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P g = i 4 R 3
D2312-1pg PRNA-T3-T7 (RNAFKAME 3¢ i ki) 1ng
D2312-100ug PRNA-T3-T7 (RNAfK S 5% 5 br) 100ug
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> PRNA-T3-T7TRZE = RWFPA K —F H TRSME T TIET7 /5 357 (T3 or T7 Promoter) 1T RNAR; i) k. FEZ TR ) 2
SLREAL A H R IR A S5, T AEIRNAR SN S AR . AR SN S IIRNATT LA T mRNAZE 1 . R4
B QA T B R R . ARSI ORI BRI LS RAMI FURNARERENLT . B S RNARAR FAE 4

» PRNA-T3-T7() 2 ulEA s I 23 5l S B TIRT7 BN 1, EZ wlEA fUEA H IR G, 7R sl T3ET7 RNAK S
HEATRNARIAR SN SE o ARHE RNAFE S 1) 77 RGN H R 5 1), BT D4R 2 H SRR ) IE SR SCRNA.
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» PRNA-T3-T7 /i RLff) 3= B5 B0

Feature Nucleotide Position
M13 forward primer binding site 379-395
T3 promoter 405-423
Multiple cloning site 424-483
T7 promoter 484-502
M13 reverse primer binding site 518-534
lac operator 542-558
lac promoter 566-596
ori 920-1508
Ampicillin resistance ORF 1679-2539
Ampicillin promoter 2540-2644
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> PRNA-T3-T7H) 2 5o AL ri A VELH BG4 T

391

441

491

T3 Transcrition Start

Smal
Hindlll T3 Promoter Xhol Bglll Xmal
CCAGTGCCAA GCTTAATTAA CCCTCACTAA AGGCTCGAGA GATCTCCCGG

GGTCACGGTT CGAATTAATT GGGAGTGATT TCCGAGCTCT CTAGAGGGCC

T7 Transcrition Start
Accl
Ncol Sall MIul Spel Xbal BamHI EcoRV
GCCATGGGTC GACACGCGTA CTAGTTCTAG AGGATCCGAT ATCCCTATAG

CGGTACCCAG CTGTGCGCAT GATCAAGATC TCCTAGGCTA TAGGGATATC

T7 Promoter EcoRI
TGAGTCGTAT TAGAATTCGT AATCATGGTC

ACTCAGCATA ATCTTAAGCA TTAGTACCAG

» PRNA-T3-T7H¥%F Kl VI £7 & (Restriction enzymes that do not cut pRNA-T3-T7)f.#5

Acc65l1 BbvCl BsmFl1 BtgZl Nael
Afel Bcll Bsml Clal NgoMIV
ATl BfuAl BspDlI CspCl Nhel
Agel Blpl BspEl Dralll Notl
Alel BmgBI BspMI Eagl Nrul
Apal Bmtl BsrGl Eco53kl Nsil
Ascl BpulOl BssHI | EcoNI Pacl
AsiSl BsaAl BstBI Fsel PaqCl
Avril BsaBI BstEIll Hpal PFIFI
BseRl1 BstXl Kpnl PFIMI Sbfl
Bstz171 Mfel Pmel SexAl Bbsl
Mscl Pml1 Sfil

> PRNA-T3-T7H i B )57 55 (Restriction enzymes that cut pRNA-T3-T7once) {45 :
Aatll G,ACGTC 2670 Narl
Accl GT MK, AC 449 Ncol
Ahdl GACNN,NTNNGTC 1751 Ndel
AlwNI CAG,NNN"CTG 1272 NmeAlll
Apol RTAATT,Y 503 PaeR71
BamH1 G~ GATC,C 472 Pcil
Bcgl NN (N)10CCGA(N)TGC(N)19,NN™ 2255 PIuTI
Bglll ATGATC,T 430 Sall
Bpml CTGGAG(N)14,NN~ 1820 Sapl
Bsal GGTCTCN™NNNN, 1813 Scal
BsaXl NNNT (N)GAC(N)sCTCC(N),,NNN~ 704 Sfol
BseYl C™CCAG,C 1163 Smal
BspQl GCTCTTCN™NNN, 743 Spel
BsrFl R™CCGG, Y 1832 Sspl
BstAPI GCAN,NNNTNTGC 182 Styl
Btgl C CRYG,G 442 TspMI
Eco01091 RG™GNC,CY 2728 Xbal
EcoRl1 G~ AATT,C 503 Xhol
EcoRV GAT]ATC 480 Xmal
Hincll GTY|]RAC 450 Xmnl
Hindl 11 ATAGCT,T 399 Zral
Kasl G~GCGC,C 235
MIul A~CGCG,T 454

