Thursday, April 8, 2010 3:33 PM Page 1 of 1
pMIR-REPORT




Thursday, April 8, 2010 3:34 PM Page 1 of 2
pMIR-REPORT

Absent Sites 0 Aarl,Absl,Afel,Aflll,Alel,Ascl,AsiSI,Bael,Bael',Barl,Barl',BbvCl,Bcll,Blpl,BmgBI,Bpul0l,Bsgl,BstXI,BstZ171,
EcolCRI,Fall,Fall',Fsel,FspAl,MauBI,Mlul,Mrel,Nael,NgoMIV,Nrul,Pasl,Pmel,Pmll,PshAl,Sacl,SanDI,SgrDI,Srfl

Acc65I 1 3091
Accl 1 6226
Ahdl 1 4448
Ajul 1 1937
Ajul’ 1 1969
Alol 1 2850
Alol' 1 2818
AlwNI 1 3971
Apal 1 919

Arsl 1 1638
Arsl' 1 1670
Avrll 1 6445
BamHI 1 2826
Balll 1 1156
BsaBl 1 5610
Bsml 1 5523
BssHII 1 5878
Bsu36l 1 2205
BtgZI 1 3076
Clal 1 1454
CspCl 1 3040
CspClI' 1 3005
Dralll 1 5769
EcoNI 1 1203
EcoRV 1 1483
Hindlll 1 463

Hpal 1 5509
Kpnl 1 3095
Mscl 1 5962
Notl 1 407

Pacl 1 1499
PfIMI 1 498

PpuMI 1 1639
PspOMI 1 915

PspXI 1 1167
Psrl 1 2688
Psrl' 1 2656
Pstl 1 6417
Rsrll 1 6218
Sacll 1 6125
Sall 1 6225
Sbfl 1 6417
Sfil 1 6499
SgrAl 1 1389
SnaBlI 1 3074
Spel 1 979

Sspl 1 5252
Swal 1 594

Tth111l 1 6294
Xcml 1 2087
Xhol 1 1167
Xmnl 1 5047
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5 TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG
° e 100
3 AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC
° L e B B B L B
o
5 TCAGGGCGCGTCAGCGGGTGTTGGCGGGCTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA
° e 200
3 AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT
o e e A B e oo B B B B B
()
5 CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT
° e 300
3 GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA
° L e B B B L B
o
5 TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCCATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA
o e 400
3 ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
° pPMIR-REP seq fwd
° L e B B B L B
o
Notl Hindlll PIMI
° \ | |
5 GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAagcttgtattacactgcccataatgtacccattttatg
° e 500
3 CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATtcgaacataatgtgacgggtattacatgggtaaaatac
° SV40 Poly A Signal NFAT5 3' UTR
]
° e B B B B B L L L L L
[
° Swal
5 gataaacaggagactttagcaccggtcaattatattagctacttaaatgtcataacaattaaaataaacatagaacattgcacctatatatttaaatcag
° e 600
3 ctatttgtcctctgaaatcgtggccagttaatataatcgatgaatttacagtattgttaattttatttgtatcttgtaacgtggatatataaatttagtc
° NFAT5 3' UTR
-~ |
o e B L T L
()
5 tcatttaatgtaaacTttttagtaagtggtaggaaaatgccaaactaaattaactgaattatcaagaattagactaattgtgtatgtacataaaatacac
° e 700
3 agtaaattacatttgAaaaatcattcaccatccttttacggtttgatttaattgacttaatagttcttaatctgattaacacatacatgtattttatgtg
NFATS5 3' UTR
o ]
>
° f f t f t f t f t - f t f t f t f t f
()
5 tgtatctctataggcagtactgagaattaacttttgccaataaaagattatagataaccaggttaagctgaatttacatgaagaacaatgtataactata
° e 800
3 acatagagatatccgtcatgactcttaattgaaaacggttattttctaatatctattggtccaattcgacttaaatgtacttcttgttacatattgatat
miR-34b 7mer-m8
° NFAT5 3' UTR
]
° L o o L e o B L e B B o o
o
5' tcagtctgagtggaagaaaaactctatatctcaacagagtcttagcccagtggttcctaaactttaaagtgtgcatcagaatcacctggagggcttgtga
° e 900
3 agtcagactcaccttctttttgagatatagagttgtctcagaatcgggtcaccaaggatttgaaatttcacacgtagtcttagtggacctcccgaacact
° NFAT5 3' UTR
|
° R B o B B L L I
o
PspOMI
o ‘Apal ‘Spel
5 aaacagattgcgggggccctattccagagtttctgactcagtatgtctgggatggggccaaagaatttacatttctaactagttcccaggtgatactgat
° R T B o L I o e e -+ e e amm -+t 1000
3 tttgtctaacgcccccgggataaggtctcaaagactgagtcatacagaccctaccccggtttcttaaatgtaaagattgatcaagggtccactatgacta
° NFAT5 3' UTR
]
o ""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I""I
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actagctggtgggctgagaaccatactctgagaaccactggttgcacatactacatatgtagaaaaagatatattgtaatgttcttatatacatggcaca

