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Effect of Bax translocation on TNFa induced apoptosis of human
breast cancer MCF7 cells stably expressed hGFP-Bax

HOU Qi
(Institute o f Materia Medica, Chinese Academy ofMedical Sciences and Peking Union Medical College, Beijng 100050, China)

Abstract: Established human breast cancer MCF7 cell line stably expressed GFP-Bax, which was
used to investigate Bax translocation from cytosol into mitochondria induced by TNFa. Bax translocation
from cytosol into mitochondria and DNA fragmentation were investigated under fluorescence m icroscope.
The viability of cells trated with TNFa was measured by MTT method. Immunofluoresence method was
used to investigate Bax translocation to mitochondria and Cyt-c¢ rlease from mitochondria. The Dose-effect
and time-course relationship were also observed and calculated by the percentage of GFP-Bax punctate
cells. The TMRE assay was used to investigate the function of mitochondria. The results showed that Bax
translocation from cytosol into m itochondria was associated with apoptosis induced by TNFa in hGFP-Bax-
tagged MCF7 stable cell line.
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Figure2 Viability assay induced by TNFa in GFP-
GIFr Hoechst 33258 Overlay Bax stably expressed MCF7 cells. Cells were planted
— onto 96 well plates at the density of 2 000 cell per well
in 100 LL ovemight, then added MTT (5 mg* mL™")
10 BL per well and incubated for further 4 h then
added soluble buffer 100 BL per well, ovemight at

37 C, 5% CO,, the plates were analyzed by using a
micro plate reader. Results in each panel reprsent the
x s (bars) of at least four experiments carried out in

. . triplicate
Figure 1 Development of a MCF7 cell line stably

expressing hGFP-tagged Bax. A: Visualization of MCF7
cells stably expressing by fluorescence m icroscopy. 3 TNFa MCF7/GFP-Bax
Untreated cells displayed a cytosolic Bax labeling,

many of the treated cells by TNFa (10 ng* mL ') for TNFa

18 h were displayed a punctate Bax-labeling pattem. TNFa

GFP-Bax stable cells were stained with mitochondria

specific marker Hsp60 antibody to label m itochondria.

Overlay images show GFP-Bax location by Hsp60 T 90% . TNFa ’
fluorescence. B: The trated cells GFP-Bax punctate

location matched Cyt-c rleasing. C: Cells were stained (
with Hoechst 33258. The apoptotic cells induced by 3). 1G 4.5 ng mL™.

TNFa were floating, rounded-up and showed DNA 4 TNFa TMRE

fragmentation. Overlay images show GFP-Bax matching TMRE ,

nuclear cleavage
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Figure 3 Dose-cffect and time-course rrlationship

assay in TNFa induced apoptosis. The cells were
planted in 96 well plates then treated with various
concentrations of TNFa. A: Dose-effect relationship
investigation; B: Time-course mrlationship investiga-
tion. The punctate cells were counted at different time
points. Percentages of GFP-Bax punctate cells were
calculated and showed the dose-effect and time-course
manner. =~ P <0.05, °° P <0.01, "~ P <0.001 us

control group
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Figure 4 GFP-Bax-stable MCF7 cells were trated
with the stated concentrations of TNFa for 20 h. Both
the treated and untreated cells were then stained with
TMRE and analyzed by using a fluorescence plate
reader ( excitation and em ission wavelengths, 530 and

590 nm, respectively)
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