Tuesday, March 9, 2010 12:15 AM Page 1 of 1
pMIR-REP-dCMV-d50bp

PMIR-REP-dCMV-d50bp
6050 bp

pcil



Tuesday, March 9, 2010 12:15 AM Page 1 of 2
pMIR-REP-dCMV-d50bp

Absent Sites 0 Aarl,Absl,Afel,Aflll,Alel,Apal,AsiSI|,Bael,Bael',Barl,Barl',BbvCl,Bcll,Blpl,BmgBI,Bpul0l,Bsgl,BstXI,BstZ171,BtgZl,Fall,Fall’,
Fsel,FspAl,MauBI,Mrel,Nael,NgoMIV,Nrul,Pasl,PflMI,Pmel,Pmll,PshAl,PspOMI,SanDI,SgrDl,SnaBl,Spel,Srfl,Swal

Acc65I 1 2380 (6050)
Accl 1 5515 (6050)
Agel 1 5683 (6050)
Ahdl 1 3737 (6050)
Ajul 1 1270 (6050)
Ajul’ 1 1302 (6050)
Alol 1 2183 (6050)
Alol' 1 2151 (6050)
AlwNI 1 3260 (6050)
Arsl 1 971 (6050)
Arsl’ 1 1003 (6050)
Ascl 1 470 (6050)
Avrll 1 5734 (6050)
BamHI 1 2159 (6050)
Bglll 1 489 (6050)
BsaAl 1 2000 (6050)
BsaBI 1 4899 (6050)
Bsml 1 4812 (6050)
BsrGl 1 1660 (6050)
Bsu36l 1 1538 (6050)
Clal 1 787 (6050)
CspCl 1 2373 (6050)
CspCl' 1 2338 (6050)
Dralll 1 5058 (6050)
EcoICRI 1 479 (6050)
EcoNI 1 536 (6050)
Eco0109I 1 972 (6050)
EcoRV 1 816 (6050)
Hindlll 1 463 (6050)
Hpal 1 4798 (6050)
Kpnl 1 2384 (6050)
Miul 1 483 (6050)
Mscl 1 5251 (6050)
Ndel 1 185 (6050)
Notl 1 407 (6050)
Pacl 1 832 (6050)
Pcil 1 2844 (6050)
PpuMlI 1 972 (6050)
PspXI 1 500 (6050)
Psrl 1 2021 (6050)
Psrl’ 1 1989 (6050)
Pstl 1 5706 (6050)
Rsrll 1 5507 (6050)
Sacl 1 481 (6050)
Sacll 1 5414 (6050)
Sall 1 5514 (6050)
Shbfl 1 5706 (6050)
Scal 1 4217 (6050)
Sfil 1 5788 (6050)
SgrAl 1 722 (6050)
Sspl 1 4541 (6050)
Tth111l 1 5583 (6050)
Xcml 1 1420 (6050)
Xhol 1 500 (6050)
Xmnl 1 4336 (6050)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

Ndel

TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

T
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

T T T
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

T T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pPMIR-REP seq fwd

EcolCRI

100

200

300

400

Sacl PspXI
Notl Hindlll Ascl Miul Bglll Xhol

GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCTTGGCGCGCCGAGCTCACGCGTAGATCTCATCACT

LR T T
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAACCGCGCGGCTCGAGTGCGCATCTAGAGTAGTGA
SV40 Poly A Signal

Polylinker

EcoNI

CGAGCAATTTGGACTTTCCGCCCTTCTTGGCCTTTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCAC
1 ] ] 1 ] 1 ]

GCTCGTTAAACCTGAAAGGCGGGAAGAACCGGAAATACTCCTAGAGAGACTAAAAAGAACGCAGCTCAAAAGGCCATTCTGGAAAGCCATGAAGCAGGTG
pMIR-REP seq rev

Luciferase

AAACACAACTCCTCCGCGCAACTTTTTCGCGGTTGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAACA

T UL B T
TTTGTGTTGAGGAGGCGCGTTGAAAAAGCGCCAACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTGT
pM...v

Luciferase

SgrAl Clal

ACAACGGCGGCGGGAAGTTCACCGGCGTCATCGTCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCAG

1 1 1
TGTTGCCGCCGCCCTTCAAGTGGCCGCAGTAGCAGCCCTTCTGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGTC

Luciferase

EcoRV Pacl

CGGGGGCCACCTGATATCCTTTGTATTTAATTAAAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAATG
1 ] ] ] ] ] ] ] ] ]

