Friday, March 5, 2010 6:24 PM

Page 1 of 1
DOCK10 prom (1056-2100) AP-1 mut-pGL3Basic
Acc65]
Kpnl
Miul
Nhel
) Bmti
%\?}‘a\\\ . Noﬂ B5g1
ﬁp&& ’ Aty Mocy
/OC?S/ @Q/y

lHvawN
yesd I9sy

\PUv

A,
.
" Arey sorP
pe,. ICClHpal  Fse
Sha Xbal
Sall
Bamp

Bsap



Friday, March 5, 2010 6:25 PM Page 1 of 2
DOCK10 prom (1056-2100) AP-1 mut-pGL3Basic

Absent Sites 0 Aatll,Absl,Agel,Ajul,Ajul',Alel,Alfl,Alfl', Apal,Ascl,AsiS|,Avrll,Bael,Bael',BbvCl,Blpl,BmgBI,BsiWI,BsmBI,BssHIl,BstAPI,BstEll,
BstXI,Bstz171,Bsu36l,CspCl,CspCl',EcoRIl,EcoRV,FspAl,MauBI,Mrel,Ndel,Nrul,Nsil,Pacl,PflMI,Pmel,PmIl,PspOMI,PspXlI,
Psrl,Psrl',Pstl,Pvull,Rsrll,Sacll,SanDlI,Sbfl,SexAl,Sfil,SgrDI,Smal,SnaBl,Spel, Srfl,Stul,Swal, Tth111l,Xmal,Zral

Acc65I 1 2
Accl 1 3048
Afel 1 3173
Aflll 1 294
Ahdl 1 4190
Alol 1 5410
Alol' 1 5378
AlwNI 1 3713
Asel 1 4362
BamHI 1 3041
Barl 1 543
Barl' 1 575
Bbel 1 1161
Bcll 1 1705
Balll 1 1073
Bmitl 1 26
BpulOl 1 704
BsaBlI 1 3040
Bsal 1 4251
Bsgl 1 5846
BstBI 1 1294
BtgZI 1 5334
Dralll 1 5342
Fsel 1 2798
Hpal 1 2939
Kasl 1 1157
Kpnl 1 6
Mlul 1 16
Mscl 1 409
Narl 1 1158
Ncol 1 1123
Nhel 1 22
NmeAlll 1 4339
Notl 1 5688
Pasl 1 460
Pcil 1 3297
Pfol 1 1232
PpuMI 1 2304
PshAl 1 3112
Sall 1 3047
Sfol 1 1159
SgrAl 1 2553
Styl 1 1123
Xbal 1 2779
Xcml 1 1860
Xhol 1 989
Xmnl 1 4789
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Acc65lI Nhel
o Kpnl Miul Bmitl
| \
5 GGTACCGAGCTCTTACGCGTGCTAGCTCAAATCCCACCATGACAAGTTAGGTGCCAATGTGCTACAAAGTTTAAAGAAACAGTTACAGATCCAAAAGCTA
B L e B L B e e S S SN 101
3 CCATGGCTCGAGAATGCGCACGATCGAGTTTAGGGTGGTACTGTTCAATCCACGGTTACACGATGTTTCAAATTTCTTTGTCAATGTCTAGGTTTTCGAT
° DOCK10 promoter
I ——
0 e
o
5 ATGTGCCTCTACATTAAGCCATTCCTTCTCTTTCCTGCCTTCACTCTCAATTACGGTGAAATCCGAATTGTGAAAATTATGAAGAAATGTCCTTCCACGA
0 e 200
3 TACACGGAGATGTAATTCGGTAAGGAAGAGAAAGGACGGAAGTGAGAGTTAATGCCACTTTAGGCTTAACACTTTTAATACTTCTTTACAGGAAGGTGCT
° DOCK10 promoter
.|
B o e A e B L R e
o
° Aflll
5' GGCAAACCCAATTCATAAGTGAAATATTATAATTCAGTAATAAGCATTTTATATTTGAACTTTATGTATGTGCATAAATTGATACTGATATTCTTAAGAG
° e e e e 300
3 CCGTTTGGGTTAAGTATTCACTTTATAATATTAAGTCATTATTCGTAAAATATAAACTTGAAATACATACACGTATTTAACTATGACTATAAGAATTCTC
° DOCK10 promoter
|
T, S S A .- A S -, B - s -
o
5' ATGAAGAAATACCGAAAACTAGCCATTATGTGCCCTCAGTGGTGCATGCCAAAACCAATTTTTTGAGGAAAAAAAATAAGTATGCAGCATTTGTTATCTT
L e o o o o o T o o o o L B B e o o e o o B T e o e o o = = = S [0]0]
3 TACTTCTTTATGGCTTTTGATCGGTAATACACGGGAGTCACCACGTACGGTTTTGGTTAAAAAACTCCTTTTTTTTATTCATACGTCGTAAACAATAGAA
CP2 93.8%
° DOCK10 promoter
|
>
° f f f f f f f f f f - f f f f f f f f f
o
° ‘Mscl Pasl
5 ACTGATGGCCAATGTTCATGAACGCCTTGATAGTGTGTCTAAGCATGGGATCATAGACCCTGGGCTTGTGGGGAGCTCACGTACTGGCACCTGGAAGGCA
° e e e 500
3 TGACTACCGGTTACAAGTACTTGCGGAACTATCACACAGATTCGTACCCTAGTATCTGGGACCCGAACACCCCTCGAGTGCATGACCGTGGACCTTCCGT
GATA-192.2% MZF1...rved
[ MOUSE HOMOLOGY
° DOCK10 promoter
|
>
° : : : : : : : : e B : : : : : : ' : :
o
° ‘Barl ‘Barl'
5 CTGGCTTCCCCACTTGGCTATTTGAGTGGGTGCTCTACCCTTTCAGGATGAAGAATTGCTACCATGCCACCTGTTACCAGTGGAGGAAGGAGAAGGGGAA
F e S Lt L e e e S e e w e o 1010
3 GACCGAAGGGGTGAACCGATAAACTCACCCACGAGATGGGAAAGTCCTACTTCTTAACGATGGTACGGTGGACAATGGTCACCTCCTTCCTCTTCCCCTT
MOUSE HOMOLOGY
MZF1...rved
° <=
MZF...ved
<=
DOCK10 promoter
|
T, S S A .- A S -, B - s -
o
5 TGTGTCCTAAGTAGGTGGGTCAAAGCCCTCCATGTTTCCTTGAACGTGCTAAATGGCTCTCTGGCTCTTTCTCTTGATTTCTACAAAGAGTTTCAAGGAG
B I e S L e B T e et = S (010
3 ACACAGGATTCATCCACCCAGTTTCGGGAGGTACAAAGGAACTTGCACGATTTACCGAGAGACCGAGAAAGAGAACTAAAGATGTTTCTCAAAGTTCCTC
MOUSE HOMOLOGY
o

