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PET-30 Xa/LIC Vector

The pET-30 Xa/LIC vector is designed for rapid, directional cloning of PCR-amplified DNA for
high-level expression of polypeptides containing N-terminal HiseTag® and SeTag"™ sequences for
detection and purification. Using specifically designed primers for amplification and the pET-30
Xa/LIC Vector Kit (Cat. No. 69073-3), inserts can be efficiently cloned without the need for restric-
tion digestion or ligation, and the resulting fusion proteins can be cleaved with Factor Xa to pre-
cisely remove all vector-encoded amino acids. 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 circle map. The cloning/expression region of the coding strand transcribed by T7T RNA poly-
merase 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-30 Xa/LIC sequence landmarks

T7 promoter 445-463

T7 transcription start 444 Pt
HiseTag coding sequence  353-370 H?JJ‘,’.?;’W
SeTag coding sequence 275-319 g:L'i:‘::;l
Multiple cloning sites E:zm'gfggl
(BseR1-Xhol) 158-225 EcoR V{206)
HiseTag coding sequence  140-157 H‘i‘é !{i!‘s‘,
T7 terminator 26-72 Sl
lacl coding sequence 852-1931 Bou1102 160) ggf'"'gg‘;;
pBR322 origin 3365 Dra Ill(5206) ) e }'{'{32?3‘;’
Kan coding sequence 4074-4886 Xba 1(410)

f1 origin 4982-5437

Primer sequence extensions required for
Xa/LIC compatibility are underlined in the Pvu liasos)

diagram below.
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Xa/LiC vector
XalLIC overhangs

pET upstream primer #69214-3 T7 promoter
e

T7 promoter primer #69348-3
——

= lac operat Xbal rbs

AGATCGATCTCGATCCCGLGAAAT TAATACCACTCACTATAGGGGAAT TGTGAGCOGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGA
S+Tag primer #69945-3
T .

Nde | His*Tag S+Tag Nsp V. Bglll
TATACATATGCACCATCATCATCATCATTCTTCTGATCTGGRTGCCACGLGETTCTGGTATGAAAGAAACCGCTGLTGLTAAATTCGAACGCCAGCACATGGACAGCCCAGATETE
Met His His His His His His 3er Ser Gly Leu Val Pro Arg Gly Ser Gly Met Lys Glu Thr Ala Ala Ala Lys Phe Glu Arg Gin His Met Asp Ser Pro Asp Leu
. LIC site thrombin Eagl

Kpnl Pin| v BseR | MscINcol EcoRvV BamH | EcoR| Sacl  Sall Hindll_Notl  Xhol

GGTACCGGTGETEGCTCCGGTATTGAGGETCGLTCTAACTCTCCTCTGECCATGRCGATATCEGATCCGAATTCCGAGCTCCGTCGACAAGCTTGCGECCGCACTCGAG

Gly Thr Gly Gly Gly Ser Gly lle Glu Glx Arg Ser Asn Ser Pro Leu Alo Met Ao lle Ser Asp Pro Asn Ser Ser Ser Vol Asp Lys Leu Alo Al Alo Leu Glu

Factor Xa

His*Tag Bpu1102 1 T7 terminator
CACCACCACCACCACCACTGAGATCCGGCTGLTAACAAAGCCCGARAGGAAGCTGAGTTGGLTGLTGCCACCGETGAGCAATAACTAGCATAACCCCTTGEGGCCTETA
-

