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Abstract

Background: Cancer stem cell model hypothesizes existence of a small proportion of tumor cells capable of
sustaining tumor formation, self-renewal and differentiation. In breast cancer, these cells were found to be
associated with CD44+CD24-low and ALDH+ phenotype. Our study was performed to evaluate the suitability of
current approaches for breast cancer stem cell analyses to evaluate heterogeneity of breast cancer cells through
their extensive genetic and epigenetic characterization.

Methods: Breast cancer cell lines MCF7 and SUM159 were cultured in adherent conditions and as mammospheres.
Flow cytometry sorting for CD44, CD24 and ALDH was performed. Sorted and unsorted populations,
mammospheres and adherent cell cultures were subjected to DNA profiling by array CGH and methylation profiling
by Epitect Methyl qPCR array. Methylation status of selected genes was further evaluated by pyrosequencing.
Functional impact of methylation was evaluated by mRNA analysis for selected genes.

Results: Array CGH did not reveal any genomic differences. In contrast, putative breast cancer stem cells showed
altered methylation levels of several genes compared to parental tumor cells.

Conclusions: Our results underpin the hypothesis that epigenetic mechanisms seem to play a major role in the
regulation of CSCs. However, it is also clear that more efficient methods for CSC enrichment are needed. This work
underscores requirement of additional approaches to reveal heterogeneity within breast cancer.
Background
Breast cancer is the most commonly diagnosed cancer
and the leading cause of cancer death in women [1].
Despite combined treatment strategies and advances in
treatment, metastatic breast cancer remains currently in-
curable. One of the possible reasons for therapeutic fail-
ure is the existence of tumor cell heterogeneity and
presence of cancer stem cells (CSCs) [2]. There are sev-
eral indicators of intratumoral heterogeneity, including
recognized prognostic and predictive markers and candi-
date biomarkers [3,4]. Among the clinically established
biomarkers are estrogen and progesterone receptor, and
human epidermal growth factor receptor 2 (Her2-neu)
[5]. An emerging cellular candidate biomarker is the
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reproduction in any medium, provided the or
presence of breast CSCs [6,7]. Increasing experimental
evidence supports the cancer stem cell model [8], which
is in favor of only a small proportion of cells with the
capability of sustaining tumor formation and growth,
self-renewal and differentiation. In breast cancer, CSCs
have been identified as CD44+CD24-/low or aldehyde de-
hydrogenase positive (ALDH+) [9,10]. Several approaches
have been used to enrich and study breast CSCs, including
flow cytometry sorting and their capability of forming
mammospheres [9,11]. Tumor sphere culture has been
shown to represent a surrogate in vitro model to study
CSCs [12,13]. Identification of distinct properties and mo-
lecular biomarkers for breast CSCs may help to identify
novel therapeutic targets and thereby allow development
of more efficient therapeutic strategies [14].
We aimed to evaluate molecular heterogeneity of breast

cancer cell lines with an emphasis on breast CSCs. For
unsorted breast cancer cells and flow-sorted putative stem
versus non-stem cells, DNA profiles were generated by
array comparative genomic hybridization (aCGH) and
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methylation analyses of selected candidate genes were done
by pyrosequencing. Functional impact of methylation was
evaluated by mRNA analysis for selected genes.

Methods
Breast cancer cell lines
Breast cancer cell lines MCF7 and SUM159 were used for
all experiments. SUM159 were obtained from Asterand
(Detroit, MI, USA), and MCF7 from American Type Cul-
ture Collection (Manassas, VA, USA). Cells were cultured
according to suppliers’ recommendations, harvested at
90% confluence and prepared for further analyses.

Mammosphere culture
The culture of mammospheres (MMO) was performed
according to previous publications [11]. Briefly, cells were
grown in serum-free Mammary Epithelial Basal medium
MEBM (Lonza, Basel, Switzerland), supplemented with
10 ng/mL basic fibroblast growth factor (bFGF), 20 ng/mL
epidermal growth factor (EGF), 5 μg/mL insulin (both from
Peprotech, New York, USA), and 20 μl/ml B27 supplement
(Invitrogen, Leek, Netherlands). After the first passage,
the mammospheres were filtered through a 40-μm Nylon
Cell Strainer (BD, Falcon) to obtain purer spheres for fur-
ther culture. The cells were then dissociated with TrypLE
(Gibco/Invitrogen, Paisley, Renfrewshire, UK), following in-
cubation at 37°C for 4 min. The cells were washed with
two volumes of PBS (phosphate buffer saline) to inactivate
the enzyme, resuspended in MEBM containing supple-
ments and seeded for generation of secondary spheres.

Flow cytometry
For all sorting experiments cells were dissociated with
Accutase (PAA Laboratories GmbH, Pasching, Austria)
for 5 min at 37°C. When using the Aldefluor protocol [10],
dissociated cells were suspended in Aldefluor assay buffer
to a concentration of 106 cells/ml. When performing anti-
CD44 and anti-CD24 flow-sorting [9], 106 cells were
suspended in 100 μl of PBS/2% fetal calf serum (FCS).
After 20 min of incubation on ice with blocking buffer
consisting of horse serum diluted 1:20 in 6% bovine serum
albumin/PBS solution, aliquots of antibodies (CD44 APC
and CD24 FITC), each at a dilution of 1:40 in a final con-
centration of 0.08 μg/ml and 5 μg/ml, respectively, were
added and staining was adapted from the previously pub-
lished protocol [9]. Briefly, after centrifugation the pellet
was dissolved in 100 μl PBS/FCS and 2.5 μl of the anti-
bodies (CD24-FITC and CD44-APC) were mixed with the
cells and incubated for 20 min on ice. Then, cells were
washed with 500 μl PBS/FCS and centrifuged again. Before
sorting, cells were resuspended in 100 μl PBS/FCS, filtered
and rinsed with 100 μl PBS/FCS. All fluorochrome-labeled
monoclonal antibodies were acquired from BD Bioscience
and pretitered to determine their optimal dilutions before
use. Cells without staining and isotype controls, also
from BD Bioscience, were integrated as controls in all
experiments.

