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pET-50b(+) Vector
Cat. No. The pET-50b(+) vector carries N-terminal NuseTag™ and HiseTag® coding sequences followed by a
pET-50b(+) DNA 71464-3 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-50b(+) also contains an

PET-50b(+) sequence landmarks optional C-terminal thrombin recognition site followed by an SeTag™ coding sequence. Unique restric-

17 promorer. 1967-1383 tion sites are shown on the circle map. Note that the sequence is numbered by the pBR322 convention,
T7 transcription start 1966 so the T7 expression region is reversed on the circle map. The cloning/expression region of the coding
His#Tag coding sequence 1866-1883 strand transcribed by T7 RNA polymerase is shown below. The f1 origin is oriented so that infection
NuseTag coding sequence 375-1859 with the helper phage will produce virions containing single-stranded DNA that corresponds to the
His®Tag coding sequence 342-359 coding strand. Therefore, single-stranded sequencing should be performed using the AS SeTag 18mer
Multiple cloning sites 131-315 Primer (Cat. No. 71262-3).

(SanD 1 - Avrll)

SeTag coding sequence 168-212 1. Cordingley, M.G., Register, R.B., [‘allaha:‘l‘ P.L, Ga‘rsky, V.M., and Cfﬂonno. R.J. (1989) J. V_jmi. 63, 5037-5045.
7 terminator 26-73 2. Wang, Q.M., Johnson, R.B., Cox, G.A., Villarreal, E.C., and Loncharich, R.J. (1997) Anal. Biochem. 252, 238-245..
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T7 Promoter Primer
#69348-3
T7 promoter lac operator Xba |

GATGCGTCCGGCGTAGAGGATCGAGATCGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGA

His*Tag NuseTag
AATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGGGCAGCAGCCATCACCACCATCACCATTCTAGTATG. .. 1443bp. . .ATGGCTGCCCGT
MetGlySerSerHisHisHisHisHisHisSerSerMet...481 aa...MetAlaAlaArg
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NuseTag His*Tag Sac |l Sma |

AATATTTGCTGGTTCGGTGACGAAGCGACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGCTCTTGAAGTCCTCTTTCAGGGACCCGGGTAC
AsnlleCysTrpPheGlyAspGluAlaThrSerGlySerGlyHisHisHisHisHisHisSerAlaAlaLeuGluVallLeuPheGLnGLlyProGLyTyr

HRV 3C 1
PshA | Eag| EcolCRI
BamH | EcoR| BsrG 1 Asc | Sall _Hind Il __ Not | Sac | SeTag

CAGGATCCGAATTCTGTACAGGCCTTGGCGCGCCCGACGTCCGTCGACAAGCTTGCGGCCGCAGAGCTCGCTCTGGTGCCACGCGGTAGTAAAGAAACC
GlnAspProAsnSerValGlnAlaLeuAlaArgProThrSerValAspLysLeuAlaAlaAlaGluLeuAlaLeuValProArgGlySerLysGLuThr
thrombin !

SeTag Xho | Pac| _Avrll
GCTGCTGCTAAATTCGAACGCCAGCACATGGACAGCTCTACTTCTGCTGCTCTCGAGGCTTAATTAACCTAGGCTGCTAAACAAAGCCCGAAAGGAAGC
AlaAlaAlalLysPheGluArgGlnHisMetAspSerSerThrSerAlaAlalLeuGLluAlaEnd

“AS SeTag 18mer Primer
#71262-3

pET-50b(+) cloning/expression region
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pET-50b(+) Restriction Sites

