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pT7Blue-2 Vector TB135 12198

pT7Blue-2 contains the pUC19 backbone (including high-copy number origin of replication and
lac sequences), f1 origin of replication and modified multiple cloning region designed for optimal
expression of cloned inserts by in vitro translation. The multiple cloning region contains a T7 pro-
moter upstream of the Xenopus (-globin 5' UTR translation enhancer and SeTag™ sequences, fol-
lowed by an enterokinase cleavage site and extensive region of cloning sites. An SP6 promoter is
placed within the multiple cloning sites to allow the synthesis of essentially unfused RNA from
DNA inserted downstream. Unique sites are shown on the circle map. The coding strand for tran-
scription from the T7 promoter is shown below. The f1 origin in pT7Blue-2 is oriented so that in-
fection with helper phage will produce virions containing single stranded DNA that is complemen-
tary to the strand shown below. Therefore, single stranded sequencing should be performed using

pT7Blue-2 sequence landmarks the T7 promoter primer (Cat. No. 69348-3), Blue2SeTag primer (Cat. No. 69087-3), or SP6 promoter

lacz start c9don ! primer (Cat. No. 69349-3), depending on the location of the insert.
lacZ a-peptide 1-498
A promot-er- 24-40 T7 start(41) Kpn 1(161) EcoR 1(253)
T7 transcription start 41 5'UTR(52-94) |BseR 1(189) |EcoR V(262)
in5' X Msc 1(94) Sma [(191) Sal 1(268)
Xenopus g_Iobln SUTR 52:94 Nco 1(98) Srf 1(191) Acc 1(269)
SeTag coding sequence 112-156 Dsa 1(98) Pst 1(212) Hinc 11(270)
P R R SeTag(112-156) | Mlu 1(214) Hind 11(274)
multiple cloning region Nsp V(134)  |SnaB I222) |Xho 1(280)
(Msc | - Not I) 92-334 PinA 1(160) BamH 1(228) | Avr 11(286)
~ EcoN 1(236) Nhe 1(291)
SP6 promot.er_ 236252 SP6 start(253) | Xba 1(297)
SP6 transcription start 253 Sap 1(2879) Pml 1(308)
L BstX I(310)
fL origin 500-955 BspLULL v Eco0109 I(315)
bla coding sequence 1087-1944 P épa I|(319)
p ac 1(325)
pUC origin 2705 Eag 1(329)

Not 1(328)
Notes: the Srf | and Sma | sites are

destroyed during Ligation Independent

Cloning.

Primer sequence extensions required for

LIC compatibility are underlined in the

diagram below. AlWN 1(2353)

Dra Ill(724)

pT7Blue-2
(3103bp)

NgoA 1V(825)

start insert stop
5 GACGACGACAAGATG sense. . TAACCGGGCTTCTCCTC 3°
3 'CTGCTGCTGTTCTAC anti ATTGGCCCGAAGAGGAG 5

l T4 DNA pol + dATP

GACGACGACAAGATG sense. . TAA
anti ATTGGCCCGAAGAGGAG

+
GAT CCBRGCTTCTCCTCA ALY
g CTacTecTecTeTTCT 1 IR Ahd 1(1874) Ap (1087-19 s —
Bsa I(1808) Xmn l(1274) " 20ccoarr atcte
EK/ILIC vector Bpm 1(1805) s :31535‘9? I(1334) | aacceTA  TTAGAC...
ca
EK/LIC vector overhangs ( ) T-Vector overhangs

T7 transcript translation start
R-20mer primer #69835-3 T7 promoter primer #69348-3
|

> - Dsa
lacZ start __ T7promoter globin 5' UTR Mscl  Neol

ATGACCATGATTACGCCAAGCTCTAATACGACTCACTATAGGGAAAGCTCGCTTGTTCTTTTTGCAGAAGCTCAGAATAAACGCTCAACTTTGGCCACCATGGGTGTTACC
MetThrMetl leThrProSerSerAsnThrThrHisTyrArgGluSerSerLeuVallLeuPheAlaGluAlaGlInAsnLysArgSerThrLeuAlaThrMetGlyValThr