Aldefluor assay
Cells with high ALDH activity in MCF7 and SUM159 cells
were isolated using the Aldefluor Kit (StemCell Technolo-
gies, Durham, NC, USA) according to the manufacturer’s
instructions and as previously published [10,15]. Cells iso-
lated with Aldefluor Kit were used for genetic and epigen-
etic analysis. Flow cytometry sorting was performed on
the Aria fluorescence activating cell sorter (FACS) and ac-
quired data were analyzed using the Diva software (BD
Bioscience).

DNA extraction
Genomic DNA from cultured cells was extracted using the
Gentra Puregene Blood Kit (Qiagen) according to the
manufacturer's protocol. DNA was dissolved in a final vol-
ume of 100 μL buffer and quantified spectrophotometrically
using a BioPhotometer (Eppendorf, Hamburg, Germany).

Evaluation of genomic profiles
Whole genome amplification (WGA)
DNA from sorted SUM159 subpopulations (ALDH+,
ALDH-, CD44+CD24-, CD44+ CD24+) and manually picked
SUM159 and MCF7 mammospheres were amplified using
the GenomePlex Single Cell Whole Genome Amplification
Kit (Sigma-Aldrich, St. Louis, MO, USA) following the in-
structions of the manufacturer. To prevent any loss, cells
were sorted directly into tubes where cell lysis and WGA
were performed. Briefly, the volume was adjusted with
water to 9 μl. After cell lysis and Proteinase K digest the
DNA was fragmented and libraries were prepared. These
products were used as templates for the amplification reac-
tion which was performed in a thermal cycler (95°C for
3 min, 25 cycles of 94°C for 30 seconds and 65°C for 5 min,
hold 4°C) by adding 7.5 μL of 10 ×Amplification Master
Mix, 48.5 μL of nuclease-free water and 5 μL WGA DNA
polymerase. Amplified samples were purified using Gen-
Elute PCR Clean-up Kit (Sigma-Aldrich, St. Louis, MO,
USA) and quantified by measuring absorbance on a Nano-
Drop Spectrophotometer (Thermo Scientific, MA; USA).
The quality of the amplification was evaluated using a
multiplex PCR [16].
Samples with significantly lower than the expected

average DNA concentration of 250 ng/μl after WGA, or
samples that showed only one band in multiplex PCR
were excluded from further analyses.

Array CGH (aCGH)
Array CGH was carried out using a genome-wide oligo-
nucleotide microarray platform (Human genome CGH
60 K microarray kit, Agilent Technologies, Santa Clara,



Balic et al. BMC Cancer 2013, 13:358 Page 3 of 15
http://www.biomedcentral.com/1471-2407/13/358
CA, USA), following instructions of the manufacturer,
and employing commercially available male reference
DNA (Promega, Madison, WI, USA). Briefly, 500 ng DNA
from SUM159 and MCF7 was digested with restriction
endonucleases AluI/RsaI at 37°C for two hours, followed
by an enzyme inactivating step at 65°C for 20 min. A
smear between 2000 and 100 bp on a 1% agarose gel indi-
cated successful digestion. Due to the previous fragmenta-
tion during the WGA this step was omitted for amplified
samples (e.g. DNA of cultured MMO of both cell lines
and sorted SUM159).
Figure 1 Expression of putative stem cell markers in breast cancer ce
CD24 expression in SUM159 (left) and MCF7 (right) breast cancer cell line. T
cells defined as CD44+CD24-/low. (B) Aldefluor analysis measuring ALDH exp
percentages reflect the Aldefluor positive population of the cells.
Samples were then labeled with the Bioprime array
CGH genomic labeling system (Invitrogen, Carlsbad, CA,
USA) according to the manufacturer’s instructions. Five
hundred ng each of the test DNA and the reference DNA
were differentially labeled with dCTP-Cy5 or dCTP-Cy3
(GE Healthcare, Milwaukee, WI, USA). Unincorporated
nucleotides were removed using the Amicon KD30
Kit (Millipore, Billerica, MA, USA). The probes were
quantified before hybridization by determining the ab-
sorbance at 260 nm (DNA), 550 nm (cyanine 3), and 650
nm (cyanine 5) using NanoDrop spectrophotometer and
ll lines MCF7 and SUM159. (A) FACS analysis measuring CD44 and
he percentages reflect the population of putative breast cancer stem
ression in SUM159 (left) and MCF7 (right) breast cancer cell line. The
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denatured by incubation at 95°C for 2 min followed by
cooling to room temperature. After annealing for 30 min
at 37°C, array hybridization was carried out at 65°C for 24
hours with about 200 ng probes/array in Agilent HI-RPM
hybridization buffer. Slides were scanned using a micro-
array scanner (#G2505B; Agilent Technologies, Santa
Clara, CA, USA), and images processed using Feature Ex-
traction and DNA Workbench 5.0.14 (Agilent Technolo-
gies). In addition, data normalization and calculation of
ratio values was performed using the Feature Extraction
software 9.1 from Agilent Technologies. Evaluation of data
was done based on the previously published algorithm
in R (www.r-project.org) [17]. The algorithm calculates
ratio values with different window sizes that differ sig-
nificantly from the mean of the ratio profile and are there-
fore considered as over- or under-represented graphically
indicated in a single green or red bar for gained or lost re-
gions, respectively. Furthermore, the algorithm generates
a table with all localizations of significant calls, which
allows detailed mapping of each copy number variation
(CNV).

