pET-44a-c(+) Vector

TB330 Rev. A 0502

The pET-44 vectors are designed for cloning and high-level expression of peptide sequences

fused with the 495 aa NuseTag™ protein. Compared to the pET-43.1 series, the pET-44 vectors

encode an additional N-terminal HiseTag. Unique 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

Cat. No.
pET-44a(+) DNA 71122-3
pET-44b(+) DNA 71123-3
pET-44c(+) DNA 71124-3
pET-44a(+) sequence landmarks
T7 promoter 2426-2442
T7 transcription start 2425
HiseTag® coding sequence 2325-2342

NuseTag™ coding sequence 834-2318

HiseTag® coding sequence 801-818
SeTag™ coding sequence  747-791
Multiple cloning sites

(Sma I-Xho I) 530-724

HSVeTag® coding sequence 536-571

HiseTag® coding sequence 512-529
T7 terminator 26-73

lacI coding sequence 2833-3915
pBR322 origin 5109

bla (Ap) coding sequence  5870-6730
f1 origin 6852-7299

is shown below. The f1 origin is oriented so that infection with helper phage will produce virions
containing single stranded DNA that corresponds to the coding strand. Therefore, single stranded
sequencing should be performed using the COLIDOWN primer (Cat. No. 70845-3). Vector encoded
sequence can be completely removed when cloning into the PshA I or Sma I sites (as shown
below) by cleaving the NuseTag fusion protein with enterokinase or thrombin, respectively.
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Bpul0 1(4153)
Psp5 11(4053)
BstE 11(3364)
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Avr 1l (483)
Pac | (503)
Xho | (530)
Pml | (576)
Eag | (592)
Not | (592)
Hind 11 (599)
Kpn | (624)
Sal | (626)
Pst | (639)
Sse8387 | (639)
Asc | (641)
BsrG | (648)
EcoR | (654)
BamH | (660)
Sac | (672)
PshA | (681)
Sma | (721)
Sac Il (797)
Spe | (828)

T7 Promoter primer

PET Upstream primer #69348-3
£69214.3 T7 promoter lac operator

AGCAACCGCACCTGTGGCGCCGGTGATGCCGGCCACGATGCGTCCGGCGTAGAGGATCGAGAT CGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGA

rbs _Ndel His<Tag NuseTag
AATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGGGCAGCAGCCATCACCACCATCACCATTCTAGTATGAACAAAGAAATTTTGGCT. ..1356bp...GCCGAACAGGGCATTGATGATCTGGCTGAT
MetGlySerSerHisHisHisHisHisHisSerSerMetAsnLysGlulleLeuAla... 452aa...AlaGluGlnGlyIleAspAspLeuAlaAsp
NuseTag primer
#70844-3 NussTag Spe | HiseTag Sacll SeTag

SeTag 18mer primer
8-3

SeTag #7082

Sse8387 |
__Pstl_ _sall Kpnl

ATCGAAGGGTTGACCGACGAAAAAGCCGGAGCACTGATTATGGCTGCCCGTAATATTTGCTGGTTCGGTGACGAAGCGACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGGTAAAGAAACCGCTGCT
IleGluGlyLeuThrAspGluLysAlaGlyAlaLeuIleMetAlaAlaArgAsnIleCysTrpPheGlyAspGluAlaThrSerGlySerGlyHisHisHisHisHisHisSerAlaGlyLysGluThrAlaAla

Sma | PshA | Sac | BamH | EcoR | BsrG| _ Ascl

GCGAAATTTGAACGCCAGCACATGGACTCGCCACCGCCAACTGGTCTGGTCCCCCGGGGCAGCGCGGGTTCTGGTACGATTGATGACGACGACAAGAGTCCGGGAGCTCGTGGATCCGAATTCTGTACAGGCGCG pET-44a(+)
AlalLysPheGluArgGlnHisMetAspSerProProProThrGlyLeuValProArgGlySerAlaGlySerGlyThrIleAspAspAspAspLysSerProGlyAlaArgGlySerGluPheCysThrGlyAla
thrombin enterokinase

SerProGluLeuValAspProAsnSerValGLnAlaAr

AGTCCGGAGCTCGTGGATCCGAATTCTGTACAGGCGCGC pET-44b(+)
9

AGTCCGAGCTCGTGGATCCGAATTCTGTACAGGCGCGCC pET-44c(+)
SerProSerSerTrplleArgIleLeuTyrArgArgAla

Eag |

Not | HSV+Tag

Hind 111 Pml | Xho | His+Tag

CCTGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGCCAGCCAGAACTCGCTCCTGAAGACCCAGAGGATCTCGAGCACCACCACCACCACCACTAA
ProAlaGlyArgArgArgTyrHisArgTyrAlaPheGluAlaCysGlyArgThrAlaValTyrThrCysLysProAlaArgThrArgSerEnd

pET-44a(+)

TTGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGCCAGCCAGAACTCGCTCCTGAAGACCCAGAGGATCTCGAGCACCACCACCACCACCACTAAT
LeuGLnAspValAspGlyThrIleAspThrArgSerLysLeuAlaAlaAlaGlnLeuTyrThrArgAlaSerGLlnProGluLeuAlaProGluAspProGluAspLeuGluHisHisHisHisHisHisEnd
TGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGCCAGCCAGAACTCGCTCCTGAAGACCCAGAGGATCTCGAGCACCACCACCACCACCACTAATG
CysArgThrSerThrValProSerIleArgValArgSerLeuArgProHisSerCysIleHisValGlnAlaSerGlnAsnSerLeuLeuLysThrGlnArgIleSerSerThrThrThrThrThrThrAsn

