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tggcgaatgggacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagegtgacc

accgcttaccctgcgcgggacatcgccgcgtaattcgcgeccgcccacaccaccaatgcgegtcgcactgg

gctacacttgccagcgccctagcgecccgctcctttegetttctteccttectttctecgeccacgttcgecg

cgatgtgaacggtcgcgggatcgcgggcgaggaaagcgaaagaagggaaggaaagagcggtgcaagcggce

gctttccccgtcaagctctaaatcgggggctceccctttagggtteccgatttagtgectttacggcacctcga

cgaaaggggcagttcgagatttagcccccgagggaaatcccaaggctaaatcacgaaatgccgtggagcet

Dralll

ccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgecct

ggggttttttgaactaatcccactaccaagtgcatcacccggtagcgggactatctgccaaaaagcggga

Alol' Alol

ttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatct

aactgcaacctcaggtgcaagaaattatcacctgagaacaaggtttgaccttgttgtgagttgggataga

cggtctattcttttgatttataagggattttgccgatttcggcctattggttaaaaaatgagctgattta

gccagataagaaaactaaatattccctaaaacggctaaagccggataaccaattttttactcgactaaat

acaaaaatttaacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttttcggggaaatg

tgtttttaaattgcgcttaaaattgttttataattgcgaatgttaaatccaccgtgaaaagcccctttac

tgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataacc

e
acgcgccttggggataaacaaataaaaagatttatgtaagtttatacataggcgagtactctgttattgg

ctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttatt

gactatttacgaagttattataactttttccttctcatactcataagttgtaaaggcacagcgggaataa
[

Ap

cccttttttgcggcattttgecttecctgtttttgctcacccagaaacgctggtgaaagtaaaagatgcetg

gggaaaaaacgccgtaaaacggaaggacaaaaacgagtgggtctttgcgaccactttcattttctacgac

Ap

aagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttt

ttctagtcaacccacgtgctcacccaatgtagcttgacctagagttgtcgccattctaggaactctcaaa

Ap
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tcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgecggtattateccegt

