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pET-30 Xa/LIC Vector
Cat. No. 70073-3

pET-30 Xa/LIC sequence landmarks
T7 promoter 445-463
T7 transcription start 444
HiseTag coding sequence 353-370
SeTag coding sequence 275-319
Multiple cloning sites

BseR | - Xho 1) 158-225
HiseTag coding sequence 140-157
T7 terminator 26-72
lacl coding sequence 852-1931
pBR322 origin 3365
Kan coding sequence 4074-4886
f1 origin 4982-5437
Notes

All corresponding maps and tables are
generated using VectorNT$oftware.
Restriction sites are numbered in
accordance with the conventions of the
respective software.

The pET-30 Xa/LIC vector is designed for rapid gditonal cloning of PCR-amplified DNA for high-ldve
expression of polypeptides fused with the 109aaTag™ thioredoxin protein (1), HissT8gnd SeTag™
sequences. With the use of specifically designedgys for amplification and the pET-30 Xa/LIC Veckit,
inserts can be efficiently cloned without the némdrestriction digestion or ligation, and the rigisig fusion
proteins can be cleaved with Factor Xa to precisstyove all vector-encoded amino acids. Uniques site shown
on the circle map. Note that the sequence is nuedidgy the pBR322 convention, so the T7 expressgion is
reversed on the circle map. The cloning/expressgion of the coding strand transcribed by T7 RNdymerase
is shown below. The f1 origin is oriented so thection with helper phage will produce virions taining single
stranded DNA that corresponds to the coding str@hdrefore, single stranded sequencing should Berpeed
using the T7 terminator primer (Cat. No. 69337-3).
1. LaVallie, E.R., DiBlasio, E.A., Kovacic, S., GtaK.L., Schendel, P.F. and McCoy, J.M. (1988)/Technology 11, 187-193
Xhol (188)  Sacl(191)  Mscl (217)  Nsp\/ (295)
Eagl (167 EcoR1(193) BseR!(238) Mdel (373)
Niot| (167)  BamH1(193) Pindl (258
Hind Il (174) EcoRY (2068) Kpnl (265)

f1 origin (4982-5437) Safl (180)  Neol 212) Byl (268)
Xbal (411)
/_;/ Sgr bI (522
Poul (4506) A SphI(678)

kan {4074-4886)
Stal (4380) Eeo 3TNI (1041)
Mpul (4163 ET-30 X KLIC Bl (1203
= d
b Eell (1211
5448 bp
Eeo XM (3552) EstEIL (1384
Primer sequence extensions required for
Xa/LIC compatibility are underlined in the Al (3725)_____#,. CRBAEIDT)
overhangs diagram below. Bss31 (3477 al (1414)
Start Stop \\/H AP
( Met {or read ori {3365}q____‘/ Eeo 3INI (15300
or any) insert through)
5’ GGTATTGAGGGTCGCATG. . sense.TAAGGCTCTAACTCTCCTCT 3’ BSpLU-'I[-'” |:33|:|_|-1 ____/

3’ CCATAACTCCCAGCGTAC. .anti..ATTCCGAGATTGAGAGGAGA
: : e g/ BssHIL (1614)
Bst111071(3075) /J PshAl (2048)

l T4 DNA pol + dGTP

Teh 1111 (3040 Foo ST (2851) Feo ST (2164)
GGTATTGAGGGTCGCATG..sense..TAAGG
GCGTAC.anti..ATTCCGAGATTGAGAGGAGA P5p5|||:231 D:I BSII {226?}
W rocon " CTCTAACTETCCTCT 2 Fapl (2285)
Yector map not drawn to scale
PET Upstream Primer (Cat. No. 69214-i2 T7 promater

CGCCAGCAAC CGCACCTGTS GUGCCGGTGA TGCCGGCCAC GATGCGTCCG GCGTAGAGGA TCGAGATCGA TCTCGATCCC GCGAAATTAA TACGACTCAC

lac operator

Hdel

TF promoter

T7 Promoter Primer (Cat. No. 69348~

Hbal A His tag
eev—

the Met  His His His Hiz His His Ser Ser
AR

TATAGGGGAL TTGTGAGCGE ATAACAATTC CCCTCTAGAAL ATAATTTTGT TTAACTTTAA GAAGGAGATA TACATATGCA CCATCATCAT CATCATTCTT

thrombin

SeTag™ Primer (Cat. NO. 69945- Finsl
Nsp\/—“ AR

S 130 s Balll Kpnl

‘Ger Gly Leu ¥al Pro Am (Gl

Ser Gly Met Lys Gl Thr Ala Al Ala Lys Phe Gl A Gln His Met Asp Ser Fro Asp Leu Gy Thr Gly Gy @y Ser

CTGGTCTGGT GCCACGCGGT TCTGGTATGA AAGARACCGC TGCTGCTAALL TTCGAACGCC AGCACATGGLE CAGCCCAGAT CTGGGTACCG GTGGTGGCTC

LIC site

Factor Ka site

Msel EcaRiy EcaRil Sall Rl hal
Mool BamHI Sacl Hindlil Eagl His tag

Ser Gly e  Glu Gl Arg Ser Asn Ser Pro Leu  Ala Met Ala lle Ser Asp Pro Asn Ser Ser Ser Val Asp Lys Lew Ala Al Ala Lew Gl His His His