Evaluation of epigenetic profiles
Epitect methyl qPCR arrays
To identify relevant gene promoter methylation we used
EpiTect Methyl qPCR Arrays (SA Biosciences, Qiagen,
Hilden, Germany) as a screening method. We analyzed 96
cancer-related genes from four pathways including stem
Figure 2 Representative images from parental MCF7 and SUM159 cel
spheres within half of the time as compared to MCF7.
cell transcription factors, homeobox genes, wnt signal-
ing, and epithelial to mesenchymal transition (EMT).
Assays were performed according to the manufacturer’s
instructions. Results were displayed as percentage of
unmethylated and methylated fraction.

Pyrosequencing
For methylation analysis by pyrosequencing, one μg of
genomic DNA was subjected to bisulfite conversion with
the EpiTect Bisulfite Kit (Qiagen) according to the man-
ufacturer's instructions. The purified bisulfite converted
samples were eluted in 40 μl volume and stored at −20°C
for further analysis.
To quantify the percentage of methylated cytosine in

individual CpG sites, bisulfite-converted DNA was ana-
lyzed using pyrosequencing (Pyromark® Q24, Qiagen) as
previously described [18]. Custom Pyromark® CpG as-
says were used for following genes: HOXB4, HDAC1,
FOXA2, CTBP1, LEF1, SMAD2, DSC2 and HIF1A. For
genes HOXD3 and WIF1 assays were designed using the
Pyromark Assay Design Software Version 2. Following
primers were used: HOXD3-fw-5′-AGTTAAAGGTTAT
TTTAAAGGTTTAT-3′, HOXD3-Bio-rev-5′-CCTCTTA
CATCTACCCTATACAATT-3′, HOXD3-Pyro 5′-GGT
TATTTTAAAGGTTTATGG-3′ and WIF1-fw-5′-GGGG
GAGTTGTGGGGTTTTT-3′, WIF1-Bio-rev-5′-CCCAA
AAATCTCTAAATACCCTTCTC-3′, WIF1-Pyro-5′-TGT
GGGGTTTTTTAGGGGG-3′.
ls and corresponding MMO. SUM159 formed significantly larger

http://www.r-project.org
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Real-time quantitative PCR (qPCR)
Total RNA was extracted from parental adherent cells,
MMO or sorted cells using TRIzol Reagent (Invitrogen,
Figure 3 Array CGH profiles of MCF7 parental cell line, a pool of 6 MM
MCF7 between genomic DNA of the parental cell line and the correspond
regions, lost regions appear in red and gained regions in green.
Carlsbad, CA, USA) according to the manufacture’s rec-
ommendation. RNA was quantified and assessed for pur-
ity by UV spectrophotometry. One microgram of total
O and a single MMO. No significant copy number differences of
ing MMO were observed. Black parts in the profile represent balanced
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RNA was reverse transcribed using the QuantiTect Re-
verse Transcription Kit (Qiagen) according to the manu-
facturer’s instructions.
qPCR was performed using LightCycler 480 (Roche).

Reactions were performed in a total volume of 20 μl,
Figure 4 Array CGH profiles of SUM159 parental cell line, a pool of 3
SUM159 between genomic DNA of the parental cell line and the correspon
balanced regions, lost regions appear in red and gained regions in green.
comprising 1x SYBR Green I Master Mix (Roche), 20 ng
cDNA and 25 μM of each primer (final concentration).
All qPCR reactions were performed in duplicate and
quantification cycle values were averaged. Gene expres-
sion was calculated by the comparative Ct method [19]
MMO and a single MMO. No significant copy number differences of
ding MMO were observed. Black parts in the profile represent
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and relative mRNA expression was presented as fold-
differences over that in the parental monolayer cells.
Hydroxymethylbilane synthase (HMBS) expression was
used as internal control.
Following RT-qPCR primers were chosen from the

public database (http://www.rtprimerdb.org) [20,21], gene
(RTPrimerDB-ID): HOXD3 (4603), HIF1A (7974), RGS2
(7770), CTBP1 (4471), LEF1 (8496), HDAC1 (442) and
HMBS (4). The program Primer3 (NCBI, Primer-BLAST,
http://www.ncbi.nlm.nih.gov/tools/primer-blast) was used
to design WIF1 primer sequences (WIF1-fw-5′-GGAAA
ATGTATTTGCCCTCCA-3′ and WIF1-rv-5′-CCAATG
CATTTACCTCCATTTC-3′).

Statistical analysis
Quantitative data are represented as the mean ± SD. For
comparison of means, we used Student’s t-test and
Figure 5 Array CGH profiles after separation of SUM159 ALHD+ and A
SUM159 between ALDH+ and ALDH- subpopulation were observed. Black p
red and gained regions in green.
ANOVA with Tukey multiple comparison as a post hoc
analysis. Statistical significance was defined as p < 0.05.
GraphPad Prism software version 6 (GraphPad Software,
La Jolla, California, USA) was used for statistical analysis.

