pET-23a-d(+) Vectors TBOSL 12/98

Cat. No. The pET-23a-d(+) vectors carry an N-terminal T7=Tag® sequence plus an optional C-terminal
pET-23a DNA 69745-3 HiseTag® sequence. These vectors differ from pET-21a-d(+) by the “plain” T7 promoter instead
pET-23b DNA 69746-3 of the T7lac promoter and by the absence of the lacl gene. Unique sites are shown on the circle
PET-23c DNA 69747-3 map. Note that the sequence is numbered by the pBR322 convention, so the T7 expression region
pET-23d DNA 69748-3 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).
PET-23a(+) sequence landmarks
T7 promoter 303-319 Xho 1(158)
T7 transcription start 302 Not I(166)
1 Eag I(166)
T7eTag coding sequence 207-239 Hind 111(2173)
; PR Sal 1(179)
Multiple cloning sites Hinc 1i(181)
(BamH I - Xho I) 158-203 Sty I(57) Sac 1(190)

i R EcoR (192
His=Tag coding sequence  140-157 NgoA IV(@s25) Bpull02keo) | oot
T7 terminator 26-72 Drd 1(3429)
pBR322 origin 1450 Dra lll(3424)
bla coding sequence 2211-3068
1 origin 3200-3655

Bpul0 I(494)
The maps for pET-23b(+), pET-23c(+) and Bbs 1(506)

pET-23d(+) are the same as pET-23a(+) Bsg I(548)

(shown) with the following exceptions: Eco47 lli(e42)
pET-23b(+) is a 3665bp plasmid; subtract
1bp from each site beyond BamH | at 198.
pET-23c(+) is a 3664bp plasmid; subtract BsaH 1(2818)

2bp from each site beyond BamH | at 198.

pET-23d(+) is a 3663bp plasmid; the BamH | Sca l(z761) pET-23a(+)

site is in the same reading frame as in pET- (3666bp) Pvu 11(979)
23c(+). An Nco | site is substituted for the Pvu 1(2651)

Nde | site with a net 1bp deletion at position

238 of pET-23c(+). As a result, Nco | cuts Pst I(2526) Tth111 1(1133)

pPET-23d(+) at 234, and Nhe | cuts at 229. Bst1107 1(1159)

For the rest of the sites, subtract 3bp from
each site beyond position 239 in pET-23a(+).
Nde | does not cut pET-23d(+). Note also
that Sty | is not unique in pET-23d(+).

Bgl 1(2401) Sap 1(1272)
Afl 111(1388)

Ahd [(2281) BspLU11 1(1388)

AlwN 1(1804)
T7 promoter primer #69348-3
Bgl Il T7 promoter Xbal rbs

AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA

£ET-23 Hinc Eag| .
_Ndel Nhel  T7-Tag ° @ BamH| EcoR| Sacl _Sall Hindlll _Notl  _Xhol His-Tag
TATACATATGGCTAGCATGACTGGTGGACAGCAAATGGGTCGCGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGA
MetAlaSerMetThrGlyGlyGInGInMetGlyArgGlySerGluPheGluLeuArgArgGinAlaCysGlyArgThrArgAlaProProProProProleu

pET-23b .. .GGTCGGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGA

pET?ZBﬁCOI ...GlyArgAspProAsnSerSerSerValAsplLyslLeuAlaAlaAlaleuGluHisHisHisHisHisHisEnd

.. TACCATGGCTAGC. .. pET-23c.d ...GGTCGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGA

MetAlaSer. .. .. .GlyArglleArglleArgAlaProSerThrSerlLeuArgProHisSerSerThrThrThrThrThrThrGlu
Bpul102 | T7 terminator

GATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTG
4

T7 terminator primer #69337-3

PET-23a-d(+) cloning/expression region
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PET-23a(+) Restriction Sites TBOSL 12/98
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Accl 2 180 1158 Drdl 3 1081 1496 3379 Sau3Al 19
Acelll 5 897 1038 1340 2580 3264 Drdll 1 3429 Scal 1 2761
Acil 49 Dsal 1 360 ScrFl 11
Pailll] 1 1388 Eael 3 166 357 2669 SfaNI 13
Alul 18 Eagl 1 166 Sfel 5 302 1653 1844 2522 3643
Alwl 13 Eam11051 1 2281 Sspl 2 3085 3216
Alw21l 7 159 190 382 1206 1706 Earl 2 1272 3076 Styl 1 57
2867 2952 Ecil 3 1462 1608 2436 Taq! 7 159 180 190 331 1488
Alwa4l 3 1202 1702 2948 Ecod7ill 1 642 2932 3457
AlwNI 1 1804 Eco571 2 1936 2948 Tagll 6 1290 2629 2814 2967 2984
Apol 3 192 3226 3237 Eco01091 3 53 352 394 3328
Aval 2 158 338 EcoRI 1 192 Tl 3 438 942 1363
Avall 5 352 394 673 2419 2641 EcoRll 4 354 1414 1535 1548 Thal 17
BamH| 1 198 Faul 8 318 403 684 870 1091 Tsel 21
Banl 2 2229 3461 1101 3561 3630 Tsp4s! 6 827 1040 1135 2537 2748
Banll 2 190 3499 Fokl 8 607 669 747 933 1074 3597
Bbsl 1 506 2247 2428 2715 Tsp5091 9 192 268 318 2148 2454
Bbvl 21 Fspl 2 369 2503 2709 3200 3226 3237
Becl 5 2318 2442 2729 3414 3431 Gdill 2 166 2669 Tth11ll 1 1133
Bce83l 5 21 1479 1777 2018 2886 Hael 4 359 1403 1414 1866 Tth11ll 4 849 1978 1985 2017
Beefl 2 1890 3450 Haell 6 561 644 1266 1636 3575 UbaJl 12
Begl 7 160 194 228 965 999 3583 Vspl 2 317 2453
2786 2820 Haelll 13 Xbal 1 276
Bfal 8 70 232 277 402 1883 Hoal 6 924 1081 1499 2077 2807 Xhol 1 158
2136 2471 3575 3641 Xmnl 2 946 2880
Bgll 1 2401 HgiEll 1 1974
Bglll 1 334 Hhal 23 Enzymes that do not cut pET-23a(+):
Bpml 2 915 2351 Hindl 2 2280 2354 Aatll Aflll Agel Apal ApaBI
Bpul0l 1 494 Hincll 1 181 Ascl Avrll Bael Bell Bmgl
Bpul102l 1 80 Hindlll 1 173 BseRl Bsml BspMI BsrGl BssHIl
Bsal 2 301 2342 Hinfl 9 309 438 942 1283 1363 BstEll BstXI Bsu36l Clal EcoNI
BsaAl 2 1140 3424 1759 2276 3351 3373 EcoRV Fsel Hpal Kpnl Miul
BsaBl 2 333 585 Hphl 9 433 1008 1017 2124 2351 Munl Narl Ncol Nrul Nsil
BsaHI 1 2818 2767 2973 3008 3425 NspV Pacl PfMI Pmel Pmll
Bsall 3 57 360 1548 Maell 12 PshAl RleAl Rsrll Sacll SexAl
BsaW! 5 2 577 1594 1741 2572 Maelll 15 Sfil Sqfl SgrAl Smal SnaBl
BsaXI 1 3372 Mboll 8 506 1259 2050 2121 2876 Spel Sphi Srfl Sse8387!  Stul
Bsbl 2 1104 3331 2954 3063 3564 Sunl Swal Xeml
BscGl 10 44 364 749 1082 1715 Mmel 3 1603 1787 3401
2061 2282 2306 2828 3518 Mnll 19
Bsgl 1 548 Mscl 1 359
Bsil 2 1561 2945 Msel 22
BsiEl 5 169 1304 1728 2651 2800 Msll 6 375 570 961 2533 2692
Bsll 12 3051
BsmAl 4 301 1029 2342 3118 Mspl 17
BsmBI 1 1029 MspAll 6 84 979 1098 1730 1975
BsmFI 2 659 3639 2916
BsoF| 33 Mwol 18
Bsp24l 6 201 233 1881 1913 2059 Neil 7 398 726 1032 1067 1768
2091 2464 2815
Bsp1286l 8 159 190 382 1206 1706 Ndel 1 238
2867 2952 3499 NgoAlV 1 3525
BSpEl 2 2 577 Nhel 1 231
BspGl 1 914 Nlalll 15
BspLU11l 1 1388 Nlalv 15
Bsrl 15 Notl 1 166
BsrBI 3 1321 3122 3568 Nspl 3 733 1025 1392
BsrDI 2 2342 2516 Pfll108l 1 2299
BsrF 2 2361 3525 Plel 6 317 1282 1767 2270 3359
Bst11071 1 1159 3367
BstY! 10 132 198 334 580 2029 Psp5ll 2 352 3%
2040 2126 2138 2906 2923 Psp1406! 4 713 2507 2880 3209
Cacsl 16 Pstl 1 2526
Cjel 12 Pvul 1 2651
CjePI 12 Pvull 1 979
Cvill 56 Real 2 2108 3116
CviRI 13 Rsal 2 1194 2761
Ddel 10 80 101 136 494 656 Sacl 1 190
1196 1663 2072 2238 2778 Sall 1 179
Dpnl 19 Sapl 1 1272
Dral 3 2147 2166 2858 Sau%6l 10 53 352 394 673 860
Dralll 1 3424 2323 2402 2419 2641 3415
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