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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

Habop npennasnasen mis BeissBieHus JJHK Bo3Oynuteneit TyOepkynesza mTHil
(Mycobacterium avium, Mycobacterium intracellulare) B OuojormdeckoM
MaTaJIOTHYECKOM MaTepuane (MOMET, (parMeHTHl MOPAKEHHBIX BHYTPEHHUX OPraHoOB,
giila, MpH pecnupaTopHoil (opMe — Ma3KH CO CIM3UCTOH JbIXaTeJbHBIX MyTEH,
(parMeHTH Tpaxew, JETKUX!), a Takxke B KyJbTypaXx MHKPOOPTaHHU3MOB, CMBIBAX C
noBepxHocteid MeronoMm ammnpukannu JHK ¢ dayopecuentHoit nerekuumei B
PEKIME «PEaNbHOTO BPEMEHM».

2. XapaxTepHucTHKa Hadopa
2.1 llpuHuun geicrBust

HabGop moszBomsier cnenupuiyeckn aMIommpUIApoOBaTh (PparMeHT TeHOMa
Bo30OyauTeneil Tyoepkynesa ntun U JJHK BHyTpeHHEro MONOXHTENEHOTO KOHTPOIS
(bakrepnoara T4) B MyIbTHIUIEKCHOW MOJIMMEpa3HOH LenmHO# peaknmu. etexums
MPOXYKTOB aMIUTM(HUKAIIMA OCYIIECTBISCTCS B PEXHME pEaJbHOTO BpPEMEHH C
UCTIONIb30BAaHMEM IIPHHIUIA BBINICIUICHUA (DIyOpPECHeHTHOM MeTKH 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) lns ananuza 55 006pasioB (BKIFOYAS KOHTPOJIbHBIC 00pa3Iibl)
2) dns ananmmza 110 0Opa3mnoB (BKITtOYast KOHTPOIBHBIE 00pa3Ils).

CocraB Habopa npuBeneH B Tabmmmax 1 u 2.

IIpoTOKOI BBIXOTHOI'O KOHTPOJIS JOCTYICH I10 3aIIpOCy.

! Ha ycMOTpeHME BETEPMHAPHOTO Bpaya JOIYCKAETCs MCCIEN0BaHME GHOMATEPUANA OT JIFOOBIX
>KHBOTHBIX
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Ta6ymma 1. Kommurekt Nel s nposenenust TTLP:

O0BeM, MK Kou-
Ne CocTtaB KOMITIEKTa Omnwucanue
Ha 55 Ha 110 BO
peaxuuit peakuuit
Mpo3pavyHast
Cwmecs ms nposenenus [1LP,
1 I[P CMEChH TYB. IITHII 6ecIIBeTHa:1 275 550 1
JKUJIKOCTh
Mpo3pavyHast
Bydep nns nposenenus I11P,
2 I[P BY®EP TYB. [ITHII OecrBeTHAS 550 1100 1
KHUJIKOCTD
mpo3payHas
3 JHK Ilonumepasa, OecrBeTHAsA 30 60 1
TAQ POLYMERASE BSI3Kas
KHUJIKOCTD
mpo3payHas
Bydep ons pazsenenns JHK,
4 JHK BYDEP OecriBeTHAs 500 1000 1
KHJIKOCTh
Tabmuua 2. Kommiekt No2, KOHTpOJIbHBIE 00pa3Libl:
O06beM, MKIT K
oJI-
Ne CocTaB KOMILIEKTa Omnucanue Ha 55 Ha 110 5o
peakuuit peakuuit
Bnyrpennuit IIpo3pavHas
1 KOHTPOJBHEIN 00pasertl, OecrBeTHAS 550 1100 1
BKO T1 HKUIKOCTD
OTpunartenbHbIH IIpO3pavHast
2 KOHTPOJIbHBIN 00paszell, OecrBeTHast 1500 2000 1
OKO (TE 6ydep)? HKHUJIKOCTh
ITonoxurenbHbIN Ipo3pavHas
3 KOHTPOJIbHBIH 00paserr, OeciBeTHAs 100 200 1
KO TYB. IITUI JKUJKOCTh

B Habop He BXOAAT pPEAKTHBBI JJSI OKCTPAKIUM HYKJIEUHOBBIX KHCIIOT.
Brinenenne JJTHK mMoxkeT mpoBOIUTECS, HApUMeEp, C OMOIIBI0 HAOOPOB Ha OCHOBE
COpPOLIMOHHOTO METOJIa, B COCTaB KOTOPBIX BXOJAUT CIJIUKA I MUKPOICHTPH(]YKHBIC
KOJIOHKH, ¥ Take HaOOpOB Ha OCHOBE (PEHON-XITOPOPOPMHON SKCTPaKIUH W T.II.
Pexomennyercst ucnons3zoBath Habop «/JHK/PHK-C-®AKTOP» nu6o aHaIOTrUYHEIH.

*
Bo3MoskHa sierkas onajieceHIus

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

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

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

[TokazaHo OTCYTCTBHE HeCHeNM()UICCKUX pEaKIuii KOMIIOHEHTOB Habopa B
otHomeHnn oOpasnoB JIHK uemoseka, cBuupm, KPC, cobakm, KOIIKH, KypHIIBL,
TOyOsL.

4. Mepsl IpeI0CTOPOKHOCTH

Bce pabotel mo cOopy, TpaHCHOPTUPOBAHMIO W IIOATOTOBKE IIPO0
OMOJIOTMYECKOTO MaTepHaia OT )KUBOTHBIX OCYILIECTBIATh B CTPOTOM COOTBETCTBUH C
tpeboBanusimu CanlluH 3.3686-21 «CaHUTapHO-3NIMAEMHOJIOTHYECKHE TPeOOBaHUS
1o npouIIaKTHKe HHPEKIIMOHHBIX OoJIe3Hel

HccnenoBanue mpoBOAUTCS B JIBAa dTala B JABYX OTAEIBHBIX IOMELICHUAX
(3oHax), cormacHo MY 1.3.2569-09 «Opranuzauusi paboTel J1abopaTOpHii,
UCIIONIB3YIOMIMX METOAbl aMIUIM(UKAIMA HYKICHMHOBBIX KHCIOT MpU padoTe C
MaTepHalioM, COAEPKAIlM MUKPOOpraHu3MsI |-V rpymni matoreHHOCTH».

