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pancreatic cancer BXxPC3 cells

SU Fu-qin"?, LI Hong-yan', ZHANG Yi', HOU Shu-jie', LEI Ping-sheng', CHEN Xiao-guang'"

(1. Institute of Materia Medica, Chinese Academy of Medical Sciences and Peking Union Medical College, Beijing 100050, China;
2. Department of Pharmacology, QiQiHar Medical College, QiQiHar 161006, China)

Abstract: This study is to investigate the effect of Icogenin on and its mechanism in anti-metastasis of pan-
creatic cancer BXPC3 cells in vitro. Using transwell assay, the effects of Icogenin on the invasion of BxPC3
cells were measured. The abilities of cell motility and adhesion in BXPC3 cells were detected by MTT assay and
wound healing assay, respectively. The MAPK signal pathway protein expressions were analyzed with Western
blotting. Also, the activity of MMP2 was observed by zymography assay. Icogenin inhibited the abilities of
motility, adhesion and invasion of pancreatic cancer BXPC3 cells in vitro (P < 0.05), in a dose-depended manner,
and inhibited the secretion of MMP2 and phosphorylation of ERK. PD98059 and U0126 which were ERK
inhibitors could suppress the abilities of invasion and metastasis of pancreatic cancer BXPC3 cells. It is
concluded that Icogenin can inhibit the abilities of invasion and metastasis of pancreatic cancer in vitro by
inhibiting the secretion of MMP2 and phosphorylation of ERK.
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Tablel Effect of Icogenin on invasion of BXPC3 cells through
reconstituted basement membrane

Group Dose/pmol-L™"! Invasion cell Inhibition rate/%

Control 265 £ 24 -
Icogenin 0.25 238 +28 10.2
0.5 158 + 40" 40.3
1 50+9" 81.1
PD98059 50 102 + 23" 61.5
U0126 10 84+ 17" 68.3

n=12, x+s. P<0.05, "P<0.01 vs control group

Figure 1 Effect of Icogenin on invasion of BxPC3 cells through reconstituted basement membrane. PVP free polycarbonate filters
coated with 200 pg Matrigel on the upper side and 100 pug fibronectin on the lower side were placed in AP48 chamber. BxPC3 cells
were incubated with 0 pmol-L™" (A), 0.25 umol-L™" Icogenin (B), 0.5 pmol-L™" Icogenin (C), 1 pmol-L™" Icogenin (D), 50 pmol-L™’
PD98059 (E), 10 pmol-L™" U0126 (F) for 15 h. Invasive cells were stained by Giemsa and counted. Microscopy image of a stained
membrane focused on the lower side of the membrane (Magnification 200%, Bar 100 pm)
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Figure 2 Effect of Icogenin on adhesion of BxPC3 cells on
Matrigel. The number of adhesion cells was evaluated by MTT
assay. Values were normalized to the mean number of adhesion
control cells. n =3, X+ s. P < 0.05, P < 0.01 vs control
group
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Figure 3 Effect of Icogenin on motility of BXPC3 cells in vitro
measured by wound healing assay. BxPC3 cells were seeded
onto 24-well plates and allowed to grow overnight. Each
confluent culture well was scratched with a 20 pL tip and the
renewed RPMI 1640 contained Icogenin. The distance of wound
closure was measured in three-independent wound sites per group.
Cell motility results were quantitated. The graph showed
the relative wound closure from a representative experiment
performed in triplicate. “P < 0.05, P < 0.01 vs control group
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Figure 4 Zymography of serum-free media conditioned by
BxPC3 cells for 12 h.  Only a 72 kD (MMP2) band was showed
in BXxPC3 cell conditioned supernatant. ~Values were normalized
to the value of control and presented as relative density (%)
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Figure 5 The inhibitory effect of Icogenin on the protein
expression of MAPK downstream signaling in BxPC3 cells.
BxPC3 cells were treated with 1 pmol-L™" Icogenin at different
intervals. An anti-f-actin antibody served as the internal control.
It shows a representative result of three independent experiments
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