(5282) BIpI
(5203) Xhol
(5195) NotI
(5188) HIindIII
(5182) Sall
(5179) Sacl
(5169) EcoRI

(5163) BamHI
(5130) Nhel

(5125) Ndel/\

(5065) Ncol “ ‘“

(5026) Xbal
N\CS T7 term,,-,at

(4960) BgIII

pET-28a(+)
5365 bp

BglII

AGAGGATCGAGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCC
TCTCCTAGCTCTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGG

| T7 promoter

Xbal Ncol

TCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGGCAGCAGCCATCATCATCATCATCACAGCA

AGATCTTTATTAAAACAAATTGAAATTCTTCCTCTATATGGTACCCGTCGTCGGTAGTAGTAGTAGTAGTGTCGT

1 1 . . 5 1
His His His His His His Ser

........ .

Ndel Nhel BamHI EcoRI

GCGGCCTGGTGCCGCGCGGCAGCCATATGGCTAGCATGACTGGTGGACAGCAAATGGGTCGCGGATCCGAATTCG

CGCCGGACCACGGCGCGCCGTCGGTATACCGATCGTACTGACCACCTGTCGTTTACCCAGCGCCTAGGCTTAAGC

1 . . . 5 . 1 ! . . 5 . . . ! 10 .
Ser Gly Leu Val Pro Arg Gly Ser His Met Ala Ser Met Thr Gly Gly GIn GIn Met Gly Arg Gly Ser Glu Phe

----------- > thrombin site SR T7 tag (gene 10 leader) mesmsszesssssszessssesssesssssessssasesh
Sacl Sall HindIII  Notl Xhol

AGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGAGATCCGGCTGCTAACAAAGCC

TCGAGGCAGCTGTTCGAACGCCGGCGTGAGCTCGTGGTGGTGGTGGTGGTGACTCTAGGCCGACGATTGTTTCGG

Glu Leu Arg Arg GIn Ala Cys Gly Arg Thr Arg Ala Pro Pro Pro Pro Pro Leu Arg Ser Gly Cys
-------------------------------------------------------- (in frame with T7 tag (gene 10 leader)) ------sssssemsmsssssmomcscrocssesssssccoce ez

1 1 L ! 5 L
His His His His His His

e 6xHis g
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5175
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