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_ _ The pET-32 Xa/LIC vector is designed for rapid gditonal cloning of PCR-amplified DNA for high-ldve
251’:103%3§§ 3L IC Vector expression of polypeptides fused with the 109aaTeag™ thioredoxin protein (1), His-ngind SeTag™
pET'_32 Xa-LIC sequence landmarks sequences. With the use of specifically designedeys for amplification and the pET-32 Xa/LIC Veciit,
T7 promoter 790-806 insert_s can be efficiently cI‘oned without the n&:_zdestriction digestion or Iigatior_1, and_the r‘m'lg fusi_on
T7 transcription start 789 proteins can be cleaved with Factor Xa to precigatyove all vector-encoded amino acids. Uniques site
TrxeTag coding sequence 392-718 sho_wn on the circle map. Note that the sequer_marfﬂ:)(_ered by_ the pBR322 _convention, o] th(_e T7 exjmes
His*Tag coding sequence 353-370 region is reversed on the circle map. The clonxgyiession region of the coding strand transcribe@bRNA
SeTag coding sequence  275-319 polym_erase ?s shown below. The f1 origin is orierge thaF infection with helper pr_\age will produwirdpns
Multiple cloning sites containing single stranded DNA that correspond$fiéocoding strand. Therefore, single stranded sesjng

should be performed using the T7 terminator pri(@at. No. 69337-3).

(BseR 1 - Xho ) 158-225 Refer ences
HiseTag coding sequence 140-157 ) N ) .
T7 terminator 26-72 1. LaVallie, E.R., DiBlasio, E.A., Kovacic, S., GitaK.L., Schend;; Ijjl;z?r(;dD)M;C;I)I/I jl?h:) ggglg?gngl?iy(j;lw 193
H u iby! o gl
lacl codlng_sgquence 1197-2276 Dolds®  SAL(TS | Neol(ily  NapV(294)
pBR322 origin 3710 Aval(158)  Sacl(l90)  BseRI(23%)
bla coding sequence 4471-5328 Eagl(166)  EroRI(10Z) FPind1(25T
f1 origin 5460-5915 11 origin (5460-5915) ,_ANoflfléﬁj BamH1(198) Epnl (268
Notes
Dralll (5685 trxh (392-718
All corresponding maps and tables are AHLE )’ﬁ__j - { )
generated using VectorNfoftware. Seal (3022 %ﬂsrﬂ (6160
Restriction sites are numbered in ;
accordance with the conventions of the i /__—XMI (756)
respective software. Ap (4471-5328) S AL (EET)
TheSfl and Smal sites are destroyed Fatl (475T) ~phL (1023)
during Ligation Independent Cloning. Fsa Lid603) FroNI (1087
Primer sequence extensions required for | ap47 (4542 pET-32 Xa/LIC M1 (1548)
Xa/LIC compatibility are underlined in the 5326 bp
overhangs diagram below. Eell (1562)
start ?(t:?pread ,./"'f Bs#EIT (1729
insert through
5’ GGTATTGAGGG{’EEC%? .sensé.%’T&gG%Tz:TAACTCTCCTCT 3: Ahw NI (4065:' acl |:1 19?'22?61

GTAC.anti..ATTCCGAGATTGAGAGGAGA BfI 1071 (342[':] Peha] {2393)

T 1111 (%354) Fop 6
CTCTAACTCTCCTCT‘ Epu 100 (2755)

+

3’ CCATAACTCCCAGCGTAC. .anti..ATTCCGAGATTGAGAGGAGA 5
/ Apal (1759)
l T4 DNA pot =+ dGTP ori (3710) / BssHIL(1959)
GGTATTGAGGGTCGCATG...sense..TAAGG SRPI (3533) / \\ Hpﬂl (2['54:]
GC

TCC
-AGGCCATAACTCCCA

Wector map not drawn to scale

IT7 Promoter Primer (Cat

T7 promorer lac operator

CGATCTCGAT CCCGCGALAT TRATACGACT CACTATAGGG GRATTGTGAG CGGATAACAE TTCCCCTCTAE GARATAATTT TGTTTAACTT TALGRAGGAG
tritag

Met Ser Asp Lys lle lle His Leu Thi Asp Asp Ser Phe Asp Thr Asp Yal Lew Lys Ala Asp Gl Ala lle  Leu Val Asp FPhe Tre Ala Gl

