Friday, March 5, 2010 6:37 PM Page 1 of
TTN prom (910-2116)wt-pGL3Basic

Acc65|
Kpnl
Mlul
Nhel
o
Si
%\Q’LQN Notl  Bsgkc
S
oL P

resglivawp

\puv




Friday, March 5, 2010 6:37 PM Page 1 of 2
TTN prom (910-2116)wt-pGL3Basic

Absent Sites 0 Aatll,Absl,Aflll,Agel,Ajul,Ajul',Alel,AlflAlfl', Arsl,Arsl',Ascl,AsiSI,Avrll,Bael,Bael',Barl,Barl',BbvCl,Blpl,BmgBI,BsiWI,BsmBl,
BssHII,BstEIIl,BstXI,Bstz171,CspCl,CspCl',EcoRIl,EcoRV,Fall,Fall',FspAl,MauBl,Mrel,Ndel,Nrul,Pacl,Pmel,Pmll,PspXI,Psrl,
Psrl',Pstl,Rsrll,Sacll,SanDlI,Sbfl,SexAl,Sfil, SgrDIl,Smal,SnaBl,Spel, Srfl, Stul,Swal, Tth1111,Xhol,Xmal,Zral

Acc65I 1 2
Accl 1 3193
Afel 1 3318
Ahdl 1 4335
Alol 1 5555
Alol' 1 5523
Apal 1 1052
BamHI 1 3186
Bbel 1 1306
Bcell 1 1850
Bmtl 1 26
Bpul0l 1 489
BsaAl 1 5484
BsaBl 1 3185
Bsal 1 4396
Bsgl 1 5991
BstAPI 1 875
BstBI 1 1439
BtgZI 1 5479
Dralll 1 5487
Fsel 1 2943
Hindlll 1 1235
Hpal 1 3084
Kasl 1 1302
Kpnl 1 6
Mlul 1 16
Mscl 1 36
Narl 1 1303
Ncol 1 1268
Nhel 1 22
NmeAlll 1 4484
Notl 1 5833
Nsil 1 33
Pasl 1 1045
Pcil 1 3442
PfIMI 1 1109
Pfol 1 1377
PshAl 1 3257
PspOMI 1 1048
Pvull 1 190
Sall 1 3192
Sfol 1 1304
SgrAl 1 2698
Sphl 1 1933
Xbal 1 2924
Xcml 1 2005
Xmnl 1 4934
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Acc65lI Nhel Nsil
o Kpnl Miul Bmitl Mscl
5 GGTACCGAGCTCTTACGCGTGCTAGCAATGCATGGCCAAATTCTTCCATAACAGGGAATATTTTTATTACAGACATAAAGAAATTTAACTTAAATTAAAA
B L e B L B e e S S SN 101
3 CCATGGCTCGAGAATGCGCACGATCGTTACGTACCGGTTTAAGAAGGTATTGTCCCTTATAAAAATAATGTCTGTATTTCTTTAAATTGAATTTAATTTT
° TTN promoter
[
0 T R R R R N
o
° Pvull
5 ATTTTAGTCTCTTTTATTGATAAAAGTCTCTTTCCATTATCAACAAGACAATTTTCCTCCCTCTAAGTAGAGTTTCACAAATCTCTCAGCTGAGTCATTA
0 e 200
3 AAAATCAGAGAAAATAACTATTTTCAGAGAAAGGTAATAGTTGTTCTGTTAAAAGGAGGGAGATTCATCTCAAAGTGTTTAGAGAGTCGACTCAGTAAT
AP-198.3%

