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Cat. No. The pET-44 EK/LIC Vector is prepared for rapid, directional cloning of PCR-amplified DNA for
pET-44 EK/LIC DNA T1143-3 high-level expression of polypeptides fused with N-terminal HiseTag” NuseTag'™ and SeTag"™ se-
quences. Using specifically designed primers for amplification and the pET-44 EK/LIC Vector Kit
ET-44 EK/LIC sequence landmarks (Cat. No. 71144-3), inserts can be efficiently cloned without the need for restriction digestion or lig-
g,,}, romoter 2 24462462 ation. Unique sites are shown on the circle map. Note that the sequence is numbered by the
T franscri tion start 5 145 pBR322 convention, so the T7 expression region is reversed on the circle map. The cloning/expres-
HiseTag co[()]ing sequence  2345-2362 sion region of the coding strand transcribed by T7 RNA polymerase is shown below. The f1 origin
NuseTag coding s'q uénce 8542338 is oriented so that infection with helper phage will produce virions containing single stranded DNA
HiseTag coding S(‘e(:l],l(?l.‘ic{? 891 —8;38 that corresponds to the coding strand. Therefore, single stranded sequencing should be performed
S-Tag‘coﬁing seq;wnce 767-811 using the COLIDOWN Primer (Cat. No. 70845-3). Vector encoded sequences can be completely re-
Mul tip}é cloning sités 699-530 moved when cloning into the EK/LIC site (as shown below left) by cleaving the fusion protein with
(BseR 1-Xho T) enterokinase.
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: . - L o
T7 terminator 26-73 g‘;li ﬂff;g? 3872 7319) Pml | (576)
lacl coding sequence 2853-3932 Fsp I(6454) Bg' "{?63307 Ei?a';'ﬁfﬁf
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T7 Promoter Primer

4 #69348-3
PET Upstream Primer
#60214- T7 promoter lac operator Xbal
AGCﬂnCCGCnCCTGTGGCGCCGGTGRTGCCGGCCACG&TGCGTCCGGCGT&ERGGﬂTCGRGATCGﬂTCTCGATCCCGCGRAATTRATACGACTCnCThTAGGGGﬁATTGTG&GCGGAT&AC#ATTCCCCTCTRG&
rbs _Ndel His*Tag Nus+Tag
AATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGGGCAGCAGCCATCACCACCATCACCATTCTAGTATGAACAAAGAAATTTTGGET. .. 1356bp. . .GCCGAACAGGGCATTGATGATCTGGCTGAT
MetGlySerSerHisHisHisHisHisHisSerSerMetAsnLysGlulleleuvAla... 452aa...AlaGluGlnGlyIleAspAsplLeuAlafsp
Nus#*Tag Primer
#70844-3 > NussTag Spel His+Tag Sacll SeTag

ATCGAAGGGTTGACCGACGAAAAAGCCGGAGCACTGATTATGGCTGCCCGTAATATTTGCTGGTTCGGTGACGAAGCGACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGGTAAAGAAACCGCTGET
IleGluGlyLeuThrAspGluLysAlaGlyAlaLeulleMetAlaAlaArgAsnIleCysTrpPheGlyAspGluAlaThrSerGlySerGlyHisHisHisHisHisHisSerAlaGlyLysGluThrAlaAla

SeTag 18mer Primer LIC site

& -
S'Tag 706289 Small PshA 1 ¥ BseR | Sacl  BamH|

GCGMMTTGMtGECNGCﬁtﬂTGG.RCTCGCC&\CCGCCJ\AtTEGTCTGGTCCCCCGGGGCnGCGCGGGTTCTGGTN:GATTG.&TG&CGkcGACMsnﬁTCCGGGCTTCTCCTtAﬁCGATnTCTGnGCTCGTGGAT
AlaLysPheGluArgGlnHisMetAspSerProProProThrGlyLeuValProArgGlySerAlaGlySerGLlyThrIleAspAspAspAsplysSerProGlyPheSerSerThrlleSerGluLeuValasp
thrombin enterokinase

5568387 | Eagl
_Xhol

EcoR| BsiGl _ Ascl—FPStl  sail Kpni Hind Ill __ Not | Pmil HSV+Tag _

CCGAATTCTGTACAGGCGCGCCTGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGLCAGCCAGAACTCGCTCCTGAAGACCCAGAGGATCTCGAGCAC
ProAsnSerValGlnAlaArgleuGlnAspValAspGlyThrIleAspThrArgSerLysLeuAlaAlaAlaGlnLeuTyrThrArgAlaSerGlnProGluLeuAlaProGluAspProGluAspleuGluHis

