pNEB206A

Restriction Maps

Sequence file available at www.neb.com.

There are no restriction sites for the following
enzymes: Absl(x), Acc65l, Accl, Afel, Aflll, Agel,
Ajul(x), Alel, Alol(x), Apal, Arsl(x), AsiSI, Aval,
Avrll, Bael, Barl(x), Bbsl, Bell, BfuAl, Bglll, Blpl,
BmgBI, Bmtl, Bpll(x), BsaAl, BsaBl, Bsgl, BsiWI,
BsmpFl, Bsml, BsoBI, BspDI, BspEl, BspMI,
BsrGl, BstBI, BstEll, BstXI, BstZ171, Bsu36l, Btgl,
BtgZI, Clal, CspCl, Dralll, Eagl, EcoNI, EcoRV,
Fall(x), Fsel, FspAl(x), Hincll, Hpal, Kfll(x), Kpnl,
MauBI(x), Mfel, Mlul, Mrel(x), Mscl, Mtel(x), Nael,
Ncol, NgoMIV, Nhel, Notl, Nrul, Nsil, PagR7I,
PaqCl, Pasl(x), PIFI, PfIMI, Pmll, PpuMI, PshAl,
Psil, PspOMI, PspXI, Psrl(x), Rsrll, Sacll, Sall,
SexAl, Sfil, SgrAl, SgrDI(x), Smal, SnaBl, Spel,
Sphl, Srfl, Stul, Styl, Swal, TspMI, Tth1111, Xcml,
Xhol, Xmal

(x) = enzyme not available from NEB

We recommend NEBcutter at
g;( NEBcutter.com to identify the
restriction sites within your

DNA sequence. NEBcutter
indicates cut frequency and
methylation-state sensitivity.

Sspl 2539

Xmnl 2334

Begl 2240, 2274

Scal 2215

NmeAlll 1884
Bpml 1805
BsrFl 1815

Bsal 1796

Andl 1735

pNEB206A (linearized form) cloning site:

Eco53KI
Sacl BssHII
EcoRl Ascl Pacl BbvCl

agtgAATTCGAGCTCAGGCGCGCCTTAATTAAGCTGAGGGAAAGT

tcacTTAAGCTCGAGTCCGCGCGGAATTAATTCGACT

400 410 420 430 460 470
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pNEB206A is an E. coliplasmid vector designed for fast and
efficient cloning of PCR products to be used in conjunction with
USER Enzyme (NEB #M5505; 1). It is derived from pNEB193
containing the high-copy pUC19 origin of replication and
lacZow gene for screening of insertions at the cloning site using
a-complementation (2).

The plasmid is supplied in a linearized form 2,706 bp in length
(with bp 438-453 excised from the circular form), flanked by two
noncomplementary 8-base 3" overhangs at the intended cloning
site. Amplification with deoxyuridine-containing primers and
subsequent treatment (as defined in the protocol "Cloning with
USER Enzyme" found on our website), results in PCR products
with 5" overhangs complementary to those in pNEB206A. These
products can be directionally cloned into pNEB206A at high
efficiency without the use of restriction enzymes or DNA ligase,
forming recombinant circular molecules.

Eco01091 2711
Aatll - Zral 2657

pNEB206A
2,722 bp

BbvCl Pmel

BstAPI 185
Ndel 184

Kasl 235 - Narl 236 -
Sfol 237 - PluTl 239

BseYl 1146
AlwNI 1258

Enzymes with unique restriction sites are shown in bold type,
and enzymes with two restriction sites are shown in regular
type. Coordinates indicate position of cutsite on the top
strand. In previous catalogs, coordinates referred to the
position of the 5 most base on the top strand, please
make note of new numbering system.

Open reading frame (ORF) coordinates are in the form “trans-
lational 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. b/a (Ap®) gene coordinates include the signal
sequence. Cloning site coordinates include those bases in the
circular form that are single-stranded in or missing from the
supplied linear form.

Feature Coordinates Source
lacZou 505-146 =
cloning site 430-461 -
origin 1491-903 pUC19
bla (Ap%) 2522-1662 n3

ori = origin of replication

Ap = ampicillin

Apol - EcoRl 396
Banll - Sacl 406
Ascl - BssHIl 410
Pacl 421

BbvCl 425
BamHI 443

BseRl 449
BbvCl 460
Pmel 470
Shfl - Pstl 480
Hindlll 483

BsaXI 687,717
BspQl - Sapl 726

AflIIN - Peil 842

Pstl Hindlll
TCAGCGTTTAAACCCTGCAGGAAGCTTGGecgtaatcatggt

TACAGAGGAGTCGCAAATTTGGGACGTCCTTCGAACCgcattagtacca
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480 490 500

L FSPTIMT

<——— lacZo. translational start
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