° NF-E2 96.3 %

TTN promoter
0 o B o B o L B B B
o
5 TAAAGATCTTTTGGTGTGCTCTTTTTTATTTGAAATATCTCTTGCTTGAAATTAAATTCAGTCCTAAAATAGCAACTATATCACCTCCTATCCACTTCCC
0 e 300
3 ATTTCTAGAAAACCACACGAGAAAAAATAAACTTTATAGAGAACGAACTTTAATTTAAGTCAGCGATTTTATCGTTGATATAGTGGAGGATAGGTGAAGGG
° TTN promoter
0 e
o
5 ATTAGTAACAGCAAACTCCAGAGATTAGCAGAACAGCATTCATGTGTCTGGAAAAGGAACCTTATGGATGATTTAAGCATAAGACCTGGCTACTTACTAA
0 e A00)
3 TAATCATTGTCGTTTGAGGTCTCTAATCGTCTTGTCGTAAGTACACAGACCTTTTCCTTGGAATACCTACTAAATTCGTATTCTGGACCGATGAATGATT
° TTN promoter
0 B o L e B e
o
o Bpul0l
5 GGAGCAGTACACACATATTTGTAAATATTAATGCCAGACAAAAATGAAATCTGACAAAGGTGAAATCATTGTACTGTACAGACTAACCTAAGCAGAGTTC
° e e 500
3 CCTCGTCATGTGTGTATAAACATTTATAATTACGGTCTGTTTTTACTTTAGACTGTTTCCACTTTAGTAACATGACATGTCTGATTGGATTCGTCTCAAG
° TTN promoter
0 o B o B o L B B B
o
5' CAATTTTGCCTTTCAACATTATATCTTGCAGGGTTGTATAAGCAATAAGCTCATTAgCATCAGTGTAACTGTCCCCGAAATACAAGTGGATTCTGGAGAA
R R R e e B B B B B B B B T B R N RS S 1016]
3 GTTAAAACGGAAAGTTGTAATATAGAACGTCCCAACATATTCGTTATTCGAGTAATCGTAGTCACATTGACAGGGGCTTTATGTTCACCTAAGACCTCTT

TTN promoter
o

>
0 L e o A o O e e e O
o
5 TGTAGGTAGTACAAATGAGCTCTCTTCAACGTTAAGGTTTATAGCAACTGATTCTTCAGAGAACATGAAGCCTTATGCTTGAGATAAATTTCCTCATCTG
R R R B B B B B I B R I B B I I S0 6]
3 ACATCCATCATGTTTACTCGAGAGAAGTTGCAATTCCAAATATCGTTGACTAAGAAGTCTCTTGTACTTCGGAATACGAACTCTATTTAAAGGAGTAGAC
° TTN promoter
0 o B o B o L B B B
o
5 CTGTCATGATTGACAGGTCCATTTGGTTTGTTTTATGGGGGAAGGGAACAGGACTGGGGCCTGACTCAGGGCACAGTCCTCAGGTTTGGGGCTCTTTTGT
B I S e e B L BT e ot = A 1014
3 GACAGTACTAACTGTCCAGGTAAACCAAACAAAATACCCCCTTCCCTTGTCCTGACCCCGGACTGAGTCCCGTGTCAGGAGTCCAAACCCCGAGAAAACA
AP-197%

