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Metastatic breast cancer cells inhibit osteoblast
differentiation through the Runx2/CBF[3-
dependent expression of the Wnt antagonist,
sclerostin
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Abstract

Introduction: Breast cancers frequently metastasise to the skeleton where they cause osteolytic bone destruction
by stimulating osteoclasts to resorb bone and by preventing osteoblasts from producing new bone. The Runt-
related transcription factor 2, Runx2, is an important determinant of bone metastasis in breast cancer. Runx2 is
known to mediate activation of osteoclast activity and inhibition of osteoblast differentiation by metastatic breast
cancer cells. However, while Runx2-regulated genes that mediate osteoclast activation have been identified, how
Runx2 determines inhibition of osteoblasts is unknown.

Methods: The aim of this study was to determine how Runx2 mediates the ability of metastatic breast cancer cells
to modulate the activity of bone cells. We have previously demonstrated that Runx2 requires the co-activator core
binding factor beta (CBFP) to regulate gene expression in breast cancer cells. We, therefore, performed
independent microarray analyses to identify target genes whose expression is dependent upon both Runx2 and
CBFB. Common target genes, with a role in modulating bone-cell function, were confirmed using a combination of
siRNA, quantitative reverse transcriptase PCR (gRT-PCR), ELISA, promoter reporter analysis, Electrophoretic Mobility
Shift Assay (EMSA) and chromatin immunoprecipitation (ChIP) assays. The function of Runx2/CBFf-regulated genes
in mediating the ability of MDA-MB-231 to inhibit osteoblast differentiation was subsequently established in
primary bone marrow stromal cell cultures and MC-3T3 osteoblast cells.

Results: We show that Runx2/CBFf3 mediates inhibition of osteoblast differentiation by MDA-MB-231 cells through
induction of the Wnt signaling antagonist, sclerostin. We demonstrate that MDA-MB-231 cells secrete sclerostin and
that sclerostin-expression is critically dependent on both Runx2 and CBFf. We also identified the osteoclast
activators IL.-11 and granulocyte-macrophage colony-stimulating factor (GM-CSF) as new target genes of Runx2/
CBFB in metastatic breast cancer cells.

Conclusions: This study demonstrates that Runx2 and CBFp are required for the expression of genes that mediate
the ability of metastatic breast cancer cells to directly modulate both osteoclast and osteoblast function. We also
show that Runx2-dependent inhibition of osteoblast differentiation by breast cancer cells is mediated through the
Wnt antagonist, sclerostin.
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Introduction

Breast cancer bone metastases cause osteolytic bone
destruction by interrupting the normal bone remodelling
process [1-3]. These metastatic tumours interfere with
normal bone remodelling by stimulating osteoclasts to
resorb bone and preventing new bone growth by inhibit-
ing osteoblasts. Thus, bone degradation is due to both
increased activation of osteoclasts and suppression of
osteoblasts. Existing drug therapies primarily target the
osteoclasts to prevent bone resorption [4]. However,
while this approach reduces the bone lesions and
improves the quality of patient life, therapies that
restore osteoblast activity are required to achieve more
complete repair of osteolytic lesions [1]. It is well estab-
lished that breast cancer cells induce osteolytic lesions
by secreting soluble factors that lead to osteoclast-
mediated bone resorption. Such factors include osteo-
pontin, parathyroid hormone-related protein (PTHrP),
IL-11, IL-8, receptor activator of nuclear factor kappa-B
ligand (RANKL) and GM-CSF, all of which stimulate
osteoclasts either directly or indirectly [3]. In contrast,
few studies have identified mechanisms by which breast
cancer cells suppress bone synthesis by osteoblasts.
Breast cancer cells secrete Dickkopf-related protein 1
(DKK1), an antagonist of the Wnt/B-catenin pathway
that blocks osteoblast differentiation [5]. Members of
the transforming growth factor beta (TGFfB) family also
contribute to inhibition of osteoblast differentiation by
metastatic breast cancer cells [6,7].

The Runt-related transcription factor 2, Runx2, is a
master-regulator of bone development and an important
determinant of bone metastasis in breast cancer cells
[8-10]. In breast cancers, Runx2 is aberrantly expressed
and inhibition of Runx2 function in metastatic breast
cancer cells transplanted to bone prevents the formation
of osteolytic lesions [8]. Runx2 contains a conserved
DNA-binding domain, termed the Runt domain, that
recognises the consensus sequence ACC(A/G)CA [11].
The Runt domain also interacts with its co-activator
core binding factor beta (CBFf). CBEP stimulates DNA-
binding of the Runt domain, and is essential for most of
the known functions of Runx2, including activation of
Runx2-regulated genes in breast cancer cells [12,13].

Runx2 contributes to the ability of breast cancer cells
to activate osteoclasts by up-regulating the expression of
Indian Hedgehog (IHH) [14]. IHH subsequently stimu-
lates PTHrP-induced RANKL production by osteoblasts,
which in turn activates osteoclasts [15,16]. Runx2 also
regulates expression of osteopontin (OPN), which binds
to the CD44 receptor to activate osteoclasts [15,16]. Pre-
vious reports showed that Runx2 expression in meta-
static breast cancer cells, and in prostate cancer cells,
also contributes to their ability to inhibit osteoblast
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differentiation [8,17]. However, the molecular mechan-
ism by which Runx2 mediates osteoblast inhibition
remains unknown. The aim of this study was to identify
genes regulated by Runx2/CBFp that contribute to the
ability of metastatic breast cancer cells to modulate the
activity of bone cells. Since we had previously estab-
lished that CBFB contributed to the function of Runx2
in MDA-MB-231 cells we reasoned that independent
microarray analyses would identify the Runx2/CBFf-
regulated genes [18]. This analysis identified the osteo-
clastogenic cytokines IL-11 and granulocyte-macrophage
colony-stimulating factor (GM-CSF) as new Runx2/
CBEp targets in breast cancer cells. We also show that
Runx2/CBFf regulates expression of the Wnt antagonist
sclerostin and thus reveal a mechanism by which Runx2
mediates osteoblast inhibition by breast cancer cells.

