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Abstract. Background/Aim: Variations in cell phenotype in a
single-cell-derived clone may result from asymmetric cell
divisions that lead to different cell fate in a homogenous
microenvironment. The aim of this study was to demonstrate
the extent of cell variety in single-cell-derived clones and
propose a different strategy in treating cancer by observed
phenotypic heterogeneity in cellular types. Additionally, the
role of metabolic enzyme and housekeeping gene,
glyceraldehyde-3-phosphate dehydrogenase (GAPDH), in
cellular phenotype was evaluated in two breast cancer cell
lines. Materials and Methods: Two GAPDH-overexpressing
breast cancer cell lines, MCF7-GAPDH-RFP (MCF7-RFP)
and MDA-MB-231-GAPDH-RFP  (MDA-RFP), were
established. Microscopic recordings were made at 12-h
intervals in single-cell-derived clones of both cell lines up to
8-10 days. Crystal violet and Hoechst 33342 (Hoechst), as
well as specific cell-type (epithelial and mesenchymal)
antibodies, were used for cytochemical and immuno-
histochemical staining analyses, respectively, at 3, 6 and 9
days during cell growth. Results: Three types of clones with
distinct morphologies were identified as holo-, mero- and
paraclones. The rates of colony survival during cell growth
were 8.3 and 41.7% in MCF7-RFP and MDA-RFP,
respectively. Although no significant difference was found in
the colony forming efficiency (CFE) of both MCF7 and MDA-
MD-231 wild-type cells, a markedly significant difference was
seen in the CFE of MCF7-RFP and MDA-RFP cells
(p=0.001). Wild-type cell-derived holoclones of both cell lines
showed drug resistance to doxorubicin (Dox). However, levels
of proliferating cell nuclear antigen (PCNA) and vimentin
(VIM) marginally decreased in Dox-treated clones.
Furthermore, high level of intraclonal heterogeneity was found
for CD44, CD140a, VIM, fibronectin (FN), focal adhesion
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kinase (FAK), paxillin (PXN) and vinculin (VCL) in MCF7 and
MDA clones during different stages of clonal development.
Expressions of CD140a, FN, VIM and FAK were induced in
GAPDH-red fluorescent protein (RFP)-tagged clones of both
cell lines. Conclusion: The GAPDH-RFP recombinant protein
played an important role in morphological heterogeneity
detection in early stages of clonal development. Moreover,
phenotypic heterogeneity in clones, caused by the cells
expressing specific antigens, such as CD44, CD140a, FN, VIM,
FAK and VCL, can be the right target for therapeutic drugs.

In genetically homogenous cell populations, the phenotypic
heterogeneity is frequently observed in in vitro cell cultures
even in a controlled environment (1). The phenotypic
changes also occur in a homogenous environment and may
result from asymmetric segregation during cell division that
leads to changes in gene expression patterns (2). Human
breast cancer is one of the highly heterogeneous lesions
having morphologically distinct subtypes with different
molecular and biochemical signatures (3, 4). High level of
heterogeneity in breast cancer cell phenotypes is most
probably due to the dynamic plasticity of the breast cancer
microenvironment (5, 6). The main reason behind this
dynamic plasticity and heterogeneity is the presence of the
small population of stem-like cells called breast cancer stem
cells (7). Tumor-initiating cells expressing CD44*/CD24~/1oW
and CD140a play a major role in breast cancer heterogeneity
(8-10). In previous studies, it was reported that mesenchymal
stem cells (MSCs) are responsible for the initiation of
epithelial-mesenchymal transition (EMT) leading to cancer
progression (10). Cytoskeleton re-organization and up-
regulation of mesenchymal markers during EMT, such as
fibronectin (FN), vimentin (VIM) and N-cadherin, can also
influence cellular phenotypes (11). In tumor cells, focal
adhesion kinases (FAK) have a dual function both in
promoting tumor cell adhesion and acting as a survival signal
to inhibit apoptosis (12). FAK loss reduces the number and
size of mammospheres and down-regulates the expression of
surface markers in mammary cancer stem cells (13).
However, the role of EMT and cell migration in breast
cancer heterogeneity are not yet very clear.
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Glyceraldehyde-3-phosphate dehydrogenase (GAPDH)
was initially identified as a glycolytic enzyme (14). GAPDH
is also involved in cell death regulation, cell survival, tumor
progression, DNA replication, endocytosis, exocytosis,
carcinogenesis and cytoskeletal organization (15-17). It is
known that GAPDH induces transcriptional activity of
androgen receptor in prostate cancer cells (18). Additionally,
its role in prevention of lung injury in a lipopolysaccharide-
treated murine model was recently established (19). In breast
cancer cells, GAPDH expression is connected with cell
proliferation and aggressiveness of tumors (20). However,
the role of GAPDH is not yet revealed in cancer cell
heterogeneity.

