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D2308-10ug pT3/SP6/T7-RNA Linearized Template (RNAMRSME )5 10ug
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> BHARWIAIPT3/SP6/T7-RNA Linearized Template/2 —#H THRSMNET T3, SP6E(T7 Promoter#1TRNAFE KT MEAL BTk
B, BRI Pstl/SacI iz s Al A T A B-acting [KIf9125bp cDNA FB:(X0035119823-947 % H 4 F BY), & HindIIl
BREIE NIRRT TEIMECAL R, FTDAEEAEAT3 RNAR G, SP6 RNARGHEFET7 RNARSERHITEAT — R TR ML 5%,
MARERMEACARAR AT DARS 572 42 5 N B-actin mRNA B AMYRNARES, WAl DU FIWET3 RNARGEE. SP6 RNAR GHFaT7
RNAREREAITENE,

> 4T3 RNAREGHE. SP6 RNAREGHEEET7 RNARAMHITIRIMERN, FISHRNAKKE M F179221nt, 198ntf1175nt,
HEFAE I A RAFZIR7006 SP6 RNA Polymerase, R7009 T3 RNA PolymerasefIR7012 T7 RNA Polymerase,

> MIZASHR & R SR P AT P VAR RS AR BB AN S X IR B LR AP I 3R 4R ST ; 7ENorthernfiDot blotsHa[{E NS E A TE#F D
B RNAMIX ES%E; 5 ABRRNAZZ AR A B-actin mRNAM125MEHR F EX AR RNase AfTRNase T1#H k.

> pT3/SP6/T7-RNA Linearized TemplateFifii) £ EE 2.

Feature Nucleotide Position
Ampicillin promoter 96-200
Ampicillin resistance ORF 201-1061
ori 1232-1820
lac promoter 2144-2174
lac operator 2182-2198
M13 reverse primer binding site 2206-2222
T3 promoter 2238-2257
SP6 promoter 2261-2280
T7 promoter 2284-2303
B-actin-125-Human Antisense Template 2327-2451
Multiple cloning site 2307-2326/2452-2480
M13 forward primer binding site 2484-2500

> pT3/SP6/T7-RNA Linearized Template/fifi(2878bp) I EI U :

Xba [ 2470 Nde [ 2693
BamH I 2464
Sma I 2461
Xma I 2459
Sac I 2457 AmpR promoter
Pst 12326 MCS scals
Kpn 12320 - P Scal.owe
Not 12309 Actin-1Z3 S
MCS
T7 promoter
: SP6 promoter
EcoR 12233 T3promoter  pT3/SP6/T7-RNA
e operator  Linearized Template
2878 bp

Bsa 1923

ori



> pT3/SP6/T7-RNA Linearized Templateft)Z 5 BN s R4 4N R -
EcoRl T3 promoter

SP6 promoter

2231 CGAATTCAAT TAACCCTCAC TAAAGGGAGA ATTTAGGTGA CACTATAGAA
GCTTAAGTTA ATTGGGAGTG ATTTCCCTCT TAAATCCACT GTGATATCTT
T7 promoter Notl Kpnl Pstl Actin-125
2281 GAGTAATACG ACTCACTATA GGGAGAGCGG CCGCGGTACC CTGCAGACCG
CTCATTATGC TGAGTGATAT CCCTCTCGCC GGCGCCATGG GACGTCTGGC
2331 CCAGACAGCA CTGTGTTGGC GTACAGGTCT TTGCGGATGT CCACGTCACA
GGTCTGTCGT GACACAACCG CATGTCCAGA AACGCCTACA GGTGCAGTGT
2381 CTTCATGATG GAGTTGAAGG TAGTTTCGTG GATGCCACAG GACTCCATGC
GAAGTACTAC CTCAACTTCC ATCAAAGCAC CTACGGTGTC CTGAGGTACT
Sacl Smal BamHI Xbal HindlllI
2431 CCAGGAAGGA AGGCTGGAAG AGAGCTCCCC GGGGATCCTC TAGAA AGCTT
GGTCCTTCCT TCCGACCTTC TCTCGAGGGG CCCCTAGGAG ATCTTTCGA A
2481 GGCACTGGCC
CCGTGACCGG

> pT3/SP6/T7-RNA Linearized Template H % G I B U] fi /X (Restriction enzymes that do not cut pT3/SP6/T7-RNA
Linearized Template)fiff:

