pET-48b(+) Vector

Cat. No.
pET-48b(+) Cloning Kit 71462-3
pET-48b(+) sequence landmarks
T7 promoter 839-855
T7 transcription start 838
TrxeTag coding sequence 441-767
HiseTag coding sequence 342-359
Multiple cloning sites 131-315
(SanD | - Avrll)
SeTag coding sequence 168-212
T7 terminator 26-73
lacl coding sequence 1246-2325
pBR322 ori 3522
Kan coding sequence 4231-5043
1 origin 5146-5593

TB416 0804

The pET-48b(+) vector carries N-terminal TrxeTag™ and HiseTag® coding sequences followed by a
recognition site for the human rhinovirus (HRV) 3C protease. This protease is highly specific for cleav-
age of the sequence LEVLFQ|GP (1), and is active at low temperatures (2). pET-48b(+) also contains an
optional C-terminal thrombin recognition site followed by an SeTag™ coding sequence. Unique restric-
tion sites are shown on the circle map. Note that the sequence is numbered by the pBR322 convention,
so the T7 expression region is reversed on the circle 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 the helper phage will produce virions containing single-stranded DNA that corresponds to the
coding strand. Therefore, single-stranded sequencing should be performed using the AS SeTag 18mer

Primer (Cat. No. 71262-3).
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T7 promoter lac operator

Xba |
TCCGGCGTAGAGGATCGAGATCGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAAT

Nde | TrxeTag Msc | _Spel

TTTGTTTAACTTTAAGAAGGAGATATACATATGAGCGAT. ..309 bp...AACCTGGCCGGTTCTGGTTCTGGCCATACTAGTGGTGGTGGCGGTTCT

MetSerAsp...103 aa...AsnLeuAlaGlySerGlySerGlyHisThrSerGlyGlyGlyGlySer

Acc65 |
Kpn 1
Bae |
SanD |

. Xma |
HiseTag Sac ll Small

AATAACAATCCTCCTACTCCTACTCCATCTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGCTCTTGAAGTCCTCTTTCAGGGACCCGGGTAC
AsnAsnAsnProProThrProThrProSerSerGlySerGlyHisHisHisHisHisHisSerAlaAlaLeuGluValLeuPheGLnGlyProGlyTyr

HRV 3C 1
PshA | Eag| EcolCRI
Asc | Aat |l Sall Hind Il __ Not| Sac | SeTag

SeTag BstB |

CAGGATCCGAATTCTGTACAGGCCTTGGCGCGCCCGACGTCCGTCGACAAGCTTGCGGCCGCAGAGCTCGCTCTGGTGCCACGCGGTAGTAAAGAAACC
GLnAspProAsnSerValGlnAlaLeuAlaArgProThrSerValAspLysLeuAlaAlaAlaGluLeuAlaLeuValProArgGlySerLysGLluThr

thrombin
Xho | Pac | Avrll

GCTGCTGCTAAATTCGAACGCCAGCACATGGACAGCTCTACTTCTGCTGCTCTCGAGGCTTAATTAACCTAGGCTGCTAAACAAAGCCCGAAAGGAAGC
AlaAlaAlaLysPheGluArgGlnHisMetAspSerSerThrSerAlaAlaLeuGluAlaEnd

