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QH:]H@;&'@Q Sildenafilis prepared in DMSO and stored, and then diluted with appropriate medium before use[2]. Cells at

- T aggroximately 90% confluence are harvested with 0.1% trypsin/0.01% ethylene diamine tetraacetic acid
(EDTA) solution and seeded into a 96-well plate at a density of 2x104 cells/well and grown in RPMI-1640
containing 10% FBS for three days, followed by serum starvation for three days. Cells are then incubated for
different time with various concentration of serotonin or 1 u M Sildenafil followed by serotonin with or
without U0126, as indicated. Control cells are treated in the same way except sterile PBSreplaced the drug.
After treatment, medium is changed to fresh medium, and cells are incubated with 5 g/L of MTT for four
hours. MTT is then dissolved with 150 1 L of 10% DMSO for 20 minutes. The optical densities (OD) in the 96-
well plates are determined using a microplate reader at 570 nm[2].

{[?Eﬁ :@ Sildenafil, a cyclic guanosine monophosphate (cGMP)-specific phosphodiesterase type 5 (PDE5) Inhibitor, is used extensively
for erectile dysfunction and less commonly for pulmonary hypertension.
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