Results
Putative stem cell phenotypes in breast cancer cell lines
Flow cytometry was used to assess the expression of puta-
tive stem cell markers in MCF7 and SUM159 cells, includ-
ing CD44, CD24, and ALDH. As shown in Figure 1A,
MCF7 cells had a low amount of CD44+CD24-/low cells
(1.1%), whereas SUM159 cells showed a high proportion
of CD44+CD24-/low cells (96.1%). In addition, the ALDH
activity was evaluated. Figure 1B illustrates that MCF7
cells showed low ALDH positivity (0.6%), in contrast to
SUM159 cells where we detected an increased ALDH ac-
tivity (8.4%).
LDH- subpopulation. No significant copy number differences of
arts in the profile represent balanced regions, lost regions appear in

http://www.rtprimerdb.org
http://www.ncbi.nlm.nih.gov/tools/primer-blast
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These results indicate that SUM159 cells have an
enriched stem cell phenotype.
Mammosphere formation assay
MCF7 and SUM159 were both able to generate MMO
in non-adherent conditions. For generation of MMO in
first passage, MCF7 remained in non-adherent conditions
for 10 days. After filtration and dissociation of spheres, an-
other 10 days were needed for generation of secondary
spheres. SUM159 cells were able to form spheres after 5
days. Analogous to the MCF7 MMO culture, secondary
spheres were generated, which required 5 days. Parental
cultures and corresponding representative spheres are
depicted in Figure 2. As indicated in the figure and previ-
ously suggested [22], SUM159 were capable of forming
significantly larger spheres within half of the time. Single
Figure 6 Array CGH profiles after separation of SUM159 between CD4
number differences of SUM159 between CD44+CD24- and CD44-CD24+ sub
balanced regions, lost regions appear in red and gained regions in green.
spheres and pools of spheres were manually picked and
subjected to further profiling analyses.

Genomic profiles of putative breast CSCs
We employed aCGH to analyze 10 manually picked
spheres each from MMO cultures of SUM159 and MCF7
and compared them with cells grown in adherent culture.
From both SUM159 and MCF7 two spheres were

excluded from further analyses due to either low DNA
concentrations following WGA or incomplete target
amplification in the multiplex PCR. All other spheres
showed 4 bands after PCR, with an average yield of
10 μg and 12 μg for SUM159 and MCF7, respectively.
We observed no significant copy number differences for
MCF7 between genomic DNA of the parental cell line
and the corresponding MMO. All samples showed the
same genomic aberrations including high-level gains at
4+CD24- and CD44-CD24+ subpopulation. No significant copy
population were observed. Black parts in the profile represent
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8q, 15q, 17q and 20q, and losses at 1p, 8p, 11q, 11q,
13q, 18q and 22q. Most regions of chromosome 4 were
underrepresented (Figure 3). These changes are in line
with previously published copy number profiles for MCF7
[23,24]. For SUM159 we obtained similar results. We ob-
served high-level amplifications of 3q and 5p, losses at
Figure 7 Heat maps of CGH-profiles from SUM159 parental cell line c
male reference DNA in all experiments and therefore female plasma DNA s
an under- representation of the Y-chromosome (black: balanced; red: unde
17p and 21q, and a complete loss of chromosomes 4, 19
and 22 in all samples (Figure 4).
Since MMO displayed no significant copy number

variation compared to the parental cell lines, we further
wanted to determine whether different cell subpopula-
tions of SUM159 exhibit distinct differences in their
ompared to sorted subpopulations and to single MMO. We used
amples have a relative over-representation of the X chromosome and
r-represented; green: over-represented).
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genomic aberration profiles. After flow sorting, four sub-
populations (ALDH+, ALDH-, CD44+CD24-, CD44+CD24+)
were subjected to WGA followed by aCGH. Again, we
did not detect any difference in the copy number profile
even after separation of cell populations (ALDH+ and
ALDH– cells are shown in Figure 5 and CD44+CD24- cells
vs. CD44 –CD24+ in Figure 6).
This data is summarized in heat maps of aCGH profiles

for SUM159 (Figure 7) and MCF7 (Figure 8), respectively.
Minor differences in CNV that mainly include single, non-
Figure 8 Heat maps of CGH-profiles from MCF7parental cell
line compared to single MMO. We used male reference DNA in all
experiments and therefore female plasma DNA samples have a
relative over-representation of the X chromosome and an
under- representation of the Y-chromosome (black: balanced; red:
under-represented; green: over-represented).
adjacent oligonucleotides most likely represent artifacts in-
troduced during the amplification process. Nevertheless,
amplification artifacts with the single cell amplification,
which may result in under- (e.g. allele drop out) or over-
representations (e.g. preferential amplifications) are prob-
ably rare as we previously reported [17].

Methylation analysis of putative breast CSCs
Based on the assumption that heterogeneity of the cells
may be driven by epigenetic changes, we screened pro-
moter methylation of 96 candidate genes in parental
breast cancer cells and putative breast CSC using Epitect
Methyl qPCR Arrays (results are summarized in Figure 9).
We selected a panel of candidate genes showing differential
methylation for further methylation analysis using bisulfite
pyrosequencing. These genes included HOXD3, WIF1,
HIF1A, RGS2, DSC2, SMAD2, FOXA2, CTBP1 and LEF1
for MCF7 and WIF1, HDAC1, HOXD3 and HOXB4 for
SUM159. Two biological replicates of each condition were
included in the pyrosequencing analysis. Again, parental
cells and MMO were analyzed. In addition, the sorted sub-
populations (ALDH+, ALDH-, CD44+CD24-, CD44+CD24+)
from SUM159 cells were also analyzed. Sorted MCF7 cells
could not be analyzed since the percentage of cells with pu-
tative breast cancer stem cell phenotype was too low.
In MCF7, four of 9 genes showed significantly differ-

ent methylation levels between parental and MMO cells.
These genes included WIF1, DSC2, FOXA2 and LEF1
(Figure 10A). Compared to MMO, WIF1 and LEF1 showed
lower methylation levels, while DSC2 and FOXA2 showed
higher methylation levels. To test whether methylation of
candidate gene promoters affects the expression of corre-
sponding genes, we analyzed mRNA expression levels in
parental and MMO cells. WIF1, HIF1A, RGS2 and LEF1
showed a significantly higher expression in MMO com-
pared to parental MCF7 cells (Figure 10B). WIF1 and LEF1
showed an inverse relationship between methylation level
and mRNA expression. HOXD3 and CTBP1 mRNA levels
were similar in MMO and parental MCF7 cells. This is in
line with the methylation results, which were also similar in
both conditions.
Generally, Epitect Methyl qPCR Arrays revealed less