ATATACATAT GAGCGATARA ATTATTCACC TGACTGACGE CAGTTTTGAC ACGGATGTAC TCRBAGCGGE CGGGGCGATC CTCGTCGATT TCTGGGCAGA

tritag

Clal
GluTrp Cys Gy Pro Cys Lys Met lle Ala Pro lle Leu Asp Gl lle Ala Asp GBu Twr GIn Gl Lys Lew Thr Val Ala Lys Leu Asn lle  Asp Gin Asn
GTGGTGCGGT CCGTGCALLL TGATCGCCCC GATTCTGGAT GRALTCGCTG ACGALATATCAE GGGCARACTG ACCGTTGCAR AACTGARRCAT CGATCLRRAC

tritag

Apall

Pro Gly T &la Pro lys Tw Gy lle  Arg Gl lle Pro Thr Leu Leu Leu Phe Lys Asn Gy Glu Yal  Ala Ala Th Lys  val G Ala Leu Ser Lys Gly

CCTGGCACTG CGCCGAAATA TGGUATCCGT GGTATCCCGRE CTCTGCTGCT GTTCARARAC GGTGAARGTGG CGGCAACCAR AGTGGGTGCA CTGTCTARAG
s tag His kag thrombin

Gly GIn Leu Lys Glu Fhe Leu Asp Ala Asn Leu  Ala Gl Ser Gl Ser Gl His Met His His His His His His Ser Ser Gl Leu Yal Fro  Arg Gly Ser
GTCAGTTGAL AGAGTTCCTC GACGCTRACC TGGCCGGTTC TGSTTCTGGC CATATSCACC ATCATCATCA TCATTCTTCT GGTCTSGTGC CACGCGGTTC
SeTag™ Primer (Cat. No. 69945-3) e FastorEa
thrombin Stag —— Balll LIC siter
Ser Gly Met Lys Glu Thr Ala  Ala  Ala Lys Fhe Glu A Gin His Met Asp Ser Fro Asp Leu Gl Thr Gly Gly Gly Ser Gl lle  Glu Gly Arg Ser Asn
TGGTATGARL GAARACCGCTG CTGCTARAATT CGAACGCCAG CACATGGACAK GCCCAGATCT GGGTACCGGT GGTGGCTCCG GTATTGAGGG TCGCTCTAAC
Ecortr Eeoril Sal [ iz tag
=hal

oot Bamil a0l Hindin e
St Pro Leu  Ala Mat Bla  lle  Ser bep Fro Asn Ser S Se  wal Asp Lis Led Ala Ala Ala Les B His  Hi His  Hs  His His
TGTCCTCTGG COATGGCGAT ATCGGATCCG ARTTCGAGCT GOGTCGACER GCTTGCGGGC GCACTCGAGC ACCACCACCA CCACCACTGA GATCCGGOTS
17 Terminator Primer (Cat. No. 69337-3) T verminaror
CTRACRRAGC CCGALAGGRAAR GCTGAGTTGS CTGCTGCCAC CGCTGAGCAL TAACTAGCAT AACCCCTTGG GGCCTCTALA CGGGTCTTGAL GGGGTTTTTT
T7 terminator

GCTGAAAGGAE GGAACTATAT CCGGAT

pET-32 Xa-LIC cloning expression region
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Enzyme
Accl
Acil
Afli
Ahdl
Alul
Alwl
Alw261

AlwNI
Apal
ApalLl
Apol
Aval

Avall

BamHI
Banl
Banll
Bbsl
Bbvl
Begl

Begl'

Bcll
Bfal

Bgll
Bglll
Bpml
Bpu10l
Bpu1102|
Bsal
BsaAl
BsaBI
BsaHlI

Bsall

Bsaw|

BseRlI
Bsgl
BsiEl

BsiHKAI

Bsll
BsmBlI
BsmFI
Bsp12861
BspEl
BspLU11l
Bsrl

BsrBI
BsrDI
BsrFI
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Locations

181

1548
4542

1245
4603
4065
1759
437
193
159
616
2934
199

191
1694

195
3260
161
3226
1562
71
4732
2612
268
1386
2755
81
4603
3401
821
871
5079
58
991

