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Absent Sites

Acc65I
Accl
Agel
Ahdl
Ajul
Ajul’
Alel
Alol
Alol'
AlwNI
Arsl
Arsl'
Avrll
BamHI
Bglll
BsaBlI
Bsml
BsrGl
BssHII
Bsu36l
BtgZI
Clal
CspCl
CspClI'
Dralll
EcoNI
Eco0109I
EcoRV
Hindlll
Hpal
Kpnl
Mscl
Ndel
Notl
Pacl
Pcil
PpuMI
PspXI
Psrl
Psrl'
Pstl
Rsrll
Sacll
Sall
Sbfl
Scal
Sfil
SgrAl
SnaBl
Sspl
Tth111l
Xcml
Xhol
Xmnl

PRRPRRPRRRPRRPRRPRPRPRPRRPRRPRPRPRPRRPRRPREPRPRPRPRRPRREPRPRPRPRPRREPREPREPRPRPRRPRREPREPRPRPRPRRPRREPREPRPRRPRPRREPREPREPRPRRRERRE

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

2625 (6295)
5760 (6295)
5928 (6295)
3982 (6295)
1471 (6295)
1503 (6295)
476 (6295)
2384 (6295)
2352 (6295)
3505 (6295)
1172 (6295)
1204 (6295)
5979 (6295)
2360 (6295)
690 (6295)
5144 (6295)
5057 (6295)
1861 (6295)
5412 (6295)
1739 (6295)
2610 (6295)
988 (6295)
2574 (6295)
2539 (6295)
5303 (6295)
737 (6295)
1173 (6295)
1017 (6295)
463 (6295)
5043 (6295)
2629 (6295)
5496 (6295)
185 (6295)
407 (6295)
1033 (6295)
3089 (6295)
1173 (6295)
701 (6295)
2222 (6295)
2190 (6295)
5951 (6295)
5752 (6295)
5659 (6295)
5759 (6295)
5951 (6295)
4462 (6295)
6033 (6295)
923 (6295)
2608 (6295)
4786 (6295)
5828 (6295)
1621 (6295)
701 (6295)
4581 (6295)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

Ndel

TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

et fot
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

U T T T
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

T T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pMIR-REP seq fwd

Notl Hindlll Alel

GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCT Tagtcacttgagtgtattttatcaaaggttatgc

T T T
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAAtcagtgaactcacataaaatagtttccaatacyg

SV40 Poly A Signal SMADS 3' UTR 686-905 miR-17mut
]

taaaaactgtcacccataaCCgGATaaaataaaagattaatgcatgtcaaaaatagagttcttgcaacattgtccaaaagcagcaaacatagttgaacaa

= T
atttttgacagtgggtattGGeCTAttttattttctaattacgtacagtttttatctcaagaacgttgtaacaggttttcgtegtttgtatcaacttgtt

miR...-m8 miR-1... net

SMADS 3' UTR 686-905 miR-17mut

Bglll

ggctgtgcatgcactgtcactagctataaagtaatgcttatgacagattttgagtaaatgacatatacttgagatcagttatttgcaaAGATCTCATCAC
1 ] ] ] ] ] ] ] ] ]

T T
ccgacacgtacgtgacagtgatcgatatttcattacgaatactgtctaaaactcatttactgtatatgaactctagtcaataaacgttTCTAGAGTAGTG

miR-1... net

SMADS 3' UTR 686-905 miR-17mut

PspXI
Xhol EcoNI

TCGAGCAATTTGGACTTTCCGCCCTTCTTGGCCTTTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCA

LI LR | LI B I
AGCTCGTTAAACCTGAAAGGCGGGAAGAACCGGAAATACTCCTAGAGAGACTAAAAAGAACGCAGCTCAAAAGGCCATTCTGGAAAGCCATGAAGCAGGT
pPMIR-REP seq rev

