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pT7Blue Vector TB017 12198

pT7Blue contains the pUC19 backbone (including high-copy number origin of replication and
lac sequences), a T7 promoter, f1 origin of replication, and modified multiple cloning region. The
multiple cloning region contains an EcoR V site used for T-cloning flanked by an Nde | site, which
allows inserts to be conveniently subcloned into the Nde I site of many pET vectors. Unique sites
are shown on the circle map. The coding strand for transcription from the T7 promoter is shown
below. The f1 origin in pT7Blue is oriented so that infection with helper phage will produce virions
containing single-stranded DNA that is complementary to the strand shown below. Therefore,
single-stranded sequencing should be performed using the T7 promoter primer (Cat. No. 69348-3)
or pUC/M13 reverse primer (e.g. R-20mer, Cat. No. 69835-3).

pT7Blue sequence landmarks

lacZ start codon 1
) T7 start(41)
lacZ a-peptide 1-282 Hind 11(45)
. BspM 1(50)
T7 promot.er. 24-40 Sph I(55)
T7 transcription start 41 Sse8387 1(61)
multiple cloning region gg} ,'(‘2;3
(Hind T - EcoR 1) 45-125 Acc I(64)
L Hinc 11(65)
f1 origin* 284-739 Xba 1(69)
i : Spe I(81)
bla cod.ln.g sequence 871-1728 Nde I(88)
pUC origin 2489 EcoR V(95)
Sap 1(2663) ,Esam:;'l(')%g)
BspLU11 I(2546) Eg‘na ,'((111026))
Afl 111(2546) Sac I(118)
ECOR 1(120)

Dra I11(508)
BsaA 1(508)

NgoA IV(609)

pT7Blue
(2887bp)

Xmn 1(1058)
BsaH I(1118)

Sca 1(1177)
Ahd 1(1658)
Bsa 1(1592)
Bpm 1(1589)

R-20mer primer #69? 353 17 promoter primer #69348-3 Sall Blunt cloning site g5
1 > Sse8387 | Hinc 1l Aval
lacZ start __ T7promoter Hind IIl_Sph1 Pstl_ Accl  Xbal Spel Ndel EcoRVBamH|  Kpnl Sacl EcoRlI

ATGACCATGATTACGCCAAGCTCTAATACGACTCACTATAGGGAAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCTACTAGTCATATGGATATCGGATCCCCGGGTACCGAGCTCGAATTCA
MetThrMetlleThrProSerSerAsnThrThrHisTyrArgGluSerLeuHisAlaCysArgSerThrLeuGluAspleulLeuVallleTrplleSerAspProArgValProSerSerAsnSer

CTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCT
LeuAlaValVallLeuGInArgArgAspTrpGluAsnPro. ..
-

U-19mer primer #69819-3

pT7Blue cloning/expression region
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pT7Blue Restriction Sites

