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pMIR-REP-dCMV-FBXL10 3" UTR (700-902) wt

Absent Sites 0 Aarl,Absl,Afel,Aflll,Alel,Apal,Ascl,AsiS|,Bael,Bael',Barl,Barl',BbvCl,Bcll,Blpl,BmgBI,BpulOl,Bsgl,BstXI,BstZ171,EcolCRI,Fall,
Fall',Fsel,FspAl,MauBI,Mlul,Mrel,Nael,NgoMIV,Nrul,Pasl,PfIMI,Pmel,Pmll,PshAl,PspOMI,Sacl,SanDI,SgrDI,Spel,Srfl, Swal

Acc65I 1 2607 (6277)
Accl 1 5742 (6277)
Agel 1 5910 (6277)
Ahdl 1 3964 (6277)
Ajul 1 1453 (6277)
Ajul’ 1 1485 (6277)
Alol 1 2366 (6277)
Alol' 1 2334 (6277)
AlWNI 1 3487 (6277)
Arsl 1 1154 (6277)
Arsl’ 1 1186 (6277)
Avrll 1 5961 (6277)
BamHI 1 2342 (6277)
Bglll 1 672 (6277)

BsaBI 1 5126 (6277)
Bsml 1 5039 (6277)
BsrGl 1 1843 (6277)
BssHII 1 5394 (6277)
Bsu36l 1 1721 (6277)
BtgZI 1 2592 (6277)
Clal 1 970(6277)

CspCl 1 2556 (6277)
CspCl' 1 2521 (6277)
Dralll 1 5285 (6277)
EcoNI 1 719 (6277)

Eco0109I 1 1155 (6277)
EcoRV 1 999 (6277)

Hindlll 1 463 (6277)

Hpal 1 5025 (6277)
Kpnl 1 2611 (6277)
Mscl 1 5478 (6277)
Ndel 1 185(6277)

Notl 1 407 (6277)

Pacl 1 1015 (6277)
Pcil 1 3071 (6277)
PpuMI 1 1155 (6277)
PspXI 1 683 (6277)

Psrl 1 2204 (6277)
Psrl’ 1 2172 (6277)
Pstl 1 5933 (6277)
Rstll 1 5734 (6277)
Sacll 1 5641 (6277)
Sall 1 5741 (6277)
Shbfl 1 5933 (6277)
Scal 1 4444 (6277)
Sfil 1 6015 (6277)
SgrAl 1 905 (6277)

SnaBl 1 2590 (6277)
Sspl 1 4768 (6277)
Tth111l 1 5810 (6277)
Xeml 1 1603 (6277)
Xhol 1 683 (6277)

Xmnl 1 4563 (6277)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

Ndel

|
TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

et fot
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

e I I I I
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

= T T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pPMIR-REP seq fwd

Notl Hindlll

| |
GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCTTCAAAGGTAAAATCGCATCAGGGAAGGTCTAGGA

HELE L B B BN S B L BN | LB B L B LU B B = T
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAAGTTTCCATTTTAGCGTAGTCCCTTCCAGATCCT
SV40 Poly A Signal FBXL10 3' UTR
]

AACACCACCTTACAACAATGGCOCTTATAAATGCAGAACTTTACAACTAGGAAATAGCCATGTTACAAACCTAAATGAGAACTCAACTCACACTTCAGAG

LR T T
TTGTGGTGGAATGTTGTTACCGCGAATATTTACGTCTTGAAATGTTGATCCTTTATCGGTACAATGTTTGGATTTACTCTTGAGTTGAGTGTGAAGTCTC
miR-146a/b 8mer

