Tuesday, April 13, 2010 3:47 PM

Page 1 of 1

pMIR-REP-dCMV-STRBP 3" UTR 74-466 wt

\
A o i

5\\
N Al pvel
’&0 o) A
© ?\go\\ e Ndegy Nog, " 3sy
o\ N,
Do //70,///

MIR-REP-dCMV-STRBP 3' UTR 74-466
6467 bp 3

\
Peil 5ne® ©




Tuesday, April 13, 2010 3:47 PM
pMIR-REP-dCMV-STRBP 3" UTR 74-466 wt

Page 1 of 1

Absent Sites

Accl
Agel
Ahdl
Ajul
Ajul'
Alol
Alol'
Arsl
Arsl'
Avrll
BamHlI
Bglll
BsaBI
Bsml
BsrGl
BssHII
Bsu36l
BtgZI
Clal
CspCl
CspCl'
Dralll
EcoNI
Eco0109I
EcoRV
Hindlll
Hpal
Mscl
Ndel
Notl
Pacl
Pasl
Pcil
PpuMI
PspXI
Psrl
Psrl
Pstl
Rsrll
Sacll
Sall
Sbfl
Sfil
SgrAl
SnaBl
Sspl
Tth111l
Xcml
Xhol
Xmnl

0

PR RPRRPRRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPRPREPREPREPREPREPRERRERRERRERRER

Aarl,Absl,Afel,Aflll,Alel,Apal,Ascl,AsiSI,Bael,Bael',Barl,Barl',BbvCl,Blpl,BmgBI,Bpul0l,Bsgl,BstXI,BstZ171,
EcolCRI,Fsel,FspAl,MauBI,Mlul,Mrel,Nael,NgoMIV,Nrul,PfIMI,Pmel,Pmll,PshAl,PspOMI,Sacl,SanDI,SgrDI,Spel,

Srfl,Swal

5932 (6467)
6100 (6467)
4154 (6467)
1643 (6467)
1675 (6467)
2556 (6467)
2524 (6467)
1344 (6467)
1376 (6467)
6151 (6467)
2532 (6467)
862 (6467)

5316 (6467)
5229 (6467)
2033 (6467)
5584 (6467)
1911 (6467)
2782 (6467)
1160 (6467)
2746 (6467)
2711 (6467)
5475 (6467)
909 (6467)

1345 (6467)
1189 (6467)
463 (6467)

5215 (6467)
5668 (6467)
185 (6467)

407 (6467)

1205 (6467)
492 (6467)

3261 (6467)
1345 (6467)
873 (6467)

2394 (6467)
2362 (6467)
6123 (6467)
5924 (6467)
5831 (6467)
5931 (6467)
6123 (6467)
6205 (6467)
1095 (6467)
2780 (6467)
4958 (6467)
6000 (6467)
1793 (6467)
873 (6467)

4753 (6467)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

Ndel

|
TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

T
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

U T T T
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

= T T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pPMIR-REP seq fwd

Notl Hindlll Pasl

\ \ \
GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCT Taactacagcccaaattaaagtgccctggggcaa

LA I L LA EL N IR | L L L L LA |
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAAttgatgtcgggtttaatttcacgggacccegtt
SV40 Poly A Signal STRBP 3' UTR
] <

atacatatcaatcaactaagaatcagtgactgcatcaggaaccaggcagtactctgtgttacaacaaagcagtttatttgtgatcagtgtttgagactct
1 1 1 1 1 1 1

AL L LR DL AL AL AL B L DL LR B RNL R LN RN BL AL R B L DL AL R L L LR N RNL L AL LR R L RNL L R BL AL LR LR DL AL RN R BEL L LR |
tatgtatagttagttgattcttagtcactgacgtagtccttggtccgtcatgagacacaatgttgtttcgtcaaataaacactagtcacaaactctgaga
miR-34b 7mer-m8

STRBP 3' UTR

atacatccttcacaaatttaattttacataatctgatacgtctcttaaaacttaaactttgaactgctagacttttatttccctagaacagaagggctgg
] ] ]