> PRNA-T3-T7J50RL A HEFE A FH 000 5 51907 51040 R

M13 forward primer (379-395): 5'-GTAAAACGACGGCCAGT-3’
M13 reverse primer (518-534): 5-CAGGAAACAGCTATGAC-3’
> pPRNA-T3-T7HI4FIE BIES % E o KWk Lz {5 = .

PpuMl
PshAl
Psil
PspOMI
PspXl1
Pstl
Rsril
Sacl
Sacll
Banll
BsiWl

GG CG,CC

C CATG,G

CA TA,TG
GCCGAG(N)19,NN™
C TCGA,G

A CATG,T
G,GCGC™C

G TCGA,C
GCTCTTCN™NNN,
AGT|ACT
GGC|GCC
CCC| GGG

A CTAG,T
AAT|ATT

C CWWG, G
C>CCGG,G

T CTAG,A

C TCGA,G
C~CCGG,G
GAANNNNTTC
GAC|GTC
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D2312 pRNA-T3-T7 (RNA%SI LT 7 k)

SgrAl
SnaBlI
Sphl
Srfi
Stul
Swal
Tthil11l
Xcml
Bael
Bsgl
Bsu361
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442
184
1899
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235
448
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442
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436
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2672
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http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=HindIII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XhoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BglII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XmaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AatII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NarI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AccI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NcoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AhdI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NdeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=AlwNI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=NmeAIII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=ApoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PaeR7I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BamHI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PciI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BcgI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=PluTI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BglII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SalI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BpmI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SapI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=ScaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsaXI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SfoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BseYI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SmaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BspQI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SpeI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BsrFI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=SspI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BstAPI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=StyI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=BtgI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=TspMI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=EcoO109I
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XbaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=EcoRI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XhoI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=EcoRV
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XmaI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=HincII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=XmnI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=HindIII
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=ZraI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=KasI
http://nc2.neb.com/NEBcutter2/enz.php?name=00949487-&enzname=MluI
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> RFORLRG S = R ATV AR TAR R RN &, WA AT BN TSR 56 = AN AR AT N BRAL
> AP RAUR T N G RIRAEE R, A TR Wiy, AT ez, MR T HEEEN.
> N T ENERE, 55 KRR T BRI

= FEER:

1 B Ipg B A dhi 15 e U B BOR AL R I AF B, BEAT PO E . B R E R 5 A T /a2 & . Hh
PEERAT A BTRL AT L I W U] rUK AT 4 5, BRI AT 4 .

2. 100ug /L3 YA it FORLAR B2 00 0.1ug/ul,  SEamle AT AFE L 22 v B AL R 2 WD) Ja 4l A AR AM e S i) B 2R B, B v
PAHI TG 22 ve B FoR N H B FE A

3. TEREAT RO S 2 WA 2 1) JSORL A ZIBEAT B Ve AL AR o B A b T I 308 5 12 R A0L 4% e RNA AR S 0 B, IX R 3 ) (R R
U L2 AT — 3. 5 ERRRIVER AR, i BURI 7 10 R S K77 10] 23 PR B s 7 P02 IE CRNAEZ S XRNA, 75
MR 5250 75 ZER T i, i ORSRAT 102 BT 75 1 IE B CRNA BRI A S 5 5% ) S AR R PT A S 2% 35 2 R A= I TT RNA
Polymerase (R7012)F1T3 RNA Polymerase (R7009).
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