Materials and methods

Cells and culture conditions

Human non-metastatic MCF7 cells and metastatic
MDA-MB-231 cells were obtained from ATCC and cul-
tured as previously described [18]. Mouse pre-osteoblas-
tic cells (MC3T3-E1) were obtained from ATCC and
cultured in a.-MEM plus 10% FBS and 1% P/S. For dif-
ferentiation studies, MC3T3-E1 cells were cultured in
differentiation media containing 10 mM B-glycerol
phosphate (Sigma, St. Louis, MO, USA) and 50 pg/ml
L-ascorbic acid (Sigma). Conditioned medium from
MDA-MB-231 cells was collected as previously
described [6]. Depletion of sclerostin from the condi-
tioned media was carried out incubating the media with
4 pg of the sclerostin (Ab63097, Abcam, Cambridge,
UK) or Flag antibody (F1804, Sigma) per ml of media
followed by incubation with Protein G agarose beads.
Centrifuged beads were removed and the media was
used for the experiments. MC3T3-E1 cells were cultured
with conditioned medium or sclerostin-free conditioned
media according to reported protocol [6]. Cells were dif-
ferentiated for 18 days and then used either for alizarin
red staining or total mRNA extraction. Alizarin was
quantified from plates after elution following acetic acid
protocol as previously reported [19]. Absorbance was
measured at 405 nm and relative absorbance was
obtained (Abs/Abs Non-diff). One-way analysis of var-
iance was used to determine statistical differences
between groups using SPSS software (Chicago, IL, USA).
A P-value < 0.05 was considered statistically significant.
Multiple comparisons between individual groups were
assessed by the method of Tukey. Mouse bone marrow
stromal cells (BMSCs) were extracted as previously
described [20]. Mice were bred in a designated establish-
ment, in accordance with the Animals (Scientific Proce-
dures) Act 1986, at the University of Manchester
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(designation no. 5/2560). Mice were euthanized prior to
harvesting of BMSCs. These procedures do not require
Institutional Ethics Board approval since they fall out-
side the Animals (Scientific Procedures) Act 1986. Cells
were then seeded into six-well plates, 5.6 x 10° cells/
well (Day 0). After 48 hours the growth medium was
changed to differentiation media and treated as the
MC3T3-E1 cells.

Microarrays

For each microarray analysis, MDA-MB-231 cells were
transfected with siRNAs. In total, three independent
replicates treated with siRNA against Runx2, CBFp or a
non-specific (siNS) were employed. Total RNA was
extracted using RNeasy Mini Kit (Qiagen GmbH, Hil-
den, Germany) according to the manufacturer’s instruc-
tions. The quality and size distribution of the RNA were
assessed with the RNA Nano Labchip kit (Agilent Tech-
nologies, Waldbronn, Germany). Samples were hybri-
dised with the Human Genome U133 Plus 2.0 Array,
according to the manufacturer’s instructions (Affyme-
trix, Santa Clara, CA, USA). Each microarray was per-
formed in triplicate for statistical robustness. Technical
quality control was performed with dChip (V2005) using
the default settings [21,22]. Background correction,
quantile normalisation and gene expression analysis
were performed using RMA in Bioconductor [23]. Prin-
cipal component analysis (PCA) was performed with
Partek Genomics Solution (version 6.5, Copyright 2010,
Partek Inc., St. Charles, MO, USA). Differential expres-
sion analysis was performed using Limma using the
functions ImFit and eBayes [24]. Gene lists of differen-
tially expressed genes were controlled for false discovery
rate (fdr) errors using the method of QVALUE [25].
The microarray data were deposited via ArrayExpress
with the accession number: E-MEXP-3230.

Transient transfection and siRNAs

For the MCF-7 transfections of Runx2, the plasmid
pRK-Flag-Cbfal containing the wild-type Runx2 protein
or the parent plasmid was used [9]. Transfections were
performed using lipofectamine 2000 (Invitrogen, Carls-
bad, CA, USA). MDA-MB-231 cells transfected with
human siRNA against CBFp (siCBFf), Runx2 (siRunx2),
or a non-specific siRNA (siNS) (Santa Cruz Biotechnol-
ogy Inc., Santa Cruz, CA, USA), were performed with
oligofectamine (Invitrogen).

Generation of stable MDA-MB-231 cell lines

Cell lines were established using short hairpin (sh) RNA
lentiviral particles for human CBFfB, Runx2 or control
with a non specific sShRNA according to the suppliers
instructions (Santa Cruz Biotechnology, Inc.). Stable cell
lines expressing the shRNA were selected by the
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addition of 1 pg/ml puromycin. Clones were assessed
for the expression of CBF$ or Runx2 by Western blot.

Luciferase assays

The human SOST promoter (SOST WT) in pGL3B plas-
mid encoding the wild-type promoter sequence (2 kb
upstream of the 5’-UTR) has been described previously
[26]. The mutant SOST promoter reporter (SOST Mut)
was generated by site directed mutagenesis (Stratagene,
La Jolla, CA, USA), changing the three consensus
Runx2-binding sites, ACCACA, to ATGACA. The
human GM-CSF promoter/enhancer (CSF-2 WT) repor-
ter plasmid and the plasmid with the Runx2 sites
mutated in the promoter and the enhancer (CSF-2 Mut)
has been described previously [27]. Luciferase assays
were performed as described previously [9].

ChlIP assays

ChIP assays were performed as described previously [18].
Real time PCR was performed with SOST promoter pri-
mers (forward: 5-AAGCCGGAGCTCATTTTGATA-3;
reverse: 5'-CCTCCCCAAAGACTTCTCCTC-3); CSF-2
promoter primers (forward: 5-GTTCCCATGTGTGGCT-
GATAAG-3 reverse: 5-TCTGTGTACTGGGCT-
CACTGG-3’) and 18S gene primers (forward: 5'-
GTAACCCGTTGAACCCCATT-3 reverse: 5-CCATC-
CAATCGGTAGTAGCG-3)).

ELISA assays

MDA-MB-231 cells were transfected with siRunx2 or
siNS and after 48 h ELISA were performed to measure
the amount of sclerostin and GM-CSF in the media.
Immuno-detection was performed using ELISA assay
kits BI-20492 (Biomedica Gruppe, Vienna, Austria) and
DGMO00 (R&D Systems, Minneapolis, MN, USA) respec-
tively. Data are presented as mean + standard deviation
(SD).

RT-PCR

Total mRNA was isolated from cell pellets using an
RNeasy mini kit (Qiagen); genomic DNA was removed
using the RNase-free DNase set (Qiagen). mRNA
expression of the selected genes was determined by real-
time PCR using one-step QuantiTect SYBR Green RT-
PCR kit (Qiagen) according to the manufacturer’s proto-
col. Nucleotide sequences of specific primers for the dif-
ferent human genes can be supplied on request. Data
were analysed as described previously [18]. For compari-
son of mRNA levels, the data were analyzed using the
equation described by Livak [28].

