PET-46 Ek/LIC Vector TB397 0903

pET-46 EK/LIC Cloning Kit
PET-46 Ek/LIC sequence landmarks

T7 promoter

T7 transcription start
HiseTag® coding sequence
EK/LIC cloning site
SeTag™ coding sequence
T7 terminator

lacl coding sequence
pBR322 origin

bla (Ap®) coding sequence
f1 origin

Cat. No. The pET-46 EK/LIC vector is prepared for rapid, directional cloning of PCR-amplified DNA for high-
71335-3 level expression of polypeptides. Using specifically designed primers for amplification and the pET-46

EK/LIC Cloning Kit (Cat. No. 71335-3), inserts can be efficiently cloned without the need for restriction
315-331 digestion or ligation. Fusion proteins contain an N-terminal cleavable HiseTag® sequence. Fusion to an
22)’;11 958 optional C-terminal SeTag™ sequence can also be created for detection, purification and quantification
186-214 of fusion proteins. Unique sites are shown on the circle map. Note that the sequence is numbered by the
125-169 pBR322 convention, so the T7 expression region is reversed on the circle map. The f1 origin is oriented
26-73 so that infection with helper phage will produce virions containing single stranded DNA that corre-
722-1801 sponds to the coding strand. Therefore, single stranded sequencing should be performed using the T7
2998 Terminator Primer (Cat. No. 69337-3).
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GATCTCGATCCCGCGAAAT TAATACGACTCACTATAGGGGAAT TGTGAGCGGATAACAAT TCCCCTCTAGAAATAA GTTTAACTTTAAGAAGGAGA
CTAGAGCTAGGGCGCTTTAAT TATGCTGAGTGATATCCCCT TAACACTCGCCTAT TGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTC

T7 Promoter Primer
#69348-3

T7 promoter lac operator Xba | rbs

Ek/LIC Cloning Site

Nco | His*Tag Pmll  enterokinase BseR | Xho | S-Tag
MetAlaHisHisHisHisHisHisVal AspAspAspAspLys ProGlyPheSerSerAsnLeuGluSerGlyLysGIuThr
TATACCATGGCACATCACCACCACCATCACGTGGAT CCGGGCTTCTCCTCAAATCTCGAGTCTGGTAAAGAAACCG
ATATGGTACCGTGTAGTGGTGGTGGTAGTGCACCTACTGCTGCTGTTCT ‘AGAGCTCAGACCATTTCTTTGGC
S-Tag Pac |
AlaAlaAlalysPheGIUArgGInHisVetAspSerSerThrSerAlaAla Avr Il _Blpl_ __T7 terminator _
CTGCTGCGAAAT TTGAACGCCAGCACATGGACTCGTCTACTAGCGCAGCT TAATTAACCTAGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCT

GACGACGCTTTAAACT TGCGGTCGTGTACCTGAGCAGATGATCGCGTCGAAT TAAT TGGATCCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGA

— 2 2T
AS S+Tag 18mer Primer
#71262-3

pET-46 Ek/LIC cloning/expression region
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PET-46 EK/LIC Restriction Sites TB39T 0903