This study was designed to trace the phenotypic and
functional heterogeneity in single-cell-derived clones by
focusing on developmental stages in human breast cancer
cell lines. Phenotypic variations among clones of same or
different cell types were evaluated by cell clonogenicity and
drug resistance assays. Spatiotemporal expressions of cell
surface and cytoskeletal markers were evaluated during
different growth periods.

Materials and Methods

Cell lines and drugs. The MCF7 and MDA-MB-231 cell lines were
obtained from the American Type Culture Collection (ATTC;
Manassas, VA, USA). The MCF7-GAPDH-RFP (MCF7-RFP) and
MDA-GAPDH-RFP (MDA-RFP) cell lines were established.
Hoechst 33342 (Hoechst; Sigma-Aldrich, Seoul, South Korea),
G418 (Sigma-Aldrich, Seoul, South Korea) and doxorubicin (Dox;
Sigma-Aldrich) were dissolved in autoclaved distilled water to make
20 mg/ml, 50 mg/ml and 1 mM stock solutions, respectively. All
stock solutions were aliquoted and distributed in small volumes and
stored at —70°C until use.

Cell culture and growth experiments. The cells were maintained as
an adherent monolayer culture in high glucose Dulbecco’s modified
Eagle’s medium (DMEM; Gibco, Grand Island, NY, USA). The
medium was supplemented with 10% (v/v) heat-inactivated fetal
bovine serum (FBS; Welgene, Daegu, South Korea), 100 pg/ml
penicillin and streptomycin (Sigma), sodium pyruvate (110 mg/l)
and sodium bicarbonate (3.7 g/1). The cells were grown on culture
dishes (SPL Life Sciences, Seoul, Korea) and incubated in 5% CO,
in air at 37°C. The medium was changed every 48 h. The cells were
regularly sub-cultured after 80% confluency by trypsinization and
dispersion.

Plasmid construction, transfection and establishment of stable cell
lines. The human glyceraldehyde 3-phosphate dehydrogenase
(GAPDH; 1015 bp) was inserted into the commercial vector DsRed-
N1 (Takara Korea Biomedical Inc., Seoul, Korea) to construct the
GAPDH-red fluorescent protein (RFP) plasmid. Standard procedure
for cloning was used to make the target construct followed by
confirmation and purification with PhoenIX™ Maxiprep kit
(Qbiogene, Carlsbad, CA, USA), and 1 pg/pl stock was aliquoted
in small volumes and stored at —70°C. Cells (1x107) were
transfected with 0.5 pg plasmid by using Neon® transfection system
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(Invitrogen, Carlsbad, CA, USA) following electroporation. After
48 h, transfected cells were treated with 200 pug/ml G418 followed
by selection with mouth pipette for high GAPDH-overexpressing
cells to establish stable cell lines.

Time-lapse clonal development assay. Single cell suspensions of
MCF7-RFP and MDA-RFP cells (2x103) were seeded in 60 mm
media-containing dishes. Five hours later, cells were selected under
Nikon fluorescence microscope (ECLIPS, TE-2000; Nikon, Tokyo,
Japan) and encircled for colony development analyses. The
positions of cultured cell dishes were fixed on the microscopic stage
by marking specific matching points. Marked position on culture
dishes and over the stage of microscope were correctly matched at
every 12 h for image recording until 10~15 days. The standard
criteria for clone size were based on total possible area observed by
200x lens under Nikon fluorescence microscope. The quantitative
data for cell number per clone was collected from a various
independent set of experiments.