Immunofluorescence
Cells grown on coverslips were fixed with 4% parafor-
maldehyde, permeabilised with 0.1% Triton X-100, and
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blocked with 1% bovine serum albumin in phosphate-
buffered saline. Signals were detected by an indirect
immunofluorescence technique using primary antibodies
with a mouse monoclonal anti-Runx2 (D130-3, MBL
International) or rabbit polyclonal anti-CBFf antibodies
(Ab33516, Abcam) and Alexa fluor secondary antibodies
(A11005 and A11008, Invitrogen). Images were pro-
cessed using MacBiophotonics Image] (Bethesda, Mary-
land, USA).

Western blot

Proteins were detected with a mouse monoclonal anti-
Runx2 (MBL International) or rabbit polyclonal anti-
CBFp antibody (Abcam). Goat anti-mouse IgG conju-
gated with horseradish peroxidase (Pierce, Rockford, IL,
USA), was used as a secondary antibody. Immune com-
plexes were detected by Supersignal West Dura
Extended Duration Substrate according to the manufac-
turers’ protocol (Pierce).

Electrophoretic Mobility Shift Assay (EMSA)

EMSAs were performed as described previously [9]. The
DNA sequence of the oligonucleotides used were as fol-
lows: SOST, sense 5'CAGTTCTGAAAACCACA
GCCGCCAZ, antisense 5CAGTTGGCGGCTGTGG
TTTTCAGA3’; CSF-2, sense 5’CAGTGGCATTTTG
TGGTCACCATT3, antisense 5 CAGTAATGGTGAC-
CACAAAATGCC3’; SOST Mut, sense 5’CAGTTCT-
GAAACAGTCAGCCGCCAZ, antisense 5’CAGTTGGC
GGCTGACTGTTTCAGA3’; CSF-2 Mut, sense 5’CAG
TGGCATTTATTGTGCATCATT3’, antisense 5’CAG
TAATGATGCACAATAAATGCCS3.

Results

Runx2 and CBFp in metastatic breast cancer cells regulate
activators of osteoclasts and inhibitors of osteoblasts
Given that Runx2 is required for the formation of osteo-
lytic metastases we sought to identify target genes that
mediate this process. The breast cancer cell line, MDA -
MB-231, forms osteolytic bone lesions in mice, and
Runx?2 is required for this process [8,27]. We have pre-
viously shown that Runx2 requires its co-activator,
CBEB, to regulate gene expression in MDA-MB-231
cells [18]. These proteins also co-localise in the nucleus
of MDA-MB-231 cells (Figure 1A). To identify Runx2/
CBEp target genes that might be involved in bone
metastases, we performed independent microarray ana-
lyses using mRNA derived from MDA-MB-231 cells
transfected with either siRunx2 or siCBFp (Figure 1B).
Cells transfected with non-specific siRNA (siNS) were
used as controls. Transfection of Runx2 siRNAs reduced
Runx2 expression by approximately 80% compared to
siRNA controls, whereas CBFf3 was undetectable in cells
transfected with CBFB siRNA (Figure 1B). Three

Page 4 of 14

independent biological samples for each condition were
used for array hybridizations. Hybridizations were per-
formed for each of the samples using the Human Gen-
ome U133 Plus 2.0 Array. Of the 38,500 genes on the
microarrays, we identified 357 genes in the siRunx2-
transfected cells and 340 in the siCBFfB-transfected cells,
whose expression changed by > 2-fold. The data are pre-
sented as a volcano plot (Figure 1C). Genes whose
expression changed significantly by > 2-fold (g-value <
0.05) are located in the upper-left and upper-right quad-
rants of the plot. Hierarchical clustering analysis of
these genes was employed to characterize the expression
patterns in the three conditions (Figure 1D). Distinct
patterns of expression differences were observed for
Runx2 and CBFP samples compared to NS.

A comparison of genes whose expression changed in
the Runx2 and CBFP knockdown cells revealed 161
common genes (Figure 2A; Additional file 1). A change
in expression of a selection of these genes was subse-
quently verified using qRT-PCR. All genes tested by
qRT-PCR displayed significant changes in expression in
both the Runx2 and CBFf knockdown cells (Figure 2B).
No significant reduction in Runx2 expression was
observed in siCBFf-transfected cells, nor was there a
significant reduction in CBFf expression in siRunx2-
transfected cells, indicating that changes in expression
are not due to downstream reciprocal changes in Runx2
or CBFpB expression. From the 161 common genes, 86
were down-regulated and, therefore, are potentially acti-
vated by Runx2/CBFpB. These genes were subjected to
gene ontology analysis using the Database for Annota-
tion, Visualization and Integrated Discovery (DAVID)
analysis online tool (Additional file 2 Table S1) [29].
This analysis identifed a number of genes that encode
secreted proteins. Within this group we identifed three
genes encoding soluble ligands with established roles in
bone-related processes, IL-11, CSF-2 and SOST. IL-11
and GM-CSF (encoded by CSF-2) are osteoclastogenic
cytokines whose expression by metastatic breast cancer
cells is known to stimulate bone resorption by osteo-
clasts [30,31]. In contrast, SOST encodes an inhibitor of
bone formation, the Wnt antagonist sclerostin [32].
Sclerostin is normally secreted by osteocytes to inhibit
osteoblast differentiation. However, it has not previously
been implicated in breast cancer bone metastasis.

Runx2 directly regulates expression of SOST and CSF-2
genes in MDA-MB-231 cells

Previous studies have shown that Runx factors directly
regulate SOST and CSF-2 expression in other cell-types
but they are not known targets of Runx2 in breast can-
cer cells [27,33]. We, therefore, focussed our analysis on
the regulation of SOST and CSF-2 by Runx2 in MDA-
MB-231 cells. We first demonstrated that expression of
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Figure 1 Independent microarray analyses identify new targets of Runx2 and CBFf in metastatic MDA-MB-231 cells. (A) Fluorescence
microscopy showing co-localization of Runx2 and CBF in the nucleus of MDA-MB-231 cells. MDA-MB-231 cells were immunostained with
specific antibodies as indicated. Nuclei (blue) were stained with DAPI. (B) Western blot showing siRNA knockdown of Runx2 and CBFB. The
upper panel shows total cell lysates derived from siRNA transfections of MDA-MB-231 cells after immunodetection with anti-Runx2 or anti-CBF§
antibodies. The lower panel is a Tubulin loading control. (C) Volcano plots of differentially expressed genes in MDA-MB-231 cells treated with
siRNAs against Runx2 (siRunx2) or CBFf3 (siCBFP) vs non-specific SiRNA control (siNS). The g values were plotted against fold suppression/
induction. The darker vertical line indicates a cut off of > 2-fold change and the darker horizontal line represents a q value < 0.05. Each point
represents an individual transcript. (D) Hierarchical clustering analysis. The colour bar indicates the relative abundance of each transcript with red
being the most abundant.




