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Effects of exogenous IL-18 gene on the
proliferation and related gene expres-

sion in C6 glioma cells
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Abstract AIM To investigate the effects of exogenous IL-18
gene on the proliferative ability and related gene expression in
transfected C6 glioma cells. METHODS The cell cycle distribu-
tions and proliferation index of C6/IL-18 and its parental C6 cells
were detected by flow cytometry. RT-PCR immunocytochemistry
and Western blot analysis were applied to test the mRNA and pro-
tein expression of cyclin D1 eyclin Bl and Bel-2 in C6/1IL-18
and C6 cells respectively. RESULTS Compared with C6 cells
C6/1L-18 cells were arrested at GO/G1 phase with fewer G2/M
cells. The proliferation index of C6/IL-18 cells was lower than
that of C6 cells. At both mRNA and protein levels the Bcl-2
cyclin Bl and cyclin D1 expression in C6/IL-18 cells were
decreased. CONCLUSION Exogenous IL-18 gene could reduce
the proliferative ability of C6 cells by inhibiting the progress of
cell cycle and down-regulating the Bel-2 cyclin Bl and cyclin D1
expressions.
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Co, min 37<C 40 min
1.2.2 0.5 g/L DAB
0.4 g¢/L EDTA PBS 700 .
mL/L 24 h. PBS 1.2.7 Cyclin D1 cyclin Bl
1 . 10 pg/mL RNA 10 pg/mL C6/1L-18 Cé6
4°C 30 min. FAC- . G250
STARCalibur . DNA 595 nm A
DNA G0/Gl S G2/M 70 pg 50 pg
proliferation index PI SDS-PAGE
PI= S+G2/M / GO/ NC
Gl+S+G2/M . . NC 50 g/L
1.2.3 Premier 5.0 1h 0. 1 mL/cm®
. Cyclin D1 5'-GCG TAC 1:100 4 <C . 37C
CCT GAC ACC AAT C-3' 5'-CCT CCT / IgG 1h
CTT CGC ACT TCT G-3’ 184 bp .
Cyclin B1 5’-AAA ATA AGG CCA AGG xts SPSS
TCA G-3' 5'-GCA AGA ATC ACA TCG 11.0 t . P<0.05
GAG A-3' 385 bp Bcl-2
5'-CGG GAG AAC AGG GTA TGA-3' 5'-
CAG GCT GGA AGG AGA AGA T-3' 2
149 bp B-actin 5'-GAG GGA AAT 2.1 C6/
CGT GCG TGA C-3' 5'-CTG GAA GGT IL-18 G0/G1 G2/M
GGA CAG TGA G-3' 445 bp. PI . C6/1L-18
1.2.4 RNA cDNA C6 C6 1.
C6/1L-18 Trizol
RNA 2 pg RNA cD- 1 C6/1L-18 n=8 xzs
NA. 42<C 30 min 95°C 5 min G0/Gl % S % G2/M % PI
AMV C6/IL-18 52.82 +3.12" 40.11£2.23 7.05 £2.17° 0.47 £0.03*
1.2.5 PCR 2 pL B-actin c6 42.81£2.69 43.25+2.7513.92£2.05 0.57 0.03
PCR . 95°C 10 min 2P <0.05 P <0.01 vs C6.
95°C 40 s 53°C 40 s 72°C 40s 30
72C 10 min. PCR 15 g/L 2.2 RT-PCR PCR 10 g/L
445 bp B-actin
C6/1L-18 C6 184 385 149 bp cyclin
B-actin D1 cyelin B1 Bel-2 1 . C6/IL-18
mRNA . 3 cyclin D1 cyclin Bl Bel2  B-actin A
1.2.6 Bel-2 0.67 £0.06 0.66 +0.08 0.68 £69 +0. 10
C6/IL-18 C6 0.4 g/L EDTA C6 cyclin D1 cyclin Bl Bel2 B-actin A
10°/L 1.16 £0.13 0.95 +0.09 0.85 +0.09.
6 Cé C6/1L-18 cyclin D1 cyelin Bl
40 g/L 40 min 30 mL/L Bcl-2 mRNA P<0.05 .
10 min. 3 g/L triton X-100 10 min 100 mL/L 2.3 Bcl-2
15 min cyelin D1 cyclin B1 Bel-2 . C6
1:100 4C . PBS . C6/IL-18
/ 37°C 40 (0] C6/1L-18 Bcl-
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