1969.0040 DJxcrpa-MuKce A0 00paTHOI TpaHCcKpuNuuM U KoauyecTBeHHoH TIHP B pe:xkume peanbHOro
BpeMeHH ¢ (p1yopecueHTHBIMU 30HAaMu oHomAaroBeiM Metogom RT-qPCR, 40 peakuuii, {uaym

1969.0200 OJxkcrpa-MuKce A8 00paTHON TpaHcKpuNuuM U KoauyecTBeHHo# TIHP B pe:xkume peanbHOro
BpeMeHH ¢ (pi1yopecueHTHBIMU 30HAaMu oqHomAaroBeiM Metogom RT-qPCR, 200 peakuuii, Jluasm

Onucanue npodykma

Jkerpa-muke  RT-gPCR  npemnasHaden st mpoBeieHHsT OOpaTHOW TPaHCKPUNIHU U
komuuectBeHHOM I[P B pexume peanbHOr0O BPEMEHHM C MCIOJIB30BAHUEM (IYOPECIIEHTHBIX 30HJOB
OJTHOIIArOBBIM MeTO/IoM. Kpome COOCTBEHHO IKCTpa-MHKCA, B cOCTaB Habopa BXomsAT 2-KpaTHblii 0ydep RT-
gPCR u Boma, oOpaboranHas mudtunmupokapbonarom ([ISI1K). Bydep onTuMu3mpoBaH Ui MPOTEKaHUS KaK
obpatHo# Tpanckpunimu, Tak ¥ [IL[P u comepxut Bce HE0oOXoauMble KOMIMOHEHTH (3a uckiatoueHuem PHK-
MaTpullbl U TpaiiMepoB). XpaHeHue Oydepa mpu KOMHATHOM TeMmIlepaType B TeUeHHE 2 JHEHl He CHMKaeT
s¢dekTuBHOCT peakiui. KoMnoHeHThl Habopa He coAepKaT KpacuTeNel, UTo JIENaeT ero yHUBEpCaabHbIM.

Ikerpa-muke RT-gPCR npencraBnsier co6oit cmech oOpartHoii Tpanckpuntazel MMLV-RH n HS-Taq JIHK-
MOJIUMEPA3bI C «TOPSIYUMY CTAPTOM B ONITUMAIILHOM COOTHOIICHHH JIJISl IIPOTEKAaHUS 00enX peakini.

MMLV-RH — renernuecku MoauduuupoBaHHasi oOpaTHas TpaHCKpuUIITa3a (peBepra3za) BHpyca JEHKeMUU
Mmbimeit (M-MuLV). Ona otianuaercss ot oOpatHoi Tpanckpuntazsl MMLV  nukoro Ttuma cTpykTypoid,
KaTAIUTUYECKAMH CBOMCTBAMM M TEMIIEPAaTypHBIM ONTUMYMOM akTUBHOCTH. @epmeHT nposiiasier PHK- u JJTHK-
3aBUCUMYIO TIOJIUMEPA3Hyl0 aKTHMBHOCTh, HO JmmieH aktuBHocth PHKaser H. MMLV-RH npossiser
ONTUMAJIbHYIO aKTUBHOCTH TIpu +42°C (aktuBHA 10 +50°C). DepMeHT crocoOeH CHHTE3UpPOBATh MEPBYIO IIETIH
kJIHK amunoit no 10 T.H. 1 BKITt0YaTh MOAU(PHUIIMPOBAHHBIE OCHOBAHHMS.