AS SeTag 18mer Primer
#71262-3

pET-48b(+) cloning/expression region




pET-48b(+) Restriction Sites TB416 0804
Enzyme  # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 1 266 Btgl 3 335 544 1033 Zral 1 264
Acc65l 1 302 Btsl 5 572 1961 2329 4523 4610
Accl 2 256 3230 Clal 3 583 873 4353 Enzymes that do not cut pET-480(+):
Acll 3 1258 2785 5148 Dralll 1 5363 Aarl Aflll Agel Ahdl Alel AsiS|
Afel 2 1001 2714 Drdl 3 3153 3568 5318 BovCl Bgll Bglll BmgBl  Bmtl Bpll
Afllll 2 1596 3460 Eael 6 242 424 440 904 1036 Bsal BseR| BsiWl  BspMI  Bsu3él Btrl
Alol 1 5329 2270 Dral  EcoRV  Fall  Fsel  FspAl  Fspl
AN 1 3876 Eagl 1 242 Mfel ~ Ncol ~ Nhel — PinAl  Pmel  Pmll
Apal 1 1807 Earl 3 1214 3344 4475 Psrl Pstl Pvul  Sbfl Sl SexAl
Apall 4 485 1576 3274 3774 Ecil 3 1387 3522 3668 Sfil SnaBl Srfl Sse8387! Swal
Ascl 1 270 Eco571 1 4008
Asel 5 853 2281 2340 4861 5050 Eco57MI 4 1434 1923 2987 4008
Aval 2 147 306 EcolCRI 1 236
Avrll 1 131 EcoNI 3 318 131 4574
Bael 1 294 Eco0109] 4 53 310 1029 2466
BamHI 1 295 EcoRI 1 289
Banl 9 223 302 918 939 1053 Haell 13
1516 2235 2365 5400 Hincll 2 257 2102
Banll 6 238 980 994 1807 4317 Hindlll 1 249
5438 Hpal 1 2102
Bbel 4 922 943 1057 2239 Kasl 4 918 939 1053 2235
Bbsl 3 1742 2081 2578 Kpnl 1 306
BeeAl 6 15 1455 2082 3962 4981 Miul 1 1596
5388 Mscl 1 426
Begl 5 236 516 673 1922 3037 Msll 7 420 1648 1936 1966 2447
BciVI 4 533 2053 3663 5057 2642 3033
Bell 1 1610 Nael 2 908 5466
BfrBI 2 4510 4776 Narl 4 919 940 1054 2236
Blpl 1 80 Ndel 1 766
Bme15801 5 489 1580 1807 3278 3778 NgoMIV 2 906 5464
Bmrl 5 125 1522 1759 2399 3199 Notl 1 242
Bpml 3 1434 1923 2987 Nrul 1 4319
Bpuiol 2 2566 4679 Nsil 2 4512 4778
Bpukl 5 21 2410 3551 3849 4090 Nspl 4 1071 2805 3097 3464
BsaAl 2 3212 5363 NspV 1 187
BsaBl 3 869 879 2657 Pacl 1 14
BsaHlI 6 263 919 940 1054 1553 Peil 1 3460
2236 PfIMI 4 179 373 1178 4925
BsaWI 7 2 1915 2418 2649 3666 Pfol 2 1163 3102
3813 4797 Ppil 2 4175 5329
BsaXI 4 331 368 2271 5327 PpuMI 2 310 2466
BseYl 3 1995 2130 3764 PshAl 1 262
Bsgl 3 1447 1647 2620 Psil 1 5235
BsiEl 4 245 2381 3376 3800 PspOMI 1 1803
BsiHKAI 7 238 489 1096 1580 2454 Pvull 3 2196 2289 3051
3278 3778 Rsrll 1 664
BsmAl 6 1293 1698 1824 2211 3101 Sacl 1 238
4678 Sacll 1 338
BsmBlI 3 2211 3101 4678 Sall 1 255
BsmFl 4 296 1057 2731 5578 SanDI 1 310
Bsml 2 4546 4623 Sapl 1 3344
Bsp12861 12 Sfel 4 838 3725 3916 5582
BspCNI 9 93 14 2181 2558 2720 Sfol 4 920 941 1055 2237
3260 3748 4157 4692 SgrAl 1 915
BspEl 2 2 2649 Smal 1 308
BspHI 3 994 4180 5055 Smll 6 36 147 2389 3566 3828
BspLU11I 1 3460 4105
BsrBI 4 825 3393 5061 5507 Spel 1 417
BsrDI 2 1643 2009 Sphl 1 1071
BsrFl 6 438 906 915 1282 4616 Sspl 2 4587 5155
5464 Stul 1 280
BsrGl 1 283 Styl 3 57 131 275
BssHII 2 270 2007 Taqll 4 2395 3362 4916 5267
BssSI 1 3633 Tatl 3 283 715 3264
Bst11071 1 3231 TspGWI 8 274 561 677 m 2585
BstAPI 1 1279 2903 4471 4483
BstBI 1 187 Tth1l 1 3205
BstEll 1 1777 Xbal 1 804
BstXI 4 422 1398 1527 1650 Xeml 4 419 1452 1968 1986
BstYl 7 295 1160 2372 2652 4101 Xhol 1 147
4112 49M Xmal 1 306
BstZ171 1 3231 Xmnl 3 463 3018 5051
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