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pMIR-REP-dCMV-RBAK 3" UTR (174-2943) wt

Absent Sites 0 Aarl,Absl,Afel,Aflll,Alel,Apal,AsiSI,Bael,Bael',Barl,Barl',BbvCl,Blpl,BmgBI,BpulOl,Fsel,FspAl,MauBl,Mrel,Nael, NgoMIV,Nrul,
Pasl,PfIMI,Pmel,PshAl,PspOMI,PspXIl,SanDI,SgrDI,Srfl,Swal

Agel 1 8486 (8853)
Ahdl 1 6540 (8853)
Ajul 1 4029 (8853)
Ajul’ 1 4061 (8853)
AlwNI 1 6063 (8853)
Ascl 1 470 (8853)

Avrll 1 8537 (8853)
BamH]I 1 4918 (8853)
BsaBl 1 7702 (8853)
Bsgl 1 724 (8853)

BsrGl 1 4419 (8853)
BstXI 1 496 (8853)

BstZ17I 1 1251 (8853)
Bsu36l 1 4297 (8853)
BtgZI 1 5168 (8853)
Clal 1 3546 (8853)
CspCl 1 5132 (8853)
CspClI' 1 5097 (8853)
Dralll 1 7861 (8853)
EcoNI 1 3295 (8853)
Hpal 1 7601 (8853)
Miul 1 483 (8853)

Mscl 1 8054 (8853)
Notl 1 407 (8853)

Pacl 1 3591 (8853)
Pmili 1 1256 (8853)
Psrl 1 4780 (8853)
Psrl' 1 4748 (8853)
Pstl 1 8509 (8853)
Rsrll 1 8310 (8853)
Sacll 1 8217 (8853)
Sall 1 8317 (8853)
Shbfl 1 8509 (8853)
Scal 1 7020 (8853)
Sfil 1 8591 (8853)
SgrAl 1 3481 (8853)
SnaBl 1 5166 (8853)
Spel 1 1289 (8853)
Tth111l 1 8386 (8853)
Xhol 1 3259 (8853)
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TCGCGCGTTTCGGTGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGCCGGGAGCAGACAAGCCCG

e I I I I
AGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTGTGTACGTCGAGGGCCTCTGCCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGC

TCAGGGCGCGTCAGCGGGTGTTGGCGGGTGTCGGGGECTGECTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATA

et ot
AGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTAT

CCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGCCATTCGCCATTCAGGCTGCGCAACTGTTGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTAT

U T T T
GGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCGGTAAGCGGTAAGTCCGACGCGTTGACAACCCTTCCCGCTAGCCACGCCCGGAGAAGCGATA

TACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAA

LI B IR T T
ATGCGGTCGACCGCTTTCCCCCTACACGACGTTCCGCTAATTCAACCCATTGCGGTCCCAAAAGGGTCAGTGCTGCAACATTTTGCTGCCGGTCACGGTT
pPMIR-REP seq fwd

Notl Ascl Miul BstXI

| | |
GCTAGCGGCCGCATACAAAAAACCAACACACAGATCCAATGAAAATAAAAGATCCTTTATTAAGCTTGGCGCGCCGAGCTCACGCGTCCATTTCCATGGA

i T T
CGATCGCCGGCGTATGTTTTTTGGTTGTGTGTCTAGGTTACTTTTATTTTCTAGGAAATAATTCGAACCGCGCGGCTCGAGTGCGCAGGTAAAGGTACCT
SV40 Poly A Signal RBAK 3' UTR

TGGGTAGCAGTGCTACATGTTTTAAGTTTGCATTTCCCTGATTACTAATAAAGCTAACACATCTTTTCATGCTTATTGGCCGTCTGGATATCCTCTAAAG

UL B T UL T
ACCCATCGTCACGATGTACAAAATTCAAACGTAAAGGGACTAATGATTATTTCGATTGTGTAGAAAAGTACGAATAACCGGCAGACCTATAGGAGATTTC
RBAK 3' UTR

TGAGTGGATATCCTCTAAAGTCTTTTGCCTTTTCCAGTTTCCCCCTTGTTGATTTGTAGGTGCTCTTTACATATTCGAGATCAGGGACCAGAAAACTATG

Tt UL B T t UL
ACTCACCTATAGGAGATTTCAGAAAACGGAAAAGGTCAAAGGGGGAACAACTAAACATCCACGAGAAATGTATAAGCTCTAGTCCCTGGTCTTTTGATAC
RBAK 3' UTR

