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Effect of Axl Deglycosylation on Proliferation and Invasion in Murine Hepatocellular
Carcinoma
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Abstract: [Objective]To research the possible effects of Axl deglycosylation on the proliferation and invasion of murine
hepatocellular carcinoma cell line Hea-F.[ Methods] Western blotting was used to analyze the expression profile of Axl glycoprotein in
mouse hepatocellular carcinoma cell line Hea-F treated with tunicamycin. MTT assay and ECM invasion assay were utilized to evaluate
the effect of Axl deglycosylation on the Hca-F cell proliferation and invasion. [ Results] By treatment with tunicamycin, the expression
level of Axl glycoprotein was markedly changed. The new bands that appeared were consistent with the size of the core protein, which
were the result of tunicamycin inhibiting Axl glycosylation. The Heca-F cells proliferation and invasion capability decreased, comparing
with control (P < 0.05). [Conclusion] Axl deglycosylation inhibits tumor cells proliferation and invasion in murine hepatocellular
carcinoma cell line Hea-F.
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Fig.1 Tunicamycin effects on Axl glycosylation
Hca-F cells were treated with 0 wg/mL, 5 pg/mL, 10 pg/mL,
and 20 pg/mL tunicamycin for 12 h.Total protein extracts were loaded
for each sample. A ;Protein was separated on a gel for Western blotting
Analysis. GAPDH was used as a control. B:Relative signal intensities
of Axl protein levels were compared with GAPDH by LabWorksTM
(ver 4.6, UVP; Biolmaging systems) analysis, respectively. Data was

obtained in triplicate.

(9 Axl Bl AN TR R HE A 2B AL SRS 1 MTT
ARSI AR S B RE 1A AR R BER AR
LRI K Hea—F ARAEAIETEBE J1 BT T FE (K
2), RW A B EBEIALRER T Hea—F 4HHI1E
RO IS B fE

2.3 Axl ZHEENI Hea-F MAEIMEERES

I JeE 240 1 A A 2R 5 2 2o 2 L A1 )
TR BRI T, A SR 1SS Axl AL
JEXf Hea-F IR SIMRZRBE SRR, (ASMRZE
SCYZE R TR BEAC R B 193 K Hea—F 4%
Ao LB 1 R R T (] 3) 0 ug/mL AKEE R
A B Hea—F 4 1 28 2 56 B ) ~F- 45 %5 ik S 80

Tunicamyein / (p g/ml)

1.2 -~
—a— {}
1L =5
—— 10

§ 0.8 —— 20
T
9
] 0.6
=
=
2 04
=
=

0.2

0

0 24 48 72 96 120
t/h

B2 Axl ZEEMLIT Hea-F U IMETERE SR
Fig.2 Axl deglycosylation effects on cell proliferation in
vitro

Hca—F cells were exposed to tunicamycin and harvested at 24 h,
48 h,72 h,96 h, and 120 h. Cell proliferation was measured by 3-(4,
5 —dimethylthiazol -2 —yl) -2, 5 —diphenyltetrazolium bromide assay.
Decreased proliferative ability was detected in cells treated with
tunicamycin, compared with untreated Hea—F cells. Data was obtained

in triplicate.
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Fig.3 Axl deglycosylation alters the invasive ability of

Hca-F cells in vitro
In vitro ECMatrix gel analysis. Wright—Giemsa staining results of
the lower surface filter showed that the cells passed through the filter
and attached to the lower side (400 x). The average number of cells
invading the filter was counted. 1) Cells treated with tunicamycin were
significantly less invasive (P < 0.05 vs the control group) than

untreated Hea—F cells. Data was obtained in triplicate.
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