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Fig. 1

Detection of autophagosome formation upon stimulation of troglitazone by transmission electron microscopy. A: cells without

treatment as control; B and D: cells were stimulated with troglitazone (25 umol/L, 8 hours) before observation. C and E: magnified
images of optical section in the Middles of B and D. Arrows denote the typical autophagosomes.
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Fig. 2 Detection of the GFP-LC3 displayed in HeLa cells by fluo-
rescence microscopy. A: 24 hours after the transfection of GFP-LC3,
HeLa cells were splitted onto coverslips and treated with troglitazone
(25 umol/L, 4 hours) before allowing image; Ctrl means control group,
whereas Trog represents treated. B: The data was presented as the
mean of at least 20 cells counted for each group, normally distributed
and statistically analyzed using one-way ANOVA and Stu-
dent-Newman-Keuls analysis. The double asterisk indicates the group
is statistically different from the Trog treated one, P<0.01.
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Fig. 3 Detection of the expression of LC3. HeLa cells were
treated with troglitazone (25 umol/L) upon 8 hours. Cells were
lysed, electrophoresed on SDS-PAGE and transferred to nitro-
cellulose membranes, and immune-blotting was carried out using
antibodies indicated. Densitometry was performed for quantifi-
cation and, the ratio of LC3-II and actin was presented blow the
panels.

© FERZERMEMHARTATIKSHIEST http://journals. im. ac. en



1098

Wei Zhang et al. /Acta Microbiologica Sinica (2008) 43(8)

2.3 Trog 5l REEEMMIET

3
Trog
Trog
407
71 Apoptotic
- Necrotic
o 30
A
z
j="
= 20
5
>
£
3
)
E 10
z

Ctrl 25 50

c(Trog)/(pmol/L)

4 ARG Trog 5 %2 AY 4 ARA T FIIRTE
Fig. 4 Dection of programmed cell death by flow cytometry.
HeLa cells were incubated with troglitazone (25, 50 pumol/L)
upon 8 hours before flow cytometry analysis. Annexin-V stain-
ing is considered as apoptotic, whereas PI positive is measured
as necrotic.
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Abstract: [Objective] To study the effect of troglitazone on autophagy and programmed cell death of HeLa cells.

[Methods] Fluorescence microscopy, electron microscopy, western-blotting and flow cytometry were used. [Results]

Troglitazone increased the autophagosome formation of HeLa cell as observed by fluorescence and electron microscopy.

Immunoblotting further confirmed cell morphology observation upon the reagent stimulating by detecting an enhanced

expression of LC3, an autophagic related gene. Besides apoptosis, troglitazone triggered a necrotic cell death in flow cy-

tometry analysis. [Conclusion] Troglitazone induced mixed type of cell death in HeLa cells.

Keywords: troglitazone; PPAR; autophagy; LC3; programmed cell death

Supported by the National Natural Science Foundation of China (30470855)
"Corresponding author. Tel: +86-10-64807558; Fax: +86-10-64807288; E-mail: jiangxj@im.ac.cn

Received: 14 April 2008/ Revised: 11 May 2008

© PERZRMEDARAATIKSHES http://journals. im. ac. cn