Luciferase

1A

CAAACACAACTCCTCCGCGCAACTTTTTCGCGGTTGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAAC

} -
GTTTGTGTTGAGGAGGCGCGTTGAAAAAGCGCCAACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTG
pMl...ev

Luciferase

100

200

300
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600
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SgrAl Clal

AACAACGGCGGCGGGAAGTTCACCGGCGTCATCGTCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCA

L I I I I
TTGTTGCCGCCGCCCTTCAAGTGGCCGCAGTAGCAGCCCTTCTGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGT

Luciferase

EcoRV Pacl

GCGGGGGCCACCTGATATCCTTTGTATTTAATTAAAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAAT

L Tt T T
CGCCCCCGGTGGACTATAGGAAACATAAATTAATTTCTGAAGTTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTA

Luciferase

Arsl
Eco0109I
PpuMI

GTAGCCATCCATCCTTGTCAATCAAGGCGTTGGTCGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTG

LA T T T T
CATCGGTAGGTAGGAACAGTTAGTTCCGCAACCAGCGAAGGCCTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGAC

Luciferase

Arsl'

ATTAACGCCCAGCGTTTTCCCGGTATCCAGATCCACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGT
1 ] ] ] ] ] ]

Tt T T T T
TAATTGCGGGTCGCAAAAGGGCCATAGGTCTAGGTGTTGGAAGCGAAGTTTTTTACCTTGTTGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCA

Luciferase

GTAATCAGAATAGCTGATGTAGTCTCAGTGAGCCCATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAA

U T T T UL B
CATTAGTCTTATCGACTACATCAGAGTCACTCGGGTATAGGAACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTT

Luciferase

Ajul

GAGGTGCGCCCCCAGAAGCAATTTCGTGTAAATTAGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAA

e I I I I
CTCCACGCGGGGGTCTTCGTTAAAGCACATTTAATCTATTTAGCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTT

Luciferase

Ajul’

CGCACTTTGAATTTTGTAATCCTGAAGGGATCGTAAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGT

e T T T T T
GCGTGAAACTTAAAACATTAGGACTTCCCTAGCATTTTTGTCGAGAAGAAGTTTAGATATGTAATTCTGCTGAGCTTTAGGTGTATAGTTTATAGGCTCA

Luciferase

Xcml

GTAGTAAACATTCCAAAACCGTGATGGAATGGGACAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGA

T T I U T
CATCATTTGTAAGGTTTTGGCACTACCTTACCCTGTTGTGAATTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCT

Luciferase
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ATCTGACGCAGGCAGTTCTATGCGGAAGGGCCACACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAA

TAGACTGCGTCCGTCAAGATACGCCTTCCCGGTGTGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTT

Luciferase

BsrGl

GGACTCTGGTACAAAATCGTATTCATTAAAACCGGGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCC

T
CCTGAGACCATGTTTTAGCATAAGTAATTTTGGCCCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGG

Luciferase

ATGATAATAATTTTCTGGATTATTGGTAATTTTTTTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGT

T T T U
TACTATTATTAAAAGACCTAATAACCATTAAAAAAAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACA

Luciferase

TCATACTGTTGAGCAATTCACGTTCATTATAAATGTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAG

1 1 t 1 1
AGTATGACAACTCGTTAAGTGCAAGTAATATTTACAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTC

Luciferase

Psrl’

AGAGTTTTCACTGCATACGACGATTCTGTGATTTGTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTAC
1 ] ] ] ] ]

