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PET-43.1a-c(+) Vector

Cat. No.
pET-43.1a(+) DNA 70939-3
pET-43.1b(+) DNA 70940-3
pET-43.1c(+) DNA 70941-3
pET-43.1a(+) sequence landmarks
T7 promoter 2390-2406
T7 transcription start 2390

NuseTag™ coding sequence 834-2318
HiseTag® coding sequence  801-818
SeTag™ coding sequence 747-791

Multiple cloning sites
(Sma I-Xho I) 721-686
HSVeTag® coding sequence 537-572

HiseTag® coding sequence 513-530

T7 terminator 27-73

lacl coding sequence 2797-3879
pBR322 origin 5073

bla (Ap) coding sequence  5833-6693
1 origin 6815-7262

PshA I Blunt Cloning Site

i i
GAT GAC GAC GAC AAG AGT CCG
D D D D K,S P

Enterokinase —

PshA | vector

insert

vector
GAT GAC GAC GAC AA[AI G XXX
D D D D K &
Enterokinase —

Sma | Blunt Cloning Site
Sma |
S S
CTG GIC CCC CGG GGC AGC

L Vv P R G S
Thrombin -1

l Sma | vector

vector insert
CTG GIC CCC (ClIGX XXX
LV P R ok

Thrombin —

TB288 09/00

The pET-43.1 series of vectors are designed for cloning and high-level expression of peptide se-
quences fused with the 491 aa NuseTag™ protein. 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 poly-
merase 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 | or Sma | sites (as
shown below) by cleaving the NuseTag fusion protein with enterokinase or thrombin, respectively.

Dra I1(7033)

Avr Il (483)
Pac | (503)
Xho | (530)
Pml | (576)
Bgl 11(943) ﬁ?,? || ((55:22))
Bsm I(987) Hind 1l (599)
Msc 1(1075) Kpn | (624)
Stu 1(1128) Sal | (626)
Pst | (639)
BspM 1(1277) | 5se8387 1 (639)
Nco 1(1403) é:rce' (Ie(‘&)e)
EcoR | (654)
BamH | (660)
Sac | (672)
PshA | (681)
Smal (721)
Sac Il (797)
Spe | (828)

Ahd (6621)
Bgl 1(6503)
Fsp 1(6398)

i (68157262)

Sca 1(6140)

AlwN 1(5427)

ET-43.1a(+
P (7275 bp)a( )

(81ez-vee) 00>

BspLU11 I(5011)
Sap 1(4895) Nde 1(2317)

Tth111 1 (4756) Xba 1(2355)

Sph 1(2622)
EcoN 1(2682)

Bpul0 I(4117)

Psps lionr) BstE 11(3328)

Hpa 1(3653) Apa 1(3358)

pET Upstream primer
#69214-3 T7 promoter lac operator
AGCAACCGCACCT GT GGOGCCGGT GAT GCCGGECCACGAT GOGT CCGGCGT AGAGGAT CGAGAT CGAT CTCGAT COCGOGAAAT TAATACGACT CACT ATAGGGGAATTGTGAGCGGATAACAATTC

rbs _Ndel Nus+Tag
CCCTCTAGAAATAATTTTGT TTAACTTTAAGAAGGAGATATACATATGAACAAAGAAATTTTGECT. . . 1356bp. . . GCOGAACAGGGCATTGATGATCT GGCTGATATCGAAGGGT TGACCGAC
Met Asn Lys Glu Ile Leu Ala ... 448aa. .. Ala Glu Gin Gly Ile Asp Asp Leu Ala Asp lle Glu Gly Leu Thr Asp
NuseTag primer
#70844-3 Nus-Tag Spel His-Tag Sacll SeTag

T7 Promoter primer
48-3

SeTag 18mer primer .
#70828-3 S-Tag
——————————

Sse8387 |

__Pstl_ _sall Kpnl
\CGTCGACGGTACCAT CGATA(

GAAAAAGCCGGAGCACT GATTATGGCTGOCCGTAATAT T TGCTGGT TCGGT GACGAAGCGACT AGT GGT TCTGGT CATCACCAT CACCAT CACT CCGOGGGTAAAGAAACCGCTGCTGOGAAATTT
Glu Lys Ala Gly Ala Leu Ile Met Ala Ala Arg Asn Ile Cys Trp Phe Gly Asp Glu Ala Thr Ser Gly Ser Gly His His His His His His Ser Ala Gly Lys Glu Thr Ala Ala Ala Lys Phe

