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 AatII - ZraI   4284

 AhdI   3361

 AlwNI   2884

 AseI   3537

 AvaI - BsoBI  1425

BamHI   375

 BsaAI   2225

 BsaBI   1668

 BsaI   3433

 BsgI   1650

 BsmBI   2122

 BsmI   1353

 BspEI   1664

 BspMI - BfuAI   1063

 BstZ17I - AccI  2244

 ClaI - BspDI    23

 EagI   939

 EcoNI   622

EcoRI   4359

 EcoRV   185

HindIII   29

 MscI   1444

 NdeI   2295

 BmtI - NheI   229

 NruI   972

 PciI - AflIII    2473

 PshAI   712

 PstI   3607

 PvuI   3733

 PvuII   2064

 SalI - AccI - HincII   651

 BspQI - SapI   2350

 ScaI   3844

 SgrAI   409

 SphI   562

 StyI   1369

 Tth111I - PflFI  2217

 BanII   471
 BanII   485

 BciVI   2682

 BciVI   4209

 BsrBI   2404

 BsrBI   4205

 BsrDI   3420

 BsrDI   3602

 BstAPI  1045

 BstAPI   2291

 BtgI   528

 BtgI   1447

 BtsI   3759
 BtsI   3787

 DrdI   2162

 DrdI   2575

 EarI   2351

 EarI   4155

 HincII   3905

 PflMI   1315

 PflMI   1364

 PpuMI  1438

 PpuMI   1480

 XmnI   2029

 XmnI   3961

 SspI   4168

rop 

Ap
 R

 Tc R 

ori 
 BseYI   949

 BseYI   2777

AcuI   3000

AcuI   4048

Feature Coordinates Source
tet (TcR) 86-1276 pSC101
bla (ApR) 4153-3293 Tn3
rop 1915-2106 pMB1
origin 3122-2534 pMB1

ori = origin of replication
Ap = ampicillin, Tc = tetracycline
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pBR322 is an E. coli plasmid cloning vector containing the 
origin of replication from pMB1 (a plasmid in the ColE1 
compatibility group; 1–3). The rop gene product, which 
regulates plasmid replication by stabilizing the interaction 
between RNAI and RNAII transcripts, maintains the copy number 
at about 20 per cell. However, pBR322 can be amplified with 
chloramphenicol or spectinomycin (4).

Enzymes with unique restriction sites are shown in bold type 
and enzymes with two restriction sites are shown in regular type. 
Location of sites of all NEB restriction enzymes can be found on 
the NEB web site (choose Technical Reference > DNA Sequences 
and Maps). Restriction site coordinates refer to the position 
of the 5´-most base on the top strand in each recognition 
sequence.

There are no restriction sites for the following 
enzymes: AarI(x), Acc65I, AflII, AgeI, AleI, ApaI, 
ApuI, AscI, AsiSI, AvrII, BaeI, BbvCI, BclI, BglII, 
BlpI, BmgBI, BsaXI, BseRI, BsiWI, BsrGI, BssHII, 
BstBI, BstEII, BstXI, Bsu36I, CspCI, DraIII, Eco53KI, 
FseI, HpaI, I-CeuI, I-SceI, KpnI, MfeI, MluI, NcoI, 
NotI, NsiI, PI-PspI, PI-SceI, PacI, PaeR7I, PmeI, 
PmlI, PsiI, PspOMI, PspXI, RsrII, SacI, SacII, 
SanDI(x), SbfI, SexAI, SfiI, SmaI, SnaBI, SpeI, 
SrfI(x), StuI, SwaI, TliI, TspMI, XbaI, XcmI, XhoI, 
XmaI

Open reading frame (ORF) coordinates are in the form 
"translational start – translational stop”; numbers refer to 
positions on the top (clockwise) strand, regardless of the 
direction of transcription and include the start and stop codons.

Origin of replication coordinates include the region from the 
-35 promoter sequence of the RNAII transcript to the RNA/DNA 
switch point. bla (ApR) gene coordinates include the signal 
sequence.

(x) = enzyme not available from NEB

pBR322 
4,361 bp


