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Abstract: [Objective] To investigate the effects of tamoxifen (TAM) on the apoptosis of C6 glioma cells and to
explore the possible molecular mechanism. [ Methods ] C6 glioma cells were treated with different concentrations of TAM at
different time points. Cell death was measured by trypan blue staining. Cell apoptosis was evaluated by DAPI staining,
DNA ladder and FACS. Phosphorylation of PKCa was detected by Western blot. After C6 glioma cells were pretreated
with or without 10 wmol/L, Go6976 (inhibitor of PKCat) for 1 h followed by different concentrations of TAM (or 0.3%
DMSO) exposure for 24 h, we performed agarose gel electrophoresis and FACS to analyze cell apoptosis. [ Results] TAM
markedly induced cell death of C6 glioma cells, which was positive correlation with the concentrations and treatment time
of TAM. The TAM-mediated cell death was mainly apoptosis. Cells treated with TAM displayed typical morphological
change of apoptosis such as cell shrinkage, and DNA ladder bands. TAM increased the percentage of apoptotic cells and
phosphorylation of PKCa in dose— and time—dependent manners. In addition, Go6976, a specific inhibitor of PKCa,
enhanced TAM- induced C6 glioma cells apoptosis. [Conclusion] TAM promoted C6 glioma cell apoptosis. PKCa
mediated TAM~-induced C6 glioma cell apoptosis. This study would provide useful knowledge for prevention and treatment
of human glioma.
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A: C6 cells were treated with different concentrations of TAM for different time. Cell death was detected by Trypan blue staining. P < 0.001,
Frn. =44.244; P <0.001, Fiy = 114.760; P < 0.001, Fruera = 19.314. B: Morphology of C6 cells treated with different concentrations of TAM
for 24 h. The results are based on 3 independent experiments. 1)P < 0.05 vs VC group.
B 1 TAM 851 C6 RRBHMIL T
Fig.1 TAM markedly induced cell death of C6 glioma cells
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C6 glioma cells were treated with different concentrations of TAM for 24 h or 30 wmol/L TAM for different time. A : The morphology of cell nu-

clei was monitored using DAPI staining. B: DNA fragmentation was detected by agarose gel electrophoresis. C: FACS was performed to measure cell

apoptosis, F = 77.823, P <0.001. D: Cell apoptosis, F = 69.177, P = 0.011. The results are based on 3 independent experiments. 1 )P < 0.05 vs

VC group.

B2 TAM rTFAE{R# Co B BuiE LA AR =
Fig.2 TAM significantly promoted C6 glioma cell apoptosis
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C6 glioma cells were treated with 30 pmol/L TAM for different time or different concentrations of TAM for 15 min. A: Western blot were used
to evaluate the protein levels of phospho PKCa and total PKCa. F = 25.804, P < 0.001. B: The protein levels of phospho PKCa and total PKCoa.
F=201.040, P = 0.001. The results are based on 3 independent experiments. 1)P < 0.05 vs VC group.

B3 TAM 3| C6 i REAMS PKCo BEBRILKTEFE
Fig.3 TAM significantly increased phosphorylation of PKCa in C6 glioma cells
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C6 glioma cells were pretreated with or without 10 wmol/L Go6976 (inhibitor of PKCa) for 1h followed by different concentrations of TAM (or

0.3% DMSO) exposure for 24 h. A: Agarose gel electrophoresis was performed to examine DNA fragmentation. B=C : Cell apoptosis was measured by

FACS. Fiw = 298.685, P < 0.001; Fi=41.196, P < 0.001; Frayeea = 5.632, P = 0.008. The results are based on 3 independent experiments. 1)

P <0.05 vs VC group; 2)P < 0.05 vs TAM—treated alone group.

B4 0% PKCo FTHESE TAM 12 C6 AR BRI 4HMIE T 1E
Fig.4 Inhibition of PKCa enhanced TAM—-induced C6 glioma cells apoptosis
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