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

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 M MPOSIBASET OMTUMASbHYIO OKTMBHOCTL nMpu 55°C (akTmeHa mo 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) nosBongeT MCMOmMb30BOTh CIIOXHbIE MATPULB W o6ecneynmsaeT
CMNEeLNPUYHOCTb PEAKLMN.

B Ha6op Takxe BxoguT 5 x OT-6ydep-mix KOTOPLIN COOEPXUT BCE HEOBXOAMMbIE
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 npu 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 OcyulecTsnger cuHTe3 kommnemeHtapHon uerv OHK Ha PHK-matpuue (PHK
saBucumas OHK nonmmepasa);
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 TEPMOCTABUIIBHOCTHIO;
o CopepxwuT nHrnémutop PHKas.
UcTouHmk
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 30TA, 5 MM guTuoTtpenTon,
50% (v/v) rmmuepuH 1 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 kaxgoro
nesokcuHykneosunarpupochaTa, SO MM OUTUOTPUITON, CTABUNMIOTOPLI U YCUUTENU.

MpoTokon

PekoMeHOyeM nepen HAYANOM  PAGOT  O3HAKOMWUTLCS C  MPABUIOMM U
PEKOMEHOOUMSMY,  MPUBEOEHHBIMM B ONMCAHMM K Ha6opy HA  canTe
http://biolabmix.ru

OB6pATHAS TPAHCKPUMLMS — NONMMEPA3Has uenHas peakums (OT-TLP)

| O6paTHas TpaHckpunuus (cuHTes nepson uenu kAHK)

MNocne PA3MOPAXMBAHWUS KOMMOHEHTOB HAG0OPA MepeMeLlaTb CMecu U CBpPOCUTb
KQNSIM CO CTEHOK HA MUKPOLLEHTPUdYre. Bo BpeMs paBoTbl XPAHUTL MPOBUPKM BO NbaY.
Npumeuanue: ecnn B 5x OT-6ydep-mix HOGNOAOETCS BbiNOAEHNE OCAOKA HArpeTb
pacTeop 00 45-50°C v nepeMeLlaTh 00 ero PACTBOPEHMS.

1. [o6aBuTb CcnepylollMe pPedareHTsl B CTePUIbHYKO, CBOBOOHYIO OT Hykeds
NPOBWPKY BO NbAy B Credytolem nopsaake:

PHK maTpuua cyMMapHas PHK O,THr = 5 mkr
nnmn nonm(A) MPHK 10 nr — 0,5 mkr
mnun cneymoundeckaa PHK 0,01 nr — 0.5 mkr

Moaiive MNpanmMep-mukc 1-3mkn
P P unu reH-cneumodumdyeckmin - 15-20 nmonb
Bopa, o6paéoTanHas O3MK [o 12 mkn

CyMMOPHBbIN 06beM 12 mMkn




2. AKKYpPOTHO MepeMeLlaTb WU COPOCUTb KAMIM LeHTpudyrmpoBaHneMm. lMporpeTs
cMech 2-3 MuH npu 70°C ang pacniaBieHns BTOPUUHBIX CTPYKTYP U MOMECTUTb
NPOBUPKY B NEL.

MNMpuMeuaHue: DOHHAS NPOLERYPA He SBNSETCH HEOOXOAMMOM, HO XENATesbHa Mpw

MCMOSIb30BAHMM CITYYARHOr O reKCanpanMepa U/ unm CUbHO CTPYKTYPUPOBAHHbBIX UK

GC-60raTbix MATPUL,.

3. [Ho6aBuTb NpenBapuTenbHO MPUrOTOBIEHHYKO CMECh CenyLEero COCTABA:

5x 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
cuHTe3a KOHK MHKYBMPOBaTL PeaKLMOHHYI0 cMech 30-50 MuH. npu 55°C. B cnyyae
MCMOMb30BAHMNS CIYYAMHOrO rekcanpanMepa nnm MpanmMep-MmkC pekoMeHayem
[060BUTb MHKYGaUmio 10 MuH. npu 25°C 1 3atem 30-50 MuH. npu 55°C.
MNpuMeuanue: ecnn matpuua PHK GC-6orata nnm CTPyKTYPUPOBAHA, PEAKLMIO
MOXHO MPOBOAMTL MPW 6osee BLICOKON TemnepaTtype (no 65°C).

6. Peakums OCTOHABIMBOETCS HAMPEBOM PEAKLIMOHHOM cMeck A0 85°C B TeueHun 5
MWH.

MPOQYKT pPeaKkUnn O06pATHOM TPOHCKPUMLMM MOXET HAMPSMYKO MCMNOMb3OBATHCS B
MUP-aMnnuneukaumm nnm xpaHuteca npu -20°C He MeHee oaHon Hegenu. [Ang 6onee
LIONIrOro XPaHeHus pekomeHaoyetca -70°C.