Bsgl

AGTGCAGACCAAATCCAGACTGCCACCTGGGATTGTGAATGGTTTTACTGGGAAGCAGCCATGCTCATTTTTTTTTTAATGCATGGTGTATGGATGCTTT

e I LR DL LR |
TCACGTCTGGTTTAGGTCTGACGGTGGACCCTAACACTTACCAAAATGACCCTTCGTCGGTACGAGTAAAAAAAAAATTACGTACCACATACCTACGAAA

miR-155 7mer-1A

RBAK 3' UTR

CACACAATAGCAAAGATGAGCAGTTGTGACAAAGCTGAAAATTTTCACCATCTGGTGCCTTGCTTTATAAAGTTTGCCAACACTTCTGCTATACTCGGTG

et frt fot
GTGTGTTATCGTTTCTACTCGTCAACACTGTTTCGACTTTTAAAAGTGGTAGACCACGGAACGAAATATTTCAAACGGTTGTGAAGACGATATGAGCCAC
RBAK 3' UTR

CTGTTGTCACATACATGAACTGCAAATATCTTCTCCTCCCCATGATTTCCTGTTCATTTTCTTACTGGTGGTCTTTCTGATAAATAGAAGTTCTCAAATT

} 1 T T
GACAACAGTGTATGTACTTGACGTTTATAGAAGAGGAGGGGTACTAAAGGACAAGTAAAAGAATGACCACCAGAAAGACTATTTATCTTCAAGAGTTTAA
RBAK 3'UTR
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TAATATTAAGTTCTAATTTTATGGGTTAATGCTTTTTGGGTCTCAATAAACCTTTGCTTACTCCAAGATTACAAACTGTCCTAAGATTTCTTTGTAAAGC

U T UL IR " =T " UL T B
ATTATAATTCAAGATTAAAATACCCAATTACGAAAAACCCAGAGTTATTTGGAAACGAATGAGGTTCTAATGTTTGACAGGATTCTAAAGAAACATTTCG
miR-155 8mer

RBAK 3' UTR

TTTCACATTTCATATTCAGATCTGCAATCCACCTCCAAATAACTTTTTATCAAATTACAAAATTTTATTGGCAAAGTACATTTACTGGAAAGAACACCCT

e LR T T LR L LR B L
AAAGTGTAAAGTATAAGTCTAGACGTTAGGTGGAGGTTTATTGAAAAATAGTTTAATGTTTTAAAATAACCGTTTCATGTAAATGACCTTTCTTGTGGGA

RBAK 3'UTR
) 1 ) 1 ) 1 ) 1 ) 1 ) 1 ) 1 ) 1 ) 1 ) 1
1 T 1 T 1 T 1 T 1 UL T 1 T 1 LI B L BB LR |
BstZ171

Pmil Spel

| |
TTCCCCCACTACACTTCAATGTCACCTTTCTCAAAACTCAGGTGATGGTATACACGTGGGTCTACTTTTGAATCTGTATGCTGTTCCACTAGTCAGTT

U " T T UL
AAGGGGGTGATGTGAAGTTACAGTGGAAAGAGTTTTGAGTCCACTACCATATGTGCACCCAGATGAAAACTTAGACATACGACAAGGTGATCAGTCAAAA
RBAK 3' UTR

TTCATCCTTGTGCCAAATTAACACCTTCATTATTTCTATGGCTTTATAACAGGTCTTGATATTTAGAAATTTCAATCCTCTCTGTCCATTCTACAGGATA

U T T UL T T
AAGTAGGAACACGGTTTAATTGTGGAAGTAATAAAGATACCGAAATATTGTCCAGAACTATAAATCTTTAAAGT TAGGAGAGACAGGTAAGATGTCCTAT
RBAK 3' UTR

GCCTTGACAATTATTCGACTTTTGAATATGCATATGAATTCTAGAATTAGCTTGTTAATTTACATTAAAGAACTTGCTAGGATTTTAAGGTTGCAATGAA
R R ' R R R RN NS E R RRRR oot

= T UL B T T = UL
CGGAACTGTTAATAAGCTGAAAACTTATACGTATACTTAAGATCTTAATCGAACAATTAAATGTAATTTCTTGAACGATCCTAAAATTCCAACGTTACTT
RBAK 3'UTR

TTTAGGAAAAAGCAATAGTTTTGAGATTGTCCTGGAATCCTATCCCTCTCCTCCTTTGTAATTTTATTTTCTGGATACAGTTCTTCAAAGCATATTAACT

L B B B B T
AAATCCTTTTTCGTTATCAAAACTCTAACAGGACCTTAGGATAGGGAGAGGAGGAAACATTAAAATAAAAGACCTATGTCAAGAAGTTTCGTATAATTGA
RBAK 3' UTR

CATTTTCTCCCTCTAGGCACTTGAGGGATCTTTGAAGTGGCATTGCTTTTCAAAATTTCATTTTCCATGTTTTTTGCTGGTATATCATAAAATGCTTT

UL B | 1 H T 1 T
GTAAAAGAGGGAGATCCGTGAACTCCCTAGAAACTTCACCGTAACGAAAAGTTTTAAAGTAAAAGGTACAAAAAACGACCATATAGTATTTTACGAAAAA
RBAK 3' UTR