detectable methylation differences in SUM159 cell line.
Applying bisulfite pyrosequencing, four selected candidate
genes showed higher methylation levels between MMO
and parental cells, with HOXD3 being the only gene with
significantly higher levels (Figure 10C). Regarding gene ex-
pression, WIF1, HDAC1 and HOXD3 mRNA levels were
significantly higher in SUM159 MMO cells than in paren-
tal cells (Figure 10D). Hence, there was no inverse correl-
ation between HOXD3 methylation and gene expression.
To test whether culturing tumor cells in non-adherent

condition could affect methylation of the genes analyzed,
we also subjected sorted subpopulations of SUM159 cells



Figure 9 Differential promoter methylation profile of candidate genes in parental breast cancer cells (MCF7 P and SUM159 P) and
putative breast CSC (MMO). Methylation status of 96 genes was analyzed using the Epitect Methyl qPCR Arrays (Qiagen). Methylation level is
expressed in a 0-100% scale, with higher methylation shown in red and lower methylation shown in green. For MCF7, we identified a set of 19
genes differentially methylated in mammospheres compared to parental cells. 13 of these genes were hypermethylated and six genes were
hypomethylated in mammospheres. For SUM159, we found only four differentially methylated genes and all these genes were hypomethylated
in mammospheres.
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(ALDH+, ALDH-, CD44+CD24-, CD44+CD24+) to gene
methylation analysis. WIF1 and HDAC1 showed similar
levels of gene methylations in all sorted subpopulations and
MMO cells, but lower levels for parental SUM159 cells. In
contrast, HOXD3 was similarly methylated at lower levels
in all sorted populations, but higher methylation levels were
found in MMO and parental cells. HOXB4, on the other
hand, was similarly higher methylated in sorted popula-
tions, but less methylated in MMO and parental cells.
These results are summarized in Figure 10E. mRNA ex-
pression levels of WIF1, HDAC1 and HOXD3 were differ-
ent in distinct sorted populations compared to MMO and
parental SUM159 cells (Figure 10F).

Discussion
This is the first study to analyze both genetic and epi-
genetic alterations in putative breast cancer stem cell
models derived from established breast cancer cell lines.
At the genomic level we did not find any copy number
variations between putative breast cancer stem cells (i.e.
mammospheres or sorted subpopulations) and the corre-
sponding parental tumor cells. In contrast, putative breast
cancer stem cells showed altered methylation levels of sev-
eral genes compared to parental tumor cells.
Definition and analysis of CSCs remains a challenge.
Among the approaches to enrich and study the cancer
stem cell biology are in vitro cultures and flow cytometry
sorting based on defined putative phenotypes of CSCs
for different diseases [9,10,25,26]. We focused our analyses
on evaluation of genetic and epigenetic profiles in an at-
tempt to associate the heterogeneity with the presence of
putative CSCs within breast cancer cell lines. Parental cell
lines and MMO originating from the parental cell line and
distinct populations defined by putative breast cancer
stem cell phenotypes were compared.
Two biologically distinct breast cancer cell lines were

used: MCF7 represents luminal breast epithelial tumor
cells, and SUM159 represents triple negative breast epi-
thelial tumor cells. The phenotypes we used to enrich
for breast CSCs were established earlier by Al Hajj et al.
[9] and Ginestier et al. [10], and are commonly used to
address breast CSCs. Ability of these two cell lines to
form MMO was previously demonstrated by us and others
[15,22,27]. The proportions of putative breast CSC sub-
populations we observed in both cell lines were compar-
able with published results [22,28,29].
This is the first comparison of aCGH profiles between

parental cells and MMO for both cell lines, and indicates



Figure 10 Association between DNA promoter methylation and mRNA expression of selected candidate genes in parental MCF7 and
SUM159 cells and their corresponding CSC phenotype. DNA methylation was assessed by pyrosequencing and mRNA expression by qRT-PCR.
Bars represent average and SD of two biological replicates. *p < 0.05. (A) DNA promoter methylation and (B) mRNA expression levels in parental
and MMO MCF7 cells. (C) DNA promoter methylation and (D) mRNA expression levels in parental and MMO SUM159 cells. (E) DNA promoter
methylation and (F) mRNA expression levels in sorted subpopulations of SUM159 cells.
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that there is no difference in genomic aberrations across
the analyzed samples. One explanation for the similar
genotype could be the fact that CSCs give rise to all pro-
genitor cells and therefore both share the same genetic
profile. However, studies suggest that cancers may contain
multiple CSC clones, arising through clonal evolution in
CSCs [8]. Such CSC clones are more likely to be found
in primary tumors rather than in cell lines. In addition, al-
though CSCs are enriched in these models, not all cells
within the mammosphere population represent cells with
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stem cell properties. As a result, the extent of dilution of
the CSC signature, both genetically and epigenetically, is
unknown.
Genomic profile of MCF7 cells was comparable with

results published for adherent cell cultures [23,24]. We
did not find matching data for SUM159. As expected,
owing to their very distinct biology, MCF7 and SUM159
had substantially different genomic profiles.
Proposed plasticity and dynamic property of cancer

