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Research on the mechanism of Clonorchis sinensis CsLegumain promoting the migration and invasion of
cholangiocarcinoma cells

CHU Yan-fei, YAN Bing-fang, REN Le-bin, XUE Jun-yu, WANG Nan., MENG Wei, BAI Xue-lian
(Medical Research Center , Binzhou Medical University Hospital , Binzhou 256603, Shandong ,China)

Objective  To investigate the role of Clonorchis sinensis Csl.egumain in the proliferation, invasion and
metastasis of cholangiocarcinoma and its molecular mechanism.  Methods The plasmid pcDNA3. 1 (+)-CslLegumain
was constructed and transfected into cholangiocarcinoma cells to establish a cell line with CsLegumain overexpression.
The role of CsLegumain in the proliferation, invasion and metastasis of cholangiocarcinoma was investigated by CCK8
assay, scratch wound healing assay and matrigel transwell assay respectively. The transcription level and protein
expression level of target molecules affected by CslLegumain were detected by real-time quantitative PCR and Western
blotting,respectively.  Results CslLegumain expression cell line was successfully constructed. The CCKS8 assay showed
that CsLeguamin had no significant influence on the proliferation of RBE cellsfrom 24 h to 72 h after culture (P>>0. 05)
however enhanced the cells motor ability and narrowed the distance between cells significantly which detected by scratch
wound healing assay 48 h later (P < 0. 05). Transwell experiments also showed that the number of RBE cells
overexpressing CslLegumain passing through the stromal compartment was five times as many as the control group (P <C
0.05). The transcriptional and protein level of E-cadherin and N-cadherin in CsLegumain expressing cells were
significantly lower than those in control cells detected by qRT-PCRand western blotting (P <C 0. 05).  Conclusion
CsLeguamin had no significant influence on the proliferation of RBE cells but promoted the migration and invasion ability
of them through downregulating the expression of E-cadherin and N-cadherin which might induce EMT.
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Fig. 1 Effects of CsLegumain on the proliferation of RBE cells
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A Showed that the experimental group (pcDNA3. 1 (+ )-
Cslegumain) displayed faster wound healing speed than control group
(pcDNA3.1(+)) at 48 h B Shows that the difference is statistically
significant. % Represents P<C0. 05.

Fig. 2 Effects of CsLegumain on the migration of RBE cells
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A Shows that the number of cells in the experimental group
(pcDNAS3. 1(+) -Cslegumain) was significantly higher than that in the
control group (pcDNA3. 1 (+)) after 36 h B  Shows that the
difference is statistically significant. * Represents P<Z0. 05.

Fig.3 Effects of CsLegumain on the invasion of RBE cells

3 CsLegumain i& it EMT {£ Fi {2 RBE T2 2%
B 5 F HL

KM qRT-PCR X} EMT # 56 5 K #F 47 #% 5% 7K °F
BRI, 25 3R B 78 peDNA3. 1(+)-CsLegumain %% 4t
20 RBE 4 gt} E-cadherin 1 N-cadherin [ %% 5 /K F
B peDNAS. 1(+) ¥ e 24 40 Jfg 2 2 Fie AR (3 P <<0. 05
(K 4), & A Western blot ¥ ] E-cadherin F1 N-
cadherin f FHAH N R IEKE, L WK 5. pcDNA3. 1
(+)-CsLegumain ¥ 4t 2 RBE 4 it H E-cadherin FlI
N-cadherin B354 pcDNAS3. 1(+) 4H 4 fifs i 3 R A%
(P<C0. 05,5 mRNA /K28 {LAH— %K.

1.5+
s
-~ * *
o 1.0
S
S
X
o
g
:g 0.5
©
['4

0.0-

N-cadherin E-cadherin

Hl pcDNA3.1(+)-CsLegumain
=1 pcDNA3.1(+)

7 (Notes) ; * 4[] Ft % (Comparison among groups) , P<C0. 05,
B 4 CsLegumian X} RBE 40 ffi E-cadherin #1 N-cadherin mRNA
7K B9 0
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Fig. 5 Effects of CsLegumain on protein levels of E-cadherin
and N-cadherin in RBE cells
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