Mendoza-Villanueva et al. Breast Cancer Research 2011, 13:R106 Page 6 of 14
http://breast-cancer-research.com/content/13/5/R106
siRunx2 siCBFpB Runx2 CBFB
€ 16 o 14 7
‘s 1.4 1 L 1.2 1
8 wy
£ 121 T g 1
o i e
x 1 Q. 0.8 A
@ 7 .
o 0.8 7 au
179 | 161 196 2 W * g 06 7
5 06 >
S 04 5 04 1
[ - o 0.2 1 g
0.2 g *
0 - 0 -
SOST CSF2 IL-11 FZD7
1.4 A c 21 e 27 e 12
- o Q =] 1 4
E 1.2 1 5 E 15 1 8
g 17 g 1> g = $ 038 1
J o o E 3
g 08 X - ¥ 1A S 06 -
o 0.6 T [J] Q o
2 04 - z 2 £ 04 %
g 0 £ 05 A * £ 05 1 * & i T
S 02 || * * <> * 3 * s 02
- o - -
€ 0- 0 - 0 - 0-
[l siNS [ siRunx2 siCBFpB
LEF-1 TRAFA1 Col8A1 ELF-3
=1.2' =1.2' =4' ® =2.5' *
S 1 21 2 * S, T
@ s @ 3 1 T @ *
2 0.8 1 + 0.8 1 s o
S S g 8§ 15 1
3 06 - " 5 0.6 - 3 2 1 X
[ o E
S 4 * 2 0a W x H g 1
5 > - 1= * £ 1 - =
o I 0.2 A - i) © 0.5 4
o 0.2 1 Q . Q i
o o o =
0 - 0 - 0 - O =
Figure 2 Runx2 and CBFf are required for the expression of genes encoding the soluble ligands, IL-11, sclerostin and GM-CSF in
MDA-MB-231 cells. (A) Venn diagram showing the number of genes with > 2-fold expression-change in each microarray. (B) Validation of
Runx2 and CBFB target genes. MDA-MB-231 cells transfected with siRunx2, siCBFp or a non-specific SiRNA were subject to real-time qRT-PCR.
Acidic ribosomal phosphoprotein PO (RPLO) mRNA was used as a control for normalization and relative values are shown. Data are presented as
mean + standard deviation (SD) (n = 3). Statistical evaluation of significant differences was performed using the Student’s t-test. Asterisk (*)
indicates P < 0.05 when compared to control (siNS).

SOST and CSF-2 could be induced in non-metastatic
MCE-7 breast cancer cells by heterologous expression of
Runx2 (Figure 3A). MCE-7 cells express CBFp but not
Runx2. Transfection of MCF-7 cells with a Runx2-
expression plasmid resulted in a significant increase in
SOST and CSF-2 mRNA, thus confirming that aberrant
expression of Runx2 can drive SOST and CSF-2 expres-
sion (Figure 3A). We also demonstrated that endogen-
ous Runx2 in MDA-MB-231 cells bind to the Runx sites
in both gene promoters (Figure 3B). Nuclear extracts

from MDA-MB-231 cells were used in EMSAs to
demonstrate specific binding of Runx2 to the promoter
regions (Figure 3C). Incubation of radiolabelled Runx2-
binding sites from SOST and CSF-2 promoters resulted
in specific complex formation that could be ablated by
specific competitor DNA but not by competitor DNA in
which the Runx site was mutated. The complex was also
supershifted by the addition of a Runx2 antibody. We
also performed ChIP experiments on chromatin derived
from MDA-MB-231 cells (Figure 3D). Both the SOST
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Figure 3 Runx2 binds to the SOST and CSF-2 promoter. (A) Western blot showing Runx2 expression after transfection in non-metastatic
MCF-7 cells. MCF-7 cells were transfected with a Runx2-expression plasmid or the parent plasmid (-). The upper panel shows total cell lysates
derived from transfections of MCF-7 cells after immunodetection with an anti-Runx2 antibody. The lower panel is a Tubulin loading control. The
graphs show an increase in SOST and CSF-2 expression in non-metastatic MCF-7 cells after transfection with a Runx2-expression plasmid. (B)
Diagram showing the localization of the Runx2 binding sites in the human SOST and CSF-2 promoter. The arrow indicates the start of
transcription. (C) EMSA demonstrating specific binding of Runx2 to the Runx elements in the SOST and CSF-2 promoters. Nuclear extracts from
MDA-MB-231 were incubated with Runx-binding sites from the human SOST or CSF-2 gene promoters. Competition assays were performed with
a 100-fold molar excess of either cold wild-type (WT comp.) or mutant (Mut comp.) probes. Each gel is representative of three experiments. (D)
Runx2 is recruited to the SOST and CSF-2 promoter in MDA-MB-231 cells. ChIP assays using Runx2 antibodies. Data are presented as mean +
standard deviation (S.D.) (n = 3). * indicates P < 0.05 compared with IgG by analysis of variance.
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and CSF-2 promoters were enriched in chromatin preci-
pitated with Runx2 antibody as compared to a non-spe-
cific control IgG antibody.

To determine if Runx2 directly activates the SOST and
CSF-2 promoters, MDA-MB-231 cells were transfected
with siRunx2 or non-specific siRNA (siNS) followed by
transfection with a luciferase reporter plasmid contain-
ing the human SOST or CSF-2 promoters (Figure 4). In
the Runx2-knockdown cells the activity of both promo-
ters was significantly decreased compared to control
cells (Figure 4A, B). Moreover, mutation of the Runx2-
binding sites in either of the promoters resulted in
reduced promoter activity (Figure 4C, D).

