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ttcttgaagacgaaagggcctcgtgatacgcctatttttataggttaatgtcatgataataatggtttct

aagaacttctgctttcccggagcactatgcggataaaaatatccaattacagtactattattaccaaaga

tagacgtcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacatt

atctgcagtccaccgtgaaaagcccctttacacgcgccttggggataaacaaataaaaagatttatgtaa

Sspl

caaatatgtatccgctcatgagacaataaccctgataaatgcttcaataatattgaaaaaggaagagtat

] | ] | ] | ] | ] | ] | ] |
L L L e D L DL L B |
gtttatacataggcgagtactctgttattgggactatttacgaagttattataactttttccttctcata

=

gagtattcaacatttccgtgtcgcccttattcccttttttgecggcattttgeccttectgtttttgctcac

ctcataagttgtaaaggcacagcgggaataagggaaaaaacgccgtaaaacggaaggacaaaaacgagtg

Ap

ccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactgg

ggtctttgcgaccactttcattttctacgacttctagtcaacccacgtgctcacccaatgtagcttgacc

Ap

atctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaa

e
tagagttgtcgccattctaggaactctcaaaagcggggcttcttgcaaaaggttactactcgtgaaaatt

Ap

agttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcggtcgeccgcatacac

tcaagacgatacaccgcgccataatagggcacaactgcggcccgttctcgttgagccagecggecgtatgtg

Ap

tattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaa

ataagagtcttactgaaccaactcatgagtggtcagtgtcttttcgtagaatgcctaccgtactgtcatt

Ap
Pvul

gagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcgg

ctcttaatacgtcacgacggtattggtactcactattgtgacgccggttgaatgaagactgttgctagcc

Ap

aggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaa

tcctggcttcctcgattggcgaaaaaacgtgttgtaccccctagtacattgagcggaactagcaaccctt

Ap

70
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Pstl

|
ccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgt

ggcctcgacttacttcggtatggtttgctgctcgcactgtggtgctacggacgtcgttaccgttgttgca

Ap

tgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggc

e
acgcgtttgataattgaccgcttgatgaatgagatcgaagggccgttgttaattatctgacctacctccg

Ap

ggataaagttgcaggaccacttctgcgctcggcccttccggectggectggtttattgctgataaatctgga

cctatttcaacgtcctggtgaagacgcgagccgggaaggccgaccgaccaaataacgactatttagacct

Ap

Bsal

gccggtgagcgtgggtctcgeggtatcattgcagcactggggccagatggtaageccctececcgtategtag
e

cggccactcgcacccagagcgccatagtaacgtcgtgaccccggtctaccattcgggagggcatagcatc

Ap
Ahdl

ttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctc

aatagatgtgctgcccctcagtccgttgatacctacttgctttatctgtctagcgactctatccacggag

Ap

actgattaagcattggtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcat

e
tgactaattcgtaaccattgacagtctggttcaaatgagtatatatgaaatctaactaaattttgaagta
>

Ap

ttttaatttaaaaggatctaggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagt

aaaattaaattttcctagatccacttctaggaaaaactattagagtactggttttagggaattgcactca

tttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcttgagatecctttttttctgceg

aaagcaaggtgactcgcagtctggggcatcttttctagtttcctagaagaactctaggaaaaaaagacgc
[

Ori

cgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgccggatcaagagcta

gcattagacgacgaacgtttgtttttttggtggcgatggtcgccaccaaacaaacggcctagttctcgat

Ori

770
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ccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtccttctagtgtagce

ggttgagaaaaaggcttccattgaccgaagtcgtctcgcgtctatggtttatgacaggaagatcacatcg

Ori

cgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctgttacc

gcatcaatccggtggtgaagttcttgagacatcgtggcggatgtatggagcgagacgattaggacaatgg

Ori

agtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag

tcaccgacgacggtcaccgctattcagcacagaatggcccaacctgagttctgctatcaatggcctattc

Ori

gcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctacaccgaac

e
cgcgtcgccageccgacttgccccccaagcacgtgtgtcgggtcgaacctegettgetggatgtggettg

Ori

tgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatcc

actctatggatgtcgcactcgatactctttcgcggtgcgaagggcttccctecttteccgectgtccatagg

Ori

ggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttat

ccattcgccgtcccagccttgtcecctctcgegtgctceccctcgaaggtecccecctttgecggaccatagaaata

Ori

agtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagcec

L D e B D L |
tcaggacagcccaaagcggtggagactgaactcgcagctaaaaacactacgagcagtccccccgectcgg