cells, often associated with the ability to undergo EMT
and reverse and to switch stem cell markers off and back
on, suggest an underlying epigenetic mechanism [30-32].
These properties determine metastatic potential of tu-
mors [33], and may be the reason why most dissemi-
nated tumor cells in bone marrow have the putative
breast CSC phenotype, as we have shown previously [34].
Epigenetic regulation of common CSC genes has recently
been demonstrated in triple negative breast cancer [35].
Furthermore, in a recent paper, Park et al. have demon-
strated distinct methylation pattern across defined intrin-
sic molecular breast cancer subtypes and their correlation
with described breast CSC markers in archival primary
breast cancer tissues [36]. In concordance to our findings
in breast cancer cell lines, primary cancer tissues of triple
negative breast cancer had higher frequency of ALDH+

and CD44+CD24- cells. Therefore, our further analyses fo-
cused on analyzing methylation profiles of putative breast
CSCs in vitro. Genes screened by methylation arrays were
chosen according to the potentially important molecular
pathways involved in stem cell biology, including stem cell
transcription factors, homeobox genes, wnt signaling and
EMT. Selected differentially methylated genes were fur-
ther evaluated by bisulfite pyrosequencing.
Bisulfite pyrosequencing revealed differences in methy-

lation levels between parental and MMO cells and also be-
tween sorted populations and MMO cells. Differences in
sorted subpopulations may reflect not only the heterogen-
eity in CSCs, but also different ability to enrich for CSC.
As already stated, enrichment factor for CSCs is unknown
for both approaches. In case of the SUM159 cell line, the
majority of cells were associated with CD44+CD24- CSC
phenotype. These cells are more aggressive, basal like, with
mesenchymal characteristics, and with most of the cells be-
ing similar, detection of differentially expressed markers is
less likely.
Several groups have used a similar approach in attempt

to associate intratumoral heterogeneity with the presence
of CSCs. Clearly, the main goal of such an approach is to
understand the biological mechanism and finally identify
biomarkers of CSCs to design better treatment strategies.
One of the first studies was published by Hernandez-
Vargas et al. [37], revealing JAK-STAT pathway activation
in putative breast CSCs defined as CD44+CD24- MCF7
cells. Hypomethylation of genes in JAK- STAT pathway
was demonstrated further in MMO. The authors provided
not only a potential definition of biomarkers associated
with CSCs, but also an evidence of underlying epigenetic
regulation of CSC properties. In a similar analysis in hepa-
tocellular carcinoma, researchers identified epigenetic reg-
ulation of wnt signaling as a potential biomarker of early
detection and therapeutic targeting [38]. Epigenetic mech-
anisms and the role of miRNA regulation of CSCs have
also been demonstrated [39,40] providing a new insight
into biology and potential definition of novel therapeutic
targets. All these analyses are promising and require fur-
ther evaluation.
Finally, our mRNA analyses suggest that although some

genes showed an inverse correlation between methylation
and gene expression, other mechanisms than DNA pro-
moter methylation may be responsible for regulating gene
expression. In our study, methylation seemed to play a
role only in the regulation of WIF1 and LEF1 in MCF7.
One reason for the lacking correlation might be heteroge-
neous promoter methylation and that at least in part our
methylation assay did not detect the regulating region.
Also, further mechanisms might be involved in epigenetic
silencing of proteins, including histone modifications, long
noncoding RNAs and miRNAs [41]. These mechanisms
are incompletely understood and are emerging study
topics. However, their evaluation was out of the scope of
the present study.
Our results, along with others, clearly underpin the hy-

pothesis that epigenetic mechanisms play a major role in
the regulation of CSCs, however, more efficient methods
for CSC enrichment are needed. Other mechanisms of
epigenetic regulation have also to be taken into account.
Moreover, these analyses should be extended to patient
samples, in order to validate results, and possibly find
higher heterogeneity than possible and present in cell lines.

Conclusions
In conclusion, stem cell hypothesis has to be further
challenged; we need additional markers and more effi-
cient approaches and models in order to better define
the biology of stem cells and identify biomarkers for
early diagnosis and treatment with higher precision.

Abbreviations
CSCs: Cancer stem cells; ALDH: Aldehyde dehydrogenase; aCGH: Array
comparative genomic hybridization; MMO: Mammospheres; WGA: Whole
genome amplification.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
MB and ND conceived and supervised the study. DS, MA, EH and SS
performed the experiments. ND, MB, EH and JG analyzed and interpreted the
data. MB, ND, RD and RC drafted and revised the manuscript. Rd and RC
provided technical support. All authors read and approved the final
manuscript.



Balic et al. BMC Cancer 2013, 13:358 Page 14 of 15
http://www.biomedcentral.com/1471-2407/13/358
Acknowledgements
This work was supported by funds of the Oesterreichische Nationalbank
(Anniversary Fund, project number 14001).

Author details
1Division of Oncology, Department of Internal Medicine, Medical University
of Graz, Auenbruggerplatz 15, A-8036 Graz, Austria. 2Institute of Human
Genetics, Medical University of Graz, Graz, Austria. 3Department of Pathology,
University of Miami Miller School of Medicine, Miami, FL, USA.

Received: 25 April 2013 Accepted: 22 July 2013
Published: 24 July 2013
References
1. Ly D, Forman D, Ferlay J, Brinton LA, Cook MB: An international

comparison of male and female breast cancer incidence rates. Int J
Cancer 2013, 132(8):1918–1926.

2. Lorico A, Rappa G: Phenotypic heterogeneity of breast cancer stem cells.
J Oncol 2011, 2011:135039.

3. Malinowsky K, Raychaudhuri M, Buchner T, Thulke S, Wolff C, Hofler H,
Becker KF, Avril S: Common protein biomarkers assessed by reverse
phase protein arrays show considerable intratumoral heterogeneity in
breast cancer tissues. PLoS One 2012, 7(7):e40285.