FBXL10 3' UTR

PspXI
Bglll Xhol

| |
GAGAGAAGCAAAAGCAAAAGAAAGGCTATGTGGGAGCATTTATTCTACGTCTTGACTCACTGTATAAATTAGATCTCATCACTCGAGCAATTTGGACTTT

T T T
CTCTCTTCGTTTTCGTTTTCTTTCCGATACACCCTCGTAAATAAGATGCAGAACTGAGTGACATATTTAATCTAGAGTAGTGAGCTCGTTAAACCTGAAA

FBXL10 3' UTR 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 4 T } T

EcoNI

|
CCGCCCTTCTTGGCCTTTATGAGGATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCACAAACACAACTCCTCCGC

GGCGGGAAGAACCGGAAATACTCCTAGAGAGACTAAAAAGAACGCAGCTC GGCCATTCTGGAAAGCCATGAAGCAGGTGTTTGTGTTGAGGAGGCG
PMIR-REP seq rev

Luciferase

GCAACTTTTTCGCGGTTGTTACTTGACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAACAACAACGGCGGCGGGAAG

CGTTGAAAAAGCGCCAACAATGAACTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTGTTGTTGCCGCCGCCCTTC

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
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SgrAl Clal EcoRV

TTCACCGGCGTCATCGTCGGGAAGACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCAGCGGGGGCCACCTGATAT

T T
AAGTGGCCGCAGTAGCAGCCCTTCTGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGTCGCCCCCGGTGGACTATA

Luciferase

Pacl

CCTTTGTATTTAATTAAAGACTTCAAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAATGTAGCCATCCATCCTTGT

T I I I I
GGAAACATAAATTAATTTCTGAAGTTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTACATCGGTAGGTAGGAACA

Luciferase

Arsl
Eco0109I
PpuMI Arsl'

CAATCAAGGCGTTGGTCGCTTCCGGATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTGATTAACGCCCAGCGTTTT

1 1
GTTAGTTCCGCAACCAGCGAAGGCCTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGACTAATTGCGGGTCGCAAAA

Luciferase

CCCGGTATCCAGATCCACAACCTTCGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGTGTAATCAGAATAGCTGAT
1 ] ] ] ] ]

T T
GGGCCATAGGTCTAGGTGTTGGAAGCGAAGTTTTTTACCTTGTTGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCACATTAGTCTTATCGACTA

Luciferase

GTAGTCTCAGTGAGCCCATATCCTTGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAAGAGGTGCGCCCCCAGAAG

e LA LI
CATCAGAGTCACTCGGGTATAGGAACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTTCTCCACGCGGGGGTCTTC

Luciferase

Ajul Ajul’

CAATTTCGTGTAAATTAGATAAATCGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAACGCACTTTGAATTTTGTA

L I I I I LR I
GTTAAAGCACATTTAATCTATTTAGCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTTGCGTGAAACTTAAAACAT

Luciferase

ATCCTGAAGGGATCGTAAAAACAGCTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGTGTAGTAAACATTCCAAAA

e T T T T
TAGGACTTCCCTAGCATTTTTGTCGAGAAGAAGTTTAGATATGTAATTCTGCTGAGCTTTAGGTGTATAGTTTATAGGCTCACATCATTTGTAAGGTTTT

Luciferase

Xeml

CCGTGATGGAATGGGACAACACTTAAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGAATCTGACGCAGGCAGTTC

GGCACTACCTTACCCTGTTGTGAATTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCTTAGACTGCGTCCGTCAAG

Luciferase

Bsu36l|

TATGCGGAAGGGCCACACCCTTAGGTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAAGGACTCTGGTACAAAATC
1 ] ] ] ] ] ] ] ]

T T T
ATACGCCTTCCCGGTGTGGGAATCCATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTTCCTGAGACCATGTTTTAG

Luciferase
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BsrGl

GTATTCATTAAAACCGGGAGGTAGATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCCATGATAATAATTTTCTGG

L I I I I
CATAAGTAATTTTGGCCCTCCATCTACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGGTACTATTATTAAAAGACC

Luciferase

ATTATTGGTAATTTTTTTTGCACGTTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGTTCATACTGTTGAGCAATT

LI T T
TAATAACCATTAAAAAAAACGTGCAAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACAAGTATGACAACTCGTTAA

Luciferase

CACGTTCATTATAAATGTCGTTCGCGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAGAGAGTTTTCACTGCATAC

1
GTGCAAGTAATATTTACAGCAAGCGCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTCTCTCAAAAGTGACGTATG

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 T T T T T T T T T T T T

Psrl'