agcggggcttcttgcaaaaggttactactcgtgaaaatttcaagacgatacaccgcgccataatagggca

Ap

Scal

attgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcac

e
taactgcggcccgttctcgttgagccagecggegtatgtgataagagtcttactgaaccaactcatgagtg

Ap

cagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgag

gtcagtgtcttttcgtagaatgcctaccgtactgtcattctcttaatacgtcacgacggtattggtactc

Ap

Pvul

tgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcac

e
actattgtgacgccggttgaatgaagactgttgctagcctcctggecttcctecgattggcgaaaaaacgtg

Ap

aacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacg

ttgtaccccctagtacattgagcggaactagcaacccttggcctcgacttacttcggtatggtttgetge

Ap

Pstl

agcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaactggcgaactacttac

e
tcgcactgtggtgctacggacgtcgttaccgttgttgcaacgcgtttgataattgaccgecttgatgaatg

Ap

tctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgegetceg

agatcgaagggccgttgttaattatctgacctacctccgcctatttcaacgtcctggtgaagacgcgagc

Ap

Bsal

gcccttccggetggetggtttattgetgataaatctggagecggtgagegtgggtectegeggtateattg
e

cgggaaggccgaccgaccaaataacgactatttagacctcggccactcgcacccagagcgccatagtaac

Ap
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Ahdl

|
cagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactat

gtcgtgaccccggtctaccattcgggagggcatagcatcaatagatgtgctgcccctcagtccgttgata

Ap

ggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaa

e
cctacttgctttatctgtctagcgactctatccacggagtgactaattcgtaaccattgacagtctggtt

>

Ap

gtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcc

caaatgagtatatatgaaatctaactaaattttgaagtaaaaattaaattttcctagatccacttctagg

tttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtaga

aaaaactattagagtactggttttagggaattgcactcaaaagcaaggtgactcgcagtctggggcatct

aaagatcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaacca

tttctagtttcctagaagaactctaggaaaaaaagacgcgcattagacgacgaacgtttgtttttttggt
Ori

ccgctaccagcggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttca

e
ggcgatggtcgccaccaaacaaacggcctagttctcgatggttgagaaaaaggcttccattgaccgaagt
Ori

gcagagcgcagataccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgt

cgtctcgcgtctatggtttatgacaggaagatcacatcggcatcaatccggtggtgaagttcttgagaca
Ori

agcaccgcctacatacctcgctctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgt

tcgtggcggatgtatggagcgagacgattaggacaatggtcaccgacgacggtcaccgctattcagcaca
Ori

cttaccgggttggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggttegt

gaatggcccaacctgagttctgctatcaatggcctattccgcgtcgccagcccgacttgccccccaagca
Ori

gcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaag

e
cgtgtgtcgggtcgaacctcgettgectggatgtggettgactctatggatgtcgcactcgatactetttc
Ori
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cgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgce

gcggtgcgaagggcttccctctttccgcectgtccataggccattcgccgtcccagecttgtcecctctcgceg
Ori

acgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgeccacctctgacttg

tgctccctcgaaggtccccctttgcggaccatagaaatatcaggacagcccaaagcggtggagactgaac
Ori

agcgtcgatttttgtgatgctcgtcaggggggcggagcctatggaaaaacgccagcaacgcggecttttt

tcgcagctaaaaacactacgagcagtccccccgcecctcggatacctttttgcggtcgttgcgccggaaaaa
Ori

>

Pcil

acggttcctggccttttgctggccttttgctcacatgttctttecctgecgttatcccctgattctgtggat

tgccaaggaccggaaaacgaccggaaaacgagtgtacaagaaaggacgcaataggggactaagacaccta

aaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcgagtcag

ttggcataatggcggaaactcactcgactatggcgagcggcgtcggcttgectggctcgegtcgetcagte

Sapl
|

tgagcgaggaagcggaagagcgcctgatgcggtattttctccttacgcatctgtgcggtatttcacaccy

actcgctccttcgccttctcgcggactacgccataaaagaggaatgcgtagacacgccataaagtgtggce

BstZ171

|
catatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactccgctatc

gtatataccacgtgagagtcatgttagacgagactacggcgtatcaattcggtcatatgtgaggcgatag

Tth111l

gctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgcgeccctgacgggettgt

e
cgatgcactgacccagtaccgacgcggggctgtgggcggttgtgggcgactgcgecgggactgecccgaaca

ctgctcccggcatccgcttacagacaagctgtgaccgtctccgggagctgcatgtgtcagaggttttcac

gacgagggccgtaggcgaatgtctgttcgacactggcagaggccctcgacgtacacagtctccaaaagtg

cgtcatcaccgaaacgcgcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagat

gcagtagtggctttgcgcgctccgtcgacgccatttcgagtagtcgcaccagcacttcgctaagtgtcta

gtctgcctgttcatccgcgtccagctcgttgagtttctccagaagcgttaatgtctggcttctgataaag

L D e B D L |
cagacggacaagtaggcgcaggtcgagcaactcaaagaggtcttcgcaattacagaccgaagactatttc
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cgggccatgttaagggcggttttttcctgtttggtcactgatgcctccgtgtaagggggatttctgttca

