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Construction and identification of RNA
interference expression vector targeting
EGFP
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Abstract AIM To construct pPSUPER RNA interference
expression vector targeting enhanced green fluorescent pro-
tein EGFP and to test the silencing effect in mammalian
COS-7 cell line. METHODS The designed oligos targeting
EGFP were cloned into the pSUPER vector which was line-
ated after Bg/ [I| and Hind Wl digestion. The recombinant
vectors were confirmed by enzyme digestion analysis and
DNA sequencing. The recombinant plasmids and pIRES2-
EGFP were co-transfected into COS-7 cells using Lipo-
fectamine”. The suppression effect of EGFP was assayed
by fluorescence microscope 48 h after transfection.
RESULTS The pSUPER siRNA expression vectors were
constructed and confirmed after the enzyme digestion anal-
ysis and the DNA sequencing. The over-expression of EG-
FP was detected in the COS-7 cells which were transfected
pIRES2-EGFP or co-transfected pIRES2-EGFP and pSU-
PER. In comparison with that of the control group the ex-
pression of EGFP in COS-7 cells which were co-transfected
pIRES2-EGFP and pSUPER-R237 or pSUPER-R304 or
pSUPER-R447 was weaker and the number of cells emitting
green fluorescence decreased distinctly. CONCLUSION
pSUPER siRNA expression vectors targeting EGFP are
successfully constructed. The expression of EGFP gene is
inhibited effectively in mammalian cells which are co- trans-
fected with pIRES2-EGFP and pSUPER-Rs.
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1.2
1.2.1 siRNA Oligo
pIRESE2-EGFP  EGFP
EGFP 3 6
EG-

FP237F5'-gatcccegeageacgacttcttcaagticaaga gacttgaaga
agtcgtgctgcttttiggaaa-3' EGFP237R 5'-agcttticcaaaaage
agcacgacttcttc aagtctctigaacttgaagaagtcgtgctgeggg-3' EG-
FP304F5'-gatccceggacgacggeaactacaagt tcaagagacttgtagt-
tgcegtegtectitttggaaa- 3’  EGFP304R 5'-agcttttccaaaaa
ggacgacggcaac tacaagictcttgaacttgtagttgcegtegteceggg- 3’
EGFP447F5 * -gatcceccgtctatatcatggecgactic agagagtegge-
catgatatagacgtttitggaaa-3' EGFP447R 5'-agcttttccaaaaac
gictatatcatg gecgactctcttgaagtcggecatgatatagacggge- 3'.

Hind Il
Bglll pSUPER
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pSUPER-Rs pSUPER-R237 pSUPER-
R304 pSUPER-R447 . Bgl I
EcoRI  Hind Il
10 g/L
291 bp
241 bp DNA
. 3 pSU-
PER-R237 pSUPER-R304 pSUPER-R447.
1.2.2 COS-7
100 g/L DMEM
COS-7 2.5 ¢/L
12 24 h
Invitrogen Lipofectamine®®
. 12
DMEM 2
pIRES2-EGFP 1.5 pg
pSUPER-Rs pSUPER 1.5 pg
100 pL DMEM
1.7:1. 3 pL Lipo-
fectamine”” 100 pL
DMEM . 2
20 min DNA- Lipofectamine™®
37 € 50 mL/L CO,
6 h. 1mL 200 g/L
DMEM 37 € 50 mL/L CO,
. 48 h
EGFP x 200

2
2.1 pSUPER-Rs
EcoRlI  Hind I
291 bp 241 bp
EGFP pSUPER siRNA pSU-
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Fig 1 Identification of pSUPER siRNA expression vector with
EcoRI and Hind]ll digestion
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Fig2 DNA sequencing of pSUPER siRNA expression vectors
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