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Fig.1 Effect of cucurbitacin I'b (Cull b) on cell mor-

phology after culturing for 24 h. A: normal control; B — C:

Cullb 2 and 20 pmol-L™".
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Fig.2 Effect of Cull b on PC-3 cells survival by MTS
assay. The PC-3 cells were seeded in 96-well plates and incubated with
Cullb for 48 h at the concentrations of 0.064, 0.32, 1.6, 8, 40 and
200 pmol+L~", respectively, and then measured by MTS assay. Inhibito-
ry rate(%) = (1 = (Acun, = Abtank )/ ANormal conort = Aptanic J X 100% .

x+s,n=3. "P<0.05, ™ P<0.01, compared with normal control
group ( containing 0. 1% DMSO).
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Fig.3 Cell cycle analysis of PC-3 cells treated with Cu Il b for 48 h by flow cytometry. A. normal control ( containing 0. 1%
DMSO); B=C; Cullb2 and 20 pmol-L~". MI; sub-Gy/G,, M2; Go/G,, M3: S, M4; G,/M.

Tab.1 Effect of Cull b on cell cycle of PC-3 cells

Cu L b/ ol -1, Cell cycle/%
Sub-G,/G, Gy/ G, S G,/M
0 0.5+0.1 57.4+0.8 11.3+0.9 27.7x1.5
2 1.0+0.6 63.6+2.2" 7.7+0.47 24.9+1.8
20 5.1£0.97 36.6+0.1™ 7.9£0.6" 45.3£1.8™

PC-3 cells were treated with Cull b for 48 h and measured by flow cytometry. x +s, n=3. P <0.05, ™ P <0.01, compared with normal control

group.
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Fig.4 Effect of Cull b 20 umol-L ™" on levels of G-actin
(A,B) and F-actin( C,D) analyzed by Western blotting.
1: normal control group; 2: 1 h group; 3: 4 h group; 4: 24 h group. The
relative levels of G-actin and F-actin were normalized to B-tubulin. B was
the semiquantitative result of A. D was the semiquantitative result of C.
x+s,n=3. "P<0.05, ™ P<0.01, compared with normal control
group.
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Fig.5 Effect of Cull b 20 pmol - L™ on actin (A) and
B-tubulin(B) in PC-3 cells (Immunofluorescence). 1; normal
control group; 2: 4 h group; 3: 24 h group.
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Fig. 6 Effect of Cull b on expression of cell cycle related proteins in PC-3 cells analyzed by Western blotting. Bl - B5 were the

semiquantitative results of A. 1: normal control group; 2: 1 h group; 3: 4 h group; 4: 24 h group. The relative levels were normalized to B-tubulin.

xxs, n=3. "P<0.05, ™ P<0.01, compared with normal control group.
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Inhibitory effect of Cucurbitacin Il b on proliferation of human prostate
cancer PC-3 cells through disruption of microfilaments

and upregulation of p21“*®" expression

REN Shuai', XU Li-hui'®, ZENG Long-hui', OUYANG Dong-yun', HE Xian-hui'
(1. Department of Immunobiology, 2. Department of Cell Biology, College of Life Science and Technology,
Jinan University, Guangzhou 510632, China)

Abstract; OBJECTIVE To explore effects of cucurbitacin [Ib (Cullb) on human prostate
cancer PC-3 cells and its underlying mechanism. METHODS The proliferation of cells was detec-
ted by MTS assay after PC-3 cells were treated with Cull b 0. 064 —200 wmol-L ™" for 48 h. After
treated with Cu Il b 2 and 20 pmol - L' for 24 h, cell morphologic changes were observed under
phase contrast microscopy. After exposed with Cull b 2 and 20 wmol+L ™" for 48 h, cell cycle distri-
bution was measured by flow cytometry using propidium iodide ( PI) staining. When cultured with
Cull b 20 pmol - L™ for 1, 4 and 24 h dividedly, the changes of microfilament and microtubule
structures were assessed by immunofluorescence staining. After separately treated with Cu Il b
20 p,mol'L_l for 1, 4 and 24 h, the protein expression levels of F-actin, G-actin, p21Cipl , cyclin A,
cyclin B1, cyclin D1 and cyclin E were detected by western blotting (P < 0. 05). RESULTS
Cu [I b inhibited the proliferation of PC-3 cells in a concentration-dependent manner. Cu ][ b
20 pmol-L ™" increased the cell rates of G,/M phase ( tetraploid) to (45.3 +1.8)% from (27.7 +
1.5)% in control group (P <0.01), indicating an arrest of cell cycle progression. The cells
became shrunk after Cu [[ b treatment. Meanwhile, Cu Il b 20 wmol+L™" decreased G-actin levels
and induced severe F-actin aggregation( P <0.05) , but had minimal effect on the microtubules. In
addition, Cullb 20 pmol +L~" also elevated p21“"" expression and downregulated cyclin A level in PC-3
cells, whereas the other cyclins were slightly upregulated (P <0.05). CONCLUSION Cull b
can significantly inhibit the proliferation of human prostate cancer PC-3 cells probably through
induction of actin aggregation, disruption of microfilaments, upregulation of tumor suppressor p21°"'
expression and arrest of cell cycle progression.
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