o

TTN promoter
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BstAPI

|
ATGACTGCCCACAAGTGCTATCTACTGTCACACCTCTTTAAACCTGCATTTTCGGATTTTAACATCAGCAACCAATGCTCTTCTCTGAGCCTCAACACAG

TACTGACGGGTGTTCACGATAGATGACAGTGTGGAGAAATTTGGACGTAAAAGCCTAAAATTGTAGTCGTTGGTTACGAGAAGAGACTCGGAGTTGTGTC
TTN promoter

TTATTCTTTAAATACAGTTCTATTTCCTTGGTGAAGTCTCCTTTGAGGTACTAAATTTAGCACTGTCAATCAGAAGAACAGGTGGTATGTGACACTACCA

T+ IR T+
AATAAGAAATTTATGTCAAGATAAAGGAACCACTTCAGAGGAAACTCCATGATTTAAATCGTGACAGTTAGTCTTCTTGTCCACCATACACTGTGATGGT
MyoD 95.3%

TTN promoter

PspOMI
Pasl Apal

| |
AATAGGTCCTCTCCCATCATGCTTTCCTAAGACAGCCAATCACCCAGGGCCCTGCCTAAGGATGTGGGGCTGTCAGCAGATCTGGTGAATATAAGGGCAG

TTATCCAGGAGAGGGTAGTACGAAAGGATTCTGTCGGTTAGTGGGTCCCGGGACGGATTCCTACACCCCGACAGTCGTCTAGACCACTTATATTCCCGTC
TTN promoter

PfIMI

|
GCCAGACCCTGGCTCTTGAGCAGTCGTGCATTCCCAGCCTCGCCTCGGGTGTAGGGATTGCATAGAAAAGCAAAACTACACAGTCTTGACTGTGTAGTTT

T
CGGTCTGGGACCGAGAACTCGTCAGCACGTAAGGGTCGGAGCGGAGCCCACATCCCTAACGTATCTTTTCGTTTTGATGTGTCAGAACTGACACATCAAA

>
TTN promoter
Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ]
e } 4 } } }

Hindlll Ncol

|
TGTTTTTAGGATTAGAGGCTCACCGATTCATGTAAGCTTGGCATTCCGGTACTGTTGGTAAAGCCACCATGGAAGACGCCAAAAACATAAAGAAAGGCCC

" UL T T
ACAAAAATCCTAATCTCCGAGTGGCTAAGTACATTCGAACCGTAAGGCCATGACAACCATTTCGGTGGTACCTTCTGCGGTTTTTGTATTTCTTTCCGGG

Luciferase

TTN promoter GLprimer2 binding site

Bbel Pfol

GGCGCCATTCTATCCGCTGGAAGATGGAACCGCTGGAGAGCAACTGCATAAGGCTATGAAGAGATACGCCCTGGTTCCTGGAACAATTGCTTTTACAGAT
1 ] ] ] ] ] ] ] ] ]

T T T
CCGCGGTAAGATAGGCGACCTTCTACCTTGGCGACCTCTCGTTGACGTATTCCGATACTTCTCTATGCGGGACCAAGGACCTTGTTAACGAAAATGTCTA

Luciferase

BstBI

|
GCACATATCGAGGTGGACATCACTTACGCTGAGTACTTCGAAATGTCCGTTCGGTTGGCAGAAGCTATGAAACGATATGGGCTGAATACAAATCACAGAA

CGTGTATAGCTCCACCTGTAGTGAATGCGACTCATGAAGCTTTACAGGCAAGCCAACCGTCTTCGATACTTTGCTATACCCGACTTATGTTTAGTGTCTT

Luciferase

TCGTCGTATGCAGTGAAAACTCTCTTCAATTCTTTATGCCGGTGTTGGGCGCGTTATTTATCGGAGTTGCAGTTGCGCCCGCGAACGACATTTATAATGA

e T LB B LR LR
AGCAGCATACGTCACTTTTGAGAGAAGTTAAGAAATACGGCCACAACCCGCGCAATAAATAGCCTCAACGTCAACGCGGGCGCTTGCTGTAAATATTACT

Luciferase
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ACGTGAATTGCTCAACAGTATGGGCATTTCGCAGCCTACCGTGGTGTTCGTTTCCAAAAAGGGGTTGCAAAAAATTTTGAACGTGCAAAAAAAGCTCCCA

T T T ) UL B
TGCACTTAACGAGTTGTCATACCCGTAAAGCGTCGGATGGCACCACAAGCAAAGGTTTTTCCCCAACGTTTTTTAAAACTTGCACGTTTTTTTCGAGGGT

Luciferase

ATCATCCAAAAAATTATTATCATGGATTCTAAAACGGATTACCAGGGATTTCAGTCGATGTACACGTTCGTCACATCTCATCTACCTCCCGGTTTTAATG

R L I B L B B A B
TAGTAGGTTTTTTAATAATAGTACCTAAGATTTTGCCTAATGGTCCCTAAAGTCAGCTACATGTGCAAGCAGTGTAGAGTAGATGGAGGGCCAAAATTAC
Luciferase
.|
R R B R o B o B O
Bcll

