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OépaTtHas TpaHckpuntasa RNAscribe RT
KaT. Homep R04-10, RO4-50
Onucaxue

RNAscribe RT - reHeTnyeckn MOAUPULMPOBAHHAS OBPATHAS TPOHCKPUMATA3A
(peBepTaza) Bupyca neikemun Meien (M-MulLV). OHa otnndaeTcs ot M-MulV gukoro
TUNA CTPYKTYPOW, KATANMTUYECKMMW CBOMCTBAMW W TEMMNEPATYPHbIM OMTUMYMOM
OKTMBHOCTU. DepmeHT npossnsetr PHK- wn  [OHK-30BUCKMMYyIO NOAMMEPA3HYIO
QAKTUBHOCTb U MPOSBASET ONTUMASbHYIO AKTUBHOCTL npu 55 °C (aktmeHa go 65 °C).
DepMEHT CNOCOBEH CUHTE3NPOBATBL NepByto Liens kKOHK onvHon o 9 T.0. 1 BKNOYAThL
MOANPUUMPOBAHHBIE OCHOBOHWS. Ero 6bICTpas CKOPOCTb pPedaKkumy Mo3BONSET
BbINOJIHATE CMHTE3 BCero 3d 15 MMHYT, a BbICOKAS paéodds TEMNEPATYPd pepMeHTa
(o 65 °C) nossonseT WCMNOMb30BATH CHOXHbBIE MATPMLUB M o6ecrneynsaeT
CMNEeLNPUYHOCTb PEAKLMN.

B Ha6op Takxe Bxogut 5x OT-6ydep-mix, KOTOPbLIM COOEPXUT BCe HEOBXOoaMMble
KOMMOHEHTHI Anst PadoThl PeBepTaA3bl, KpoMe npanmMepos 1 PHK-maTpuupsl. Coctas
6ydbepa ONTUMM3MPOBCH ONd NpoBefeHns 3GGEKTUBHOM pPeaKumMM OBPATHOM
TPAHCKPUALMK C LULMPOKOro Hatopa PHK-maTtpuL,

dopMaT HaBopa oBecneYmBaeT MMOBKOCTb MPW MOCTAHOBKE PEOKLMU M MO3BONSEeT
MPOBOAMUTL NPEeABAPUTENbHYIO MHKY6aumio PHK ¢ npanmepamu.

Cocrtas Ha6opa

KaTanoxHbiin Homep (konmyecTso)

KoMnoHeHT
RO4-10 RO4-50
RNAscribe RT pesepTtasa, 100 eqn. 1x100 mkn 2 x 250 mMkn
aKT./MKN* (10000 epn.akT.) (50000 ep.akT.)
5x OT-6ydep-mix 1x1mn 4 x1,25 mn
Mpanmep-Mukc 1x0,2mn 2x0,5mn

*3a eanHNLY QKTUBHOCTU NPUHUMANN KOJIMYEeCTBO d)epMeHTO, KaTanunsmpyowlee BKJIlOUEHMe 1
HMosb dTMP B KMCNOTOHEPACTBOPMMBIA MPOayKT 3a 10 MuH mpu 37 °C.

MNpumeHeHne

o CuHtes nepson uenu kAHK gna OT-MNLUP n OT-TLP B pexnme peanbHOro BpeMeHu;
CuHtes k[AHK ons knoHMpOoBAHWS;

CuHTes kKAHK cnoxXHbIX M OANHHBIX MOTPWLL;

MonyyeHne MedeHsix k[HK 301008 Onsg Mukpounnos (microarray);

Meuenne JHK.
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Ceoictea RNAscribe RT peBepTasbi

e OcyulecTsigeT cuHTe3 KoMmrnemeHtapHon uern OHK Ha PHK-matpuue (PHK-
3aBucumas OHK-nonumepasa);
MNopasneHa akTBHOCTb PHKa3bI H;
MNossonseT cnHTeamnpoBaTb dparmeHTsl KOHK gnnHom go 9 1.0.;
O6ecneunsaeT Bbicokui Boixod kKLAHK: npu ncnonszosarum 100 en. akT. depmeHTa
Ha 1 mkr PHK Beixop peakuun coctaenaeT He meHee 100 Hr nepson uenn kOHK;

e O6nagaeT NOoBbILLEHHOM TEPMOCTAGUIBHOCTHIO;

o CopepxwuT nHrnémutop PHKas.

UcTounuk

depMeHT NonyyeH U3 PeKOMEUHAHTHOrO LWTAMMA £. col cogepXaLlero nnasmuay ¢
BbICOKO3KCMNpeccupyowmm reHoM pesepTtasbl RNAscribe RT.

