pET-41 Ek/LIC Vector TB317 0806

pET-41 Ek/LIC Vector Kit

T7 promoter

T7 transcription start
GSTeTag coding sequence
HiseTag coding sequence
SeTag coding sequence
Multiple cloning sites
(BseR I1-Xho 1)

HiseTag coding sequence
T7 terminator

lacl coding sequence
pBR322 origin

Kan coding sequence

Cat No. The pET-41 EK/LIC vector is prepared for rapid, directional cloning of PCR-amplified DNA

71071-3 for high-level expression of polypeptides fused with N-terminal GSTeTag™, HiseTag® and SeTag™
sequences. Using specifically designed primers for amplification and the pET-41 Ek/LIC Vector Kit

PET-41 EK/LIC sequence landmarks (Cat. No. 71071-3), inserts can be efficiently cloned without the need for restriction digestion or

1181-1197 ligation. Unique sites are shown on the circle map. Note that the sequence is numbered by the pBR322

1180 convention, so the T7 expression region is reversed on the circle map. The cloning/expression region

450-1109 of the coding strand transcribed by T7 RNA polymerase is shown below. The f1 origin is oriented so

411-428 that infection with helper phage will produce virions containing single stranded DNA that corresponds

324-368 to the coding strand. Therefore, single stranded sequencing should be performed using the T7

174-277 terminator primer (Cat. No. 69337-3). Vector encoded sequence can be completely removed when
cloning into the Ek/LIC site (as shown below left) by cleaving the fusion protein with enterokinase.
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T7 Promoter Primer #69348-3 Nde |

T7 promoter lac op Xbal rbs MetSerPro
AATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGTCCCCT
TTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTCTATATGTATACAGGGGA

GSTeTag Spel HiseTag Sacll thrombin

IleLeuGlyTyr...209aa...AspHisProProLysSerAspGlySerThrSerGlySerGlyHisHisHisHisHisHisSerAlaGlyLeuValProArgGlySer
ATACTAGGTTAT...627bp...GACCATCCTCCAAAATCGGATGGTTCAACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGGTCTGGTGCCACGCGGTAGT
TATGATCCAATA CTGGTAGGAGGTTTTAGCCTACCAAGTTGATCACCAAGACCAGTAGTGGTAGTGGTAGTGAGGCGCCCAGACCACGGTGCGCCATCA

PinA | EK/LIC Cloning Site

Mun| SeTag M» Bglll  _Kpnl enterokinase
ThrAlaIleGlyMetLysGluThrAlaAlaAlaLysPheGluArgGlnHisMetAspSerProAspLeuGlyThrGlyGlyGlySerGlyAspAspAspAspLys
ACTGCAATTGGTATGAAAGAAACCGCTGCTGCTAAATTCGAACGCCAGCACATGGACAGCCCAGATCTGGGTACCGGTGGTGGCTCCGGTGAT
TGACGTTAACCATACTTTCTTTGGCGACGACGATTTAAGCTTGCGGTCGTGTACCTGTCGGGTCTAGACCCATGGCCACCACCGAGGCCACTACTGCTGCTGTTCT

EK/LIC Cloning Site Pstl Eag|

ag .

BseR| Ncol EcoRV BamH| EcoR| BsiG| Stul Ascl MS&N Sall Hind . Not| Xho | His*Tag
ProGlyPheSerSerThrMetAspIleGlyAspProAsnSerValGlnAlaLeuAlaArgLeuGLnAlaSerSerValAspLysLeuAlaAlaAlaLeuGluHisHisHis
CCGGGCTTCTCCTCAACCATGGATATCGGGGATCCGAATTCTGTACAGGCCTTGGCGCGCCTGCAGGCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCAC

TTGGTACCTATAGCCCCTAGGCTTAAGACATGTCCGGAACCGCGCGGACGTCCGCTCGAGGCAGCTGTTCGAACGCCGGCGTGAGCTCGTGGTGGTG

HiseTag
HisHisHisHisHisEnd Avrll Bpu1102 | __ T7terminator
CACCACCACCACCACTAATTGATTAATACCTAGGCTGCTAAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGC
GTGGTGGTGGTGGTGATTAACTAATTATGGATCCGACGATTTGTTTCGGGCTTTCCTTCGACTCAACCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGAACCCCG

- A AR
T7 Teminator Primer #69337-3

pET-41 Ek/LIC cloning/expression regions




pET-41 Ek/LIC Restriction Sites 18317 0806

Enzyme  # Sites Locations Enzyme  # Sites Locations Enzyme  # Sites Locations
Accl 2 196 3572 Eagl 1 182 Sofl 1 5004
Acil 73 Earl 4 1026 1556 3686 4817 SgrAl 1 1257
Afllll 3 866 1938 3802 Ech36ll 1 204 Smal 2 273 4878
Alul 25 Eco47Ill 2 1343 3056 Spel 1 438
Alw26l 6 1635 2040 2166 2553 3443 Eco571 1 4350 Sphl 1 1413
5020 EcoNI 3 1097 1473 4916 Srfl 1 273
Alwl 12 Eco01091 4 53 1073 1371 2808 Sse83871 1 214
AlwNI 1 4218 EcoRI 1 235 Sspl 2 4929 5497
Apal 1 2149 EcoRll 10 598 1661 1976 2516 2573 Stul 1 226
Apall 3 1918 3616 4116 3828 3949 3962 4892 5249 Styl 4 57 131 221 254
Apol 7 235 345 2213 4617 4801 EcoRV 1 251 Swal 1 681
5507 5518 Ehel 4 1262 1283 1397 2579 Tail 16
Ascl 1 216 Faul 17 Taql 19
Aval 3 174 27 4876 Fnu4Hl 40 TAil 8 2617 2852 3356 3777 4915
Avall 4 611 2490 2808 3087 Fokl 13 4971 5143 5234
Avrll 1 131 Haell 13 Thal 38
BamHl 1 241 Haelll 24 Tsel 24
Banl 9 309 394 1260 1281 1395 Hgal 12 Tsp4sl 6 2119 3241 3454 3549 5151
1858 2577 2707 5742 Hhal 46 5878
Banll 7 206 278 1322 1336 2149 Hincll 2 197 2444 Tsp5091 29
4659 5780 Hindlll 1 189 TspRI n
Bbsl 3 2084 2423 2920 Hinfl 17 Tthiml 1 3547
Bbvl 24 Hpal 1 2444 Vspl 6 139 195 2623 2682 5203
Beg! 4 176 1080 2264 3379 Hphl 22 5392
Bell 2 670 1952 Kpnl 1 313 Xbal 1 1146
Bfal 10 70 132 439 1094 147 Maelll 16 Xeml 3 1794 2310 2328
2781 2816 4297 4604 5856 Mboll 15 Xhol 1 174
Bylll 1 316 Miul 1 1938 Xmnl 3 715 3360 5393
Bpml 3 1776 2265 3329 Mnll 25
Bputol 2 2908 5021 Mscl 1 901 Enzymes that do not cut pET41 Ek/LIC:
Bpu1102| 1 80 Msel 31 Aatll Aflll Ahdl Bgll Bsal BspMI
BsaAl 2 3554 5705 Msll 7 1014 1990 2278 2308 2789 Bsu3el  Fsel Fspl Nhel Pacl Pmel
BsaBlI 3 1211 1221 2999 2984 3375 Pmll PshAl Rsrll SanDl  SexAl  Sfil
BsaHI 5 1261 1282 1396 1895 2578 MspA1l 10 84 358 406 1968 2538 SnaBl Sunl
Bsall 13 2631 3393 3512 4144 4389
BsaWl 8 2 306 2257 2760 2991 Mspl 28
4008 4155 5139 Munl 1 374
BseRlI 1 277 Mwol 36
Bsgl 4 824 1789 1989 2962 Narl 4 1261 1282 1396 2578
BsiEl 5 185 2723 3718 4142 5004 Neil 14
BsiHKAI 7 175 206 1438 1922 2796 Ncol 1 254
3620 4120 Ndel 1 1108
Bsll 28 NgoAlV 2 1248 5806
BsmBl 3 2553 3443 5020 Nialll 29
BsmFl 4 M7 1399 3073 5920 NlalV 21
Bsml 2 4888 4965 Notl 1 182
Bsp1286l 13 Nrul 1 4661
BspEl 2 2 2991 Nssil 2 4854 5120
BspLUMI 2 866 3802 Nspl 5 870 1413 3147 3439 3806
BsrBI 5 817 1167 3735 5403 5849 NspV 2 343 709
BsrDI 2 1985 2351 PFIMI 3 335 1520 5267
BsrFl 6 306 1248 1257 1624 4958 PinAl 1 306
5806 Plel 9 195 1487 1574 2370 3696
BsrGl 1 229 4181 5236 5640 5648
Bsrl 20 Psp1406! 3 1600 3127 5490
BssHII 2 216 2349 Psp5ll 1 2808
BssSI 1 3975 Pstl 1 214
Bst11071 1 3573 Pvul 1 5004
BstEll 1 2119 Pvull 3 2538 2631 3393
BstXI 3 1740 1869 1992 Real 3 1336 4522 5397
BstYI 8 241 316 1502 2714 2994 Rsal 7 231 31 383 535 2085
4443 4454 5253 3608 4839
Cac8l 43 Sacl 1 206
Clal 2 1215 4695 Sacll 1 407
Cvill 90 Sall 1 195
Ddel 1 Sapl 2 1026 3686
Dpnl 23 Sau3Al 23
Dral 2 572 681 Sau96l 13
Dralll 1 5705 Scal 2 383 535
Drdl 3 3495 3910 5660 SerFl 24
Dsal 3 254 404 1375 SfaNI 24
Eael 5 182 899 1246 1378 2612 Sfel 5 210 1180 4067 4258 5924