Enzyme  # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 266 1729 BstXl 3 2526 2655 2778 Tth1il 1 4333
AccE5l 1 302 BstYl 9 295 484 1399 2288 3500 Xbal 1 1932
Accl 3 256 1070 4358 3780 5229 5240 6039 Keml 3 2580 3086 3114
Acll 3 2386 3913 6276 BstZ171 1 4359 Xhol 1 147
Afel 2 2129 3842 Bigl 4 336 505 944 2161 ¥mal 1 306
Aflll 2 2724 4588 Btsl 5 648 3089 3457 5651 5738 Xmnl 3 1792 4146 6179
Alel 2 1441 1458 Clal 5 1045 1123 1711 2001 5481 Zral 2 264 1727
Alol 1 6457 Dralll 1 6491
AlwNI 1 5004 Drdl 3 4281 4696 6446 Enzymes that do not cut pET-50b(+):
Apal 1 2935 Eael 7 242 512 €14 9 2032 Aarl L3l Agel Ahdl Asis| BbwCl
Apall 3 2704 4402 4902 2164 3398 Ball BmgBl  Bmtl Bpll Bsal BseR|
Ascl 1 270 Eagl 1 242 Bsiwl Bsud6l  Btrl Dral Fall Fsel
Asel 5 1881 3409 3468 5989 6178 Earl 3 2342 4472 5603 Fspal Fspl Mfel Nhel PinAl Pmel
Aval 2 147 306 Ecil 5 798 1353 2515 4650 4796 Pmll Psrl Pstl Rsrll Shfl Seal
Avrll 1 131 Ecos71 2 1367 5136 SexAl Sl SnaBl  Srfl Sse83871 Swal
Bael 1 294 Eco57MI & 1367 2562 3051 4115 5136
BamHI 1 295 EcolCRI 1 238
Banl i[t] 223 302 9N 2046 2067 EcoNI 3 318 2259 5702
2181 2644 3363 3493 6528 Eco01091 4 53 310 2157 3594
Banll 6 238 2108 2122 2935 5445 EcoRl 1 283
6566 EcoRV 2 452 1043
Bbel 4 2050 2071 2185 3367 Haell 14
Bbsl 4 749 2870 3209 3706 Hinell 4 257 441 836 3230
BeeAl n Hindlll 1 249
Begl 3 236 3080 4165 Hpal 1 3230
Beivl 4 1815 3181 4791 6185 Kasl 4 2046 2067 2181 3363
Bell 2 1474 2738 Kpnl 1 308
BfrBI 2 5638 5904 Miul 1 2724
Balll 1 484 Mscl 1 616
Blpl 2 80 819 Msll 8 1441 1458 2776 3064 3094
Bme15801 4 2708 2935 4406 4906 3575 3770 4161
Bmrl 6 1055 2253 2650 2887 3527 Nael 2 2036 6594
4327 Narl 4 2047 2088 2182 3364
Bpml 3 2562 3051 415 Neol 1 944
Bputol 2 3694 5807 Ndel 1 1894
Bpukl 5 21 3538 4679 4977 5218 NgoMIV 2 2034 6592
Bsahl 2 4340 6491 Not| 1 242
BsaBl 3 1997 2007 3785 Nrul 4 751 N76 1800 5447
BsaHI 7 263 1726 2047 2068 2182 Nsil 2 5640 5906
2681 3364 Nspl 4 2199 3933 4225 4592
BsaWl 8 2 M7 3043 3546 3777 Nspl ] 187 1786
4734 4941 5925 Pacl 1 4
BsaX| 3 331 3399 6455 Peil 1 4588
BseYl 4 1649 3123 3258 4892 PAIMI 3 179 2306 6053
Bsal 4 1497 2575 2775 3748 Pfol 2 2291 4230
Bsikl 8 245 656 794 1330 171 Ppil 2 5303 6457
3509 4504 4928 PpuMi 2 310 35094
BsiHKAl 8 238 423 1315 2224 2708 PshAl 1 262
3582 4406 4906 Psil 1 6363
BsmaAl 6 2421 2826 2952 3339 4229 PspOMI 1 2931
5806 Puul 2 794 1
BsmB| 3 3339 4229 5806 Puull 3 3324 3417 4179
BsmFl 4 296 2185 3859 6706 Sacl 1 238
Bsml 3 528 5674 5751 Sacll 1 338
Bsp1286l 13 Sall 1 255
BspCNI 10 a3 114 878 3309 3686 SanDI 1 310
3848 4388 4876 5285 5820 Sapl 1 4472
BspEl 2 2 3777 Sfel 5 1835 1966 4853 5044 6710
BspHI 3 2122 5308 6183 Sfol 4 2048 2069 2183 3365
BspLU11l 1 4588 SarAl 2 1440 2043
BspMI 1 818 Smal 1 308
BsrBI 5 864 1953 4521 6189 6635 Smill 6 36 147 3517 4694 4956
BsrDI 4 614 995 2771 3137 5233
BsrFl 9 568 924 988 1440 2034 Spel 1 369
2043 2410 5744 6592 Sphi 1 2199
BsrGl 1 283 Sspl 3 398 5715 6283
BssHIl & 270 1088 1280 1769 3135 Stul 2 280 €69
BssS| 2 160 4761 Styl 5 57 131 275 944 1640
Bst11071 1 4359 Taqll 5 426 3523 4490 6044 6395
BstAPI 3 985 1511 2407 Tatl 2 283 4392
BstBl 2 187 1786 TspGWI 9 274 1245 1318 1482 1695
BstEll 1 2905 3713 4031 5599 56N