Enzyme # Sites Locations Enzyme # Sites Locations
Accl 2 2492 5077 Ecil 4 798 2058 2204 4339
Acll 5 455 881 1254 2937 4464 Ecob7l 2 1322 1718
Afel 2 3010 4723 Eco57MI 6 725 1322 1718 2739 3803
AflIl 2 2260 4124 4292
Ahdl 1 655 EcoNI 1 4592
Alol 1 281 Eco01091 3 3255 4692 5144
AlwNI 1 1851 Fspl 1 877
Apal 1 3921 Haell 13
Apall 4 1322 1946 2446 4144 Hincll 1 3622
Asel 4 827 3382 3441 4869 Hpal 1 3622
Aval 1 5020 Kasl 4 3485 4667 4781 4802
Avrll 1 5099 Miul 1 4124
Banl 8 201 603 3355 3485 4204 Msll 10 907 1066 1425 2691 3082
4667 4781 4802 3277 3758 3788 4076 4982
Banll 4 171 3921 4734 4748 Nael 2 139 4816
Bbel 4 3489 4671 4785 4806 Narl 4 3486 4668 4782 4803
Bbsl 3 3142 3639 3978 Neol 1 4955
BeeAl 5 215 1760 3640 4267 4607 NgoMIV 2 137 4814
Begl 3 1194 2689 3804 Nspl 4 2264 2631 2923 4657
Beivl 3 1493 2062 3672 Pacl 1 5095
Bell 1 4110 Peil 1 2260
Bgll 1 775 PiMI 3 4549 4980 5067
Blpl 1 5117 Pfol 2 2617 4556
Bme15801 5 1326 1950 2450 3921 4148 Pmll 1 4980
Bmrl 6 695 2526 3326 3966 4203 Ppil 3 281 1287 1554
4600 PpuMI 1 3255
Bpml 4 725 2739 3803 4292 PshAl 1 4997
BputOl 1 3155 Psil 1 370
BpuEl 6 1260 1636 1877 2175 3316 PspOMI 1 3917
5181 Pvul 1 1025
BsaAl 3 242 2512 4980 Puull 3 2673 3435 3528
BsaBl 3 3067 4845 4855 Sapl 1 2377
BsaHI 6 1192 3486 4169 4668 4782 Scal 1 1135
4803 Sl 5 19 896 1804 1995 4882
Bsal 1 716 Sfol 4 3487 4669 4783 4804
BsaW! 7 946 1907 2054 3071 3302 SgrAl 1 4805
3805 5194 Smll 7 1275 1615 1892 2154 3331
BsaXI 2 281 3456 5020 5160
BseRl 1 5001 Sphl 1 4657
BseYl 3 1956 3590 3725 Sspl 1 450
Bsgl 3 3106 4079 4279 Styl 3 4955 5099 5139
BsiEl 5 1025 1174 1926 2350 3345 Tagll 5 340 1003 1188 2364 3331
BsiHKAI 7 1241 1326 1950 2450 3274 Tatl 2 1133 2456
4148 4632 TspGWI 4 1095 1437 2823 3141
BsmAl 7 716 1493 2619 3509 3896 Tt A 2518
4022 4427 Xbal 1 4916
BsmBI 2 2619 3509 Xeml 3 3739 3757 4273
BsmFI 3 23 2989 4663 Xhol 1 5020
Bsp12861 11 Xmnl 2 1254 2706
BspCNI 9 625 1144 1569 1978 2466
3006 3168 3545 5109 Enzymes that do not cut pET-46 Ek/LIC:
BspEl 2 3071 5194 Aarl Aatll Acc6sl  Aflll Agel
BspHI 4 1459 1491 1540 4726 Alel Ascl AsiSI Bael BamH|
BsrBI 4 98 1497 2331 4899 BbvCl BfrBI Bglll BmgBI Bmtl
BsrDI 4 716 890 3717 4083 Bpll BsiWl Bsml BspMI BsrGl
BsrFl 5 137 735 4438 4805 4814 BstBI Bsu36l  Eagl EcolCRI  EcoRlI
BssHII 1 3713 EcoRV Fall Fsel FspAl Hindlll
BssSI 2 1319 2087 Kpnl Mfel Mscl Ndel Nhel
BstAPI 1 4448 Notl Nrul Nsil Pmel Psrl
BstEll 1 3942 Pstl Rsrll Sacl Sacll Sall
BstX 3 4078 4201 4330 SanDI Sbfl SexAl Sl Smal
BstYl 9 500 512 1280 1297 1608 SnaBl Spel Srl Stul Swal
1619 3068 3348 4560 Xmal Zral
Bstz171 1 2493
Btgl 2 4687 4955
Btsl 4 1055 1075 3397 3765
Clal 1 4849
Dral 3 521 540 1232
Dralll 1 245
Drdl 3 289 2158 2573
Eael 4 1043 3450 4684 4816
Earl 3 1450 2377 4507
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