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Fig.1 Analysis of cell viability by MTT
**P<0.01 CA group vs control group; ## P <0.01 Mel, VitE group vs

CA group; "P<0.01 Mel group vs Vit E group.
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Fig.2 Effect of Mel and Vit E on tau phosphorylation
(a), (b), (c) are Western-blot probed by Tau-1, PHF-1 and R145d, respectively. The quantitative analysis of phosphorylated tau was normalized

by total tau (111e). ** P<0.01 CA group vs control group; ## P <0.01 Mel, VitE group vs CA group;

M P<0.01 Mel group vs Vit E group.
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Fig.3 Effect of Mel and CA on PP-2A and GSK-3 activity
**P <0.01 CA group vs control group; ## P <0.01 Mel, VitE group vs
CA group; ™ P<0.01 Mel group vs Vit E group. [1: GSK-3; [1: PP-2A.
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Fig.4 Effect of Mel and Vit E on MDA (a) , SOD (b) , CAT (c¢) and GSH-PX (d)
** P<0.01 CA group vs control group; # P<0.05 or ## P <0.01 Mel, VitE group vs CA group; “P<0.01 Mel group vs Vit E group.
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Mechanisms for Protection of Melatonin and Vitamine E
against Calyculin A-induced Cytotoxicities’

LI Xia- Chun, DUAN Ping, WANG Ze-Fen, ZHANG Jun-Xia, ZHANG Qi, WANG Jian-Zhi"
(Department of Pathophysiology, Institute of Neuroscience, Tongji Medical College,
Huazhong University of Science and Technology, Wuhan 430030, China)

Abstract It has been recently demonstrated that melatonin protects cells from calyculin A (CA)-induced
neurofilament hyperphosphorylation. To further explore the mechanism of melatonin, the wild type neuroblast
cells (N2awt) were treated with CA or CA and melatonin or CA and vitamin E, and detected the levels of tau
phosphorylation, the activities of GSK-3 and PP-2A, as well as the antioxidant activities of melatonin and
vitamin E against CA. It has been found that the antioxidant activity of melatonin and its protection on tau
hyperphosphorylation at Ser199/202 and Ser396/404 and Ser422 sites are stronger than that of vitamin E, at the
same time, melatonin increases the activity of PP-2A and decreases the activity of GSK-3 while vitamin E
decreases the activities of PP-2A and GSK-3. These results suggest that melatonin protects neuroblast cells from
CA-induced cytotoxicities not only through its antioxidant effect but also through its regulation of the
phosphorylation system.
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