IL[P-MUKOIIJIA3MO3-
OAKTOP» cocrout u3 Tpex 3Tanos:

e okcrpaknus HK (Ha 3TOM 3Tane 1OMOTHNUTEIBHO UCTIONB3YIOT PEAKTHBBI JIIS

sKkcTpakuuy, Hanpumep Habop «JHK/PHK-C-®AKTOPy);
e qposenenue I[P c¢ ¢uryopecueHTHON aeTeKunedl B peXHME pealbHOTO
BPEMEHU;
e yUeT pe3yJbTaTOB aHAIN3A.
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7.1 Oxcrpakuus (Boiaeaenue) HK u3 uccienyembix npoo

Oto0Opath HEOOXOAUMOE KOJUIECTBO OJTHOPA30BBIX MPOOUPOK 00beMoM 1,5 i,
BKIIIOYasl OTPHULATENBHBIH KOHTPOIb BBIACICHUS. BHecTH BO Bce mpoOuMpkH ¢
ucciaenyeMbIMu o0pasuami, Bkimodas npooupky mis OKO, no 10 mxn BKO T2.

BHectn uccnenyembie mpoObl B 00beMe COTJIACHO MHCTPYKLUMHU K HaOopy uis
BeigeneHnss HK, B mnpoOupKy OTpUIATENbHOTO KOHTPOJS BBIJICJICHUS BMECTO
uccneayemoii npoosl Brectd OKO? (mpo6upky 0603HaunTh Kak BK-).

Beigensate HK U3 aHanm3umpyeMblX M KOHTPOJIBHBIX 00paslOB COTJIACHO
MPOTOKOJTY HHCTPYKIIMHU MPOU3BOAMTENS Habopa 1uist BeineseHust HK

Brigenennyto JIHK MOXHO XpaHuThb B TEUYEHME OJHOW HENENH IpuU
temneparype oT 2°C mo 8°C mim B Te4eHHUE To/a IPH TeMIIepaType He BBIIIE MUHYC
16°C.

7.2 IloaroroBka o0pa3uoB K nposenenuro IIP

OO0muii 00bemM peakuMOHHOM cMecH — 25 MKJ1, 00beM JTHK-npoos1 — 10 mkJ1.

VYcenemHoe NpoxoKIEHUE peakUUd KOHTPOJIUPYIOT ucnoiib3oBaHueM ITKO
MYCOPL, BKO T2 u JHK 6ydepa.

Ilpumeuanue. Jlomyckaercsi pa3MOpaXMBaHHE PEarcHTOB M3 Habopa mepen
paboroit mpu Temmneparype He Bbime 40°C (Cc HCIONB30BAaHMEM TEPMOCTATa).
IIporpesanue npooupku TAQ POLYMERASE kaTeropuuecku 3anpeuieHo.

B otnenbHO# mpoOupke cMeniaTh KOMIIOHEHTH Habopa U3 pacdyeTa Ha Kaxaylo
peaxImIo:

5 mxa P CMECb MYCOPL;

10 mxa IIOP BY®EP MYCOPL;

0,5 mxa TAQ POLYMERASE

[lepememath cMech Ha BOPTEKCE M COPOCHTH KaIlUIM KpPaTKOBPEMEHHBIM
LHEHTPU(YTHPOBAHNUEM.

Ot00paTh HEOOXOMUMOE KONHW4YecTBO IpoOupok qma ammmmpukanun JJHK
HCCIIEyeMbIX W KOHTPOJBHBIX Mpo6. BHectm mo 15 MKI TIpUTOTOBIEHHOM
pEaKIIMOHHON CMECH.

Vcrionb3ys HAKOHEUHUKH ¢ QUIBTPOM B IIOATOTOBIICHHBIE TPOOUPKHU BHECTH:

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

0) B psa MPOOUPOK IJIST UCCIASAYEMBIX MPOO - B Kaxayr BHeCTH 1m0 10 MK
JHK cootBetcTByfo1ieii mpo0sl, mony4eHHo# mo 1.7.1 (Bxiovas npody BK-);

B) B NpPOOHMPKY C MojoxuTenbHbIM KoHTpoieMm [ILP (K+) - 10 mxn ITIKO
MYCOPL.

Ilpumeuanue. Ilpu wuCHONB30BAaHUU TSI PabOTHl  aMIDTH(DUKATOPOB C
CUMTBIBAaHMEM uepe3 KpblKy (Hampumep, JT-96), 3ampemiaercsi HAHOCHTH
MapKHPOBKY Ha KpbIIKY mnpodupok! B ciaydae mcmonab3oBanusi mpuéopos
miaanmernoro tuma («AT-96», «CFX96», LightCycler® 96 wu mnpouue)

2 Bwmecro OKO JIOIyCKaeTcss  UCIONb30BaHHE  (U3MONIOrMYeckoro  pactBopa, TE-Oydepa,

JUCTHUTNPOBAHHON BOJBI. PeareHThI JODKHEI OBITh YHCTHIMU M CTEPHIIBHBIMH. 3alpeliaeTcs UCIoIb30BaTh
3a0ydepeHHsblil HU3HOIOrnuecKuid pacTBop!
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He00X0IMMO CTPAXHYTh KAILUIM CO CTEHOK MPOOMPOK (MM MJIalleK) KPaTKHM
HEeHTPU(PYrupoBaHUEM).

7.3 IlIpoBenenue peakuuu [IIP PB ¢ duyopecuenTHoii neTekumei

[TapameTpsl TemnepaTypHO-BPEMEHHOTO pEeKMMa aMIUTU(QUKALMKE Ha IPHOOpax
«Rotor-Gene Q», «IT-96» u LightCycler® 96 yxazansl B [Ipunoxenusix 1, 2 u 3
WHCTpYKIIMU COOTBETCTBEHHO.

[Tomectuts mnoaroroBiaeHHble it nposeaeHus [ILIP mpobupku B sueiiku
amidukaTopa. 3arporpaMMHPOBaTh MPUOOP COTIACHO MHCTPYKLIUH MTPOU3BOANTEIIS
1 B cooTBeTcTBUH ¢ [Ipmnoxenusmu 1, 2 u 3 UHCTpyKINy.

B ciydae ucnonp3oBaHMS aMITIM(UKATOPOB APYTHX MOZAEIEH PEKOMEHIyeTCs
KOHCYNbTaIys co crnenuainctoM komnanuu «BET ®AKTOP».

[Mocne 3aBepmieHWS NPOTPaMMBI aMIDITH(HUKAIMKA OTpaOOTaHHBIE MPOOHPKH
YTHIU3UPYIOT B cOOTBeTCTBUH ¢ MY 1.3. 2569 -09.

8. NnTepnperanus pe3yabTaToB aHAIN3A

[TonyueHHble NaHHBIE — KpPUBBIE HAKOIUICHUS (IyOPECIEHTHOIO CUrHaja
aHAJTM3HUPYIOTCSL C MOMOIBIO MPOTPaMMHOTO OOECIeUYeHHs HCIOJIb3YeMOro npuoopa
nns nposenenus IIIP B pexuMe «peanbHOrO BpPEMEHHU» B COOTBETCTBUU C
WHCTPYKIHKEH MPOU3BOAUTENS K TPUOOPY U B COOTBETCTBHHU C MPHUIOKEHHUAMH 1, 2 u 3
WNHcTpykumu.

Vuer pesynsraros [1I]P-ananusa mpoBoIUTCA MO HAIHMYUIO UM OTCYTCTBUIO
nepecedeHnss KpHBOH (DIyopecHeHIMM C YCTAHOBJICHHOM Ha COOTBETCTBYIOILIEM
YPOBHE MOPOTOBOH JIMHKUEH (YTO COOTBETCTBYET HAIMUHIO MM OTCYTCTBHIO 3HAUCHUS
noporosoro mukna «Cty» st uceaeayemMoro odpasia).