U T
TCTCAAAAGTGACGTATGCTGCTAAGACACTAAACATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATG

Luciferase

Psrl

GTGATGTTCACCTCGATATGTGCATCTGTAAAAGCAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCAT

U T t T T
CACTACAAGTGGAGCTATACACGTAGACATTTTCGTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTA

Luciferase

Alol' BamHI Alol

CCTCTAGAGGATAGAATGGCGCCGGGCCTTTCTTTATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTC

e | LA LI
GGAGATCTCCTATCTTACCGCGGCCCGGAAAGAAATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAG

Luc 3' seq fwd primer CMV enhancer promoter

Luciferase

CCACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTG

T T T
GGTGGCATGTGCGGATGGCGGGTAAACGCAGTTACCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAAC

CMV enhancer promoter

S P S
CspCl' CspCl

ACGTCAATGGGGTGGAGACTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGGTAATAGCGATGA

t T
TGCAGTTACCCCACCTCTGAACCTTTAGGGGCACTCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACCATTATCGCTACT

CMV enhancer promoter
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SnaBlI Acc65l
o BtgZI Kpnl
5 CTAATACgtaggttcactGATCTGGTACCTTGAATTCATGCTTCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATT
S e et 2700
3 GATTATGcatccaagtgaCTAGACCATGGAACTTAAGTACGAAGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAA
° CMV enhancer promoter
0 R R R e RN R R RS
o
5 CCTTCTCTTCTATAGTGTCACCTAAATCGTTGCAATTCGTAATCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACAT
F o St I o B B B B e S e e AL 010!
3 GGAAGAGAAGATATCACAGTGGATTTAGCAACGTTAAGCATTAGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTA
0 B L L o e L o e e e B o
o
5 ACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAAC
0 b e e e e e e et 2000
3 TGCTCGGCCTTCGTATTTCACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTG
0 e L B o e et B B e L o
o
5 CTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCT
0 e et 3000
3 GACAGCACGGTCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGA
° ColE1 origin

[

° B B R B R R AN
o
o Pcil
5 CGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAA
0 e e et 3100
3 GCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTT
° ColE1 origin
0 B L L o e L o e e e B o
o
5 AGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGT
F I B S o s e o B B e e e S SR P20 0]
3 TCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGCTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCA
o ColE1 origin
0 T R T B L A A S
o
5 CAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGAT
R R B e B B B B B B R IR O B B B R S e el6)
3 GTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTA
° ColE1 origin
0 T R T B L A A S
o
5 ACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTG
© e et 3400
3 TGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGAC
° ColE1 origin
0 R e
o
5 TGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCA
0 e et 3500
3 ACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGT
° ColE1 origin
0 B L L o e L o e e e B o
o
° AlwNI
5 GCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTG
° e et 3600
3 CGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAAC
o ColE1 origin
0 B L L o e L o e e e B o
o
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5 GTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTG
0 e e 37000
3 CATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAAC
o ColE1 origin
0 T R T B L A A S
o
5 CAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGG
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 GTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCC
° ColE1 origin
0 T R T B L A A S
o
5 ATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGT
© e et 3900
3 AAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCA
° ColE1 origin S
0 R R R R R R R R
o
° Ahd|
5 CTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTAC
F e o S I o L L B e e e e S 101010/
3 GACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATG
° AMPr
[
° e L e e B B B
o
5 GATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGA
F e o e e e L B B R e e e e = S NAOL0!
3 CTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCT
° AMPTr
0 B L L o e L o e e e B o
o
5 AGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTT
I B I R I T B B s M V200!
3 TCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAA
° AMPTr
0 B B o L A TR
o
5 TGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTAC
© et 4300
3 ACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATG
[} AMPr
0 L o B L T B o B A A A R
o
5 ATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCA
F o e o B e o o e S o e e e e S K 1010}
3 TACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGT
o AMPr
° f f f f f f f f f - f f f f f f f f f
o
° Scal
5' GCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGAC
0 e et AR (0
3 CGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTG
° AMPTr
o R R R B L B R s R S B R R
o
° Xmnl
5 CGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACT
5 e et AG00
3 GCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGA
° AMPTr
° f I f I : I f f f 1 f f I f I f I f I
o
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CTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGA

T
GAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACT

AMPr
! I ! I ! I ! I ! I ! I ! I ! I ! I ! I
T I T I T I T 1 T L T T T T T T T T T

Sspl

GCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTT

e T T T T T
CGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAA
AMPr

ATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGA

S NS T
TAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACT
SN

CGTCTAAGAAACCATTATTATCATGACATTAACCTATAAAAATAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCT

LA T T T T
GCAGATTCTTTGGTAATAATAGTACTGTAATTGGATATTTTTATCCGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGA
SV40 Poly A

e
Hpal Bsml

ATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTT

U T T U UL
TAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAATTGTTGTTGT TAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAA
SV40 Poly A

BsaBl

TTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGCTGATTATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCGCCCC

NI
AAATTTCGTTCATTTTGGAGATGTTTACACCATACCGACTAATACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGGRE

GGGTGGCTTCGGTCGGAGCCATGGGGTCGTGCGCTCCTTTCGGTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACC
1 ] ] ] ] ] ] ] ] ] ]

1 1
CCCACCGAAGCCAGCCTCGGTACCCCAGCACGCGAGGAAAGCCAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGG

Puromycin resistance

Dralll

AGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGCGGTGACGGTGAAGCCGAGCCGCTCGTAGAAGGGGAGGTTGCGGGGCGCGGAGGTCTCCAGGAAGGC

U T
TCCACGCGCCAGGAAGCCCGTGGAGCTGCAGCCGCCACTGCCACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCG

Puromycin resistance

BssHII Mscl

GGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCGGGGAGCACGACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGG

U T T
CCCGTGGGGCCGCGCGAGCCGGCGGAGGTGAGGCCCCTCGTGCTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCC

Puromycin resistance

AACCACGCGGGCTCCTTGGGCCGGTGCGGCGCCAGGAGGCCTTCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGA

T
TTGGTGCGCCCGAGGAACCCGGCCACGCCGCGGTCCTCCGGAAGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGT TGAGCCGGTACGCGCCCGGCT

Puromycin resistance

4700

4800

4900

5000

5100

5200
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Sacll

TCTCGGCGAACACCGCCCCCGCTTCGACGCTCTCCGGCGTGGTCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCC

U T
AGAGCCGCTTGTGGCGGGGGCGAAGCTGCGAGAGGCCGCACCAGGTCTGGCGGTGGCGCCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGEG

Puromycin resistance

Sall
Rsrll Accl

GACGCGCGTGAGGAAGAGTTCTTGCAGCTCGGTGACCCGCTCGATGTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCGGCGAACGCGGCG
1 ]

U T T T
CTGCGCGCACTCCTTCTCAAGAACGTCGAGCCACTGGGCGAGCTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGC

Puromycin resistance

Tth111l

GCGAGGGTGCGTACGGCCCGGGGGACGTCGTCGCGGGTGGCGAGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGG

CGCTCCCACGCATGCCGGGCCCCCTGCAGCAGCGCCCACCGCTCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCC

Puromycin resistance

Sbfl
Agel Pstl Avrll

GGCGTGGGTCAGGGGATGGTGGCGGCACCGGTCGTGGCGGCCGACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCC
1 ] ] ] ] ] ] ]

= T
CCGCACCCAGTCCCCTACCACCGCCGTGGCCAGCACCGCCGGCTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGG
SV40 Promoter

Sil

TCACTACTTCTGGAATAGCTCAGAGGCCGAGGCGGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGC

= T T T T
AGTGATGAAGACCTTATCGAGTCTCCGGCTCCGCCGGAGCCGGAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCG
SV40 Promoter

GGAGTTAGGGGCGGGATGGGCGGAGT TAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGG

U T T T
CCTCAATCCCCGCCCTACCCGCCTCAATCCCCGCCCTGATACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCC
SV40 Promoter

ACTTTCCACACCTGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC

= T T = =
TGAAAGGTGTGGACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCAG
SV40 Promoter

5700

5800

5900

6000

6100
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