* Plasmid Name and Size:
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Plasmid Data Sheet

pcDNA6.2-GW_EmGFP-hsa-miR-875-3p; 5759 bp

* developed at the BioMed Resource Core of the 1% Core Facility Lab, NTU-CM
* hsa-miR-875-3p: Homo sapiens microRNA 875
NCBI Reference Sequence: NR _030596.1

* primers:

BMRC-3019

gtegaccagtggatectggaggcettgetgaaggetgtatgetgCCTGGAAACACTGAG
GTTGTGgttttggcecactgactgacCACAACC

pcDNA6.2-GW_EmGFP-hsa-miR-875-3p (BamHI)

BMRC-2956

gagtgcggccagatctgggccatttgttccatgtgagtgctagtaacaggcecttgtgtc
ctgCCTGGAAACACAGGTTGTGgtcagtcag

pcDNA6.2-GW_EmGFP-hsa-miR-875-3p (BglII)

* [ TA cloning vector or ¥/ Mammalian; []Yeast; [1 E. coli; expression vector

* plasmid amplify in E. coli is i high; or [J low copy number

* expression level is (I low; 4 high; or [ regulated

* CMYV promoter is used to drive EmGFP-miR-155 based microRNA 875 expression.
the EmGFP is used for monitoring of induction of the miR RNAi

* antibiotic selection: Blasticidin, Spectinomycin

SV40 poly(A) signal

CMV enhancer

pcDNA6.2-GW_EmG FP-

hsa-miR-875-3p
5759 bp

EM7 promoter SV40 promoter

CMV promoter

3' miR-155
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cagagctctctggctaactagagaacccactgcttactggcttatcgaaattaatacg

L L B T L e T e L mL L

gtctcgagagaccgattgatctcttgggtgacgaatgaccgaatagctttaattatgc

4 I

CMV promoter T7 promoter

actcactatagggagtcccaagctggctagttaagctatcaacaagtttgtacaaaaa

tgagtgatatccctcagggttcgaccgatcaattcgatagttgttcaaacatgttttt

| >

agcaggctttaaaaccatggtgagcaagggcgaggagctgttcaccggggtggtgccc

tcgtccgaaattttggtaccactcgttcccgctcctcgacaagtggccccaccacggg

1 1 1 1 5 1 1 1 1 10 1 1 1 1
Met Val Ser Lys Gly Glu Glu Leu Phe Thr Gly Val Val Pro

| EmGFP >

cgccgggatcactctcggcatggacgagctgtacaagtaagctaagcacttcgtggce
o oo e e ey e e e e e

gcggccctagtgagagccgtacctgctcgacatgttcattcgattcgtgaagcaccgg

1 1 230 1 1 1 1 235 1 1 1 1 240
Ala Gly Ile Thr Leu Gly Met Asp Glu Leu Tyr Lys EH
EmGFP >

gtcgatcgtttaaagggaggtagtgagtcgaccagtggatcctggaggcttgctgaag

cagctagcaaatttccctccatcactcagctggtcacctaggacctccgaacgacttc
| 5' miR-155 >

gctgtatgctgCCTGGAAACACTGAGGTTGTGgttttggccactgactgacCACAACC

B T o e s BT L e s e P

cgacatacgacGGACCTTTGTGACTCCAACACcaaaaccggtgactgactgGTGTTGG

SELLSEPY hsa-miR-875-3p (antisenseta...|  loop B hsa-... |

TGTGTTTCCAGGcaggacacaaggcctgttactagcactcacatggaacaaatggccec

B B L m a w E  a

ACACAAAGGTCCgtcctgtgttccggacaatgatcgtgagtgtaccttgtttaccggg

S hsa-miR-875-3... | 3' miR-155 >

agatctggccgcactcgagatatctagacccagctttcttgtacaaagtggttgatct

tctagaccggcgtgagctctatagatctgggtcgaaagaacatgtttcaccaactaga
< attB2 |
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DNA Sequence of pcDNA6.2-GW_EmGFP-hsa-miR-875-3p

gttgacattgattattgactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgegttacataactta
cggtaaatggcccgectggetgaccgeccaacgaccccecgeccattgacgtcaataatgacgtatgttcccatagtaacgecaata
gggactttccattgacgtcaatgggtggagtatitacggtaaactgcccacttggcagtacatcaagtgtatcatatgeccaagtacge
cccctattgacgtcaatgacggtaaatggeccgectggeattatgeccagtacatgaccttatgggactttcctacttggeagtacate
tacgtattagtcatcgctattaccatggtgatgcggtittggcagtacatcaatgggegtggatageggtttgactcacggggatttee
aagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggacttticcaaaatgtcgtaacaactccgecceca
ttgacgcaaatgggcggtaggegtgtacggtgggaggotctatataagcagagetctctggetaactagagaacccactgettactg
gcttatcgaaattaatacgactcactatagggagtcccaagetggctagttaagetatcaacaagtttgtacaaaaaagcaggcttta
aaaccatggtgagcaagggcgaggagcetgttcaccggggtggtgcceatectggtecgagetggacggegacgtaaacggecac
aagttcagcgtgtccggegagggegagggcgatgecacctacggeaagetgaccetgaagttcatctgecaccaccggeaaget
geeegtgecctggeccaccctecgtgaccaccttcacctacggegtgeagtgcttcgeeccgetaccccgaccacatgaageagea
cgacttcttcaagtccgccatgeccgaaggcetacgtccaggagegeaccatcttcttcaaggacgacggceaactacaagaccege
gccgaggtgaagticgagggcgacaccectggtgaaccgeatcgagetgaagggcatcgacttcaaggaggacggceaacatcect
ggggcacaagetggagtacaactacaacagccacaaggtctatatcaccgeccgacaagcagaagaacggceatcaaggtgaact
tcaagacccgccacaacatcgaggacggeagegtgeagetcgecgaccactaccagecagaacacccccatcggegacggcece
cgtgctgetgeccgacaaccactacctgageacccagtccgecctgagecaaagaccccaacgagaagegegatcacatggtect
getggagttcgtgaccgecgecgggatcactctcggeatggacgagetgtacaagtaagetaageacttegtggecgtegategtt
taaagggaggtagtgagtcgaccagtggatcctggaggcttgetgaaggcetgtatgctgCCTGGAAACACTGAGG
TTGTGgttttggccactgactgacCACAACCTGTGTTTCCAGGceaggacacaaggcectgttactagcactca
catggaacaaatggcccagatctggecgeactcgagatatctagacccagcetttcttgtacaaagtggttgatctagagggccecge
ggttcgetgatgggggaggctaactgaaacacggaaggagacaataccggaaggaacccgegetatgacggcaataaaaaga
cagaataaaacgcacgggtgttgggtcgtttgttcataaacgcggggticggtcccagggetggeactctgtcgataccccacegt
gaccccattggggccaatacgeccgcegtttcttecttttccccacceccaccccccaagticgggtgaaggeccagggetcgeage
caacgtcggggcggceaggecctgecatageatceccctatagtgagtegtattacatggtcatagetgtttcctggeagetetggecc
gtgtctcaaaatctctgatggatctgegeagetggggcetctagggggtatccccacgegecctgtageggegeattaagegeggce
gggtgtggatoottacgecgcagegtgaccgetacacttgeccagegecectagegeecgcetectttegetttettececttectttctcgeca
cgttcgecggctttccecgtcaagetctaaatcgggggcteectttagggttccgatttagtgetttacggeacctcgacceccaaaaa
acttgattagggtgatggttcacgtagtgggccatcgecctgatagacggtttttcgecctttgacgttggagtccacgttctttaatag
tggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatitataagggattitgecgatttcggectattggtt
aaaaaatgagctgatttaacaaaaatttaacgcgaattaattctgtggaatgtgtgtcagttagggtgtggaaagtccccaggetece
cagcaggcagaagtatgcaaagcatgcatctcaattagtcagcaaccaggtgtggaaagtccccaggetccccageaggeagaa
gtatgcaaagcatgcatctcaattagtcagcaaccatagtcccgeccctaactccgeccatccecgeccctaactccgeccagttceg
cccattctccgecccatggetgactaattttttttatttatgcagaggecgaggecgectctgectetgagetattccagaagtagtgag
gaggcttttttggaggcectaggcttitgcaaaaagetccecgggagcettgtatatccattttcggatctgatcageacgtgtigacaatta