PesynbraT cuuraeTcs JOCTOBEPHBIM B ClIydae KOPPEKTHOTO MPOXOKIAECHHS
MTOJIOKHUTEIBHBIX M OTPUIIATENBHBIX KOHTpoJeH amundukaruu u s3xctpaknun JJHK B
COOTBETCTBUM C TabnuueH 3.

Tabmmna 3. OneHka pe3yabTaToB aHAIN3A.

Kanan nerexunn
JOE(HEX)/ FAM/Green
Yellow Pesysnprar
TTpoda Mycoplasma
ycop BKO
Spp.
Peaxiuy noin0XuTensHOTO U
KO o
K+ Jo 31 1o 31 BHYTPEHHETO KOHTPOJIEH MPOLLIH
yCHEeuHo
Curnan Curnan
Peaxiyst npouwia ycrnemHo
OTCYTCTBYET OTCYTCTBYET
Crierudryeckast KOHTaMHHAIHS!
HK
A Jlioboe Curnan TPEBYETCSI noBTopHas nocraHopkal!
Oydep 3HauUEHNE OTCYTCTBYET
K- PexkomeHyeTcst HOCTaBUTh CMBIBBI
Kontamunaius BKO! TPEBYETCA
Curnan
JIro6oe 3HaueHNe | MOBTOPHASI MOCTAHOBKA!
OTCYTCTBYET
PexkomeHyeTcst HOCTaBUTh CMBIBBI
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Kanan mereximu
JOE(HEX)/
( ) FAM/Green
Yellow PesynbraT
TTpoda Mycoplasma
ycop BKO
spp.
Curnan JIro0oe 3HaueHue
DKCTpAaKILUs MPONLIA YCHEUTHO
OTCYTCTBYET ot 1 o 32
To6oe Curnan Crienuuyeckas KOHTaMUHAIMS!
OKO orcyrctByeT win | TPEBYETCS noBTopHas skcTpakuust!
3HaYCHHE
BK- moboe 3HaueHue | PekoMeH1yeTcs MOCTaBUTh CMBIBBI.
Curnan Pesynprar HEmOCTOBEPHBIH, BO3MOXKHO
Curnan
orcyrcTByeT uinu | uarudutopos. TPEBYETCS nopTopHas
OTCYTCTBYET :
3nayenue Ct >32 | skcrpakmms!
JIxo6oe Curnan .
sHAeHUE OT | OTCYTCTBYET MK Pesynbrar aHanm3a moJI0KUTEIbHBIIH.
'HK Mycoplasma spp. mpucyTcTByeT
1 mo 30 m000€ 3HAYCHHE A ycop Pp. mpucy Y
Oopa3usl Curnai JIro6oe 3Hauenue | Pesynprar aHanmmsa
OTCYTCTBYET ot 1 1o 32 OTpHIATEeTbHbIH
Curnan .
Curnan OTCYTCTBYET HiH Pesynbrar HE 1OCTOBEPHBI.
OTCYTCTBYET TPEBYETCSI noBropHas s3xcTpaKmms!
yrerey 3Hayenue Ct >32 P paKi

B ciyuae, eciu B BK- 3nagenne Ct nng BKO oTcyTcTBYeT Wi mpeBbIIaeT
rpannyHoe, a B K+ 3nauenue Ct miust BKO menee rpanuunoro (1 B o0pasmax Ct mis
BKO MeHee rpaHUYHOTO) — pe3yjbTaThl MOKHO CUHMTATh JOCTOBEPHBIMH. Takxke B
cinydae ecnu 3HaueHne Ct g BKO B K+ oTcyTcTBYyeT uinm npeBbIIaeT rpaHUdHOE, a
B BK- 1 06pa3max MeHee rpaHH4HOr0 — pe3yIbTaThl MOXKHO CUHUTATh JJOCTOBEPHBIMH.

Ecnu st uccnenyemoro obpasna o kanany JOE(HEX)/Yellow 3nauenune Ct
ompezensiercst nozaaee 30 MK IPH KOPPEKTHOM IPOXOXKICHUH TOJIOKUTEINBHBIX U
OTPHIATENIbHBIX KOHTPOJICH — OH CUMTAETCsl CIIOPHBIM M HCCIEIYyeTcs IMOBTOPHO C
stana BemencHns HK. Ecam mpu MOBTOpPHOW TOCTaHOBKE HAOIOJACTCS CXOXKHMA
pe3ynbrar (Ct Ha kanane JOE (HEX)/Yellow 6onee 30), Tpebyercst moBTOpHOE B3sITHE
MaTepuaja OT TOTO e XMBOTHOTO i mpoBeneHus III[P-uccnenoBanusa u (mim)
HCTIONB30BaHUE aNbTEPHATUBHBIX METO/IOB THArHOCTHKU.

BHUMAHME! IIpu nony4eHUH COMHHUTENBHBIX PE3yNbTaTOB, a TakXKe MpHU
nosiBjieHuH Jroboro 3xadenus: Ct s orpunarensHoro koHTpods stana TP K- (Ha
m000M W3 KaHAJIOB) PEKOMEHIYeTCS HCCIEeIOBAHHE CMBIBOB C IIOBEPXHOCTEH B
nmabopaTopuy A7l UCKIIFOUYEHUS pUCKa BHYTPHIA00paTOPHOH KOHTaMHUHAIMHA. CMBIBBI
¢ J1abOpaTOPHBIX MMOBEPXHOCTEH M 00OpPYJIOBaHMS MCIIONB3YIOT B KA4E€CTBE MAaTPHIIBI
quist ITLP (BHOCST B peakunio BMECTO HCCIllelyeMbIX Mpod B koindecTBe 10 MKiI) — TO
€CTb CMBIBBI HcClIeyIoT 0e3 skcrpakimy. [TosBnenne modoro 3naueHus Ct Ha mo6om
13 KaHAJIOB CBU/ICTEIBCTBYET O BHYTPMIIA00paTOPHOI KOHTAMHUHALINH.

9. YcnoBusi TPAHCNIOPTHPOBAHMSA
Habop «IIOP-MHUKOIIIASMO3-®AKTOP» MOXHO TpaHCIOPTHPOBATH
BCEMH BHJaMH KPBITOTO TPAHCIIOPTa NpH TemrepaType oT 2 1o 8 °C He Oojee 5 CyToK.
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10. YcnoBusi XxpaHeHHsI

JmtensHoe xpaHeHHe KomiuiekToB Habopa «IIIP-MUKOIIJIA3MO3-
DAKTOP» ocymecTBISIOT Ipu Temrieparype oT Muayc 18 mo muryc 20°C.

Ilepen wavamom paboTel Cc HabOpOM KOMIIOHEHTHI Habopa clemyer
Pa3yKOMIUIEKTOBAaTh M XPaHUTh B COOTBETCTBHU CO CIECAYIOIUMHU TPEOOBAHHUAMHU:

Kommnekt Nel (cm. Tabm. 1) mpu temmeparype ot muayc 18 mo mumyc 20°C;
Kommuext Ne2 (cm. Tabm. 2) mpu Temmepatype ot 2 1o §°C.

11. Cpoxk rognoctu
Cpox rogaoctu peareHToB «[ITHP-MUKOIIJIA3SMO3-®AKTOP» 12 mecsiies.
Habop ¢ ucTekmmM cpokoM roIHOCTH IPUMEHEHHUIO HE MOJUICKHUT.