To examine the effect of knocking down Runx2
expression in MDA-MB-231 cells on protein expression
ELISA was used to measure the amount of sclerostin
and GM-CSF secreted into the media (Figure 4E). Cells
transfected with siRunx2 produced approximately five-
fold less sclerostin than control cells. GM-CSF was
reduced by almost three-fold. Taken together these data
demonstrate that Runx2 is required for the production
of sclerostin and GM-CSF by activating expression of
the SOST and CSF-2 genes in MDA-MB-231 cells.
Thus, Runx2 regulates the expression of soluble protein
ligands that either stimulate osteoclast activity or inhibit
osteoblast differentiation.

Sclerostin mediates inhibition of osteoblast differentiation
by MDA-MB-231 cells

While the role of GM-CSF as an activator of osteoclasts
in breast cancer bone metastasis is well established, the
role of sclerostin has not been investigated [28]. Indeed,
very little is known about the mechanisms by which
metastatic breast cancer cells inhibit osteoblast differen-
tiation. Moreover, how Runx2 mediates osteoblast inhi-
bition has not been investigated. Our finding that
Runx2/CBEp drives SOST expression in MDA-MB-231
suggested that sclerostin secretion by MDA-MB-231
cells might determine their ability to inhibit osteoblast
differentiation.

Previous studies have shown that MDA-MB-231-con-
ditioned media inhibits the differentiation of osteoblast
precursors in bone marrow stromal cell cultures
(BMSCs) [34]. To determine if sclerostin expression by
MDA-MB-231 cells contributes to their ability to inhibit
differentiation of osteoblasts, we, therefore, examined
the effect of sclerostin-depleted MDA-MB-231-condi-
tioned media on osteoblast differentiation in BMSCs
(Figure 5A). Differentiation of BMSCs was induced by
the addition of ascorbic acid and B-glycerol phosphate
and assessed by the presence of calcium deposition with
alizarin red after 18 days. Alizarin red was quantified by
measuring absorbance at 405 nm after elution with
acetic acid (Figure 5B) [19]. Sclerostin was depleted in

Page 8 of 14

MDA-MB-231-conditioned media by immunoprecipita-
tion with a sclerostin-specific antibody prior to addition
to the BMSC culture. Media treated with an anti-Flag
antibody was used in controls. As expected, in non-con-
ditioned differentiation media, significant alizarin red
staining was observed in BMSC cultures after 18 days
and no staining was observed in cultures grown in non-
differentiation media (Figure 5A, B). Also as expected,
differentiation of BMSCs was significantly inhibited
when grown in conditioned differentiation media
derived from MDA-MB-231 cells (Figure 5A, B). The
anti-Flag treated media also inhibited differentiation of
the BMSCs as observed with MDA-MB-231 conditioned
media (Figure 5A, B). In contrast, significant differentia-
tion was observed in BMSCs cultured in sclerostin-
depleted media (Figure 5A, B). In addition, qRT-PCR
demonstrated that expression of the osteoblast differen-
tiation marker, osteocalcin, was increased in BMSCs
grown in sclerostin-depleted media, but not in cells
grown in the anti-Flag treated media (Figure 5B). We
also performed the same experiments on the pre-osteo-
blast cell line MC3T3-E1, which can also be induced to
differentiate to mature calcium-depositing osteoblasts
(Figure 5C, D) [6]. As with the BMSC cultures, anti-Flag
treated media inhibited differentiation and osteocalcin
expression, whereas cells treated with sclerostin-depleted
media differentiated and osteocalcin expression
increased (Figure 5C, D). Thus, inhibition of osteoblast
differentiation by MDA-MB-231 is mediated by
sclerostin.

Runx2 expression in MDA-MB-231 cells is required for
inhibition of osteoblast differentiation

A previous study demonstrated that expression of a
dominant-negative form of Runx2 in MDA-MB-231 pre-
vented inhibition of osteoblasts in co-culture with
BMSCs [8]. We predicted that knockdown of Runx2
expression in MDA-MD-231 cells should permit osteo-
blast differentiation by MDA-MB-231-conditioned
media. We, therefore, examined the effect of knocking
down the expression of Runx2 on the ability of MDA-
MB-231-conditioned media to suppress osteoblast dif-
ferentiation. We generated stably transfected MDA-MB-
231 cells, in which either Runx2 (MDA-shRunx2 cells)
or CBFp (MDA-shCBEp cells) was knocked down by
shRNAs (Figure 6). In both cell lines sclerostin expres-
sion was significantly reduced compared to control cells
harbouring non-specific shRNA (MDA-shNS cells)
(Figure 6A). Thus, both transient and stable RNAI treat-
ments, independently targeting either Runx2 or CBFj,
resulted in down-regulation of sclerostin expression.
Taken together with the induction of sclerostin mRNA
by exogenous Runx2 in MCEF-7 cells, it is unlikely that
the RNAI| effects on sclerostin expression are due to off-
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D) MDA-MB-231 cells transfected with the luciferase reporter constructs containing, either the SOST (C) or CSF-2 (D) wild-type promoter (WT), or
the Runx site mutant (Mut). Data are presented as mean + standard deviation (SD) (n = 3). All values are relative to the activity of the Renilla
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Figure 5 Sclerostin mediates inhibition of osteoblast differentiation by MDA-MB-231 cells. (A) Depletion of sclerostin from MDA-MB-231-
conditioned media permits osteoblast differentiation in primary bone marrow stromal cell cultures (BMSCs). BMSCs were differentiated with
normal differentiation media (Diff) or MDA-MB-231-conditioned media (MDA). Cells grown in non-differentiation media (Non-Diff) were used as
negative control. MDA-MB-231 media were depleted by immunoprecipitation with a sclerostin antibody (AbScl) or a control Flag antibody
(AbFlag) as indicated below the panels. (B) Alizarin red was quantified following elution and total RNAs from cells treated as in (A) were used to
analyse expression of the osteoblast differentiation marker, osteocalcin. Data are presented as mean + standard deviation (SD) (n = 3). One-way
analysis of variance was used and multiple comparisons between individual groups were assessed by the method of Tukey. * indicates P < 0.05
compared to Non-Diff by analysis of variance; # indicates P < 0.05 compared to Diff+MDA+AbFlag by analysis of variance. (C) Sclerostin inhibits
the differentiation of the pre-osteoblastic cell line MC3T3-E1. MC3T3-E1 cells were treated as in (A). (D) Alizarin red and mRNA levels of
osteocalcin were determined. Data were analysed as in (B).

target effects of the RNAi. We conclude that sclerostin
expression is dependent on Runx2 and CBE.