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

IMpoumecc wmccnenoBaHus SABISIETCST CTPOTO  OJHOHANPABIEHHBIM, pPabOTY
cllelyeT HauYMHATh B 30HE MOJTrOTOBKHM MaTepHaia, NpOJOoJDKaTh B 30HE 3KCTPAKIMH
HYKJICEMHOBBIX KHCIJIOT, 3aT€M B 30HE aMIUIM(pHUKaluH. 3amnpeniaercs BO3BpallaTh
00pasIsl B 30HY, B KOTOPOH ObliIa MPOBEICHA MPEAbIAYIas CTaaus MpoIiecca.

PaboTtaTh TOJBKO B OAHOPA30BBIX MEPUYATKAX, MCIIONB30BAaTh U MEHATH IPH
KaX/1011 oTepanuy 0JHOPa30Bble HAKOHEYHUKHU C a3PO30JILHBIM 6aphepoM.

OnHOpa30ByIO MIACTUKOBYIO TIOCyay (MPOOUPKH, HAKOHEUHUKH) cOpachIBaTh
B CIIEIMAIBHBIN KOHTEHHEp, COJepKalui Ie3nHOUIMPYIOIIUA pacTBop (Hampumep,
0,2% HaTpHeBOH CONM AMXIOPU3O0INAHYPOBOM KHUCIIOTHI).

Paboune nosepxnoctu B I[P nomemenusx obaydator Y® cBeTOM B TeueHHE
30 MuHYT 10 Hayana W HOcie MpoBeneHust pabor. Tarke mocie OKOH4YaHMS paboT
pekoMmeHayeTcsi  oOpabareiBaTh  pabounMe  MOBEPXHOCTH  JIE3MH(UIMPYIOIINM
pacTBOPOM.
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5. MarepuaJibl 1 000py10BaHNe

s 30ub1 Beigenenus JJHK u3 ucciexyeMsix npoo:

e HacrtonpHBI OOKC C OaKkTepUIMOHON IJIAaMIONH WIH  CTEPUIBHBINA
namMuHapHeld  1mkag — (Hampumep, «BbABmn-«Jlamunap-C»-1,2», «JlamuHapHbIe
cucteMsl», Poccus);

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

e BakyyMmHBIl OTcachlBaTelb MEIUIIMHCKANA C KOJOOW-JOBYIIKOW IS
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 IOJNUNPONUICHOBBIE NpoOupku Ha 1,5 Mu (Hampumep,
«Tarsonsy, Uunus);

e OnHOpa30Bble HAKOHEYHHKH ISl IHUIETOK MEepeMEHHOro o0bema ¢
a’po3ousibHBIM OapbepoMm a0 200 u 1000 Mk B mTatuBax (Hamp., «Tarsons», Uumust);

e [lepuaTky MeIULIMHCKHE HEOIyIPEHHBIE JIATCKCHEIC,

o IlltaTuBBI A1 MUKpOIIpOOHUPOK Ha 1,5-2 mut (Hanmpumep, «Axygeny, CIIIA);

e EMKOCTB ¢ Ie3MHQUIUPYIOIINM CPEICTBOM;

e  XonoauwibHUK OT 2 110 8 °C ¢ MOpO3UIIbHOM Kamepol ot -24 a0 -18 °C.;

e Xanar mabopaTopHBIH;

e Habop mms Beigenenust THK (cMm. myHKT 2.2).

st 30ub1 nposenenus INIP ananu3sa:

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

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

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

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

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

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

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

e OpHOpa3oBBIE MOHIIPONIUICHOBEIE Tpobupku Ha 0,2 1 1,5 M (Harmpumep,
«Axygeny, CIIIA);
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e  IlraruBel gt Mukpornpooupok Ha 0,2 u 1,5-2,0 M (Hampumep, «SSl»,
CIIA);

e  [lepuartku MeIUITMHCKIE HEONMYAPEHHEIE JTATEKCHBIC;

. Xanar nabopaTopHbIi.

6. BssiTue m 00paGoTKa MaTepuajia, TPAHCIIOPTHPOBAHHE U XpaHEeHHE P00
6.1 OT60op MaTepuaa s UccaeJ0BAHUSA

Jlnis Mccne10BaHus CTIONB3YIOT CIEAYIONIUI MaTepralt:

® Masku ¥ COCKOOBI CO CIIM3UCTOM JBIXaTEeNbHBIX MyTeH CHUMAIOT C OMOIIBIO
CTEPHJIBHOTO 30H/A, 30H] OMEIIAIOT B IUIACTUKOBYIO MUKPONPOOHUPKY oO0beMoM 1,5
™I ¢ 0,5 MJT CTEepHIIBHOTO (PH3HUOTIOTHIECKOTO PAcTBOPA;

o Slita oTOMparoT B CTEPUIIbHBIA KOHTEIHHED;

e Oexanuy, TMOMET BECOM 5 T. OTOMPAaOT B CTEPUIBHBIH IJIACTHKOBBIN
KOHTEHep;

o OparMeHTH TKaHEH U OPTaHOB OTOMPAIOT B CTCPIIILHBIA KOHTEHHED;

o KynbTypbl MHUKPOOPraHHU3MOB B JKUJAKHX CpellaX OTOMpPAIOT B CTEPUIIBHYIO
Tapy;

o bakrepuanbHble KOJOHUHM pecycrneHaupyorT B 0,5 min ¢usnonorndeckoro
pacTBopa;

o [lutatenbHble cpeabl  OTOMPAaIOT B CTEpPHIbHYIO Tapy  (TBepble
pecyCeHOUPYIOT B (PU3HOJIOTHYECKOM PACTBOPE);

o CMBIBBI C IIOBEPXHOCTEH (BHYTpHJIaOOpAaTOPHBIX, C IOBEPXHOCTEH Taphl,
KOPMYILIEK, MECT COJEpP KaHHs KUBOTHBIX U JIp.) OTOMPAIOT B CTEPMIbHYIO Tapy ¢ 0,5
MJT (PM3HOJIOTHYECKOTO PACTBOPA.

[Momyuennsie 00pa3ipl MOXKHO TPAHCIIOPTUPOBATH M XPAaHHUTh B CIETYIOMINX

peKUMax:

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

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

- IpH TeMIiepaType He Belie MUHyC 68 °C - IINTensHO.

Ha ycmompenue eemepunapnozo epava 0onyckaemcs ucciedosanue Opyeux
81008 buomamepuana.

6.2 TlonroToBKa HCCIEIYeMOr0 MaTepuaia

Ma3kd Hu COCKOOBI CO CIHM3HCTBIX CO CIHM3UCTOW JIBIXaTEIbHBIX MYTEH,
KyJBTYpbl MHKPOOPTaHU3MOB U MHUTATENBHBIC CPEIbl, CMBIBEI C TIOBEPXHOCTCH
ucnone3yror s BeiaeneHus JIHK Oe3 mpemBaputenbHONW MOAroTOBKHA. CMBIBEI C
MTOBEPXHOCTEH, B3ATHIC IJIsI IIPOBEPKU HATUYUS BHYTPHIA0OpATOPHOH KOHTAMUHAIINH,
BBLJICNATE HE HYXKHO.