II. NUP-amnnndukaums nepeon uenu kAHK

MpopykT cuHTe3a nepBon uenn KkKOHK MoxeT Hanpsamyto WCNonb3OBATLCH B
ctanpgapTHon MUP nnm MLUP B pexume peanbHOro BpeMeHn. Heo6xoammeln o6bem
PEAKLMOHHOM CMeCcU Mocre 06paTHOM TPAHCKPUMLMM cocTasnseT He 6onee 1/10 ot
CYMMOPHOro oébeMa pedakumoHHon cmecw [MUP. B HopMe wucnonb3yetcs 2 MK
peakumoHHom cMecn OT B kadecTBe MaATpuULUbl ana nocnenytowen MNUP B o6beme 50
mMkn. Ona  amnandumkaumm dparmMeHTa go S T.0. B crtaHgapTHom [TUP  mMoxHO
Mcnosnb3oeaTh BruoMactep HS-Tag MUP - Color (2x) (MHC10-200, MHC10-1020),
BroMacTep HS-Tag MLUP (2x) (MH10-200, MH10-1020). [Ins ¢parmeHTos 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-amanueukaumm B pexmme peasnbHOro BPEMEHW PEeKOMEeHAYEM UCMOMb30BATb
Ha6opbl BroMactep HS-gPCR (2x) (MH020-400, MH020-2040), BuioMactep HS-
gPCR SYBR Blue (2x) (MHC030-400, MHC030-2040).
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OnTUMM3ALMS YCSTOBUA PEAKLIMM

1. B cnydyae Heo6xoanMMocTn 06bEM PEAKLMM MOXHO BapbupoBaTh oT 10 go 50 mkn,
NMPOMNOPUMNOHANBHO U3MEHSIS KONIMYECTBO BCEX KOMMOHEHTOB.

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

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

InnHa curTesvpyemon KOHK Konunyectso PHK MaTpuLibl
<THr 500 Hr — 2 Mkr
100 - 2000 n.o. 25 -100 eq. akT. 75 - 150 eq. akT.
Bonee 2000 n.o. 100 -150 eq. akT. 100 - 250 e, akT.

YBenuuenune KoHueHTpaumm PHK MaTpuupl B PEOKLMOHHOM CMECH MNPUBOAMUT K
YBENNYEHUIO CYMMOPHOIO BbIXOAA CMECU

MpuMedaHue: ecnu konnyecTso PHK MaTpuLbl B peakumMoHHOM cMeck 6onee 2 MKI HaO
20 MKN peakuun, Ons yBENUYEHUS BbIXOOA PECKLMN PEKOMEHOYETCS YBEUYUTD He
TOSBKO KOHLeHTpaumio M-MulLV —RH peBepTasbl, HO 1 KOHLLEHTpaUmMIo npanmepa B 1,5
- 2 paza.

3. [Ons o6neryeHus NPOXOXOEeHUs YYaCTKOB MATpWLUbl, copepxailern GC-6oraTbie
YUYOCTKM WM YYACTKM CO CIOXHOW BTOPWUYHOWM CTPYKTYPOW, PEeKoOMeHOyeTCs
MCMOMb30BATL CRyYaiHbIM rekcanpanmep (Random (dN)e).

MpUMeYaHMe: B Criyyae CIIOXHbLIX MATPUL, TEMNEPATYPY MOXHO NMOAHATL A0 55-60°C

(noBsbileHre TeMmepatypsbl 00 65°C npuBeOeT K CHUXEHMIO BbIXOOA PeaKLMK, HO

CNOCOSCTBYET NMPEOAONEHMIO CTRYKTYPMPOBAHHbBIX YYACTKOB).

YcnoBus XpaHeHus:
XpaHuTb npu -20°C - 1ropg; He 6onee 30 LUMKIIOB 3aMOPAXMBAHUA-PA3MOPAXUBAHMS.
DepPMeHT YCTOMUMB K MHKYBALMM MPW KOMHATHOM Temnepatype (0o 7 gHen).

YcnoBus TPAHCMNOPTUPOBKM:

B TEpMOKOHTEMHEPAX C OXNAXOAIOLLMMM SNEMEHTAMM, LOMYCKAETCS MNOBbILLEHWE
TEMNEPATYPbl 4O TEMMNEPATYPLI OKPYXAIOLLEN cpenbl Npy TPAHCMOPTUPOBKE A0 7
OHen.