Ipunoxenue 1. Mopsinok padorsl Ha mpudopax Rotor-Gene 3000/6000 (Corbett
Research, Asctpanusi) n Rotor-Gene Q (QIAGEN, I'epmanus)

B cnyuae mnepBoro ucnosb3oBanus [ILIP-nHabopa Ha npubope HE0OX0IMMO
co3nate mnpotokon c¢ HazBaHueM «IIIP-MUKOIIVIASMO3-®AKTOP» (npu
JaybHeieil padoTe UCTIONB3YIOT CO3AaHHBIN I1A0JIOH).

ITpu pabote ¢ mpudopom Rotor-Gene 3000 mcmons3ytoT mporpammy Rotor-
Gene Bepcum 6 wim Bbme, ¢ npubopamu  Rotor-Gene6000m Rotor-GeneQ-
ucnonb3yroT nporpammy Rotor-Gene 6000 sepcuu 1.7 (build67) wnu Beitie.

TepMuHBI, COOTBETCTBYIOLIHME PAa3HBIM BEPCHSM IPOTPAMMHOTO OOeCTIeUeHH,
PAaCIIOIOKEHBI IO TEKCTY B CIEAYIOIIEM mopsiake: g npubdopa «Rotor-Gene» 3000 /
JUIs1 aHTJI0S13BIYHOM Bepcuu nporpaMmMbl «Rotor-Gene» 6000 (Q) a1 pyccKos3bIYHON
Bepcuu nporpammel «Rotor-Gene» 6000 (Q).

1. OTkpeITh IporpamMmMy «Rotor Gene Q».
=R rean e

ey

I oo s sTrm 5 0 ARORS T T
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2. BwiOpath B OCHOBHOM MeEHIO TporpamMmbl 3Ha4oK «New»/«HoBblii B
OTKpBIBIIEMcs OKHE BEIOpaTh «IlycToii madaon», Haxats KHONKY «New»/«HoBbIii

3. BeiOpats Tun poropa. Hanpumep, «36-Well Rotor»/«36-1ynounsiii poTop»
IIPU WCIIOJIb30BaHMM poTopa Ha 36 o0pas3unoB. IlocTaBUTH OTMETKY B OKOILIKE
psmom ¢ Hagmucero «No Domed 0.2 ml Tubes»w/«Locking ring
attached»/«Kouabuo 3akpensieHo». Haxats KHOIKY «NeXt»/<aJ1ee».

Nlo6po noxanosaTs b AETanbE MacTEp TECTOB!

4. VYxasarp omepatopa, o00BeM peakiuoHHOW cmecu  «Reaction
volume»/O0bem peaknum» — 25 mra. Jng Rotor-Gene 6000 momkxHO OBITH

oTMeueHo okowKo «15 pl oil layer volume»/«15 pL 06bem Macia/Bocka». Haxats
kHOnKy «Next»/«lajee».

s cplions br the 1ury Complets the s
e 18y 1o s 1o s e g

Sample Layoud

Spwiond | ccpock | pewn |

5. B Bepxmeit uactu okHa Haxath KHONKy «Edit profile»/«Pexakrop
npoguisi». B nosBuBIIEMCS OKHE B COOTBETCTBHH C MHCTPYKIMEH K IpuOOpy 3a1aTh

nporpamMmy aMmIuinGUKandy C MapamMeTpaMy, yKa3aHHbIMH B Tabnmuune 4. Haxatp
kinaBuury «OK».

Tabnmma 4 TemrepatypHO-BpeMEHHOH PEKUM aMILTHOUKAITAI

Ne | TemnepaTypHO-BPEMEHHOMN PEXUM Yucio LMKIOB
1 95°C — 5 muH 1
95°C — 10 cex
2 58°C — 30 cex 10
72°C — 20 cex
95°C — 10 cex
3 56°C — 30 cex, nerexkuus JOE/Yellow; FAM/Green 35
72°C — 20 cex
14
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Jist 3TOrO TpebyeTcs MpoaenaTh CIEAYIONIHE Iar:
-Haxats kmaBumy «Insert after»/«BcraButh mocie» u BbiOpaTh «New hold at
temperature»/«HoBoe yzaep:kaHHE TEMIIEPaTyphl», YCTAaHOBUTH Temreparypy 95°C u
BpeMs 5 MUH ;

-Haxatp kmaBumy «Insert aftery/«BcraBute mocne» wu  BbIOpath  «New
cyclingy/«HoBoe nuKiIMpoBaHWE», YCTAaHOBHTh MapaMeTpbl LUKIMPOBaHUS B
COOTBETCTBUH C ITyHKTOM 2 TaOIHIIBI 4.

- Haxare xkmaBumy «Insert after»/«BceraButh mocme» u BbeiOpath «New
cyclingy/«HoBoe nuKiIMpoBaHME», YCTAaHOBHTh MapaMeTphl LUKIMPOBaHUS B
COOTBETCTBHUH C IIYHKTOM 3 TaOIHIIEI 4.

6. B HIKHeW dYacTH OKHa MacTtepa TecToB Haxarh KHONKY «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 CHUrH.». B OTKpBIBIIEMCS OKHE Ha)kKaTh KHOMKY
«OnT.neTek-MbIx». 11 000MX KaHAJIOB yKa3aTb HYXXHBIM JUANla30H CTapTOBOTO
curHana: Min Reading /muHumanbubiii curman - 5, Max Reading
/makcumanbublii curnan — 10. B rpade «Ilo3unust Ipodupku» ykazaTte HOMEp
NpoOUpKH, 1O KOTOpoW OyJeT aBTOMAaTHYeCKH BBIOpaH Mapamerp «yCHJIeHHs
CHTHAJIa», 110 YMOIYaHUIO 3TO 1-s mpoOupka B porope. [loMeTUTh Tanoukoil CTpoKy
Perform Calibration Before 1st Acquisition «BbInoJIHUTH ONTHMHU3ANMIO NpPH 1-M
mare AeTeKIHW». 3aKpbITh OKHO «ABTO-ONTHMH3aLUs YpPOBHS curHana». Haxatb
kHONIKY «Nexty/«/laneex».

7. 3amycTUTh aMILUTH(UKAINIO KHOMKOH «Start run»/«Ctapt». [late Ha3BaHHE
9KCTIEPUMEHTA U COXPAHHUTh €r0 Ha JIVCKE.

Macrep Honoro Tecta =]

Crera

Yeraronka [ araverue |

Groen Upopars curana 5

Vellow Hponert curans 5

Orrarmus suds ssToyposHs curiana  Llo nepsoro neTerTip. faHHb:
aTol B e potop

12,3,

P
Komnonoska o6pasuos .
Otwiing pearum (& mcponrpasl 25

Lrapr
NEOBERHE NPAEHNEHOCTE UCTEHOBGE, HEK TS CTAET 4NA HAYSNE BLINO/HEHHA
Tocra, Hamnaure Cosp LBG0H, HT0fb COMPAHMTE WAGAOH © NPOr parhon 1 Cosp. wasinon

UETAHOBK 31 3TOFO TECTA,

Bowon | <cHasan |

8. INocne 3amycka mporpammbl HEOOXOAMMO 3alporpaMMHPOBATh IIOJIOKEHHUE
poOupok B potope. Bee mpoObl u KOHTpOaM 0003Ha4UTh B MeHIO Tum kak Unknown

«Obpazen».
[Nocne 3aBepiieHMs TEPMOUMKIMPOBAHUS COXPAaHUTH (aill ¢ pesynpraramMu

HUCCICOA0OBAHUA.
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Macrep Hoeoro Tecra ==

