(5752) Xhol
(5744) NotI
(5737) HindIII
(5731) Sall
(5728) Sacl
(5720) PstI
(5710) Ascl
(5691) EcoRI
(5685) BamHI ——
(5679) EcRV——
(5671) NcoI ——
(5666) PShAI —

pET-42a(+)
5930 bp

CCTGCCACCATACCCACGCCGAAACAAGCGCTCATGAGCCCGAAGTGGCGAGCCCGATCTTCCCCATCGGTGATG
GGACGGTGGTATGGGTGCGGCTTTGTTCGCGAGTACTCGGGCTTCACCGCTCGGGCTAGAAGGGGTAGCCACTAC

TCGGCGATATAGGCGCCAGCAACCGCACCTGTGGCGCCGGTGATGCCGGCCACGATGCGTCCGGCGTAGAGGATC

AGCCGCTATATCCGCGGTCGTTGGCGTGGACACCGCGGCCACTACGGCCGGTGCTACGCAGGCCGCATCTCCTAG

GAGATCGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTA

CTCTAGCTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGAT

I T7 promoter
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GAAATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGTCCCCTATACTAGGTTATTGGAAAATTAAGGGCC

CTTTATTAAAACAAATTGAAATTCTTCCTCTATATGTATACAGGGGATATGATCCAATAACCTTTTAATTCCCGG
1 . . . 5 , . , m . .

[ _RBS | IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIﬁ>

4875

TTGTGCAACCCACTCGACTTCTTTTGGAATATCTTGAAGAAAAATATGAAGAGCATTTGTATGAGCGCGATGAAG

T N T T T T T T T N T N T - T 4950
AACACGTTGGGTGAGCTGAAGAAAACCTTATAGAACTTCTTTTTATACTTCTCGTAAACATACTCGCGCTACTTC

L . 15 1 1 1 1 20 1 1 . 1 25 1 1 . 1 30 1 1 1 1 35 1 1
L \ Q P T R L E Y L E K Y E H L Y D E

GTGATAAATGGCGAAACAAAAAGTTTGAATTGGGTTTGGAGTTTCCCAATCTTCCTTATTATATTGATGGTGATG

T T T T T T T T T T T T T T T 5025
CACTATTTACCGCTTTGTTTTTCAAACTTAACCCAAACCTCAAAGGGTTAGAAGGAATAATATAACTACCACTAC

. . 40 . . I I 45 \ I | . 50 I I . . 55 I . . I 60 . .
G W R N E L G E F P N P Y Y D G D

TTAAATTAACACAGTCTATGGCCATCATACGTTATATAGCTGACAAGCACAACATGTTGGGTGGTTGTCCAAAAG
} I } + ] + ] + J I } I } I } 5100

AATTTAATTGTGTCAGATACCGGTAGTATGCAATATATCGACTGTTCGTGTTGTACAACCCACCAACAGGTTTTC

L . 65 L L . . 70 L . 1 L 75 . 1 L L 80 . L L . 85 L

\ K L T Q S I I R Y A D K H L G G P K
- e 00>
AGCGTGCAGAGATTTCAATGCTTGAAGGAGCGGTTTTGGATATTAGATACGGTGTTTCGAGAATTGCATATAGTA

TCGCACGTCTCTAAAGTTACGAACTTCCTCGCCAAAACCTATAATCTATGCCACAAAGCTCTTAACGTATATCAT
. 1 90 . . . . 95 . . . L 100 1 . . . 105 . . . . 110 . .
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5175

AAGACTTTGAAACTCTCAAAGTTGATTTTCTTAGCAAGCTACCTGAAATGCTGAAAATGTTCGAAGATCGTTTAT
} + } + ] + ] + J + } + } + } 5250

TTCTGAAACTTTGAGAGTTTCAACTAAAAGAATCGTTCGATGGACTTTACGACTTTTACAAGCTTCTAGCAAATA
L . 115 L L . . 120 L . . L 125 . . L L 130 . L L . 135 L
K D E T L D F L s L P E M M F E R