Ori

tatggaaaaacgccagcaacgcggcctttttacggttcctggecttttgectggecttttgctcacatgtt
e

atacctttttgcggtcgttgcgccggaaaaatgccaaggaccggaaaacgaccggaaaacgagtgtacaa
>

Ori

ctttcctgcgttatcccctgattctgtggataaccgtattaccgecctttgagtgagctgataccgctcge

gaaaggacgcaataggggactaagacacctattggcataatggcggaaactcactcgactatggcgagcg

Sapl

cgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgcggtattttc

e
gcgtcggecttgetggetecgegtegetcagtcactecgetecttcgecttctecgeggactacgeccataaaag

1400
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tccttacgcatctgtgcggtatttcacaccgcatatatggtgcactctcagtacaatctgctctgatgec

aggaatgcgtagacacgccataaagtgtggcgtatataccacgtgagagtcatgttagacgagactacgg

BstZ171 BsaAl

gcatagttaagccagtatacactccgctatcgctacgtgactgggtcatggctgcgccccgacacccgcec

e
cgtatcaattcggtcatatgtgaggcgatagcgatgcactgacccagtaccgacgcggggctgtgggegg

aacacccgctgacgcgccctgacgggcttgtctgctcccggcatccgcttacagacaagctgtgaccgte

ttgtgggcgactgcgcgggactgcccgaacagacgagggccgtaggcgaatgtctgttcgacactggceag

tccgggagctgcatgtgtcagaggttttcaccgtcatcaccgaaacgcgcgaggcagctgcggtaaagcet

L L L L L LR L L L L L L UL DL B B
aggccctcgacgtacacagtctccaaaagtggcagtagtggctttgcgcgctccgtcgacgccatttcga

catcagcgtggtcgtgaagcgattcacagatgtctgcctgttcatccgcgtccagectcgttgagtttctc

gtagtcgcaccagcacttcgctaagtgtctacagacggacaagtaggcgcaggtcgagcaactcaaagag

cagaagcgttaatgtctggcttctgataaagcgggccatgttaagggcggttttttcctgtttggtcact
e

gtcttcgcaattacagaccgaagactatttcgcccggtacaattcccgccaaaaaaggacaaaccagtga

gatgcctccgtgtaagggggatttctgttcatgggggtaatgataccgatgaaacgagagaggatgctca

ctacggaggcacattccccctaaagacaagtacccccattactatggctactttgctctctcctacgagt

cgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaacaactggcggtatg

gctatgcccaatgactactacttgtacgggccaatgaccttgcaacactcccatttgttgaccgccatac

gatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgcttcgttaatacagatgtaggtgtt

ctacgccgccctggtctctttttagtgagtcccagttacggtcgcgaagcaattatgtctacatccacaa

ccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggcgctgacttccgceg

e
ggtgtcccatcggtcgtcgtaggacgctacgtctaggeccttgtattaccacgtcccgegactgaaggcgce

BpuloOl

|
tttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgca

aaaggtctgaaatgctttgtgcctttggcttctggtaagtacaacaacgagtccagcgtctgcaaaacgt

gcagcagtcgcttcacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaaccccgecag

e
cgtcgtcagcgaagtgcaagcgagcgcatagccactaagtaagacgattggtcattccgttggggeggtce

2100

2170

2240

2310

2380
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FspAl Mscl

|
cctagccgggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgcccgaga

ggatcggcccaggagttgctgtcctcgtgctagtacgcgtgggcaccggtcctgggttgcgacgggcetct

tgcgccgegtgecggetgetggagatggecggacgecgatggatatgttctgeccaagggttggtttgegeatt
e

acgcggcgcacgccgacgacctctaccgcctgcgctacctatacaagacggttcccaaccaaacgcgtaa

cacagttctccgcaagaattgattggctccaattcttggagtggtgaatccgttagcgaggtgccgecgg

gtgtcaagaggcgttcttaactaaccgaggttaagaacctcaccacttaggcaatcgctccacggcggcc

cttccattcaggtcgaggtggcccggctccatgcaccgcgacgcaacgcggggaggcagacaaggtatag

gaaggtaagtccagctccaccgggccgaggtacgtggcgctgecgttgcgecccctceccgtctgttccatate

ggcggcgcctacaatccatgccaacccgttccatgtgctcgeccgaggecggcataaatcgecgtgacgatc

L L D e e e I I B |
ccgccgcggatgttaggtacggttgggcaaggtacacgagcggctccgecgtatttagcggcactgcetag

agcggtccagtgatcgaagttaggctggtaagagccgcgagecgatccttgaagectgtccctgatggtegt
e

tcgccaggtcactagcttcaatccgaccattctcggcgctcgctaggaacttcgacagggactaccagca

BspMiI

|
catctacctgcctggacagcatggcctgcaacgcgggcatcccgatgccgccggaagcgagaagaatcat

gtagatggacggacctgtcgtaccggacgttgcgcccgtagggctacggcggcecttcgectecttecttagta

aatggggaaggccatccagcctcgcgtcgcgaacgccagcaagacgtagcccagcgecgtcggecgceccatg

e
ttaccccttccggtaggtcggagecgcagegettgeggtegttctgecategggtegegecagecggeggtac

ccggcgataatggcctgcttctcgeccgaaacgtttggtggcgggaccagtgacgaaggcttgagcgaggg

ggccgctattaccggacgaagagcggctttgcaaaccaccgccctggtcactgcttccgaactcgctccc

cgtgcaagattccgaataccgcaagcgacaggccgatcatcgtcgcgctccagcgaaagcggtcctcgec

gcacgttctaaggcttatggcgttcgctgtccggctagtagcagcgcgaggtcgetttcgeccaggagcegg

gaaaatgacccagagcgctgccggcacctgtcctacgagttgcatgataaagaagacagtcataagtgcg
| | | | | | | | | | | | | |

L L D e e e I I B |
cttttactgggtctcgcgacggccgtggacaggatgctcaacgtactatttcttctgtcagtattcacge

PshAl

|
gcgacgatagtcatgccccgcgcccaccggaaggagctgactgggttgaaggctctcaagggcatcggtce

cgctgctatcagtacggggcgcgggtggccttcctcgactgacccaacttccgagagttcccgtagecag

2940

3010

3080

3150

3220

3290

3360
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gagatcccggtgcctaatgagtgagctaacttacattaattgcgttgcgctcactgcccgctttccagtce