1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
LI L L L L L L L L L L L L L L L L L L L L L L L L L L L L L B L LA |
tgatcgaccacccgactcttggtatgagactcttggtgaccaacgtgtatgatgtatacatctttttctatataacattacaagaatatatgtaccgtgt
miR-1... net miR-1... net
NFAT5 3' UTR
f f f f f f f f f - f f f f f f f f f
PspXI
Bglll Xhol

aaatatatagacaactggttttaatgaattcccaaacatgtaggttagcaagctAGATCTCATCACTCGAGCAATTTGGACTTTCCGCCCTTCTTGGCCT
1 1 1 1 1 1 1

= T L
tttatatatctgttgaccaaaattacttaagggtttgtacatccaatcgttcgaTCTAGAGTAGTGAGCTCGTTAAACCTGAAAGGCGGGAAGAACCGGA

NFAT5 3' UTR Luciferase

EcoNI

TTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCACAAACACAACTCCTCCGCGCAACTTTTTCGCGGT

AATACTCCTAGAGAGACTAAAAAGAACGCAGCTCAAAAGGCCATTCTGGAAAGCCATGAAGCAGGTGTTTGTGTTGAGGAGGCGCGTTGAAAAAGCGCCA
pMIR-REP seq rev

Luciferase

SgrAl

TGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAACAACAACGGCGGCGGGAAGTTCACCGGCGTCATCG

1 1 = R 1
ACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTGTTGTTGCCGCCGCCCTTCAAGTGGCCGCAGTAGC

Luciferase

Clal EcoRV Pacl

TCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCAGCGGGGGCCACCTGATATCCTTTGTATTTAATTA
1 ] ] ] ] ] ] ]

T T
AGCCCTTCTGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGTCGCCCCCGGTGGACTATAGGAAACATAAATTAAT

Luciferase

AAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAATGTAGCCATCCATCCTTGTCAATCAAGGCGTTGGT

o oL oL o s m et oL e e e
TTCTGAAGTTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTACATCGGTAGGTAGGAACAGTTAGTTCCGCAACCA
Luciferase
i I f I : I f f f 1 I i I f I f I i I

Arsl
PpuMI Arsl'

CGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTGATTAACGCCCAGCGTTTTCCCGGTATCCAGATCC
1 ] ] ] ] ] ] ] ] ] ]

T T
GCGAAGGCCTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGACTAATTGCGGGTCGCAAAAGGGCCATAGGTCTAGG

Luciferase

ACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGTGTAATCAGAATAGCTGATGTAGTCTCAGTGAGCC

T T T
TGTTGGAAGCGAAGTTTTTTACCTTGT TGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCACATTAGTCTTATCGACTACATCAGAGTCACTCGG

Luciferase
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CATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAAGAGGTGCGCCCCCAGAAGCAATTTCGTGTAAATT

T T
GTATAGGAACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTTCTCCACGCGGGGGTCTTCGTTAAAGCACATTTAA

Luciferase
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T 1 1 1 1 1 1 T 1 IR 1 1 1 } 1 } 1 t 1
Ajul Ajul’

AGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAACGCACTTTGAATTTTGTAATCCTGAAGGGATCGT

LI T = T T T T
TCTATTTAGCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTTGCGTGAAACTTAAAACATTAGGACTTCCCTAGCA

Luciferase
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
T T T T T T T T T L T T T T T T T T T

Xcml

AAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGTGTAGTAAACATTCCAAAACCGTGATGGAATGGGA

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

CAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGAATCTGACGCAGGCAGTTCTATGCGGAAGGGCCAC

GTTGTGAATTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCTTAGACTGCGTCCGTCAAGATACGCCTTCCCGGTG

Luciferase

Bsu36l

ACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAAGGACTCTGGTACAAAATCGTATTCATTAAAACCG
1 ] ] ] ] ] ] ] ] ]