Popmar wicaa [ | Eawnua: [Konm | Bonoarrenena
Ofpacus:
[CZ==n E SEEEEE
[ I | I | Fpunner | 2aaan. Koy |Be = |
) sample 1 Odpasen o |
sample 2 {Odpasen i
| FE He
| Mycra He
5 Nyero He
| Mycro He
| Myero He
B = Mycro He
j_l 3 Muera ii;l
< v
Crp.
Vna: [Crp 1 < | | Heesii | Yaswre| T Compormeupos. cTp. ‘
I 1

Bowan | <cHasan || Sarorams IIBaKDHMwbmsaﬁnDKMDDmeI

AHajau3 pe3yJbTaToB aMIunpukanuu 18 kanajia FAM/ Green (BKO)

9. Haxarp B MeHIO KHONKY «Analysis»/«AHamau3», BBIOpaTh PEXUM aHAIH3a
«Quantitation»/«KonnuecrBeHHblii», Haxath kHonky «Cycling A. FAM»/
«Cycling A. Greeny, nance «Show»/«IlokazaTb»

A

Mpocuotp 5
Ycranoskn Mpogans  Tewn.  Obpaue | Ananm

(Anaanz
Omi o 2mrpa | Oprue.. |
{ Koniecroenmst | Maasnenie

[ Cyeing & Green (Crp. 1)
¥ Cycling 4. ellow (Crp. 1)

Moxacars Crpsrars

™ Astocxumaiowesca okHo

10. BriOpatrp JMHEHHYI0O IIKany rpaduueckoro M3o0pakeHHs pe3yJbTaTOB, Ha)Kas
kHonky Linear scale/JIuneiiHas mikaja B HIDKHEH 4acTH OKHa crpaBa (ecid 5Ta
IIKaja aKTHBHA IO YMOJYaHUIO, BMecTo KHOMKH Linear scale/JIuHelinas mikaja
BunHa kHomka Log scale/Jlorapudmuyeckas mkasa).

11. B MeHIO OCHOBHOTO OKHa JOJDKHBI OBITh HakaThl KHOMKM «Dynamic
tube»/«lunamuy.gpon» u Slope Correct«KoppekT. ykjJoHa». YcTaHOBUTH More
settings/Outlier Removal «Ycrpanenue Bbiopocos» - 15° %,

8 Bl Yorpanenve ssi6pocon
g Sarw 19 NTC)
TipoueHT OF HEMGOBIEND MIME-EHA SAPECIBA

- 5% x
] Ofpasus ¢ wwmrenien Sppecuestan: e
y B -
4 s oo ) ofpaucel. Gt

i

H cumaame . prumenven -0TPP)

i Mogar Joperneroctn Pemusmt

02 [ oepcesn 100 00psse Korcpuss weser
/ Y R0 IPSETHECTE

L T % pemmai o g g pasipo
= Nopor [N Sty
o ocom rgrsncase

V] s ] 15 » 5 o ] o | m

3 Bem Ui OTpHLAaTensHOro KouTpoist stana [P K- na kanane FAM/ Green npu y4ere pe3yabTaToB
mo n 8§ MHCTpykunKu HabmogaeTcs HEKOTOpOe HapacTaHHWe (IIyOpEeCLeHINH C IEpeceueHHEM IOpOroBoit
JIMHHUH, U3MEHHUTE «YcTpaHeHHe BBIOpocoB» 10 20% ¥ OIEHHTE NMPOXOXKICHHE KOHTPOJBHBIX 00pasinoB
MTOBTOPHO.
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12. B wmenio «CT Calculation»/«Bbruuciaienne CT»  BbICTaBUTH
Threshold/ITopor =0,05.

13. B Tabmune pesynstatoB (okHO «Quant. Results»y/«KoandecTBeHHBIE
Pe3yabTaThl») nossrcs 3Hadenus Ct.

eTatel | Sz Auvarkd. hod | SZ KoppexT. yiknoa @ MrHop, nepeeis YCTPAHEHHE Bl

MN: | Mraa Tun CT KoHu. Craaapra| KoHw, Pacy. [3]

1 k+ Opaszeu 1707
2 k- Ofpazey

3 |samplel Opaszeu 19.88
4 zample 2 Ofpazey 19,33
R ke Ofpazeu 1898

Anaymm3 pesyabraTos kanana JOE/Yellow (IHK Mycoplasma spp)

14. Haxarp B MeHIO KHONKY Analysis/AHanu3, BBIOpaTh PEXUM aHaIN3a
Quantitation/KosmuecTBenHblii, Haxats kHonky Cycling A. JOE/Cycling A. Yellow,
naiee Haxxatb Show/Iloka3arn

15. BeiOpaTh MMHEHHYIO KAy TpaguIecKoro H300paskeHns pe3ynbTaToB, HaXKaB
kHOTKy Linear scale/JImHeiinasi mikaja B HIDKHEH 9acTH OKHA crpaBa (ecin 3Ta
IIKaja akTUBHA IO YMOJIYaHUIO, BMecTo KHOIKH Linear scale/JIuneiinas mkaJja
BuaHa KHOmMKa Log scale/Jlorapudpmuyeckas mkasna.

16. B MeHIO OCHOBHOTO OKHa JIOJDKHBI OBITh HaXkaThl KHONKK «Dynamic tubey/
«/Iunamuu.pon» u Slope Correct«Koppekr. ykiaoHa». YcraHoButh More
settings/Outlier Removal «Ycrpanenne BbiopocoB» - 15 “%.

17. B wmenio «CT Calculation»/«Bprunciienne CT»  BBICTaBHUTH
Threshold/ITopor =0,05.

18. B Tabmume pesympTaToB (0KHO «Quant. Results»/«KoqmuecTBeHHBIE
Pe3yabraThi») nosssarcs 3nayenus Ct.

Vyer pesynbratoB I1L{P-ananu3a npoBoguTcst B COOTBETCTBH ¢ 1.8 MHCTpyKImu
10 HAJIMYHUIO WM OTCYTCTBHIO TIEPECEUEHHsI KPHBOM (IIyOpECIEHIIMH C YCTaHOBJIEHHOM
Ha COOTBETCTBYIOIIEM YpPOBHE ITOPOTOBOH JHMHHEH, YTO COOTBETCTBYET HAIUYHUIO WU
OTCYTCTBUIO 3HAU€HMs IIOPOroBoro nukia «Ct» 1t ucciiegyeMoro oopasia.

4 Eom s OTPHLATEIbHBIX KOHTpOJeH aranoB dkerpakiuu win [P (BK-, K-) na xanane JOE
(HEX)/Yellow mpu yuere pesynpratoB mo n 8 WHCTpyKumu HaOIIOIAaeTCsi HEKOTOPOE HapacTaHHue
(uryopeclieHIIMM ¢ TepecevyeHUueM IOpPOroBOi JIMHHHM, H3MEHHTe «YcTpaneHue BbIGpocoB» 1o 20% u
OLICHHUTE IPOXOXKACHUE KOHTPOIBHBIX 00pa31[0B OBTOPHO.
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Mpuno:xkenne 2. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccusn)

B cmyugae mepBoro wucmnonp3oBanus mpubopa AT-96 wmmm mepeycraHOBKH
nporpamMMmbl  HEoOXoaMMO  co3zjaTh  nporokonm ¢ HasBaHueM  «IILIP-
MUKOIIVIABMO3-®AKTOP».