HUccrenyemble mpoObl TKaHeW, OPraHOB TOMOTCHH3HPYIOT C HCHOJIh30BaHUEM
CTepIIBHBIX (aphOpOBBIX CTYNOK M MECTHKOB, 3aTeM roToBAT 10% cycreH3mio Ha
crepuibHOM (pu3monorudeckoM pactBope. CyCHeH3WI0 TEPEHOCSAT B TMPOOUPKY
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oosemoMm 1,5 min u mentpudyrupyor npu 2000 06./muH B Teuenue 5-10 muH.
AnMKBOTY HagocagogHou xuakocty (0,1 mir) ucrmonb3ytot s skctpakiun JTHK.

[Ipu nccremoBaHUM UL TIIATEIHFHO CMEUIMBAIOT XKEITOK U Oenok, 6epyt 300
MKI u gobasimsror 200 mxn OKOS, cHOBa THIATEIBHO nepememnBaT. 100 MK
MOJYYEeHHOTO MaTepHalia UCIONb3YIOT B BblIeneHue. [Ipu uccienoBaHuM KypHHBIX
SMOPHUOHOB B CKOpJIyINE MPOKAIBIBAIOT OTBEPCTHE MIJIOW CO CTEPHIIBHBIM IINPHLEM
WIN NACTEPOBCKOM MMIIETKOM ¢ QUIBTPOM M OTOMPAIOT B MpoOUpKy oObeMoM 1,5 mi
1,0-1,5 MJ1 aJsTaHTOMCHOM XKHUIKOCTHU, HCIIOB3YIOT 100 MKJI B BBIZICIICHHE.

U3 ¢dexamuit, momera (1-5 r) roroBsr 10% CyCmeH3WIO Ha CTEPUIHHOM
¢u3nonIormYecKoM pacTBope. B3Beck Qexanuii JeKaHTUPYIOT B TedeHHH 5-10 MUHYT.
Otbuparot 1 M1 HaMOCATOYHOH KHUIKOCTH M MEPEHOCAT B YHCTYIO Mpooupky 1,5 mu,
neuTpudpyrupytor npu 5000 o6./mMuH Ha ueHTpudyre «MiniSpiny, Eppendorf, B
teuenne 5 muH. Okcrpaknuio JJHK w3 ocBeTieHHOTrO sKCTpakTa (peKannii mpoBOIST
0 BO3MOXKHOCTH, cpa3y. [Ipn HeoOXOIMMOCTH XpaHEeHHUS 3aMOPAKUBAIOT.

Ha yemompenue eéemepunapnozo eépaia 0onyckaemcs uccieoosanue Opyaux
61006 buomamepuad.

7. TIpoBenenue aHaIM3a

HUccnenoranue ¢ momoinsio Habopa peareutoB «I1L[P-TYBEPKYJIE3-IITUII-
OAKTOP» cocTOUT U3 TpeX ITaIoB:
e okerpaknus JJHK;
e nposenenue [P PB;
®  y4eT pe3yNbTaTOB aHAIN3A.

7.1 Dkerpakuus (Beigeaenne) HK n3 kiimHA4YecKkoro Mmarepuasa

OTto6path HEOOXOAMMOE KOJIMYECTBO OJHOPA30BBIX MPOOHPOK 00beMoM 1,5 mi,
BKJIIOYasl OTPHULATENbHBIH KOHTPOJb BBIAEIEHUS. BHecTH BO Bce mpoOMpkH ¢
HccleayeMbIMu 00pa3amMu, Brimodas nmpooupky mist OKO, mo 10 mxx BKO T1.

Brectu uccnemyemsie mpoObl B 00bEMe COTTACHO MHCTPYKIMH K Habopy I
Beigenennst JIHK, B mpoOMpKy OTpHMIATENILHOrO KOHTPOJISL BBIIENICHHS BMECTO
uccneayemoii npo6sl Buectd OKO? (npo6upky 06o3naunTh kak BK-).

Beigenars JJHK w3 aHanu3upyemblX M KOHTPOJIBHBIX OOpa3IoB COTJIACHO
MIPOTOKOJTY HHCTPYKIIMK Ipou3BoauTens Habopa amst Beienenus JTHK.

Boinenennyto JJHK MOXHO XpaHUTh B TeEUeHHE OJHOW HEAENU TMpu
temnepatype ot 2°C go 8°C unu B TedyeHUe roja npHu TeMIEpaType He BbIIIE MHUHYC
16°C.

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

JIMCTHIUTAPOBAHHOM BOJIBI. PeareHTh! JOKHBI ObITh YHCTBIMH M CTEPHIIbHBIME. 3aMPEIIaeTCs HCIOJIb30BaTh
3a0y(epeHHBIi HH3N0IOrnYeCKUi pacTBOp!
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7.2 TloaroroBka 06pa3uoB K nposeneHuro I[P

OO0wmuii 00bemM peakMOHHOM cMecH — 25 MKJI, 00beM JJHK-npoos1 — 10 MkJ1.
VYcenemnoe NpoxoKIEHUE peakUUd KOHTPOJIUPYIOT ucnoisb3oBaHueM ITKO
TYB. ITUILI, BKO T1 u IHK 6ydepa.

IIpumeuanue. Jlomyckaerca pasMOpaXUBaHHE PEareHTOB U3 Habopa mepen paboToi
npu Temmneparype He Bbime 40°C (¢ ucnons3oBaHueM TepMocrtaTa). IIporpeBanme
npooupkn TAQ POLYMERASE kaTeropn4ecku 3anpemnieHo.

B otaenpHO# pobupke cMeNaTh KOMIIOHCHTHI HA0Opa U3 pacdyera Ha KaXIyro
peaxuuto [111P:

e 5SwmxnIIP CMECH TYB. ITUILY
e 10 mMxn cmecu IIIP BY®EP TYD. IITUILY
e 0,5mkn TAQ POLYMERASE

[lepememmate cMech Ha BOPTEKCE M COPOCHTH KalliiH KPaTKOBPEMEHHBIM
LHEHTPU(YTHPOBAHUECM.

OtoOpaTh HEOOXOAMMOE KOJMYECTBO NpoOMpok it ammuudukanuu JHK
HCCIIEAyeMbIX M KOHTPOJIBHBIX Mpo6. BHectw mo 15 MKn mIpUrOTOBIEHHOM
PEaKIIMOHHON CMECH.