gcccggtacaattcccgccaaaaaaggacaaaccagtgactacggaggcacattccccctaaagacaagt

tgggggtaatgataccgatgaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccg

acccccattactatggctactttgctctctcctacgagtgctatgcccaatgactactacttgtacgggce

gttactggaacgttgtgagggtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcag

caatgaccttgcaacactcccatttgttgaccgccatacctacgccgccctggtctectttttagtgagtc

ggtcaatgccagcgcttcgttaatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgce

e
ccagttacggtcgcgaagcaattatgtctacatccacaaggtgtcccatcggtcgtcgtaggacgetacg

agatccggaacataatggtgcagggcgctgacttccgcgtttccagactttacgaaacacggaaaccgaa

tctaggccttgtattaccacgtcccgcgactgaaggcgcaaaggtctgaaatgectttgtgectttggett

Bpul0l

gaccattcatgttgttgctcaggtcgcagacgttttgcagcagcagtcgcttcacgttcgectcgegtate
e

ctggtaagtacaacaacgagtccagcgtctgcaaaacgtcgtcgtcagcgaagtgcaagcgagcgcatag

ggtgattcattctgctaaccagtaaggcaaccccgccagcctagccgggtcctcaacgacaggagcacga

ccactaagtaagacgattggtcattccgttggggcggtcggatcggcccaggagttgectgtcctegtget

FspAl

tcatgcgcacccgtggggccgccatgccggcgataatggectgecttctcgeccgaaacgtttggtggecggg

e
agtacgcgtgggcaccccggcggtacggccgctattaccggacgaagagcggctttgcaaaccaccgcecce

accagtgacgaaggcttgagcgagggcgtgcaagattccgaataccgcaagcgacaggccgatcatcgtc

tggtcactgcttccgaactcgctcccgcacgttctaaggecttatggegttecgetgtccggctagtagceag

gcgctccagcgaaagcggtcctcgeccgaaaatgacccagagcgctgccggcacctgtcctacgagttgeca

cgcgaggtcgctttcgccaggagcggecttttactgggtctcgcgacggeccgtggacaggatgctcaacgt

PshAl

|
tgataaagaagacagtcataagtgcggcgacgatagtcatgccccgcgcccaccggaaggagctgactgg

actatttcttctgtcagtattcacgccgctgctatcagtacggggcgcgggtggccttcctcgactgacc

gttgaaggctctcaagggcatcggtcgagatcccggtgcctaatgagtgagctaacttacattaattgcg

caacttccgagagttcccgtagccagctctagggccacggattactcactcgattgaatgtaattaacgce
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ttgcgctcactgcccgetttccagtcgggaaacctgtcgtgccagctgcattaatgaatcggccaacgceg

aacgcgagtgacgggcgaaaggtcagccctttggacagcacggtcgacgtaattacttagccggttgcge

Lac |

cggggagaggcggtttgcgtattgggcgccagggtggtttttcttttcaccagtgagacgggcaacagct

gcccctctccgccaaacgcataacccgcggtcccaccaaaaagaaaagtggtcactctgcccgttgtcga
Lac |

gattgcccttcaccgcctggccctgagagagttgcagcaagcggtccacgectggtttgeccccagcaggceg

L L D e e e I I B |
ctaacgggaagtggcggaccgggactctctcaacgtcgttcgccaggtgcgaccaaacggggtcgtccge

Lac |

Fpm
aaaatcctgtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtcgtatcccact

ttttaggacaaactaccaccaattgccgccctatattgtactcgacagaagccatagcagcatagggtga
Lac |

BssHII

accgagatgtccgcaccaacgcgcagcccggactcggtaatggcgcgcattgcgecccagecgecatctgat

tggctctacaggcgtggttgcgcgtcgggcctgagceccattaccgecgecgtaacgcgggtcecgecggtagacta

Lac |

cgttggcaaccagcatcgcagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccgga

gcaaccgttggtcgtagcgtcacccttgctacgggagtaagtcgtaaacgtaccaaacaacttttggcect

Lac |

catggcactccagtcgccttcccgttccgctatcggctgaatttgattgcgagtgagatatttatgcecag

gtaccgtgaggtcagcggaagggcaaggcgatagccgacttaaactaacgctcactctataaatacggtc

Lac |

PspOMI
Apal BstEll

ccagccagacgcagacgcgccgagacagaacttaatgggcccgctaacagcgcgatttgctggtgaccca

ggtcggtctgcgtctgcgecggctctgtecttgaattacccgggcgattgtcgecgectaaacgaccactgggt

Lac |

atgcgaccagatgctccacgcccagtcgcgtaccgtcttcatgggagaaaataatactgttgatgggtgt

tacgctggtctacgaggtgcgggtcagcgcatggcagaagtaccctcttttattatgacaactacccaca

Lac |

3710
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3920
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ctggtcagagacatcaagaaataacgccggaacattagtgcaggcagcttccacagcaatggcatcctgg