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

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

3. B BepxHeil yacTu OKHa  OTKpBITH  BKIagky «Teer»
«Co3nars/PeqakTupoBaTth TeCT»!

4. Haxxats Ha KHOTIKY «C031aTh HOBBIil T€CT» U BBECTH HMSI HOBOTO TECTa
«[IOP-MHUKOILITAZMO3-®AKTOP», naxxate «OK».

5. B nosiBuBLIEMCS OKHE 33J1aTh CIEAYIOLINE TapaMeTpBbI:

Tun — kKauecTBEHHBIN

Mertox — [Noporossrii (Ct)

[Ipobupku — 0Opa3zisl

OO0beMm paboueii cMecH B IpoOUpKe — 25 MK

dayopodopst — FAM; HEX

Cosnares mporpammy amiuudukaimu «[IIP-MUKOIIJIAZBMO3-®AKTOP»
Ha)kaB Ha UKOHKY \—.

6. B pemakrope nporpaMm aMIDTH(pUKaAN BEIOPATh MIa0I0H 1 HaXKaTh
kHOIIKY «IIpuMeHUTHY.

7. B nosiBUBLIEMCSI OKHE B COOTBETCTBHU C MHCTPYKLHEH K NpUOOpY 3aiaTh

nporpammy amIuiMQukanuyu ¢ napameTpamH, yKa3saHHBIMH B TaOmuue 5. Jletekimio
OCYIIECTBIISATH MOCJIE CTAJUHN OTHKHT.

Tabauna 5. TemmnepaTypHO-BpEMEHHOM pexuM amiutndukarwn Ha J1T-96.

No TeMmnepaTypHO-BpEMEHHON PEXKUM Yucno uuKIoB
1 95°C — 5 muH 1
95°C — 10 cek
2 58°C — 30 cex 10
72°C — 20 cekx
95°C — 15 cex
3 56°C — 30 cexk, gerexiusa HEX, FAM 35
72°C — 15 cex

Haxate «OK» u coxpanuts mnporpaMMmy mnon umeneM  «IIIP-
MUKOIIVIABMO3-®AKTOP». [Ipn  nanbHeifmed  pabore  MCIOIBb30BaThH
CO3/IaHHYIO IPOTPAMMYy.

8  Ilpu 3amycke mpubopa BeiOpath «PaGora ¢ mpudopom» n «/lodaBuThH
TecT». B okHe mobasnenus tecta BeIOpath «[IIP-MUKOIIJIA3ZMO3-®AKTOP».

9 B pasgene «1. O@pa3ub» BBECTH KOJIUYECTBO OOpa3IOB BKIIIOYAsl BCE
KOHTpOJbHBIE 00pa3isl. B pazmene «3. Kontpoau» noctaButh Hyau u HaxaTh «OK».
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10 TTonp3ysich HHCTpYKIHEH K TpuOOpy 3anoaHuTh «AneHTudukarop
npooupkn» u «Tun», obpamias BHIMaHNE HA MOPSAOK 3anoaHeHna. HaxaTs KHOMIKY
«IIpuMeHuTH».

11 VYcraHOBUTH TPOOMPKH B PpEaKNMOHHBIA OJOK COTJIACHO MOPSAKY
3allOJIHEHHMST W HaXaTh KHOMKY <«3alycK NporpaMMmsbl». B mosiBEBIIEMCS OKHe
HaOpaTh Ha3BaHUE MPOTOKONIA U «COXPaHHUTHY.

12 Tlocne 3aBeplieHHs] peakMd MOXHO IIPUCTYNUTH K aHAIN3Y Pe3yIbTaToB,
00 TpH crieayromei 3arpy3ke Haxath «IIpocmoTp apxuBa».

E

13 [lamee HaxaTh HA WKOHKY C HM300paXeHHEM Mamkd W BHIOparh
¢aiin, B KOTOpOM OBUT COXpaHeH MpoTokoi. BeiOpars Tun ananusa «Ct(Cp) aas Beex
KkaHajioB». Meron — «Iloporoserii (Ct)». B okHe cmpaBa oToGpassTcst Ha3BaHHsI
00pasoB M 3HAYCHUS MOPOTOBHIX IMKIOB. BriOpats 10%. B mosummm Kpurepun
JAOCTOBEPHOCTH JAHHBIX BBeCTH: HIDKHAA TpaHHUIA/TIOPOT  TOJIOKHUTEIBHOTO
pe3yabTara-5%, BepXHsis TpaHUIA/TIOPOT HOpMaTH3auu JaHHbIX -30%.

14 Haxatp kHONKY «I[IpuMeHUTBY.

15 [lnsg moiydeHHs CBOAHOTO OTYETa IO MPOTOKONY HEOOXOIMMO HaXKaTh

KHOIIKY #=,

16 B BepxHeil yacTu okHa HaxaTh Ki1aBuiny «lledaTb» wnn «CoOXpaHUTHY,
BbIOpaTh pacuupenue (aiina, Hanpumep *.rtf MS Word, nanee «Pagoumnii croa» —
«[MIP-MHUKOIIJIASBMO3-®AKTOP» — «Otuersi» — «l'og» — «Mecsan», B
noie «Ums ¢aiina» BBecTH Ha3BaHUE B (DOPME «IOA. MeCSill. YHCIO-TAHHBIE.
Haxatb coxpaHuTh.

17 HaxaTp KJIaBUILY «3aKPBITh.

18 3axpwiTh min cBepHyTh nporpammy «RealTime PCR».

Vyer pesynbraroB IIl[P-aHanu3a mnpoBoOuTCS B COOTBETCTBHUM C 1.8
WHCTpyKIMY 10 HANIMYWIO WM OTCYTCTBHUIO TEpPEeceyeHns] KpUBOH (IIyopecleHInH ¢
YCTQHOBJICHHOM Ha  COOTBETCTBYIOIIEM YpPOBHE IIOPOTOBOM  JMHHUEH, YTO
COOTBETCTBYET HaJIMYHMIO WM OTCYTCTBHMIO 3HAa4€HHWs MOpOroBoro Iwmkia «Ct» s
ucciesyeMoro oopasia.
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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 otkpbiBiIeMcs OKHe BbiOepere BkIaaky Run Editor, B 60koBoii wacTu OkHa

Programs maxxmmure B, nocne uero otkpoercs okuo Predefined Programs. B manunom
OKHE BbIOepeTe Prelncubatlon, Hakmute kKHOnKy Add, mocne dero B JIeBOW YacTH
skpaHe Programs mosiButcst cranust Preincubation. AHanoruuHeiM 00pa3oM J00aBbTe
cramuto 3 step Amplification, mocie wero 3axpoiite okuo Predefined Programs.

3 sHRERE® d
IR e | e -

3anaiire mapamMeTpsl aMIUTH(UKAIIIE B COOTBETCTBHHU C TapaMeTpaMH, YKa3aHHBIMH B
Tabuure 6.
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Tabnuia 6. TemnepatypHo-BpeMeHHO# pexuM aMmiuindukanuu Ha LightCycler® 96

Ne TemmepaTypHO-BpEeMEHHOMN PEKUM Yucao HUKIOB
1 95°C — 300 cex 1
95°C — 10 cex
2 58°C — 30 cex 10
72°C — 20 cex
95°C — 15 cex
3 56°C — 30 cexk, gerexuus HEX, FAM 35
72°C — 15 cex

Hns sToro B JeBoil BepHeil uwacTm okHa B paszmene Programs BeiGepere
Preincubation, manee B HWKHEH mpaBoil wacTh, B pasfene 1emperature 3amaiite
HeoOxoanMoe BpeMs B cekyHaax (Duration) u temmeparypy (Target).