DOCK10 promoter
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AGCTTAGGTGAGCAAGGCCCTACTTCTGCAAAGCCCTAAATAGGAACAGGTGTGTACTGCTCTTATCATTGGGCCTGCATTTATCTCATGGCAAAATCTG

T T " T
TCGAATCCACTCGTTCCGGGATGAAGACGTTTCGGGATTTATCCTTGTCCACACATGACGAGAATAGTAACCCGGACGTAAATAGAGTACCGTTTTAGAC

MOUSE HOMOLOGY |
deltaE ...nserved

DOCK10 promoter

GCATGQGCAGATAATTTAGAGACATAAGTTATTCACATGACATAGTTTTTGAAGCTTCATTTTTCAAAGTATTTAACTTTATTCACTTTTTGGATTTTCT

I I HELELELE B LR I LR B R
CGTACCCGTCTATTAAATCTCTGTATTCAATAAGTGTACTGTATCAAAAACTTCGAAGTAAAAAGTTTCATAAATTGAAATAAGTGAAAAACCTAAAAGA
DOCK10 promoter

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
T T T T T T T T T T T T T T T T T T T T T
Xhol

|
TCAGTTCGTGTTCAAGACCAGGGCATGCAAGGAGAGGACTGTACATGAGGAACTGGCTAAAAATGTGACTGGTCTTTTGAAATCAAACtcgagAACAACA

AGTCAAGCACAAGTTCTGGTCCCGTACGTTCCTCTCCTGACATGTACTCCTTGACCGATTTTTACACTGACCAGAAAACTTTAGTTTgagCctcTTIGTTGT

[ MOUSE HOMOLOGY
AP-1 ...erved
DOCK10 promoter
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T T T T T T T T T T LI T T T T T LA L B | T