Hcnonb3yst HAKOHEYHUKH C QUIBTPOM B OATOTOBJICHHbBIE NPOOHPKU BHECTH:

a) B mpobupky orpunarensuoro kourposs TP (K-) 10 mxa JHK Gydepa;

0) B psaa mMpOOHUPOK ISl UCCIEIYEMBIX MPOO - B KaKAyi0 BHECTH 1o 10 MKI

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

B) B mpoOupky mnonoxutenbHeid koHTpons [P (K+) 10 mxn KO TYVYB.

ITHUIL

ITpumeuanue. Tlpn ucnonb3oBaHuM Ui pabOTHl aMIIM(UKATOPOB C CUMTHIBAHHEM
yepe3 kpeiiky (Hanpumep, [AT-96), 3ampemiaercsi HAHOCMTH MAPKHPOBKY Ha
KPBILIKY NPoOHpPOK!

7.3 IIposenenue peakuuu [P PB ¢ ¢uiyopecuenTHO# neTexkuueit

[TapameTpsl TeMIepaTypHO-BPEMEHHOTO peXUMa aMIIH(UKauy Ha pudopax
«Rotor-Gene Q», «/IT-96» u CFX96 ykazansl B [Ipunoxenusax 1, 2 u 3 UncTpykuun
COOTBETCTBEHHO.

[TomecTuts moxaroToBieHHBIe i mpoBeaeHus I[P mpoOupkum B s4UelKH
aMIunpuKaTopa. 3arporpaMMHUpPOBaTh MPHOOP COTIIACHO MHCTPYKIIUH MPONU3BOAUTEIS
u B cootBeTcTBUU ¢ [Ipunoxenusamu 1, 2 u 3 UncTpykuun.

B ciyuae ncnonb3oBaHus aMITIM(UKATOPOB JPYTHX MOJENEH peKOMEHIyeTCs
KOHCyJbTanus co cneruanuctoMm komnanuu «BET ®AKTOP».

ITocne 3aBepumieHnst MpoOrpaMMbl aMIUIM(HUKALUK OTPaOOTaHHBIE MPOOUPKU
YTHIN3UPYIOT B cooTBeTcTBUH ¢ MY 1.3.2569-09.
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8. Hurepnperauus pe3yJbTaTOB aHAJIN3A

[lomydeHHble naHHBIE — KpPHUBBIE HAKOIUICHHS (DIyOpPECHIEHTHOTO CHTHaja
AHATM3UPYIOTCS C TMOMOIIBIO MPOTPAMMHOTO OOECIEUEHHs HCHOIb3YeMOro Iproopa
qna mpoBeaeHus IIIP B pexume «peanbHOrO BPEMEHH» B COOTBETCTBUU C
MHCTPYKIMEH MPOU3BOUTENS K IpUOOPY B cooTBeTcTBHH C [Ipnnoxenusmu 1, 2 u 3
k MHCTpyK1My.

VYuer pesynsraroB III[P-aHanu3a npoBOAWTCS MO HAJIUYMIO WIH OTCYTCTBHIO
nepecedeHuss KpHBOi (IyopecleHIMH C YCTAaHOBJICHHOW Ha COOTBETCTBYIOLIEM
YPOBHE MOPOTOBON JIMHMEH (UTO COOTBETCTBYET HAJIMYMIO MIIM OTCYTCTBUIO 3HAUCHUS
moporoBoro nukia «Cty as uccaegyeMmoro odpasma).

Pesynprar cumTaeTcs AOCTOBEPHBIM B CIydac KOPPEKTHOTO IPOXOXKICHHS
MTOJIOKUTEIBHBIX U OTPHUIATEIBHBIX KOHTPOJeH aMumpukanun 1 sxcrpakin JJHK B

COOTBETCTBHH C TaOJIHIEH 3.
Tabnmma 3. OueHka pe3yIbTaToB aHaIH3a KOHTPOJIHHBIX 00Pa3IoB.

JOE(HEX)/
( ) FAM/Green
ITpo6a Yellow PesynbraT
TVh. IITAL] BKO
Peakiiun moaoKuTEIBHOTO U
KO o
K+ Ho 31 no 31 BHYTPEHHETO KOHTPOJIEH Npouuiu
ycIlenHo
Curnan Curnan
Peaxmust mpouia yenemno
OTCYTCTBYET OTCYTCTBYET
Crienuduyeckas KOHTaMUHAIMS !
JHK JTio6oe Cursan i 1
TPEBYETCSI noBTopHast nocraHoBka!
Oydep 3HaueHNe OTCYTCTBYET
K- PexoMmeHayeTcs MOCTaBUTh CMBIBbI
Konramunanus BKO! TPEBYETCS
Cursan
JIro6oe 3HaueHNe | MOBTOPHAS HOCTAHOBKA!
OTCYTCTBYET
PexoMmeHyeTcs MOCTaBUTh CMBIBBI
Curnan JIro6oe 3HaueHNe
OKCTpaKLUs NPOULIA YCHEeLIHO
OTCYTCTBYET ot 1 1o 35
To6oe Curnain Crienuduyeckas KOHTaMUHAIMS!
OKO SHAYCHIE orcyrctByeT i | TPEBYETCS noBTopHasi 3xkcTpakius!
BK- mo0oe 3HaueHne | PexoMmeHnyeTcs MoCTaBUTh CMbIBBIL.
Curnan Curnan Pe3ynbpTaT HENOCTOBEPHBINH BO3MOXKHO
OTCYTCTBYET WM | MPHUCYTCTBUE HHIMOUTOPOB.
OTCYTCTBYET |
3nauenne Ct >35 | TPEBYETCS noBTopHasi 3kcTpaKkius!
Jlro6oe Curnan Pesynbrar aHanm3a moJioKATEIbHBIN.
3Ha4YeHUe OT | orcyrcTByeT win | [JHK 6036y0umeneti mybepxyneza nmuy
1 1o 35 1000€ 3HaUeHHE | MPUCYTCTBYET
O6pa3usl Curnan JIro6oe 3Hauenue | PesynbraT anammza
OTCYTCTBYET ot 1 1o 35 OTPULATEIbHBIH
Curnan o
Curnan P — Pesynbrar HE 1OCTOBEPHBIH.
OTCYTCTBYET TPEBYETCS noBTopHast 3kcTpakuus!
yrerey 3nHauenue Ct >35 P paki
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B cnygae, ecnmu B BK- 3nauenne Ct gns BKO oTcyTcTByeT mnm mpeBbIiaetT
rpanmgHoe, a B K+ 3nauenne Ct mist BKO menee rpanmgsoro (u B obpasmax Ct s
BKO meHee rpaHM4YHOro) — pe3yJsibTaThl MOXKHO CYHTATh JOCTOBEPHBIMH. Takke B
cnydae ecnu 3HaueHue Ct qis BKO B K+ oTcyTcTBYyeT unm npeBslliaeT rpaHUYHOE, a
B BK- 11 00pa3uax MeHee rpaHUYHOTO — PE3yJIbTaThl MOKHO CYMTATh JIOCTOBEPHBIMH.