ctctagggccacggattactcactcgattgaatgtaattaacgcaacgcgagtgacgggcgaaaggtcag

Lac |

gggaaacctgtcgtgccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgegtattggg

ccctttggacagcacggtcgacgtaattacttagccggttgcgcgcccctctccgccaaacgcataaccc
Lac |

cgccagggtggtttttcttttcaccagtgagacgggcaacagctgattgcccttcaccgcctggeccctga

gcggtcccaccaaaaagaaaagtggtcactctgcccgttgtcgactaacgggaagtggcggaccgggact

Lac |

Hpal

gagagttgcagcaagcggtccacgctggtttgccccagcaggcgaaaatcctgtttgatggtggttaacg

ctctcaacgtcgttcgccaggtgcgaccaaacggggtcgtccgcttttaggacaaactaccaccaattgc
Lac |

gcgggatataacatgagctgtcttcggtatcgtcgtatcccactaccgagatatccgcaccaacgcgcag

cgccctatattgtactcgacagaagccatagcagcatagggtgatggctctataggcgtggttgecgegte

Lac |

cccggactcggtaatggcgcgcattgcgcccagcgeccatctgatcgttggcaaccagcatcgcagtggga

gggcctgagccattaccgcgcgtaacgcgggtcgcggtagactagcaaccgttggtcgtagcgtcaccct

Lac |

acgatgccctcattcagcatttgcatggtttgttgaaaaccggacatggcactccagtcgecttcccgtt

tgctacgggagtaagtcgtaaacgtaccaaacaacttttggcctgtaccgtgaggtcagcggaagggcaa

Lac |

ccgctatcggctgaatttgattgcgagtgagatatttatgccagccagccagacgcagacgcgccgagac

ggcgatagccgacttaaactaacgctcactctataaatacggtcggtcggtctgcgtctgcgeggctctg

Lac |

Apal BstEll

agaacttaatgggcccgctaacagcgcgatttgctggtgacccaatgcgaccagatgctccacgcccagt

tcttgaattacccgggcgattgtcgcgctaaacgaccactgggttacgctggtctacgaggtgcgggtca

Lac |

3780

3850

3920

3990

4060

4130

4200

4270

4340
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cgcgtaccgtcttcatgggagaaaataatactgttgatgggtgtctggtcagagacatcaagaaataacg

gcgcatggcagaagtaccctcttttattatgacaactacccacagaccagtctctgtagttctttattge

Lac |

Bcll

ccggaacattagtgcaggcagcttccacagcaatggcatcctggtcatccagcggatagttaatgatcag

ggccttgtaatcacgtccgtcgaaggtgtcgttaccgtaggaccagtaggtcgcctatcaattactagtc

Lac |

Miul

cccactgacgcgttgcgcgagaagattgtgcaccgccgectttacaggcttcgacgeccgecttcgttctacc

gggtgactgcgcaacgcgctcttctaacacgtggcggcgaaatgtccgaagctgcggcgaagcaagatgg

Lac |

atcgacaccaccacgctggcacccagttgatcggcgcgagatttaatcgccgcgacaatttgcgacggcg

tagctgtggtggtgcgaccgtgggtcaactagccgcgctctaaattagecggcgectgttaaacgectgecge

Lac |

cgtgcagggccagactggaggtggcaacgccaatcagcaacgactgtttgcccgeccagttgttgtgccac

gcacgtcccggtctgacctccaccgttgcggttagtcgttgectgacaaacgggcggtcaacaacacggtg

Lac |

gcggttgggaatgtaattcagctccgccatcgeccgcttccactttttecccgegttttcgcagaaacgtgg

cgccaacccttacattaagtcgaggcggtagcggcgaaggtgaaaaagggcgcaaaagcgtctttgcacc

Lac |

ctggcctggttcaccacgcgggaaacggtctgataagagacaccggcatactctgcgacatcgtataacg

gaccggaccaagtggtgcgccctttgccagactattctctgtggccgtatgagacgctgtagcatattge

ttactggtttcacattcaccaccctgaattgactctcttccgggcgctatcatgccataccgcgaaaggt

aatgaccaaagtgtaagtggtgggacttaactgagagaaggcccgcgatagtacggtatggcgctttcca

EcoNI

|
tttgcgccattcgatggtgtccgggatctcgacgctctcecccttatgecgactecctgcattaggaagcagec

aaacgcggtaagctaccacaggccctagagctgcgagagggaatacgctgaggacgtaatccttcgtcgg

cagtagtaggttgaggccgttgagcaccgccgccgcaaggaatggtgcatgcaaggagatggcgcccaac

gtcatcatccaactccggcaactcgtggcggcggcgttccttaccacgtacgttcctctaccgegggttg

4410

4480

4550

4620

4690

4760

4830

4900

4970

5040
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agtcccccggccacggggcctgccaccatacccacgccgaaacaagcgctcatgagcccgaagtggcgag