Bydep xpaHeHus

50 MM Tpuc-HCI, pH 8,0 (npwu 25 °C), 100 MM NaCl, 1 MM 3[TA, 5 MM gutnoTtpenton,
50% (v/v) ramuepuH n 0,1% (v/v) NP-40.

5% OT-6y¢dep-mix

250 MM Tpuc-HCI, pH 8,3 (npu 25 °C), 250 MM KCI, 20 MM MgCly, 2,5 MM kaxpgoro
nesokcunHykneosnatpupochaTa, SO MM oUTUOTPENTON, CTABUIU3ATOPE U YCUIUTENN.

MpoTokon

PekomMeHoyeM nepen HAYAIOM  PABOT  O3HAKOMUTBCS C  MPOBWIOMU U
pekoMeHOauMsSMY,  MPUMBEOEHHBIMM B OMUCOHWMM K HABGOpYy Ha  cante
http://biolabmix.ru

OB6pATHAS TPAHCKPUMLMS — NONMMEPA3Has uenHas peakums (OT-TLP)

l. O6paTHas TpaHckpmnuus (cnHTes nepeon uenu kOHK)

MNocne PA3MOPAXMBAHWUS KOMMOHEHTOB HAG0OPA MepeMeLlaTb CMecu U CBpPOCUTb
KQMM CO CTEHOK MPOBUMPOK HA MUKpoueHTpuoyre. Bo BpeMs paboTbl XpPaAHUTb
NPOoBUPKK BO fbay.

MpuMeuaHme: ecnu B 5x OT-6ydep-mix HABALAETCS BbINAAEHNE OCAOKA, HAMPETbL
pacTBop A0 45-50 °C 1 nepeMelLaTh 40 ero pacTBopeHus.

1. Jo6aBuTb cnepylolme pPeareHTbl B CTEPWUIIbHYID, CBOBOAHYIO OT Hykneas
NPOBUPKY BO NbAY B CNefytoLem nopsake:
PHK maTpuua cyMMmapHas PHK 0,1 Hr=5 mkr

mnu nonun(A) MPHK 10 nr-0,5 mkr
mnun cneumndunyeckaa PHK 0,01 nr-0.5 mkr

Noaive MNpanmep-mMuKc 1-3 MKkn
P P unu reH-cneunduueckuin - 15-20 nMonb
Bopa, o6paéoTtanHas O3MNK [o 12 Mmkn

CyMMOPHbIN 06beM 12 mkn




2. AKKYpPOTHO MepeMeLlaTb WU COPOCUTb KAMIM LeHTpudyrmpoBaHneMm. lMporpeTs
cMech 2-3 MuH nipu 70 °C ang pacniaeneHnst BTOPUUHBIX CTRYKTYP M MOMECTUTb
NPOBUPKY B NEL.

MNpuMeuaHue: [OHHOS MpoLenypa He gBASeTCS HEOOXOAMMOM, HO XenaTenbHA Npwu
NCMOSIb30BAHMM CITyHAMHOrO reKCanpanMepa 1/ U CUNbHO CTRYKTYPUPOBAHHBIX 1IN
GC-60raTbix MATPUL,.

3. [Ho6aBuTb NpenBapuTenbHO MPUrOTOBIEHHYKO CMECh CenyLEero COCTABA:

5% OT-6ydep-mix 4 MKN

RNAscribe RT peseptasa (100 eq./mkn) 1 wmkn

Bopa, o6paéoTanHas O3MK 3 MKN

CyMMApPHSbIn 06beM 8 MK

AKKprITHO nepemMeLlaTb A C6pOCVITb Kannam LI,eHTpMd)yI'MpOBOHVIeM.

5. Mpu wucrnonbzosaHum onuro(dThs WM reH-creumduyeckoro npanMepa  ass
cuHTesa kAHK MHKY6MpOoBATE PEeaKLMOHHY cMmech 30-50 MuH. mpu 55 °C. B
Cny4yoe MCMoSb30BAHMSA CIyYAMHOro rekcanpammepa wnm  panMep-Mukc
pekoMeHayeM 0o6asuTb MHKyGaumio 10 MuH. npm 25 °C 1 3atem 30-50 MUH. npwu
55 °C.

MNpuMeuanue: ecnn matpuua PHK GC-6orata nnm CTPyKTYPUPOBAHA, PEAKLMIO
MOXHO MPOBOAMTb MPK Boree BLICOKON TeMnepaType (go 65 °C).

6. Peakums OCTOHABNMBOETCS HAMPEBOM PEAKLIMOHHOM cMeck Ao 85°C B TeueHun 5
MWH.

MPOQYKT PeaKkUnn O06pATHOM TPOHCKPUMLMM MOXET HAMPSMYKO MCMNOMb3OBATHCS B
MUP-aMnnneukaumm nnm xpanutees npu -20 °C He MeHee ofHom Heoenu. [1na 6onee
LIONroro XpaHeHus pekomeHayetca -70 °C.