""|""|'"'|""I""|'"'I""|""|'"'|""I""|'"'I""I""|'"'|""|""|""|""|""|
tatgtaggaagtgtttaaattaaaatgtattagactatgcagagaattttgaatttgaaacttgacgatctgaaaataaagggatcttgtcttcccgacc
STRBP 3' UTR

tataagttattttccagaaatgaggtaccgttttcacagaactggtttcttttttttttcaagttttagagaactaaatttgcatttgttaaaatcaaaa
1 1 1 1 1 1

atattcaataaaaggtctttactccatggcaaaagtgtcttgaccaaagaaaaaaaaaagttcaaaatctcttgatttaaacgtaaacaattttagtttt
miR-27a/b 7mer-1A miR-146a/b 7mer-m8

STRBP 3' UTR

PspXI
Bglll Xhol

| \
agtaggaaagatgttctttacaaataattttgatcaagtatgtgttcaaagaaagcaggaAGATCTCATCACTCGAGCAATTTGGACTTTCCGCCCTTCT
1 1 1 1 1 1 1

tcatcctttctacaagaaatgtttattaaaactagttcatacacaagtttctttcgtcctTCTAGAGTAGTGAGCTCGTTAAACCTGAAAGGCGGGAAGA

STRBP 3' UTR Luciferase
s | <
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
e } } } } } } } }

100

200

300

400
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EcoNI

TGGCCTTTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCACAAACACAACTCCTCCGCGCAACTTTTT

LR I I
ACCGGAAATACTCCTAGAGAGACTAAAAAGAACGCAGCTCAAAAGGCCATTCTGGAAAGCCATGAAGCAGGTGTTTGTGTTGAGGAGGCGCGTTGAAAAA
pMIR-REP seq rev

Luciferase

SgrAl

CGCGGTTGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAACAACAACGGCGGCGGGAAGTTCACCGGCG

T
GCGCCAACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTGTTGTTGCCGCCGCCCTTCAAGTGGCCGC

Luciferase

Clal EcoRV

TCATCGTCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCAGCGGGGGCCACCTGATATCCTTTGTATT

AGTAGCAGCCCTTCTGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGTCGCCCCCGGTGGACTATAGGAAACATAA

Luciferase

Pacl

TAATTAAAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAATGTAGCCATCCATCCTTGTCAATCAAGGC

T T T T T
ATTAATTTCTGAAGTTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTACATCGGTAGGTAGGAACAGTTAGTTCCG

Luciferase

Arsl
Eco01091
PpuMI Arsl'

GTTGGTCGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTGATTAACGCCCAGCGTTTTCCCGGTATCC

1
CAACCAGCGAAGGCCTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGACTAATTGCGGGTCGCAAAAGGGCCATAGG

Luciferase

AGATCCACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGTGTAATCAGAATAGCTGATGTAGTCTCAG

UL B T T T
TCTAGGTGTTGGAAGCGAAGTTTTTTACCTTGTTGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCACATTAGTCTTATCGACTACATCAGAGTC

Luciferase

TGAGCCCATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAAGAGGTGCGCCCCCAGAAGCAATTTCGTG

LA B L L B B L L B B L L IR L B L L LR L B |
ACTCGGGTATAGGAACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTTCTCCACGCGGGGGTCTTCGTTAAAGCAC

Luciferase

Ajul Ajul’

TAAATTAGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAACGCACTTTGAATTTTGTAATCCTGAAGG

T T T
ATTTAATCTATTTAGCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTTGCGTGAAACTTAAAACATTAGGACTTCC

Luciferase

1000

1100

1200

1300

1400

1500

1600

1700
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Xceml

GATCGTAAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGTGTAGTAAACATTCCAAAACCGTGATGGA

T T
CTAGCATTTTTGTCGAGAAGAAGTTTAGATATGTAATTCTGCTGAGCTTTAGGTGTATAGTTTATAGGCTCACATCATTTGTAAGGTTTTGGCACTACCT

Luciferase

ATGGGACAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGAATCTGACGCAGGCAGTTCTATGCGGAAG

e T T T T
TACCCTGTTGTGAATTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCTTAGACTGCGTCCGTCAAGATACGCCTTC

Luciferase

Bsu36l

GGCCACACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAAGGACTCTGGTACAAAATCGTATTCATTA

T T T
CCGGTGTGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTTCCTGAGACCATGTTTTAGCATAAGTAAT

Luciferase

BsrGl

AAACCGGGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCCATGATAATAATTTTCTGGATTATTGGTA

LR U LR LR | 1
TTTGGCCCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGGTACTATTATTAAAAGACCTAATAACCAT

Luciferase

ATTTTTTTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGTTCATACTGTTGAGCAATTCACGTTCATT

UL L T T T
AAAAAAAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACAAGTATGACAACTCGTTAAGTGCAAGTAA

Luciferase

ATAAATGTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAGAGAGTTTTCACTGCATACGACGATTCTG

T
TATTTACAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTCTCTCAAAAGTGACGTATGCTGCTAAGAC

Luciferase

Psrl’ Psrl

TGATTTGTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTACGTGATGTTCACCTCGATATGTGCATCTG

T 1 1
ACTAAACATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATGCACTACAAGTGGAGCTATACACGTAGAC

Luciferase

TAAAAGCAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCATCCTCTAGAGGATAGAATGGCGCCGGGCC

1 1
ATTTTCGTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTAGGAGATCTCCTATCTTACCGCGGCCCGG

Luciferase

Alol' BamHI Alol

TTTCTTTATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGC

1
AAAGAAATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAGGGTGGCATGTGCGGATGGCGGGTAAACG

Luc 3' seq fwd primer CMV enhancer promoter

Luciferase

1800

1900
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2200

2300
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GTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAAATC

T T
CAGTTACCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAACTGCAGTTACCCCACCTCTGAACCTTTAG

CMV enhancer promoter

SnaBl
CspClI' CspCl BtgZI

CCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGGTAATAGCGATGACTAATACgtaggttcactGATCTGGTAC

GGGCACTCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACCATTATCGCTACTGATTATGCcatccaagtgaCTAGACCATG

CMV enhancer promoter

CTTGAATTCATGCTTCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATTCCTTCTCTTCTATAGTGTCACCTAAATC

LB T T T
GAACTTAAGTACGAAGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAAGGAAGAGAAGATATCACAGTGGATTTAG
CMV e...moter

GTTGCAATTCGTAATCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCC

e LR T T LR T T T T T
CAACGTTAAGCATTAGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTTCACATTTCGG

TGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCG

T T
ACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGACGTAATTACTTAGC

GCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATC

—t it
CGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAG

ColE1 origin

Pcil

AGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAA

TCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTT
ColE1 origin

AAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTAT

TTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATA
ColE1 origin

AAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAG
1 ]

= T T
TTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTC
ColE1 origin

CGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGAC

+——+—+ T T T
GCACCGCGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGCAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTG
ColE1 origin

2700

2800

2900

3000

3100

3200

3300

3400

3500

3600
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5 CGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGA
0 e e 37000
3 GCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCT
o ColE1 origin
° S R B R B Rl A R R R TSR
o
5 GGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTAC
R R R e B B B B B B TR IR I O B B R T I B I I Mgt 616
3 CCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATG
° ColE1 origin
0 T R T B L A A S
o
5' CTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAA
© e et 3900
3 GAAGCCTTTTTCTCAACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTT
° ColE1 origin
0 R e
o
5 GGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGCATTTTGGTCATGAGATTATCAAAAAGGA
0 e et AQ00
3 CCTAGAGTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCT
° ColE1 origin
0 B L L o e L o e e e B o
o
5 TCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGA
FE e e S e e e e L et e o B e e A N KLV)
3 AGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACT
° ColE1 origin AMPr
> [
0 oL o L e ot o B
o
° Ahdl
5 GGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCC
I B I R I T B B s M V200!
3 CCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGCTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGG
° AMPr
0 B B o L A TR
o
5 AGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAA
© et 4300
3 TCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTT
[} AMPr
0 L B B B O i L i R o B o o B B R
o
5 CTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGG
F o e o B e o o e S o e e e e S K 1010}
3 GAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCC
o AMPr
° L T B L B A B R
o
5 CATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCG
F o e B ot o e S o o e e e S L1010
3 GTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGC
° AMPr
0 B L L o e L o e e e B o
o
5 GTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGC
I B I R T B s M [lolo)
3 CAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACG
° AMPr
o R R B L R B B B A R R RN S B EE
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CATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACG

T
GTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGC

AMPrF
\ ! \ ! \ ! \ ! \ ! \ ! \ ! \ ! \ ! \ !
T I T I T I T 1 T L T T T T T T T T T
Xmnl

GGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCC

e LR T T T T
CCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGG
AMPr

AGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAA

LA L T
TCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTT

AMPr
Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ] Il ]
T T T T T T T T T T T T T T T T T T T T T

Sspl

AAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATA

LA T T T T
TTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTAT
AMPr

>

CATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACA

e I I I I I
GTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCAGATTCTTTGGTAATAATAGTACTGT

TTAACCTATAAAAATAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCT

AL I AL IR LA AL IELEL LA LA IELAL AL L IR L L AL AL BEL AL B IR B | L WL L L LA |
AATTGGATATTTTTATCCGCATAGTGCTCTAACGTCACT TACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGA
SV40 Poly A
|

L B o o o o N N e R
Hpal Bsml

GCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATG

T 1 1 1 1 1
CGTTATTTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTAC

BsaBI

TGGTATGGCTGATTATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCCGCCCCGGGTGGCTTCGGTCGGAGCCATGGGGTC

T T T
ACCATACCGACTAATACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGGGGCCCACCGAAGCCAGCCTCGGTACCCCAG

Dralll

GTGCGCTCCTTTCGGTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGAC

T T
CACGCGAGGAAAGCCAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGGTCCACGCGCCAGGAAGCCCGTGGAGCTG

Puromycin resistance

4700

4800

4900

5000

5100

5200

5300

5400

5500
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o BssHII
5 GTCGGCGGTGACGGTGAAGCCGAGCCGCTCGTAGAAGGGGAGGTTGCGGGGCGCGGAGGTCTCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCC
° e e 5600
3 CAGCCGCCACTGCCACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCGCCCGTGGGGCCGCGCGCAGCCGGCGGAGE
° Puromycin resistance
0 T R L B A S
° Mscl
5 ACTCCGGGGAGCACGACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGGAACCACGCGGGCTCCTTGGGCCGGTGCG
0 e e e e e e e e e e 5700
3 TGAGGCCCCTCGTGCTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCCTTGGTGCGCCCGAGGAACCCGGCCACGL
° Puromycin resistance
0 T R L B A S
o
5 GCGCCAGGAGGCCTTCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGATCTCGGCGAACACCGCCCCCGCTTCGAC
R R R B B B B B B B B R B B B R I IR Mgt e16)
3 CGCGGTCCTCCGGAAGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGTACGCGCCCGGCTAGAGCCCCTTGTGGCGGGGGCGAAGCTG
° Puromycin resistance
0 L o B L T B o B A A A R
° Sacll
5 GCTCTCCGGCGTGGTCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCCGACGCGCGTGAGGAAGAGTTCTTGCAGC
F e B o e e o R o N (=100
3 CGAGAGGCCGCACCAGGTCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGGCTGCGCGCACTCCTTCTCAAGAACGTCG
° Puromycin resistance
0 : : RERES. : : : R Rl R R R R
Sall
o Rsrll Accl Tth111l
5 TCGGTGACCCGCTCGATGTGGCGGTCCGGGTCGACGCTGTGGCGCCTGGCGGGGTAGTCGGCGAACGCGGCGGCGAGGGTGCGTACGGCCCGGGGGACGT
R R R e R B B R B B IR O B R e S R R SRR N clolele)
3 AGCCACTGGGCGAGCTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGCCGCTCCCACGCATGCCGGGCCCCCTGCA
° Puromycin resistance
0 | L s D .- S, L ;S
° Agel
5 CGTCGCGGGTGGCGAGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGGGGCGTGGGTCAGGGGATGGTGGCGGCAC
© et G100
3 GCAGCGCCCACCGCTCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCCCCGCACCCAGTCCCCTACCACCGCCGTG
° Puromycin resistance
|
0 e I L e B L B B o e L
Sbfl
o Pstl Avrll
5 CGGTCGTGGCGGCCGACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCC
0 b e e e e e e et 6200
3 GCCAGCACCGCCGGCTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGGAGTGATGAAGACCTTATCGAGTCTCCGG
° SV40 Promoter
0 e B B o et o L T T o
o
° Sfil
5 GAGGCGGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCGGGATGGGCGGAGTTA
R R R B B B B B B B R B R B R B B R R R Bt el6)
3 CTCCGCCGGAGCCGGAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCGCCTCAATCCCCGCCCTACCCGCCTCAAT

SV40 Promoter

o
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5' GGGGCGGGACTATGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCTGGTTGCTGACTAATT

R R e R e RN R B B B e R B B Rl SRR N SRS RS e le]e
3 CCCCGCCCTGATACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGACCAACGACTGATTAA
° SV40 Promoter

s B L oL s ey 6467
CTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCA
° SV40 Promoter

o

o

5 GAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC
o Il ] Il

3
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