PET-44b(+)

pET-44c(+)

COLIDOWN primer
#70845-3

Pac | Avr Il
TGTTAATTAAGTTGGGCGTTCCTAGGCTGATAAAACAGAATTTGCCTGGCGGCAGTAGCGCGGTGGTCCCACCTGACCCCATGCCGAACTCAGAAGTGAAACGCCGTAGCGCCGATGGTAGTGTGGGGTCTCC

GTTAATTAAGTTGGGCGTTCCTAGGCTGATAAAA pPET-44b(+)

TTAATTAAGTTGGGCGTTCCTAGGCTGATAAAAC PET-44c(+)
ValAsnEnd

pET-44a-c(+) cloning/expression regions

pET-44a(+)
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pET-44a(+) Restriction Sites

TB330 Rev. A 0502

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 633 2188 Dral 3 6079 6790 Scal 6176
Accl 4 580 627 1529 4817 Dralll 1 7069 ScrFl
Acil 99 Drdl 3 4740 7024 SfaNI
AfllN 4 575 608 3183 5047 Dsal 4 794 1403 2620 Sfcl 635 2294 2425 5312 5503
Ahdl 1 6657 Eael 8 592 1073 1360 6411 7288
Alul 27 2623 6264 SgrAl 1899 2502
Alw26l 8 371 2880 3285 3411 3798 Eagl 1 592 Smal 721
4688 5814 6591 Earl 3 2801 5858 Spel 828
Alwl 20 Ecl13611 1 670 Sphl 2658
AlwNI 1 5463 Eco47lll 2 2588 Sse8387I 639
Apal 1 3394 Eco571 4 532 5595 5991 Sspl 857 6861
ApalLl 4 3163 4861 5361 5985 EcoNlI 1 2718 Stul 1128
Apol 7 466 654 768 2303 3458 Eco0109! 3 53 4053 Styl 57 483 1403 2099
6871 6882 EcoRI 1 654 Tail
Ascl 1 641 EcoRIl 1 Taql
Aval 2 530 719 EcoRV 2 9N il 3862 4097 4601 5022
Avall 7 440 725 3735 4053 4332 Ehel 2507 2642 3824 Thal
6293 6515 Faul Tsel
Avrll 1 483 Fnu4HI Tsp4bl
BamHI 1 660 Fokl Tsp509!
Banl 10 620 1450 2505 2526 2640 Fspl 6434 TspRI
3103 3822 3952 6704 7106 Haell Tth111l 4792
Banll 5 672 2567 2581 3394 7144 Haelll Vspl 2440 3868 3927 6482
Bbsl 5 538 1208 3329 3668 4165 Hgal Xbal 2391
Bbvl 30 Hhal Xeml 3039 3555 3573
Begl 3 3509 4624 6119 Hincll 628 1295 3689 Xhol 530
Bell 2 1933 3197 Hindlll 599 Xmnl 2251 4605 6057
Bfal 1 Hinfl
Bgll 1 6539 Hpal 3689 Enzymes that do not cut pET-44a(+):
Bglll 1 943 Hphl Aflll, Bsu36l, Fsel, Munl,
Bpml 4 3021 3510 4574 6588 Kpnl 624 Nsil, Pmel,  Rsrll,  SanDI,
BputOl 1 4153 Maelll Sfil, SnaBl,  Srfl, Sunl,
Bpu1102l 2 80 1278 Mboll
BsaAl 3 576 4799 7069 Miul 608
BsaBl 3 2456 2466 4244 Mnll
BsaHI 9 200 630 2185 2506 2527 Mscl 1075
2641 3140 3823 6117 Msel
Bsal 2 371 6591 Msll
BsaJl 17 MspA1l
BsaWl 8 2 1576 3502 4005 4236 Mspl
5253 5400 6361 Mwol
Bsgl 4 1956 3034 3234 4207 Narl 2506 2641 3823
BsiEl 10 595 1115 1253 1789 2170 Neil
3968 4963 5387 6139 6288 Ncol 1403
BsiHKAI 11 Ndel 2353
Bsll 26 NgoAIV 2493
BsmBl 2 3798 4688 Nialll
BsmFl 5 453 738 2644 4318 7284 Nilalv
Bsml 1 987 Notl 592
Bsp12861 15 Nrul 1210 2259
BspEl 2 2 4236 Nspl 2658 4684 5051
BspLU11l 1 5047 NspV 604
BspMI 1 1277 Pacl 503
BsrBI 6 249 1323 2412 4980 5814 PIMI 758
7213 Plel 2
BsrDI 6 1073 1454 3230 3596 6423 Pmll 576
6597 PshAl 681
BsrFl 9 1027 1383 1447 1899 2493 Psp1406l 237 4372 6055
2502 2869 6572 7170 6854
BsrGl 1 648 Psp5ll 4053
Bsrl 29 Pstl 639
BssHIl 5 641 1547 1739 2228 3594 Pvul 1253 6288
BssSI 4 665 1619 5220 5988 Pvull 586 3876 4638
Bst11071 2 581 4818 Real 2581 5816 5848
BstEll 1 3364 Rsal 622 701 956
BstXI 3 2985 3114 3237 3330 6176
BstYI 13 Sacl 672
Cac8l 52 Sacll 797
Clal 5 615 1504 1582 2170 2460 Sall 626
Cvidl 113 Sapl 4931
Ddel 14 Sau3Al 2
Dpnl 42 Sau96l 0
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