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The pET-26b(+) vector (Cat. No. 69862-3) carries an N-terminal pelB signal sequence for
potential periplasmic localization, plus optional C-terminal HiseTag” sequence. Unique sites
are shown on the circle map. Note that the sequence is numbered by the pBR322 convention,
so the T7 expression region is reversed on the circular map. The cloning/expression region of
the coding strand transcribed by T7 RNA polymerase is shown below. The f1 origin is oriented
so0 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

PET-26b(+) sequence landmarks

using the T7 terminator primer (Cat. No. 69337-3).

Xho I(158)
Eag I(166)

Not l(166)

T7 promoter 361-377 Bpu1102 l(80) Hind 111(173)
T7 transecription start 360 g:::lﬁ‘l? :g)
pelB coding sequence 224-289 EcoR 1(192)
Multiple cloning sites BamH 1(198)
o Nco I(220)
(Neo 1-Xho 1) 158-225 Dra I1l(5118) - Msc I(225 BseR 1(260)
HiseTag coding sequence  140-157 ES f\f 1(268)
; e |(288)
T7,tem11‘nator 26-72 Bgl 11(392) Xba 1(326)
lacl coding sequence 764-1843 X SgrA 1(433)
pBR322 origin 3277 Sph 1(589)
Kan coding sequence 3986-4798 ApaB 1(798)
f1 origin 4894-5349 Pyu 1(4417)
Sof 1(4417)
Sma 1{4291)/ Miu I(1114)

Cla l{4108)
Nru l(4074
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DE(IS%QS( )

(ebg)-po.) 02

Eco57 1(3763)

Bl I(1128)

BstE 11(1295)
Bmg 1(1323)
Apa 1(1325)

BssH l(1525)

Hpa l(1620)
AlwN 1(3831)
Bsi I(3388) PshA 1{1959)
Pfl1108 l(2001)

BspLU11 l(3215)
Sap 1(3099)
Bst1107 1(2986)
Tth111 1(2960)
BspG I(2741)

Fsp 1(2196)
Psp5 ll{2221)

T7 promoter primer #69348-3

Bgi Il T7 promoter = lac operator Xbal _rbs
AGATCTCGATCCCOCGARATTAATACGACTCACTATAGEGGAAT TGTGAGCGGAT AACAATTCCECTCTAGAAATAATTTTGT TTAACTTTAAGAAGGAGA
Nde | BspM | pelB leader Msc| Neol BamH| EcoR1 Sacl
TATACATATGAAATACCTGCTGCCBACCGCTGCTRCTRATLTGCTGLTCCTCRCTRCCCAGCCGGCEATRGCCATGEATATCEGAATTAATTCRRATCCGAATTCGAGETEL
MetLysTyrLleuleuProThraloflodlaGlyleulevleulevhlod|lalinProdiaoMeth | gMetAspl leGlyl leAsnSerAspProAsnSerSerSer
Eagl o signal peptidase
Sall  Hind lll Nign ?};ﬂ} His-Tag HERER Bpu1102 |

GTCGACAAGCTTGCGECCECAC TCEAGCACCACCACCACCACCACTGAGATCCGEETECTAACAAAGCCCEAAAGGAAGCTEAGTTGECTGCTGCCACCELTGAGCAAT AﬂE
VolAsplysLeuAloAloAlaleuGluHisHisHisHIsHIsHIsEnd

T7 i T7 terminator primer #69337-3
TAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTIG

pET-26b(+) cloning/expression region
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EI-ZBII(+) Ilestmctmn Mall
Enzyme # Sites Locations _Enzyme  # Sites Locations _Enzyme _ # Sites Locations
Accl 2 180 2985 BsrFl 8 231 424 433 8O0 2012 Motl 1 166
Acelll 7 881 1609 1940 2724 2865 2172 4371 5219 Mrul 1 4074
3167 4958 BssHII 1 1525 Nsil 2 4267 4533
Acil 74 Bst11071 1 2986 Mspl 4 589 2560 2852 3219
AflN 2 1114 3215 BtEll 1 1295 Pili11081 1 2001
Alul 22 Bstxl 3 916 1045 1168 PiiMI 2 696 4680
Alwl 13 BstYl 9 132 198 392 678 1890 Plet 9 375 663 750 1546 3109
Aw2tl 7 159 190 614 1098 2208 2407 3856 3867 4666 3594 4649 5053 5061
3033 3533 CacBl 40 PshAl 1 1959
Alwddl 3 1094 3029 3529 Cjel 24 Psp5il 1 221
AlwNI 1 3631 CjePl 18 Psp14061 4 776 2144 2540 4903
Apal 1 1325 Clal 1 4108 Pyul 1 4417
ApaBl 1 798 Cvidl B84 Pull 3 1714 1807 2806
Apol ] 192 1389 4030 4214 4920 CviRl 22 Real 3 512 3935 4810
4931 Ddel 1 Rsal 3 1261 3021 4252
Aval 2 158 4289 Dpnl 2 Sacl 1 190
Avall 5 1666 2042 2130 2221 2500 Dralll 1 5118 Sall 1 179
BamHI 1 198 Drdl 3 2908 3323 5073 Sapl 1 3099
Banl 8 436 457 571 1034 1783 Drdll 2 837 5123 Saudsl 14
1883 2009 5155 Dsal 3 220 551 2187 Sau3al 21
Banll 6 190 498 512 1325 4072 Eael 5 166 223 422 554 1788 SerFl 21
5193 Eagl 1 166 Stanl 23
Bbsl ] 1260 1599 1973 2333 Earl 3 732 3099 4230 Sicl 4 360 3480 3671 5337
Bbvl 28 Ecil 3 891 3289 3435 Sqfl 1 4417
Beel 14 Ecod7ll 3 519 2020 2469 SarAl 1 433
Bee83l ] 21 1928 2098 3306 3604 Eco57 1 3763 Smal 1 4291
3845 EcoNlI 2 649 4329 Sphi 1 589
Beell 6 633 974 1601 3717 4736 Eco01091 3 53 547 2221 Sspl 2 4342 4910
5144 EcoRI 1 192 Styl 2 57 220
Begl 8 160 194 1406 1440 1940 EcoRil 9 837 152 1692 1743 3241 Tagl 15
1974 2792 2826 3362 3375 4305 4662 Taqll 6 1022 1240 1913 3117 4671
Bell 1 128 EcoRV 2 207 1564 5022
Bfal 6 70 327 2229 3M0 4017 Faul 17 THil 9 1793 2095 2265 2769 3190
5269 Fokl 9 1160 1169 2434 2496 2574 4326 4384 4556 4647
Ball 2 237 2178 2760 2901 4055 4661 Thal 35
Balll 1 392 Fspl 1 2196 Tsel 28
Bmal 1 1323 Gdill 4 166 422 554 1788 Tspdsl 7 1295 2123 2654 2867 2962
Bpmi 4 952 1441 2075 2742 Hael i 225 842 2163 3230 3241 4564 5291
Bpuldl 2 2321 4434 3693 4504 Tsps081 22
Bput1021 1 80 Hagll 14 Tt 1 2960
Bsal 2 2967 5118 Haelll 24 Tt 8 953 1646 2676 3805 3812
BsaBl 3 391 397 2412 Hgal 1" 3844 4253 4380
BsaHl 5 437 458 572 10T 1754 HgiEll 2 712 38 Uball 18
Bsall 10 57 220 551 557 1749 Hhal 46 Vspl i 207 375 1799 1858 4616
2187 3375 4288 4289 4690 Hindl 3 1013 4103 4645 4805
Bsawl 7 2 1433 1936 2404 3421 Hincll g 181 1620 Xbal 1 326
3568 4552 Hindlll 1 173 Xeml 3 970 1486 1504
BsaX| 2 1773 5066 Hinfl 18 Xhol 1 158
Bsbl 2 2931 5025 Hpal 1 1620 Xmnl 3 208 2773 4806
BscGl il Hphl 16
BseRl 1 260 Maell 14 Enzymes that do not cut pET-26b(+):
Bsgl 3 965 1165 2375 Maglll 16 Aalll Adlll Agel Ascl Avrll
Bsil 1 3388 Mboll 12 Bael Bsal BsrGl Bsu36l  Dral
BsiEl 6 169 271 1899 3131 3555 Miul 1 1114 Eam11051 Fsel Kpnl Munl Mhel
417 Mmel 7 3430 3614 4059 4253 4615 NspV Pacl Pmel Pmll Pstl
Bsll 23 4624 5095 RleAl Rsrll Sacll Scal SexAl
Bsml 2 4301 4378 Mnll 26 Sil SnaBl Spel Sril Sse8387!
BsmaAl B B11 1216 1342 1729 2856 Mscl 1 225 Stul Sunl Swal
4433 Msel 26
BsmBl 3 1729 2856 4433 Msll ] 1166 1454 1484 2202 2397
BsmFl 4 575 2116 2486 5333 2788
BsoFl 46 Mspl 30
Bsp24i 10 404 436 955 987 1257 MspAll 9 84 267 144 1714 1807
1289 3708 3740 3886 3918 2806 2925 3557 3802
Bsp12861 12 Mwol 40
BspEl 2 2 2404 Narl 4 437 458 572 1754
BspGl 1 2741 Meil 12
BspLU11I 1 3215 Neol 1 220
BspM| 1 268 Nefel 1 268
Bsrl 21 NgoAlV 5 231 424 2012 2172 5219
BsrBI 4 347 3148 4816 5262 Nialll 25
BsrDI 2 1161 1527 Nialv 21