- S S =
— 8

—— - =]
=
=

Hanee B jeBOl BepHEW wacTH OKHa B pasjgene Programs BeiOepere 3 step
Amplification w a8 Kaxzoro miara JIeTEeKIUH aHAJOTMYHBIM 00pa3oM 3ajaiirte
HeoOXoauMble BpeMs W Temrieparypy. lllarm jerekiuu mnepexiiovarTcs B JICBOM
HIDKHEH JacTu OKHa B paszerne Steps. B paznene Acquistion Mode Ha Hy»cHO# cTagun
HEOOXOMMO yKa3aTh CUMTHIBaHUE cUrHaia (Single).

1 5
[~ TR

2l

B cron6ue Cycles ¢ moMoIpio CTpeIoK BBEPX W BHH3 3aJaliTe HEOOXOIMMOE
YHCIIO UKIIOB JJIsl KaXK/I0T0 dTara.

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

IMTox Reaction Volume naxxmuTe BKIAAKY 1 OTMETBTE (PIyopodopsl
Fam u Hex
T
= o

4. Iepeiimute Ha BKIanky Sample Editor® (mpaBka o6pasuos). [IycTele TyHKH CIEmMyeT
YIaIUTh, OCTABUB TOJNBKO 3HAYMMBIC JAAHHBIC, JJISI YETO BBIICIUTE IMYCThIE SUCHKH C
IIOMOIIBIO JIEBOM KHOIIKM MBIIIM M HAXMHUTE€ KHOIIKY B IIPAaBOM HUXHEH 4acTu
paszaena Clear wells:

B okne Gene 3anaiite HauMeHoBanus muieneii: FAM — vko, Hex —
Mycoplasma spp.

Hex Mycoplzsma sop |5l

B mpaBoit wactu, B pasaene Reaction properties orpenaktupyiite oOpasiibl:
3ajlaiiTe Ha3BaHU U YCTaHOBUTE THII HccieayeMbix obpasuos (Type Positive control
JUI  TIOJIOKUTENBbHBIX 00pasmoB, Type Negative control mast OTpHIATENBHBIX
KOHTPOJbHBIX 00pasuoB, Type Unknown s ucciaenyembix oOpasioB u BK-
(OKO)).

5. B maHenu MHCTPYMEHTOB KJIMKHUTE MO 3HAUKy Save Experiment, 4to0Obl COXpaHUTD

HOBBII OKCIICPUMCHT.
S ——————————————y Y |

R @ ,IT_'I_ BE® &>
-
e ey e N e

[Tocne OTKPHITHSI AMAIOTOBOTO OKHA Save As 6pI0epuTe AMPEKTOPHIO, B
KOTOPOH XOTHTE COXpaHUTH (ail skcepuMenTa. BBeaure nms (aiina skcriepuMeHTa
(maruHMued) ¥ HaxMmuTre Save. JMamoroBoe OKHO 3aKpOETCsi, OJKCIEPHUMEHT
coxpanutcs B Buje ¢aitna LightCycler® 96 (.1c96)

5 OO6pasupl MOXKHO PEIAKTUPOBATh IO MM IIOCIE MOCTABKH AKCIHEPUMEHTA: NMporpamma OyIeT CHHMATb
JTaHHBIE (DIyOpECEHIINH M0 BCEM BBHIOPAHHBIM KaHaJIaM JIETEKIMU CO BCeX 96 JTyHOK MO YMOIYAHHIO.
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6. DKCIIEpUMEHT HEOOXOIUMO TIEPEHECTH B MPHOOP: ecy MPHOOpP MOAKIIOYECH depe3
cereBoit kabems (b0 uepes WIiFi) &k KOMOBIOTEPY, TO MOXHO 3arpy3uTh
SKCIEPUMEHT Uepe3 OTKPHITYyI0 pabouyto mporpammy LightCycler96, mmbo, ecnmn
npudop aBTOHOMEH, MOJKHO Bocmoub30Bathess USB HocuTenem.

6.1 Ilepenoc skcniepuMenTa B pudbop ¢ nomonisio USB Hocutens

BcraBere USB HocuTenb ¢ cOXpaHEHHBIM Ha HeM (hailjioM 3KcHepHMeHTa
(.1c96) B mopt USB, pacnosioxeHHBI Ha TpaBod maHenu mnpudopa. Kak Toibko

sHayok USB  “®° | mosBMTCA HAa DNaHenH COCTOSHMA NpPOrpaMMbl HpuGopa
LightCycler® 96, daiin sxcriepumenTa Oyaet qo0aBiieH B TAOIHITy SKCIIEPUMEHTOB BO
Biiazake Overview.

;

Daiinel, coxpanennsie Ha USB Hocurene, 0603HaueHsl 3HAUKOM “— . Daiiibl,

COXpaHEHHbIe Ha MpuOope, 0003HAYECHBI 3HAUKOM -, (aiispl, KOTOpbIe XpaHsATCs U
Ha npubope u Ha USB HOcuTene, 0603HaUYEHBI JBOWHBIM 3HAYKOM. {711 TOro 4ToOBI
nepenectu (aiin Ha mpubop (M HaobopoT), HeoOXOAMMO Haxath Synchronize.
INocTraHOBKY 3KCIEpUMEHTa MOXKHO NPOBOAUTH Hanpsimyro ¢ USB Hocurens, mocie ee
YCIICITHOTO 3aBEpIICHUs] JlaHHbIe OyIyT aBTOMaTH4Yeckn coxpaHeHsl Ha USB
HOCHUTEIE.

6.2. IlepeHoc »skcrnepuMeHTa B MNpPUOOpP C MOMOUIBIO pabodell MporpamMMsbl
LightCycler® 96

L

=
IMocne coxpaHenus sKcrepuMenTta Haxmure Show Startap Wizard ™ ===l B
NosIBUBILEMcsl OKHe BbIOepute Instrument Manager:

LightCycler® 96
Recent Experiments News and Support

Please choose an option below:

> Create New Experiment

> Create New Experiment from Existing

D> Create New Experiment from Roche Template
>

Open Experiment

> Instrument Manager

D Result Batch Export
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B mome Instrument momken oroGpasurees mpuGop LightCycler. 3arem
nepeiinure Ha BKiIaaky Send/Recieve Experiment m B okme You PC BriGepure

COXPAHCHHBIH SKCIICPUMEHT M HaXMuTe ™. DKCICPUMEHT OyNET CKONMPOBaH B
naMsath npubopa. JlanpHeHmuid 3amycKk MporpaMMbl HEOOXOJUMO MPOU3BOIUTH C
MTOMOIIIBI0 CCHCOPHOU Tanenu Ha camoM mpudope LightCycler® 96.

7. 3amyck 3KcIepUMeHTa

DKCIEPUMEHT 3aITyCKaeTCs ¢ MOMOIIBI0 CEHCOPHOTO YIPaBJIEHHs Ha repenHeit
gacTu npudopa.

3arpy3uTe mramky aubo mpodupku ¢ obpasmamu B mpubop LightCycler® 96.
Haxxmure Start Ha OOKOBOW THaHeNW OOIIMX KOMAaHJI OCHOBHOTO OKHA IPOTPaMMEI
npubopa LightCycler®.

Name Last Modified  Status Storage

Testrun Napeonz17 () <0

Bribepure Bkimaaky Raw Data, utoObl HaOar0AaTh MPOIECC BBIMOJIHEHUS
IMOCTAHOBKH.
8. Tlocnme 3aBepmieHUs MOCTAaHOBKA HEOOXOOMMO IIEPCHECTH IICPBUYHBIC TaHHEIC,
MOJyYCHHBIC POTPaMMON MpHOOpa AJIs MPOBEACHUS aHAIN3a B pabOUyr0 IporpaMmy
¢ nomonrpio USB HocuTenst TM00 ¢ MOMOIIBIO CETEBOTO MOIKIIOUEHUS K IPHOOPY.