Balll

|
GTAAAGCATGTCCTAAAGGTAAGAATTTAAAGATGGTCCTTTAACTGTGAGTACTAGGCATGGGTCACGCTAGATCTGCGATCTAAGTAAGCTTGGCATT

T T T T T T
CATTTCGTACAGGATTTCCATTCTTAAATTTCTACCAGGAAATTGACACTCATGATCCGTACCCAGTGCGATCTAGACGCTAGATTCATTCGAACCGTAA
MOUSE HOMOLOGY |

DOCK10 promoter

Kasl
Narl
Styl Sfol
Ncol Bbel

\
CCGGTACTGTTGGTAAAGCCACCATGGAAGACGCCAAAAACATAAAGAAAGGCCCGGCGCCATTCTATCCGCTGGAAGATGGAACCGCTGGAGAGCAACT

R R e B R B R R R B R N N S RRRSE
GGCCATGACAACCATTTCGGTGGTACCTTCTGCGGTTTTTGTATTTCTTTCCGGGCCGCGGTAAGATAGGCGACCTTCTACCTTGGCGACCTCTCGTTGA
Luciferase

GLprimer2 binding site

e
Pfol BstBI

GCATAAGGCTATGAAGAGATACGCCCTGGTTCCTGGAACAATTGCTTTTACAGATGCACATATCGAGGTGGACATCACTTACGCTGAGTACTTCGAAATG

e T T T
CGTATTCCGATACTTCTCTATGCGGGACCAAGGACCTTGTTAACGAAAATGTCTACGTGTATAGCTCCACCTGTAGTGAATGCGACTCATGAAGCTTTAC

Luciferase

TCCGTTCGGTTGGCAGAAGCTATGAAACGATATGGGCTGAATACAAATCACAGAATCGTCGTATGCAGTGAAAACTCTCTTCAATTCTTTATGCCGGTGT
1 ] ] ] ] ] ] ] ] ]

U 1
AGGCAAGCCAACCGTCTTCGATACTTTGCTATACCCGACTTATGTTTAGTGTCTTAGCAGCATACGTCACTTTTGAGAGAAGTTAAGAAATACGGCCACA

Luciferase

800

900

1000

1100

1200

1300

1400
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5 TGGGCGCGTTATTTATCGGAGTTGCAGTTGCGCCCGCGAACGACATTTATAATGAACGTGAATTGCTCAACAGTATGGGCATTTCGCAGCCTACCGTGGT

E I o S o o L L o o e ot  naa = S NGt 0]

3 ACCCGCGCAATAAATAGCCTCAACGTCAACGCGGGCGCTTGCTGTAAATATTACTTGCACTTAACGAGTTGTCATACCCGTAAAGCGTCGGATGGCACCA

o Luciferase
.|

R  -_- . s, ., - .- A .-._._  ..-,-S Y . i L.

o

5' GTTCGTTTCCAAAAAGGGGTTGCAAAAAATTTTGAACGTGCAAAAAAAGCTCCCAATCATCCAAAAAATTATTATCATGGATTCTAAAACGGATTACCAG

o e 1600

3 CAAGCAAAGGTTTTTCCCCAACGTTTTTTAAAACTTGCACGTTTTTTTCGAGGGTTAGTAGGTTTTTTAATAATAGTACCTAAGATTTTGCCTAATGGTC

° Luciferase
.|

R  -_- . s, ., - .- A .-._._  ..-,-S Y . i L.

