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Abstract: Objective To study the effects of Jianpi Huayu decoction(JHD) on migration, invasion and epithelial—
mesenchymal transition (EMT) of liver cancer cells by regulation of exosome. Methods The liver cancer cells of

MHCCO97H strain were stimulated with TGF-B1 to establish the EMT model. The MHCCO97H cells were cultured in
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vitro, and divided into four groups according to the stimulations, including Control group cells ( no intervention) ,
Model group cells (TGF—B1 group, 10 ng-mL™'), JHD low dose group (TGF-B1 10 ng-mL"'+ JHD 2 mg-mL™"),
and JHD high dose group (TGF-B1 10 ng+mL '+JHD 4 mg-mL'). After treatment for 48 hours, cell culture
supernatants were collected and exosomes were isolated by ultracentrifugation. The exosomes were then identified
using transmission electron microscope (TEM) , nanoparticle tracking analysis (NTA). Western Blot was used to
detect the marker proteins of exosomes (CD63, CD81, HsP70, and CD9); and were identified by endocytosis
experiment. The exosomes from four groups isolated as above were respectively cocultured with MHCCO97H cells for
48 hours, then the MHCC97H cells were collected for wound healing assay, transwell assay, and Western Blot was
used to detect EMT related proteins (E-cadherin, N-cadherin, and Vimentin). Results TEM observation showed
that, the exosomes extracted from different groups were vesicles of different types, similar in morphology, some
were singly distributed, and some were gathered together, with a diameter of 30—140 nm. The background was clear
without obvious pollutants. NTA revealed the peak values of exosomes from four groups were between 130-150 nm,
almost the same with those observed under TEM. All extracted nanoparticles expressed CD63, CD81, HsP70 and
CD9, which were further confirmed that the isolated nanoparticles were exosomes. Exosomes labeled with PKH26
can be absorbed and internalized by MHCC97H cells. Compared with the Control group, the cell migration (24 h,
48 h) and invasion abilities of Model group cells were significantly increased (P <0.01); expression of E-cadherin
was significantly downregulated (P <0.01) ; the expression levels of Vimentin and N-cadherin were upregulated
obviously (P <0.01). Compared with Model group, the vertically—migrating (24 h, 48 h) and invasion abilities of
JHD low dose group and JHD high dose group were significantly reduced (P <0.01). The expression levels of E—
cadherin in JHD low dose group and JHD high dose group were higher (P <0.01); the expression levels of Vimentin
and N- cadherin were lower than those in Model group (P <0.01). Conclusion Jianpi Huayu decoction inhibits
migration, invasion and EMT of MHCCO97H cells possibly through regulation of exosomes.

Keywords: Jianpi Huayu decoction; hepatocellular carcinoma; exosome; epithelial- mesenchymal transition;
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after Jianpi Huayu decoction intervention
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