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MEEEL (EX) Identification of Cervical Cancer Stem Cells and development of the
new method for treatment of that cells as the target.
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TR R OB (J£30) : It is concluded that CD44+CD24+ sub-population cells have the in
vitro and in vivo characteristics of cancer stem cells and their specific detection could be
highly valuable for the therapy of this recurrent disease by screening of new anticancer

drugs.
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(DSphere formation assay(Fig.3)

@) Soft agar colony assay (Fig.4)

® Heterogenity after culturing

assay (Fig. 5)

@ Cell proliferation assay (Fig.6)

(® Staining with stemness markers (Fig.7)
® RT-PCR for the stemness genes (Fig.8)
(@ Chemotherapy resistance assay (Fig.9)
Radiotherapy resistance assay (Fig. 10)
®Tumorigenicity into nude mice
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Fig.1 FCM analysis of Hela cells.

CD44, CD24, CD29 and CD49f were
expressed but CD34 and CD45 were

not expressed in HeLa cells.
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Fig.2 FACS for HeLa cells.
Hel.a cells were sorted according to
CD44 and CD24 cell surface markers.
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Fig.3 Sphere formation in 24-wells
ultra-low attachment dish.

The CD44+CD24+ sub-population
formed more spheres with big size
than CD44+CD24- sub-population,
while CD44- sub-population did not
form any spheres.
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Fig.4 Soft agar colony assay.
The CD44+CD24+ sub-population
formed more colonies with big size
than other sub-populations.
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Fig.5 Heterogeneity after culturing assay.
After sorting, the sub-populations were
cultured till being confluent, then, analyzed
by FCM for testing of heterogeneity.The
(]}7D44+CD24+ sub-population formed
heterogenous cells as the original unsorted
cells, but other sub-populations did not.

The growth rate of CD44+CD24+
subpopulation was greater than those of
other sub-populations, but not significantly
different.
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Fig.7 Staining for the sorted HeL.a cells.
Oct %, c-Myc, and Sox-2 were highly
expressed 1n the cytoplasm of
CD44+CD24+ sub-population compared
to CD44+CD24- sub-population.

Unsorted  CD44'CD24° CD44°CD24-

Fig.8 RT-PCR for the stemness
genes.

Oct %, c-Myc, Nanog and Kif-4
were highly expressed in
CD44+CD24+ sub-population
compared  to CD44+CD24-
sub-population.
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Fig.9 Cisplatin resistance assay.

The CD44+ CD24+ sub-population cells
are more resistant to cisplatin than others,
suggesting that these cells possess the
hypothesized cancer stem cell
chemoresistant phenotype.
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Fig.10 X-ray resistance assay.
The CD44+ CD24+ sub-population cells
are more resistant to X-ray than others ,
suggesting that these cells possess the
hypothesized cancer stem cell

radioresistant phenotype.
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Fig.11 Tumorigenicity.

Mice injected with CD44+CD24+
sub-population formed tumors bigger
than those from Hela unsorted cells (two
folds) four weeks after IM injection of
1x104 cells. But, from CD44+CD24-
sub-population only one mouse formed
tumor with smaller weight compared to
that from Hela unsorted cells, suggesting
that CD44+CD24+ sub-population is the
most tumorigenic sub-population in Hela
cells.

T s Number of injected cells
rpe o

1007000 107000 1000 100

Hela unsorted - 03 o0 oo
CD44'CD24" 33 33 - 03
CD44'CD24 13 03 00 oo

(Number of formed tumors / number of injections)

Table 1 Injection of different cell
numbers into nude mice.

From the table, we notice that 100’000
Hela unsorted cells formed tumor, but
only 1000 cells of CD44+CD24+4
sub-population formed tumor, suggesting
that CD44+CD24+ sub-population is 100
times more tumorigenic than Hela
unsorted cells.
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