II. NUP-amnnndukaums nepeon uenu kAHK

MponykT cwuHTe3a nepBon uern kOHK MoxeT HampsMyto MCNONb3OBATLCS B
ctangapTHon MUP nnm MLUP B pexume peanbHOro BpeMeHn. Heo6xoammeln o6bem
PEAKLMOHHOM CMeCcU Mocre 06paTHOM TPAHCKPUMLMM cocTasnseT He 6onee 1/10 ot
CYMMOPHOro oébeMa pedakumoHHon cmecu [LUP. B HopMe wucnonb3yetcs 2 MKN
peakumoHHom cMecn OT B kadecTBe MaATpuULUbl ana nocnenytowen MNUP B o6beme 50
Mk, Ona  amnandumkaumm dparmMeHTa go S T.0. B crtaHgapTHom [TUP  mMoxHO
ncrnonb3oeats BrvoMactep HS-Tag MUP-Color (2x) (MHC10-200, MHC10-1020),
BuoMactep HS-Tag MUP (2x) (MH10-200, MH10-1020). [ing dpparmeHToB 6onee 5 T. H.
pekoMeHayeM UCnonb3osaTh BuoMactep LR HS-Tagq MLP-Color (2x) (MHC040-100,
MHC040-400) unu BuoMacTtep LR HS-Tag MUP (2x) (MHO40-100, MHO40-400). Ans
MNUP-amanneukaumm B pexmme peasnbHOro BPEMEHW PEeKOMEeHAYEM UCMOMb30BATb



Haéopbl BroMactep HS-gPCR (2x) (MHO20-400, MH020-2040), BrioMactep HS-
gPCR SYBR Blue (2x) (MHC030-400, MHC030-2040).
ONTUMU3ALMS YCIIOBUIA PeaKLnm

1. B cnydyae Heo6xoaMMoCcTn 06bEM PEAKLMN MOXHO BapbupoBaTh oT 10 go 50 mkn,
NMPOMNOPUMNOHANBHO M3MEHSIS KONIMYECTBO BCEX KOMMOHEHTOB.

2. Yem kopoue pparmeHT k[HK, TeM MeHbLLe depMeHTa HEOOBXOOAMMO AOBABNATL B
peakuuto.

PekomeHpyemoe konnuectBo RNAscribe RT peBepTasbl HO peakumio 06beMoM 20 MK,

100-2000 n.o. 25-100 ep. akT. 75-150 epq. akT.

Bonee 2000 n.o. 100-150 eq. akT. 100-250 eg. akT.

YBenuueHnune KoHueHTpauumn PHK-MaTpuubl B PEaKLMOHHOM CMecu MNpuBOaMT K
YBENNYEHUIO CYMMOPHOMO BbIXOAA CMECU.

MpuMedaHue: ecnu konnyecTso PHK MaTpuLbl B peakumMoHHOM cMeck 6onee 2 MKI HaO
20 MKN peakumu, ONs YBENMYEHWS BbIXOOA PEAKUMU PEKOMEHOYETCS YBENNUUTL HE
TOMBKO KOHLUEHTpaumio M-MuLV-RH peBepTasbl, HO 1 KOHLEHTPALMIO NPANMepa B
1,5-2 paza.

3. [na oéneryeHua NpoxXoXOeHUs YYaACTKOB MATpuupl, cogepxalien GC-6oraTole
YYOACTKM M YYACTKM CO CHOXHOW BTOPWUYHOW CTPYKTYPOM, PEeKOMeHOyeTcs
MCMOMb30BATL ClyYaiHbIM rekcanpanmep (Random (dN)e).

MprMeYaHne: B Cryyae CIOXHbLIX MATPUL, TEMNEPATYypY MOXHO NOAHATL 0o 55-60 °C

(noBbileHre TeMnepaTypbl 0o 65 °C MpMBEOET K CHUXEHUIO BbIXOOd PEAKLMM, HO

CMoCcCO6CTBYET MPEOAONEHMIO CTRYKTYPUPOBAHHBIX YYACTKOB).

YcnoBus XxpaHeHus
XpaHuTb npu -20°C - 1ropg; He 6onee 30 LUMKIOB 3aMOPAXMBAHUA-PA3MOPAXUBAHMS.
DepPMEeHT YCTOMUMB K MHKYGALMM NP KOMHATHOR TeMnepaType (0o 7 gHen).

YcnoBusa TPAHCNOPTUPOBKM

TpaHCNoOpTUMPYeTCS B TEPMOKOHTEMHEPAX C  OXJIOXOCIOWMMU  31EMEHTAMM,
LOMyCKOEeTCsi MOBbILLEHWE TEMNEPATYPbLl O TEMNEPATYPbl OKPYXAIOLEN cpelbl Npu
TPAHCMOPTUPOBKE A0 7 OHEN.