We next compared the effect of conditioned media
derived from MDA-shRunx2 cultures and control
MDA-shNS cultures on osteoblast differentiation in
BMSCs (Figure 6B, C). Differentiation was induced by

the addition of ascorbic acid and B-glycerol phosphate
and assessed by the presence of calcium deposition with
alizarin red after 18 days. Differentiation of BMSCs was
significantly inhibited when grown in conditioned differ-
entiation media derived from MDA-MB-231 cells stably
transfected with non-specific shRNA (MDA-shNS)
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modulation of bone cell functions by regulating secreted factors. Other genes involved in invasion are omitted for clarity.

(Figure 6B, C). In contrast, significant alizarin red stain-
ing was observed in BMSC cultures grown in condi-
tioned differentiation media derived from MDA-
shRunx2 cells (Figure 6B, C). Osteocalcin expression
was also increased in BMSCs grown in differentiation
media derived from MDA-shRunx2 cells compared to

BMSCs grown in differentiation media derived from
non-specific ShARNA (MDA-shNS) (Figure 6C). Taken
together, our data show that Runx2 mediates inhibition
of osteoblast differentiation through induction of scler-
ostin secretion by MDA-MB-231 cells.



Mendoza-Villanueva et al. Breast Cancer Research 2011, 13:R106
http://breast-cancer-research.com/content/13/5/R106

Discussion

The aim of this study was to identify Runx2/CBFp-regu-
lated genes that contribute to the ability of metastatic
breast cancer cells to modulate the activity of bone cells.
To this end we established that Runx2/CBEf regulates
the expression of genes that mediate both the activation
of osteoclasts and the inhibition of osteoblasts by meta-
static breast cancer cells (Figure 6C).

While many of the genes we identified have roles in a
range of cellular processes that might be important in
breast cancers, we focused on genes that have a role in
directly modulating bone-cell function. The secreted
ligands IL-11, CSF-2 and SOST were identified as Runx2/
CBFp-regulated genes in MDA-MB-231 cells. IL-11 is a
potent activator of osteoclast bone resorption [30]. Our
finding that Runx2/CBFp regulates IL-11 is supported by a
previous report, which showed that Runx2 up-regulated
IL-11 expression in chondrocytes [35]. However, we were
unable to identify any consensus Runx-binding sites within
the immediate vicinity of the IL-11 promoter. We are pre-
sently exploring possible mechanisms by which Runx2/
CBFp regulates IL-11 expression. Runx-binding sites are
present within the CSF-2 and SOST promoters and we
demonstrated that recruitment of Runx2 to these sites is
necessary for transcription [27,33]. CSF-2 is a known tar-
get gene of Runx1 in haematopoietic cells [27]. CSF-2
encodes the cytokine GM-CSF, which has previously been
shown to contribute to osteolytic bone metastasis of breast
cancer by stimulating osteoclasts [31]. Thus, our finding
that GM-CSF expression is regulated by Runx2 in MDA-
MB-231 cells suggests that Runx2 contributes to the for-
mation of osteolytic lesions in metastatic breast cancers, at
least in part, by driving the expression of GM-CSF. Pre-
vious work has shown that Runx2 contributes to the sti-
mulation of osteoclasts by activating expression of IHH
[14]. Runx2 also regulates expression of OPN, which acti-
vates osteoclasts [15,16]. We propose that in addition to
IHH and OPN, Runx2 mediates stimulation of osteoclast
activity by up-regulating the expression of the osteoclasto-
genic cytokines IL-11 and GM-CSF in metastatic breast
cancer cells (Figure 6C).

The most significant finding presented in this study is
our demonstration that Runx2 regulates sclerostin
expression to inhibit osteoblast differentiation. Sclerostin
inhibits osteoblastogenesis by antagonising Wnt signal-
ing [32,36]. In humans, loss-of-function mutations in
SOST cause sclerosteosis, a disorder in which excessive
bone growth occurs. The bones of these patients are
also more resistant to fracture. Sclerostin is ordinarily
secreted by osteocytes and binds to the co-receptors
LRP5 and LRP6 on the surface of osteoblasts to prevent
ligand-mediated Wnt signaling, and thus inhibit
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osteoblast differentiation. Inhibition of osteoblast differ-
entiation is a feature of breast cancer tumour-induced
osteolysis. To-date only two factors have been impli-
cated in this process, TGF-B and the Wnt antagonist,
DKK1 [5,6]. TGF-B has a number of effects on bone
cells, one of which is the inhibition of osteoblast differ-
entiation. DKK1 is a secreted Wnt antagonist that inhi-
bits osteoblast differentiation in a similar way to
sclerostin. It has recently been shown that metastatic
breast cancer cells secrete DKK1 and that it contributes
to their ability to inhibit osteoblast differentiation in
vitro [5]. There is also evidence that its inhibitory effect
on osteoblasts promotes osteolytic metastases in multi-
ple myeloma-associated bone disease [37,38]. Thus, inhi-
bition of osteoblasts by Wnt signalling inhibitors can
contribute to the development of osteolytic bone lesions.
It is, therefore, likely that both sclerostin and DKK1
cooperate to inhibit Wnt signaling in osteolytic lesions
in breast cancer bone metastases. Further studies are,
therefore, required to determine if sclerostin contributes
to the development of bone metastases in vivo.

Existing therapies for bone metastases primarily target
the osteoclasts to prevent bone resorption. However,
complete healing of bone lesions is not achieved [1,39].
This is likely due, at least in part, to the inhibitory effect
of the metastatic tumour cells on osteoblast differentia-
tion and thus new bone synthesis. Therapies that restore
osteoblast activity are urgently needed to improve lesion
repair. Inhibiting sclerostin, secreted by bone metastases,
may prevent inhibition of osteoblast differentiation in
osteolytic lesions and thus improve healing. Inhibitors of
sclerostin are presently being developed to treat osteo-
porosis and fractures to increase bone density and aid
healing [40,41]. Our finding that metastatic breast can-
cer cells express sclerostin, therefore, suggests that
therapies to target sclerostin might also improve healing
of osteolytic lesions in breast cancer patients.

Conclusions

Runx2 and CBFp are required for the expression of genes
that mediate the ability of metastatic breast cancer cells
to directly modulate both osteoclast (GM-CSF, IL-11)
and osteoblast (sclerostin) function. Runx2-dependent
inhibition of osteoblast differentiation, by MDA-MB-231
cells, is mediated through the Wnt antagonist, sclerostin.

Additional material

Additional file 1: An Excel table with common genes for siRunx2
and siCBFP with = 2-fold change.

