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Abstract:[Objective] To investigate the anti-tumor effect and the mechanism of Eucalyptus
robusta leaf water extract (ELWE) on HepG2 cells in vitro. [Methods] The antitumor activity
of ELWE were studied by observing morphological changes and nuclear damage of HepG2 cells
by fluorescence microscope. The effect of ELWE on the growth of HepG2 cells was detected by
methyl thiazolyl tetrazolium (MTT) colorimetry. Western blotting (WB) was used to detect
the effect of ELWE on the expression of activated caspase-3 protein. The effect of ELWE on
the expression levels of B-catenin, Tcf-4 and CD44v6, which were signal pathway correlation
factors of Wnt/B-catenin, was detected by real-time reverse transcription polymerase chain re-
action (RT-RT-PCR). [Results}The HepG2 cells were treated by ELWE for 48 h and 72 h, the
morphological changes of apoptosis were observed in the treatment group of ELWE which was
diluted 5 times and 10 times. Using MTT method to detect ELWE treatment group which was
diluted 5 times and 10 times, HepG2 cells growth inhibition ratio were (44. 13410. 93) % and
(25.93+8. 37)% respectively after 48 h. Compared with the untreated group, the difference
between the two groups was significant and had statistical significance (P <0.05). The ELWE
treatment group was diluted 10 times by WB method. The expression of apoptosis-related pro-
tein factor caspase-3 was also detected at 48 h. The expression level of caspase-3 protein was
up-regulated in the treatment group, which was 1. 73 times that of the control group. The
difference was significant and had statistical significance (P <C0. 01). Moreover,the mRNA ex-
pression levels of B-catenin, Tcf-4 and CD44v6 in the same treatment group decreased,and the
difference was significant and had statistical significance compared with the control group (P <<
0. 01). [Conclusion]JELWE inhibited the growth of HepG2 cells and promoted apoptosis in a 10-
fold dilution treatment for 48 h. This effect was related to the caspase-3 mediated apoptosis
program and the Wnt/B-catenin signal pathway.
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(a)Nudear morphology of control group for 24 h; (b)Nudear morphology of control group for 48 h; (¢) Nudear morphology
of control group for 72 h; (d)10 times dilutions of ELWE initial concentration treatment cells nuclear for 24 h; (e) 10 times dilu-
tions of ELWE initial concentration treatment cells nuclear for 48 h; ()10 times dilutions of ELWE initial concentration treatment
cells nuclear for 72 h; (g) 5 times dilutions of ELWE initial concentration treatment cells nuclear for 24 h; (h) 5 times dilutions
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nuclear for 72 h

Bl 1 e 5Ot SR ] Ab 33 20 0 AN (1] Ak 3 R A1 7™ A= (1 240 Ff A% 2R 4R 4 (40 X 10)

Fig. 1 Immunofluorescence microscopic observation of nuclear condensation by DAPI and CFSE stains after ELWE treat-

ments(40X10)
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Fig. 4 Changes in the expression of B-catenin, Tcf-4,

CD44v6 observed in HepG2 cells after 48 h treatment with 10
times dilutions of ELWE
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