o

5 GGATTTCAGTCGATGTACACGTTCGTCACATCTCATCTACCTCCCGGTTTTAATGAATACGATTTTGTGCCAGAGTCCTTCGATAGGGACAAGACAATTG

© e et 1700

3 CCTAAAGTCAGCTACATGTGCAAGCAGTGTAGAGTAGATGGAGGGCCAAAATTACTTATGCTAAAACACGGTCTCAGGAAGCTATCCCTGTTCTGTTAAC

° Luciferase
.|

e o e e B Lttt e L L e e B S

o

° Bcll

5 CACTGATCATGAACTCCTCTGGATCTACTGGTCTGCCTAAAGGTGTCGCTCTGCCTCATAGAACTGCCTGCGTGAGATTCTCGCATGCCAGAGATCCTAT

0 e et 1600

3 GTGACTAGTACTTGAGGAGACCTAGATGACCAGACGGATTTCCACAGCGAGACGGAGTATCTTGACGGACGCACTCTAAGAGCGTACGGTCTCTAGGATA

° Luciferase
.|

R R R I R T R

o

o Xceml

5' TTTTGGCAATCAAATCATTCCGGATACTGCGATTTTAAGTGTTGTTCCATTCCATCACGGTTTTGGAATGTTTACTACACTCGGATATTTGATATGTGGA

O e et G000

3 AAAACCGTTAGTTTAGTAAGGCCTATGACGCTAAAATTCACAACAAGGTAAGGTAGTGCCAAAACCTTACAAATGATGTGAGCCTATAAACTATACACCT

° Luciferase
.|

F e B e L B e B o e B .

o

5 TTTCGAGTCGTCTTAATGTATAGATTTGAAGAAGAGCTGTTTCTGAGGAGCCTTCAGGATTACAAGATTCAAAGTGCGCTGCTGGTGCCAACCCTATTCT

0 e 2000

¥ AAAGCTCAGCAGAATTACATATCTAAACTTCTTCTCGACAAAGACTCCTCGGAAGTCCTAATGTTCTAAGTTTCACGCGACGACCACGGTTGGGATAAGA

o Luciferase
.|

R  -_- . s, ., - .- A .-._._  ..-,-S Y . i L.

o

5 CCTTCTTCGCCAAAAGCACTCTGATTGACAAATACGATTTATCTAATTTACACGAAATTGCTTCTGGTGGCGCTCCCCTCTCTAAGGAAGTCGGGGAAGC

° R e L B 1 e 2100

3 GGAAGAAGCGGTTTTCGTGAGACTAACTGTTTATGCTAAATAGATTAAATGTGCTTTAACGAAGACCACCGCGAGGGGAGAGATTCCTTCAGCCCCTTCG

° Luciferase
.|

T, L s - . ., A A S, - I L

o

5 GGTTGCCAAGAGGTTCCATCTGCCAGGTATCAGGCAAGGATATGGGCTCACTGAGACTACATCAGCTATTCTGATTACACCCGAGGGGGATGATAAACCG

© e et 2200

3 CCAACGGTTCTCCAAGGTAGACGGTCCATAGTCCGTTCCTATACCCGAGTGACTCTGATGTAGTCGATAAGACTAATGTGGGCTCCCCCTACTATTTGGC

° Luciferase
.|

o e B L T L

o

5 GGCGCGGTCGGTAAAGTTGTTCCATTTTTTGAAGCGAAGGTTGTGGATCTGGATACCGGGAAAACGCTGGGCGTTAATCAAAGAGGCGAACTGTGTGTGA

F e B e L e L e S e e e s L 010!

3 CCGCGCCAGCCATTTCAACAAGGTAAAAAACTTCGCTTCCAACACCTAGACCTATGGCCCTTTTGCGACCCGCAATTAGTTTCTCCGCTTGACACACACT

° Luciferase
.|

° T B e e B e o L B s o e

o

° PpuMI

5 GAGGTCCTATGATTATGTCCGGTTATGTAAACAATCCGGAAGCGACCAACGCCTTGATTGACAAGGATGGATGGCTACATTCTGGAGACATAGCTTACTG

F I o B e o e B e L e o T B e o S0

3 CTCCAGGATACTAATACAGGCCAATACATTTGTTAGGCCTTCGCTGGTTGCGGAACTAACTGTTCCTACCTACCGATGTAAGACCTCTGTATCGAATGAC

o Luciferase
.|

o ""|'"'I""|""I'"'|""I""|'"'I""ull"I'"'|""I""|""I""|""I""|""I""|""I
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GGACGAAGACGAACACTTCTTCATCGTTGACCGCCTGAAGTCTCTGATTAAGTACAAAGGCTATCAGGTGGCTCCCGCTGAATTGGAATCCATCTTGCTC