LA B L L B B L L B B L L IR L B L L LR L B |
TGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTTCCTGAGACCATGTTTTAGCATAAGTAATTTTGGC

Luciferase

GGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCCATGATAATAATTTTCTGGATTATTGGTAATTTTT

T T
CCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGGTACTATTATTAAAAGACCTAATAACCATTAAAAA

Luciferase

TTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGTTCATACTGTTGAGCAATTCACGTTCATTATAAAT

WAL L L LA IR BN L IR IR LA IR B I IEL L IR I L AL I L |
AAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACAAGTATGACAACTCGTTAAGTGCAAGTAATATTTA

Luciferase

GTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAGAGAGTTTTCACTGCATACGACGATTCTGTGATTT

1 1
CAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTCTCTC GTGACGTATGCTGCTAAGACACTAAA

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 LR T T T T T T T T T

Psrl' Psrl

GTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTACGTGATGTTCACCTCGATATGTGCATCTGTAAAAG

L I I I I I I
CATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATGCACTACAAGTGGAGCTATACACGTAGACATTTTC

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
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5 CAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCATCCTCTAGAGGATAGAATGGCGCCGGGCCTTTCTT
F L I o B e o R e B L et e S S A2 < 0]
3 GTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTAGGAGATCTCCTATCTTACCGCGGCCCGGAAAGAA
° Luciferase
° I I f I : I f f f 1 I I I f I f I i I
o
° Alol' BamHI Alol
5 TATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGCGTCAAT
0 b e e e e e e et 2000
3 ATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAGGGTGGCATGTGCGGATGGCGGGTAAACGCAGTTA
Luc 3' seq fwd primer CMV enhancer promoter
° Luciferase
|
0 e L A e a e B e e
o
5 GGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAAATCCCCGTG
R R R R B B B B B IR IR O B I R R S R e o ¢le)
3 CCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAACTGCAGTTACCCCACCTCTGAACCTTTAGGGGCAC
° CMV enhancer promoter
0 T L
o
SnaBl Acc65|
[} CspClI' CspCl BtgZI Kpnl
5 AGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGGTAATAGCGATGACTAATACgtaggttcactGATCTGGTACCTTGAA
F I B S o T e o B L e e S S S KO0
3 TCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACCATTATCGCTACTGATTATGCcatccaagtgaCTAGACCATGGAACTT
° CMV enhancer promoter
0 T L
o
5' TTCATGCTTCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATTCCTTCTCTTCTATAGTGTCACCTAAATCGTTGCA
R R R R B B B B B B IR IR O R T B B B S Ncr-lele)
3 AAGTACGAAGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAAGGAAGAGAAGATATCACAGTGGATTTAGCAACGT
° C..r
e R e Lt I o B
o
5 ATTCGTAATCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGT
© e et 3300
3 TAAGCATTAGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTTCACATTTCGGACCCCA
° B B R R R R R R R R RSN
o
5 GCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAAC
O e et 3400
3 CGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGACGTAATTACTTAGCCGGTTG
0 e L B o e et B B e L o
o
5 GCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCA
R R R B B B B B I B R R B R B S R Bc e 016
3 CGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGCACGCCGCTCGCCATAGTCGAGT
° ColE1 origin
[
0 e B T T T B
o
5 CTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGLCC
© e et 3600
3 GAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGG
° ColE1 origin
0 T e
o
5 GCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGAT
F e B e B e L e S e e e s S PO 10!
3 CGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTA
° ColE1 origin
o 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

o
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ACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGC

LR I I
TGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCG
ColE1 origin

GCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGC

= T+ T T T
CGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACG
ColE1 origin

e
AlwNI

GCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATG

=t T T T T
CGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATAC
ColE1 origin

TAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGG

ATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCC
ColE1 origin

AAAAAGAGTTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCT

U T R
TTTTTCTCAACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGA
ColE1 origin

CAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCA

T LB B T T T
GTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGT
ColE1 origin

CCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACC

GGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGG
ColE1 origin AMPr

Ahdl

TATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCT

ATAGAGTCGCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGA
AMPr

GCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTAT

T
CGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATA
AMPr

CCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGT

T T
GGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCA

AMPr
y I y I y I y I y I y I y I y I y I y I
T T T T T T T 1 T L T T T T T T T T T

