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PETBlue-2 Vector

The pETBlue™ vectors are designed to identify recombinants by traditional blue/white screen-
ing while also allowing T7lac promoter based expression of target genes. Screening is independent
of expression because the T7lac expression promoter is in an opposed orientation relative to the E.
coli promoter that mediates blue/white screening. pETBlue-2 defines the open reading frame and in-
serts must be cloned in-frame if expression is desired. The vector features an expanded multiple
cloning site (MCS) and optional C-terminal HSVeTag® and His*Tag"” sequences. The cloning/expres-
sion region of the coding strand transcribed by T7 RNA polymerase is shown below. The sequence is
numbered from the first base of the T7 promoter sequence. Unique sites are shown on the circle
map. The f1 origin in pETBlue-2 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 pETBlueDOWN primer (Cat. No. 70603-3).
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PETBIUSTTUP primer #70725-3 17 promoter

lac operator Xbal

AGTATTGCAGGGCGCTT TAATTATGC TGAGTGATATCCCCTTARCACTCGCCTAT TG TTARGGEGAGAT CTGARTGT TARAGG TARGCGG TAAGTCCGACGCG TTCACAACCCTTCCOGCTAGC CATGCCO

TCATARCGTCCOGOGARATTAATACGACTCACTATAGGEGARTTCTGAGCGAATAACAATTCCCCTCTAGACTTACAATTTCCATTOGCCATT CAGGCTGCGCAACTGTTGAGARGGEOGATCGGTACGEECCTCTTCGCTATTACGCCA

GARAGCEATAATGOGET

lacZ w-peptide ORF

pETBlueUP primer #70604-3 Bal i Nhe |

RBS
GUTTEUGAACGGTEEETEOGCTECAAGGLGATTAAGTTGGETAACGCCAGGATTCTCCOCAGTCACGACG TTGTAARACGACGGCCAGCGAGAGATCTTGAT TGGCTAGCAGRATAATT TTGTTTAAC TTTAAGAAGGAGATATACCATG
COAACGCTTGCCACCCACGOGACGTTCOGCTAATTCAACCCATTGCGETCCTAAGAGGGTCAGTGCTGCAACATTTTGCTGCCGGTOGC TCTCTAGAAC TAACCGATCGTC TTATTAAAACARATTGARATTCTTCCTCTATATGGTAC

Dsal
Neo |
Met

3-ORF site

EcoR V_5M3 ! £6136 1| BamH | EcoR | BsiG |

Ascl
55eB8387T  Sal
BssH Il Pt |

lacZ o-peptide ORF

Aatll 3-ORF site

P 11880107 1oy HSV+Tag

I Eagl
Hine !l Kpni  clal Mt P Mg i ot

Na lle Ser Arg Glu Leu Vol Asp Pro Asn Ser Val Gin Alo Arg Leu Gin Asp Vol Asp Gly Thr lle Asp The Arg Ser Lys Leu Ala Ao Ala Gin Leu Tyr Thr Arg Alo Ser Gin Pro Glu Leu Alo Pro Glu Asp Pro Glu Asp
GCEATATCCCGGOAGCTCETGEATCCEGAATTCTETACAGGCECECCTEGCAGGACGTCEACGETACCATCEGATACGCETTCAAAGCTTECEGCCECACAGCTEGTATACACGTGCARGCCAGCCAGARACTCECTCCTEARGACCCAGAGEATC

CECTATAGGGCCCTCGAGCACC TAGGCTTARGACATGTCCGCGCEGACETCCTECAGC TGCCATGETAGCTATGOGCARGC T TCEARCGCOGGOG TETCGACATATGTECACGT TCEETCEETCTTGAGCGAGGACTTCTEGETCTCCTAG

Xhol His*Tag
Leu Glu His His His His His His End

Pacl

lacZ u-peptide ORF

TCGAGCACCACCACCACCACCACTAATGTTAR T TARGT TGGGCETTETAATCATAGTCATARTCAATACTCCTGAC TGOS TTAGCARTTTARC TG TGATARACTACCGCATTARRGC TATTCGATCATAAGCTGTCARACATGATARTTC
ACCTCGTeETGeTGETEGTEGTCAT TACAA T TAA T TCAACCCGCAACAT TAGTATCAGTAT TAG T TATGAGGACT GACGCAATCG T TAAA T TGACACTAT TTGATGECGTAAT TTCOATARGCTACTAT TCEACASTTTEGTACTATTARG

- lacZ a-peptide ORF RBS E. coli promoter

—
pETBlueDOWN primer #70603-3

pETBlue-2 cloning/expression region
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PETBlue-2 Restriction Sites