HS-Taq JHK-nmosmmepa3sa npencrasisier coboit pekomOuHantHyto Taq JJHK-monumepasy, nHakTHBHpOBaHHYTO
cnenuduueckuMu MOHOKJIOHAIbHBIMU aHTUTenamu. HS-Taq JIHK-monmumepasa HeakTWBHA Tpu TeMmIeparype
Hmwke +70°C. Jlnsg e€ akTuBanuu HEOOXOIWM MPOTPEB PEAKIIMOHHOW cMmecu mpu +95°C B TeueHwe S5 MUH.
PexomOunantnas HS-Taq JAHK-nmomumepasa obmamaer 5'-3° JIHK-3aBucumo# moimMepasHOl aKTUBHOCTBHIO U
5’-3’ 5K30HyKJI€a3HOH aKkTHBHOCTHbIO HatuBHOM Taq JIHK-momumepassr m3 Thermus aquaticus. Ckopocts
npoaswkenus Taq JHK-mommmepassl 3aBucutr otT cioxHoctn JIHK-matpunbl um cocraBiser mnpumepHo 1
T.1.H./MuH. PekomOunanTHas HS-Taq JAHK-mosmMepasa naeanbHo nmoaxoaut uist cragaaptHoi TP ¢ maTpuibt
0 5 T.ILH.; 00JafaeT CroCOOHOCTBIO MPUCOCIUHATH aJCHUH K 3’-KOHIy CHHTE3MPYEMOM LenmH, MO3TOMY
npoayktsl [ILIP moryt ucnons3oBathes 111 TA-KIOHUPOBaHUS.

Cocmag naoopa

. | Kou-Bo peakumii | Jxcrpa-muxe | Bygep RT-gPCR Bopaa, o0OpaGorannas
Kar. Ne 10 50 MKt RT-qPCR 2x) AMCO JTIK
1969.0040 40 80 MK 2x0.5mn 0.5 M 2x0.5 M
1969.0200 200 2 x 200 MK 4x1.25 mn 0.5 mn 3x1.8mn

Cocmae Ixempa-muxca RT-gPCR:
o 50 MM Tpuc-HCI, pH 8.0 (mmpu +25 °C)
100 MM NaCl
MMLV-RH oGpartHas TpanckpunTasa
HS-Taq AHK-nmonumepasa
1 MM DITA
5 MM UTHOTPEUTON
50% (v/v) riaunepux
0.1% (v/v) NP-40

Cocmas oygpepa RT-QPCR (2x):
o 100 MM Tpuc-HCI, pH 8.3 (pu +25 °C)
o 150 MM KCI
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0.6 MM kaxmoro nezokcunykieosuarpudocdara

10 MM MgCl,

8 MM TUTHOTPEUTON

CTa0MIIN3aTOPBl U YCHIIUTEIH aKTUBHOCTU (DEPMEHTOB

0O O O O

Ilpeumywiecmea ucnonb306anus IKCMpa-muKca.
e Bricokas cnenu@uaHOCTb.
e BricOkas 4yBCTBUTENBHOCTD.
o IIpocToTa 1 yno6cTBO B MCTIOIB30BaHHH.
o Hwuskas ommOka MUIeTUPOBAHKS ¥ BEPOSITHOCTH KPOCC-KOHTAMHHAITUH.
e CrannmapTu3zainus yCjIOBUN MOCTAaHOBKUA OJHOTHUITHBIX PEAKIHMI (CHUKAETCS MOTPEHIHOCTh MPU
cMmermmBanuu kKoMroHeHTOB [11[P B pa3HbIX sKcriepuMeHTax).
o Bosmoxnocts TA-knmonupoBanus [1I[P-nipoaykTos.

Ooénacms npumenenus:
e OpnomaroBas crangaptHas OT-ITLP
e KoymuectBennniii anam3 PHK, B TOM 4dmciie aHanm3 SKCIPECCUr reHOB

He PEKOMCHAYETCA UCIT0JIb30BAaTh AJId aMIIJTIMKOHOB JIHHHOﬁ CBBIIIE 5 THIC. I H.

Cpok xpanenus u mpanHcnopmupoeKa:
9 mecsirieB nipu -20 °C; He 6osiee 30 MUKIIOB 3aMOPaKUBaHK- pa3MopakuBaHus dkcTpa-mMukca RT-gPCR.

