(106) BamHI EcoRI (112)
/ Sacl (122)
~_PstI (135)
~__Sall (137)
~ HIindIII (143)
——  NotI (150)
~— AflII (163)

~Ndel (298)
~ BgIII (305)
— KpnI (352)
Xhol (354)
pCOLAduet-1
3719 bp
5 GGGGAATTGTGAGCGGATAACAATTCCCCTGTAGAAATAATTTTGTTTAACTTTAATAAGGAGATATACCATGGG
3" CCCCTTAACACTCGCCTATTGTTAAGGGGACATCTTTATTAAAACAAATTGAAATTATTCCTCTATATGGTACCC
BamHI EcoRI Sacl PstI Sall HindIII

CAGCAGCCATCACCATCATCACCACAGCCAGGATCCGAATTCGAGCTCGGCGCGCCTGCAGGTCGACAAGCTTGC
NP B PR B SR BN SR B S R S R S R S

L DL L B L L B L L L L B L L B L B L |
GTCGTCGGTAGTGGTAGTAGTGGTGTCGGTCCTAGGCTTAAGCTCGAGCCGCGCGGACGTCCAGCTGTTCGAACG

1 L L L 5 L
His His His His His His Ser GIn Asp Pro Asn Ser Ser Ser Ala Arg Lleu GIn Val Asp Llys Leu Ala

--------------------------- (0 o i 6xHis)  -reoeeoeeeoeeeeeeooeee >

NotI AfIII

GGCCGCATAATGCTTAAGTCGAACAGAAAGTAATCGTATTGTACACGGCCGCATAATCGAAATTAATACGACTCA

B e e S et B T e e L S B e

CCGGCGTATTACGAATTCAGCTTGTCTTTCATTAGCATAACATGTGCCGGCGTATTAGCTTTAATTATGCTGAGT
Ala Ala

.............. > T7 Eromoter

75



Ndel

CTATAGGGGAATTGTGAGCGGATAACAATTCCCCATCTTAGTATATTAGTTAAGTATAAGAAGGAGATATACATA

e e e e e e e e e e e e e e e e e e 300

GATATCCCCTTAACACTCGCCTATTGTTAAGGGGTAGAATCATATAATCAATTCATATTCTTCCTCTATATGTAT

S| ccoperator [
MCs-2

T7 promoter

BgIII Kpnl  XhoI

TGGCAGATCTCAATTGGATATCGGCCGGCCACGCGATCGCTGACGTCGGTACCCTCGAGTCTGGTAAAGAAACCG

B e L S et o o B I S o o LS o o L o oY 375

ACCGTCTAGAGTTAACCTATAGCCGGCCGGTGCGCTAGCGACTGCAGCCATGGGAGCTCAGACCATTTCTTTGGC

1
—_— 1
lys Glu Thr

T N [ s-Tag [

CTGCTGCGAAATTTGAACGCCAGCACATGGACTCGTCTACTAGCGCAGCTTAATTAACCTAGGCTGCTGCCACCG

e e e e e e e e e e 450

GACGACGCTTTAAACTTGCGGTCGTGTACCTGAGCAGATGATCGCGTCGAATTAATTGGATCCGACGACGGTGGC

L 5 L L L L 10 L L L L 15
Ala Ala Ala Llys Phe Glu Arg GIn His Met Asp Ser Ser Thr Ser Ala Ala

S-Tag - (in frame with S-Tag) »

CTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAACCTCAGGCAT
525

GACTCGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAACGACTTTGGAGTCCGTA

| T7 terminator |
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