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Cotinine Inhibits Perforin/Granzyme B — Induced Apoptosis in NCI - H460 Lung Cancer Cells. Li Chunsheng, Li Yuncheng. Zhoushan
Hospital, Zhejiang 316004 ,China

Abstract Objective To study the mechanism that cotinine inhibits perforin/granzyme B — induced apoptosis in NCI — H460 lung
cancer cells. Methods An MTT assay, AO/EB and Annexin V — FITC/PI staining, RT - PCR and Western blotting were applied to i-
dentify the viability of cells, characteristic morphology and stages of apoptosis, expression of XIAP and Survivin respectively. Results
First, we observed that cotinine induced no significant apoptosis when used alone, and inhibited cell proliferation in a concentration — and
time — dependent manner (P <0.01). Second, when perforin (0.25wg/ml) worked on NCI — H460 cells (1 x 10°) , PI staining rate was
up to 90% . When adding 1. 5ul of granzyme B (1wg/ml) of 6h incubation, the cells could present more than 90% apoptosis. Third, we
observed that when cotinine (166ng/ml) combined with perforin/granzyme B for 6h,it could inhibit significant apoptosis. Futhermore, the
higher of XIAP and survivin was observed when cotinine was used alone, the lowest of XIAP and Survivin was observed when perforin/
granzyme B was used alone, but the highest of XIAP and Survivin was also observed when perforin/granzyme B was used combined with
cotinine. Conclusion Cotinine could inhibit perforin/granzyme B - induced apoptosis in NCI — H460 lung cancer cells. This effect may
be related to the up — regulation of inhibitor of apoptosis protein XIAP and Survivin.
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