tcagggggccggtgccccggacggtggtatgggtgcggctttgttcgcgagtactcgggcttcaccgcectc

SgrAl

cccgatcttccccatcggtgatgtcggcgatataggcgccagcaaccgcacctgtggcgeccggtgatgec

e
gggctagaaggggtagccactacagccgctatatccgeggtegttggecgtggacaccgecggecactacgg

Bglll

|
ggccacgatgcgtccggcgtagaggatcgagatctcgatcccgcgaaattaatacgactcactatagggg

ccggtgctacgcaggccgcatctcctagctctagagctagggcgctttaattatgctgagtgatatccce

——— T7 Promoter ——= —

Xbal Barl

aattgtgagcggataacaattcccctctagaaataattttgtttaactttaagaaggagatataccatgg

ttaacactcgcctattgttaaggggagatctttattaaaacaaattgaaattcttcctctatatggtacc

Lac O

|Barl' |Ndel

gccatcatcatcatcatcatcatcatcatcacagcagcggccatatcgaaggtcgtcatatgctcgaATC

e
cggtagtagtagtagtagtagtagtagtagtgtcgtcgccggtatagcttccagcagtatacgagctTAG

| His10-tag | | X-factor |
G H H H H H H H H H H S S G H | E G R H M L E S
I I I I I I I I I I T I I I I I I I U I U U I I
3 4 5 6 7 8 9 10 N 12 13 14 15 16 17 18 19 20 21 22 23 24 25

AACAAGTTTGTACAAAAAAGCAGGCTctgaaaacttgtactttcaaggcATCGAGCGCGCCCGAGCGCTG

TTGTTCAAACATGTTTTTTCGTCCGAgacttttgaacatgaaagttccgTAGCTCGCGCGGGCTCGCGAC

e [ mevse >

BGT25_T02a4-pDONR221

BGT25_T02a4

T S L Y K K A G S E N L Y F Q G | E R A R A L
T T T T T T T T T T T T T T T T T T T T T T T

26 27 28 29 30 3 32 33 34 3 36 37 38 39 40 41 42 43 44 45 46 47 48

TTGCACGGTGCCGGCGACACGCCGGTATTCACTGCCGCCACGCCTCCGGGCGCCGTACCGATGCCAGATC

AACGTGCCACGGCCGCTGTGCGGCCATAAGTGACGGCGGTGCGGAGGCCCGCGGCATGGCTACGGTCTAG

BGT25_T02a4

BGT25_T02a4-pDONR221

49 50 51 52 53 54 55 56 57 58 59 60 61 62 63 64 65 66 67 68 69 70 71

5110

5180

5250

5320

5390

5460

5530
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GACATGTCGAGCCGCCGCAAATTCACCTAATAAACTTGGACAGCAGCGTCGAGCGCTGGCGCAAATATCA

CTGTACAGCTCGGCGGCGTTTAAGTGGATTATTTGAACCTGTCGTCGCAGCTCGCGACCGCGTTTATAGT

BGT25_T02a4

BGT25_T02a4-pDONR221

R H \ E P P Q | H L | N L D S S \ E R W R K Y Q

72 73 74 75 76 77 78 79 80 81 82 83 84 8 8 8 8 8 90 91 92 93 94 95

|
AGATAGGAATCCTCATCTAGCCGCCAATACAATTCGGGTATCGGCCGTCGACGGAGCATCCCTCGATAGG

TCTATCCTTAGGAGTAGATCGGCGGTTATGTTAAGCCCATAGCCGGCAGCTGCCTCGTAGGGAGCTATCC

BGT25_T02a4

SgrDI

BGT25_T02a4-pDONR221

D R N P H L A A N T | R \ S A \ D G A S L D R
T T T T T T T T T T T T T T T T T T T T T T
9% 97 98 99 100 101 102 103 104 105 106 107 108 109 110 111 112 113 114 115 116 117 118