AATACGATTTTGTGCCAGAGTCCTTCGATAGGGACAAGACAATTGCACTGATCATGAACTCCTCTGGATCTACTGGTCTGCCTAAAGGTGTCGCTCTGCC

1 1 1 I U
TTATGCTAAAACACGGTCTCAGGAAGCTATCCCTGTTCTGTTAACGTGACTAGTACTTGAGGAGACCTAGATGACCAGACGGATTTCCACAGCGAGACGG

Luciferase

Sphl

TCATAGAACTGCCTGCGTGAGATTCTCGCATGCCAGAGATCCTATTTTTGGCAATCAAATCATTCCGGATACTGCGATTTTAAGTGTTGTTCCATTCCAT

1 1 LB BRI 1 L L
AGTATCTTGACGGACGCACTCTAAGAGCGTACGGTCTCTAGGATAAAAACCGTTAGTTTAGTAAGGCCTATGACGCTAAAATTCACAACAAGGTAAGGTA

Luciferase

Xcml

CACGGTTTTGGAATGTTTACTACACTCGGATATTTGATATGTGGATTTCGAGTCGTCTTAATGTATAGATTTGAAGAAGAGCTGTTTCTGAGGAGCCTTC
1 ] ] ] ] ] ] ] ] ]

e o LI
GTGCCAAAACCTTACAAATGATGTGAGCCTATAAACTATACACCTAAAGCTCAGCAGAATTACATATCTAAACTTCTTCTCGACAAAGACTCCTCGGAAG

Luciferase

AGGATTACAAGATTCAAAGTGCGCTGCTGGTGCCAACCCTATTCTCCTTCTTCGCCAAAAGCACTCTGATTGACAAATACGATTTATCTAATTTACACGA

S SR SRS SE
TCCTAATGTTCTAAGTTTCACGCGACGACCACGGTTGGGATAAGAGGAAGAAGCGGTTTTCGTGAGACTAACTGTTTATGCTAAATAGATTAAATGTGCT

Luciferase

AATTGCTTCTGGTGGCGCTCCCCTCTCTAAGGAAGTCGGGGAAGCGGTTGCCAAGAGGTTCCATCTGCCAGGTATCAGGCAAGGATATGGGCTCACTGAG

T T
TTAACGAAGACCACCGCGAGGGGAGAGATTCCTTCAGCCCCTTCGCCAACGGTTCTCCAAGGTAGACGGTCCATAGTCCGTTCCTATACCCGAGTGACTC

Luciferase

ACTACATCAGCTATTCTGATTACACCCGAGGGGGATGATAAACCGGGCGCGGTCGGTAAAGTTGTTCCATTTTTTGAAGCGAAGGTTGTGGATCTGGATA

1 1
TGATGTAGTCGATAAGACTAATGTGGGCTCCCCCTACTATTTGGCCCGCGCCAGCCATTTCAACAAGGTAAAAAACTTCGCTTCCAACACCTAGACCTAT

Luciferase

CCGGGAAAACGCTGGGCGTTAATCAAAGAGGCGAACTGTGTGTGAGAGGTCCTATGATTATGTCCGGTTATGTAAACAATCCGGAAGCGACCAACGCCTT

U T T
GGCCCTTTTGCGACCCGCAATTAGTTTCTCCGCTTGACACACACTCTCCAGGATACTAATACAGGCCAATACATTTGTTAGGCCTTCGCTGGTTGCGGAA

Luciferase

GATTGACAAGGATGGATGGCTACATTCTGGAGACATAGCTTACTGGGACGAAGACGAACACTTCTTCATCGTTGACCGCCTGAAGTCTCTGATTAAGTAC

T T
CTAACTGTTCCTACCTACCGATGTAAGACCTCTGTATCGAATGACCCTGCTTCTGCTTGTGAAGAAGTAGCAACTGGCGGACTTCAGAGACTAATTCATG

Luciferase
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SorAl

|
AAAGGCTATCAGGTGGCTCCCGCTGAATTGGAATCCATCTTGCTCCAACACCCCAACATCTTCGACGCAGGTGTCGCAGGTCTTCCCGACGATGACGCCG

e I I I I
TTTCCGATAGTCCACCGAGGGCGACTTAACCTTAGGTAGAACGAGGTTGTGGGGTTGTAGAAGCTGCGTCCACAGCGTCCAGAAGGGCTGCTACTGCGGC

Luciferase

GTGAACTTCCCGCCGCCGTTGTTGTTTTGGAGCACGGAAAGACGATGACGGAAAAAGAGATCGTGGATTACGTCGCCAGTCAAGTAACAACCGCGAAAAA

T LR LI T R L
CACTTGAAGGGCGGCGGCAACAACAAAACCTCGTGCCTTTCTGCTACTGCCTTTTTCTCTAGCACCTAATGCAGCGGTCAGTTCATTGTTGGCGCTTTTT

Luciferase

GTTGCGCGGAGGAGTTGTGTTTGTGGACGAAGTACCGAAAGGTCTTACCGGAAAACTCGACGCAAGAAAAATCAGAGAGATCCTCATAAAGGCCAAGAAG

1
CAACGCGCCTCCTCAACACAAACACCTGCTTCATGGCTTTCCAGAATGGCCTTTTGAGCTGCGTTCTTTTTAGTCTCTCTAGGAGTATTTCCGGTTCTTC

Luciferase

Xbal Fsel

|
GGCGGAAAGATCGCCGTGTAATTCTAGAGTCGGGGCGGCCGGCCGCTTCGAGCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAA

CCGCCTTTCTAGCGGCACATTAAGATCTCAGCCCCGCCGGCCGGCGAAGCTCGTCTGTACTATTCTATGTAACTACTCAAACCTGTTTGGTGTTGATCTT