CGETATTGAG GGTCGCTCTA ACTCTCCTCT GGCCATGHCG ATATCGGATC CGAATTCGAG CTCCGTCGLC ARGCTTGCGG CCGCACTCGA GCACCACCLC

" BeeRl T7 Terminator Primer (Cat. No. 69337-3)

His tag
His His His

T7 terminatar

Bput 1021
RS

CACCACCACT GAGATCCGGC TGCTAACALL GCCCGAAAGG AAGCTGAGTT GGCTGCTGCC ACCGUTGAGC AATAACTAGC ATAACCCCTT GGGGCCTCTA

T7 terminator

BACGGGTCTT GAGGGGTTTT TTGCTGALAG GAGGRACTAT ATCCGGATTG GCGAATGGGAL CGCGCCCTGT AGCGGCGCAT TARGCGCGGC GGGTGTGGTG

pET-30 Xa/LIC cloning expression region
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Enzyme
Accl

Acil
Aflll
Alul
Alwl
Alw261

AlwNI
Apal
ApalLl
Apol

Aval
Avall
BamHI

Banl

Banll

Bbsl
Bbvl
Bcgl
Begl'
Bell
Bfal

Bgll
Bglll
Bpml
Bpu1ol
Bpu1102I
BsaAl
BsaBl
BsaHI
Bsall

Bsaw|

BseRI
Bsgl
BsiEl
BsiHKAI

Bsll

Bsml
BsmBI
BsmFl
Bsp1286!
BspEl
BspLU11l
Bsrl
BsrBI
BsrDI
BsrFl

BssHII

BssSI
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Locations

181

1203

900
4522
3720
1414
1183
193
5009
159
1755
199
261
1123
191
5282

1349

195
161
1217
71
5358
2267
268
1041
2410
81
3056
476
526
58
2276

2493
236
1054
170
160
3122

4390
1818
664

3304

432
1250
258
2261
1614
3477

3074

3304

1305

3118

297
5020
4378
2131

337
1842
587

1688

1495
1529

412

1530
4523

5207
486
547
212

3464
246

3510

1254
1988

191
3622

4467
2945
2205

2493

3237
1616

513
4460

1430

3618
1478

2219

525
1972
601

2062

2063
2029

2318

2164

2501
661
640

4377
258

3657

2464

3220
703

4522
2575

4905

522
5308

1818

4119

2310

546

2098
1414

2422

2915
2881

3799

2831

1160

646
4378
1522
4641

3644
1187

5422

5350

888

2945

4303

2589

660
5244
4161

4106

1843
1838
4779
2025

4506
2298

2100

Enzyme
Bst1107I
BstEIll
BstXI
BstYI

Cacsl
Clal
Cvidl
Ddel
Dpnl
Dralll
Drdl
Dsal
Eael
Eagl
Earl
Eco471ll
Eco57I
EcoNI
Eco0109
|

EcoRI
EcoRlI

EcoRV
Faul
FnudHI
Fokl

Fspl
Haell
Haelll
Hgal
Hhal
Hincll
Hindlll
Hinfl
Hpal
Hphl
Kpnl
Maelll
Mboll
Miul
Mnll
Mscl
Msel
MslI

Mspl
MspALll

Mwol
Narl
Ncil
Ncol
Ndel
NgoAIV
Nlalll
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43

14

24

11

46

18

16

16
13

27

25

31

39
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Locations

3075
1384
1005

133
2496

480

5207
2997
212
167
167
821
608
3852
738
54
193
926
3451
207

1249
2849
2285

182
174

1709

265

1203

217

1255
2877

85

2895

526

212

373
513

1134
199
3945

4197

3412

640

215

3188

2109

636

1241
3464

1258
2990

1709

1543

310

3014

547

2101

1257
268
3956

5162

2276

511

4319

2558

2310

1781
4394

2523
4144

1573

1233

3646

661

2261

767
4755

643

1838
4751

2585
4750

2291

1803

3891

1843

5308

Enzyme
Nlalv
Notl
Nrul
1979 Nsil
Nspl
NspV
PflMI
PinAl
Plel

PshAl
Psp14061
Psp5il
1877 Pvul
Pvull
Rcal
Rsal
Sacl
Sall
Sapl
Sau3Al
3330 Sau96l
ScrFl
SfaNI
Sfel
Sofl
2663 SgrAl
Smal
Sphl
Sspl
Styl
Tail
Taql
il

Thal
Tsel
Tsp4sl

Tsp509!
TspRI
Tth111l
Vspl
Xbal
Xcml

2486 Xhol
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Locations
167
4163
4356 4622
678 2649 2941 3308
295
287 785 4769
258
460 752 839 1635 3198
3683 4738 5142 5150
2048
865 2233 2629 4992
2310
4506
1803 1896 2895
601 4024 4899
263 1350 3110 4341
191
180
3188
445 3569 3760 5426
4506
522
4380
678
4431 4999
58 212
1882 2184 2354 2858 3279
4417 4473 4645 4736
1384 2212 2743 2956 3051
4653 5380
3049
460 1888 1947 4705 4894
411
1059 1575 1593
159
2862 4895
Enzymes that do not cut pET-32 Xa/LIC:
Aatll Aflll Ahdl Ascl Avrll
Bsal BspMI BsrGl Bsu36l Dral
Fsel Munl Nhel Pacl Pmel
Pmil Pstl Rsrll Sacll SanDI
Scal SexAl Sfil SnaBI Spel
Srfl Sse8387| Stul Sunl Swal
UbaEl
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