TCGACCTTGCAAGCCTTGGTGGACGATGGAGTGATTGCCGAGGATTGCGGGTATCTGCCGGGCGCATTGG

e
AGCTGGAACGTTCGGAACCACCTGCTACCTCACTAACGGCTCCTAACGCCCATAGACGGCCCGCGTAACC

BGT25_T02a4

BGT25_T02a4-pDONR221

S T L Q A L \ D D G \ | A E D C G Y L P G A L
T T T T T T T T T T T T T T

1 1 1 1 1 1 1 1 1
119 120 121 122 123 124 125 126 127 128 129 130 131 132 133 134 135 136 137 138 139 140 141

GATGTGCTCTATCGCACATCAACTTGTGGAAGTTAGCGGTATCCGAGAAGCGGCCAATTACCATTTTCGA

e
CTACACGAGATAGCGTGTAGTTGAACACCTTCAATCGCCATAGGCTCTTCGCCGGTTAATGGTAAAAGCT

BGT25_T02a4

BGT25_T02a4-pDONR221

G C A L S H | N L W K L A \ S E K R P [ T | F E
1 1 1 1 1 1 1 1

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
142 143 144 145 146 147 148 149 150 151 152 153 154 155 156 157 158 159 160 161 162 163 164 165

BseRl

GGACGACGTCTACTCGTCGTTCAACTTTCTTGAGGAGTCGACTCGCATTCTGTCCATGGCTCCAGAGAAC

CCTGCTGCAGATGAGCAGCAAGTTGAAAGAACTCCTCAGCTGAGCGTAAGACAGGTACCGAGGTCTCTTG

BGT25_T02a4

BGT25_T02a4-pDONR221

D D \% Y S S F N F L E E S T R | L S M A P E N
T T T T T T T T T T T T T T T T T T T T T T T
166 167 168 169 170 171 172 173 174 175 176 177 178 179 180 181 182 183 184 185 186 187 188

5600

5670

5740

5810

5880
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Ajur
o

5' TGGGATATGGTAAAGTGGGGATTCAATTTCGACCCTCTATTCCTGTGGTTGAACTTCGATTTCTCCAAAG

I R R e e R RS RR R RE R AR AR A LY
3 ACCCTATACCATTTCACCCCTAAGTTAAAGCTGGGAGATAAGGACACCAACTTGAAGCTAAAGAGGTTTC
BGT25_T02a4
o
BGT25_T02a4-pDONR221
o
W D M \Y K W G F N F D P L F L w L N F D F S K
° 18|9 160 1€|)1 1£|32 1£|)3 1€|)4 165 1£|)6 1£|37 168 1€|)9 2(|)0 2(|)1 2[|)2 2(|)3 2(|)4 2(|)5 2(|)6 2[|)7 2(|)8 2(|)9 21|O 21|1
o Ajul
5" CCAAGCTGGAGTTCTACAACCGACAACACAAACAGATTCCGGCCCAATTTCAATCTGAAACCTATCCGCG
T o o o B L B B B L B oL SR (00
3 GGTTCGACCTCAAGATGTTGGCTGTTGTGTTTGTCTAAGGCCGGGTTAAAGTTAGACTTTGGATAGGCGC
BGT25_T02a4
o
BGT25_T02a4-pDONR221
[o]
A K L E F Y N R Q H K Q I P A Q F Q S E T Y P R
° 21|2 21|3 21|4 21|5 21|6 21|7 21|8 21|9 250 22|1 22|2 22|3 22|4 255 22|6 22|7 258 22|9 21|30 2(|31 2:|’>2 2(|33 21|34 21|35
EcoICRI
o Spel Sacl
ATCTCTTATCCGACTAGTCCATTCCTTTGGTGCAATGGCTTATTCAGTAACTCCAAGGGGAGCTCAAGTA
T R o o O L B B L L B e ol SR (1210
3 TAGAGAATAGGCTGATCAGGTAAGGAAACCACGTTACCGAATAAGTCATTGAGGTTCCCCTCGAGTTCAT
BGT25_T02a4
o
BGT25_T02a4-pDONR221
o
S L | R L \% H S F G A M A Y S \Y T P R G A Q Y
° 21|36 21|37 2(|38 2:|’>9 24|10 24|11 24|12 2£|13 24|14 24|15 2£|16 24|17 24|18 2)19 2é0 2é1 25|2 2%3 Zé4 2é5 2%6 25|7 2é8
Absl
o PspXI
BstBI Xhol
CTTCTTGAAAAATGCCTACCTCTTCGAAAGCGGCTTATTCCGTTTCCTGGGACTGGAGTGGTCCTCGAGG
1 - — - — - 1 - — - — - .I....' 6160