9. AHalU3 ¥ MHTEPIPETAIHs PE3yIbTaTOB
Otkpoiite (ailn 3aBepHICHHOTO aHATH3UPYEMOTO 3KCIEPUMEHTa (CO 3HAYKOM

B7) B paboueii mporpamme LightCycler® 96. Ortkpoiite Bkiaaaky Analysis. Ha
MaHeI WHCTPYMEHTOB KiukHuTe 1Mo 3Hauky Add Analysis, uTo6sl 106aBUTh HOBBIi

aHaJIus3.
& ughtcyder® 96
File Tools Options Window Help

s ERBE R BE G
Run Editor | Sample Editor | Raw Data JEEUELEE] I Add Analysis

Qualitative Detection [ Toucad

Ortkpoercs auanorosoe okHo Create New Analysis. Beioepure Abs Quant

Create New Analysis.

D) Endpoint Genotyping
High Resolution Meiting

D Qualitative Detection

O Rel Quant

Tm Calling

Analyss Name |[ITIRIER |
—
Haxmvure OK. Bo Brmagke AnalysiS B COOTBETCTBHM € HCXOIHBIMH
HACTPOMKAMH HaXOSITCS YETHIPE OKHA C PE3yJIbTATAMU SKCIIEPUMEHTA:
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e Kpusvie amnaughuxayuu
e Cmanoapmmusie kpusuie®
e Tennosas xapma
o  Tabruya c pezyromamamu
{(pu-un{aunnnouxaunu, xawan FAM —ce BE 'K!.m-uo amnandukaumn, kanan HEX —— @

Tennosan kapra -

B3 Tabnauua c pesynsraramm — o@
T

Ha mennoeoii kapme (1e6oe HujicHee OKHO HA PUCYHKE) 3€/IEHbIM UGEMOM
0003HaUAIOMCA  RONOICUMENbHBIE 00paA3Ybl, KPACHBIM UGEMOM 0003HAUAIOMCS
ompuyamenvHble 00pazybl.

Bunmanue! Heo6xoquMo BH3yallbHO OLICHUTH KpPHBBIE aMIUTM(UKAIMU KaK B
celpoM BHJe (Bkianka Raw Date), Tak u mocie ananusa (Bkiaaka Analysis). Kpusble
JIOJDKHBI MMETh KJIACCHYECKyIo S-o0pasHyio ¢opmy. OO6pasmpl, Gopma KOTOpHIX HE
COOTBETCTBYET KJIaCCHYECKOH M It KoTophix Ha kaHanme FAM (BKO) nabmomaercs
KOPPEKTHBIH pe3yabTaT HEOOXOIMMO MUCKIIIOUUT M CUNTATh OTPHLATEIbHBIMHU

Jnst oOpas3noB (opma KOTOPBIX HE COOTBETCTBYET KJIACCHYECKOW W JUIs
koTopbix Ha kaHane FAM (BKO) nabnromaeTcss HEKOPPEKTHBIM MM OTPUIATEIHHEIH

pe3ynbTaT He0OXOAMMO MTPOBECTH MOBTOPHBIN aHATN3 C 3Tara YKCTPAKIIHH.

[Ampiication curves ==
HE e e =
1.600
1400
1.200
1.000

Mpasnannbie KpHaRIS
0.600

Fluorescene

o500

0300

O6pasen. Knrw: nerArounTL [—
0.200 iheamenT
0,000+ =22 T .- o Laamn

o.000 s

0.00 200 400 600 800 1000 1200 1400 1600 16.00 20.00 2200 24.00 2600 26.00 30.00 3200 3400 3600 3800  40.00
cvele

Yyem pezynomamoe III[P-ananuza nposooumcs 6 coomeemcmeuu ¢ n.§
Hucmpykyuu no nanuuuio unu omcymcmeuio nepeceyenus Kpueoi guyopecyenyuu c
VCMAHOBNIEHHOU  HA — COOMBEMCMEYIWEeM VPOSHe HOPO206OU  JUHUEeU,  4mo
coomeemcmayem HAIUduo Ui OmCcymcemeuio 3Havenus nopoeogozo yuxia «Cty ons
uccredyemozo obpasya.

6 okHO CranapTHbIe KpUBBIE He OYET COAepKaTh HUKAKUX JTaHHBIX, TOCKOJIBKY B HA0Opax He

npeayCMOTPEH BaApUAHT KOJIMYECTBEHHOI'O aHaJIn3a
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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...).

_=5]
[eono)

Opsrie DaleFie e
7 Opart 2 Gana Study
©) Operi s Freferences

Jescipten

Setup the piotosel and pies to begin n evperimen,

sonstafe [ Ok [ ces —

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 7. TemnepaTypHO-BpeMeHHOM pexnM amruinukarmn Ha CFX96

TemneparypHO-BpEMEHHOU PEXXUM Yucno nukios
1 95°C — 5 muH 1

95°C — 10 cek
2 58°C — 30 cex 10

72°C — 20 cex

95°C — 15 cex
3 56°C — 30 cexk, gerexiusa HEX, FAM 35

72°C — 15 cex

3anath 00beM peakimoHHON cmecu Sample Volume — 25 mkur.

4. 3amatp cxeMy IUIAHIIETa — pAacloOJOKEHHE TPOOMPOK U JIETEKIHIO
(ITyopecieHTHOTO CHTHajla BO BCeX MPOOMpKaxX IO HCIOJIb3YeMbIM KaHajlaM B OKHE
Plate momymnst Experiment Setup. B mento Sample type seiopats Unknown, Haxas Ha
kHOTIKY Select Fluorophores..., BeiOpats ramoukamu ¢uryopodopsr FAM u HEX u
HaxaTe OK, 3areM 3ajaTh TajJOYKaMH H3MEpEeHHE (QIIyOpPECHUEHTHOTO CHTHAalIa B
BBIOPAHHBIX MPOOUPKAX 110 TaHHBIM KaHajam. B oxae Sample name 3amats Ha3BaHue
o0pasnoB. CoOXpaHHUTh CXeMY IUTAHIIETA.
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OTKpBITh KPBILIKY Tpubopa, HaxaB kuomky Open Lid. ITocraBuTh peakIHOHHBIC
MpoOUpPKH B SYCHKH aMIUTMPUKATOpa B COOTBETCTBHH C IPEIBAPUTEIHFHO
3arporpaMMHPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY INpHOOpa, HakaB
kuonky Close Lid.

5. 3amyctuTh BHIIONHEHWE BBHIOpaHHON mnporpamMmer  «IILP-MUKOITJIA3ZMO3-
DOAKTOP» ¢ 3aganHOI cXeMoif IUTaHIIeTa, HaXkaB KHOTKyY Start Run.

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

AHajau3 pe3yJbTaToB amnMukanum ais kanaia FAM (BKO).

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

(1yopecueHIHH.
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YCTaHOBHUTH TOPOTOBYIO JIMHUIO Ha ypoBHE, cooTBeTcTByRomeM 10-20 % or
MaKCHMaJIbHOTO YPOBHS (JIyopecleHLUH, Mojay4eHHoro s oopasua «K+» B
MocjeTHeM [uKJIe aMIunGuKanuu (ypoBeHb (IIyOPECHEHINH CYUTAIOT DPAaBHBIM
OmmkaiiieMy K HeMy JAEJCHHIO INKalbl, IOMedeHHoMy Imdpoi). s storo
MIOPOTOBYIO JIMHHIO MOXKHO JIMOO TMEPeTaliuTh C MOMOIIBIO JIEBOM KHOIKH MBbIIIH,
6o BeIOpath B MeHro Baseline Threshold (o menuky npaBoii KHOIIKH MBIIIH B OKHE
rpaduka ¢ayopecuennun) omnuuro User Defined u BBectn HyKHOE 3HaueHHE B
TEKCTOBOM II0JIE.

