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Abstract AIM To examine if c-fos is involved in the 0
effects of prostaglandin E, PGE, on the expression of
VEGF mRNA in the E, PGE,

vascular endothelial growth factor
human hepatocellular carcinoma HepG2 cells. METHODS
Antisense oligodeoxynucleotide and reverse transcriptase-
polymerase chain reaction RT-PCR
used. RESULTS Administration of PGE, resulted in the in-
creased expression of c-fos and VEGF mRNA in HepG2

techniques were

cells. The expression of c-fos mMRNA reached the peak level
at 3 h after PGE, treatment which was significantly higher
than thatatO h P < 0.01 . Whereas the highest expres-
sion level of VEGF mRNA was observed at 6 h after PGE,
treatment which was significantly higher than that at 0 h
P < 0.01 c-fos ASO significantly reduced PGE,-in-
duced upregulation of VEGF mRNA expression P <
0.01 . CONCLUSION PGE, could increase the expres-
sion and secretion of VEGF in hepatocellular carcinoma
cells by activating the transcription factor c- fos then pro-
mote the angiogenesis of hepatocellular carcinoma and thus
play an important role in the pathogenesis of liver cancer.
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1
1.1 HepG2 RP-
MI 1640 Gibco Tr-
izol DTT RNasin oligo DT ,,,5 Supscript II
Invitrogen Tag DNA
Toyobo PGE, Sigma
ASO  PCR
c-fos  mRNA ASO 15
bp 5"-GAACATCATCGTGGC-3".
sense oligodexynucleoside SO
5'-GCCACGATGATGTTC-3’
1.2 HepG2 100
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mlL/L 100 ku/L 0.1 g/L
1.2 mg/L RPMI 1640 50 mL/L
CO, 37C 4 ~6d 1
35 mm
3x10° 7/ 24 h.
Ipmol/L  PGE, 0136
12 24 h RNA.
4 4
35 mm 3 x10° /
24 h. @ 10 mL
@ PGE, 1 mol/L
PGE, 3 SO SO 10 pL 50 pg 30
min 1 pmol/L.  PGE, @ ASO
ASO 10 pL 50 pg 30 min
1 mol/L  PGE,. 6 h
RNA. Trizol
0.2 mL 6000 g 10 min.
10 min.
4°C 13 000 g 15 min . 400
mlL/L 20 pL
RNA -80C 50 pL
2 mg  RNA 5x 10

pL 10 mmol/L dNTPs 5 wl. RNasin 4 x 10° U/L

0.5 pL oligo DT ,,50.25 g Supseript II

2x10* U/L 2 pL 0.1 mol/L DTT 0.5 pl.  37%C

1h 65°C 5 min. cD-

NA -20%C. c-fos  VEGF
mRNA c- fos 5'-
TGC TGA AGG AGA AGG AAA AA -3/ 5'-
TGC ATA GAA GGA CCC AGA TA 3" VEGF
5'-ACC CAT GGC AGA AGG AGG AG -3’ 5'-
ACG CGA GTC TGT GTT TTT GC-3" . b-ac-
tin 5'-TGG TGG GTA TGG GTC AGA
AGG ACT C -3’ 5'-CAT GGC TGG GGT GTIT
GAA GGT CTC A -3’ PCR .
c-fos VEGF  b-actin 344
bp 433 bp 265 bp. 25 pL

¢DNA 0.1 pg 10 x PCR 2.5 mL d NTPs
2 mmol/L 2.5 pLL MgCl, 25 mmol/L 2.5 pL

20 wmol/L 1 pL Tag DNA 5 x 10°
U/L 0.5 pl. 93°C 1 min 56°C 30 s
72°C 1 min 1 93%C 30 s 56%C 30 s
72%C 1 min 35 72C 8 min.

10 pl. 30 g/L

UvP Lab-

works
c-fos  VEGF B-actin
VEGF mRNA
SPSS10. 1
2
2.1 PGE, c-fosr VEGF mRNA HepG2
HepG2 PGE2
c-fos  VEGF mRNA
Fig1 . c-fosmRNA  PGE, lh 3h

PGE, 0h P<

0.01 .6 h P<0.05 Fig2 .

b = r & i 12 1
T
S
B
i
1]
f
L (AL
o
e
| = i

L2

M DIL2000 DNA marker 0 1 3 6 12 24 h Expression of the different
cell cultured times.

Fig 1  Effect of PGE, on the expression of c-fos and VEGF
mRNA in HepG2 cells cultured in different times
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Fig2  Relative expression level of c-fos and VEGF mRNA in
HepG2 cells after PGE, treatment
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Fig 4  Effects of c-fos ASO on PGE,-induced upregulation of
VEGF mRNA in HepG2 cells
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