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pET-35hb(+) Vector

The pET-35b(+) (Cat. No. 70103-3) vector is designed for expression of CBD,,, fusion proteins.
A variety of cloning sites and strategies are available. Rapid directional cloning of PCR-amplified
DNA is available with the pET-35 Xa/LIC Vector Kit (Cat. No. 70115-3), which contains linearized
pET-35b(+) ready for annealing with appropriately prepared inserts. When cloned with the Xa/LIC
method, resulting CBD,, *Tag™ fusion proteins can be cleaved precisely at the vector-encoded
Junction using Factor Xa. Unique sites are shown on the circle map. Note that the sequence is num-
bered by the pBR322 convention, so the T7 expression region is reversed on the circle map. The
cloning/expression region of the coding strand transcribed by T7 RNA polymerase is shown below.
The f1 origin 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 T7 terminator primer (Cat. No. 69337-3).

PET-35b(+) sequence landmarks Bpu1102 l(s0)
T7 promoter 924-940 sspinel
T7 transcription start 923 o ﬂ‘::;f
CBD,,,.*Tag coding seq. 381-851 g;’;‘u:‘g“’
SeTag coding sequence 291-335 gzggﬁ%]
Multiple cloning sites BamH l{214)
(BseR1-Xho 1) 174-241 sl
HiseTag coding sequence  150-173 2::;{'?{’;;‘,
T7 terminator 26-72 P
lacl coding sequence 1331-2410 Eg;'{}gfgl
pBR322 origin 3844 Mun l(341)
Kan coding sequence 4553-5365 Dra lli(ss8s) e ﬁf:ﬁ:;
1 origin 5461-5916 g

Note: Primer sequence extensions required
for Xa/LIC compatibility are underlined in

Pvu l(4984)

Xba l(889)

