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Abstract: To study the mechanism of downregulation of apoptosis by autophagy induced by oridonin

in HeLa cells, the cell viability was measured by MTT method. DNA fragmentation was assayed by agarose

gel electrophoresis. Autophagic and apoptotic ratio was detem ined by flowcytometric analysis.

Prote in

expression was detected by Westem blotting analysis. Oridonin induced both apoptosis and autophagy in

HeLa cells. Apoptosis was upregulated by introduction of the inhibitor of autophagy, 3-methyladenine ( 3-

MA) . Addition of oridonin increased Bax/Bc¢l-2 expression ratio and cytochrome ¢, wheras the expression

of SIRT-1 was decreased, and 3-MA pre-application enhanced these changes. Oridonin-induced autophagy

antagonized apoptosis in HeLa cells through m itochondrial pathway.
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Figure1 Effect of oridonin on HeLa cell death.
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Figure 2

Effect of oridonin on mormphologic changes
of HeLa cells. A: Cellular morphology; B: Images of
Hoechst 33258 staining. Al, Bl: Control; A2, B2:
Oridonin ( 64 Hmol* L' ); A3, B3: Oridonin ( 64
Umols L") +3-MA (2 mmol* L'); A4, B4: 3-
MA (2 mmol® L'"). Arrow: The apoptotic HeLa
cells displaying membrane bleb ( A), apoptotic bodies
and nuclear cleavage ( A, B). Bar=20 Hm ( x 400

magnification)
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Figure 3 The relationship between apoptosis and
autophagy induced by oridonin tested by flowcytome tric
analysis. Autophagic ratio induced by oridonin and its
suppression by 3-MA ( A). The inhibitory effects of
oridonin and 3-MA on HelLa cell growth (B). ~ P <
0.05 v oridonin alone trated group. Inhibition of

autophagy enhanced apoptotic ratio ( C)
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Figure4 Effect of oridonin on DNA fragmentation in
HeLa cells. M: Marker; Lane 1: Medmum control;
Lane 2: Oridonin (64 Hmol* L™'); Lane 3: Oridonin
(64 Bmol® L") + 3-MA (2 mmol® L'); Lane 4:
3-MA (2 mmol*s L")
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Figure5 Effect of oridonin on the expression of Bax,
Bcel2, cytochrome ¢, SIRT-1, pro-caspase-9 and pro-
caspase-3 in HeLa cells. The cells were treated with 64
Bmols L' oridonin for24 h. A: Control; B: Oridonin
(64 Hmol* L '); C: Oridonin (64 Umols L ') +
3-MA (2 mmol® L"); D: 3-MA (2 mmol* L")
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