Accl Afel AFIII Agel Alel Apal Ascl
AsiSl Avrll Bael Bbsl BbvCl Bcll BFuAl
Bglll Blpl Bmtl BpulOl BsaAl BsaBlI BseRlI
Bsgl BsiWl BsmFI Bsml BspDl BspEl BspMlI
BsrGl BssHI | BstBI BstElI BstXI Bstz171 Bsu361
BtgZl Clal CspCl Dralll EcoNI EcoRV Fsel
Hincll Hpal HindI 11 Mfel Miul Mscl Nael
Ncol NgoMIV Nhel Nrul Nsil Pacl PaeR71
PaqCl PFIFI PFIMI Pmel Pml1 PpuMmli PshAl
Psil PspOMI PspXI Rsril Sall Sbfl SexAl
Sfil SgrAl SnaBlI Spel Sphl Srfl Stul
Styl Swal Tthil1l Xcml Xhol

> pT3/SP6/T7-RNA Linearized Template H' i B[ U] fif 5 (Restriction enzymes that cut pT3/SP6/T7-RNA Linearized
Template)f4F:
Aatll G,ACGT"C 65 Kasl G GCGC,C 2639
Accé651 G GTAC,C 2315 Kpnl G,GTAC™C 2135
AfLLII ATCRYG,T 1876 Narl GG~CG,CC 2640
Ahdl GACNN,N NNGTC 987 Ndel CA"TA,TG 2692
AlTwNI CAG,NNN"CTG 1464 NmeAlll GCCGAG(N)i9,NN™ 838
Aval C YCGR,G 2458 Notl GC~GGCC,GC 2308
BamHl1 G GATC,C 2463 Pcil A~ CATG,T 838
Banll G,RGCY™C 2452 PIuTI G,GCGC™C 2308
Bcgl NN (N) 10CGA(N) 6 TGC(N) 19 ,NN~ 450 Pstl C,TGCA™G 1876
BmgBI CAC|GTC 2374 Sacl G,AGCT"C 2639
Bpml CTGGAG(N) 14 ,NN™ 917 Sacll CC,GC"GG 2321
Bsal GGTCTCN™NNNN, 922 Sapl GCTCTTCN™NNN, 2452
BsaXl ,NNN~(N)gAC(N)sCTCC(N), ,NNN~ 2008 Scal AGT|ACT 2312
BseYl C™CCAG,C 1527 Sfol GGC]GCC 1993
BsoBI C YCGR,G 2458 Smal CCC| GGG 507
BspQl GCTCTTCN™NNN, 1993 Sspl AAT|ATT 2461
BsrFl R™CCGG,Y 903 TspMI C~CCGG,G 2460
BstAPI GCAN,NNNTNTGC 2693 Xbal T CTAG,A 183
Btgl C CRYG,G 2311 Xmal C~CCGG,G 2458
Eagl C GGCC,G 2308 Xmnl GAANNTNNTTC 388
Eco53kl GAG|CTC 2454 Zral GAC|GTC 67
Eco01091 RG™GNC,CY 8
EcoRlI G AATT,C 2232

> pT3/SP6/T7-RNA Linearized TemplatefI & F 55 RIESH E = KMk FIZBTRHIE R
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http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AccI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AfeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AflII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AgeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AleI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=ApaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AscI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AsiSI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AvrII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BaeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BbsI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BbvCI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BclI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BfuAI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BglII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BlpI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BmtI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=Bpu10I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsaAI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsaBI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BseRI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsgI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsiWI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsmFI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsmI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BspDI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BspEI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BspMI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsrGI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BssHII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BstBI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BstEII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BstXI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BstZ17I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=Bsu36I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BtgZI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=ClaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=CspCI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=DraIII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=EcoNI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=EcoRV
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=FseI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=HincII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=HpaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=MfeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=MluI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=MscI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NaeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NcoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NgoMIV
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NheI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NruI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NsiI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PacI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PaeR7I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PaqCI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PflFI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PflMI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PmeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PmlI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PpuMI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PshAI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PsiI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PspOMI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PspXI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=RsrII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SalI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SbfI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SexAI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SfiI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SgrAI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SnaBI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SpeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SphI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SrfI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=StuI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=StyI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SwaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=Tth111I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XcmI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XhoI

TEBEE
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D2308-10ug pT3/SP6/T7-RNA Linearized Template 10ug
— LRE 117
RESRN
-20°CIR 1%
AEEI

Y

WR A T Hil e RNARE £ T RNase Protection Assay (RPA)S:4s, BlNuclease Protection Assay (NPA)SZE:, BEERONHIEH
RNA#E 4 TPAGE4LifE,

> AR ARZEE AR PHETF I AMERAFEMEAE, WAEBRATT R AFESRESMIEM NS,

AR T WA RIBERAH, AMERTIRKEWEIET, MEAT RS, MEFERTEEBEEEN,

> NTIENZEAERE, EEERRTR—XETFERE,

fEAWEA :

1. 10ugELHE YA = 5 BORIR EE 90.5pug/ul, :20ul, AT CAEEEH TRIME SR N, BRI RNV AR R LS EH A RAETT
RNA Polymerase (R7012), SP6 RNA Polymerase (R7006)5T3 RNA Polymerase (R7009)/7= A 43,

A4
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