Blue2S+Tag primer #69087-3_ ) ¥ Blunt cloning site
g . LICsite sma|
STag NspV Kpn! PinAl v i BseR | Pstl Ml

AAAGAAACCGCTGCTGCTAAATTCGAACGCCAGCACATCGACAGCGGTACCGGTGGCAGCGATGACGACGACAAGAGCCCGGGCTTCTCCTCAAAACTGCAGACGEGT
LysGluThrAloAloAlalysPheGluArgGinHislleAspSerGlyThrGlyGlySerAspAspAspAsplysSerProGlyPheSerSerLysLeuGIinThrArg

SP6 promoter primer #69349-3 Acc | i
T C enterokinase 00
EcoN | SP6 promoter Hincll Pl Eco0109 Eagl
SnaB | BamH | » ECORI EcoRV Sall Hind Il _Xhol Avrll_Nhel Xpai BsiX | Apal Sacl _ Notl

TACGTATCGGATCCTTATTTAGGTGACACTATAGAATTCCGATATCTGGTCGACAAGCTTCTCGAGCCTAGGCTAGCTCTAGACCACACGTGTGGGGGCCCGAGCTCGCGGCCGCAC
TyrValSerAspProTyrLeuGlyAspThrlleGluPheArgTyrLeuValAsplLyslLeuleuGluProArgleuAlaleuAspHisThrCysGlyGlyProSerSerArgProHis

AATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAAC
AsnSerlLeulAlaValVallLeuGInArgArgAspTrpGluAsn. . . 56aa to end of a-peptide
«— -