IIpomokon évinoineHus peakyuu

1. Pasmopo3sste 6ydhep RT-gPCR (2X), TmiatensHo mepemerniaire.

2. Tlomectute TonkocTeHHbie mpooupku Ais [P B 1€x u no6aBbTe ciiemyronue KOMIIOHEHTHI 3 pacueTa
00beMa 0JTHOM peakMoOHHOU cMecu 50 MKIT:

Kommnonenr O0beM KoneuHnasi koHIeHTpanus
oypep RT-gPCR (2x) 25 MK 1x
skcTpa-mukce RT-gPCR 2 MKIT*
IIpsimoii mpaiimep NIEPEMEHHBII 0.1-0.6 MmxM
OOpaTtHbIil npaiivep NIEPEMEHHBII 0.1-0.6 MmxM
30H/ MepEMEHHBIN 0.1-0.3 MM
PHK-maTpuna IIEPEMEHHBIN I or — 1 mkr
AMCO 0.5-2.5 mxr** 1-5%
CrepuibHasi Boga 1o 50 mxn

* B 3aBUCHMOCTH OT KOTIMMHOCTH U CJIOKHOCTH I'eHa 00BEM HKCTpa-MHKCA MOXKET BApbUPOBATH OT 1 110 3 MKII.

** B ciyyae aMIuinuKaluy MaTpyL, UMEIOIIMX CIOKHYIO IPOCTPAHCTBEHHYIO CTPYKTYpY, AOIycKaeTcs 100aBlIeHHE
JAMCO ot 1 no 5% or koHeyHOro 00beMa peakMOHHOW cMmecH. IIpu aToM yunThiBaliTe u3Menenne Tm mpaiiMepoB npu
COCTaBJICHUH TIporpaMmbl amrumdukarmu; 5% JAMCO camwkaer Tm nHa 5°C.

3. OcToposXHO MepeMeraiTe U cOpochTe Karjiu, UCTIONb3ys LHeHTpudyry. B ciydae ucnonb3oBaHus
amruuKaTopa 6e3 rperoueiics Kpblky J100aBbTe B KXyl MPOOUPKY Karuio (25-35 MKIT) MUHEpalbHOTO
Macra.

4. TIposenure I[P, ncionb3ys OAUH U3 PEKOMEHA0BAHHBIX PEXKUMOB!

Temneparypa, Bpems KoanuecrBo
Iar o
C HHKYOanuu HHUKJI0B
Obparuan 45 10-30 mumyT 1
TPAHCKPHUIILHA
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IIpenBapurebHasi 95 S M 1
JAeHATYypalus
Jenatypanus 95 10-20 cex
OTxur 50 - 68 10-30 cex 25-50
DJIOHTAlUS 72 30-60 cek
mm6o:
m Temmneparypa, Bpems KoiunyecTBo
ar o
C HHKYO0auuu HUKJIOB
Obparuan 45 10-30 munyT 1
TPAHCKPUIIHUS
IIpeaBaputenbHan 95 S M 1
AeHaTypauus
Jenarypauus 95 15 cex 2550
OTKUr-3JIOHTANKS 50 - 68 1 MuH

5.Pe3ynbraT nposenenus [P otoOpakaeTcst B BUie KPUBBIX aMILTU(UKALINH.

Onrumu3anms yCJI0BUH peakuuu

1. B caygae HeoOxomuMocTH 00BEM  peakiuu
MPOMOPIIMOHAIBHO U3MEHSS KOJIMYSCTBO BCEX KOMITOHEHTOB.

2. Jlnst oGnerdeHusi MpOXOXKIACHUST yJ4aCTKOB MaTpHIbl, coaepxarieii GC-6oraTele y4acTKHM M yYacTKH CO
CJIO’)KHOW BTOPUYHOM CTPYKTYpOH, BO3MOXHO YBEIUYHTH TEMIIEpaTypy oOpaTHOW TpaHckpumiuu ao +50°C
u/un 100aBUTh peareHThl, CIOCOOCTBYIOIIME PACIIABICHUIO BTOPUYHON CTPYKTYPbI HYKJIEHMHOBBIX KHCIOT
(marmpumep, IMCO unu 6etauH).

MOXHO BappupoBath oT 10 mo 50 wmxd,
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