Ecnu nist uccnenayemoro obpasiua mo kanany JOE(HEX)/Yellow 3uauenue Ct
omnpenensercs no3aHee 35 MUKIA IPU KOPPEKTHOM MPOXO0XKAECHUH MOJIO0KUTEIBHBIX U
OTpHIATENLHBIX KOHTPOJICH — OH CUYMTAETCsI CIIOPHBIM M HCCIEIYeTCs MOBTOPHO C
srana Beigenenns JJHK. Ecim npu moBTOpHOW mOCTaHOBKE HAONIOMACTCS CXOXKHUI
pesyabrar (Ct Ha kananre JOE(HEX)/Yellow 6onee 35), TpeGyeTcst MOBTOpPHOE B3SITHE
MaTepHajia OT TOTO K€ JXMBOTHOTO 1ra mpoBeneHus I[1I[P-mccnemoBanms u (wim)
HCTIONIb30BAaHNE AJIBTEPHATHBHBIX METOJOB IWAarHOCTHKH. B cilygae momydeHHs
snauenus Ct Ha kanane JOE(HEX)/Yellow menee 35 npu ucciienoBaHUH MOBTOPHO
B3ATOTO OT )XMBOTHOTO MaTepHaia - 00pa3er CINTATh MOJI0KUTEIHHBIM.

BHUMAHMUE! IIpu nomyyeHHHM COMHHUTENBHBIX PE3yJbTAaTOB, a TakXke INpH
nosiBjieHu! Jodoro 3Hadenus Ct s orpunarensHoro koHTpois stana 1P K- (Ha
M000M U3 KaHAJIOB) PEKOMEHIYeTCsl HCCIEeIOBAHHE CMBIBOB C IIOBEPXHOCTEH B
71ab0paToOpHy Ul UCKJIFOYEHHUS! PUCKa BHYTPHIA00PATOPHOW KOHTaMUHAIMH. CMBIBBI
¢ J1abOpaTOPHBIX MOBEPXHOCTEH M 00OPYJOBaHMS UCIONIBb3YIOT B KA4E€CTBE MaTPHILIBI
quia [P (BHOCAT B peakIiiio BMECTO HUCCIIeAyeMbIX Npob B konudecTBe 10 MKIT) — TO
€CTb CMBIBBI HCCIIEAYIOT Oe3 akcTpakimy. [TosBnenne moboro 3naueHus Ct Ha mobom
13 KaHAJIOB CBU/ICTEIBCTBYET O BHYTPMIIa00paTOPHOI KOHTAMHHAIINH.

9. YciaoBusi TPAaHCHOPTHPOBAHUS

Ha6op «[ILP-TYBEPKVYJIE3-IITUL[-®AKTOP» M0OXHO TpaHCHOPTHPOBATH
BCEMH BHJaMH KPBITOI'O TpaHCIIOpTa MpH Temnepatype ot 2 1o 8 °C He Oojee 5 cyToK.

10. ¥YcaoBusi XxpaHeHHS

HdmutensHoe XpaHeHHe KomiuiekToB Habopa <«IILP-TYBEPKYJIE3-IITULI-
DOAKTOP» ocymecTisroT pu Temmepatype ot Muayc 18 mo munyc 20°C.
Ilepen wavamom paboTel ¢ HAOOPOM KOMIIOHEHTHI Habopa ciemyer
Pa3yKOMIUIEKTOBATh M XPaHUTh B COOTBETCTBHHU CO CIEAYIOIUMHU TPEOOBAHHUSIMHU:
e  Komrmurext Nel (cm. Taba. 1) mpu Temneparype ot munyc 18 no munyc 20°C;
e  Komrurext Ne2 (cm. Tabun. 2) npu Temneparype ot 2 no 8°C.

11. Cpox rogHoctu

Cpok ronnoctu peareHTOB <«IILP-TYBEPKVIIE3-TIITUL-OAKTOP» 12
MECSIICB.
Habop ¢ ucrekmmm CpokoM rOTHOCTH MIPUMEHEHHIO HE TTOIJIEKHT.
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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 cmywyae mepBoro mcmonp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
coznath mpotokon ¢ HazBaHueMm «[ILP-TYBEPKVYJIE3-IITUL-OAKTOP» (mpu
JaNbHEiIei padboTe UCTIONB3YIOT CO3AaHHBIN A0JIOH).

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

TepMHHBI, COOTBETCTBYIOIIHE Pa3HbIM BEPCUSM NPOTPAMMHOTO OOecIedeH s,
PpAacIIoIOKeHBI IO TEKCTY B CIEAYIOmeM nopsake: g npudopa «Rotor-Gene» 3000 /
UIA  aHTJIOMA3BIYHOM  Bepcum mporpammbl  «Rotor-Gene» 6000 (Q)/ mna
pycckos3pr9HOM Bepcun nporpaMmMel «Rotor-Gene» 6000 (Q).

1. OtkpriTh Iporpammy «Rotor Gene Q».
2. BeiOpate B OCHOBHOM MeHIO mporpaMMbl 3HaduoK «New»/«HoBbiii B

OTKpHBIBIIEMcs OKHE BEIOpaTh «IlycToii madaon», Haxath KHOTKY «New»/«HoBbIii».
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 kHonky «Nextw/«laseey.

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

nporpamMmy aMmIuipUKanuy C IapaMeTpaMy, yKa3aHHbIMH B Tabmuune 4. Haxatsb
knaBunry «OK».

