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Fig. 1 The expression of XIAP of Bel-7404,
Huh-7, PLC, QSG-7701 cells was detected
by Quantitative real-time PCR (qRT-PCR)
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Fig. 2 Structure of Embelin
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Fig. 3 Cell viability was assayed by MTT test

Hepatoma carcinoma cell (Bel-7404) was treated with Embelin at
concentrations (wmol/L) of 1, 5, 10, 20 and 40. On days 1, 2, 3 and 4
posteffection, cells were stained with MTT as described in Materials
and methods. Results are presented as x + s (error bars) of triplicate
experiments and are expressed as a percentage of untreated control cells.
o—eo:24h;A—A:48h;m—m: 72 h;e—e:96h.
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Fig. 4 The size and configuration of Bel-7404 cells treated with Embelin, compared with untreated Bel-7404 cells

Original magnification x200.
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Control
10 wmol/L Embelin
Fig. 5 Bel-7404 cells were stained with Hoechst 33342 after treated with Embelin at concentrations
of 10 pmol/L for 12, 24, 36 and 48 hours respectively
Control acted as untreated cells. Original magnification x200.
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Fig. 6 Apoptosis detection assay by Annexin V -binding assay

Bel-7404 cells were treated for 48 h at concentration of 1, 5, 10 wmol/L with Embelin, or remained PBS-treated as a control.
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Fig. 7 Embelin activates caspase-mediated
apoptosis signaling pathway
Bel-7404 cells were treated with different-concentration of Embelin, for
24 h. Western blot analysis apoptosis-related protein in Bel-7404 cells

treated with Embelin. 3-Actin was used as a loading control.

EZ QI ) A DR I SR =
NF-kB ik /K, NF-xB X} il 11 & A e 8 4
B AEFARIE, AR o AT DL S
NF-kB 5 5%, 55 cyclinD1 &k, Itk fit41
J R, R R 1 A SR, AR SIS R AT
Embelin 7£ 1 T 3 411 ffd Bel-7404 855 ) 2L F
NF-«B 15 5% (19784,  Embelin LAAS [ B4 H
T Bel-7404 41 fifd, 24 h J&i, Western blotZ)#T NF-«B
WA P65 HERIL, 4iREIR, BiF Embelin (1K
FETFE, P65 H IR IA H PR (K 8).

Mock Embelin(pumol/L)
1 3 5 10
—_—

XIAP

B-Actin

Fig. 8 Embelin blocks NF-kB signaling pathway
Western blot to investigate the expression of NF-kB subunit
P65. The results suggest that Embelin inhibits NF-kB activity in

a concentration-dependent manner.
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Suppression of Hepatoma Carcinoma Cell Bel-7404 by Small Molecule
XTIAP Inhibitor Embelin Through Blocking NF-kB Signaling Pathway"

WANG Shi-Bing, LEI Wen, XU Yan-Hua, GUO Ke-Ni, WANG Yi-Gang"”
(School of Life Sciences, Xinyuan Institute of Medicine and Biotechnology, Zhejiang Sci-Tech University, Hangzhou 310018, China)

Abstract Embelin, a small molecule XIAP (X-linked inhibitor of apoptosis protein) inhibitor, can inhibit the
expression and activation of XIAP, thereby removing the antiapoptotic ability of XIAP and resulting in apoptosis
process smoothly. This study is attempt to explore the mechanism of the inhibition to hepatocarcinoma cell
Bel-7404 growth by Embelin. After treated with different-concentration of Embelin, the morphological change,
formation of apoptotic bodies, cells viability, cell apoptosis and the apoptosis-related protein expression in
Bel-7404 cells were assessed by fluorescence microscope, Hochest33342 staining, MTT assay, Annexin V /PI flow
cytometry and Western blotting et al. The results indicated that Embelin remarkably inhibited human
hepatocarcinoma cell Bel-7404 growth. Further experiments found that the mechanism of tumor cell growth
inhibition by Embelin was due to the cell apoptosis with the activation of caspase apoptotic pathway and blockage
of NF-kB signal pathway. The studies laid a base on the further treatment of human hepatoma carcinoma by using
Embelin.

Key words small molecule XIAP inhibitor, hepatoma carcinoma cell, apoptosis, caspase, NF-«B
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