Hig His His His His His End T7 terminator primer #69337-3

AACGGGTCTTGAGGGGTTTTTTG

pET-30 Xa/LIC cloning/expression region
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PET-30 Xa/LIC Restriction Sites
__Enzyme _ # Sites Locations Enzyme # Sites Locations _Enzyme  # Sites Locations
Accl 2 180 3073 Earl 3 820 3187 4318 Styl 2 57 1
Acil 75 Ecod7ll 3 607 2108 2557 Tail 14
Al 2 1202 3303 Eco57I 1 3851 Tagl 17
Alul 22 EcoNI 2 737 AT Til 9 1881 2183 2353 2857 3278
Alwl 13 Eco01091 3 53 635 2309 4416 4472 4644 4735
Alw26l 6 899 1304 1430 1817 2044 EcoRI 1 192 Thal 36
4521 EcoRll 9 925 1240 1780 1837 339 Tsel 25
Alwhl 1 KTAL] 3450 3463 4393 4750 Tspdsl 7 1383 2211 2742 2955 3050
Apal 1 1413 EcoRV 1 206 4652 5379
ApaLl 3 1182 3T 317 Faul 17 Tsps091 21
Apol 7 192 296 1477 4118 4302 FnudHl 43 TspRI 13
5008 5019 Fokl 9 1248 1257 2522 2584 2662 Tt 1 3048
hval 2 158 4377 2848 2989 4143 4749 Vspl 5 459 1887 1946 4704 4893
Avall 5 1754 2130 2218 2309 2588 Fspl 1 2284 Xbal 1 410
BamHl 1 198 Haell 14 Xeml 3 1058 1574 1592
Banl 10 260 336 524 545 659 Haelll 24 Xhol 1 158
122 1841 1971 2097 5243 Hgal 1 Xmnl 2 2861 4894
Banll ] 190 586 GO0 1413 4160 Hhal 46
5281 Hincll 2 181 1708 Enzymes that do not cut pET-30 Xa/LIC:
Bbsl 4 1348 1687 2061 2421 Hindlll 1 173 Aatll Afll Andl Ascl Awvrll
Bbvl 25 Hinfl 18 Bsal BspMI BsrGl Bsu36l  Dral
Begl 4 194 1494 2062 2914 Hpal 1 1708 Fsel Munl Nhel Pacl Pmel
Begl' 4 160 1528 2028 2880 Hphl 16 Pmil Pstl Rsrll Sacll SanDI
Bell 1 1216 Kpnl 1 264 Scal SexAl Sit SnaBl Spel
Bfal 6 70 411 2317 3798 4105 Maelll 16 Sl Sse83871  Stul Sunl Swal
5357 Mboll 13 UbaEl
Ball 1 2266 Miul 1 1202
Balll 1 267 Mnll 27
Bpml 4 1040 1529 2163 2830 Mscl 1 216
Bpuldl 2 2409 4522 Msel 25
Bput1021 1 80 Msll 6 1254 1542 1572 2290 2485
Bsal 2 3085 5206 2876
Bsabl 3 475 485 2500 Mspl A
BsaHl 5 525 546 66O 1150 1842 MspAll 9 84 309 1232 1802 1895
Bsall 10 57 211 639 645 1837 2894 3013 3645 3890

2275 3463 4376 4377 4778 Mwol 39
BsaWl 9 2 245 257 1521 2024 Marl 4 525 546 660 1842

2492 3509 3656 4640 Meil 12
BseRl 1 235 heol 1 n
Bsol 3 1053 1263 2463 Ndel 1 3n2
BsiEl 5 169 1987 3219 3643 4505 NgoAlV 4 512 2100 2260 5307
BsiHKAI 7 158 190 702 1186 2297 Nialll 26
321 3B Hialy 24
Bsll 26 Moil 1 166
Bsml 2 4389 4466 hrul 1 4162
BsmBl 3 1817 2944 4521 Nsil 2 4355 4621
BsmF| 4 663 2204 2574 541 Nspl 4 677 2648 2940 3307
Bsp1286l 12 NspV 1 294
BspEl 2 2 2492 PHMI 3 286 784 4768
BspLU11I 1 3303 PinAl 1 257
Bsrl 21 Plel 9 459 751 838 1634 N9
BsrBI 4 431 3236 4904 5350 3682 4737 5141 5149
BsrDI 2 1249 1615 PshAl 1 2047
BsrFl 8 257 512 521 888 2100 Psp14061 4 864 2232 2628 49:1
2260 4459 5307 Pspsil 1 2309
BssHIl 1 1613 Pyul 1 4505
BssSl 1 3476 Puull 3 1802 1895 2894
Bst11071 1 3074 Real 3 600 4023 4898
BstEll 1 1383 Rsal 4 262 1349 309 4340
Bstxl 3 1004 1133 1256 Sacl 1 180
Bstyl 9 132 198 267 766 1978 Sall 1 179
2495 3944 3955 4754 Sapl 1 187
Cac8l 40 Sau3Al 23
Clal 2 479 419% Saudgl 14
Cvidl 85 SerFl 2
Didel 1 Slal 23
Dpnl 23 Sicl 4 444 3568 3759 5425
Dralll 1 5206 Safl 1 4505
Drdl 3 2996 3411 5161 SarAl 1 521
Dsal 3 211 B39 2275 Smal 1 4379
Eael 5 166 214 510 642 1876 Sphi 1 677
Eagl 1 166 Sspl 2 4430 4998