GCATAACTTTTATGCAGGGAACTTACCAAATTTACTCATGGCATCTGCAAATAGAGATTTATATTCTTTTTCGTTTTTAAAGTTTTACTTCTTTTCTAAT

UL L B T T T T T
CGTATTGAAAATACGTCCCTTGAATGGTTTAAATGAGTACCGTAGACGTTTATCTCTAAATATAAGAAAAAGCAAAAATTTCAAAATGAAGAAAAGATTA
RBAK 3' UTR

CTCTATGCCTTTTGTTTCTCTTCCTTGCATTAGTTTTCTGGTTAGGTCCTTCTGAACAATGCCGAATAAAATCATTGACAGCAGATATCCTTGTCTTATT

S RN RS R R R N R R R R R RR S NN N R R R RN
GAGATACGGAAAACAAAGAGAAGGAACGTAATCAAAAGACCAATCCAGGAAGACTTGTTACGGCTTATTTTAGTAACTGTCGTCTATAGGAACAGAATAA
RBAK 3'UTR
I N ———————— N —————————
R e
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TTTATAATCTTAGGAGAAATGTTCACTATTTCATCATTAAGCATATTGTTTGTTGTAGTTTAAGTCTCTTTATGCAGTTAAGTAAGTCCCTTTCAATCCA

e I I I I I
AAATATTAGAATCCTCTTTACAAGTGATAAAGTAGTAATTCGTATAACAAACAACATCAAATTCAGAGAAATACGTCAATTCATTCAGGGAAAGTTAGGT
RBAK 3' UTR

TCATTTGCTAAGATCATAAACGAACATTAATTGTACCACAAGAATGTTCTGCATGCCAGATTACTTTTCTACAGGTGGTGTATAATAGCAACTGACTTGT

o R B B L L e B L
AGTAAACGATTCTAGTATTTGCTTGTAATTAACATGGTGTTCTTACAAGACGTACGGTCTAATGAAAAGATGTCCACCACATATTATCGTTGACTGAACA
RBAK 3' UTR

GAATATTAAGCCACCTTTGCATTCCTGGAACACAATCTATTTGATTACCATTTTACCTTTTCCCAGAACAAGTCCATCTTTGTTTTGTTTACCCAGTATC

CTTATAATTCGGTGGAAACGTAAGGACCTTGTGTTAGATAAACTAATGGTAAAATGGAAAAGGGTCTTGTTCAGGTAGAAACAAAACAAATGGGTCATAG
RBAK 3' UTR

AGGTCATATGACCACTATAAAACAAGTTACTGGCAAAGAGAATGAAATCATTATTATTTTGACTAATCAGGATTCCCCTGTGTCATGTGAAGAAGTGGTA

1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ] 1 ]

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

TCCAGTATACTGGTGATATTTTGTTCAATGACCGTTTCTCTTACTTTAGTAATAATAAAACTGATTAGTCCTAAGGGGACACAGTACACTTCTTCACCAT
RBAK 3'UTR

GGTACCTAAACTGTTCCAGCAAGAAATGGAGCGAGGACATTAAGTTAATTGATCAAAAAATATCTGCTAGAAACTTGAATCAATTTGTTCTGAAATACTG

T e LEL LA ELL N B B L L B o B B L B L B
CCATGGATTTGACAAGGTCGTTCTTTACCTCGCTCCTGTAATTCAATTAACTAGTTTTTTATAGACGATCTTTGAACTTAGTTAAACAAGACTTTATGAC
RBAK 3'UTR

GGAAAAAGGAGAATGCACAAAACAATGACACTGTATTTGTACCAAACAGAAGTTTGTGAATAAAATTTCTAAATTACAAAATATTGGCACTAGGCACACT

R L | L L B | L | R L LA UL IR L L IR IR L L B |
CCTTTTTCCTCTTACGTGTTTTGTTACTGTGACATAAACATGGTTTGTCTTCAAACACTTATTTTAAAGATTTAATGTTTTATAACCGTGATCCGTGTGA
RBAK 3' UTR

CAAACCTATGGGTTAAAAAACAAGGGTGGTGTGAGAGCTGGGGATATTTTAGAGTATGGGCAGTATGCTTGTTCTCTTTCACTGAAATAGACTTAAACAA
1 ] 1 ] ] 1 ] ] ] ] ]

L B L BN B LA R IR L L LR B LA L B LR L | L L I L I L |
GTTTGGATACCCAATTTTTTGTTCCCACCACACTCTCGACCCCTATAAAATCTCATACCCGTCATACGAACAAGAGAAAGTGACTTTATCTGAATTTGTT
RBAK 3' UTR