Tabnmma 4. TemnepaTypHO-BpeMEHHOM pexxuM aMIumndukanui Ha Rotor-Gene

Ne TemnepaTypHO-BpEMEHHOU PEXUM Uucno uMKIoB
1 | 95°C -5 mun 1

95°C — 10 cek
2 58°C — 20 cek, nerekuusa JOE/Yellow; FAM/Green 45

72°C — 20 cex

6. B HikHEN yacTu OKHa MacTepa TecToB HaxkaTh KHonky «Calibrate/Gain
Optimisation...»/«OnT.ypoBHs1 cUrH.». B OTKpbIBIIEMCS OKHE Ha)kKaTh KHOIKY
«OnT.neTek-MbIx». 11 000MX KaHAJIOB yKa3aTh HYXXHBIM JUANla30H CTapTOBOTO
curHana: Min Reading /muHumanbubiii curnan - 5, Max Reading
/makcumanbublii curiana — 10. B rpade «Ilo3unusi Ilpodupkm» ykazate HOMep
MpOoOMUPKH, MO KOTOpOH OyIeT aBTOMAaTHYECKH BBIOpaH TapaMeTp «yCHJIeHHS
CHTHAJa», [0 YMOJYaHHUIO 3TO -5 mpobupka B porope. [IoMeTUTh rajJoukoi CTpoKy
Perform Calibration Before 1st Acquisition «BbInoJHUTH ONTHMHU3ANMIO MpH 1-M
miare JeTeKIUU». 3aKpBITh OKHO «ABTO-ONTHMHM3ALUs YPOBHS curHaia». Haxate
kHOTIKY «Nexty/«/lanee».

Pasarop Mpodmnn =

. 8 H @

Howit omp avrs Zn;az-u

W 1' WJMJ 1’| ‘MIM - wm: %

e

Ber noone. | = E——

]

v
7. 3amycTuTh aMIDTUUKaNKio KHOMKOW «Start run»/«Crapr». JlaTth Ha3BaHue

9KCIIEPUMEHTA U COXPAHUTH €r0 Ha JIUCKE.
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Wiscrep Hosoro Tecr

Cxern

mmmmm =1

o
BRI 1o o Cos i, s coporaer. ot & Foee s 1108 1 Corp. wstnet
P el srora eena

St ==
8. Ilocie 3amycka mporpaMMbl HEOOXOIUMO 3alpOrpaMMHPOBATH IIOJ0XKCHUE

mpoOupoK B porope. Bee mpoObl 1 KOHTpoM 0603Ha9KTh B MeHI0 Tum kak Unknown
«O6pa3zeny.

T =

L : 8 Buacn | cchimu 3 st

[ocne 3aBepuieHUs] TEPMOLMKIMPOBAHHUS COXpaHUTh (aill ¢ pesyabraTamMu
UCCJIEJOBaHMU.

AHaJau3 pe3yJbTaToB amiinukannu ais kanaina FAM/ Green (BKO)

9. Haxxath B MeHIO KHONKY «Analysis»/«AHaiau3», BHIOpAaTh PEXUM aHaIN3a
«Quantitation»/«KonnuecrBeHHblii», Haxath kHonky «Cycling A. FAMy/
«Cycling A. Greeny, nance «Show»/«IlokazaTb»

Ppocorp WP "4 '] Wiy [}
Yeramomn Tpodwm  Tewn,  Otpamt | Avarsn

(Ananis

O o 2 rpaw. | Hpurve . |
[ Koniactnenmit || Mnasnenve
[ Cueling A Green (Crp. 1)
I Cucling 4. ¥olow (Crp 1)

T Aprocsmaiiescs okHo

10. BeiOpaTh THHEHHYIO KAy TpapruecKoro H300paKeHHus pe3yIbTaToB,
HaxaB KHOTIKY Linear scale/JIuHeiinasi mikaja B HIDKHEH 4acTH OKHa CIipaBa (eciu
9Ta IIKaja aKTUBHA 110 YMOJYaHHI0, BMecTo KHONKK Linear scale/JIuHelinas mkamaa
BujHa kHomnka Log scale/JIorapudgmuyeckas mkaJja).

11. B MeHIO OCHOBHOTO OKHA JOJKHBI OBITh Ha)KaThl KHONIKH «Dynamic
tube»/«Iunammuy.gon» u Slope Correct«Koppekr. ykjaoHa». YcraHoBUTE More
settings/Outlier Removal «Ycrpanenue Boiopocos» - 15 %%,

4 Ecm s orpunarensHoro koHtposnst stana TP K- na kanane FAM/Green nipu yuere pe3ynbTaToB
mo n 8 MHCTpykiuu HabmiomaeTcs HEKOTOpPOE HapacTaHHWe (IIyOpeclEeHIMH C TepEeceueHHEM MOPOroBOi

IMHHUY, U3MEHHUTEe «YCTpaHeHHe BHIOPocoB» 10 20% M OIEHHTE MPOXOXKACHHE KOHTPOIBHBIX 00pa3loB
TIOBTOPHO.
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[ Pesymorames || 5 Armsssora. dow | G Kopperr, ynona k Mrmop. nepece | (7] erpy %
e = = R Ycrpanenne abiGpocos E|

Nopar Pevia -NP NTC)
TIPCHEHT T HESRSOMAUED HIsEHErA BOPECUEHLS

> st C HamensssEn GRYOPECUEH M Meves
- 18 % | arero nopora [ormocin o mesorsiero
4 bR B 0f0n 163 06pasuce). Syayr
coamavess rax orgeasare e - 0TS

Mopor pexmienocTy Pearius:
r T
WHRIMBHYALHPO FPoeRTHBROCTD
‘__*_,' Plopor - ,74 % PRSI DO KDAIR MEDE DABHPO

00 e POCHE HOPMAMS 3L

Hopm. @nyopec,
3

2| 5 10 15 CR o] omenm | cw
12 B wMmenw «CT Calculationy/«Berunciaennme CT»  BBICTaBUTH
Threshold/Ilopor =0,05. B  tabmume  pe3ynpratoB  (okHO  «Quant.

Results»/«KoaunuecTrBenHbie Pe3yabTaTh») nosBsTca 3HaueHus Ct.

- > -
bTaTkl || SZ duHamid, don | Sg KoppexT. yinona g WrHop. nepeoie YCTpaHEHHE Bbl

I

N: | HMraa Tun CT KoHu Crangapral Ko, Pacy. [»
1 k+ Odpasewy 17.07

2 k- Ofpasey

3 zample 1 Odpasey 1988

4 zample 2 Ofpasey 1933

R ke Odpasey 1893

AHaiu3 _ pe3yabTaToB _amimumbukanuu s kanaaa  JOE/Yellow  (JIHK
BO30yaMTe el Ty0epKy ie3a NTHI)

13. Haxatp B MeHIO KHONIKY Analysis/AHann3, BEIOpaTh pE)XUM aHAIH3a
Quantitation/KosmmuecTBenHblii, Haxars kuonky Cycling A. Joe/Yellow, nanee
HaxxaTs Show/IToka3zats.

14. BriOpaTh JIMHEHHYIO INKaNy Tpa)UdIecKoro M300paKeHUS Pe3yibTaToB,
HakaB KHOTNKY Linear scale/JIuHeiiHasi mikaja B HIDKHEH 4acTH OKHA cIipaBa (eciu
9Ta LIKajla aKTUBHA [0 YMOJIYaHUIO, BMecTO KHONKU Linear scale/JIuneiinas mkaJa
BuaHA KHOmKa L0g scale/Jlorapudgmmuyeckas mkasma.