4. Raychaudhuri M, Schuster T, Buchner T, Malinowsky K, Bronger H, Schwarz-
Boeger U, Hofler H, Avril S: Intratumoral heterogeneity of microRNA
expression in breast cancer. J Mol Diagn 2012, 14(4):376–384.

5. Cuzick J, Dowsett M, Pineda S, Wale C, Salter J, Quinn E, Zabaglo L, Mallon E,
Green AR, Ellis IO, et al: Prognostic value of a combined estrogen receptor,
progesterone receptor, Ki-67, and human epidermal growth factor receptor
2 immunohistochemical score and comparison with the Genomic Health
recurrence score in early breast cancer. J Clin Oncol 2011, 29(32):4273–4278.

6. Malik F, Korkaya H, Clouthier SG, Wicha MS: Lin28 and HER2: two stem cell
regulators conspire to drive aggressive breast cancer. Cell Cycle 2012,
11(15):2780–2781.

7. Kakarala M, Wicha MS: Implications of the cancer stem-cell hypothesis for
breast cancer prevention and therapy. J Clin Oncol 2008, 26(17):2813–2820.

8. Azizi E, Wicha MS: Cancer Stem Cells--The Evidence Accumulates.
Clin Chem 2013, 59(1):205–207.

9. Al-Hajj M, Wicha MS, Benito-Hernandez A, Morrison SJ, Clarke MF:
Prospective identification of tumorigenic breast cancer cells. Proc Natl
Acad Sci USA 2003, 100(7):3983–3988.

10. Ginestier C, Hur MH, Charafe-Jauffret E, Monville F, Dutcher J, Brown M,
Jacquemier J, Viens P, Kleer CG, Liu S, et al: ALDH1 is a marker of normal
and malignant human mammary stem cells and a predictor of poor
clinical outcome. Cell Stem Cell 2007, 1(5):555–567.

11. Dontu G, Abdallah WM, Foley JM, Jackson KW, Clarke MF, Kawamura MJ,
Wicha MS: In vitro propagation and transcriptional profiling of human
mammary stem/progenitor cells. Genes Dev 2003, 17(10):1253–1270.

12. Oak PS, Kopp F, Thakur C, Ellwart JW, Rapp UR, Ullrich A, Wagner E, Knyazev P,
Roidl A: Combinatorial treatment of mammospheres with trastuzumab and
salinomycin efficiently targets HER2-positive cancer cells and cancer stem
cells. Int J Cancer 2012, 131(12):2808–2819.

13. Venugopal C, Li N, Wang X, Manoranjan B, Hawkins C, Gunnarsson T,
Hollenberg R, Klurfan P, Murty N, Kwiecien J, et al: Bmi1 marks
intermediate precursors during differentiation of human brain tumor
initiating cells. Stem Cell Res 2013, 8(2):141–153.

14. Hardt O, Wild S, Oerlecke I, Hofmann K, Luo S, Wiencek Y, Kantelhardt E,
Vess C, Smith GP, Schroth GP, et al: Highly sensitive profiling of CD44
+/CD24- breast cancer stem cells by combining global mRNA
amplification and next generation sequencing: evidence for a
hyperactive PI3K pathway. Cancer Lett 2012, 325(2):165–174.

15. Balic M, Rapp N, Stanzer S, Lin H, Strutz J, Szkandera J, Daidone MG,
Samonigg H, Cote RJ, Dandachi N: Novel immunofluorescence protocol
for multimarker assessment of putative disseminating breast cancer
stem cells. Appl Immunohistochem Mol Morphol 2011, 19(1):33–40.

16. van Beers EH, Joosse SA, Ligtenberg MJ, Fles R, Hogervorst FB, Verhoef S,
Nederlof PM: A multiplex PCR predictor for aCGH success of FFPE
samples. Br J Cancer 2006, 94(2):333–337.

17. Geigl JB, Obenauf AC, Waldispuehl-Geigl J, Hoffmann EM, Auer M, Hormann
M, Fischer M, Trajanoski Z, Schenk MA, Baumbusch LO, et al: Identification
of small gains and losses in single cells after whole genome
amplification on tiling oligo arrays. Nucleic Acids Res 2009, 37(15):e105.

18. Stanzer S, Balic M, Strutz J, Heitzer E, Obermair F, Hauser-Kronberger C,
Samonigg H, Dandachi N: Rapid and reliable detection of LINE-1
hypomethylation using high-resolution melting analysis. Clin Biochem
2010, 43(18):1443–1448.

19. Schmittgen TD, Livak KJ: Analyzing real-time PCR data by the
comparative C(T) method. Nat Protoc 2008, 3(6):1101–1108.

20. Pattyn F, Robbrecht P, De Paepe A, Speleman F, Vandesompele J:
RTPrimerDB: the real-time PCR primer and probe database, major
update 2006. Nucleic Acids Res 2006, 34(Database issue):D684–D688.

21. Pattyn F, Speleman F, De Paepe A, Vandesompele J: RTPrimerDB: the
real-time PCR primer and probe database. Nucleic Acids Res 2003,
31(1):122–123.

22. Fillmore CM, Kuperwasser C: Human breast cancer cell lines contain stem-
like cells that self-renew, give rise to phenotypically diverse progeny
and survive chemotherapy. Breast Cancer Res 2008, 10(2):R25.

23. Hampton OA, Den Hollander P, Miller CA, Delgado DA, Li J, Coarfa C, Harris
RA, Richards S, Scherer SE, Muzny DM, et al: A sequence-level map of
chromosomal breakpoints in the MCF-7 breast cancer cell line yields
insights into the evolution of a cancer genome. Genome Res 2009,
19(2):167–177.