Hoechst 33342 (Hoechst) analysis of developing clones. Single-cell-
derived clones were stained with 10 ug/ml Hoechst at 37°C in a 5%
CO, incubator for 20 min and washed three times with phosphate-
buffered saline (PBS) followed by DMEM containing FBS.
Hoechst-stained images of clones were recorded by using the
camera of a fluorescence microscope (Nikon) connected with a
FLEX (Diagnostic Instrument, Inc., Sterling Heights, MI, USA),
using SPOT software ver. 4.6 (2006; Diagnostic Instrument, Inc.).

Clonogenic assay. Four different cell lines were seeded at a density
of 200 cells per 35-mm culture plates. Colonies were fixed with an
ice-cold methanol-acetic acid solution (3:1) for 30 min at —20°C at
the end of the week and stained with 1% crystal violet for 30 min
at room temperature. The images were recorded with a low
magnification (4x0.13) lens in a bright field of a microscope with
fixed digital camera (Nikon). The colony numbers per dish were
counted and the mean number was obtained.

Multidrug resistance assay. Single-cell-derived holoclones were
treated with Dox (1.5 pg/ml) for 24 h as reported (21). Control and
treated clones were fixed as described and nuclei were stained with
4’ 6-diamidino-2-phenylindole dihydrochloride (DAPI; 5 pg/ml) for
20 min in dark. For DAPI detection, images were recorded under
fluorescence lenses of a microscope connected to a digital camera.

Immunocytochemistry. Completely dissociated cells (1~1.5x103)
were seeded on 0.1% gelatin-coated coverslips in 60-mm culture
dishes for 3, 6 days and 9 days and slandered immunocytochemistry
method was used. Briefly, clones in different groups were washed
with PBS three times and fixed with 4% paraformaldehyde for 20
min, followed by treatment with 0.26% ammonium chloride
solution for 30 min at RT. HPEM buffer (5 mM HEPES, 5 mM
PIPES, 2 mM EGTA, 1 mM MgCl,) with 0.5% Triton X-100 were
used for extraction. The coverslips were incubated with antibodies
to CD24, CD44, FAK, VCL, paxillin (PXN; dilution 1:100; Abcam,
Cambridge, UK), PCNA, NF-kB, VIM, FN (dilution 1:150;
Abcam), CD140a (dilution 1:50; Abcam) overnight at 4°C. They
were then washed with 0.05% Tween 20 containing PBS for 40 min
followed by incubation with mouse, rabbit and rat FITC-conjugated
secondary antibodies (dilution 1:200) for 1.5 h at room temperature.
DAPI (2 pg/ml) was used as a nuclear localizing stain.
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Statistical analysis. The percentage of total colony number and
types of different cell lines were analyzed by Student’s #-test using
SPSS ver. 12.0 (SPSS Inc. Chicago, IL, USA). The differences in
colony number and colony subtype were considered statistically
significant at p<0.05.

Results

Phenotypic variability in colony morphologies in a single-
cell-derived clonal population of breast cancer cells. The
GAPDH-overexpressing cells were selected for clonal
analysis compared to wild-type breast cancer cells. Both
MCF7-RFP and MDA-RFP cell types have distinctive
outlines with clear-looking nuclei (Figure 1A). MCF7-RFP
cells formed colonies of 4~5 cells in 3 days followed by
distinguishable morphologies after a week. Irregular shapes
with a scattered pattern of cells were found in MDA-RFP
clones at initial stages of colonies’ development. MDA-RFP
cells adopt to form colonies with proper shape after few cell
divisions. High level of variations among cells size and
shapes of clones were observed among clones with
increasing number of cells. Based on morphological features,
colonies were classified into holo-, mero- and paraclones
(Figure 1B). MCF7-RFP holoclones were clusters of
homogenous small and tightly packed cells with regular and
smooth colony borderlines. In the case of MDA-RFP cells,
the boundaries of holoclones were not very smooth. MCF7-
RFP meroclones showed loose cellular connection and had
a limited proliferative capacity, while an irregular boundary
line was observed in MDA-RFP clones. MCF7-RFP
paraclones have dispersed and limited number of large size
cells with undefined border. MDA-RFP paraclones showed
few small size cells and scattered pattern. High rates of cell
proliferation and survival were observed in holo- and
meroclones compared to those of paraclones. A cell, having
a mesenchymal-like phenotype, was observed to move
toward the periphery of clones during clonal development.
However, cells with epithelial phenotype were also found in
the border area of the individual clone. Compared to MCF7-
RFP, MDA-RFP clonal cells showed higher proliferative
potential and survival rate during clonal development. A total
of 8.33% MCF7-RFP cells scored 100 cells per clone in 16
days, while 41.88% MDA-RFP cells achieved the same
number in a week (Figure 1C and D).