TBO017 12/98

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 1 64 Gdill 3 128 1265 2707 Vspl 3 1483 2718 2777
Acelll 3 348 1354 2594 Hael 3 2072 2524 2535 Xbal 1 69
Acil 32 Haell 4 659 667 2306 2676 Xmnl 1 1058
Pailll] 1 2546 Haelll 12
Alul 17 Hgal 4 725 1126 1856 2434 Enzymes that do not cut pT7Blue:
Alwl 11 HgiEll 1 1964 Aatll Jailll Agel Apal ApaBI
Alw21l 4 118 990 1075 2236 Hhal 20 Ascl Avrll Bael Bbs! Bell
Alw4dl 2 986 2232 Hindl 3 97 1583 1657 Bglll Bmgl BpulOl  Bpull02l BsaBl
AlwNI 1 2137 Hincll 1 65 BseRl Bsgl Bsml BsmBlI BsmFI
Apol 3 120 310 321 Hindlll 1 45 BspEl BspGl BsIGl BssHIl Bst1107!
Aval 1 104 Hinfl 9 30 66 435 457 1659 BstEll BstXI Bsu36l Clal Dsal
Avall 2 1294 1516 2176 2572 2647 2712 Eagl Eco47Ill  EcoNI Eco0109 Fsel
BamHI 1 99 Hphl 6 509 931 966 1172 1588 Hpal Miul Mscl Munl Narl
Banl 4 108 545 1705 2802 1815 Ncol Nhel Notl Nrul Nsil
Banll 2 118 583 Kpnl 1 112 NspV Pacl PfIMI Pmel Pmll
Bbvl 12 Maell 9 144 293 452 464 507 PshAl Pspbll RIeAl Rsrll Sacll
Becl 5 498 515 1209 1496 1620 617 1056 1429 1845 SexAl Sfil Sofl SgrAl SnaBl
Bce83l 4 1054 1922 2163 2461 Maelll 12 Srfl Stul Styl Sunl Swal
Beefl 3 116 534 2047 Mboll 8 238 648 876 985 1063 Tth11ll  Xeml Xhol
Begl 2 1120 1154 1818 1889 2680
Bfal 6 70 82 659 1465 1800 Mmel 3 485 2153 2337
2053 Mnll 12
Byll 2 272 1540 Msel 18
Bpml 1 1589 Msll 3 887 1246 1405
Bsal 1 1592 Mspl 12
BsaAl 1 508 MspAll 5 212 1022 1963 2208 2726
BsaHI 1 1118 Mwol 14
BsaJl 5 103 104 162 2386 2807 Neil 5 105 106 1122 1473 2169
BsaW! 3 1362 2193 2340 Ndel 1 88
BsaXI 2 456 2692 NgoAlV 1 609
Bshl 1 415 Nialll 9 9 55 822 1215 1251
BscGl 6 602 1110 1632 1656 1877 1329 1339 1830 2550
2223 Nlalv 13
Bsil 2 989 2373 Nspl 2 55 2550
BsiEl 5 243 1140 1289 2212 2636 pfll108l 1 1639
Bsll 7 404 730 2068 2347 2513 Plel 7 24 60 443 451 1667
2531 2705 2170 2655
BsmAl 2 816 1592 Psp1406l 3 293 1056 1429
BsoFl 20 Pstl 1 61
Bsp24l 4 1852 1884 2030 2062 Pvul 2 243 1289
Bsp1286l 5 118 583 990 1075 2236 Puull 2 212 2726
BspLU11l 1 2546 Real 2 818 1826
BspMI 1 50 Rsal 2 110 1177
Bsrl 12 Sacl 1 118
BsrBI 4 652 816 2617 2858 Sall 1 63
BsrDI 2 1424 1598 Sapl 1 2663
BsrFl 2 609 1573 Sau%l 6 231 499 1294 1516 1533
BstYl 8 75 99 1011 1028 1796 1612
1808 1894 1905 Sau3Al 12
Cac8l 16 Scal 1 1177
Ciel 12 ScrFl 10 105 106 164 1122 1473
CjeP! 10 1254 1287 1726 1759 1846 2169 2387 2400 2521 2809
1879 1992 2024 2025 2057 SfaNI 4 957 1206 1397 2449
Cvill 46 Sfel 6 36 57 727 1412 2090
CviRI 11 2281
Ddel 4 1157 1697 1863 2272 Smal 1 106
Dpnl 16 Spel 1 81
Dral 3 1080 1772 1791 Sphl 1 55
Dralll 1 508 Sse83871 1 61
Drdl 2 463 2444 Sspl 2 300 853
Drdll 1 513 Taql 5 64 118 541 1004 2448
Eael 3 128 1265 2707 Tagll 6 412 956 973 1126 1311
Eam11051 1 1658 2650
Earl 3 221 859 2663 il 2 2572 2712
Ecil 3 1502 2330 2476 Thal 11
Eco57! 2 992 2004 Tsel 12
EcoRlI 1 120 Tsp4sl 4 148 681 1185 1396
EcoRll 5 162 2385 2398 2519 2807 Tsp5091 10 120 284 310 321 1225
EcoRV 1 95 1480 1786 2774 2849 2866
Faul 5 241 645 714 2706 2748 Tthilll 3 1923 1955 1962
Fokl 4 182 1219 1506 1687 Uball 8 710 724 914 1143 1265
Fspl 2 262 1435 2349 2504 2622
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