pT7Blue-3 Vector
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pT7Blue-3 is a multi-purpose cloning vector featuring a versatile multiple cloning region,
blue/white screening, a T7 promoter and dual kanamycin/ampicillin resistance. Restriction
sites producing 4-base 3' overhangs are conveniently positioned at each end of the polylinker
to facilitate the generation of unidirectional deletions using exonuclease Ill. 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-3 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 R-20mer primer (Cat. No. 69835-3).

pT7Blue-3 sequence landmarks T7 start(41) Hinc 1l(114)
Kpn 1(55) Hind 1li(118)
lacZ start cc_)don 1 Sph 1(63) Xho I(124)
lacZ a-peptide ORF 1-348 Pst 1(68) Avr 11(130)
- Mlu 1(70) Sty 1(130)
T7 promoter 24-40 SnaB I(78) | Nhe I(135)
T7 transcription start 41 BamH 1(84) | Xba l(141)
multiple cloning region Eggs l\%gm E?t'x'ﬁl(féi)
(Kpn I - Not I) 51-178 EcloR 1(106) | EcoO109 I(159)
. Sal 1(112) Apa 1(163)
f1 origin 343-798 Sap I(3597) Acc 1(113) Sac 1(169)
bla coding sequence 938-1787 BspLULL I(3480 Eag 1(172)
Kan coding sequence 1936-2748 P (3480) Not la72)
pUC origin 3423

Dra I11(567)

NgoA 1V(668)

AlwN 1(3071)

pT7Blue-3
(3821 bp)

BsaH 1(1177)
Sca 1(1236)

PfIM 1(2630)

Bpul0 1(2384)
BsmB 1(2383)
Sgf 1(2367)

EcoN 1(2279)
Sma 1(2241) Bpm I(1648)
Bsa I(1651)
Cla 1(2058) Ahd 1(1717)
Nru 1(2024)

Blunt cloning site
R-20mer primer #69835-3 17 promoter primer #69348-3
1 >
lacZ start __ T7promoter Kpnl Sphl  Pstl Miul SnaBl BamH| EcoR| ECORV EcoR |

ATGACCATGATTACGCCAAGCTCTAATACGACTCACTATAGGGAAAGCTCGGTACCACGCATGCTGCAGACGCGTTACGTATCGGATCCAGAATTCGTGATATCTGAATTC
Met Thr Met Ile Thr Pro Ser Ser Asn Thr Thr His Tyr Arg Glu Ser Ser Val Pro Arg Met Leu GIn Thr Arg Tyr Val Ser Asp Pro Glu Phe Val Ile Ser Glu Phe

Accl
Hinc Il | Pmil1  Eco0109 | Eag|

Sty
Sall  HindIll_Xho! Avrii_Nhel xpai| BstX|  Apal Sacl Not |
GTCGACAAGCTTCTCGAGCCTAGGCTAGCTCTAGACCACACGTGTGGGGGCCCGAGCTCGCGGCCGCACAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAAC
Val Asp Lys Leu Leu Glu Pro Arg Leu Ala Leu Asp His Thr Cys Gly Gly Pro Ser Ser Arg Pro His Asn Ser Leu Ala Val Val Leu GIn Arg Arg Asp Trp Glu Asn
-—