Single cells possess differential capacities of making colony
subtypes in different cell lines. The types of colonies
represent the proliferative potential and stem cell-like
characteristics of a cell line. To evaluate the functional
heterogeneity, clonogenic efficiency was compared among
selected cell lines (Figure 2A). The percent colony-forming
efficiency in monoculture conditions for MCF7, MDA-MB-
231, MCF7-RFP and MDA-RFP were 76.2, 77.0, 28.8 and
73.1%, respectively (Figure 2B). The produced holo-, mero-

and paraclones were 10.9, 31.8, 32.1 and 13.5,45.0, 25.8%
in MCF7 and MDA-MD-231 cells, respectively. In GAPDH-
overexpressing cells, the produced holo-, mero- and
paraclones were 1.1, 13.2, 9.6 and 9.9, 504, 24.4% in
MCF7-RFP and MDA-RFP cells, respectively (Figure 2B).

Single-cell-derived holoclones have the potential of drug-
resistance to Dox. To assess whether single-cell-derived
holoclones have stemness, we evaluated their responses to
Dox. No significant differences were observed in colony
morphologies in wild-type clones with Dox compared to
control at 24 h (Figure 2C). Nuclear fragmentation in a
fraction of cells’ nuclei of wild-type clones was detected by
DAPI staining (Figure 2C). Immunocytochemistry results
showed that Dox treatment down-regulated the proliferating
cell nuclear antigen (PCNA) expression in MCF7
holoclones. The nuclear factor (NF)-kB expression increased
slightly, while vimentin (VIM) expression was similarly
decreased in Dox-treated clones. Compared to MCF7, the
expression pattern of PCNA, NF-kB and VIM was not
significantly down-regulated in MDA-MB-231 clones
(Figure 2D).

Cancer stem cell-related surface markers are differentially
expressed in single-cell-derived clones. To understand the
phenotypic heterogeneity, the spatiotemporal expressions of
cancer stem cell(csc)-associated surface markers; i.e. CD24,
CD144 and CDI140a, were evaluated during clonal
development. No expression was detected for CD24 in wild-
type and GAPDH-overexpressing cell-derived clones except
6-day MDA-RFP clones. Positive expression of CD44 and
CD140a was found in MCF7 and no expression in MDA
wild-type clones. The ratios of CD44 (+) and CD140a (+)
cells gradually increased in a time-dependent manner during
the development of MCF7 wild-type colonies (Figure 3A).
In GAPDH-overexpressing cells; i.e. MCF7-RFP, clones
showed a strong expression of CD44 at day 3 only, while
CD140a expression gradually increased in a time-dependent
manner. In MDA-RFP clones, CD44 expression peaked at
days 3 and 9, while CD140a expression gradually increased
from day 3 to day 9 (Figure 3B).

EMT markers are differentially expressed in different types
of single-cell-derived clones. To understand the specificity
and complexity of breast tumors at the cellular level, we
dissected the molecular signatures with single-cell analyses
of breast cancer cells. Along with surface markers, the
expression pattern of EMT markers; i.e. VIM and FN, was
evaluated. VIM was strongly expressed in a differential
manner in MCF7 and MDA-MB-231 clones at different
stages of development. FN was expressed at day 3 and 6 in
MCEF7 clones, while, in MDA-MB-231 clones, differential
expression of FN was found only at day 9 (Figure 4A).
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Figure 1. Analyses of developmental stages of single-cell-derived clones of breast cancer cell lines. A, Wild-type and GAPDH-overexpressing MCF7
and MDA-MB-231. B, Developmental stages of different types of clones of MCF7-RFP and MDA-RFP cell lines. C-D, Quantitative analysis of cell

number per single-cell-derived clone of MCF7-RFP and MDA-RFP cells.

MCF7-RFP clones showed weak expression of VIM, while
MDA-RFP clones strongly expressed VIM in different stages
of development. MCF7-RFP clones strongly expressed FN,
while differential expression was found in MDA-RFP clones
(Figure 4B).

