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FakPk, TIATEER Caspase-3 FAH I, Evo ST GRS ZNE, 400N LC3 RIAHEI, MAVEPER Caspase-3 FiAH
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Evodiamine activates autophagy and inhibits the proliferation in colon cancer cell
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Abstract: Objective To investigate the effect of evodiamine (Evo) on the autophagy and proliferation of colon cancer HCT-116
cells and the underlying mechanism. Methods The effect of Evo on proliferation of HCT-116 cells was detected by CCK-8 method.
After being processed with Evo (3 and 6 umol/L) for 48 h, the number of autophagic vesicles were detected by MDC method. The
amount of ROS in HCT-116 cells was measured by DHE assay, and the protein related with autophagy and AMPK/mTOR pathway
was detected by Western blotting. After the treatment of Evo (6 umol/L) combined with autophagy inhibitor 3-MA (3-methyladenine)
or apoptosis inhibitor Z-DEVD-FMK respectively for 48 h, Western blotting was used to detect the expression of autophagy and
apoptosis-related protein in HCT-116 cells. Results Compared with the control group, Evo inhibited the proliferation of HCT-116
cells in a dose-dependent manner; After treated with Evo (3 and 6 umol/L) for 48 h, the amount of intracellular ROS and autophagic
vesicles were increased, the protein expression levels of LC3, p-AMPK, and mTOR were increased while the expression of p62 was
increased. After being treated with Evo and autophagy inhibitor, the protein expression of LC3 was decreased while activated
Caspase-3 was increased; Combination of Evo and apoptosis inhibitor increased the expression of LC3 and inhibited the expression
of activated Caspase-3. Conclusion Evo can activate autophagy of HCT-116 cells through AMPK/mTOR pathway and inhibit the
proliferation, and the effect of autophagy and apoptosis on cells are complementary.
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Fig. 2 Effect of Evo on autophagy of HCT-116 cells (X s, n=3)
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Fig. 3 Effect of Evo on expression of autophagy-related proteins p62 and LC3 in HCT-116 cells (X £s, n =3)
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Fig. 4 Effect of Evo on ROS production in HCT-116 cells (X £s, n =3)

= e
P-AMPK | #m .  S— 3 - 1 %k
B Evo 3.0 pmol L
AMPK | ——— D SE— ﬂz - i Bl Evo 6.0 pmol- L™
o
—He
p-mTOR h -l e . oA
' e ﬁ .
TOR | - — — 0 . =1 B
p-AMPK/AMPK p-mTOR/mTOR

pugict 3.0 6.0
Evo/(umol-L™")

S "P<0.05 "P<0.01
"P<0.05 P <0.01 vs control group

El5 Evo % HCT-116 A8 AMPK/mTOR EEHXERRIEZNENM (X £5,n=3)
Fig. 5 Effect of Evo on expression of AMPK/mTOR pathway related proteins in HCT-116 cells (X *s, n =3)
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Fig. 6 Effect of Evo combined with autophagy or apoptosis inhibitor on cellular autophagy and apoptosis (X s, n=3)
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