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pETBlue-1 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 T7lae expression promoter is in an opposed orientation relative to the E.
coli promoter that mediates blue/white screening. pETBIlue-1 is a vector that facilitates the expres-
sion of native unfused proteins and allows convenient subcloning of target genes already fused to
existing detection and purification tags. The EcoR V cloning site is appropriately spaced down-
stream of an E. coli ribosome binding site. Inserts must encode an ATG start codon at their 5' end if
expression is desired. The cloning/expression 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 se-
quence. Unique sites are shown on the circle map. The f1 origin in pETBlue-1 is oriented so that in-
fection with helper phage will produce virions containing single stranded DNA that corresponds to
the TT RNA polymerase coding strand. Therefore, single stranded sequencing should be performed
using the pETBlueDOWN primer (Cat. No. 70603-3).

pETBlue-1 sequence landmarks
lac operator 3429-3448 T7
T7 promoter 1-17 : Ava | (291)
lac operator 2242 l

EcoR V (278)

T7 transcription start 18 BspLU11 1 (3086)
multiple cloning region 276-297 Afl 111 (3086)
(EcoR V=S1f1)

lacZ start codon 314

lacZ o-peptide ORF 57-314

E. coli promoter 364-392

f1 origin 919-1374

bla coding sequence 1492-2349

pUC origin 3029

AlwN 1(2677)
( Bpu1102 |(824)

pETBIlue-1

(3476 bp) BspE 1(g01)

Ban ll{1078)
Rca l(2366
: } BsaA |(1149)
Dra Il1(1152)

Xmn 1(2161)

Beg I (2101)
Bcg 1(2067)
Sca l(2042)

Ssp 1(1357)

Ahd l(1562)

lac of Xba |
TCATAACGTCCCGCGARATTARTACGACTCACTATAGGEGAATTGTGAGCGGATAACAATTCCCCTCTAGACTTACAATTTCCATTCGCCATTCAGGCTGOGCAACTGTTGGEAAGGGCGATCGGTACGEECCTCTTCGCTATTACGCCA
AGTATTGUAGGGUGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTAT TG T TAAGGGGAGATCTGAATG TTAMGE TAAGCGGTAAG TCCGACGCE TTEACAACCCTTCCCGCTAGCCAT GO CCGGAGAAGUGATANTGUGET
lacZ u-peptide ORF

Bglll Nhe | RBS EcoR W
GUTTGOGARCGETEEETGOGC TG CAAGGOGATTAAG T TGGG TAACGCCAGGAT TCTCCCAG T CACGACG TTG TAAAA COACGGCCAGCGAGAGATC T TGAT TGGC TAGCAGAATAA TTT TG TTTAAC TTTAAGARGGAGATATAGATATC
C@AGGCTTGCC}\CL‘C}\CGCGACG'TTCCGC'TAA'T'l'CMCCCA'TTGCGG'!‘CC'!‘AAGhGGGTCAGT‘GL‘T‘GCMC}\TTT‘TGCTGCCGG'I‘CG-CTC'TC'TAGMCTRAC‘CG.F"I‘CGTCTTJ\T‘TMMCM\AT’H}AMT’FCTTCCTCT}\TATCTATAG

<

Aval lacZ «-peptide ORF
Smal
EcoR | Srfl i

GRATTCCTGCCCGEECGTTGTAATCATAGTCATARTCARTACTCCTGACTGCOTTAGCAATTTAACTGTGATARACTACCGCATTARAGC TATTCGATGATARGC TG TCARACATGATAATTCTTGAAGACGARAAGGGCCTAGGCTGATA
CT)‘MGGACGGGCCCGCMCATTAGTATCJ\GTATI‘}K}TTA‘TGAGGAC".I'G»’\CGCMTCGTE‘AAA'!‘?GRC‘ACThT‘TTGA‘I‘{}GCGTJE\TTTCGATMGCTACTNI"]’CGMCJ’-\GTTTG‘1'AC‘i‘.ﬁ1'TMGMCTTCTGCTTTCCCGGRTCCGAC‘TAT

- lacZ a-peptide ORF PETBIueDOWN primer #70603-3 "~ E. coli promoter

PETBIueT7UP primer #70725-3 17 promoter

>
-

pPETBlueUP primer #70604-3
—_—

RBS

pETBlue-1 cloning/expression region
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PETBlue-1 Restriction Sites

Enzyme # Sites Locations

Enzyme # Sites Locations
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Acil 39
Afllll 1
Ahdl 1
Alul 13
Alwl 8

