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Abstract:Objective ~ The study objective was to investigate the effect of hyperthermia combined with
rhTNF on cell cycle and F = actin of TNFR1 in over-expressed glioma, as well as invasiveness in vitro.
Methods C6 cell Line of over-expressed TNFR1 (C6/TNFR1) was constructed. , The mRNA and pro-
tein of TNFR1 were measured by reverse transcription-polymerase chain reaction (RT-PCR) and Western
blot respectively, and the cell cycle and cell proliferation were determined by flow cytometry(stained by
propidium iodide) and WST-8 respectively. The invasiveness was measured by transwell assay and immu-
nofluorescence technique was used to measure F-actin protein expression. Results Compared with the
control group,the mRNA and protein levels of TNFR1 in ¢6/TNFR1 cell was increased, by 78.5% and
89. 7% (P<<0.05), respectively. The cell proliferation was inhibited and most of ¢6/TNFR1 cells were
arrested in S+ G, /M phase compared with the control group cells after hyperthermia combined with rhT-
NF treatment (P<C0. 05). The fluorescence intensity of F-actin and the average number of C6/TNFR1
cells passing through the inserted filter were decreased by 72.3% and 83. 10% respectively, compared to
the control group cells after hyperthermia combined with thTNF treatment (P<C0. 01). Conclusion Hy-
perthermia combined with thTNF might reduce glioma of C6/TNFR1 invasiveness through blocking cell
cycle and reducing the expression of F — action.
Key words: Hyperthermia; Tumor necrosis factor receptor 1 (TNFR1); F-actin; Glioma; Tumor inva-
siveness
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Figure 1 Expression of TNFR1 in C6/TNFR1 cells (n=15)
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A control group; B: hyperthermia group; C:rhTNF group;
D:HT + rhTNF group
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Figure 2 Changes of C6/TNFRI1 cell cycle after hyperthermia
(HT) combined with rhTNF(»=15)
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Table 1 Changes of C6/TNFRI1 cell cycle after hyperthermia
(HT) combined with rhTNF(z + 5,7 =15)

rhINF %4 C6/TNFR1 £ B & B 9 8% I (= =

Percentage of each cell cycle (%)

Groups

Go/G; S G,/M S+G,/M
Control 80.3812.25  7.65%0.3 5.97£0.46  13.62%0.84
HT 83.45£1.78  9.93:0.42  6.62+0.73  16.55%0.59
thTNF 83.17+1.92  9.57+0.63  9.26%0.47 18.83£0.83
HT+hTNF 73.734£2.35 13.12£0.85 13.15%0.68 26.27£0.49~

Note: * : P<(0. 05 compared with control group
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Figure 3 Changes of cell proliferation in different groups(» = 15)
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A control group; B: hyperthermia group; C: rhTNF group;
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Figure 4 Changes of F-actin protein expression in C6/ TN-
FR1 cells(n=15)
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A control group; B:hyperthermia group; C: rhTNF group;
D:HT + rhTNF group
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Figure 5 Cells attached on the membrane downside after heat
treatment(n = 15)
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