U-19mer primer #69819-3

pT7Blue-2 cloning/expression region
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pT7Blue-2 Restriction Sites TBI35 12/98
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 1 269 Eael 5 92 328 344 1481 2923 Scrfl 10 190 191 380 1338 1689
Acelll 3 564 1570 2810 Eagl 1 328 2385 2603 2616 2737 3025
Acil 36 Eam11051 1 1874 SfaNI 4 1173 1422 1613 2665
Pailll] 4 214 305 307 2762 Earl 3 437 1075 2879 Sfel 7 36 208 248 943 1628
Agel 1 160 Ecil 3 1718 2546 2692 2306 2497
Alul 20 Eco571 2 1208 2220 Smal 1 191
Alwl 10 223 236 1235 1239 1556 EcoNI 1 236 SnaBl 1 222
2019 2020 2116 2118 2204 Eco01091 1 315 Srfl 1 191
Aw2ll 4 325 1206 1291 2452 EcoRl 1 253 Sspl 2 516 1069
Alw4dl 2 1202 2448 EcoRll 5 378 2601 2614 2735 3023 Styl 2 98 286
AlwNI 1 2353 EcoRV 1 262 Taql 7 134 149 269 281 757
Apal 1 319 Faul 5 457 861 930 2922 2964 1220 2664
Apol 4 130 253 526 537 Fokl 4 398 1435 1722 1903 Taqll 7 91 628 1172 1189 1342
Aval 3 189 280 318 Fspl 2 478 1651 1527 2866
Avall 2 1510 1732 Gdill 4 328 344 1481 2923 il 2 2788 2928
Avrll 1 286 Hael 4 94 2288 2740 2751 Thal 13
Bael 1 156 Haell 4 875 883 2522 2892 Tsel 15
BamH| 1 228 Haelll 15 Tspdsl 5 241 364 897 1401 1612
Banl 4 157 761 1921 3018 Hoal 5 222 941 1342 2072 2650 TspS09l 12
Banll 4 190 319 325 799 HgiEll 1 2180 Tthiiul 3 2139 2171 2178
Bbvl 15 Hhal 20 Uball 10 328 331 926 940 1130
Becl 5 714 731 1425 1712 1836 Hindl 3 264 1799 1873 1359 1481 2565 2720 2838
Bce83l 4 1270 2138 2379 2677 Hincll 1 270 Vspl 3 1699 2934 2993
Bcefl 3 332 750 2263 Hindlll 1 274 Xbal 1 297
Begl 2 1336 1370 Hinfl 8 30 651 673 1875 2392 Xhol 1 280
Bfal 7 287 292 298 875 1681 2788 2863 2928 Xmnl 1 1274
2016 2269 Hphl 7 253 725 1147 1182 1388
Bgll 2 488 1756 1804 2031 Enzymes that do not cut pT7Blue-2:
Bmgl 1 317 Kpnl 1 161 Aatll Aflll ApaBI Ascl Bbsl
Bpml 1 1805 Maell 11 Bell Bglll Bpuldl  Bpull02l BsaBl
Bsal 1 1808 Maelll 15 Bsgl Bsml BsmBlI BsmFI BspEl
BsaAl 3 222 308 724 Mboll 8 454 864 1092 1201 1279 BspGl BspMI BsrGl BssHII Bst1107!
BsaHI 1 1334 2034 2105 2896 BstEll Bsu36! Clal Ecod7Ill  Fsel
BsaJl 6 98 189 286 378 2602 Mlul 1 214 Hpal Munl Narl Ndel Nrul
3023 Mmel 3 701 2369 2553 Nsil Pacl PfIMI Pmel PshAl
BsaW! 4 160 1578 2409 2556 Mnll 12 Pspbll Rsrll Sacll SexAl Sfil
BsaXI 2 672 2908 Mscl 1 94 Sofl SgrAl Spel Sphl Sse8387!
Bsbl 1 631 Msel 18 Stul Sunl Swal Tth11ll  Xeml
BscGl 6 818 1326 1848 1872 2093 Msll 4 308 1103 1462 1621
2439 Mspl 13
BseRI 1 189 MspAll 7 121 155 428 1238 2179
Bsil 2 1205 2589 2424 2942
BsiEl 6 331 459 1356 1505 2428 Mwol 15
2852 Neil 5 190 191 1338 1689 2385
Bsll 9 238 264 620 946 2284 Ncol 1 98
2563 2729 2747 2921 NgoAlV 1 825
BsmAl 2 1032 1808 Nhel 1 291
BsoF| 25 Nlalll 9 9 102 1038 1431 1467
Bsp24l 4 2068 2100 2246 2278 1545 1555 2046 2766
Bsp1286l 7 190 319 325 799 1206 Nlalv 15
1291 2452 Notl 1 328
BspLU11l 1 2762 Nspl 1 2766
Bsrl 12 NspV 1 134
BsrBI 4 868 1032 2833 3074 Pfll108l 1 1855
BsrDI 2 1640 1814 Plel 6 24 659 667 1883 2386
BsrFl 3 160 825 1789 2871
BstXI 1 310 Pmll 1 308
BstYl 7 228 1227 1244 2012 2024 Psp1406l 3 509 1272 1645
2110 2121 Pstl 1 212
Cac8l 17 Pvul 2 459 1505
Cjel 14 Puull 2 428 2942
CjeP! 10 1470 1503 1942 1975 2062 Real 2 1034 2042
2095 2208 2240 2241 2273 RleAl 1 300
Cvill 56 Rsal 2 159 1393
CviRI 11 Sacl 1 325
Ddel 5 71 1373 1913 2079 2488 Sall 1 268
Dpnl 15 Sapl 1 2879
Dral 3 1296 1988 2007 Sau%l 8 315 316 447 715 1510
Dralll 1 724 1732 1749 1828
Drdl 2 679 2660 Sau3Al 15
Drdll 1 729 Scal 1 1393
Dsal 1 98
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