Jiobw miyussum

A ER

Ja 3+ T7/lac

i1 ColE1 ori, F1 ori

FE T bio-106063

2 I T7 terminator

JRRL Y KIGFF##AA; PET RIFRIEF L
JERER 7N 6979bp

JRLAR R N-6xHis, N-Thrombin, C-6xHis
JRAZ i RHEZH Kan

o FE TR AR DH5a.

e e 37°C, %, LB

FKiksE F: BL21(DE3)

#HS IPTG BFLKE S AU

5 5140 T7:TAATACGACTCACTATAGGG
3 514 T7-ter: TGCTAGTTATTGCTCAGCGG
KlenTagq 3 X 771

GGGCTCCTCCACGAGTTCGGCCTTCTGGAAAGCCCCAAGGCCCTGGAGGAGGCCC
CCTGGCCCCCGCCGGAAGGGGCCTTCGTGGGCTTTGTGCTTTCCCGCAAGGAGCC
CATGTGGGCCGATCTTCTGGCTCTGGCCGCCGCCAGGGGGGGCCGGGTCCACCG
GGCCCCCGAGCCTTATAAAGCCCTCAGGGACCTGAAGGAGGCGCGGGGGCTTCTC
GCCAAAGACCTGAGCGTTCTGGCCCTGAGGGAAGGCCTTGGCCTCCCGCCCGGCG
ACGACCCCATGCTCCTCGCCTACCTCCTGGACCCTTCCAACACCACCCCCGAGGGG
GTGGCCCGGCGCTACGGCGGGGAGTGGACGGAGGAGGCGGGGGAGLGGGLLGL
CCTTTCCGAGAGGCTCTTCGCCAACCTGTGGGGGAGGCTTGAGGGGGAGGAGAGG
CTCCTTTGGCTTTACCGGGAGGTGGAGAGGCCCCTTTCCGCTGTCCTGGCCCACAT
GGAGGCCACGGGGGTGCGCCTGGACGTGGCCTATCTCAGGGCCTTGTCCCTGGAG
GTGGCCGAGGAGATCGCCCGCCTCGAGGCCGAGGTCTTCCGCCTGGCCGGCCAC
CCCTTCAACCTCAACTCCCGGGACCAGCTGGAAAGGGTCCTCTTTGACGAGCTAGG
GCTTCCCGCCATCGGCAAGACGGAGAAGACCGGCAAGCGCTCCACCAGCGCCGCC
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Jiobw miyussum

GTCCTGGAGGCCCTCCGCGAGGCCCACCCCATCGTGGAGAAGATCCTGCAGTACC
GGGAGCTCACCAAGCTGAAGAGCACCTACATTGACCCCTTGCCGGACCTCATCCAC
CCCAGGACGGGCCGCCTCCACACCCGCTTCAACCAGACGGCCACGGCCACGGGC
AGGCTAAGTAGCTCCGATCCCAACCTCCAGAACATCCCCGTCCGCACCCCGCTTGG
GCAGAGGATCCGCCGGGCCTTCATCGCCGAGGAGGGGTGGCTATTGGTGGCCCTG
GACTATAGCCAGATAGAGCTCAGGGTGCTGGCCCACCTCTCCGGCGACGAGAACC
TGATCCGGGTCTTCCAGGAGGGGCGGGACATCCACACGGAGACCGCCAGCTGGAT
GTTCGGCGTCCCCCGGGAGGCCGTGGACCCCCTGATGCGCCGGGCGGCCAAGAC
CATCAACTTCGGGGTCCTCTACGGCATGTCGGCCCACCGCCTCTCCCAGGAGCTAG
CCATCCCTTACGAGGAGGCCCAGGCCTTCATTGAGCGCTACTTTCAGAGCTTCCCC
AAGGTGCGGGCCTGGATTGAGAAGACCCTGGAGGAGGGCAGGAGGCGGGGGTAC
GTGGAGACCCTCTTCGGCCGCCGCCGCTACGTGCCAGACCTAGAGGCCCGGGTGA
AGAGCGTGCGGGAGGCGGCCGAGCGCATGGCCTTCAACATGCCCGTCCAGGGCA
CCGCCGCCGACCTCATGAAGCTGGCTATGGTGAAGCTCTTCCCCAGGCTGGAGGA
AATGGGGGCCAGGATGCTCCTTCAGGTCCACGACGAGCTGGTCCTCGAGGCCCCA
AAAGAGAGGGCGGAGGCCGTGGCCCGGCTGGCCAAGGAGGTCATGGAGGGGGTG
TATCCCCTGGCCGTGCCCCTGGAGGTGGAGGTGGGGATAGGGGAGGACTGGCTCT
CCGCCAAGGAGTGA