2838
236
1399
170
5061
160
2643

2163
1009

3649

777
1595
258
2446

3419

3649

1650
5379

1528
297

2100
4680

932
2033

502
5047
468
5081

757
5836
4662

1875

5685
831
892

212
2183
246
3855

1599
2333

191
3467

3290
2550

2838

3582
1961

390
2606

1776

3463
1823

2476

4902

946

2407

591

625

2663

2509

2846
1006

496
2621
258
4002

2809
3565

441
3967

2920

5383
4603

858
4622

2163

3963
5487

2564

1759
2767

1840

1874

4144

3176

1505

523
3809
1867
4833

3989

1048

5128

5900

5829
4777

867
5786

3290

5209
5498

2655

5760

2408

2374

4397

4612

2188

985

2370

4912

1532
5213

1234

Enzyme
BssHII
BssS|
Bst11071
BstEIl
BstXI
BstY!
Cacsl
Clal
Cvidl
Ddel
Dpnl
Dral
Dralll
Drdl
Dsal

Eael

Eagl

Earl
Eco47lll
Eco57I
EcoNI
Eco0109I
EcoRI
EcoRII

EcoRV
Faul
FnudHI
Fokl
Fspl
Haell
Haelll
Hgal
Hhal
Hincll
Hindlll
Hinfl
Hpal
Hphl
Kpnl
Maelll
Mboll
Miul
Mnll
Mscl
Msel

Msli

Mspl
MspALI

Mwol
Narl
Ncil
Ncol
Ndel
NgoAIV

[ I e

12
39

90
11
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13

14

27

13

46

16

18

18
15

30

28

34

10

41
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Locations

1959
3822
3420
1729
1350

535

4408
5685
3342
212
167
988
167
1166
953
4197
1083
54
193
394
2183
207

2630

182
174

2054

265

1548

217

1600
3222

85
3240

871

212

373
858

5206

1479

825

4427

3757

496

215

2222

3533

2454

5209

981

522
3675

4764

2054

378

1888
4794

310
3359

892

718
2446

1602

5119

5640

985

376

4930

5337

2903

2655

1271
3796

1918
4953

1578
3991

1006

2606

2621
392

1586
3809

2636
5312

2148
4236

2188

5786

856

2126

2831

2241
5177

Enzyme
Nlalll
NlalVv
Notl
Nspl
NspV
PfIMI
PinAl
Plel

PshAl
Psp14061

Psp5il
Pstl
Pvul
Pvull
Rcal
Rsal
Rsrll
Sacl
Sall
Sapl
Sau3Al
Sau96l
Scal
ScrFl
SfaNI
Sfel
SgrAl
Sphl
Sspl
Styl
Tail
Taql
Til

Tsel

Tsp4sl

Tsp5091
TspRI
Tthi11l
Xbal
Xcml
Xhol

Xmnl
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21
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Locations
167
1023 2994 3286 3653
295
287 1130
258
493 805 1097 1184 1980
3543 4028 4531 5620 5628
2393
1210 2578 2974 4768 5141
5470
2655
4787
4912
2148 2241 3240
946 4369 5377
263 669 1695 3455 5022
616
191
180
3533
5022
790 3914 4105 4782 5904
867
1023
5346 5477
58 212
593 2227 2529 2699 3203
3624
1729 2557 3088 3301 3396
4798 5009 5858
3394
756
1404 1920 1938
159
415 3207 5141
Enzymes that do not cut pET-32 Xa/LIC:
Aatll Aflll Ascl Avrll Bsml
BspMI BsrGl Bsu36l Fsel Munl
Nhel Nrul Nsil Pacl Pmel
Pmll Sacll SanDI SexAl Sfil
Sgfl Smal SnaBI Spel Srfl
Sse8387| Stul Sunl Swal UbaEl

trademarks of EMD Chemicals Inc. in the United &aand in certain other jurisdictions. VectorR# a registered trademark of Life Technologies
Corporation in the US and/or certain other countrie
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