GAACGCCAGCACAT GGACT CGCCACCGCCAACT GGTCTGGT COCCOGEEECAGCECGEGT TCT
Glu Arg GIn His Met Asp Ser Pro Pro Pro Thr Gly Leu Val Pro Arg Gly Ser Ala Gly Ser Gly Thr lle Asp Asp Asp Asp Lys Ser Pro Gly Ala Arg Gly Ser Glu Phe Cys Thr Gly Ala
thrombin enterokinase

Hind Il

CCTGCAGGA( \CGCGT TCGAAGCT TGCGGCCGCACA(
Pro Ala Gly Arg Arg Arg Tyr His Arg Tyr Ala Phe Glu Ala Cys Gly Arg Thr Ala Val Tyr Thr Cys Lys Pro Ala Arg Thr Arg Ser End

Not | Pml | HSV-Tag Xho | His+Tag

Sma | PshA | Sac | BamH I EcoR| BsrG| _ Ascl
GGTACGATTGAT GACGACGACAAGAGT CCGGGAGCT CGTGGAT CCGAAT TCTGTACAGGCGCG pET-43.1a(+)

AGTCOCGGAGCTCGTGGATCCGAATTCTGTACAGGOGCGC pET-43.1b(+)
Ser Pro Glu Leu Val Asp Pro Asn Ser Val GIn Ala Arg

AGT CCGAGCT CGT GGATCCGAAT TCTGTACAGGCGCGECC pET-43.1¢(+)
Ser Pro Ser Ser Trp lle Arg lle Leu Tyr Arg Arg Ala

Eag|

GCTGTATACACGT GCAAGCCAGCCAGAACT CGCTCCT GAAGACCCAGAGGAT CTCGAGCACCACCACCACCACCACTAA  pET-43.1a(+)

TGCAGGACGT CGACGGTACCAT!

TTGCAGGACGT CGACGGT ACCAT CGATACGOGT TCGAAGCT TGCGGCCGCA(
Leu GIn Asp Val Asp Gly Thr Ile Asp Thr Arg Ser Lys Leu Ala Ala Ala GIn Leu Tyr Thr Arg Ala Ser GIn Pro Glu Leu Ala Pro Glu Asp Pro Glu Asp Leu Glu His His His His His His End

CGATACGCGT TCGAAGCT TGCGGCCGCACA(
Cys Arg Thr Ser Thr Val Pro Ser lle Arg Val Arg Ser Leu Arg Pro His Ser Cys Ile His Val GIn Ala Ser GIn Asn Ser Leu Leu Lys Thr GIn Arg Ile Ser Ser Thr Thr Thr Thr Thr Thr Asn

\CAGCT GT ATACACGT GCAAGCCAGCCAGAACT CGCTCCT GAAGACCCAGAGGAT CTCGAGCACCACCACCACCACCACTAAT - pET-43.1b(+)

GCTGTATACACGT GCAAGCCAGCCAGAACT CGCTCCTGAAGACCCAGAGGAT CTCGAGCACCACCACCACCACCACTAATG  pET-43.1c(+)

Pac | Avr Il

TGTTAATTAAGT TGGGCGT TCCTAGGCTGATAAAACAGAAT TTGCCT GBCGECAGT AGCGCGGT GGTCCCACCT GACCCCAT GCCGAACT CAGAAGT GAAACGCCGT AGCGCCGATGGTAGT GTGGGGTCTCC  pET-43.1a(+)

ColiDOWN primer
#70845-3

Val AsnEnd

GTTAATTAAGT TGGGOGTTCCTAGGCTGATAAAA  pET-43.1b(+)

TTAATTAAGT TGGGCGT TCCTAGGCTGATAAAAC  PET-43.1c(+)