TTCCAAATTATGTATGTATAGTTTATCAAAATAGTCTTTTAGAAAATCTTATCTTACTCAGATGCAGTTGAAAACTTTACAAAACGACTGCCTCCTGTAC

LR B | I LA DL BN B
AAGGTTTAATACATACATATCAAATAGTTTTATCAGAAAATCTTTTAGAATAGAATGAGTCTACGTCAACTTTTGAAATGTTTTGCTGACGGAGGACATG
RBAK 3' UTR

TAATGAGGCATTTGTTAAAAACCCATTTGTAAATTCCTCTAAATAGAAAACTAGGTATTTTACCATTTTATACCTATTAAATATTATCTCACCAACAATA

e L LA B B I
ATTACTCCGTAAACAATTTTTGGGTAAACATTTAAGGAGATTTATCTTTTGATCCATAAAATGGTAAAATATGGATAATTTATAATAGAGTGGTTGTTAT
RBAK 3' UTR

TGTCCTGTCTTAATACATTTTGCCATCCTAATACTCAAATAAGAAAACTGCCTCTTCACAAGTCATCCAATTCCAAACTTGCATAGAATTACCATTAGAT

U B = T = T T
ACAGGACAGAATTATGTAAAACGGTAGGATTATGAGTTTATTCTTTTGACGGAGAAGTGTTCAGTAGGTTAAGGTTTGAACGTATCTTAATGGTAATCTA
RBAK 3' UTR
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TGCATTTTTAAGACATGATAAAAAACGGCCATATACTTATTTAATGCTACTGTCCTCATGATCAACTCCTGACAATTTAAAAACTTCATTTTATACAATG

U T T T
ACGTAAAAATTCTGTACTATTTTTTGCCGGTATATGAATAAATTACGATGACAGGAGTACTAGTTGAGGACTGTTAAATTTTTGAAGTAAAATATGTTAC
miR-155 8mer

RBAK 3' UTR

AAGATTTATTCAGAGCTCATAGCCTCTGAGATCTTTCCTGTAAACACCTGATTTTCCATTAGAAATATGGCTTTTACAACAAATTTCCAAGACAATATAT

T T UL B LR
TTCTAAATAAGTCTCGAGTATCGGAGACTCTAGAAAGGACATTTGTGGACTAAAAGGTAATCTTTATACCGAAAATGTTGTTTAAAGGTTCTGTTATATA
RBAK 3' UTR

TTTCCACATTCACCATATTGACAGATTTTGCCTTTGTATGATTCCCTGATATGTAAATACAATTTGAATCCAAAATAAATATTAAATATTTATAAAACTT

AAAGGTGTAAGTGGTATAACTGTCTAAAACGGAAACATACTAAGGGACTATACATTTATGTTAAACTTAGGTTTTATTTATAATTTATAAATATTTTGAA
RBAK 3' UTR

I )N} N NN ———————

e bbb b e bbb b b fe b e b e

Xhol EcoNI

CACTCCTATATAAATTAGTGTCCGATGAGTCGTATGATCTTGCTGAAGGCTTTGCTTCTCGAGCAATTTGGACTTTCCGCCCTTCTTGGCCTTTATGAGG

1 1
GTGAGGATATATTTAATCACAGGCTACTCAGCATACTAGAACGACTTCCGAAACGAAGAGCTCGTTAAACCTGAAAGGCGGGAAGAACCGGAAATACTCC

RBAK 3' UTR Luciferase
s <
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1
e

ATCTCTCTGATTTTTCTTGCGTCGAGTTTTCCGGTAAGACCTTTCGGTACTTCGTCCACAAACACAACTCCTCCGCGCAACTTTTTCGCGGTTGTTACTT
1 ] ] ] ] ] ] ]

LR I I t R I
TAGAGAGACTAAAAAGAACGCAGCTCAAAAGGCCATTCTGGAAAGCCATGAAGCAGGTGTTTGTGTTGAGGAGGCGCGTTGAAAAAGCGCCAACAATGAA
PMIR-REP seq rev

