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pMIR-REP-dCMV TPD52 2940-3266

Absent Sites 0 Aarl,Absl,Afel,Aflll,Alel,Apal,Ascl,AsiSI,Bael,Bael',Barl,Barl',BbvCl,Bcll,Blpl,BmgBI,BpulOl,BstXl,Bstz171,Ecol CRI,Fall,Fall,
Fsel,FspAl,MauBI,Mrel,Nael,NgoMIV,Nrul,Pasl,PfIMI,Pmel,Pmll,PshAl,PspOMI,Sacl,SanDI,SgrDI,Spel,Srfl, Swal

Acc65! 1 2737 (6407)
Accl 1 5872 (6407)
Agel 1 6040 (6407)
Ahdl 1 4094 (6407)
Alol 1 2496 (6407)
Alol 1 2464 (6407)
Arsl 1 1284 (6407)
Arsl' 1 1316 (6407)
Avrll 1 6091 (6407)
BamHI 1 2472 (6407)
Bglll 1 802 (6407)

BsaBl 1 5256 (6407)
Bsgl 1 659 (6407)

Bsml 1 5169 (6407)
BsrGI 1 1973 (6407)
BssHII 1 5524 (6407)
Bsu36l 1 1851 (6407)
BtgZI 1 2722 (6407)
Clal 1 1100 (6407)
CspCl 1 2686 (6407)
CspCl' 1 2651 (6407)
Dralll 1 5415 (6407)
EcoNI 1 849 (6407)

Eco0109| 1 1285 (6407)
EcoRV 1 1129 (6407)
Hindlll 1 463 (6407)

Hpal 1 5155 (6407)
Kpnl 1 2741 (6407)
Miul 1 796 (6407)

Ndel 1 185 (6407)

Notl 1 407 (6407)

Pacl 1 1145 (6407)
Pcil 1 3201 (6407)
PpuMI 1 1285 (6407)
PspXI 1 813 (6407)

Psrl 1 2334 (6407)
Psrl’ 1 2302 (6407)
Pstl 1 6063 (6407)
Rstll 1 5864 (6407)
Sacll 1 5771 (6407)
sall 1 5871 (6407)
Shfi 1 6063 (6407)
Scal 1 4574 (6407)
Sfil 1 6145 (6407)
SgrAl 1 1035 (6407)
SnaBl 1 2720 (6407)
Sspl 1 4898 (6407)
Tthi11l 1 5940 (6407)
Xcml 1 1733 (6407)
Xhol 1 813 (6407)

Xmnl 1 4693 (6407)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

Ndel

TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

T
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

T T
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

IR T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pPMIR-REP seq fwd

Notl Hindlll

GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCT TcatgagagctggcaagaattTTAGTTGCCAAAT

LN T T
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAAgtactctcgaccgttcttaaAATCAACGGTTTA
SV40 Poly A Signal TPD52 3266 Hindlll rev
| [ >
TPD52 2940-3266

AGCATTTATTTGAGTACAAAATCCTGGCAGGCAAAAGCACTTGCAGACCCGACTCTCTGAGAACTTACAAACAAAAAGTGAAAAGCTCTTAGTTCATTTT

1
TCGTAAATAAACTCATGTTTTAGGACCGTCCGTTTTCGTGAACGTCTGGGCTGAGAGACTCTTGAATGTTTGTTTTTCACTTTTCGAGAATCAAGTAAAA

miR-...8mer
TPD52 2940-3266
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T T T T T T T T T LN T T T T T T T T T
Bsgl

GAGTCAGAACAATAAGGAAATTATGAAATCTAAGATGTGCAGGTTTACTTAAAAGTGATAATGGTTTATATTAACTGTGGCCCACACAGGGTCTCTCTAA

—— e
CTCAGTCTTGTTATTCCTTTAATACTTTAGATTCTACACGTCCAAATGAATTTTCACTATTACCAAATATAATTGACACCGGGTGTGTCCCAGAGAGATT
TPD52 2940-3266

Miul

TCTAATGAAAACAGGACAGTCACTGAAAATAAGGACTAATCAATGGCCAAATGTTTCTTCACTATGGGCAAAAATGTGATTTCTTCATCTGGGCACGCGT

t——+ } } e T T
AGATTACTTTTGTCCTGTCAGTGACTTTTATTCCTGATTAGTTACCGGTTTACAAAGAAGTGATACCCGTTTTTACACTAAAGAAGTAGACCCGTGCGCA
TPD52 2940 Mlul fwd