Alw26l 2
AlwNl 1
ApaLl 2
Apol 4
Aval 1
Avall 5
Avrll 1
Banl 3
Banll 1
Bbsl 2
Bbvl 1
Begl 1
Begl' 1
Bfal 8

r

Bll 2
Ball 1
Bpml 2
Bpu110211
Bsal 2
Bsadl 1
BsaHlI 2
BsaJl 4
BsaWl 5
BsiEl 6

BsiHKAI 3
Bsll 8

BsmFl 4
Bsp128614
BspEl 1
BspLU11I1
Bsrl 12
BsrBI
BsrDI
BsrFl
BssSl
BstY|

= L N b

Cac8l 19
Cvidl 52
Ddel 8

Dpnl 1
Dral 3
Dralll 1
Drdl 2
Eael 2
Earl 2
Ecod7Ill 2
Eco571 2
Eco010912
EcoRl 1
EcoRIl 7

EcoRV 1
Faul 6

FnudH!
Fokl
Fspl
Haell

o

Haelll 19
Hgal 5

3086
1562

1414
2440
532
2677
2229
282
291
464
420
1108
1078
414

2067
2101
48

75
223
1632
824
532
1149
705
291
901
103
3423
2148
692
2887
450
1078
901
3086

30
1623
1044
2226
223
2434

488
2059

1428
1152
1196
212
120
3361
2229
417
282
177
2938
278
689
3475

733
82
51
3440

713

1415
2442
1623

2772
437

1700

1510

3404

236
1417
1682

3308

1623

2099
420

1853
1932

2233
860
3053
930
2148

658

1797
1642
2913
1407
2445

578
2403

1447

2984
1950
2357
3438
2544
851

443
3069

716

769
1784
994

927

1878
2528

1332

1922

3368

421
1752

846
2733
2081
2776
930
3071

3261
2233

1005

3205
3449
1419

634
2812

2139

553

9N

1528

1002

2088

2195

1343

3248

835
2593

2926
2880
2752

1256

3450
2776

3157

3365

2187

824

2

1010

1709

2846

2396

2199

3336

996

3422
3176

2608

3422

2204

1519

2925

3238

1996

3363

2974

Hhal 22
Hinfl 9
Hphl 8
Maelll 14
Mboll 9
Mnll 17
Msel 21
Msll 3
Mspl 17
MspA1l 4
Mwol 14
Neil T
NgoAlV 3
Nhel 1
Nlalll 1
NialV 13
Nspl 1
PinAl 1
Plel 6
Psp140615
Puul 2
Rcal 1
Rsal 2
SaudAl 16
Sau%6l 13
Scal 1
Scrfl 14
SfaNl 6
Sfcl 5
Smal 1
Srfl 1
Sspl 1
Styl 2
Tail 12
Taql 6
THil 3
Thal "
Tsel 12
Tspd5l 6
Tsp5091 17
TspRI 9
Vspl 1
Xbal 1
Xmnl 1

7
2716
633
2254

107
2235

1814

823

292
2096
1044
235

3090
3422

3195
668
103
2366
107

2042

567
2989

293
293
1357
420

280
2988
182

191
3451

1510
2678
1734
47

2161

182
3112
1149
2289
419
2344
1973
2197
293

2709
3205

1205

1362
1932

2042

735

926

846

375

3z

971

1615
2691

1197
3187
1405
3437
1010
2429
2332
2503
653

3365

1213

1788

1818

1803

583

3283

1818

1962
3197

Enzymes that do not cut pETBlue-1:
Apal

Aatll Accl
Bell Bpu10l
BsmBl  BspMI
BstXI Bsu3él
Fsel Hinell
Mscl Munl
Nrul Nsil
Pmil PshAl
Sacl Sacll
Sfil Sqfl
Sse83871 Stul
Xeml Xhol

il
BsaBl
BsrGl
Clal

Narl
NspV
Psp5li
Sall
SgrAl
Sunl

BseRI
BssHII

Dsal
Hindlll  Hpal
Neol
Pacl

Pstl

SanDI

SnaBl

Swal

1219
3283
1632

1402

3409

2748

686

1551

2161

2009

2630

1114

2029

1989
3258

Ascl
Bsgl

1557

2048

2157

1745

2710

3235

2258

2821

2213

3253

2407

BamHI
Bsml

Bst1107| BstEll

Eagl
Kpn
Ndel
PiMI
Pyull
Sapl
Spel

EcoNlI
Miul
Not!
Pmel
Rsrll
SexAl
Sphl

Tth1111  UbaE