<
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

SgrAl
\
GACTGGCGACGTAATCCACGATCTCTTTTTCCGTCATCGTCTTTCCGTGCTCCAAAACAACAACGGCGGCGGGAAGTTCACCGGCGTCATCGTCGGGAAG

U T T L T
CTGACCGCTGCATTAGGTGCTAGAGAAAAAGGCAGTAGCAGAAAGGCACGAGGTTTTGTTGTTGCCGCCGCCCTTCAAGTGGCCGCAGTAGCAGCCCTTC

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
Clal Pacl

| |
ACCTGCCACGCCCGCGTCGAAGATGTTGGGGTGTTGTAACAATATCGATTCCAATTCAGCGGGGGCCACCTGATATCCTTTGTATTTAATTAAAGACTTC

e I I I I I I
TGGACGGTGCGGGCGCAGCTTCTACAACCCCACAACATTGTTATAGCTAAGGTTAAGTCGCCCCCGGTGGACTATAGGAAACATAAATTAATTTCTGAAG

Luciferase

AAGCGGTCAACTATGAAGAAGTGTTCGTCTTCGTCCCAGTAAGCTATGTCTCCAGAATGTAGCCATCCATCCTTGTCAATCAAGGCGTTGGTCGCTTCCG

T T T
TTCGCCAGTTGATACTTCTTCACAAGCAGAAGCAGGGTCATTCGATACAGAGGTCTTACATCGGTAGGTAGGAACAGTTAGTTCCGCAACCAGCGAAGGC

Luciferase

GATTGTTTACATAACCGGACATAATCATAGGTCCTCTGACACATAATTCGCCTCTCTGATTAACGCCCAGCGTTTTCCCGGTATCCAGATCCACAACCTT

1 1
CTAACAAATGTATTGGCCTGTATTAGTATCCAGGAGACTGTGTATTAAGCGGAGAGACTAATTGCGGGTCGCAAAAGGGCCATAGGTCTAGGTGTTGGAA

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 LN T T T T T T T T T
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5' CGCTTCAAAAAATGGAACAACTTTACCGACCGCGCCCGGTTTATCATCCCCCTCGGGTGTAATCAGAATAGCTGATGTAGTCTCAGTGAGCCCATATCCT

F L I o B e o R s e o B B et e S S S 1o{0 0]
3 GCGAAGTTTTTTACCTTGTTGAAATGGCTGGCGCGGGCCAAATAGTAGGGGGAGCCCACATTAGTCTTATCGACTACATCAGAGTCACTCGGGTATAGGA
o Luciferase

o
o
5 TGTCGTATCCCTGGAAGATGGAAGCGTTTTGCAACCGCTTCCCCGACTTCTTTCGAAAGAGGTGCGCCCCCAGAAGCAATTTCGTGTAAATTAGATAAAT
o 1 ] ] ]
3

e 4000
ACAGCATAGGGACCTTCTACCTTCGCAAAACGTTGGCGAAGGGGCTGAAGAAAGCTTTCTCCACGCGGGGGTCTTCGTTAAAGCACATTTAATCTATTTA

° Luciferase

° I I f I : I f i f f f f I I f I f I f I

° Ajul Ajul'

5' CGTATTTGTCAATCAGAGTGCTTTTGGCGAAGAATGAAAATAGGGTTGGTACTAGCAACGCACTTTGAATTTTGTAATCCTGAAGGGATCGTAAAAACAG

S e et 4100

3 GCATAAACAGTTAGTCTCACGAAAACCGCTTCTTACTTTTATCCCAACCATGATCGTTGCGTGAAACTTAAAACATTAGGACTTCCCTAGCATTTTTGTC

° Luciferase

0 R e

o

5 CTCTTCTTCAAATCTATACATTAAGACGACTCGAAATCCACATATCAAATATCCGAGTGTAGTAAACATTCCAAAACCGTGATGGAATGGGACAACACTT

0 e et AP 00

3 GAGAAGAAGTTTAGATATGTAATTCTGCTGAGCTTTAGGTGTATAGTTTATAGGCTCACATCATTTGTAAGGTTTTGGCACTACCTTACCCTGTTGTGAA

° Luciferase

R R R I R T R

o Bsu36l

5 AAAATCGCAGTATCCGGAACGATTTGATTGCCAAAAATAGGATCTCTGGCATGCGAGAATCTGACGCAGGCAGTTCTATGCGGAAGGGCCACACCCTTAG

0 e et A300)

3 TTTTAGCGTCATAGGCCTTGCTAAACTAACGGTTTTTATCCTAGAGACCGTACGCTCTTAGACTGCGTCCGTCAAGATACGCCTTCCCGGTGTGGGAATC

° Luciferase

0 B L L o e L o e e e B o

o

5 GTAACCCAGTAGATCCAGAGGAATTCATTATCAGTGCAATTGTTTTGTCACGATCAAAGGACTCTGGTACAAAATCGTATTCATTAAAACCGGGAGGTAG

F L I o B e o o R e o B L et o = S LT 8]

3 CATTGGGTCATCTAGGTCTCCTTAAGTAATAGTCACGTTAACAAAACAGTGCTAGTTTCCTGAGACCATGTTTTAGCATAAGTAATTTTGGCCCTCCATC

° Luciferase

o t f t f t f t = t - f t f t f t f t f

° BsrGl

5' ATGAGATGTGACGAACGTGTACATCGACTGAAATCCCTGGTAATCCGTTTTAGAATCCATGATAATAATTTTCTGGATTATTGGTAATTTTTTTTGCACG

R R R R e B B R B B B IR O O B R e R R R Nlstele)