Additional file 2: A Word table with the secreted gene products
found in DAVID analysis.



http://www.biomedcentral.com/content/supplementary/bcr3048-S1.XLSX
http://www.biomedcentral.com/content/supplementary/bcr3048-S2.DOCX

Mendoza-Villanueva et al. Breast Cancer Research 2011, 13:R106
http://breast-cancer-research.com/content/13/5/R106

Abbreviations

BMSCs: bone marrow stromal cells; CBF: core binding factor beta; ChlIP:
chromatin immunoprecipitation; DAVID: Database for Annotation,
Visualization and Integrated Discovery; DKK1: Dickkopf-related protein 1;
EMSA: electrophoretic mobility shift assay; FBS: fetal bovine serum; fdr: false
discovery rate; GM-CSF: granulocyte-macrophage colony-stimulating factor;
IgG: immunoglobulin G; IHH: Indian hedgehog homolog; IL-8: interleukin-8;
IL-11: interleukin-11; NS: non-specific; OPN: osteopontin; PCA: principal
component analysis; PTHrP: parathyroid hormone-related protein; P/S:
Penicillin/Streptomycin; gRT-PCR: quantitative reverse transcriptase
polymerase chain reaction; RANKL: receptor activator of nuclear factor
kappa-B ligand; Runx2: Runt-related transcription factor 2; siRNA: small
interfering RNA; shRNA: short hairpin RNA; TGF-(: transforming growth factor
beta

Acknowledgements

We thank Gabriela Loots and Thomas Grundstrom for the SOST and CSF-2
promoter plasmids. PS is funded by the Association for Cancer Research
(AICR) and the Wellcome Trust. DM-V holds a PhD scholarship from the
Mexican National Council of Science and Technology (CONACYT) and the
General Direction of International Relations of the Mexican Ministry of Public
Education (SEP).

Authors’ contributions

DMV performed the experiments. LZ analyzed the array data. PS is the
principal investigator and was involved in the conceptualization,
experimental design, discussion of data and writing of the manuscript. All
authors read and approved the final manuscript.

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

Received: 1 July 2011 Revised: 20 September 2011
Accepted: 25 October 2011 Published: 27 October 2011

References

1. Chen YC, Sosnoski DM, Mastro AM: Breast cancer metastasis to the bone:
mechanisms of bone loss. Breast Cancer Res 2010, 12:215.

2. Akhtari M, Mansuri J, Newman KA, Guise TM, Seth P: Biology of breast
cancer bone metastasis. Cancer Biol Ther 2008, 7:3-9.

3. Sterling JA, Edwards JR, Martin TJ, Mundy GR: Advances in the biology of
bone metastasis: how the skeleton affects tumor behavior. Bone 2011,
48:6-15.

4. Chirgwin JM, Guise TA: Skeletal metastases: decreasing tumor burden by
targeting the bone microenvironment. J Cell Biochem 2007,
102:1333-1342.

5. BuG, Lu W, Liu CC, Selander K, Yoneda T, Hall C, Keller ET, Li Y: Breast
cancer-derived Dickkopf1 inhibits osteoblast differentiation and
osteoprotegerin expression: implication for breast cancer osteolytic
bone metastases. Int J Cancer 2008, 123:1034-1042.

6. Mercer RR, Miyasaka C, Mastro AM: Metastatic breast cancer cells suppress
osteoblast adhesion and differentiation. Clin Exp Metastasis 2004,
21:427-435.

7. Leto G: Activin A and bone metastasis. J Cell Physiol 2010, 225:302-309.

8. Barnes GL, Hebert KE, Kamal M, Javed A, Einhorn TA, Lian JB, Stein GS,
Gerstenfeld LC: Fidelity of Runx2 activity in breast cancer cells is required
for the generation of metastases-associated osteolytic disease. Cancer
Res 2004, 64:4506-4513.

9. Inman CK, Li N, Shore P: Oct-1 counteracts autoinhibition of Runx2 DNA
binding to form a novel Runx2/Oct-1 complex on the promoter of the
mammary gland-specific gene beta-casein. Mol Cell Biol 2005,
25:3182-3193.

10. Pratap J, Lian JB, Javed A, Barnes GL, van Wijnen AJ, Stein JL, Stein GS:
Regulatory roles of Runx2 in metastatic tumor and cancer cell
interactions with bone. Cancer Metastasis Rev 2006, 25:589-600.

11. Ito Y: RUNX genes in development and cancer: regulation of viral gene
expression and the discovery of RUNX family genes. Adv Cancer Res 2008,
99:33-76.

12. Zhang L, Lukasik SM, Speck NA, Bushweller JH: Structural and functional
characterization of Runx1, CBF beta, and CBF beta-SMMHC. Blood Cells
Mol Dis 2003, 30:147-156.

20.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

Page 13 of 14

Tahirov TH, Inoue-Bungo T, Morii H, Fujikawa A, Sasaki M, Kimura K,

Shiina M, Sato K, Kumasaka T, Yamamoto M, Ishii S, Ogata K: Structural
analyses of DNA recognition by the AML1/Runx-1 Runt domain and its
allosteric control by CBFbeta. Cell 2001, 104:755-767.

Pratap J, Wixted JJ, Gaur T, Zaidi SK, Dobson J, Gokul KD, Hussain S, van
Wijnen AJ, Stein JL, Stein GS, Lian JB: Runx2 transcriptional activation of
Indian Hedgehog and a downstream bone metastatic pathway in breast
cancer cells. Cancer Res 2008, 68:7795-7802.

Inman CK, Shore P: The osteoblast transcription factor Runx2 is
expressed in mammary epithelial cells and mediates osteopontin
expression. J Biol Chem 2003, 278:48684-48689.

Standal T, Borset M, Sundan A: Role of osteopontin in adhesion,
migration, cell survival and bone remodeling. Exp Oncol 2004, 26:179-184.
Akech J, Wixted JJ, Bedard K, van der Deen M, Hussain S, Guise TA, van
Wijnen AJ, Stein JL, Languino LR, Altieri DC, Pratap J, Keller E, Stein GS,
Lian JB: Runx2 association with progression of prostate cancer in
patients: mechanisms mediating bone osteolysis and osteoblastic
metastatic lesions. Oncogene 2010, 29:811-821.

Mendoza-Villanueva D, Deng W, Lopez-Camacho C, Shore P: The Runx
transcriptional co-activator, CBFbeta, is essential for invasion of breast
cancer cells. Mol Cancer 2010, 9:171.