COLIDOWN Primer

HiseT: Pac | Avrll #70845-3
CACCACCACCACCACTAATGTTAATTAAGTTGEGCGTTCCTAGGCTGATAAAACAGAATTTGCCTGECGECAGTABCGCEGTGGTCCCACCTGACCCCATGCCGAACTCAGAAGTGAAACGCCGTAGCGCLGATE
HisHisHisHisHisEnd

pET-44 Ek/LIC cloning/expression region
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PET-44 El/LIC Restriction Sites
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 633 2208 Dpnl 42 Saudel 20
Acel 4 580 627 1549 4837 Dral 3 6099 6791 6810 Scal 1 6196
Acil 9 Dralll 1 7089 ScrFl 33
Afill 4 575 608 3203 5067 Drdl 3 4760 5175 7044 Sfanl 23
Ahd! 1 6677 Dsal 4 814 984 1423 2640 Sfel 7 635 2314 2445 5332 5523
Alul 27 Eael 8 592 991 1093 1380 2511 6431 7308
Alw26l 8 371 2900 3305 3431 3818 2643 3877 6284 SgrAl 2 1919 2522
4708 5834 6611 Eagl 1 592 Smal 1 4
Alwl 20 Earl 3 2821 4951 5878 Spel 1 848
AlwNI 1 5483 Ecasll 1 670 Sphi 1 2678
Apal 1 3414 Ecod7lll 2 2608 4321 Sse8387! 1 639
Apall 4 3183 4881 5381 6005 Eco571 4 532 1846 5615 6011 Sspl 2 877 6881
Apol 7 466 654 TBE 2323 3478 Ecoll 1 2738 Stul 1 1148
6891 6902 Eco01091 3 53 2636 4073 Styl 4 57 483 1423 2119
Ascl 1 641 EcoRl 1 654 Tail 25
Aval 2 530 739 EcoRIl 13 Tag! 28
Avall 7 440 745 3755 4073 4352 EcoRV 3 677 931 1522 THil 4 3882 4117 4621 5042
6313 6535 Ehel 4 2527 2548 2662 3844 Thal 52
Avrll 1 483 Faul 20 Tsel 30
BamHI 1 660 FnudHl 54 Tspdsl 10 859 1745 2132 3384 4506
Banli 10 620 1470 2525 2546 2660 Fakl 14 4719 4814 6204 6415 7262
3123 3842 3972 6724 7126 Fspl 1 6454 Tsp5091 23
Banll 5 672 2587 2601 3414 7164 Haell 15 TspRI 16
Bbsl 5 538 1228 3349 3688 4185 Haelll 3 Tth111l 1 4812
Bbvl 30 Hagal 15 Vspl 4 2460 3888 3947 6502
Begl 3 3529 4644 6139 Hhal 39 Xbal 1 2411
Bell 2 1953 3217 Hincll 4 628 920 1315 3709 Xeml 3 3059 3575 3593
Bfal " Hindlll 1 599 Xhol 1 530
Bgll 1 6559 Hinfl 16 Xmnl 3 2271 4625 6077
Balll 1 963 Hpal 1 3709
Bpml 4 3041 3530 4594 6608 Hphl kil Enzymes that do not cut pET-44 EK/LIC:
Bpuldl 1 173 Kpnl 1 624 Aflll Bsu3d6l Fsel Munl  Nhel Nsil
Bput1102l 2 80 1298 Maelll 22 PinAl Pmel  Rsrll SanDl  SexAl Sfil
BsaAl 3 576 4819 7089 Mboll 25 Sofl SnaBl  Srfl Sunl Swal
BsaBl 3 2476 2486 4264 Miul 2 608 3203
BsaHl 9 200 630 2205 2526 2547 Mnll 29
2661 3160 3843 6137 Msel 1 1095
Bsal 2 37 61 Msel 33
BsaJl 17 Msll 1
BsaWl 8 2 1596 3522 4025 4256 MspaAll 13
5273 5420 6381 Mspl 42
BseRI 1 699 Mwol 47
Bsgl 4 1976 3054 3254 4227 Narl 4 2526 2547 2661 3843

BsiEl 10 595 1135 1273 1809 2190 Neil 20
3988 4983 5407 6159 6308 Neol 1 1423

BsiHKAl 11 Ndel 1 2373
Bsll 26 NgoAlvV 2 2513 7190
BsmBlI 2 3818 4708 Nialll 28
BsmFl 5 453 758 2664 4338 T304 Nlalv 25
Bsml 1 1007 Notl 1 592
Bsp12861 15 Nrul 3 1230 1655 2279
BspEl 2 2 4256 Nspl 4 2678 4412 4704 5071
BspLU111 1 5067 NspV 2 604 2265
BspMl 1 1297 Pacl 1 503
BsrBI 6 249 1343 2432 5000 5834 PIMI 2 778 2785
7233 Plel 12
BsrDI 6 1093 1474 3250 3616 6443 Pmil 1 576
6617 PshAl 1 0
BsrFl 9 1047 1403 1467 1919 2513 Psp1406! 6 237 2865 4392 6075 6448
2522 2889 6592 7190 6874
BsrGl 1 648 Psp5ll 1 4073
Bsrl 29 Pstl 1 639
BssHIl 5 641 1567 1759 2248 3614 Puul 3 1273 2190 6308
BssS| 4 665 1639 5240 6008 Puull 4 586 3803 3896 4658
Bst11071 2 581 4838 Real 4 2601 5787 5836 5868
BstEll 1 3384 Rsal 8 622 650 721 976 2198
BstXl 3 3005 3134 3257 3350 4873 6196
BstYl 13 Sacl 1 672
Cacsl 52 Sacll 1 817
Clal ] 615 1524 1602 2190 2480 Sall 1 626
Cvidl 114 Sapl 1 4951
Ddel 15 Sau3Al 42