gaccagtctctgtagttctttattgcggccttgtaatcacgtccgtcgaaggtgtecgttaccgtaggacc

Lac |

Bcll Mlul

tcatccagcggatagttaatgatcagcccactgacgcgttgcgcgagaagattgtgcaccgeccgetttac

agtaggtcgcctatcaattactagtcgggtgactgcgcaacgcgctcttctaacacgtggcggcgaaatg

Lac |

aggcttcgacgccgcttcgttctaccatcgacaccaccacgctggcacccagttgatcggcgcgagattt

tccgaagctgcggcgaagcaagatggtagctgtggtggtgcgaccgtgggtcaactageccgcgctctaaa

Lac |

aatcgccgcgacaatttgcgacggcgcgtgcagggccagactggaggtggcaacgccaatcagcaacgac

ttagcggcgctgttaaacgctgccgcgcacgtcecccggtctgacctccaccgttgecggttagtecgttgetg

Lac |

tgtttgcccgccagttgttgtgccacgecggttgggaatgtaattcagctccgecatcgecgcecttecactt

acaaacgggcggtcaacaacacggtgcgccaacccttacattaagtcgaggcggtagcggcgaaggtgaa
Lac |

tttcccgecgttttcgcagaaacgtggctggcecctggttcaccacgcgggaaacggtctgataagagacacc

aaagggcgcaaaagcgtctttgcaccgaccggaccaagtggtgcgccctttgccagactattctctgtgg

BstAPI

|
ggcatactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctcttccggg

ccgtatgagacgctgtagcatattgcaatgaccaaagtgtaagtggtgggacttaactgagagaaggccc

cgctatcatgccataccgcgaaaggttttgcgccattcgatggtgtccgggatctcgacgctctccctta

gcgatagtacggtatggcgctttccaaaacgcggtaagctaccacaggccctagagctgcgagagggaat

EcoNI

|
tgcgactcctgcattaggaagcagcccagtagtaggttgaggccgttgagcaccgeccgccgcaaggaatg

acgctgaggacgtaatccttcgtcgggtcatcatccaactccggcaactcgtggcggcggcgttccttac

Sphl
|

gtgcatgcaaggagatggcgcccaacagtcccccggceccacggggcctgceccaccatacccacgccgaaaca

cacgtacgttcctctaccgcgggttgtcagggggccggtgccccggacggtggtatgggtgeggetttgt

4340

4410

4480

4550

4620

4690

4760

4830

4900

4970
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5 agcgctcatgagcccgaagtggcgagcccgatcttccccatcggtgatgtcggcgatataggcgecagea
SO
3 tcgcgagtactcgggecttcaccgectcgggctagaaggggtagccactacageccgectatatccgeggtegt
o
5 accgcacctgtggcgccggtgatgccggccacgatgecgtccggegtagaggatcgagatcgatctcecgate
N S N N N
3 tggcgtggacaccgcggccactacggccggtgctacgcaggeccgeatctecctagectctagctagagetag
o
Xbal
° |
5 ccgcgaaattaatacgactcactataggggaattgtgagcggataacaattcccctctagaaataatttt
SN
3 ggcgctttaattatgctgagtgatatccccttaacactcgectattgttaaggggagatctttattaaaa
o T7 Promoter Lac Operator
o
o |Barl |Barl'
5 gtttaactttaagaaggagatatacatatgagcgataaaattattcacctgactgacgacagttttgaca
o e
3 caaattgaaattcttcctctatatgtatactcgctattttaataagtggactgactgctgtcaaaactgt
o Trx Tag
o
M S D K | | H L T D D S F D