Ve -

GTCATAAAACATATTTAAATGGTGATCATGTAACCCATCCTGACTTCATGTTGTATGACGCTCTTGATGTTGTTT
CAGTATTTTGTATAAATTTACCACTAGTACATTGGGTAGGACTGAAGTACAACATACTGCGAGAACTACAACAAA
! ! 140 ! ! ! ! 145 ! ! ! ! 150 ! ! ! ! 155 . . . . 160 .
C H Y D H " T P D F D A L Vv

\
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5325

TATACATGGACCCAATGTGCCTGGATGCGTTCCCAAAATTAGTTTGTTTTAAAAAACGTATTGAAGCTATCCCAC

ATATGTACCTGGGTTACACGGACCTACGCAAGGGTTTTAATCAAACAAAATTTTTTGCATAACTTCGATAGGGTG
| . 165 | | . 170 | . 1 | 175 . . | | 180 | | | . 185 |
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AAATTGATAAGTACTTGAAATCCAGCAAGTATATAGCATGGCCTTTGCAGGGCTGGCAAGCCACGTTTGGTGGTG

TTTAACTATTCATGAACTTTAGGTCGTTCATATATCGTACCGGAAACGTCCCGACCGTTCGGTGCAAACCACCAC
L . 190 L L . . 195 L . . L 200 . . L L 205 . L L . 210 L
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GCGACCATCCTCCAAAATCGGATGGTTCAACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGGTCTGG
CGCTGGTAGGAGGTTTTAGCCTACCAAGTTGATCACCAAGACCAGTAGTGGTAGTGGTAGTGAGGCGCCCAGACC

I | 215 L L | 1 L | | 5 L 1
G D H P P K S D G S T S G S G H H H H H H S A G L
GST e (in frame with GST)  ---eemeeemea »| 6xHis D> --nnennnnnenanas > >

thrombin site

TGCCACGCGGTAGTACTGCAATTGGTATGAAAGAAACCGCTGCTGCTAAATTCGAACGCCAGCACATGGACAGCC

ACGGTGCGCCATCATGACGTTAACCATACTTTCTTTGGCGACGACGATTTAAGCTTGCGGTCGTGTACCTGTCGG

. . . 5 . . . L 10 1 . L . 15
Vv P R G S T A I G M K E F E R Q H M D S

t P oo > S-Tag >

thrombin site

=t
>
>
>
X

PshAI Ncol EcoRV BamHI EcoRI

CAGATCTGGGTACCGGTGGTGGCTCCGGTATTGAGGGACGCGGGTCCATGGGATATCGGGGATCCGAATTCTGTA

GTCTAGACCCATGGCCACCACCGAGGCCATAACTCCCTGCGCCCAGGTACCCTATAGCCCCTAGGCTTAAGACAT
1 . .

P D L GG T G G G S G I F G R G S M G Y R G S E F ¢
------------------- (in frame with S-Tag) = ---------------» [ Factor Xa site >1 (in frame with Factor Xa site) = ----------o--p
I MCS
Ascl PstI Sacl Sall HindIII  NotI Xhol

CAGGCCTTGGCGCGCCTGCAGGCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCAC

GTCCGGAACCGCGCGGACGTCCGCTCGAGGCAGCTGTTCGAACGCCGGCGTGAGCTCGTGGTGGTGGTGGTGGTG

T G L G A P A G E L R R Q A C G R T R A P P P P P
------------------------------------------------------------------------ (in frame with Factor Xa site)  «-esr=rrmrmmmmmmmmemerme e

MCS | 8xHis >

CACCACTAATTGATTAATACCTAGGCTGCTAAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGA

GTGGTGATTAACTAATTATGGATCCGACGATTTGTTTCGGGCTTTCCTTCGACTCAACCGACGACGGTGGCGACT

8xHis >

GCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATC

CGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAACGACTTTCCTCCTTGATATAG

| T7 terminator |

CGGAT 3
] eee 5930
GCCTA 5
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