3 TACTCTACACTGCTTGCACATGTAGCTGACTTTAGGGACCATTAGGCAAAATCTTAGGTACTATTATTAAAAGACCTAATAACCATTAAAAAAAACGTGC

° Luciferase

0 L B o B

o

5 TTCAAAATTTTTTGCAACCCCTTTTTGGAAACAAACACTACGGTAGGCTGCGAAATGTTCATACTGTTGAGCAATTCACGTTCATTATAAATGTCGTTCG

F e B e e e e L TR e e N L5100

3 AAGTTTTAAAAAACGTTGGGGAAAAACCTTTGTTTGTGATGCCATCCGACGCTTTACAAGTATGACAACTCGTTAAGTGCAAGTAATATTTACAGCAAGC

° Luciferase

0 R e

o

5 CGGGCGCAACTGCAACTCCGATAAATAACGCGCCCAACACCGGCATAAAGAATTGAAGAGAGTTTTCACTGCATACGACGATTCTGTGATTTGTATTCAG

0 e et A7 00

3 GCCCGCGTTGACGTTGAGGCTATTTATTGCGCGGGTTGTGGCCGTATTTCTTAACTTCTCTCAAAAGTGACGTATGCTGCTAAGACACTAAACATAAGTC

° Luciferase

° f f f f f f f = f - f f f f f f f f f
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Psrl’ Psrl

CCCATATCGTTTCATAGCTTCTGCCAACCGAACGGACATTTCGAAGTATTCCGCGTACGTGATGTTCACCTCGATATGTGCATCTGTAAAAGCAATTGTT

e I I I I
GGGTATAGCAAAGTATCGAAGACGGTTGGCTTGCCTGTAAAGCTTCATAAGGCGCATGCACTACAAGTGGAGCTATACACGTAGACATTTTCGTTAACAA

Luciferase

CCAGGAACCAGGGCGTATCTCTTCATAGCCTTATGCAGTTGCTCTCCAGCGGTTCCATCCTCTAGAGGATAGAATGGCGCCGGGCCTTTCTTTATGTTTT

GGTCCTTGGTCCCGCATAGAGAAGTATCGGAATACGTCAACGAGAGGTCGCCAAGGTAGGAGATCTCCTATCTTACCGCGGCCCGGAAAGAAATACAAAA

=]

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

BamHI

TGGCGTCTTCCATGGTGGATCCACGGTTCACTAAACCAGCTCTGCTTATATAGACCTCCCACCGTACACGCCTACCGCCCATTTGCGTCAATGGGGCGGA

W o0 U1 o 0 W o UWo 0 W o UW0o o W o v o o

R AL L | L L L D L L L B L IR |
ACCGCAGAAGGTACCACCTAGGTGCCAAGTGATTTGGTCGAGACGAATATATCTGGAGGGTGGCATGTGCGGATGGCGGGTAAACGCAGTTACCCCGCCT
Luc 3' seq fwd primer CMV enhancer promoter
Luciferase
|

P S U S S0 S P S S S S S E VA S S S
CspCl'

GTTGTTACGACATTTTGGAAAGTCCCGTTGATTTTGGTGCCAAAACAAACTCCCATTGACGTCAATGGGGTGGAGACTTGGAAATCCCCGTGAGTCAAAC

T R T T
CAACAATGCTGTAAAACCTTTCAGGGCAACTAAAACCACGGTTTTGTTTGAGGGTAACTGCAGTTACCCCACCTCTGAACCTTTAGGGGCACTCAGTTTG

CMV enhancer promoter

SnaBl
CspCl BtgZI

CGCTATCCACGCCCATTGATGTACTGCCAAAACCGCATCACCATGGTAATAGCGATGACTAATACgtaggttcactGATCTGGTACCTTGAATTCATGCT

R L B B B B I N L e T L S
GCGATAGGTGCGGGTAACTACATGACGGTTTTGGCGTAGTGGTACCATTATCGCTACTGATTATGecatccaagtgaCTAGACCATGGAACTTAAGTACGA

CMV enhancer promoter

TCTCCTCCCTTTAGTGAGGGTAATTCTCTCTCTCTCCCTATAGTGAGTCGTATTAATTCCTTCTCTTCTATAGTGTCACCTAAATCGTTGCAATTCGTAA

e T T T T T T T T
AGAGGAGGGAAATCACTCCCATTAAGAGAGAGAGAGGGATATCACTCAGCATAATTAAGGAAGAGAAGATATCACAGTGGATTTAGCAACGTTAAGCATT

TCATGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATG
1 ] ] ] ] ] ] ] ] ]