CCTGCTTCTGCTTGTGAAGAAGTAGCAACTGGCGGACTTCAGAGACTAATTCATGTTTCCGATAGTCCACCGAGGGCGACTTAACCTTAGGTAGAACGAG

Luciferase

SgrAl

\
CAACACCCCAACATCTTCGACGCAGGTGTCGCAGGTCTTCCCGACGATGACGCCGGTGAACTTCCCGCCGCCGTTGTTGTTTTGGAGCACGGAAAGACGA

"'"""I'""""I""|'"'I"'"""I'""""I""|'"'I"'"""I'""""I""=""I""=""I
GTTGTGGGGTTGTAGAAGCTGCGTCCACAGCGTCCAGAAGGGCTGCTACTGCGGCCACTTGAAGGGCGGCGGCAACAACAAAACCTCGTGCCTTTCTGCT

Luciferase

TGACGGAAAAAGAGATCGTGGATTACGTCGCCAGTCAAGTAACAACCGCGAAAAAGTTGCGCGGAGGAGTTGTGTTTGTGGACGAAGTACCGAAAGGTCT

1 LB B |
ACTGCCTTTTTCTCTAGCACCTAATGCAGCGGTCAGTTCATTGTTGGCGCTTTTTCAACGCGCCTCCTCAACACAAACACCTGCTTCATGGCTTTCCAGA

Luciferase

Xbal Fsel

| |
TACCGGAAAACTCGACGCAAGAAAAATCAGAGAGATCCTCATAAAGGCCAAGAAGGGCGGAAAGATCGCCGTGTAATTCTAGAGTCGGGGCGGCCGGCCG

1 1
ATGGCCTTTTGAGCTGCGTTCTTTTTAGTCTCTCTAGGAGTATTTCCGGTTCTTCCCGCCTTTCTAGCGGCACATTAAGATCTCAGCCCCGCCGGCCGGC

Luciferase
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
e

CTTCGAGCAGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTG

GAAGCTCGTCTGTACTATTCTATGTAACTACTCAAACCTGTTTGGTGTTGATCTTACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAAC
SV40 late poly

Hpal

|
CTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTA

T T LR B T
GAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAAT
SVA40 late poly

BsaBl Sall
BamHI ‘ Accl

|
AAGCAAGTAAAACCTCTACAAATGTGGTAAAATCGATAAGGATCCGTCGACCGATGCCCTTGAGAGCCTTCAACCCAGTCAGCTCCTTCCGGTGGGCGCG
1 ] ] ] ] ] ] ] ] ] ]

e L e L
TTCGTTCATTTTGGAGATGTTTACACCATTTTAGCTATTCCTAGGCAGCTGGCTACGGGAACTCTCGGAAGTTGGGTCAGTCGAGGAAGGCCACCCGCGC
SV40 late poly R...e

PshAl Afel

| |
GGGCATGACTATCGTCGCCGCACTTATGACTGTCTTCTTTATCATGCAACTCGTAGGACAGGTGCCGGCAGCGCTCTTCCGCTTCCTCGCTCACTGACTC

UL T T
CCCGTACTGATAGCAGCGGCGTGAATACTGACAGAAGAAATAGTACGTTGAGCATCCTGTCCACGGCCGTCGCGAGAAGGCGAAGGAGCGAGTGACTGAG
RVprimer4 binding site

Pcil
\
GCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATG

Tt T T T T T T T
CGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTAC

2500

2600

2700

2800

2900

3000

3100

3200

3300
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TGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGAC

e I I I I I I I
ACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTG

GCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCT

1
CGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGA

TACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAG

T T T
ATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTC

CTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCAC

e LR T T T T T T T T
GACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTG

AlwNI

TGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAAC

T
ACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTG

AGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTT

T T T T T T
TCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCATCGAGAACTAGGCCGTTTGTTTGGTGGCGACCATCGCCACCAAAA

TTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCAC

LA T LI |
AAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTG

GTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTA

T T T T L L i B L I | } }
CAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCAT
] Il ] ] ] ] ] ]

Ahdl

AACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAG

——+ T T T
TTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATC

beta-lactamase

Bsal

ATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGC

TATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCG

beta-lactamase

1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T 1 1 1 1 1 1 1 1 T T T T 1 1 T T } T
NmeAlll Asel

CAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGT
1 ] ] ] ] ] ] ] ] ] ]

