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Congruction of Eukaryotic Vector Expressing shRNA of smad4 Gene
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Absgract :Objective  To explore the feashility of selective inhibiting smad4 expresson usng smad4 short
hairpin RNA (shRNA) interference. Methods Three 19bp reverse repeated motifs targeting of smad4
gene were synthesized and cloned into eukaryotic expresson plasmid p Genesil-1 containing U6 shRNA
promoter and termination signal of RNA polymerase. The recombinant plasmids p Genesl-shRNA1, 2, 3
and p Genesil-con were transected into Hel a cell s respectively by lipof ectamine reagent. The alteration of
smad4 expression was examined by RT- PCR and Western blot. Results It was verified by partial nucleo-
tide sequencing and restriction endonuclease digestion that the constructed eukaryotic vector expressng
shRNA of smad4 was correct. shRNA2 in p Genesil-smad4 cells knocked down the expresson of smad4
MRNA and protein dramatically compared with untransected and control cells. Conclusion The shRNA
can eficiently suppress smad4 expressonin HelL a cells. The results of the study lay the foundation for
further studying on biological functions and potential application of smad4.
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1 smadd 18sRNA real time PCR
Cene primer sequence length
Forward 8- TGGCCTGTTCACAATGA GCTT-3
smad4 Reverse 5-ACCAA TACTCA GGA GCA GGA T GA-3 85
Probe 5- (FAM) CA TTCCA GCCTCCCATTTCCA (TAMRA)-3
Forward 5-A GTCCCTGCCCTTTGACACA-3
18sRNA Reverse 5- GA TCCGA GGGCCTCACTAAAC 3 69
Probe 5- (FAM) CGCCCGTCGCTACTACCGATTGG(TAMRA)-3
L ipfectinamine 2000
1.2 p Genesil-con p Genesl-smad4-1 2 3
smad4 18s RNA RT-PCR Hel a, H/ CON , H/ shR-
1 NA1l 2 3, HelL a
1.3 smad4 RNA (shRNA) 2 110 :
clontech smad4 cDNA 800U g/ ml 418 2
3 , , ,
shRNA , G418 (200 ¢/ ml)
BLAST smad4 mRNA 1.7
HelL a Hel a/ con Hel &/ shRNA1 2 3
poly T s | 1x10°
, 10°* (RFI) (
2: 475 nm, 490 nm)
2 smad4 shRNA ’
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ShRNA1 5-CCA GCTACTTACCATCATA-3 1002 1.8 smad4 mRNA
3-TATGATGGTAAGTAGCTGGS 1.8.1 RT-PCR smad4 mRNA
shRNA2 5-CCACCAA GTAATCGTGCAT-3 785 18sRNA TRIzol
3-ATGCACGATTACTTGGTGGS RNA, 2ug RNA ' 25

SshRNA3 5- GGATCAGTAGGTGGAATAG3 1649 U1, dNTP(10 mmol/L) 1p1, random primer (0.3
3-CTATTCCACCTACTGATCCS
Mgil) 2ul, 12U ,RNA 20U ,5
1.4 smad4 shRNA X S5l 42 1h,95 5min
500 | annealing buffer ; 5 stratagene
241 16U | annedling buffer, ~ MP3000 ( stratagene )
94 T4 DNA PCR 2501,
p Genesil-1 0.4umol/ L , TagMan 0.2
Bam H1 Hind Il 16 , M mol/L , 2x TagMan PCR (Takara
p Genesil-con smad4 shRNA )12.5p1,1p1 cDNA PCR
p Genesil-smad4 shRNA , DH® 195 10min1 ; :95 155,60
, 37 15 s,45
1.8.2 RT-PCR
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sal | ) 18 s RNA
, , PCR , ct
, , (Y =20 Act =] (ct -
Ct )]-1 (ct -c¢ct )]
1.6 smad4 shRNA HelL a
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