Luciferase SV40 late poly

Hpal

|
TGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCAT
1 ] ] ] ] ] ] ] ] ] ]

I I L B | I I
ACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTGTTGTTGTTAACGTA
SVA40 late poly

BsaBl Sall
BamHI ‘ Accl

|
TCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAAAATCGATAAGGATCCGTCGACCGAT

L B L L L R B L L
AGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTACACCATTTTAGCTATTCCTAGGCAGCTGGCTA
SVA40 late poly

PshAl

|
GCCCTTGAGAGCCTTCAACCCAGTCAGCTCCTTCCGGTGGGCGCGGGGCATGACTATCGTCGCCGCACTTATGACTGTCTTCTTTATCATGCAACTCGTA
1 ] ] ] ] ] ] ] ] ] ]

= T T
CGGGAACTCTCGGAAGTTGGGTCAGTCGAGGAAGGCCACCCGCGCCCCGTACTGATAGCAGCGGCGTGAATACTGACAGAAGAAATAGTACGTTGAGCAT
RVprimer4 binding site

Afel

|
GGACAGGTGCCGGCAGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTA

T
CCTGTCCACGGCCGTCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCAT

Pcil

\
ATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGT

"'"""|"":""|'"'=""|""='"'|"":""I'"'=""|""='"'I"":""|""=""|""=""|
TATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCA

2700

2800

2900
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3100

3200
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3400

3500
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TTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCC

e I I I I I
AAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAAGG

CCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGC

1 1
GGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAGTATCG

TCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTA

T T T
AGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAGGCCAT

ACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTAC

e T T T T T T T T T
TGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCACGATG

AGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGT

TCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCA

AGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTT

T T T UL R T T T
TCGAGAACTAGGCCGTTTGTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAA

TGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTT

1 U
ACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAA

AAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATC

t T T T T T
AATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAG

beta-lactamase

Ahdl Bsa

TGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGC

LA B L L B B L L B B L L IR L B L L LR L B |
ACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCG

beta-lactamase

NmeAlll

GAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCA

T
CTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGT

beta-lactamase

GTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCG
1 ] ] ] ] ] ] ] ] ]

