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pET-24(+) (Cat. No. 69772-3) is a transcription vector designed for expression from bacterial
translation signals carried within a cloned insert. It therefore lacks the ribosome binding site and
ATG start codon present on the pET translation vectors. A C-terminal HiseTag"” sequence is avail-
able. Unique sites are shown on the circle map. Note that the sequence is numbered by the pBR322
convention, so the TT7 expression region is reversed on the circular map. The cloning/expression
region of the coding strand transcribed by T7 RNA polymerase is shown below. The f1 origin is
oriented so that infection with helper phage will produce virions containing single-stranded DNA
that corresponds to the coding strand. Therefore, single-stranded sequencing should be performed
using the T7 terminator primer (Cat. No. 69337-3).
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T7 promoter primer #69348-3
Eagl
T7 promoter lac operator BamH | EcoR | Sacl  Sall Hindlll _ Notl  Xhol His+Tag
TAATACGACTCACTATAGGGBAAT TGTGAGCGEATAACAATTCCECTCTABGATCCGAAT TCBAGC TCCGTCGACAAGCTTGCGECCGCACTCGAGCACCACCACCACCACTAC
Bpu11021 Styl T7 terminator
TGAGATCCGGCTRCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGLTGCCACCGCTGAGLAATAACTAG I ICT ICTT II1IT

T7 terminator primer #69337-3

pET-24(+) cloning/expression region
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PET-24(+) Restriction Sites
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 2 180 2861 Bsti1071 1 2662 Plel 9 251 539 626 1422 2985
Acelll 7 757 1485 1816 2600 2741 Bstell 1 1n 3470 4525 4929 4937
3043 4834 BstXl 3 792 921 1044 PshAl 1 1835
Acil 73 BstYl 9 132 198 268 554 1766 Psp5ll 1 2007
Adllll 2 990 3091 2283 3732 3743 4542 Psp14061 4 652 2020 2416 4779
Alul 22 Cacsl 3 Pyul 1 4293
Alwl 13 Ciel 24 Puull 3 1590 1683 2682
Aw21l 7 159 190 490 974 2085 CiePl 18 Real 3 388 3811 4686
2909 3409 Clal 1 3984 Rsal 3 1137 2897 4128
Alwddl 3 970 2905 3405 Cvidl 82 Sacl 1 190
AlwNI 1 3507 CviRl 22 Sall 1 179
Apal 1 1201 Ddel 1 Sapl 1 2975
ApaBl 1 674 Dpnl 21 Saudgl 14
Apol 6 192 1265 3906 4000 4796 Dralll 1 4994 Sau3al 21
4807 Drdl 3 2784 3199 4949 ScrFl 21
Aval 2 158 4165 Drdll 2 713 4999 StaNl 23
Avall 5 1542 1918 2006 2097 2376 Dsal 2 427 2083 Siel 4 236 3356 3547 5213
BamHI 1 198 Eael 4 166 298 430 1664 Sqfl 1 4293
Banl 8 32 333 447 910 1629 Eagl 1 166 SgrAl 1 309
1759 1885 5031 Earl 3 608 2975 4106 Smal 1 467
Banll 6 190 374 388 1201 3948 Ecil 3 767 3165 3311 Sphi 1 465
5069 Ecod7lll 3 305 1896 2345 Sspl 2 4218 4786
Bbsl 4 1136 1475 1849 2209 Eco571 1 3639 Styl 1 57
Bovl 23 EcoN 2 525 4205 Taql 15
Beel 13 Eco01091 3 53 423 2097 Taqll 6 898 1116 1789 2993 4547
Beegal ] 21 1804 1974 3182 3480 EcoRl 1 192 4898
37 EcoRll 9 713 1028 1568 1625 3117 il 9 1669 1971 2141 2645 3066
Beedl 6 509 850 1477 3593 4612 3238 3251 4181 4538 4204 4260 4432 4523
5020 EcoRV 1 1440 Thal 3
Begl 8 160 194 1282 1316 1816 Faul 17 Tsel 23
1850 2668 2702 Fokl 9 1036 1045 2310 2372 2450 Tspdsl 7 171 1999 2530 2743 2838
Bell 1 1004 2636 2777 3931 4537 4440 5167
Bfal 6 70 203 2105 3586 3893 Fspl 1 2072 Tsp5091 19
5145 Gdill 4 166 298 430 1664 Tthittl 1 2836
Bgll 1 2054 Hael ] 718 2039 3106 3117 3869 Tt 8 829 1522 2552 3681 3688
Balll 1 268 4380 3720 4129 4256
Bmgl 1 1199 Haell 14 Uball 18
Bpmi 4 828 1317 1951 2618 Haelll 23 Vspl 5 251 1675 1734 4492 4681
Bput0l 2 2197 4310 Hoal n Xeml 3 846 1362 1380
Bpu11021 1 80 HoiEll 2 568 3677 Xhol 1 158
Bsahl 2 2843 4994 Hhal 46 Xmnl 2 2649 4682
Bsabl 3 267 273 2288 Hindl 3 889 3979 4521
BsaH| 5 33 33 48 947 1630 Hincll 2 181 1496 Enzymes that do not cut pET-24(+):
Bsall 9 57 427 433 1625 2063 Hindlll 1 173 Aatll Adlll Agel Ascl Awvrll
3251 4164 4165 4566 Hinfl 18 Bael Bsal BseRl BspMI  BsiGl
BsaWl 7 2 1309 1812 2280 3297 Hpal 1 1496 Bsu36l Dral Eam1105! Fsel Kpnl
3444 4428 Hphl 16 Mscl Munl Meol Ndel Nhel
BsaX 2 1649 4942 Maell 14 NspV Pacl Pmel Pmil Pstl
Bsbl 2 2807 4901 Maglll 16 RleAl Rsrll Sacll Scal SexAl
BscGl 1 Mball 12 Stil SnaBl Spel Srif SseB387!
Bsgl 3 841 1041 2251 Miul 1 990 Stul Sunl Swal Xbal
Bsil 1 3264 Mmel 7 3306 3490 3935 4129 4491
BsiEl 5 169 1775 3007 3431 4293 4500 4971
Bsll 23 Mnll 25
Bsml 2 477 4254 Msel 23
BsmAl 6 687 1092 1218 1605 2732 Msll 6 1042 1330 1360 2078 2273
4309 2664
BsmBI 3 1605 2732 4309 Mspl 29
BsmFl 4 451 1992 2362 5209 MspAll 8 84 1020 1590 1683 2682
BsoF! 41 2801 3433 3678
Bsp2d4l 10 280 32 831 BE3 1133 Mwol 39
1165 3584 3616 3762 3794 Narl 4 33 334 448 1630
Bsp12a6l 12 Neil 12
BspEl 2 2 2280 NgoAlV 4 300 1888 2048 5095
BspGl 1 2617 Nialll 24
BspLU11l 1 3091 NialV 21
Bsrl 21 Notl 1 166
BsrBI 4 223 3024 4692 5138 Nrul 1 3950
BsrDI 2 1037 1403 Nsil 2 4143 4409
BsrFl 7 300 309 676 1688 2048 Nspl 4 465 2436 2728 3095
4247 5095 Pii11081 1 1877
BssHII 1 1401 PiIMI 2 572 4556




