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PET-30a-c(+) Vectors

Cat. No. The pET-30a-c(+) vectors carry an N-terminal His*Tag®/thrombin/SeTag™/enterokinase config-
pET-30a DNA 69909-3 uration plus an optional C-terminal HiseTag sequence. Unique sites are shown on the circle map.
pET-30b DNA 69910-3 Note that the sequence is numbered by the pBR322 convention, so the T7 expression region is re-
pET-30c DNA 69911-3 versed 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 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).

Xho 1(158)
Not I(166)
Eag l(166)
pET-30a(+) sequence landmarks Hind I1{173)
T7 promoter 419435 )
T7 transcription start 418 Eg?nRH“l:f:;)
His*Tag coding sequence  327-344 EcoR V(206)
SeTag coding sequence 249-293 :;ﬁ :‘é;‘g
Multiple cloning sites Bpu1102 I(80) Bgl ll241)
(NeoI-XhoT) 158-217 Dra lll(5180) /\( Ei‘i}i‘ﬁ“i’
HiseTag coding sequence  140-157 Xba I(384)
T7 terminator 26-72
lacl coding sequence 826-1905 Sgrklass)
pBR322 origin 3339
Kan coding sequence 4048-4860
f1 origin 4956-5411 Pvu 1(4479)
Sgf 1(4479)
The maps for pET-30b(+) and pET-30¢(+) Sma 1(4353)

are the same as pET-30a(+) (shown) with b rerey

the following exceptions: pET-30b(+) is a Bel I(1190)
5421bp plasmid; subtract 1bp from each site Nru I(4136)
beyond BamH 1 at 198, pET-30c(+) is a pET-30a(+) BSIE l1(1357)
5423bp plasmid; add 1bp to each site (5422bp) Apa\irear)
beyond BamH I at 198,
Eco57 1(3825) BssH 11{1587)
Hpa I(1682)

AlWN 1(3693)

BssS 1(3450) PshA ljz021)
BspLU11 I(3277) /
Sap l(3161)

Bst1107 1(3048)

Tth111 1(3022)

Bgl I(2240)
Fsp l(2258)
Psp5 11(2283)

T7 promoter primer #59348-3

pET upstream primer #659214-3 T7 promoter la o -

Ll - e —_—
AGATCGATCTCGATCCCGLGAAAT TAATACGACTCACTATAGGGGAAT TGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA

Nael His+Tag S'Tag NspV Bglll
TATACATATGCACCATCATCATCATCATTCTICTGETCTGETGCCACGCGGTTCTARTATGAAAGAAACCGCTGCTGCTAAATTCGAACGLCAGCACATGGACAGCCEAGATCTE
HE(H-sHlsH-sHl5H-SH|SSETSEFG:yLEquIProﬁquleerGlyHetLysG!u?hrﬁluﬁIaﬂiuLysPheGluﬂrgGlnH.sHeLﬂspSErpruAspLeu
thrombin Ea
- + g :
Konl  PETS0R) Neo)  EooRV BamHl EcoR| Sacl Sall Hindll _Netl  Xhol ___MisTag
GGTACCGACGACGACGACAAGGCCATGGCTGATATCGGATCCGAATTCGAGT

CCBTCGACAAGCTTGCGECCGECACTCGAGCACCAL CACCACCACCAC TEAGATCCGGCTGCTAA
GlyThrAspAsphAsphAsplysh|atethiadsp! leGlySerGluPheGluleuArgArgGinAialysGlyArgThrArgh laPrefrofrofrofroleulirgSerGlyCysEnd

enterokinase
pET-30b(+) .. GCGATATCGGATCCGAATTCGAGCTCCGTCGACAAGCTTGCGGLCGCACTCGAGCACCACCACCACCACCACTGA ||
AlalleSerAspProAsnSerSerSerValAsplysieulloAlaAloleuBiuHisHIisHIsHIsHI sHiIsEnd
pET-30c(+) CGGATATCTGTGGATCCGAATTCGAGCTCCGRTCGACAAGCTTGCEGLCGCACTCGAGCACCACCACCACCACCACTGAGATCCGELTGETAA, | |
L. GlyTyrLeuTrpl leArgl leArghlaPreSerThrSerLeuArgProd i sSerSerTheThrThreThrThrThrGlul leArgleuleu.
Bpui102 | T7 terminator