Enzyme # Sites Locations

Enzyme # Sites Locations
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Locations

Aatll
Accl
Acil
Afill
Ahdl
Alul
Alwl
Alw261
AlwNI
Apall
Apol
Ascl
Aval
Avall
Avrll
BamH|
Banl
Banll
Bbsl
Bbvl
Begl
Begl'
Bfal

Boll
Bglll
Bpml

Bsal
BsaAl
BsaHI
BsaJl
Bsawl
BsiEl

Bsll

BsmFl

BspEl

Bsrl
BsrBI
BsrDI
BsrFl
BsrGl
BssHII
BssSI
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Cac8l
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Dpnl
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3
1
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3

Eco0109I

1

336
336
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1739

709
2854
2406
307
320
288
641
597
301
kLl
297
423

2244
2278
48

1594

223
1809

709
389
333
276
1078
103
3353
297
869
3064
627

2410
1078

1800
1221
313
320
296

223
2364

348

665
2236

1605
1329
1373
276
295
212
369
120
3538
435

307

383

386

1800

2949
614

431
1877

1285
1255
591

236
1929
1859

3485
1001
1800
1326
882
288
2030
372
3600
438
1037
3230
1107
297
2953

3263

835
1974
1819

2403
384
301
2381

755
2580

1624

3161

369

2534
3615
2406
594

3263

1509

2009

1687

3581

598
2770

2276
597

2910
2109

2325
1107
3248

3438
438

1182

3382

3090

427
2611

811
2989

2316

2127

2721
1028

1520

3425

3545

1012

1023
3057
2258

2410
1433

3627
1255

3334

3542

3626

1584
2622

1001

3513

1173

3103
3599
2929

2953
2785

2325

3599

1596

1696

EcoRIl 7

EcoRV 1

Faul 6

FrnudHl 25
Fspl 2

Haell 6

Haelll 20
Hgal &

Hhal 24
Hincll 1

Hindlll 1

Hinfl 9

Hphl 8

Kpnl 1

Maelll 14
Mboll 10
Miul 1

Mnll 18
Msel 23
Msll 3

Mspl 17
MspA1l §

Mwol 15
Neil T

Neol 1

NgoAIV 3

Nhel 1

Nialll 12
Nialv 15
Notl 1

Nspl 1

Nspv 1

Pacl 1

PinAl 1

Plel 6

Pmil 1

Psp1406!

Pstl

Pvul

Puull

1

2

1
Real 1
Rsal 4
Sacl 1
1

1

1

1

Sall
SaudAl 18
Saud6l 13
Scal

ScrFl 14
SfaNl 6
Sfcl 6
Smal 1
Sse8387
Sspl 1
Styl 3
Tail 14
Tagl 9
THil 3
Thal 13
Tsel 12

177
3115
285
866
3652

82
688
3617

890

337
362

2893
810
2431
345

107
2334
353

1991

379

289
2273
276
1221
235

369
3267
359
464
3599

3372
389

3412
330
103
379
2543
107
297
335

2219

744
3166
13
2998
290

1534
276

336
760
182

620
3236

893

1961
1n

1104

182

3289
1326
2466

428
2412

2150

1000

290
2886

3382

1382

845

2109

315

912

326

330
597
348

1291
3289

1118

1179

2265

1374
3364
1582
3614

596
2521

2509

2374

830

3542

1390

1539

343

1995

1103

1023

359
2390
3460

898

1187

3023

2573

1396
3460
1809

1187
2606

2680

863

1728

1965

2219

2186

1980

432
3165

3102

3415

3540

3151

1734

2225

1579
3586

2925

1922

2887

2338

2435

2807

552

Enzyme # Sites
Tspdsl 6
Tsp5091 18
TspRI 9
Vspl 1
Xbal 1
X¥hol 1
Xmnl 1

191 1148 1995 2206
3628

1687 1792 2139 2166
2855 2868 3374 3435
1911

47

431

2338

Enzyme that do not cut pETBlue-2:

Afill Apal
Bsgl Bsml
Bsu36l EcoNl
Narl Ndel
PshAl  Psp5ll
SexAl  Sfil
Sphl Srfl
UbaEl  Xcml

Bell Bpu10l BsaBl
BsmBI  BspMI  BstEll
Fsel Hpal Mscl

Nrul Nsil PfIMI
Rsrll Sacll  SanDI
Sgfl SgrAl - SnaBl
Stul Sunl Swal

3430

2584

BseRI
BstX!
Munl
Pmel
Sapl
Spel
Tth111l