Sgf I(4984)
. SgrA lj1o00)
the diagram below. Sivia itdnss)
Sph {1156}
Nru l(4641)
start S-DODad
Maet or e
(orany)  insert L@U_Qh] pET-35b(+)
5 GETATTGAGGGTCGCATG sense. TAAGGCTCTAACTCTCCTCT 3
3 CCATAACTCCCAGCOTAC. | onts ATTCCGAGATTGAGAGGAGH § EcoS57 1(4330) | (5927bp)
Miu l{1881)
AlwN 1(4198) Bl I(1695)
T4 DNA pol + dGTP
BstE ll{1852)
Apa |{1892)
GGTATTGAGGGTCGCATG. . sense . TAAGG BssS |(3955)
BCGTAC...onti, . ATTCCGAGATTGAGAGGAGA
BspLU11 I(3782) BssH lI{2002)
Hpa li2187
TCC CTCTAACTCTCCTCT Sap l(3666) i
AGGCCATAACTCCCA ‘ Bst1107 1(3553)
Tth111 7!
it isen PshA I(2526)
Xa/LIC vector Bgl 1(2745)
Fsp I(2783)
XalLIC overhangs Psp5 I1(2788)
pET upstream primer #69214-3
e T7 promoter lac operator Xbal ihe
ATCGATCTCGATCCCGLGAAATTAATACGACTCACTATAGGEGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
CBD,,*Tag primer #70118-3 CBDjosTag SexAl gacl
TATACATAATGTCAGTTGAA . . .390bp. , . TCAACACCAGTTGTAAATCCAAAAGTTACAGGATATATAGGTGOAGCTAAAGTTCTTGGTACAGCACCAGGTTCCGEGEGT
Met Ser Vol Glu ... 13000. ;. Ser Thr Pro Val Vol Asn Pro Lys Val Thr Ghy Tyr [le Gly Gy Ala Lys Vol Leu Gly The Alo Pro Gly Ser Alo Ghy
S+Tag primer #59945-3 ) LIC site
Scal  Mun| SeTag  NspV Bgill Ken) PinAi
CTGGTGCCACGCGGTAGTACTGLAATTGGTATGAAAGAAACCGCTGCTGCTAAAT TCGAACGLCAGCACATGGACAGCCCAGATCTGEGTACCEGTGETGGCTCCGATATTGAGGGTLGE
Leu ¥al Pro Arg Bly Ser Thr Ale lle Gly Met Lys Glu Thr Al Ala Ala Lys Phe Glu Arg Gin His Met Asp Ser Pro Asp Leu Gly Thr Gly Gly Gly Ser Gly lle Glu Gly Arg
thrombin Eag| Factor Xa
BseR | Mscl Neol EcoRV BamH | EcoR| Sacl  Sall Hind Il Notl  Xhol His-Tag
TCTAACTCTCCTCTGECCATGECGATATCEGGATCCGAATTCEAGCTCCGTCEACAAGCTTGLGECCGCACTCGAGCACCACCACCACCACCACCACCACTAATTGATTAATA
Ser Asn Ser Pro Leu Alo Met Alo lle Ser Asp Pro Asn Ser Ser Ser Vol Asp Lys Leu Alo Alo Alo Leu Glu His His Hiz His His His His His End
Avrll Bpu102 | T7 terminator
CCTAGGCTRCTAAACAAAGCCCGAAAGGAAGCTGAGTTGGCTRCTGCCACC G TEAGCAATAACTAGCATAACCCCTTOGGECCTCTAAACGGETCTTGAGGGETTTTTTE
——— s —
T7 terminator primer #69337-3
pET-35h(+) cloning/expression region
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PET-35hb(+) Restriction Sites
Enzyme # Sites Locations Enzyme # Sites Locations _Enzyme _ # Sites Locations
Accl 2 196 3552 Eael 5 182 230 989 1121 2355 StanI 24
Acil 78 Eagl 1 182 Sfel 4 923 4047 4238 5904
Afllll 2 1681 3782 Earl 3 1299 3666 4797 Sgft 1 4984
Alul 25 Ecod7lll 3 1086 2587 3036 SqrAl 1 1000
Alwl 12 Eco571 1 4330 Smal 1 4858
Alw261 6 1378 1783 1909 2206 3423 EcoNl 2 1216 4896 Sphi 1 1156
5000 Eco01091 3 53 1114 2788 Sspl 2 4909 5477
Alwhl 1 4198 EcoRl 1 208 Siyl 3 5 132
Apal 1 1892 EcoRll 10 ara 1404 1719 2253 2316 Swal 2 783 759
Apall 3 1661 3596 4096 3808 3929 3942 4872 5229 Tail 15
Apol 10 208 312 573 754 837 EcoRV 1 222 Taq! 17
1956 4597 4781 5487 5498 Faul 18 Thil 9 2360 2662 2832 3336 3757
Aval 2 174 4856 FrudHl 44 4895 4951 5123 5214
Pwall 5 2233 2609 2697 2788 3067 Fokl 9 1727 1736 3001 3063 3141 Thal 7
Avrll 1 £ 3327 3468 4622 5228 Tsel 26
BamHl 1 214 Fspl 1 2763 Tspdsl 9 633 686 1862 2690 3221
Banl 10 276 361 1003 1024 1138 Haell 14 3434 3529 5131 5858
1601 2320 2450 2576 5722 Haelll 24 Tsp5091 29
Banll ] 206 1065 1079 1892 4639 Hoal n TspRI 13
5760 Hhal 46 Tttt 1 3527
Bbsl 4 1827 2166 2540 2900 Hincll 2 197 2187 Vspl 6 139 938 2366 2425 5183
Bhwl 26 Hindlll 1 189 5312
Begl 4 210 1973 2541 3393 Hinfl 18 Xpal 1 869
Begl' 4 176 2007 2507 3359 Hpal 1 2187 Xeml 3 1537 2063 2071
Bell 1 1695 Hphl 16 Xhol 1 174
Bfal 8 70 132 643 B30 2796 Kpnl 1 280 Xmnl 2 3340 5373
4277 4584 5836 Maelll 19
Bgll 1 2745 Mboll 13 Enzymes that do not cut pET-35b(+):
Balll 1 283 Miul 1 1681 Aatll Al Ahdl Ascl Bsal
Bpmi 4 1519 2008 2642 3309 Mnll 27 BspMI BsrGl Bsu36! Fsel Hhel
Bpuwiol 2 2888 5001 Mscl 1 232 Pacl Pmel Pmil Psti Rsrll
Bput102l 1 80 Msel 30 SanDI Sl SnaBl Spel Srl
Bsal 2 3534 5685 Msll 7 681 1733 2021 2051 2769 SseB3B7  Stul Sunl UbaEl
BsaBl 3 954 964 2979 2964 3355
BsaHl 5 1004 1025 1139 1638 2321 Mspl 30
Bsall 12 MspAll 10 84 325 373 1 24
BsaWl 9 2 261 273 2000 2503 2374 3373 3492 4124 4369
2971 3988 4135 5119 Munl 1 3
BseRl 1 25 Mwol 33
Bsgl 3 1532 1732 2942 Marl 4 1004 1025 1139 2321
Bsikl 5 185 2466 3698 4122 4984 Neil 12
BsiHKAl 7 175 206 1181 1665 2776 Neol 1 227
3600 4100 MNdel 1 582
Bsll 26 WgoAlV 4 991 2579 2739 5786
Bsml 2 4868 4945 Nialll 27
BsmBl 3 2296 3423 5000 NlalV 25
BsmFi 4 1142 2683 3053 5900 Motl 1 182
Bsp1286l 12 Nrul 1 4641
BspEl 2 2 2971 Nsil 2 4834 5100
BspLUT1l 1 3782 Nspl 4 1156 3127 3419 3786
Barl 23 NspV 1 310
BsrBI 4 910 3715 5383 5829 PHIMI 3 302 1263 5247
BsrDI 2 1728 2094 PinAl 1 273
BsrFl 8 273 991 1000 1367 2579 Plel 9 938 1230 1317 2113 3676
2739 4938 5786 4161 5216 5620 5628
BssHIl 1 2092 PshAl 1 2526
BssSl 1 3955 Psp14061 4 1343 2711 307 5470
Bst11071 1 3553 Pspsll 1 2788
BstEll 1 1862 Pyul 1 4984
Bstxl 3 1483 1612 1735 Pyull 3 2281 2374 3373
BstYl 8 214 283 1245 2457 2974 Real 3 1079 4502 5377
4423 4434 5233 Rsal 7 278 350 389 T3 1828
Cachl 42 3588 4819
Clal 2 958 4675 Sacl 1 206
Cvidl 89 Sacll 1 374
Ddel 10 80 101 2253 2888 3050 Sall 1 195
3590 4057 4466 S001 5365 Sapl 1 3666
Dpnl 22 Sau3Al 22
Dral 2 753 799 Saudsl 14
Dralll 1 5685 Scal 1 350
Drdl 3 3475 3890 5640 ScrFl 22
Dsal 4 227 3 18 2754 SexAl 1 378