3800

3900

4000

4100

4200

4300

4400

4500

4600

4700



Thursday, April 8, 2010 3:35 PM
PMIR-REPORT

Page 6 of 8

5

o

3

o W o U o o

o © W o U o o

o o o W o U1 o o o W o u

W o u

o

0O 0 o W o O o o o

o o W o U

W o U0 o o W o U o o

GGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGC

U T T T
CCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCG
AMPr

TCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCG

T 1 1 1
AGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGC
AMPr

TAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAA

ATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATT

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
Xmnl

TACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCG

U T T
ATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGC
AMPr

ATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGG

TACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCC

AMPr
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
Sspl

GAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATT

U T T T T T T
CTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAA

AMPTr

TGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACC

I T M T
ACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCAGATTCTTTGGTAATAATAGTACTGTAATTGG

TATAAAAATAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATA

UL L T T T
ATATTTTTATCCGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTAT
SV40 Poly A

Hpal Bsml

AACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTAT

s man a E  E 1 1 -+ 1 1 -+ 1
TTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTACACCATA
1 ] 1 ] 1 ] 1 ] 1 ] 1 ] ] 1 ] 1 ] 1 ]

BsaBl

GGCTGATTATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCGCCCCCGGGTGGCTTCGGTCGGAGCCATGGGGTCGTGCGC

CCGACTAATACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGGGGCCCACCGAAGCCAGCCTCGGTACCCCAGCACGCG
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Dralll

TCCTTTCGGTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGC

UL L T
AGGAAAGCCAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGGTCCACGCGCCAGGAAGCCCGTGGAGCTGCAGCCG

Puromycin resistance

BssHII

GGTGACGGTGAAGCCGAGCCGCTCGTAGAAGGGGAGGTTGCGGGGCGCGGAGGTCTCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCG

CCACTGCCACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCGCCCGTGGGGCCGCGCGAGCCGGCGGAGGTGAGGC

Puromycin resistance

Mscl

GGGAGCACGACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGGAACCACGCGGGCTCCTTGGGCCGGTGCGGCGCCA

CCCTCGTGCTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCCTTGGTGCGCCCGAGGAACCCGGCCACGCCGCGGT

Puromycin resistance

GGAGGCCTTCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGATCTCGGCGAACACCGCCCCCGCTTCGACGCTCTC

1
CCTCCGGAAGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGTACGCGCCCGGCTAGAGCCGCTTGTGGCGGGGGCGAAGCTGCGAGAG

Puromycin resistance

Sacll

CGGCGTGGTCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCCGACGCGCGTGAGGAAGAGTTCTTGCAGCTCGGTG
1 ]

T T
GCCGCACCAGGTCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGGCTGCGCGCACTCCTTCTCAAGAACGTCGAGCCAC

Puromycin resistance

Sall
Rsrll Accl Tth111l

ACCCGCTCGATGTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCGGCGAACGCGGCGGCGAGGGTGCGTACGGCCCGGGGGACGTCGTCGC

1 1 1
TGGGCGAGCTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGCCGCTCCCACGCATGCCGGGCCCCCTGCAGCAGCG

Puromycin resistance

GGGTGGCGAGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGGGGCGTGGGTCAGGGGATGGTGGCGGCACCGGTCG
1 ] ] ] ] ] ] ] ]

T
CCCACCGCTCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCCCCGCACCCAGTCCCCTACCACCGCCGTGGCCAGC

Puromycin resistance

Shbfl
Pstl Avrll Sil

TGGCGGCCGACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCCGAGGCG

ACCGCCGGCTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGGAGTGATGAAGACCTTATCGAGTCTCCGGCTCCGC
SV40 Promoter

GCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGCAACTGGGCGGAGT TAGGGGCGGGATGGGCGGAGT TAGGGGCG
1 ] ] ] ] ] ] ] ] ]

= T
CGGAGCCGGAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCGCCTCAATCCCCGCCCTACCCGCCTCAATCCCCGC
SV40 Promoter
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5 GGACTATGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCTGGTTGCTGACTAATTGAGATG

o ek 6700
s CCTGATACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGACCAACGACTGATTAACTCTAC

° SV40 Promoter

o e e s, O D B i

o

5 CATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC

T R e B B R R R e R RRRERS 6761
s GTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCA

SV40 Promoter

o
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