AL B LN BEL LR DL L L L N DL L BN DL L DL L AL BN R DL B I LR IR IR I L L |
GTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCA

beta-lactamase

3400

3500

3600

3700

3800

3900

4000

4100

4200

4300

4400
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5 TAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGG
F L I o B e o R s o B L et e S S SR T ]
3 ATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCC
° beta-lactamase
0 L L L B T B B
o
5 CGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGG
R R R R B B B B B B IR O O B I B R B Le1e16)
3 GCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACC
° beta-lactamase
0 L L L B T B B
o
5 TTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTAT
© e et 4700
3 AATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACG GACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATA
° beta-lactamase
o f f f f f f f f f f — f f f f f f f f f
o
° Xmnl
5 GCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGG
0 e et AGO0
3 CGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCC
° beta-lactamase
° T e
o
5 CGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTT
0 e e et AG00)
3 GCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAA
° beta-lactamase
0 B L L o e L o e e e B o
o
5' CTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTG
0 e e e e e et 5000
3 GACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAAC
° beta-lactamase
>

0 B T B e
o
5 AAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTG
F e B o I B B e B e et S S A 100
3 TTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCAC
0 B R R R e R R R R S
o
5 CCACCTGACGCGCCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTT
F o S o T e e o e e e S YA 0!
3 GGTGGACTGCGCGGGACATCGCCGCGTAATTCGCGCCGCCCACACCACCAATGCGCGTCGCACTGGCGATGTGAACGGTCGCGGGATCGCGGGCGAGGAA
° f1 origin

[
0 B L L o e L o e e e B o
o
5 TCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCA
E I o B o o L B e o e ot  naa e = ST 0]
3 AGCGAAAGAAGGGAAGGAAAGAGCGGTGCAAGCGGCCGAAAGGGGCAGTTCGAGATTTAGCCCCCGAGGGAAATCCCAAGGCTAAATCACGAAATGCCGT
o f1 origin
0 L B B e L A B R
o
° BtgZI Dralll Alol'
5 CCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTCCACGTTCTTT
R R B B B B B B B IR I O B B B R R I aLAele)
3 GGAGCTGGGGTTTTTTGAACTAATCCCACTACCAAGTGCATCACCCGGTAGCGGGACTATCTGCCAAAAAGCGGGAAACTGCAACCTCAGGTGCAAGAAA
° f1 origin
o 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
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o

W o u

W o o o o

o

@ o «

o

W o U o o

Alol

AATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAGGGATTTTGCCGATTTCGGCCTATTGGTTAA

HLAL L B LI B B BN B | HELEL L B LA B | L L L L B L L BN B | UL | UL |
TTATCACCTGAGAACAAGGTTTGACCTTGTTGTGAGTTGGGATAGAGCCAGATAAGAAAACTAAATATTCCCTAAAACGGCTAAAGCCGGATAACCAATT
f1 origin

1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

AAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCTTACAATTTGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGG

T+ L T T T T
TTTTACTCGACTAAATTGTTTTTAAATTGCGCTTAAAATTGTTTTATAATTGCGAATGTTAAACGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCC
f1 origin

e
Notl

GCGATCGGTGCGGGCCTCTTCGCTATTACGCCAGCCCAAGCTACCATGATAAGTAAGTAATATTAAGGTACGGGAGGTACTTGGAGCGGCCGCAATAAAA

R e I R R B R R N N N S RRRSE
CGCTAGCCACGCCCGGAGAAGCGATAATGCGGTCGGGTTCGATGGTACTATTCATTCATTATAATTCCATGCCCTCCATGAACCTCGCCGGCGTTATTTT
Synt...oly
| —

TATCTTTATTTTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGATAGTACTAACATACGCTCTCCATCAAAACAAAACGAAACAAAACAAACTAGC

L T T T 1 T
ATAGAAATAAAAGTAATGTAGACACACAACCAAAAAACACACTTAGCTATCATGATTGTATGCGAGAGGTAGTTTTGTTTTGCTTTGTTTTGTTTGATCG
Synthetic poly

RV...te

Bsgl

AAAATAGGCTGTCCCCAGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGATA
1 ] ] ]

TTTTATCCGACAGGGGTCACGTTCACGTCCACGGTCTTGTAAAGAGATAGCTAT
Synthetic poly

RVprimer3 binding site

5500

5600

5700

5800

5854
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