Spatiotemporal expression of focal adhesion molecules in
single-cell-derived clones. To further characterize the
migration and metastatic potentials of clonal cells, the
expression patterns of FAK, PXN and VCL were evaluated.
FAK was strongly expressed at days 3, 6 and, at the border
of colonies, at 9 days. In MDA clones, FAK was
differentially expressed in all stages of clonal development.
PXN expression was found weak in all developmental stages
of wild-type clones. VCL was gradually up-regulated in a
time-dependent manner in MCF7 clones, while MDA-MB-
231 expressed VCL only in 9-day developed clones (Figure
5A). All MCF7-RFP and MDA-RFP clones showed strong
differential expression of FAK during different stages of
development. Compared to wild-type clones, PXN was up-
regulated in GAPDH-overexpressing clones. VCL expression
gradually increased in MCF7-RFP clones. However, in
MDA-RFP clones, strong differential expression of VCL was
found only at day 6 (Figure 5B).

Discussion
The present study was conducted in order to trace the

heterogeneity in single-cell-derived clones by using wild-type
and GAPDH-overexpressing breast cancer MCF7 and MDA-

MB-231 cell lines. The major objective of this work was to
establish an in vitro model for understanding the complexities
of tumor development. Although the role of GAPDH in
metabolism, apoptosis, cell survival and carcinogenicity has
been profoundly studied, the impact of GAPDH in the
heterogeneity of cancer cells has not yet been fully
understood (16, 18). GAPDH-RFP recombinant proteins were
overexpressed in two well-studied cell lines, MCF7 and
MDA-MB-231, to uncover the mechanism of heterogeneity.

Due to cytoplasmic localization, GAPDH-RFP made it
possible to trace morphological variations at individual cell
level during clonal development. Based on cell morphology,
epithelial and mesenchymal cells were identified. Their
localization and mobility, however, were traced during
different stages of growth. Tracking clonal growth every 12 h
helped find out the pattern of cell division. At early growth
stages, it was observed that either cell line followed symmetric
or asymmetric cellular division. Previous studies have
demonstrated that rates of symmetric and asymmetric cell
division are responsible for the maintenance of CSCs (22).
Cellular GAPDH-RFP overexpression was a very useful
strategy to identify different morphologies. Unexpectedly,
MCF7-RFP cells showed 5- and 2.5-fold lower cell survival
and proliferation rates, respectively, compared to MDA-RFP.
Clonal heterogeneity is characterized by differences in
features, i.e. size, morphology, antigen expression and
membrane composition, as well as behaviors, i.e. proliferation
rate, cell-cell interaction, metastatic tendency and sensitivity
to chemotherapy (23, 24). Also, the lowest efficiency of
holoclone formation was found in MCF7-RFP cells. As
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Figure 2. Morphological analyses of single-cell-derived clones of breast cancer cell lines. A, Colony types of wild-type and GAPDH-overexpressing
MCF7 and MDA-MB-231 cells. B, Quantitative analysis of colony-forming efficiency (CFE) of different cell types. C, Crystal violet (CV) and DAPI
staining for doxorubicin (Dox)-treated wild-type holoclones of MCF7 and MDA-MB-231 cells. D, Immunostaining of proliferating cell nuclear
antigen (PCNA), nuclear factor (NF)-kB and vimentin (VIM) in Dox-treated MCF7 and MDA-MB-231 cells.
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Figure 3. Immunostained cancer stem cell markers in single-cell-derived breast cancer clones. A, Expression of CD24, CD44 and CD140a in wild-
type MCF7 and MDA-MB-231 cell-derived clones. B, Expression of CD24, CD44 and CD140a in GAPDH-overexpressing MCF7 and MDA-MB-
231 cell-derived clones.
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Figure 4. Immunostained EMT markers in single-cell-derived breast cancer clones. A, Expression of vimentin (VIM) and fibronectin (FN) in wild-
type MCF7 and MDA-MB-231 cell-derived clones. B, Expression of VIM and FN in GAPDH-overexpressing MCF7 and MDA-MB-231 cell-derived

clones.

reported, the percentage of holoclone formation of a cell line
indicates the capacity of stemness (25). Our results show that
GAPDH overexpression induced sensitivity in MCF7 cells
compared to MDA-MB-231 cells.