BRhIEE
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obwW s yunsum

(6800) NotI BIpI (6896)
(6802) HindIII
(6796) Sall

Dralll (245)
(6703) Mscl

(6700) SFIl — =
(6343) Bmtl

(6339) Nhel.

1 or

exrtis  T7 terminat;; &

(6074) BamHI
h _AsiSI - Pvul (945)

(5897) Pstl

_BspDI - Clal (1250)
-Nrul (1286)

(5732) Fsel __
(5652) BmgBI
(5638) Alel —

pET28a-KlenTaq
6979 bp

(5129) NdeI —AIwNI (1732)

thrombin sits

(5069) Ncol —
(5030) Xbal—

[T7 promoter

(4964) BgIILI /
(4923) SgrAl

(4775) SphI

T Pail (2141)

_TatI (2337)
BstZ171 (2374)

(4566) BStAPT PIFL - Tth111l (2399)

(4242) Mlul
(4228) Bell*

(4060) BstEIL

(3831) BssHII ] | FspI - FspAI (3164)

(3796) EcoRV |
(3740) Hpal PshAI (3401)

BhIFFS

tggcgaatgggacgcgccctgtagcggecgcattaagecgecggecgggtgtggtggttacgecgcagegtgaccgcetaca

cttgccagcgccctagecgecceccgctectttegetttettececttectttectegecacgttegecggettteececegte
aagctctaaatcgggggctccctttagggttccgatttagtgectttacggcacctcgaccccaaaaaacttgatta
gggtgatggttcacgtagtgggccatcgeccctgatagacggtttttcgecctttgacgttggagteccacgttettt
aatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattt
tgccgatttcggectattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaac
gtttacaatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattca
aatatgtatccgctcatgaattaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatca
ggattatcaataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccatagga
tggcaagatcctggtatcggtctgcgattccgactcgtccaacatcaatacaacctattaatttccecctegtcaaa
aataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagtttatgcatttct
ttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaaccaaaccgttattcattce
gtgattgcgcctgagcgagacgaaatacgcgatcgectgttaaaaggacaattacaaacaggaatcgaatgcaaccg
gcgcaggaacactgccagcgcatcaacaatattttcacctgaatcaggatattcttctaatacctggaatgctgtt
ttcccggggatcgcagtggtgagtaaccatgcatcatcaggagtacggataaaatgecttgatggtcggaagaggcea
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obwW s yunsum