I I T
AGTACAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTTCACATTTCGGACCCCACGGATTAC

AGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGG

T T T
TCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGACGTAATTACTTAGCCGGTTGCGCGCCCC

AGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGG

LR IR T
TCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCC
ColE1 origin

Xu et al., Transcriptome and targetome analysis in miR155 expressing cells using RNA-seq, RNA, 1010, 16: 1610-1622
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CGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCT

= I I I I
GCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGA
ColE1 origin

GGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCG

= T
CCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGC
ColE1 origin

TTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTC

LR T
AAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCGCACCGCGAAAGAG
ColE1 origin

ATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATC

= T
TATCGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCGGAATAG
ColE1 origin

AlwNI

CGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGT

UL T T T
GCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCA
ColE1 origin

GCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAG

= T T T
CGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCTTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTC
ColE1 origin

TTGGTAGCTCTTGATCCGGCAAAAAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGA

AACCATCGAGAACTAGGCCGTTTTTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCT
ColE1 origin

TCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATC

T LR LR T T
AGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAG
ColE1 origin

CTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAG

t I I I I
GAAAATTTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTC
ColE...gin AMPr

j——

e
Ahdl

CGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGAT

GCTAGACAGATAAAGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTA

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

Xu et al., Transcriptome and targetome analysis in miR155 expressing cells using RNA-seq, RNA, 1010, 16: 1610-1622
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ACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCC

U T
TGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGG
AMPr

ATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCAC

e 1 1
TAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTG
AMPr

GCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGG

t———+ } 1 T T
CGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCC
AMPTr

TCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGC

U T T
AGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACG

AMPr
! I ! I ! I ! I ! 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

Scal

TTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGC

U T T
AAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCG
AMPr

CACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACC

GTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGG
AMPTF

CACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGG

GTGAGCACGTGGGTTGACTAGAAGTCGTAG TGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCC
AMPr

GCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTA

e I I I I I
CGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTATGTATAAACTTACAT
AMPr

TTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTGACGTCTAAGAAACCATTATTATCATGACATTAACCTATAAAAA

1 1 -+ B o 4 e e R 1 -+ 1
AAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGACTGCAGATTCTTTGGTAATAATAGTACTGTAATTGGATATTTTT
1 ] 1 ] 1 ] 1 ] ] 1 ] 1 ] 1 ] 1 ] 1 ]

TAGGCGTATCACGAGATTGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGCTGCAATAAACAAGTT

ATCCGCATAGTGCTCTAACGTCACTTTTTTTACGAAATAAACACTTTAAACACTACGATAACGAAATAAACATTGGTAATATTCGACGTTATTTGTTCAA
SV40 Poly A

Xu et al., Transcriptome and targetome analysis in miR155 expressing cells using RNA-seq, RNA, 1010, 16: 1610-1622
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AACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTTTAAAGCAAGTAAAACCTCTACAAATGTGGTATGGCTGATT

= T T
TTGTTGTTGTTAACGTAAGTAAAATACAAAGTCCAAGTCCCCCTCCACACCCTCCAAAAAATTTCGTTCATTTTGGAGATGTTTACACCATACCGACTAA

BsaBl

ATGATCCTCTAGAGTCGGTGGGCCTCGGGGGCGGGTGCGGGGTCGGCGGGGCCGCCCCGGGTGGCTTCGGTCGGAGCCATGGGGTCGTGCGCTCCTTTCG

o R B B L L e B L
TACTAGGAGATCTCAGCCACCCGGAGCCCCCGCCCACGCCCCAGCCGCCCCGGCGEGGCCCACCGAAGCCAGCCTCGGTACCCCAGCACGCGAGGAAAGC

Dralll

GTCGGGCGCTGCGGGTCGTGGGGCGGGCGTCAGGCACCGGGCTTGCGGGTCATGCACCAGGTGCGCGGTCCTTCGGGCACCTCGACGTCGGCGGTGACGG

1
CAGCCCGCGACGCCCAGCACCCCGCCCGCAGTCCGTGGCCCGAACGCCCAGTACGTGGTCCACGCGCCAGGAAGCCCGTGGAGCTGCAGCCGCCACTGCC

Puromycin resistance

TGAAGCCGAGCCGCTCGTAGAAGGGGAGGTTGCGGGGCGCGGAGGTCTCCAGGAAGGCGGGCACCCCGGCGCGCTCGGCCGCCTCCACTCCGGGGAGCAC

LA B L L B B L L B B L L IR L B L L LR L B |
ACTTCGGCTCGGCGAGCATCTTCCCCTCCAACGCCCCGCGCCTCCAGAGGTCCTTCCGCCCGTGGGGCCGCGCGAGCCGGCGGAGGTGAGGCCCCTCGTG