< ]
TPD52 2940-3266
! I ! I ! I ! I ! I ! I ! I ! I ! I ! I
T I T I T I T I T LI 1 T 1 T T T T T T

PspXI
Bglll Xhol EcoNI

AGATCTCATCACTCGAGCAATTTGGACTTTCCGCCCTTCTTGGCCTTTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCG

et frit
TCTAGAGTAGTGAGCTCGTTAAACCTGAAAGGCGGGAAGAACCGGAAATACTCCTAGAGAGACTAAAAAGAACGCAGCTC GGCCATTCTGGAAAGC

p...
<=
Luciferase
<
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
1 DR 1 1 1 1 1 1 T 1 1 1 1 1 1 1 1 1
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5 GTACTTCGTCCACAAACACAACTCCTCCGCGCAACTTTTTCGCGGTTGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCC

o e 1000

3 CATGAAGCAGGTGTTTGTGTTGAGGAGGCGCGTTGAAAAAGCGCCAACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGG
pMIR-REP seq rev

o

Luciferase
o SgrAl Clal
5 GTGCTCCAAAACAACAACGGCGGCGGGAAGTTCACCGGCGTCATCGTCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATC
AT T T T AT A AT T AT AT T ACMACECACAACATTOTTATAG
o Luciferase
° S I B L o o L B o
o EcoRV Pacl
5 GATTCCAATTCAGCGGGGGCCACCTGATATCCTTTGTATTTAATTAAAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTA
AT AT T CACT ATACCAACATARAT TART T TG T AT TCOCAGTTOATACTTCTTCACAACACAA AR TCATTCRT
o Luciferase
° S I B L o o L B o
o
o AEioOlom

PpuMl

5 TGTCTCCAGAATGTAGCCATCCATCCTTGTCAATCAAGGCGTTGGTCGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAA
AT AT A A A AT AT T A A A T AN AT TATT G T TAT T ACTATCCACAGACTTGT AT
° Luciferase
° T S o L o B
o Arsl
5 TTCGCCTCTCTGATTAACGCCCAGCGTTTTCCCGGTATCCAGATCCACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCA
AT AT T T AN AT AT T AT T AR AR T T TACC I T AT TR AT AT
° Luciferase
o
& TCCOCCTCOGGTGTAATCAGAATAGCTGATGTAGTCTCAGTGAGCCCATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGA
A A AT A T AT oA TACAT AT AT SO A A AR CACATAGE AT CTACET TS AT TRy
o Luciferase
o
& CTTCTTTCGAAAGAGGTGCGCCOCCAGAAGCAATTTCGTGTAAATTAGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGT
AT AT T TG T AR A AT T AT T AT T ACAT ARACASTTACTCTCACOAAACRCTTOTTACTTTTATCCR
o Luciferase
o R
; TGGTACTAGCAACGCACTTTGAATTTTGTAATCCTGAAGGGATCGTAAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATC
AT T AT T AR AACT T TAGAT T T T oA ARG TAGATAT ST AR TGO TOAGCT T TACCT T ATAG
° Luciferase
° e I B L T o L L R sl o
o Xeml
5 AAATATCCGAGTGTAGTAAACATTCCAAAACCGTGATGGAATGGGACAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTC
NRAALINSSLAYAARLARH)EAMRLAAYEAAULLARAS SRR RS ARRALANAS PR ISRESLAYYH LAYS RERRA LSS AAAYS Sl

Luciferase
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Bsu36!

TGGCATGCGAGAATCTGACGCAGGCAGTTCTATGCGGAAGGGCCACACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTT

T T T
ACCGTACGCTCTTAGACTGCGTCCGTCAAGATACGCCTTCCCGGTGTGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAA

Luciferase
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T 1 1 1 1 1 1 T T LI 1 1 T T 1 } 1 t T

BsrGl

GTCACGATCAAAGGACTCTGGTACAAAATCGTATTCATTAAAACCGGGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCC

e I I I I
CAGTGCTAGTTTCCTGAGACCATGTTTTAGCATAAGTAATTTTGGCCCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGG

Luciferase

GTTTTAGAATCCATGATAATAATTTTCTGGATTATTGGTAATTTTTTTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAG

R e I R R B R R N N N S RRRSE
CAAAATCTTAGGTACTATTATTAAAAGACCTAATAACCATTAAAAAAAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATC
Luciferase