taaattccgtcagccagtttagtctgaccatctcatctgtaacatcattggcaacgctacctttgeccatgtttcag

aaacaactctggcgcatcgggcttcccatacaatcgatagattgtcgcacctgattgecccgacattatcgecgagec
catttatacccatataaatcagcatccatgttggaatttaatcgcggecctagagcaagacgtttceccgttgaatat
ggctcataacaccccttgtattactgtttatgtaagcagacagttttattgttcatgaccaaaatcccttaacgtg
agttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcttgagatecctttttttctgegegt
aatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgeccggatcaagagctaccaactett
tttccgaaggtaactggcttcagcagagcgcagataccaaatactgtccttctagtgtageccgtagttaggeccacce
acttcaagaactctgtagcaccgcctacatacctcgctctgctaatcecctgttaccagtggctgectgeccagtggecga
taagtcgtgtcttaccgggttggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggt
tcgtgcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagecgtgagctatgagaaagceg
ccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgaggga
gcttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgecacctctgacttgagecgtcgatttttg
tgatgctcgtcaggggggcggagcctatggaaaaacgccagcaacgcggectttttacggttecctggecttttget
ggccttttgctcacatgttctttcecctgegttatccecctgattctgtggataaccgtattaccgectttgagtgage
tgataccgctcgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgectgatgegg
tattttctccttacgcatctgtgcggtatttcacaccgcatatatggtgcactctcagtacaatctgectctgatge
cgcatagttaagccagtatacactccgctatcgctacgtgactgggtcatggctgecgececcgacacccgceccaacac
ccgctgacgcgceccctgacgggcttgtectgecteccecggecateccgettacagacaagctgtgaccgtecteccgggagcectyg
catgtgtcagaggttttcaccgtcatcaccgaaacgcgcgaggcagctgcggtaaagctcatcagegtggtegtga
agcgattcacagatgtctgcctgttcatccgegtccagectecgttgagtttctccagaagegttaatgtectggette
tgataaagcgggccatgttaagggcggttttttecctgtttggtcactgatgeccteccgtgtaagggggatttectgtt
catgggggtaatgataccgatgaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggtta
ctggaacgttgtgagggtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgec
agcgcttcgttaatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataat
ggtgcagggcgctgacttccgecgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgetcag
gtcgcagacgttttgcagcagcagtcgcttcacgttcgectecgegtatcggtgattcattctgctaaccagtaaggce
aaccccgccagcctagceccgggtcectcaacgacaggagcacgatcatgecgcacccgtggggecgeccatgeccggecgat
aatggcctgcttctcgceccgaaacgtttggtggcgggaccagtgacgaaggcttgagcgagggcgtgcaagattecg
aataccgcaagcgacaggccgatcatcgtcgecgectccagcgaaagcggtecctcgeccgaaaatgacccagagegetg
ccggcacctgtcecctacgagttgcatgataaagaagacagtcataagtgcggcgacgatagtcatgcecccececgegecca
ccggaaggagctgactgggttgaaggctctcaagggcatcggtcgagatccecggtgectaatgagtgagctaactt
acattaattgcgttgcgctcactgcccgctttccagtcgggaaacctgtecgtgeccagectgcattaatgaatcggec
aacgcgcggggagaggcggtttgcecgtattgggcgeccagggtggtttttecttttcaccagtgagacgggcaacagcect
gattgcccttcaccgectggceccecctgagagagttgcagcaagcecggtccacgectggtttgecccagcaggcgaaaate
ctgtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtecgtatcecccactaccgagatatcece
gcaccaacgcgcagcccggactcggtaatggecgecgcattgecgeccagegecatctgatecgttggcaaccagecateg
cagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccggacatggcactccagtecgectteececg
ttccgctatcggctgaatttgattgcgagtgagatatttatgccagccagccagacgcagacgcgccgagacagaa
cttaatgggcccgctaacagcgcgatttgectggtgacccaatgcgaccagatgctceccacgeccagtecgegtacegt
cttcatgggagaaaataatactgttgatgggtgtctggtcagagacatcaagaaataacgccggaacattagtgcea
ggcagcttccacagcaatggcatcctggtcatccagcggatagttaatgatcagcccactgacgecgttgecgcgaga
agattgtgcaccgccgctttacaggcttcgacgeccgcttegttctaccatcgacaccaccacgctggcacccagtt
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obwW s yunsum