atcatcggcatagtatatcggcatagtataatacgacaaggtgaggaactaaaccatggccaagcectttgtctcaagaagaatccac
cctcattgaaagagcaacggctacaatcaacagceatccccatctctgaagactacagegtcgecagegeagcetctcetctagegac
ggecgcatcttcactggtgtcaatgtatatcattttactgggggaccttgtgcagaactegtggtgctgggceactgetgetgetgegg
cagctggcaacctgacttgtatcgtcgcgatcggaaatgagaacaggggcatcttgageccctgeggacggtgccgacaggtec
ttctcgatctgeatcctgggatcaaagecatagtgaaggacagtgatggacagecgacggeagttgggattcgtgaattgetgecect
ctggttatgtgtgggaggectaageacticgtggeccgaggageaggactgacacgtgctacgagatttcgattccaccgecgectt
ctatgaaaggttgggctticggaatcgttttccgggacgecggetggatgatectccagegeggggatctcatgetggagttcttecge
ccaccccaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaagcatttttttcactgcatt
ctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctgtataccgtcgetcttcegetgcettectegetcactgactegetgeg
ctcggtegttcggctgeggcegageggtatcagetcactcaaaggeggtaatacggttatccacagaatcaggggataacgcagga
aagaacatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggecgegttgetggegtttttccataggetcegeecce
cctgacgagcatcacaaaaatcgacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggegtttccecect
ggaagctccctegtgegetctectgttccgaccetgecgcettaccggatacctgtecegectttcteecttcgggaagegtggegcettt
ctcatagctcacgctgtaggtatctcagticggtgtaggtegttcgctccaagetgggetgtgtgcacgaacceccegticageecg
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accgcetgcgcecttatccggtaactatcgtcttgagtccaacccggtaagacacgacttatcgecactggecageagecactggtaac
aggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggcctaactacggcetacactagaagaacagtatt
tggtatctgegctctgctgaagecagttaccttcggaaaaagagttggtagetcttgatccggecaaacaaaccaccgetggtageg
gtggtttttttgtttgcaagcagecagattacgcgcagaaaaaaaggatctcaagaagatcctttgatcttttctacggggtetgacgctc
agtggaacgacgcgtaactcacgttaagggattttggtcatgggtggctcgacgagggttatttgccgactaccttggtgatctcge
ctttcacgtagtggacaaattcttccaactgatctgecgegegaggecaagegatcttcttettgtccaagataagectgtctagettca
agtatgacgggctgatactgggccggcaggcgcetccattgeccagteggeagegacatecticggegegattttgecggttactge
gctgtaccaaatgcgggacaacgtaagcactacatttcgetcatcgecageccagtcgggeggegagticcatagegttaaggttt
catttagcgcctcaaatagatcctgttcaggaaccggatcaaagagttcctccgecgetggacctaccaaggceaacgctatgttctet
tgcttttgtcagcaagatagccagatcaatgtcgatcgtggetggctcgaagatacctgcaagaatgtcattgegetgecattcteca
aattgcagttcgcgcttagctggataacgccacggaatgatgtcgtcgtgcacaacaatggtgacttctacagegeggagaatctc
getetctccaggggaagecgaagtttccaaaaggtegttgatcaaagetcgecgegtigtttcatcaagecttacggtcaccgtaac
cagcaaatcaatatcactgtgtggcttcaggccgcecatccactgeggagecgtacaaatgtacggecageaacgtcggttcgagat
ggegctcgatgacgecaactacctctgatagttgagtcgatacttcggegatcaccgettccctcataatgtttaactttgttttagggc
gactgccctgetgegtaacatcgttgetgetccataacatcaaacatcgacccacggegtaacgegcettgetgettggatgeecga
ggcatagactgtaccccaaaaaaacagtcataacaagccatgaaaaccgecactgegecgttaccaccgetgegttcggtcaagg
ttctggaccagttgcgtgagegeatacgcetacttgeattacagettacgaaccgaacaggcttatgtccactgggttegtgcctteate
cgtttccacggtgtgegtcacccggceaaccttgggtagcagegaagtcgaggceattictgtectggetggtctagaattgecatgaag
aatctgcttagggttaggcgttttgcgetgcttcgegatgtacgggccagatatacge