° 1 2 3 4 5 6 7 8 9 10 11 12 13 14
o Rsrll
5 cggatgtactcaaagcggacggggcgatcctcgtcgatttctgggcagagtggtgecggtccgtgcaaaat
o S R
3 gcctacatgagtttcgecctgccccgectaggagcagctaaagacccgtctcaccacgccaggcacgtttta
° Trx Tag
o

T D \ L K A D G A | L \ D F W A E W (o G P (o K M
° 1I5 1 IG 1 I7 1 I8 1 I9 2I0 2I1 2I2 2I3 2I4 2I5 2I6 2I7 2I8 2I9 3IO 3I 1 3I2 3I3 3I4 3I5 3I6 3I7 3I8
5 gatcgccccgattctggatgaaatcgectgacgaatatcagggcaaactgaccgttgcaaaactgaacatc
0 ettt ettt}
3 ctagcggggctaagacctactttagcgactgcttatagtcccgtttgactggcaacgttttgacttgtag

Trx Tag
o
o
| A P | L D E | A D E Y Q G K L T V A K L N |

o 3I9 4I0 4I1 4I2 4I3 4I4 4I5 4I6 4I7 4I8 4I9 5I0 5I1 5I2 5I3 5I4 5I5 5I6 5I7 5I8 5I9 GIO 6I1

gatcaaaaccctggcactgcgccgaaatatggcatccgtggtatcccgactctgctgctgttcaaaaacg

5

o +—+—t

3 ctagttttgggaccgtgacgcggctttataccgtaggcaccatagggctgagacgacgacaagtttttgc
° Trx Tag

5040

5110

5180

5250

5320

5390
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5 gtgaagtggcggcaaccaaagtgggtgcactgtctaaaggtcagttgaaagagttcctcgacgctaacct
o R e
3 cacttcaccgccgttggtttcacccacgtgacagatttccagtcaactttctcaaggagctgcgattgga
Trx Tag

o
o

G E \% A A T K \% G A L S K G Q L K E F L D A N L
o és 8% 83 8% 85 gb §1 52 §3 92 65 9% 57 68 95 160 161 162 163 164 165 166 167 168
o |Mscl
5 ggccggttctggttctggccatatgcaccatcatcatcatcattcttctggtctggtgccacgcggttct
o L B B L B B L T
3 ccggccaagaccaagaccggtatacgtggtagtagtagtagtaagaagaccagaccacggtgcgccaaga
o

A G S G S G H M H H H H H H S S G L \Y P R G S
° 169 140 111 1{2 1{3 1{4 1{5 1;6 1{7 1;8 1;9 150 151 152 153 154 155 156 157 158 159 150 151
Acc65

o BstBI Kpnl

Bglll |
| |

ggtatgaaagaaaccgctgctgctaaattcgaacgccagcacatggacagcccagatctgggtaccgacg

5
° e e e
3 ccatactttctttggcgacgacgatttaagcttgcggtcgtgtacctgtcgggtctagacccatggctgc
o En...e
o

G M K E T A A A K F E R Q H M D S P D L G T D
° 1152 1::}3 11;;4 1155 11;;6 11;;7 1::}8 1’!’;9 1z|10 14|11 14|12 1z|13 14|14 14|15 14|16 14|17 1z|18 14|19 1EI'>O 15|1 1%2 1E|'>3 1t|'>4

Ncol

° |

5' acgacgacaaggccatggcgatATCAACAAGTTTGTACAAAAAAGCAGGCTctgaaaacttgtactttca

o
3 tgctgctgttccggtaccgctaTAGTTGTTCAAACATGTTTTTTCGTCCGAgacttttgaacatgaaagt
[ Tevste

Enterokinase | attB1

o
—  BGTI0_TO1b2-pDONR221
(o)
D D D K A M A | s T S8 L Y K K A G S E N L Y F a
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
° 155 156 157 158 159 160 161 162 163 164 165 166 167 168 169 170 171 172 173 174 175 176 177 178