Puromycin resistance

e
Mscl

GACGGCGCTGCCCAGACCCTTGCCCTGGTGGTCGGGCGAGACGCCGACGGTGGCCAGGAACCACGCGGGCTCCTTGGGCCGGTGCGGCGCCAGGAGGCCT

LA B L L B B L L B B L L IR L B L L LR L B |
CTGCCGCGACGGGTCTGGGAACGGGACCACCAGCCCGCTCTGCGGCTGCCACCGGTCCTTGGTGCGCCCGAGGAACCCGGCCACGCCGCGGTCCTCCGGA

Puromycin resistance

TCCATCTGTTGCTGCGCGGCCAGCCGGGAACCGCTCAACTCGGCCATGCGCGGGCCGATCTCGGCGAACACCGCCCCCGCTTCGACGCTCTCCGGCGTGG

T
AGGTAGACAACGACGCGCCGGTCGGCCCTTGGCGAGTTGAGCCGGTACGCGCCCGGCTAGAGCCGCTTGTGGCGGGGGCGAAGCTGCGAGAGGCCGCACC

Puromycin resistance

Sacll

TCCAGACCGCCACCGCGGCGCCGTCGTCCGCGACCCACACCTTGCCGATGTCGAGCCCGACGCGCGTGAGGAAGAGTTCTTGCAGCTCGGTGACCCGCTC

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 |
AGGTCTGGCGGTGGCGCCGCGGCAGCAGGCGCTGGGTGTGGAACGGCTACAGCTCGGGCTGCGCGCACTCCTTCTCAAGAACGTCGAGCCACTGGGCGAG

Puromycin resistance

e
Rsrll Sall Tth111l

GATGTGGCGGTCCGGGTCGACGGTGTGGCGCGTGGCGGGGTAGTCGGCGAACGCGGCGGCGAGGGTGCGTACGGCCCGGGGGACGTCGTCGCGGGTGGCG

1 1 1
CTACACCGCCAGGCCCAGCTGCCACACCGCGCACCGCCCCATCAGCCGCTTGCGCCGCCGCTCCCACGCATGCCGGGCCCCCTGCAGCAGCGCCCACCGC

Puromycin resistance

WL L B B LA AL IR L LA IR LN L BN LA LA IR I L L B |
Agel

AGGCGCACCGTGGGCTTGTACTCGGTCATGGAAGGTCGTCTCCTTGTGAGGGGTCAGGGGCGTGGGTCAGGGGATGGTGGCGGCACCGGTCGTGGCGGCC

UL T T
TCCGCGTGGCACCCGAACATGAGCCAGTACCTTCCAGCAGAGGAACACTCCCCAGTCCCCGCACCCAGTCCCCTACCACCGCCGTGGCCAGCACCGCCGG

Puromycin resistance

Xu et al., Transcriptome and targetome analysis in miR155 expressing cells using RNA-seq, RNA, 1010, 16: 1610-1622
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Sbfl
o Pstl Avrll Sil
5 GACCTGCAGGCATGCAAGCTAGCTTTTTGCAAAAGCCTAGGCCTCCAAAAAAGCCTCCTCACTACTTCTGGAATAGCTCAGAGGCCGAGGCGGCCTCGGC
F e B e S e L TR e e e N (51010
3 CTGGACGTCCGTACGTTCGATCGAAAAACGTTTTCGGATCCGGAGGTTTTTTCGGAGGAGTGATGAAGACCTTATCGAGTCTCCGGCTCCGCCGGAGCCG
° SV40 Promoter
0 R R R R R R R RSN
o
5 CTCTGCATAAATAAAAAAAATTAGTCAGCCATGGGGCGGAGAATGGGCGGAACTGGGCGGAGTTAGGGGCGGGATGGGCGGAGT TAGGGGCGGGACTATG
0 e et 3700
3 GAGACGTATTTATTTTTTTTAATCAGTCGGTACCCCGCCTCTTACCCGCCTTGACCCGCCTCAATCCCCGCCCTACCCGCCTCAATCCCCGCCCTGATAC
° SV40 Promoter
0 B L L o e L o e e e B o
o
5 GTTGCTGACTAATTGAGATGCATGCTTTGCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCTGGTTGCTGACTAATTGAGATGCATGCTTT
° e et 8800
3 CAACGACTGATTAACTCTACGTACGAAACGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGACCAACGACTGATTAACTCTACGTACGAAA
° SV40 Promoter
0 B L A A A R
o
5 GCATACTTCTGCCTGCTGGGGAGCCTGGGGACTTTCCACACCAATCTTTCGTC
B S 8853
3 CGTATGAAGACGGACGACCCCTCGGACCCCTGAAAGGTGTGGTTAGAAAGCAG
° SV40 Promoter

|

o 1 ] ——+ ] — 1 ] 1 ] 1 ]
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