Baxno, uro0bl rpaduk QuayopecueHumu st obpasna «K+» mokassiBai
XapaKTepHOe IKCIIOHEHIMAIbHOE HapacTaHue (JIyopeclieHTHOTO CUTHAIA.

9. B tabsune pesynsratoB (okHO «Quantification Data») nosssites 3nauenus Ct.
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AHaJIM3 pe3yabTaToB amiunukanum 11 kanajia HEX (Mycoplasma spp.).

10. Beibpars B okue moxyms Data Analysis Bo Brmamke Quantitation manubie 1o
kaHary HEX, BbmennB Tanodkodl COOTBETCTBYIOIIWH OOKC TOA TpaduKoM
¢bryopecueHIuH. YCTaHOBHUTH MOPOTOBYIO JIMHUIO HA YPOBHE, COOTBEeTCTBYIOIEM 10-
20 % oT MaKCUMaJFHOTO YPOBHS ()IIyOPECICHIINH, TOJTy4eHHOTo st 0Opasia «K+» B
MOCHEHEM IMKJIE aMIUTUpUKali (YpOBeHb (IYOPECUCHIMH CYHTAIOT DPABHBIM
OmmkaiiieMy K HEMy JCICHHIO Kb, MOMEYeHHOMY wudpoit). s storo
MOPOTOBYIO JIMHUIO MOXKHO JIHOO MEPETAlIUTh ¢ MOMOIIBIO JICBOH KHOIKH MBIIIIH,
6o BeIOpath B MeHio Baseline Threshold (o mienuky npaBoil KHOIKH MBIIIH B OKHE
rpaduka dayopecrennuu) omuro User Defined u BBecTn HykHOE 3HaucHHE B
TEKCTOBOM IIOJIE.

Baxno, duroOsr rpadumk ¢iayopecuenimm s obpasma «K+» moxaspIBan
XapaKTepHOe YKCIIOHCHIMAILHOE HapacTaHUe (IIyOopecleHTHOTO CUIrHaa.
11. B rabnuue pesynsTatoB (okHO «Quantification Data») nosiBsitcs 3Hauenus Ct.

12. Yuer pesynbratoB [11IP-aHanu3a npoBogurcs B cooTBeTcTBUM ¢ 1.8 MHCTpyKIMU
[0 HAIMYUIO WIM OTCYTCTBUIO IepecedeHus KpuBoW QuyopecueHnuu c
YCTAaHOBJICHHOM HA  COOTBEICTBYIOLIEM YpPOBHE IIOPOTOBOM  JIMHUEH, 4TO
COOTBETCTBYET HAJIMYUIO WIM OTCYTCTBHMIO 3HA4EHHUS NMOPOroBoro nukiaa «Ct» ams
nccieyeMoro oopasia.
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Ipuno:kenue 5. JIUCT BHOCUMBIX H3MeHeHH

Pepaxkuus

MecT0 BHOCUMBIX
M3MEHEeHHH

CyTh BHOCUMBIX U3MEHEHU

Bepcus 1.1 ot
11.10.2017

[TyskT 6 B3sarue n
00paboTka MaTepuana,
TPAHCIIOPTUPOBAHHE U

XpaHEeHHE IPod

Jobasnen nccieayemprit
MartepHal (CMbIBBI U3 KIOaKH,
CMBIBBI M3 TPaXeH, Ma3KH U3
BJIarajIuiIa)

Bepcus 1.2 ot
10.01.2018

Paznen «I[Ipunoxenus»
WHcTpykuun

Ho6asneHo Ipunoxenue 3
«[lopsimok paboTs! Ha iprbope
LightCycler® 96»

Bepcus 1.3 ot
14.03.2018

TemneparypHo-
BPEMCHHBIC PEKUMBI
nposeneHus I111P,
Tabauie 4,5,6

KommdecTBo MUKIOB Ha BTOPOM
3Tane yMeHblIeHo 10 40

Bepcus 1.4 or
20.08.2018

Ilynkr 6 «B3stue u
00paboTka MaTepuana,
TPaHCIIOPTUPOBAHUE U

XpaHEeHHe Mpoo»

JobasneH uccieayeMprit
MaTepHai (IoMeT)

Bepcus 1.5 ot
20.02.2019

Tabnuna 4, 5, 6

M3meHeHs! napaMeTpbl
TeMIIepaTypHO-BPEMEHHOTO
pexuMa aMIUTHUKALHH

Bepcus 1.6 ot
26.03.2019

Tabmuma 4, 5, 6

M3meHeHs! napaMeTpbl
TeMIIepaTypHO-BPEMEHHOTO
pexnMa aMIUTH(UKAIIH

Bepcus 1.7 ot
10.12.2020

Paznen «llpunoxenus»
WHcTpykuun

Jo6agneno Ilpunoxenue 4
«[Topsimok paboTs! Ha mpubope
CFX96 (Bio-Rad, CIIIA)»
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Penaknus

MecTO BHOCHMBIX
M3MEHEeHHH

CyTh BHOCUMBIX U3MEHEHU M

Bepcus 1.8 ot
22.12.2020

Pasnen «Hasnauenue»

Ilo Texcty

Bepcus 1.9 or
25.05.2021

cTp. 5, cTp. 9

JloGaBieHBI CHOCKH,
nosicusronine, uro BMecto OKO
JIOMYCKAeTCsI UCTIOJIb30BATh
¢uspactBop, TE-Oydep,
JTUCTUJLTUPOBAHHYO BOIY

Bepcus 1.10 ot
12.11.2021

Ilo Tekcty

Jlo6aBieH MaTepHa: KyJabTyphl
MHKPOOPTaHU3MOB U
MHUTaTeNIbHBIE CPEIBI.

M3MeHeHus o TeKCTy

Bepcus 1.11 ot
10.01.2022

Ilo Tekcty

W3meneno nassanne BKO

Bepcus 1.12 ot
21.02.2022

Paznen 6. Basarue u
00paboTka MaTepuana,
TPAHCIIOPTUPOBAHKE U

XpaHEeHHe Ipod

OTpenakTHpOBaHbI
PEKOMEHIAINH TI0
pOOOIIOATOTOBKE

Bepcus 1.13 ot
27.04.2022

Paznen 6. B3stue u
00paboTka MaTepuana,
TPaHCIIOPTUPOBAHUE U

XpaHeHne mpood

JlobaBrieHO: Ha yCMOTpEHHE
BETEpUHAPHOTO Bpadya
JIOITYCKAEeTCsl UCCIIEZIOBAHNE
JIPYTUX BUAOB OMoMarepuana

Bepcus 1.14 ot
28.09.2022

IIpunoxenue 2.
[opsimox paboTs! Ha
mpudope AT-96 (JIHK-

TexHoorus, Poccns)

I'eomerprueckuii (Cp) Meton
00paboTKN TaHHBIX 3aMEHEH Ha
moporossiii (Ct)
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Penaxkuus

MecTO0 BHOCUMBIX
H3MeHEeHHH

CyTL BHOCHMBIX M3MeHEeHU M
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ITo Bompocam kadectBa Habopa peareHToB «I[1L[P-MHWKOITJIASMO3-®AKTOP» nnu
M0 BOHpOcaM MpPHOOpETEeHWs] TECT-CHCTEM HaIlero MpPOM3BOJCTBA IPOChOa
obpamatecs B OO0 «BET ®AKTOP» no aapecy:

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

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

Email: vet@faktor.ru



