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Regulation mechanism of eNOS Ser633 phosphorylation induced
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Abstract Objective: To investigate changes of endothelial nitric oxide synthase (eNOS) Ser633 phosphoryla-
tion during hypoxia/reoxygenation (H/R) injury in H9C2 cells and its potential regulation mechanism. Method:
After 4 hours cultivating under hypoxia condition, H/R injury was caused in HIC2 cells by recovering the normox-
ia conditions for 12,16 and 24 hours, respectively. Follow-up experiments were proceeded under the condition of
hypoxia for 4 hours and reoxygenation for 12 hours (H4/R12). DCells were treated by thapsigargin (TG, 1.0X
107°% mol/L.) ,a calcium ion pump inhibitor,for 1 hour after H/R. Cells were pretreated by .LY294002 (5,0X10°
mol/L) ,a PI3K/Akt inhibitor,for 1 hour,then cells were treated H/R or TG for 1 hour. @ HIC2 cells were pre-
treated by Okadaic acid (OA) ,a PP2A/PP1 inhibitor, respectively with low dose (5X10 % mol/L) and high dose
(1X10% mol/L) for 30 minutes, then were treated H/R. Expression of eNOS and phosphorylation of eNOS
Ser633 were detected by Western blot. The content of nitric oxide (NO) in the medium was detected by chemical
colorimetry. Result: ©Phosphorylation of eNOS Ser633 decreased after H/R ( P<{0. 05), which were significantly
up-regulated by TG treatment ( P<T0. 05). 1.Y294002 pretreatment inhibited the up regulation of eNOS Ser633
phosphorylation by TG ( P<<0. 05). Phosphorylation of eNOS Ser633 increased after treated with low dose OA or
high dose OA ( P<C0. 05), there was no significant difference in phosphorylation level of eNOS Ser633 between
high dose OA and low dose OA. @The content of NO in the medium reduced after H/R treatment ( P<C0. 05),
which could be increased after TG,low dose OA and high dose OA treatment ( P<C0. 05). Conclusion: H/R injury
can significantly reduced phosphorylation of eNOS Ser633 in H9C2 cells, which may be due to the inhibition of
PI3SK/ Akt signaling pathway and enhanced activity of PP2A.
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