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Athymic nude mice were used when they were 6-8 weeks. Mice were randomly divided into free separated
into five groups (n = 4 mice). Mice were housed in the same environment with controlled temperature,
humidity,and a 12 h light/dark cycle. Mice were inoculated subcutaneously with CNE-2Z cells (1 * 106
cells/mouse in 200 u [of RPMI-1640)into the flank. The tumor take rate was 100%. After 1 week, an
intraperitoneal injection was performed to the xenograft mice with different dosage of LY294002 (10 mg/kg,
25 mg/kg, 50 mg/kg, and 75 mg/kg twice weekly (n = 4 mice), each group for 4 weeks. Treated mice have
monitored any signs. Body weight and tumors size were measured twice aweek. Tumor size was measured
using calipers and tumor volume was calculated (volume = long axis x short axis”*2). At the end of the
treatment, all mice were euthanized. One part of tumor tissue was fixed in formalin and embedded in
paraffin, and another part was stored at -70°C[3].

The cells were seeded into 96-well plates at 5000 cells/well. Twenty-four hours after cells were seeded, the
medium was removed and replaced in thegresence of LY294002 (0 1 mol/L, 10 n mol/L, 25 1 mol/L, 50
wmol/L,and 75 v mol/L)dissolved in DMSO or DMSO only for an additional 24 h and 48 h.To avoid any
nonspecific toxic effects of DMSO on cell growth, DMSO concentrations were maintained at 0.5% in all
experiments. MTT dye (5 mg/mL) was added to each well. The reaction was stopped by the addition of DMSO,
and optical density was measured at 490 nm on a multiwell plate reader. Background absorbance of the
medium in the absence of cells was subtracted. All samples were assayed in triplicate, and the mean for each
experiEm]ent was calculated. Results were expressed as a percentage of control, which was considered to be
100% [3].
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