5' aggcTTCCAGCCCCTATTAGACGCTTATACAGACAGCACCCGTTTAGATGAAACCGATTATAAGCCCCCA

3 tccgAAGGTCGGGGATAATCTGCGAATATGTCTGTCGTGGGCAAATCTACTTTGGCTAATATTCGGGGGT

. B

BGT10_T01b2

BGT10_T01lb2-pDONR221

G F Q P L L D A Y T D S T R L D E T D Y K P P
T T T T T T T T T T T T T T T T T T T T
° 179 180 181 182 183 184 185 186 187 188 189 190 191 192 193 194 195 196 197 198

T T T
199 200 201

5530

5600

5670

5740

5810
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Mfel
o

5' TTAAATATAGCCCTAGCCAATTGGTGGCCTTTGGATAAAAGAGAAAGCAAAGGGTTTAGGCGTTTTATCT

0 o 5880
3 AATTTATATCGGGATCGGTTAACCACCGGAAACCTATTTTCTCTTTCGTTTCCCAAATCCGCAAAATAGA
BGT10_T01b2
o
BGT10_T01b2-pDONR221
o
L N | A L A N w w P L D K R E S K G F R R F |

o 2(|)2 2(|)3 2[|)4 2(|)5 2(|)6 2[|)7 2(|)8 2(|)9 2‘;0 2‘;1 21|2 2‘;3 21|4 21|5 2‘;6 21|7 2‘;8 2‘;9 250 22|1 252 253 22|4
° Aflll
5" TGTATTTCATCTTAAGCCAACGCTACACAATCACCCTCCACCAAAACCCTAACGAACCCTCCGATCTTGT

| | | | | | | | | | | | | | 5950

L D e B L L |

o —t
3 ACATAAAGTAGAATTCGGTTGCGATGTGTTAGTGGGAGGTGGTTTTGGGATTGCTTGGGAGGCTAGAACA

BGT10_T01b2

BGT10_T01b2-pDONR221

L Y F | L S Q R Y T | T L H Q N P N E P S D L \
I I I I I I I I I I I I I I I I I I I I I I I I
° 225 226 227 228 229 230 231 232 233 234 235 236 237 238 239 240 241 242 243 244 245 246 247 248
Agel

[e]
|
5 CTTTGGCAGTCCTATTGGATCAGCCAGAAAAATCCTATCCTATCAAAACACTAAAAGGGTGTTTTACACC

e e 6020
3 GAAACCGTCAGGATAACCTAGTCGGTCTTTTTAGGATAGGATAGTTTTGTGATTTTCCCACAAAATGTGG

BGT10_T01b2

BGT10_T01lb2-pDONR221

F G S P [ G S A R K [ L S Y Q N T K R \ F Y T

° 2;&9 2%0 2£|31 25;2 2%3 25:4 25;5 2£|36 25|>7 2%8 2£|39 2(|30 2é1 2(|32 2(|33 2E|34 2(|35 2é6 2E|37 2(|38 Zég 27|0 27|1
GGTGAAAATGAAGTCCCTAATTTCAATCTCTTTGATTACGCCATAGGCTTTGATGAATTGGACTTTAGAG

o A 6090
3 CCACTTTTACTTCAGGGATTAAAGTTAGAGAAACTAATGCGGTATCCGAAACTACTTAACCTGAAATCTC

BGT10_T01b2

BGT10_T01b2-pDONR221

G E N E \ P N F N L F D Y A | G F D E L D F R
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
° 272 273 274 275 276 277 278 279 280 281 282 283 284 285 286 287 288 289 290 291 292 293 294