GCTGCGAAATGTTCATACTGTTGAGCAATTCACGTTCATTATAAATGTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCAT

CGACGCTTTACAAGTATGACAACTCGTTAAGTGCAAGTAATATTTACAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTA

Luciferase

AAAGAATTGAAGAGAGTTTTCACTGCATACGACGATTCTGTGATTTGTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAG

e I I I I
TTTCTTAACTTCTCTCAAAAGTGACGTATGCTGCTAAGACACTAAACATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTC

Luciferase
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

Psrl’ Psrl

TATTCCGCGTACGTGATGTTCACCTCGATATGTGCATCTGTAAAAGCAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTC

T
ATAAGGCGCATGCACTACAAGTGGAGCTATACACGTAGACATTTTCGTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAG

Luciferase
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

Alol' BamHI Alol

CAGCGGTTCCATCCTCTAGAGGATAGAATGGCGCCGGGCCTTTCTTTATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCT

TR A B B B B BB B B B ol B e
GTCGCCAAGGTAGGAGATCTCCTATCTTACCGCGGCCCGGAAAGAAATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGA
Luc 3' seq fwd primer CMV enhancer promoter
Luciferase
|

TATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAAC

T
ATATATCTGGAGGGTGGCATGTGCGGATGGCGGGTAAACGCAGTTACCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTG

CMV enhancer promoter

CspClI' CspCl

AAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGG

LA T T T T
TTTGAGGGTAACTGCAGTTACCCCACCTCTGAACCTTTAGGGGCACTCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACC

CMV enhancer promoter
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SnaBlI Acc65l
BtgZI Kpnl

TAATAGCGATGACTAATACOtaggttcactGATCTGGTACCTTGAATTCATGCTTCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGA

1 1 1
ATTATCGCTACTGATTATGcatccaagtgaCTAGACCATGGAACTTAAGTACGAAGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACT

CMV enhancer promoter

GTCGTATTAATTCCTTCTCTTCTATAGTGTCACCTAAATCGTTGCAATTCGTAATCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAAT
1 ] ] ] ]

T T
CAGCATAATTAAGGAAGAGAAGATATCACAGTGGATTTAGCAACGTTAAGCATTAGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTA

TCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTC

e T T T T T
AGGTGTGTTGTATGCTCGGCCTTCGTATTTCACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAG

CAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTG
1 ] ]

GTCAGCCCTTTGGACAGCACGGTCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGAC
ColE1 origin

ACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAA

LR I
TGAGCGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTT
ColE1 origin

e
Pcil

CATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAAT

GTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTA
ColE1 origin

CGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGC

e T T
GCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACG
ColE1 origin

CGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTC

=t T T
GCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAG
ColE1 origin

CAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCG
1 ]

= T T T
GTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGC
ColE1 origin

CCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAA

LR I
GGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTT
ColE1 origin

2800

2900

3000

3100

3200

3300

3400

3500

3600
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5 GAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGG
0 e e e 3800
3 CTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACC
o ColE1 origin
0 T R T B L A A S
o
5' TTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAAC
R R R R B B B B B B IR IR O B R T R R B S R BeLelel6)
3 AAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTG
° ColE1 origin
0 T R T B L A A S
o
5' TCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATG
© et 4000
3 AGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATAC
° ColE1 origin
>

0 R R R R RN
o
° Ahd|
5 AGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGT
0 e et AT00
3 TCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCA
° AMPr

[
° R T R R L R R RN
o
5 GTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAAC
0 e et AP0
3 CATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCCGAGGTCTAAATAGTCGTTATTTG
° AMPr
0 B L L o e L o e e e B o
o
5 CAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGC
I B I B B T B B M < 010!
3 GTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCG
° AMPr
0 B B o L A TR
o
5 CAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATC
F e B S e e e o i ot S R K010
3 GTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAG
[} AMPr
0 L o B L T B o B A A A R
o
5 AAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTC
0 e et ABO0
3 TTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAG
o AMPr
° f f f f f f f f f - f f f f f f f f f
o
° Scal
5' ATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGT
0 e et AGO(0
3 TACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCA
° AMPr
o R R R B L B R s R S B R R
o
° Xmnl
5 GTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTC
0 e A7)
3 CATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACCGAGTAGTAACCTTTTGCAAGAAG
° AMPr
° I I f I : I f f f - I I I f I I I i I
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GGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGC

T T T
CCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCG
AMPr

Sspl

GTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATT

e T T T
CAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAA
AMPr

ATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAA

LA LR B | T
TAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTT

AGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAA

U T T T
TCACGGTGGACTGCAGATTCTTTGGTAATAATAGTACTGTAATTGGATATTTTTATCCGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTT
SV40 Poly A

e
Hpal Bsml

ATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGG

T T T T T UL LR
TAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCC
SV40 Poly A

e
BsaBl

TGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGCTGATTATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGG

e T T T T T T
ACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTACACCATACCGACTAATACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCC

CGGGGCCGCCCCGGGTGGCTTCGGTCGGAGCCATGGGGTCGTGCGCTCCTTTCGGTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGC
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 |
GCCCCGGCGGGGCCCACCGAAGCCAGCCTCGGTACCCCAGCACGCGAGGAAAGCCAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACG

Puromycin resistance

Dralll

GGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGCGGTGACGGTGAAGCCGAGCCGCTCGTAGAAGGGGAGGT TGCGGGGCGCGGAGGT

CCCAGTACGTGGTCCACGCGCCAGGAAGCCCGTGGAGCTGCAGCCGCCACTGCCACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCA

Puromycin resistance

BssHII

CTCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCGGGGAGCACGACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCG

GAGGTCCTTCCGCCCGTGGGGCCGCGCGAGCCGGCGCAGGTGAGGCCCCTCGTGCTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGC

Puromycin resistance

ACGGTGGCCAGGAACCACGCGGGCTCCTTGGGCCGGTGCGGCGCCAGGAGGCCTTCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCA

TGCCACCGGTCCTTGGTGCGCCCGAGGAACCCGGCCACGCCGCGGTCCTCCGGAAGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGT

Puromycin resistance

4800

4900

5000

5100

5200

5300

5400

5500

5600

5700



Tuesday, April 13, 2010 4:09 PM
PMIR-REP-dCMV TPD52 2940-3266

Page 7 of 7

o

W o u

o

W o @«

@ o u o o o

o

W o «

(<]

W o 0o o0 0 W o Ulo 0o 0o W o U o o

o

0O 0o W@ o U o o

Sacll

TGCGCGGGCCGATCTCGGCGAACACCGCCCCCGCTTCGACGCTCTCCGGCGTGGTCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCC

ACGCGCCCGGCTAGAGCCGCTTGTGGCGGGGGCGAAGCTGCGAGAGGCCGCACCAGGTCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGEG

Puromycin resistance

Sal
Rsrll Accl

GATGTCGAGCCCGACGCGCGTGAGGAAGAGTTCTTGCAGCTCGGTGACCCGCTCGATGTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCG
1 ]

T T T
CTACAGCTCGGGCTGCGCGCACTCCTTCTCAAGAACGTCGAGCCACTGGGCGAGCTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGC

Puromycin resistance

Tth111l

GCGAACGCGGCGGCGAGGGTGCGTACGGCCCGGGGGACGTCGTCGCGGGTGGCGAGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTG

L I I I
CGCTTGCGCCGCCGCTCCCACGCATGCCGGGCCCCCTGCAGCAGCGCCCACCGCTCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAAC

Puromycin resistance

Sbfl
Agel Pstl Avrll

TGAGGGGTCAGGGGCGTGGGTCAGGGGATGGTGGCGGCACCGGTCGTGGCGGCCGACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCC
1 ] ] ] ] ]

= T T T
ACTCCCCAGTCCCCGCACCCAGTCCCCTACCACCGCCGTGGCCAGCACCGCCGGCTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGG
SV40 Promoter

Sil

AAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCCGAGGCGGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGG

LA B AL = LB | T
TTTTTTCGGAGGAGTGATGAAGACCTTATCGAGTCTCCGGCTCCGCCGGAGCCGGAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACC
SV40 Promoter

GCGGAACTGGGCGGAGTTAGGGGCGGGATGGGCGGAGT TAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTG

U T
CGCCTTGACCCGCCTCAATCCCCGCCCTACCCGCCTCAATCCCCGCCCTGATACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGAC
SV40 Promoter

GGGAGCCTGGGGACTTTCCACACCTGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATC

= T
CCCTCGGACCCCTGAAAGGTGTGGACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAG
SV40 Promoter

TTTCGTC

AAAGCAG
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