gatcggcgcgagatttaatcgccgcgacaatttgcgacggcgecgtgcagggccagactggaggtggcaacgccaat

cagcaacgactgtttgcccgccagttgttgtgccacgecggttgggaatgtaattcagecteccgeccatecgecgettece
actttttcccgcegttttcgcagaaacgtggctggectggttcaccacgcgggaaacggtctgataagagacaccgg
catactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctctteccgggegetatcea
tgccataccgcgaaaggttttgcgccattcgatggtgtccgggatctcgacgctctececcttatgecgactectgeat
taggaagcagcccagtagtaggttgaggccgttgagcaccgceccgeccgcaaggaatggtgcatgcaaggagatggeg
cccaacagtcccccggccacggggcectgeccaccatacccacgccgaaacaagcecgcectcatgageccgaagtggegag
cccgatcttcecceccatecggtgatgtcggecgatataggcgceccagcaaccgcacctgtggecgecggtgatgecggecac
gatgcgtccggcgtagaggatcgagatctcgatcccgcgaaattaatacgactcactataggggaattgtgagegg
ataacaattcccctctagaaataattttgtttaactttaagaaggagatataccatgggcagcagccatcatcatce
atcatcacagcagcggcctggtgccgecgeggecagecCATATGGGGCTCCTCCACGAGTTCGGCCTTCTGGAAAGCCC
CAAGGCCCTGGAGGAGGCCCCCTGGCCCCCGCCGGAAGGGGCCTTCGTGGGCTTTGTGCTTTCCCGCAAGGAGCCC
ATGTGGGCCGATCTTCTGGCTCTGGCCGCCGCCAGGGGGGGCCGGGTCCACCGGGCCCCCGAGCCTTATAAAGCCC
TCAGGGACCTGAAGGAGGCGCGGGGGCTTCTCGCCAAAGACCTGAGCGTTCTGGCCCTGAGGGAAGGCCTTGGCCT
CCCGCCCGGCGACGACCCCATGCTCCTCGCCTACCTCCTGGACCCTTCCAACACCACCCCCGAGGGGGTGGCCCGG
CGCTACGGCGGGGAGTGGACGGAGGAGGCGGGGGAGCGGGCCGCCCTTTCCGAGAGGCTCTTCGCCAACCTGTGGG
GGAGGCTTGAGGGGGAGGAGAGGCTCCTTTGGCTTTACCGGGAGGTGGAGAGGCCCCTTTCCGCTGTCCTGGCCCA
CATGGAGGCCACGGGGGTGCGCCTGGACGTGGCCTATCTCAGGGCCTTGTCCCTGGAGGTGGCCGAGGAGATCGCC
CGCCTCGAGGCCGAGGTCTTCCGCCTGGCCGGCCACCCCTTCAACCTCAACTCCCGGGACCAGCTGGARAGGGTCC
TCTTTGACGAGCTAGGGCTTCCCGCCATCGGCAAGACGGAGAAGACCGGCAAGCGCTCCACCAGCGCCGCCGTCCT
GGAGGCCCTCCGCGAGGCCCACCCCATCGTGGAGAAGATCCTGCAGTACCGGGAGCTCACCAAGCTGAAGAGCACC
TACATTGACCCCTTGCCGGACCTCATCCACCCCAGGACGGGCCGCCTCCACACCCGCTTCAACCAGACGGCCACGG
CCACGGGCAGGCTAAGTAGCTCCGATCCCAACCTCCAGAACATCCCCGTCCGCACCCCGCTTGGGCAGAGGATCCG
CCGGGCCTTCATCGCCGAGGAGGGGTGGCTATTGGTGGCCCTGGACTATAGCCAGATAGAGCTCAGGGTGCTGGCC
CACCTCTCCGGCGACGAGAACCTGATCCGGGTCTTCCAGGAGGGGCGGGACATCCACACGGAGACCGCCAGCTGGA
TGTTCGGCGTCCCCCGGGAGGCCGTGGACCCCCTGATGCGCCGGGCGGCCAAGACCATCAACTTCGGGGTCCTCTA
CGGCATGTCGGCCCACCGCCTCTCCCAGGAGCTAGCCATCCCTTACGAGGAGGCCCAGGCCTTCATTGAGCGCTAC
TTTCAGAGCTTCCCCAAGGTGCGGGCCTGGATTGAGAAGACCCTGGAGGAGGGCAGGAGGCGGGGGTACGTGGAGA
CCCTCTTCGGCCGCCGCCGCTACGTGCCAGACCTAGAGGCCCGGGTGAAGAGCGTGCGGGAGGCGGCCGAGCGCAT
GGCCTTCAACATGCCCGTCCAGGGCACCGCCGCCGACCTCATGAAGCTGGCTATGGTGAAGCTCTTCCCCAGGCTG
GAGGAAATGGGGGCCAGGATGCTCCTTCAGGTCCACGACGAGCTGGTCCTCGAGGCCCCAAAAGAGAGGGCGGAGG
CCGTGGCCCGGCTGGCCAAGGAGGTCATGGAGGGGGTGTATCCCCTGGCCGTGCCCCTGGAGGTGGAGGTGGGGAT
AGGGGAGGACTGGCTCTCCGCCAAGGAGTGAGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCAC
TGAgatccggctgctaacaaagcccgaaaggaagctgagttggectgectgeccaccgectgagcaataactagcataac
cccttggggectctaaacgggtcttgaggggttttttgectgaaaggaggaactatatceccggat
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