Nhel
o Bsml | Bmtl

5 ATCGTTATTTGAGAATGCCTTTATATTACGCTAGCTTGCATTATAAAGCCGAGAGCGTGAATGACACCAC

A 6160
3 TAGCAATAAACTCTTACGGAAATATAATGCGATCGAACGTAATATTTCGGCTCTCGCACTTACTGTGGTG

BGT10_T01b2

BGT10_T01b2-pDONR221

D R Y L R M P L Y Y A S L H Y K A E S \ N D T T

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
° 205 296 297 298 299 300 301 302 303 304 305 306 307 308 309 310 311 312 313 314 315 316 317 318
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5

CGCGCCCTACAAACTCAAAGACAACAGCCTTTATGCTTTAAAAAAGCCCTCCCATCATTTTAAAGAAAAC

GCGCGGGATGTTTGAGTTTCTGTTGTCGGAAATACGAAATTTTTTCGGGAGGGTAGTAAAATTTCTTTTG
BGT10_T01b2

BGT10_T01b2-pDONR221

A P Y K L K D N S L Y A L K K P S H H F K E N

319 320 321 322 323 324 325 326 327 328 329 330 331 332 333 334 335 336 337 338 339 340 341
CACCCTAATTTATGCGCAGTAGTGAATGATGAGAGCGATCCTTTGAAAAGAGGGTTTGCGAGCTTTGTCG

GTGGGATTAAATACGCGTCATCACTTACTACTCTCGCTAGGAAACTTTTCTCCCAAACGCTCGAAACAGC

BGT10_T01b2

BGT10_T01b2-pDONR221

H P N L C A \% \% N D E S D P L K R G F A S F \'

342 343 344 345 346 347 348 349 350 351 352 353 354 355 356 357 358 350 360 361 362 363 364
CGAGCAACCCTAACGCTCCTATAAGGAACGCTTTCTATGACGCTTTAAATTCTATTGAGCCAGTTACTGG

GCTCGTTGGGATTGCGAGGATATTCCTTGCGAAAGATACTGCGAAATTTAAGATAACTCGGTCAATGACC

BGT10_T01b2

BGT10_T01b2-pDONR221

A S N P N A P | R N A F Y D A L N S | E P \Y T G

365 366 367 368 369 370 371 372 373 374 375 376 377 378 379 380 381 382 383 384 385 386 387 388
GGGAGGGAGCGTGAAAAACACTTTAGGCTATAACGTCAAAAACAAGAGCGAGTTTTTAAGCCAATACAAA

CCCTCCCTCGCACTTTTTGTGAAATCCGATATTGCAGTTTTTGTTCTCGCTCAAAAATTCGGTTATGTTT
BGT10_T01b2

BGT10_T01lb2-pDONR221

G G S \% K N T L G Y N \% K N K S E F L S Q Y K

3;39 3;)0 35|)1 3S|)2 3;)3 3;94 3S|)5 3&56 3;97 3;)8 3&59 4(|)0 4(|)1 4(|J2 4(|)3 4(|)4 4(;5 4(|)6 4(|)7 4(|)8 4(|)9 41|0 41|1
TTCAATCTGTGTTTTGAAAACACTCAAGGCTATGGCTATGTAACTGAAAAAATCATTGACGCTTATTTCA

AAGTTAGACACAAAACTTTTGTGAGTTCCGATACCGATACATTGACTTTTTTAGTAACTGCGAATAAAGT
BGT10_T01b2

BGT10_T01lb2-pDONR221

F N L C F E N T Q G Y G Y \% T E K | | D A Y F

T T T T T T T T T T T T T T T T T T T T T T
412 413 414 415 416 417 418 419 420 421 422 423 424 425 426 427 428 429 430 431 432 433 434

6230

6300

6370

6440

6510
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5

0w o0 ’