° LR L L L L UL |
3 GAAGAACTTTTTACGGATGGAGAAGCTTTCGCCGAATAAGGCAAAGGACCCTGACCTCACCAGGAGCTCC

BGT25_T02a4

BGT25_T02a4-pDONR221

L L E K C L P L R K R L | P F P G T G \ \ L E

T T T T T T T T T T T T T T T T T T T T T T T
° 259 260 261 262 263 264 265 266 267 268 269 270 271 272 273 274 275 276 277 278 279 280 281
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o

5

0O w o a o

o

O w 0 U 0w 0 u o0 0 w o0 u o

o

0w o0 ’

Sacll Nsil

| |
ATGAGGGCATCGACTGCGCAATGTCCGCGGTGTATGACTCGATGCATGCGTTCGTCTGCATGCCGCCACT
] | ] | ] | ] | ] | ] | ] |
LR A L L A L L LU
TACTCCCGTAGCTGACGCGTTACAGGCGCCACATACTGAGCTACGTACGCAAGCAGACGTACGGCGGTGA

BGT25_T02a4

BGT25_T02a4-pDONR221

D E G | D Cc A M S A \ Y D S M H A F \% C M P P L

2é2 2é3 2;34 2é5 2é6 2é7 2é8 2;39 ZSIJO 261 2S|)2 263 264 265 266 2S|)7 2&38 269 3(|)0 3(|)1 3(|)2 363 3(|)4 3(|)5
GGTCATTCACGACGACGAGCAGGCATCAGATCGGGAAGTCGCGAATCGGCAGTAGGACCCAGCTTTCTTG

CCAGTAAGTGCTGCTGCTCGTCCGTAGTCTAGCCCTTCAGCGCTTAGCCGTCATCCTGGGTCGAAAGAAC

BGT25_T02a4

attB2
BGT25_T02a4-pDONR221

\ | H D D E Q A S D R E \ A N R Q
T T T T T T T T T T T T T T T T T T
306 307 308 309 310 311 312 313 314 315 316 317 318 319 320 321 322 323

BamHI

TACAAAGTGGTTGATtcgaggatccggctgctaacaaagcccgaaaggaagctgagttggctgctgceccac

ATGTTTCACCAACTAagctcctaggccgacgattgtttcgggctttccttcgactcaaccgacgacggtg

attB2 -

Blpl
|
cgctgagcaataactagcataaccccttggggcctctaaacgggtcttgaggggttttttgctgaaagga

gcgactcgttattgatcgtattggggaaccccggagatttgcccagaactccccaaaaaacgactttect

T7 Terminator

ggaactatatccggatatcccgcaagaggcccggcagtaccggcataaccaagcctatgcctacagcatc

ccttgatataggcctatagggcgttctccgggccgtcatggeccgtattggttcggatacggatgtcgtag

cagggtgacggtgccgaggatgacgatgagcgcattgttagatttcatacacggtgcctgactgcgttag

gtcccactgccacggctcctactgctactcgcgtaacaatctaaagtatgtgccacggactgacgcaatc

Hindlll Clal EcoRlI

| | |
caatttaactgtgataaactaccgcattaaagcttatcgatgataagctgtcaaacatgagaa

gttaaattgacactatttgatggcgtaatttcgaatagctactattcgacagtttgtactctt

6230

6300

6370

6440

6510

6580

6643