EAAAGCECGAAAGG#AGCTGAGTTGGC?GCTGEC#CEGfTGAﬁCAATAACTAGCATAACCECTTGGGGCCICTA&ACGGGTCTYGAGGGGTTTTT?G
T7 terminator primer #69337-3
pET-30a-c(+) cloning/expression region
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pET-30a(+) Restriction Sites
Enzyme # Sites Locations Enzyme # Sites Locations _Enzyme _ # Sites Locations
Accl 2 180 3047 Bst11071 1 3048 Mspl 4 651 2622 2914 3281
Acelll 7 943 1671 2002 2786 2927 BstEll 1 1357 NspV 1 268
3229 5020 Bt 3 978 1107 1230 Pi11081 1 2063
Acil 75 BstYl 9 132 198 241 740 1952 PHIMI 3 260 758 4742
AflN 2 1176 3277 2469 3918 3929 4728 Plel 9 433 725 812 1608 31N
Alul 22 Cacsl 40 3656 4M11 5115 5123
Alwl 13 Ciel 24 PshAl 1 2021
Aw21l 7 159 190 676 1160 2271 CiePl 18 Pspsll 1 2283
3095 3595 Clal 2 453 4170 Psp14061 4 838 2206 2602 4965
Alwddl 3 1156 3091 3591 Cvidl 85 Pwul 1 4479
AlwNI 1 3693 CviRl kil Pyull 3 1776 1869 2868
Apal 1 1387 Ddel 11 Real 3 574 3997 4872
ApaBl 1 860 Dpnl 23 Rsal 4 236 1323 3083 4314
Apol 7 192 270 1451 4092 4276 Dralll 1 5180 Sacl 1 190
4982 4993 Drdl 3 2970 3385 5135 Sall 1 179
Aval 2 158 4351 Drdll 2 899 5185 Sapl 1 3161
Avall 5 1728 2104 2192 2283 2562 Dsal 3 212 613 2249 Saudgl 14
BamHI 1 198 Eael 4 166 484 616 1850 Sau3Aal 23
Banl 10 234 310 498 519 B33 Eagl 1 166 Scrfl 21
1096 1815 1945 2071 5217 Earl 3 794 3161 4202 SfaNI 23
Banll 6 190 560 574 1387 4134 Ecil 3 953 3351 3497 Sfcl 4 418 3542 3733 5399
5255 Ecod7ll 3 581 2082 2531 Sgfl 1 4479
Bbsl 4 1322 1661 2035 2395 Ecos57! 1 3825 Sgral 1 495
Bovl 25 EcoNI 2 M 439 Smal 1 4353
Beel 14 Eco01091 3 53 609 2283 Sphi 1 651
Beedal ] 2 1990 2160 3368 3666 EcoRl 1 192 Sspl 2 4404 4972
3907 EcoRll 9 899 1214 1754 1811 3303 Styl 2 57 212
Beell 6 695 1036 1663 3779 4798 3424 3437 4367 4724 Taq 17
5206 EcoRV 1 206 Tagll 6 1084 1302 1975 3179 4733
Begl 8 160 194 1468 1502 2002 Faul 17 5084
2036 2854 2888 Fokl 9 1222 1231 2496 2558 2636 Till 9 1855 2157 2327 2831 3252
Bell 1 1190 2822 2963 4117 4723 4390 4446 4618 4709
Bfal 6 70 385 2291 3772 4079 Fspl 1 2258 Thal 36
534 Gdill 4 166 484  B16 1850 Tsel 25
Bgll 1 2240 Hael i 217 904 2225 3292 3303 Tspdsl 7 1357 2185 2716 2929 3024
Balll 1 241 3755 4566 4626 5353
Bmgl 1 1385 Haell 14 Tsps001 21
Bpmi 4 1014 1503 2137 2804 Haelll 24 Tt 1 Jozz
Bputdl 2 2383 449 Hoal n Tthi1tll 8 115 1708 2738 3867 3874
Bput102l 1 80 HgiEll 2 774 3863 3906 4315 4442
BsaAl 2 3029 5180 Hhal 46 Uball 18
BsaBl 3 443 459 2474 Hindl 4 203 1075 4165 4707 Vspl 5 433 1861 1920 4678 4867
BsaH| 5 499 520 634 1133 1816 Hincll 2z 181 1682 Xbal 1 384
Bsall 10 57 212 613 619 1811 Hindlll 1 173 Xeml 3 1032 1548 1566
2249 3437 4350 4351 4752 Hinfl 18 ¥hol 1 158
BsaWi 7 2 1495 1998 2466 3483 Hpal 1 1682 Xmnl 2 2835 4868
3630 4614 Hphl 16
BsaXI| 2 1835 5128 Kpnl 1 238 Enzymes that do not cut pET-30a(+):
Bshl 2 2993 5087 Maell 14 Aatll Aflll Agel Ascl Awrll
BscGl 1" Maelll 16 Bael Bsal BseRI BspMI BsrGl
Bsal 3 1027 1227 2437 Mboll 13 Bsu36l  Dral Eam1105! Fsel Mscl
Bsit 1 3450 Miul 1 1176 Munl Nhel Pacl Pmel Pmil
BsiEl 5 169 1961 3193 3617 4479 Mmel 7 3492 3676 4121 4315 4677 Psti RieAl Rarll Sacll Scal
Bsll 26 4686 5157 SexAl Sfil SnaBl Spel Sl
Bsml 2 4363 4440 Mnll 25 SseB3871  Stul Sunl Swal
BsmAl 6 873 1278 1404 1791 2918 Msel 25
4495 Ml ] 1228 1516 1546 2264 2450
BsmBl 3 1791 2918 4495 2850
BsmFl 4 637 2178 2548 5395 Mspl 29
BsoF| 43 MspAll 8 84 263 1206 1776 1869
Bsp24l 10 466 498 1017 1049 1319 2868 2987 3619 3864
1351 3770 3802 3948 3980 Mwol 33
Bsp1286l 12 Narl 4 499 520 634 1816
BspEl 2 2 2466 Neil 12
BspGl 1 2803 Meol 1 212
BspLU111 1 3277 Ndel 1 346
Bsrl 21 MgoAlV 4 486 2074 2234 5281
BsrBI 4 405 3210 4878 5324 Mialll 26
BsrDI 2 1223 1589 NIalV 23
BsrFl 7 486 495  BR2 2074 2234 Motl 1 166
4433 5281 Mrul 1 4136
BssHIl 1 1587 Nsil 2 4329 4595