24. Shadeo A, Lam WL: Comprehensive copy number profiles of breast
cancer cell model genomes. Breast Cancer Res 2006, 8(1):R9.

25. Singh SK, Hawkins C, Clarke ID, Squire JA, Bayani J, Hide T, Henkelman RM,
Cusimano MD, Dirks PB: Identification of human brain tumour initiating
cells. Nature 2004, 432(7015):396–401.

26. Bertolini G, Roz L, Perego P, Tortoreto M, Fontanella E, Gatti L, Pratesi G,
Fabbri A, Andriani F, Tinelli S, et al: Highly tumorigenic lung cancer CD133
+ cells display stem-like features and are spared by cisplatin treatment.
Proc Natl Acad Sci USA 2009, 106(38):16281–16286.

27. Cipak A, Mrakovcic L, Ciz M, Lojek A, Mihaylova B, Goshev I, Jaganjac M,
Cindric M, Sitic S, Margaritoni M, et al: Growth suppression of human
breast carcinoma stem cells by lipid peroxidation product 4-hydroxy-2-
nonenal and hydroxyl radical-modified collagen. Acta Biochim Pol 2010,
57(2):165–171.

28. Huang M, Li Y, Zhang H, Nan F: Breast cancer stromal fibroblasts promote
the generation of CD44 + CD24- cells through SDF-1/CXCR4 interaction.
J Exp Clin Cancer Res 2010, 29:80.

29. Duru N, Fan M, Candas D, Menaa C, Liu HC, Nantajit D, Wen Y, Xiao K,
Eldridge A, Chromy BA, et al: HER2-associated radiation resistance of
breast cancer stem cells isolated from HER2-negative breast cancer cells.
Clin Cancer Res 2012, 18(24):6634–6647.

30. Vincent A, Van Seuningen I: On the epigenetic origin of cancer stem cells.
Biochim Biophys Acta 2012, 1826(1):83–88.

31. Tang Y, Luo Y, Jiang Z, Ma Y, Lin CJ, Kim C, Carter MG, Amano T, Park J, Kish S,
et al: Jak/Stat3 Signaling Promotes Somatic Cell Reprogramming by
Epigenetic Regulation. Stem Cells 2012, 30(12):2645–2656.

32. Munoz P, Iliou MS, Esteller M: Epigenetic alterations involved in cancer
stem cell reprogramming. Mol Oncol 2012, 6(6):620–636.

33. Balic M, Williams A, Lin H, Datar R, Cote RJ: Circulating Tumor Cells: From
Bench to Bedside. Annu Rev Med 2012, 64:31–44.

34. Balic M, Lin H, Young L, Hawes D, Giuliano A, McNamara G, Datar RH, Cote
RJ: Most early disseminated cancer cells detected in bone marrow of
breast cancer patients have a putative breast cancer stem cell
phenotype. Clin Cancer Res 2006, 12(19):5615–5621.

35. Kagara N, Huynh KT, Kuo C, Okano H, Sim MS, Elashoff D, Chong K, Giuliano
AE, Hoon DS: Epigenetic regulation of cancer stem cell genes in triple-
negative breast cancer. Am J Pathol 2012, 181(1):257–267.

36. Park SY, Kwon HJ, Choi Y, Lee HE, Kim SW, Kim JH, Kim IA, Jung N, Cho NY,
Kang GH: Distinct patterns of promoter CpG island methylation of breast
cancer subtypes are associated with stem cell phenotypes. Mod Pathol
2012, 25(2):185–196.

37. Hernandez-Vargas H, Ouzounova M, Le Calvez-Kelm F, Lambert MP, McKay-
Chopin S, Tavtigian SV, Puisieux A, Matar C, Herceg Z: Methylome analysis
reveals Jak-STAT pathway deregulation in putative breast cancer stem
cells. Epigenetics 2011, 6(4):428–439.

38. Kaur P, Mani S, Cros MP, Scoazec JY, Chemin I, Hainaut P, Herceg Z:
Epigenetic silencing of sFRP1 activates the canonical Wnt pathway and
contributes to increased cell growth and proliferation in hepatocellular
carcinoma. Tumour Biol 2012, 33(2):325–336.



Balic et al. BMC Cancer 2013, 13:358 Page 15 of 15
http://www.biomedcentral.com/1471-2407/13/358
39. Liu S, Clouthier SG, Wicha MS: Role of microRNAs in the regulation of breast
cancer stem cells. J Mammary Gland Biol Neoplasia 2012, 17(1):15–21.

40. Liu S, Patel SH, Ginestier C, Ibarra I, Martin-Trevino R, Bai S, McDermott SP,
Shang L, Ke J, Ou SJ, et al: MicroRNA93 regulates proliferation and
differentiation of normal and malignant breast stem cells. PLoS Genet
2012, 8(6):e1002751.

41. Barlow DP: Genomic imprinting: a mammalian epigenetic discovery
model. Annu Rev Genet 2011, 45:379–403.

doi:10.1186/1471-2407-13-358
Cite this article as: Balic et al.: Genetic and epigenetic analysis of
putative breast cancer stem cell models. BMC Cancer 2013 13:358.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Breast cancer cell lines
	Mammosphere culture
	Flow cytometry
	Aldefluor assay

	DNA extraction
	Evaluation of genomic profiles
	Whole genome amplification (WGA)
	Array CGH (aCGH)

	Evaluation of epigenetic profiles
	Epitect methyl qPCR arrays
	Pyrosequencing

	Real-time quantitative PCR (qPCR)
	Statistical analysis

	Results
	Putative stem cell phenotypes in breast cancer cell lines
	Mammosphere formation assay
	Genomic profiles of putative breast CSCs
	Methylation analysis of putative breast CSCs

	Discussion
	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