GACGATTCTGTGATTTGTATTCAGCCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTACGTGATGTTCACCTCGATA

1 1 = R 1
CTGCTAAGACACTAAACATAAGTCGGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATGCACTACAAGTGGAGCTAT

Luciferase

Psrl

TGTGCATCTGTAAAAGCAATTGTTCCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCATCCTCTAGAGGATAGAATG
1 ] ] ] ] ] ] ] ] ]

T T
ACACGTAGACATTTTCGTTAACAAGGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTAGGAGATCTCCTATCTTAC

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
Alol' BamHI Alol

GCGCCGGGCCTTTCTTTATGTTTTTGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACC

T T
CGCGGCCCGGAAAGAAATACAAAAACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAGGGTGGCATGTGCGGATGG

Luc 3" seq fwd primer CMV enhancer promoter

Luciferase

GCCCATTTGCGTCAATGGGGCGGAGTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGA

""|""I'"'|""I""|""I""|'"'I""|""I'"'i""l""i""l""i""I""|""I""|""I
CGGGTAAACGCAGTTACCCCGCCTCAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAACTGCAGTTACCCCACCTCT

CMV enhancer promoter

SnaBl
CspClI' CspCl BtgZI

CTTGGAAATCCCCGTGAGTCAAACCGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGGTAATAGCGATGACTAATACgtaggttcact
]

U T U U T T
GAACCTTTAGGGGCACTCAGTTTGGCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACCATTATCGCTACTGATTATGCatccaagtga

CMV enhancer promoter

1900
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Acc65l
o Kpnl
5 GATCTGGTACCTTGAATTCATGCTTCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATTCCTTCTCTTCTATAGTGT
S e et 2700
3 CTAGACCATGGAACTTAAGTACGAAGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAAGGAAGAGAAGATATCACA
° CMV enhancer promoter
0 R R R R AR R e e R SRR
o
5 CACCTAAATCGTTGCAATTCGTAATCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAA
F o St I o B B B B e S e e AL 010!
3 GTGGATTTAGCAACGTTAAGCATTAGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTT
0 B L L o e L o e e e B o
o
5 GTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCAT
0 b e e e e e e et 2000
3 CACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGACGTA
0 e L B o e et B B e L o
o
5 TAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGC
0 e et 3000
3 ATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGACGCCG
° ColE1 origin

[

° B B R R R RS RARREEEeE
o
° Pcil
5 GAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAG
0 e e et 3100
3 CTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTC
° ColE1 origin
0 B L L o e L o e e e B o
o
5 GAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCG
F I B S o s e o B B e e e S SR P20 0]
3 CTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGC
o ColE1 origin
0 T R T B L A A S
o
5 ACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCC
R R B e B B B B B B R IR O B B B R S e el6)
3 TGTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGG
° ColE1 origin
0 T R T B L A A S
o
5 CTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGT
© e et 3400
3 GAAGCCCTTCGCACCGCGAAAGAGTATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCA
° ColE1 origin
0 R e
o
° AlwNI
5 TCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATT
0 e et 3500
3 AGTCGGGCTGGCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAA
° ColE1 origin
° T e
[
5 AGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGA
° e et 3600
3 TCGTCTCGCTCCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACT
o ColE1 origin
o 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]
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5 AGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCG
0 e e 37000
3 TCGGTCAATGGAAGCCTTTTTCTCAACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGC
o ColE1 origin
0 T R T B L A A S
o
5' CAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTA
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 GTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAAT
° ColE1 origin
0 T R T B L A A S
o
5 TCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCT
© e et 3900
3 AGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGA
° ColE1 origin AMPr
>
0 B R R R R RN
o
° Ahd|
5 TAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACC
F e o S I o L L B e e e e S 101010/
3 ATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGG
° AMPTr
° T e
o
5 ATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGT
F e o e e e L B B R e e e e = S NAOL0!
3 TAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCA
° AMPTr
0 B L L o e L o e e e B o
o
5 GGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCA
I B I R I T B B s M V200!
3 CCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGT
° AMPTr
0 B B o L A TR
o
5 TTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTG
© et 4300
3 AACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACAC
° AMPTr
0 L o B L T B o B A A A R
o
5 CAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTT
F o e o B e o o e S o e e e e S K 1010}
3 GTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAA
o AMPr
° f f f f f f f f f - f f f f f f f f f
o
° Scal
5 ACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGG
0 e et AR (0
3 TGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGLCC
° AMPTr
o R R R B L B R s R S B R R
o
° Xmnl
5 CGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCT
5 e et AG00
3 GCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGA
° AMPTr
° f I f I : I f f f 1 f f I f I f I f I
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GTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAA

T T T
CAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTT

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

AATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCA

T T U B T
TTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGT
AMPr

TGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTAT

1
ACTCGCCTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCAGATTCTTTGGTAATA

TATCATGACATTAACCTATAAAAATAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACC

U T UL T T
ATAGTACTGTAATTGGATATTTTTATCCGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGG
SV40 Poly A

e
Hpal Bsml

ATTATAAGCTGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACC

T T T UL UL T T
TAATATTCGACGTTATTTGTTCAATTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGG

BsaBl

TCTACAAATGTGGTATGGCTGATTATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCGCCCCGCGGTGGCTTCGGTCGGAG

e B L e L e e B B L T B

AGATGTTTACACCATACCGACTAATACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGGGGCCCACCGAAGCCAGCCTC

o B L L B R e B R
Dralll

CCATGGGGTCGTGCGCTCCTTTCGGTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGG
1 ] ] ] ]

T T
GGTACCCCAGCACGCGAGGAAAGCCAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGGTCCACGCGCCAGGAAGCC

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 |
BssHII

GCACCTCGACGTCGGCGGTGACGGTGAAGCCGAGCCGCTCGTAGAAGGGGAGGT TGCGGGGCGCGGAGGTCTCCAGGAAGGCGGGCACCCCGGCGCGCTC

T
CGTGGAGCTGCAGCCGCCACTGCCACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCGCCCGTGGGGCCGCGCGAG

Puromycin resistance

e
Mscl

GGCCGCCTCCACTCCGGGGAGCACGACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGGAACCACGCGGGCTCCTTG

T
CCGGCGGAGGTGAGGCCCCTCGTGCTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCCTTGGTGCGCCCGAGGAAC

Puromycin resistance

4700
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5100
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GGCCGGTGCGGCGCCAGGAGGCCTTCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGATCTCGGCGAACACCGCCC

CCGGCCACGCCGCGGTCCTCCGGAAGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGTACGCGCCCGGCTAGAGCCGCTTGTGGCGGG

Puromycin resistance

e
Sacll

CCGCTTCGACGCTCTCCGGCGTGGTCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCCGACGCGCGTGAGGAAGAG

T T
GGCGAAGCTGCGAGAGGCCGCACCAGGTCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGGCTGCGCGCACTCCTTCTC

Puromycin resistance

Sall
Rsrll Accl

TTCTTGCAGCTCGGTGACCCGCTCGATGTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCGGCGAACGCGGCGGCGAGGGTGCGTACGGCC

L I I I
AAGAACGTCGAGCCACTGGGCGAGCTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGCCGCTCCCACGCATGCCGEG

Puromycin resistance

e
Tth111l

CGGGGGACGTCGTCGCGGGTGGCGAGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGGGGCGTGGGTCAGGGGATG

LA B L L B B L L B B L L IR L B L L LR L B |
GCCCCCTGCAGCAGCGCCCACCGCTCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCCCCGCACCCAGTCCCCTAC

Puromycin resistance

Sbfl
Agel Pstl Avrll

GTGGCGGCACCGGTCGTGGCGGCCGACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAG

CACCGCCGTGGCCAGCACCGCCGGCTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGGAGTGATGAAGACCTTATC
SV40 Promoter

' ! ' ! ' ! ' ! ' I ' I ' I ' I ' I ' I
T T T T T T T T T T T T T T T T T T T T T
Sil

CTCAGAGGCCGAGGCGGCCTCGGCCTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCGGGATG

U T
GAGTCTCCGGCTCCGCCGGAGCCGGAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCGCCTCAATCCCCGCCCTAC
SV40 Promoter

GGCGGAGTTAGGGGCGGGACTATGGTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCTGGTTG

= T
CCGCCTCAATCCCCGCCCTGATACCAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGACCAAC
SV40 Promoter

CTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC

GACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCA!
SV40 Promoter
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