—+——t } T T
CAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGC

beta-lactamase

3600

3700

3800

3900

4000

4100

4200

4300

4400

4500
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5 TCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTC
F e L I o B o R s o B L et e S S SR {0 0]
3 AGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAG
° beta-lactamase
0 L L L B T B B
o
5' CGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTC
R R e e B B B B B B TR I B I R T I B B I NL¢ ¢16)
3 GCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAG
° beta-lactamase
0 L L L B T B B
o
5 TGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACAT
E e B e S e e e L B T e B = NN 15 00
3 ACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTA
° beta-lactamase
o f f f f f f f f f - f f f f f f f f f
o
° Xmnl
5 AGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTC
0 e et 5000
3 TCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAG
° beta-lactamase
° T e
o
5' GTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGAC
F o S S o e e e o e e e YA 10!
3 CACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTG
° beta-lactamase
0 B L L o e L o e e e B o
o
5' ACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAG
0 e e e e e e et 5200
3 TGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACATAAATC
° beta-lactamase
>

0 O o e R a A e e B
o
5 AAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGCGCCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGC
© et 5300
3 TTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCGCGGGACATCGCCGCGTAATTCGCGCCGCCCACACCACCAATGCG
° f1 origin

[
0 o R B o B o o B o T i T T B B St EU S
o
5 GCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCT
0 e et 500
3 CGTCGCACTGGCGATGTGAACGGTCGCGGGATCGCGGGCGAGGAAAGCGAAAGAAGGGAAGGAAAGAGCGGTGCAAGCGGCCGAAAGGGGCAGTTCGAGA
° f1 origin
° T e
o

BsaAl

o BtgZI Dralll
5 AAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCACCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCC
S et 5500
3 TTTAGCCCCCGAGGGAAATCCCAAGGCTAAATCACGAAATGCCGTGGAGCTGGGGTTTTTTGAACTAATCCCACTACCAAGTGCATCACCCGGTAGCGGG
° f1 origin
0 L o B L T B o B A A A R
o
° Alol' Alol
5 TGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTCCACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATT
F e B S e B L B e e e 0L
3 ACTATCTGCCAAAAAGCGGGAAACTGCAACCTCAGGTGCAAGAAATTATCACCTGAGAACAAGGTTTGACCTTGTTGTGAGTTGGGATAGAGCCAGATAA
° f1 origin
o 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
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5 CTTTTGATTTATAAGGGATTTTGCCGATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCT

o ' | ' | ' | ' | ' | ' | ' | ' | ' | ' |
LI B B B L L B B | Tt LI S e L e e |

' I R R I
3 GAAAACTAAATATTCCCTAAAACGGCTAAAGCCGGATAACCAATTTTTTACTCGACTAAATTGTTTTTAAATTGCGCTTAAAATTGTTTTATAATTGCGA
° f1 origin

o

o

5 TACAATTTGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTATTACGCCAGCCCAAGCTACCATGATAAGTA
o ———++ :::: ] ] ]

3 ATGTTAAACGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATAATGCGGTCGGGTTCGATGGTACTATTCAT

° f1 origin
o e
° Notl

AGTAATATTAAGGTACGGGAGGTACTTGGAGCGGCCGCAATAAAATATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGATAGTACT

5
° | Lt N | | | | | | Lt Lt N | | |
3

=t T T | T T
TCATTATAATTCCATGCCCTCCATGAACCTCGCCGGCGTTATTTTATAGAAATAAAAGTAATGTAGACACACAACCAAAAAACACACTTAGCTATCATGA
Synthetic poly

° [

F e L o L e L ol B
o

° Bsgl

5' AACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGATA

o 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1
+—+—tr+++++++++1++++t+++++r++++r+++tr++— T+ttt

LR T T T =
3 TTGTATGCGAGAGGTAGTTTTGTTTTGCTTTGTTTTGTTTGATCGTTTTATCCGACAGGGGTCACGTTCACGTCCACGGTCTTGTAAAGAGATAGCTAT
Synthetic poly

RVprimer3 binding site
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