U T T T
GCCCCCGGTGGACTATAGGAAACATAAATTAATTTCTGAAGTTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTAC

Luciferase
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 LRI T T T T T T T T T

500

600

700

800

900
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Arsl
Eco0109I

° PpuMI
5 TAGCCATCCATCCTTGTCAATCAAGGCGTTGGTCGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTGA
S et 1000
3 ATCGGTAGGTAGGAACAGTTAGTTCCGCAACCAGCGAAGGCCTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGACT
o Luciferase
0 L B o B
o
° Arsl'
5 TTAACGCCCAGCGTTTTCCCGGTATCCAGATCCACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGTG
R R R R B B B B B R IR O B R R R S R MR Kele)
3 AATTGCGGGTCGCAAAAGGGCCATAGGTCTAGGTGTTGGAAGCGAAGTTTTTTACCTTGTTGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCAC
° Luciferase
0 L B o B
o
5 TAATCAGAATAGCTGATGTAGTCTCAGTGAGCCCATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAAG
© e et 1200
3 ATTAGTCTTATCGACTACATCAGAGTCACTCGGGTATAGGAACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTTC
° Luciferase
o f f f f f f f f f - f f f f f f f f f
o
° Ajul
5 AGGTGCGCCCCCAGAAGCAATTTCGTGTAAATTAGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAAC
o e oo 1300
3 TCCACGCGGGGGTCTTCGTTAAAGCACATTTAATCTATTTAGCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTTG
° Luciferase
o R B R L B A R R SO S R
o
° Ajul'
5' GCACTTTGAATTTTGTAATCCTGAAGGGATCGTAAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGTG
o e e oot 1400
3 CGTGAAACTTAAAACATTAGGACTTCCCTAGCATTTTTGTCGAGAAGAAGTTTAGATATGTAATTCTGCTGAGCTTTAGGTGTATAGTTTATAGGCTCAC
° Luciferase
o R B L R B O B B B AR E Ao s NS R
o
° Xcml
5 TAGTAAACATTCCAAAACCGTGATGGAATGGGACAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGAA
9 e e 1500
3 ATCATTTGTAAGGTTTTGGCACTACCTTACCCTGTTGTGAATTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCTT
o Luciferase
o e R L R o B A R R NS B CEEe
o
° Bsu36l
5 TCTGACGCAGGCAGTTCTATGCGGAAGGGCCACACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAAG
E e e e o B ot e B e e e s AL L
3 AGACTGCGTCCGTCAAGATACGCCTTCCCGGTGTGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTTC
° Luciferase
o t f t f t f t f t 1 f t f t f t f t f
o
° BsrGl
5 GACTCTGGTACAAAATCGTATTCATTAAAACCGGGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCCA
R R R B B B B B B B B R R B R B R R R MR cle)
3 CTGAGACCATGTTTTAGCATAAGTAATTTTGGCCCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGGT
° Luciferase

o o
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TGATAATAATTTTCTGGATTATTGGTAATTTTTTTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGTT

T UL B T
ACTATTATTAAAAGACCTAATAACCATTAAAAAAAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACAA

Luciferase

CATACTGTTGAGCAATTCACGTTCATTATAAATGTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAGA

T
GTATGACAACTCGTTAAGTGCAAGTAATATTTACAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTCT

Luciferase

1800

1900

Psrl’ BsaAl

| |
GAGTTTTCACTGCATACGACGATTCTGTGATTTGTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTACG

T
CTCAAAAGTGACGTATGCTGCTAAGACACTAAACATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATGC

Luciferase

Psrl

|
TGATGTTCACCTCGATATGTGCATCTGTAAAAGCAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCATC

1 1
ACTACAAGTGGAGCTATACACGTAGACATTTTCGTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTAG

Luciferase

Alol' BamHI Alol

|
CTCTAGAGGATAGAATGGCGCCGGGCCTTTCTTTATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTCC
1 ] 1 ] ] ] ] ]