15. B MeHI0 OCHOBHOTO OKHa JOJDKHBI OBITh HaxkaTbl KHONKH «Dynamic
tube»/«/lunamuy.gpon» u Slope Correct«KoppekT. ykjaoHa». YcraHoButs More
settings/Outlier Removal «Ycrpanenue Beiopocos» - 10 %6°.

16. B wmenio «CT Calculation»/«Bbruucienne CT»  BbIcTaBUTH
Threshold/ITopor=0,05. B Tabsuie pe3yJabTaToOB (okHO «Quant.
Results»/«KoauuecrBeHHble Pe3yabTaTh») nosBsaTcs 3HaueHus Ct.

5 Ecmm s OTpUIATEIBHBIX KOHTposel 3tamoB skcrpakimu wim IIHP (BK-, K-) ma kaname
JOE/Yellow npu yuere pesympraroB mo m 8 UHCTpyKimH HAOGMIOMAETCS HEKOTOPOE HapacTaHHe
(uryopecieHIIUH ¢ HepecedeHueM IIOPOroBOH IMHUH, U3MEHUTE «Y CTpaHeHue BEIOPocoB» 10 20% u oLeHuTe
MIPOXO’K/ICHHE KOHTPOIBHBIX 00pPa3I0B MTOBTOPHO.
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Mpuno:xkenne 2. Ilopsagok padorsl Ha npudope JAT-96 (AHK-TexnoJiorus,
Poccusn)

B cmygae mepBoro mcmomp3oBanus III[P-mHabopa Ha mpubope HEOOXOAMMO
co3nath npotokon ¢ HazBaHueMm «IIHP-TYBEPKVJIE3-IITUL-®AKTOP» (npu
JlanbHeHNIIe paboTe UCIOIb3YIOT CO3JaHHBIN Ia0JIOH).

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
«[IOP-TYBEPKVYJIE3-IITUL-®PAKTOP»:

Haxate «OK».

5. B nosiBuBIIEMCS OKHE 33aTh CIEAYIOIUE TapaMeTphL:

Tun — kauecTBEHHBIN

Merton — [Toporossrii (Ct)

ITpo6upku — 06pa3is!

O0wem paboueii cMecH B mpoOupKe — 25 MKIT

dryopodopsr — Fam; Hex
Cospmate mporpammy ammmudukanun «I[IIP-TYBEPKYJIE3-IITUL-®AKTOP»
Ha)KaB Ha HKOHKY .

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

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

Tabnmma 5. TemnepaTypHO-BpeMEHHOM pexxuM aMIuingukarun Ha JJT96.

Ne TemneparypHO-BpEMEHHOM PEXUM Yucno LUKIOB
1 95°C — 5 muH 1

95°C — 10 cek
2 58°C — 20 cek, nerexius HEX; FAM 45

72°C — 20 cek

Haxate «OK» u coxpanuts nporpammy nog umesnem «I[IIP-TYBEPKYJIE3-
NTUI-PAKTOP». [Ipu nanpHeiinielr paboTe HCHONB30BaTh CO3AaHHYIO IIPOTrPaMMy.
8. Ilpu 3amycke npubopa BeiOupath «Padora ¢ mpudopom» u «Lo6aBuTh TecT». B
okne go6asienus tecta BeiOpath «[IHP-TYBEPKYJIE3-IITUL-®AKTOP».

9. B pasgmene «l. OOpa3ubl» BBECTH KOJUYECTBO OOpas3loOB BKJIIOYAs BCE
KOHTpOJIbHBIE 00pa3ipl. B pazznene «3. KoHTpoam» noctaButh Hy U 1 HaxaTh «OK».
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10. TTonb3ysick HHCTPYKIKEH K TPUOOPY 3armoTHUTE «AIeHTH(UKATOP MPOOHPKI U
«Tum», oOpamas BHUMaHHE Ha TOPSOOK 3amoiHeHWs. HaxaTp KHOUKY
«IIpuMeHUTH».

11. YcraHoBUTh NPOOMPKH B PEAKLIHUOHHBIA OJIOK COTJIACHO TOPSAKY 3alOJHEHHS U
Ha)XaTh KHOIIKY «3amycK mporpamMmbi». B mosBuBIIEMcs: OKHE HaOpaThb Ha3BaHHUE
npotokona 1 «CoXpaHUTb».

12. Tloce 3aBepleHNUs PeakMM MOXHO Cpa3y NPHUCTYIHTh K aHANIU3y PE3yNbTaTOB,
0o mpu crenyrome 3arpyske Haxarts «IIpocMoTp apxuBay.

2 -
13. anee HaXaTh Ha MKOHKY C M300pakeHWEM TallkKM — W BBIOpaTh ¢aiin, B
KOTOPOM OBLIT COXpaHeH MNpOTOKOJ. Bwibpate Tum anammza «Ct(Cp) mias Bcex
KaHayoB». Meron — «Iloporosslii (Ct)».

14. B oxHe cnpaBa 0TOOpa3sATCs Ha3BaHMSA 00Pa3lOB M 3HAYCHHUS OPOTOBBIX ITHKIIOB.
Beibpate 10%. B mosummn Kpurepum 10cTOBEPHOCTH AAaHHBIX BBecTH: HIDKHSA
TPaHUIA/TIOPOT  TIOJIOKHUTEIBHOTO  pe3yibraTta-5%, BEpXHAA  I'PaHMIA/TIOPOT
HOpManu3anuu JaHHbX -30%.

Haxare kHOnky «IIpuMeHuTb». [ NOJNy4EHHUS CBOJHOIO OTYETA IO IIPOTOKOIY

HeO6XOI[I/IMO HaXXaTb KHOIIKY .

15. B BepxHeii yacti okHa HaxaTh knaBumy «Iledars» win «CoxpaHUTh», BEIOpATh
pacimpenue (aitna, mHanpumep *.rtf MS Word, nanee «Padounii crom» — «IILP-
TYBEPKVJIIE3-IITUI-®PAKTOP» — «Ot14erh» — «l'og» — «Mecsi, B mose
«Wms daiina» BBecTH HazBaHHE B (OpPME «roj. Mecsil. YMCI0-AaHHbIe». Haxath
COXPaHUTb.

Haxatp kinaBuiy «3aKpbIThb».

3akpbITh WK cBepHYTH Nporpammy «RealTime PCR».