The major characteristic of CSCs is to neutralize the effect
of anticancer drugs via efflux transporter proteins (21, 26).
In this study, the holoclones of MCF7 and MDA-MB-231
cells showed resistance to Dox. However, fragmented nuclei
in a portion of cells of clones, as well as the marginal effect

on expression levels of PCNA, NF-kB and VIM, were
observed in MCF7 clones. Immunocytochemistry results of
Dox-treated MDA-MB-231 clones showed that MDA-MB-
231 holoclones have more drug resistance capacities than
MCF7 clones. As reported, Dox down-regulates PCNA, NF-
kB and VIM to control cell proliferation and EMT,
respectively (27-30). Our results indicate that wild-type
holoclones were not significantly affected by Dox and can
be used as a model for CSC study of breast cancer.
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A small population of CSCs is being considered
responsible for heterogeneity in different kinds of cancer. It
appears that the asymmetric or symmetric cell division in
CSCs depends on a possible interaction of key regulating
factors. In the present study, variations were found in the
expression pattern of CSCs markers, CD24, CD44 and
CD140a, among same cell-derived, as well as clones of
different cell lines. However, CD44 and CD140a expressions
were weakly detected in MDA-MB-231 cell-derived clones.
In a previous work, it has been reported that, compared to
MCF7 cells, MDA-MB-231 cells exhibit more stemness
(31). These results indicate that MDA-MB-231 clones
possibly derive from CD44/CD1407°% phenotype cells.
Similar to the previous report, the differential expression of
CD44 and CD140a further supports the hypothesis of
heterogeneity in single-cell-derived breast cancer cell clones
(8,10, 32, 33). In GAPDH-overexpressing MCF7 and MDA-
MB-231 cells, the expression pattern showed the possible
contribution of GAPDH in the up-regulation of CSC
markers. Taken together, these results show that phenotypic
heterogeneity exists among holoclones and GAPDH has an
important role in their cellular phenotype determination.

Maintenance of the number of CSCs is strongly linked
with the process of EMT, an epithelial switch to
mesenchymal phenotype (34). Differential expression of
VIM and FN in MCF7 and MDA-MB-231 cell-derived
clones demonstrated the variations in cell phenotypes of
wild-type clones. EMT, which involves loss of epithelial
markers like E-cadherin and up-regulation of mesenchymal
markers, such as FN and VIM, can also influence the cellular
phenotype (10, 11). GAPDH overexpression down-regulated
VIM in MCF7 cells, whereas FN was up-regulated in MCF7-
RFP and MDA-RFP cells. The expression pattern of EMT
markers in wild-type clones was opposite to GAPDH-
overexpressing clones. These results indicate that GAPDH
affects cell phenotypes via influencing the expression of
intermediate filaments and extracellular matrix proteins.

Cell motility and invasion depend on dynamic regulation
of focal adhesions, peripheral actin structures and matrix
metalloproteinase-mediated matrix degradation during
migration (35). In this study, the high FAK-expressing cells
exhibited mesenchymal phenotype and were found at the
border of colonies of wild-type clones. Also, GAPDH affects
FAK expression positively in GAPDH-overexpressing
clones. Compared to wild-type clones, GAPDH-dependent
up-regulation of PXN and VCL was also observed in
GAPDH-overexpressing clones. Besides EMT, mobility and
cell migration via integrin and FAK play an important role
in metastasis (36, 37). In addition, the roles of FAK, PXN
and VCL in cancer cell invasion and motility have already
been studied (35, 38, 39). However, the role of FAK, PXN
and VCL is not clear in the heterogeneity of breast cancer
cells. Our results show that heterogeneity in single-cell-

derived clones is independent of origin. However, it mainly
depends on an epithelial switch to mesenchymal phenotypes
and vise versa.

In conclusion, we demonstrated the role of a single-cell-
derived clonal model to explore cellular heterogeneity in early
stages of clonal development. This model can be used to
investigate the initial stages of tumor development in vivo.
Collectively, the presented data provided evidence on
phenotypic and functional heterogeneity for same and/or
different cell types at the single-cell level in breast cancer cells.
This study will facilitate the exploration of new therapeutic
strategies based on the single-cell-derived clonal analysis in in
vitro systems.
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