U-19mer primer #69819-3

pT7Blue-3 cloning/expression region
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pT7Blue-3 Restriction Sites
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Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 1 113 Fokl 6 242 1278 1565 1746 2005 Xhol 1 124
Acil 35 2611 Xmnl 2 1117 2756
Afllll 4 70 149 151 3480 Fspl 2 322 1494
Andl 1 1717 Haell 4 718 726 3240 3610 Enzymes that do not cut pT7Blue-3:
Alul 19 Haelll 16 Aatll Aflll Ascl Bbsl Bell
Alwl 12 Hoal 5 78 784 1185 2790 3368 Bylll Bpul102l BsaBl BseR| Bsgl
Alw261 3 875 1651 2383 Hhal 24 BsmFI BspEl BspMI BsIGl BssHII
AlwNI 1 3071 Hincll 1 114 Bst1107I  BstEll Bsu36l  Dsal Eco47Ill
Apal 1 163 Hindlll 1 118 Fsel Hpal Mscl Munl Narl
ApalLl 2 1045 3166 Hinfl 13 Ncol Ndel NspV Pacl PinAl
Apol 6 91 106 369 380 1980 Hphl 11 Pmel PshAl Psp5ll Rsrll Sacll
2164 Kpnl 1 55 SanDI SexAl Sfil SgrAl Spel
Aval 3 124 162 2239 Maelll 16 Srfl Sse83871  Stul Sunl Swal
Avall 2 1353 1575 Mboll 10 298 707 935 1044 1122 Tth11ll  UbaEl Xeml
Avrll 1 130 1877 2167 2278 2823 3614
BamH| 1 84 Miul 1 70
Banl 4 51 604 1764 3736 Mnll 14
Banll 4 163 169 642 2022 Msel 22
Bbvl 13 Msll 4 152 946 1305 1464
Begl 1 1213 Mspl 14
Begl' 1 1179 MspAll 5 272 1081 2897 3142 3660
Bfal 8 131 136 142 718 1524 Mwol 19
1859 1967 2987 Ncil 5 1181 1532 2240 2241 3103
Bgll 2 332 1599 NgoAlV 1 668
Bpml 1 1648 Nhel 1 135
Bpul0l 1 2384 Nlalll 14
Bsal 1 1651 Nlalv 15
BsaAl 3 78 152 567 Notl 1 172
BsaHI 1 1177 Nrul 1 2024
BsaJl 7 130 222 2238 2239 2640 Nsil 2 2217 2483
3320 3741 Nspl 2 63 3484
BsaW! 4 1421 2502 3127 3274 PHMI 1 2630
BsiEl 7 175 303 1199 1348 2367 Plel 7 24 502 510 1726 2599
3146 3570 3104 3589
BsiHKAI 4 169 1049 1134 3170 Pmll 1 152
Bsll 10 463 789 2281 2613 2630 Psp1406! 2 1115 1488
3002 3281 3447 3465 3639 Pstl 1 68
Bsml 2 2251 2328 Pvul 3 303 1348 2367
BsmBlI 1 2383 Pvull 2 272 3660
Bsp1286l 7 163 169 642 1049 1134 Real 3 877 1885 2760
2022 3170 Rsal 3 53 1236 2202
BspLU11l 1 3480 Sacl 1 169
Bsrl 13 Sall 1 112
BsrBI 4 711 875 3551 3792 Sapl 1 3597
BsrDI 2 1483 1657 Sau3Al 18
BsrFl 3 668 1632 2321 Sau%l 8 159 160 291 558 1353
BssSl 2 1048 3307 1575 1592 1671
BstXI 1 154 Scal 1 1236
BstYI 8 84 1070 1087 1855 1867 ScrFl 12
2616 2828 2839 SfaNI 10 1016 1265 1456 1983 2067
Cac8l 19 2202 2289 2409 2720 3383
Clal 1 2058 Sfel 6 36 64 786 1471 3024
CviJl 60 3215
Ddel 6 1216 1756 2384 2748 2797 Sofl 1 2367
3206 Smal 1 2241
Dpnl 18 SnaBl 1 78
Dral 3 1139 1831 1850 Sphl 1 63
Dralll 1 567 Sspl 3 359 912 2292
Drdl 2 522 3378 Styl 1 130
Eael 4 172 188 1324 3641 Tail 11
Eagl 1 172 Taql 8 113 125 600 1063 2058
Earl 4 281 918 2180 3597 2332 2735 3382
Eco57! 2 1051 2938 Tl 6 2278 2334 2506 2597 3506
EcoNI 1 2279 3646
Eco01091 1 159 Thal 16
EcoRl 2 91 106 Tsel 13
EcoRll 7 222 2255 2612 3319 3332 Tsp4bl 5 208 740 1244 1455 2514
3453 3741 Tsp5091 19
EcoRV 1 101 TspRI 12
Faul 5 301 704 773 3640 3682 Vspl 5 1542 2566 2755 3652 3711
FnudHI 24 Xbal 1 141
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