PET-43.1a(+) cloning/expression regions
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PET-43.1a(+) Restriction Sites 76288 09100
Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 633 2188 Ddel 14 Sau3Al 42
Accl 4 580 627 1529 4781 Dpnl 42 Sau96l 20
Acil 99 Dral 3 6043 6735 6754 Scal 1 6140
Aflill 4 575 608 3147 5011 Dralll 1 7033 ScrFl 33
Ahdl 1 6621 Drdl 3 4704 5119 6988 SfaNlI 23
Alul 27 Dsal 4 794 964 1403 2584 Sfel 7 635 2294 2389 5276 5467
Alw26l 8 371 2844 3249 3375 3762 Eael 8 592 971 1073 1360 2455 6375 7252
4652 5778 6555 2587 3821 6228 SgrAl 2 1899 2466
Alwl 20 Eagl 1 592 Smal 1 721
AlwNI 1 5427 Earl 3 2765 4895 5822 Spel 1 828
Apal 1 3358 Ecl1361l 1 670 Sphl 1 2622
ApalLl 4 3127 4825 5325 5949 Eco47lll 2 2552 4265 Sse83871 1 639
Apol 7 466 654 768 2303 3422 Eco571 4 532 1826 5559 5955 Sspl 2 857 6825
6835 6846 EcoNI 1 2682 Stul 1 1128
Ascl 1 641 Eco0109I 3 53 2580 4017 Styl 4 57 483 1403 2099
Aval 2 530 719 EcoRlI 1 654 Tail 25
Avall 7 440 725 3699 4017 4296 EcoRlI 13 Taql 28
6257 6479 EcoRV 2 911 1502 fil 4 3826 4061 4565 4986
Avrll 1 483 Ehel 4 2471 2492 2606 3788 Thal 52
BamHI 1 660 Faul 20 Tsel 28
Banl 10 620 1450 2469 2490 2604 Fnud4Hl 52 Tsp45l 10 839 1725 2112 3328 4450
3067 3786 3916 6668 7070 Fokl 14 4663 4758 6148 6359 7206
Banll 5 672 2531 2545 3358 7108 Fspl 1 6398 Tsp5091 23
Bbsl 5 538 1208 3293 3632 4129 Haell 15 TspRI 16
Bbvl 28 Haelll 31 Tth11ll 1 4756
Hoal 15 Vspl 4 2404 3832 3891 6446
Begl 3 3473 4588 6083 Hhal 59 Xbal 1 2355
Bell 2 1933 3161 Hincll 4 628 900 1295 3653 Xeml 3 3003 3519 3537
Bfal 10 70 484 829 2356 3990 Hindlll 1 599 Xhol 1 530
4025 5506 6428 6763 7184 Hinfl 16 Xmnl 3 2251 4569 6021
Bgll 1 6503 Hpal 1 3653 Enzymes that do not cut pET-43.1a(+):
Bglll 1 943 Hphl 29 Aflll BseRl Bsu36lFsel Munl Nhel Nsil
Bpml 4 2985 3474 4538 6552 Kpnl 1 624 PinAl Pmel  Rsrll  SanDI SexAl Sfil  Sgfl
BpulOl 1 4117 Maelll 22 SnaBlI Srfl Sunl  Swal UbaEl
Bpu1102| 2 80 1278 Mboll 25
Bsal 2 371 6555 Miul 2 608 3147
BsaAl 3 576 4763 7033 Mnll 28
BsaBl 3 2420 2430 4208 Mscl 1 1075
BsaHI 9 200 630 2185 2470 2491 Msel 33
2605 3104 3787 6081 Msll 11
BsaJl 17 MspAll 13
Bsawl 8 2 1576 3466 3969 4200 Mspl 42
5217 5364 6325 Mwol 47
Bsgl 4 1956 2998 3198 4171 Narl 4 2470 2491 2605 3787
BsiEl 10 595 1115 1253 1789 2170 Ncil 20
3932 4927 5351 6103 6252 Ncol 1 1403
BsiHKAI 11 Ndel 1 2317
Bsll 26 NgoAIlV 2 2457 7134
BsmBlI 2 3762 4652 Nlalll 28
BsmFl 5 453 738 2608 4282 7248 Nlalv 25
Bsml 1 987 Notl 1 592
Bsp12861 15 Nrul 3 1210 1635 2259
BspEl 2 2 4200 Nspl 4 2622 4356 4648 5015
BspLU11l 1 5011 NspV 2 604 2245
BspMI 1 1277 Pacl 1 503
Bsrl 29 PfIMI 2 758 2729
BsrBI 6 249 1323 2376 4944 5778 Plel 12
7177 Pmll 1 576
BsrDI 6 1073 1454 3194 3560 6387 PshAl 1 681
6561 Psp14061 6 237 2809 4336 6019 6392
BsrFI 9 1027 1383 1447 1899 2457 6818
2466 2833 6536 7134 Psp5Il 1 4017
BsrGl 1 648 Pstl 1 639
BssHIl 5 641 1547 1739 2228 3558 Pvul 3 1253 2170 6252
BssSI 4 665 1619 5184 5952 Pwull 4 586 3747 3840 4602
Bst11071 2 581 4782 Rcal 4 2545 5731 5780 5812
BstEIl 1 3328 Rsal 8 622 650 701 956 2178
BstXI 3 2949 3078 3201 3294 4817 6140
BstYI 13 Sacl 1 672
Cac8l 52 Sacll 1 797
Clal 5 615 1504 1582 2170 2424 Sall 1 626
Cvill 112 Sapl 1 4895
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