GCCACACCATTCCCATTTATTGGGGGAGTCCTAGCGTGGCGAAAGACTTTAACCCTAAGAGTTTTGTGAA

CGGTGTGGTAAGGGTAAATAACCCCCTCAGGATCGCACCGCTTTCTGAAATTGGGATTCTCAAAACACTT
BGT10_T01b2

BGT10_T01b2-pDONR221

S H T [ P | Y w G S P S \ A K D F N P K S F \ N

435 436 437 438 430 440 441 442 443 444 445 446 447 448 449 450 451 452 453 454 455 456 457 458
CGTTTGTGATTTTAAAAACTTTGATGAAGCGATTGATTACGTGAGATACTTGCACACGCACCCAAACGCT

GCAAACACTAAAATTTTTGAAACTACTTCGCTAACTAATGCACTCTATGAACGTGTGCGTGGGTTTGCGA

BGT10_T01b2

BGT10_T01b2-pDONR221

\% C D F K N F D E A | D Y \% R Y L H T H P N A

45|9 4€|30 46|31 4€|32 4€|33 4E|34 4€|35 4E|36 4E|37 4€|38 4E|39 47|0 4;1 47|2 47|3 4;4 47|5 4;6 4;7 47|8 4;9 4;30 4;31
TATTTAGACATGCTCTATGAAAACCCTTTAAACACCCTTGATGGGAAAGCTTACTTTTACCAAAATTTGA

ATAAATCTGTACGAGATACTTTTGGGAAATTTGTGGGAACTACCCTTTCGAATGAAAATGGTTTTAAACT

BGT10_T01b2

BGT10_T01b2-pDONR221

Y L D M L Y E N P L N T L D G K A Y F Y Q N L

4;32 4;53 4i|54 4;35 4£|56 4i|57 4;58 4£|59 460 4S|)1 4E|)2 463 4;)4 4E|)5 4E|)6 4;)7 468 4E|)9 5(I)O 5(|J1 5(|)2 5(|)3 5(|)4
GTTTTAAAAAAATCCTAGATTTTTTTAAAACGATTTTAGAAAACGACACGATCTATCACGATAACCCTTT

CAAAATTTTTTTAGGATCTAAAAAAATTTTGCTAAAATCTTTTGCTGTGCTAGATAGTGCTATTGGGAAA
BGT10_T01b2

BGT10_T01lb2-pDONR221

S F K K | L D F F K T | L E N D T | Y H D N P F

5(|)5 5(|)6 5(|)7 5(;8 5(|)9 51|O 51|1 51|2 51|3 51|4 51|5 51|6 51I7 51|8 51|9 52|0 551 52|2 52|3 52|4 52|5 556 52|7 52|8
CATTTTCTATCGCGATTTGAATGAGCCTTTAGTAGCTATTTAGGACCCAGCTTTCTTGTACAAAGTGGTT

GTAAAAGATAGCGCTAAACTTACTCGGAAATCATCGATAAATCCTGGGTCGAAAGAACATGTTTCACCAA
BGT10_T01b2

attB2
BGT10_T01lb2-pDONR221

| F Y R D L N E P L \% A |

T T T T T T T T T T T T T T
529 530 531 532 533 534 535 536 537 538 539 540 541 542

PspXI
EcolCRI Xhol
Sacl Notl Aval
BamHl  EcoRI | Sall Eag! “Bmm1m|

| | | |
GATatcggatccgaattcgagctccgtcgacaagcttgcggccgcactcgagcaccaccaccaccaccac

CTAtagcctaggcttaagctcgaggcagctgttcgaacgccggcgtgagectecgtggtggtggtggtggtg

6580

6650

6720

6790

6860

6930
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o |Bm

5 tgagatccggctgctaacaaagcccgaaaggaagctgagttggetgctgeccaccgetgagcaataactag
PN 101
3 actctaggccgacgattgtttcgggctttccttcgactcaaccgacgacggtggcgactcgttattgatc

o ——— T7 Terminator

)

5 cataaccccttggggcctctaaacgggtcttgaggggttttttgectgaaaggaggaactatatccggat

o e e 7069
3 gtattggggaaccccggagatttgcccagaactccccaaaaaacgactttccteccttgatataggecta

o T7 Terminator

o