—— } e
GAGATCTCCTATCTTACCGCGGCCCGGAAAGAAATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAGG

Luc 3' seq fwd primer CMV enhancer promoter

D> <

[ dcwvdelBammima >

CACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTGA

U T T U i T
GTGGCATGTGCGGATGGCGGGTAAACGCAGTTACCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAACT

CMV enhancer promoter

< dcwv ts0bp aelrev ]

Luciferase

Acc65I
CspCl' CspCl Kpnl

| \ \
CGTCAATGGGGTGGAGACTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCAGGTACCTTGAATTCATGCTTCT

LA B L L B B L L B B L L IR L B L L LR L B |
GCAGTTACCCCACCTCTGAACCTTTAGGGGCACTCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTCCATGGAACTTAAGTACGAAGA

CMV enhancer promoter

CCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATTCCTTCTCTTCTATAGTGTCACCTAAATCGTTGCAATTCGTAATCA

R T T T
GGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAAGGAAGAGAAGATATCACAGTGGATTTAGCAACGTTAAGCATTAGT

2000

2100

2200

2300

2400

2500
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TGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGT

e I I I I I I I
ACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTTCACATTTCGGACCCCACGGATTACTCA

GAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGA

1 1 1
CTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCT

GGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGG

LR I
CCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCC
ColE1 origin

Pcil

TAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGC

LR I
ATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCG
ColE1 origin

GTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTT

t = T
CAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAA
ColE1 origin

CCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATA

LR T
GGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCCAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAGTAT
ColE1 origin

GCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGG
1 ] ] ] ] ] ] ] ] ] ]

= T T T T
CGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAGGCC
ColE1 origin

+——+—+—+— -+ttt
AlWNI

TAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCT

UL T
ATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCACGA
ColE1 origin

ACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTG

= T T
TGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAAC
ColE1 origin

GTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCC

CATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGG
ColE1 origin

2600

2700

2800

2900

3000

3100

3200

3300

3400

3500
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5 TTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTT
F e L I o B e o R s e o B L et e S S S (cLO 0]
3 AAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAA
° ColE1 origin
0 T R T B L A A S
o
5' TTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGA
R R R R B B B B B R IR B R T R B R Bcrcle)
3 AATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCT
° C..n AMPr
[
° I e B L o B S B .
o
° Ahd|
5 TCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACC
F e B S o R e e = N 2100
3 AGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGG
o AMPTr
0 R e
[
5 GCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATC
0 e et 3900
3 CGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAG
o AMPTr
° T e
()
5 CAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCT
0 e et AG00)
3 GTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGA
° AMPTr
0 B L L o e L o e e e B o
o
5 CGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCC
0 e e e e e e et 4100
3 GCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGG
° AMPTr
0 B B o L A TR
o
5 TCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTT
© et 4700
3 AGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAA
° AMPTr
o f f f f f f f f ; = f f f f f f f f f
[
° Scal
5 TCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCAC
© e et 4300
3 AGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTG
° AMPTr
o R B L L o o B A R e A e s SN R
()
° Xmnl
5 ATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCAC
F o e o B e o e S s o e e e S K 010!
3 TATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTG
o AMPTr
0 B L L o e L o e e e B o
o
5 TCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCG
5 e et AB00
3 AGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGC
° AMPTr
° R R B L R B B B A R R RN S B EE
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ACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTT

e I I I I
TGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACATAAA
AMPY

>

AGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAG

UL B | T T T T T T
TCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCAGATTCTTTGGTAATAATAGTACTGTAATTGGATATTTTTATC

Hpal

GCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAAC

T T L =T T T
CGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTG
SV40 Poly A