Yuem pesynemamoe IIL[P-anaruza nposodumcsi 6 coomeemcmsuu ¢ n.8
Hucmpykyuu no Haauuuio uiu omcymcmeuio nepeceyenus Kpugou guyopecyenyuu ¢
YCMAHOGNEHHOU HA ~ COOMEEMCMEYIoWeM YpOGHe NOpO206Ol  JUHUEU,  Ymo
coomeemcmeyem HaIuyuio Ui Omcymcmeuio 3navenus nopo2oeozo yukna «Cty ona
uccnedyemozco oopasya.
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IHpuaoxenue 3. lopsimok padornl Ha mpudope CFX96 (Bio-Rad, CIIIA)

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

_=5]

¥ Cimats s rem Bk CA

= pnare

Opsrie DaleFie e
7 Opars 2 Gana Study _mc
©) Operillvm Frsferences

Descipten

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

3. B okue Run Setup Beibpats Briaaky Protocol u naxars kaonky Create new.... B
nosiBuBIeMcs: okue Protocol Editor — New 3agare mapamerpsl amiudukanuu B
COOTBETCTBHH ITapaMeTpaMy, YKa3aHHbIMH B TadiuIe 6.

Tabnmma 6. TemnepaTypHO-BpeMeHHOM pexnM amruinukarmn Ha CFX96

Ne TemneparypHO-BpEMEHHOU PEXKUM Uucno LUKIOB
1 95°C — 5 muH 1

95°C — 10 cek
2 58°C — 20 cek, gerexmus HEX; FAM 45

72°C — 20 cex

3agath 00beM peakimonHON cmecu Sample Volume — 25 mkur.

4. 3amatp cxeMy IUIAHIIETa — pacloOJOXKEHHE TPOOMPOK U JIETEKIHIO
(ITyopecieHTHOTO CHTHajla BO BCeX MPOOMPKaxX IO HCIOJIb3YeMbIM KaHallaM B OKHE
Plate momymnst Experiment Setup. B mento Sample type Beiopate Unknown, Haxas Ha
kHoniky Select Fluorophores..., BbiOpats rajoukamu duyopodopst FAM u HEX u
Hakath OK, 3ateM 3ajaTh rajoykamMH H3MepeHHe (IyopecleHTHOr0 CUrHajia B
BBIOPAHHBIX MPOOHPKAX 10 MTaHHBIM KaHajaMm. B oxae Sample name 3amate Ha3BaHue
o0pa3noB. CoOXpaHHUTh CXeMY IUTAHIIETA.
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OTKpBITh KpBILIKY Tpubopa, HaxaB kuomky Open Lid. IToctaBuTh peakuHOHHBIC
MpoOUpPKH B SYCHKH aMIUTMPUKATOpa B COOTBETCTBHH C IPEIBAPUTEIHFHO
3arporpaMMHPOBAaHHON CXEeMOH IuTlaHIIeTa. 3aKphITh KPBIIKY INpHOOpa, HakaB
kuonky Close Lid.

5. 3amyctuth BbImonHeHHE BbIOpaHHOW TporpamMmel «I1P-TYBEPKVYJIE3-TITULI-
DAKTOP» ¢ 3aganHOI cXxeMoif TUTaHIIeTa, Ha)kaB KHONKy Start Run.

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

AHajau3 pe3yJbTaToB amnMukanum ais kanaia FAM (BKO).

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

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

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

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

AHanau3 pe3yabraroB amminpuxkamuu aas kanaaa HEX (JHK Bo3oyaurtesneit
TyOepKyJie3a NTU).

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

Baxno, uro0sl rpadumk ¢ayopecueHimm s obpasma «K+» mokaspBan
XapaKTepHOe YKCIIOHCHIMAILHOE HapacTaHue (IyOpecleHTHOTO CUIHaa.
11. B Tabaune pe3ynpTatoB (okHO «Quantification Datar) nosiestcs 3nauenus Ct.

12. Yuer pesynsratoB [1[[P-ananu3a npoBoguTCsl B COOTBETCTBUM ¢ 1.8 MHCTpyKIIMH
[0 HAIMYUIO WIM OTCYTCTBUIO IIepecedeHus KpuBoW (QuyopecueHnuu c
YCTAaHOBJICHHOM HA  COOTBEICTBYIOLUIEM YPOBHE IIOPOTOBOM  JIMHUEH, 4TO
COOTBETCTBYCT HaJIU4YUIO WJIM OTCYTCTBHUIO 3HAYCHUSA MOPOroBOro MHHKJIA «Ct» JJIsL
HCCIIeAYeMOro oopasiia.
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IIpunoxenue 4. JInct BHOCHMBIX H3MEHEHU I

MecT0 BHOCUMBIX

Pepakuus . b BHOCMMBbIX U3MeHeHU i
eraxu H3MEHEeHU Cyr ¢ amene
JloGaBnieH MaTepHal: KyJIbTyphl

Bepons 1.1 ot o rerer MI/IKpOOpFaHI/I?;M;)BI)II/I UTaTebHbIE

16.11.2021 Y PEARL

M3meHeHus no Tekcty
Bepcust 1.2 ot
ITo Tekct M3meneno Hazanue BKO
10.01.2022 Y

Pa3gen 6. B3situe u

OTpenakTUpOBaHbI
Bepcus 1.3 ot 00paboTka MaTepuaa, e p
pEKOMEHIanuu 110
21.02.2022 TPaHCIIOPTHPOBAHUE U
MIPOOOTIIOATOTOBKE
XpaHeHHe pod
Paznen 6. Baarue u Jlo6aBieHO: Ha YCMOTpEHHUE
Bepcus 1.4 ot 00paboTka MaTepuaa, BETEPUHAPHOTO Bpaya
28.04.2022 TPaHCHOPTUPOBAHUE U JIOITyCKAETCs UCCIIETIOBaHUE
XpaHeHue npod JPYrux BUAOB OHOMarepuana

[Ipunoxenue 2.
Bepens 1.5 ot [opsnox padotni na 00pabOoTKU JaHHBIX 3aMEHEH Ha
28.09.2022 npu6ope JT-96 (JTHK- p JAATHBL
noporosbiii (Ct)
TexHonorus, Poccust)

I'eomerpuueckuii (Cp) meron
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Pepaxknus

MecTo BHOCHMBIX
H3MeHEeHHH

CyTbh BHOCMMBIX H3MEHEHMIi
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ITo Bompocam kauectBa Habopa peareHTOB «IIL[P-TYBEPKYJIE3-IITULI-OAKTOP»
WIA TI0 BOMIPOCAaM TPHOOPETEHHs TECT-CHCTEM HaIlero INPOM3BOJICTBA ITPOChOa
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



