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Effects of Nicotine on Utophagy in Vascular Endothelial Cells. Ma Qin, Guo Rui,Yan Zhiyi,et al. Department of Physiology, Shanxi
Medical University ,Shanxi 030001 , China
Abstract Objective

Methods HUVECs were firstly treated with different concentrations of nicotine (0,6 x 10,6 x 1077 ,6 x 10 "®and 6 x 10 ~> pmol/L).

To explore the influence of nicotine on autophagy in human umbilical vein endotheliel cells (HUVECs).

The expression of specific protein marker in autophagy mictotubule — associated protein light chain3 [I (LC3 Il ) in each group was detected
with western blot and the highest level of LC3 I protein indicated the optimal stimulating concentration. Then, HUVECs were treated with
nicotine for different times(0,1.5,3,6 and 12h) in their optimum concentration 6 x 10 ~° pmol/L. A similar western blot detection was
performed in order to determine the optimal time of nicotine. Divided HUVECs cultured in vitro randomly based on the optimum condition
for nicotine; control group, nicotine treatment group. The expression of LC3 II , ubiquitin binding protein p62 / SQSTM1 (p62) and lyso-
some membrane protein —2 ( LAMP -2) protein were detected by western blotting, cell apoptosis was detected by flow cytometry (FCM)
using Annexin V — FITC/PI double labeled. Results The expression of LC3 II protein was dose and time dependent. It expressed most
(P <0.05) with nicotine at the time of 6h and concentration of 6 x 10 *mol/L. Compared with control group, nicotine treatment group
had a higher level of LC3 Il and p62 protein. However, the expression of LAMP -2 was decreased at the same time. Conclusion Nico-
tine impaires the fusion of autophagosomes and lysosomes,leading to autophagicclearance impairment and leading to endothelial cell auto-

phagy function disorder. This may makes contribution to the cell apoptosis.
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