4600

4700

4800

Bsml BsaBl

AACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGCTGATTATG

—— } } } e }
TTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTACACCATACCGACTAATAC
1 ] 1 ] ] 1 ] 1 ]

ATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCGCCCCGGGTGGCTTCGGTCGGAGCCATGGGGTCGTGCGCTCCTTTCGGTC

TAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGGGGCCCACCGAAGCCAGCCTCGGTACCCCAGCACGCGAGGAAAGCCAG

Dralll

GGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGCGGTGACGGTGA

CCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGGTCCACGCGCCAGGAAGCCCGTGGAGCTGCAGCCGCCACTGCCACT

Puromycin resistance

<

AGCCGAGCCGCTCGTAGAAGGGGAGGTTGCGGGGCGCGGAGGTCTCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCGGGGAGCACGAC
1 ] ] ] ] ] ] ] ] ]

T
TCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCGCCCGTGGGGCCGCGCGAGCCGGCGGAGGTGAGGCCCCTCGTGCTG

Puromycin resistance

A LA AL AL IR AL L LA BELALL L DAL AL IRLANL LA B DL AL IR LA BEL AL IR LA IR I IR B |
Mscl

GGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGGAACCACGCGGGCTCCTTGGGCCGGTGCGGCGCCAGGAGGCCTTCC

CCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCCTTGGTGCGCCCGAGGAACCCGGCCACGCCGCGGTCCTCCGGAAGG

Puromycin resistance

ATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGATCTCGGCGAACACCGCCCCCGCTTCGACGCTCTCCGGCGTGGTCC

LA B L L B B L L B B L L IR L B L L LR L B |
TAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGTACGCGCCCGGCTAGAGCCGCTTGTGGCGGGGGCGAAGCTGCGAGAGGCCGCACCAGG

Puromycin resistance

4900

5000

5100

5200

5300

5400



Tuesday, March 9, 2010 12:15 AM
pMIR-REP-dCMV-d50bp

Page 7 of 7

o

W o u

o

W o @«

@ o u o o o

o

W o «

0O W o U0 o o 0 W o o o o

W o U1 o o

o

Sacll

AGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCCGACGCGCGTGAGGAAGAGTTCTTGCAGCTCGGTGACCCGCTCGAT

T
TCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGGCTGCGCGCACTCCTTCTCAAGAACGTCGAGCCACTGGGCGAGCTA

Puromycin resistance

Sal
Rsrll Accl Tth111l

GTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCGGCCGAACGCGGCGGCCAGGGTGCGTACGGCCCGGGGGACGTCGTCGCGGGTGGCGAGG
1 ] ] ] ]

L DL B LR B L B B L LR L L L L LR LA L B LN DL B |
CACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGCCGCTCCCACGCATGCCGGGCCCCCTGCAGCAGCGCCCACCGLTCC

Puromycin resistance

Agel

CGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGGGGCGTGGGTCAGGGGATGGTGGCGGCACCGGTCGTGGCGGCCGAC

T
GCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCCCCGCACCCAGTCCCCTACCACCGCCGTGGCCAGCACCGCCGGLTG

Puromycin resistance

Sbfl
Pstl Avrll Sfil

CTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCCGAGGCGGCCTCGGCCTC
1 ] ] ] ] ] ] ]

GACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGGAGTGATGAAGACCTTATCGAGTCTCCGGCTCCGCCGGAGCCGGAG
SV40 Promoter

TGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGT TAGGGGCGGGATGGGCGGAGT TAGGGGCGGGACTATGGTT

= T T
ACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCGCCTCAATCCCCGCCCTACCCGCCTCAATCCCCGCCCTGATACCAA
SV40 Promoter

GCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCTGGTTGCTGACTAATTGAGATGCATGCTTTGCA

LA B L L B B L L B B L L IR L B L L LR L B |
CGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGACCAACGACTGATTAACTCTACGTACGAAACGT

SV40 Promoter

TACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC

R T
ATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCAG
SV40 Promoter

5500
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5700

5800
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