Gregory CA, Gunn WG, Peister A, Prockop DJ: An Alizarin red-based assay
of mineralization by adherent cells in culture: comparison with
cetylpyridinium chloride extraction. Anal Biochem 2004, 329:77-84.

Wang L, Zhao R, Shi X, Wei T, Halloran BP, Clark DJ, Jacobs CR, Kingery WS:
Substance P stimulates bone marrow stromal cell osteogenic activity,
osteoclast differentiation, and resorption activity in vitro. Bone 2009,
45:309-320.

Li C, Wong WH: Model-based analysis of oligonucleotide arrays:
expression index computation and outlier detection. Proc Natl Acad Sci
USA 2001, 98:31-36.

dChip Software: Analysis and Visualization of Gene Expression and SNP
Microarrays. [http://www.dchip.org].

Bolstad BM, Irizarry RA, Astrand M, Speed TP: A comparison of
normalization methods for high density oligonucleotide array data
based on variance and bias. Bioinformatics 2003, 19:185-193.

Smyth GK: Linear models and empirical bayes methods for assessing
differential expression in microarray experiments. Stat Appl Genet Mol Biol
2004, 3:Article3, Epub 2004 Feb 12.

Storey JD, Tibshirani R: Statistical significance for genomewide studies.
Proc Natl Acad Sci USA 2003, 100:9440-9445.

Loots GG, Kneissel M, Keller H, Baptist M, Chang J, Collette NM,
Ovcharenko D, Plajzer-Frick I, Rubin EM: Genomic deletion of a long-range
bone enhancer misregulates sclerostin in Van Buchem disease. Genome
Res 2005, 15:928-935.

Liu H, Holm M, Xie XQ, Wolf-Watz M, Grundstrom T: AML1/Runx1 recruits
calcineurin to regulate granulocyte macrophage colony-stimulating
factor by Ets1 activation. J Biol Chem 2004, 279:29398-29408.

Livak KJ, Schmittgen TD: Analysis of relative gene expression data using
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods
2001, 25:402-408.

Huang da W, Sherman BT, Lempicki RA: Systematic and integrative
analysis of large gene lists using DAVID bioinformatics resources. Nat
Protoc 2009, 4:44-57.

Kang Y, Siegel PM, Shu W, Drobnjak M, Kakonen SM, Cordon-Cardo C,
Guise TA, Massague J: A multigenic program mediating breast cancer
metastasis to bone. Cancer Cell 2003, 3:537-549.

Park BK, Zhang H, Zeng Q, Dai J, Keller ET, Giordano T, Gu K, Shah V, Pei L,
Zarbo RJ, McCauley L, Shi S, Chen S, Wang CY: NF-kappaB in breast cancer
cells promotes osteolytic bone metastasis by inducing
osteoclastogenesis via GM-CSF. Nat Med 2007, 13:62-69.

Moester MJ, Papapoulos SE, Lowik CW, van Bezooijen RL: Sclerostin: current
knowledge and future perspectives. Calcif Tissue Int 2010, 87:99-107.
Sevetson B, Taylor S, Pan Y: Cbfal/RUNX2 directs specific expression of
the sclerosteosis gene (SOST). J Biol Chem 2004, 279:13849-13858.

Fong JE, Le Nihouannen D, Komarova SV: Tumor-supportive and
osteoclastogenic changes induced by breast cancer-derived factors are
reversed by inhibition of {gamma}-secretase. J Biol Chem 2010,
285:31427-31434.

Enomoto H, Furuichi T, Zanma A, Yamana K, Yoshida C, Sumitani S,
Yamamoto H, Enomoto-lwamoto M, lwamoto M, Komori T: Runx2


http://www.ncbi.nlm.nih.gov/pubmed/21176175?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21176175?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18059174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18059174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20643235?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20643235?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17907152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17907152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18546262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18546262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18546262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18546262?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15672867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15672867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20533297?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15231660?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15231660?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15798204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15798204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15798204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17165130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17165130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18037406?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18037406?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12732176?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12732176?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11257229?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11257229?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11257229?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18829534?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18829534?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18829534?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14506237?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14506237?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14506237?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15494684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15494684?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19915614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19915614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19915614?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20591170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20591170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20591170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15136169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15136169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15136169?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19379851?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19379851?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11134512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11134512?dopt=Abstract
http://www.dchip.org
http://www.ncbi.nlm.nih.gov/pubmed/12538238?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12538238?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12538238?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16646809?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16646809?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12883005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15965026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15965026?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15123671?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15123671?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15123671?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11846609?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11846609?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19131956?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19131956?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12842083?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12842083?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17159986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17159986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17159986?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20473488?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20473488?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14739291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14739291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20679341?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20679341?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20679341?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14702386?dopt=Abstract

Mendoza-Villanueva et al. Breast Cancer Research 2011, 13:R106
http://breast-cancer-research.com/content/13/5/R106

deficiency in chondrocytes causes adipogenic changes in vitro. J Cell Sci

2004, 117:417-425.
36. Bonewald LF, Johnson ML: Osteocytes, mechanosensing and Wnt
signaling. Bone 2008, 42:606-615.

37. Heath DJ, Chantry AD, Buckle CH, Coulton L, Shaughnessy JD Jr, Evans HR,
Snowden JA, Stover DR, Vanderkerken K, Croucher PI: Inhibiting Dickkopf-1

(Dkk1) removes suppression of bone formation and prevents the
development of osteolytic bone disease in multiple myeloma. J Bone
Miner Res 2009, 24:425-436.

38.  Pinzone JJ, Hall BM, Thudi NK, Vonau M, Qiang YW, Rosol TJ,
Shaughnessy JD Jr. The role of Dickkopf-1 in bone development,
homeostasis, and disease. Blood 2009, 113:517-525.

39. Krawetz R, Wu YE, Rancourt DE, Matyas J: Osteoblasts suppress high bone

turnover caused by osteolytic breast cancer in-vitro. Exp Cell Res 2009,
315:2333-2342.

40. Baron R, Rawadi G: Targeting the Wnt/beta-catenin pathway to regulate
bone formation in the adult skeleton. Endocrinology 2007, 148:2635-2643.

41. Ominsky MS, Li C, Li X, Tan HL, Lee E, Barrero M, Asuncion FJ, Dwyer D,

Han CY, Vlasseros F, Samadfam R, Jolette J, Smith SY, Stolina M, Lacey DL,
Simonet WS, Paszty C, Li G, Ke HZ: Inhibition of sclerostin by monoclonal

antibody enhances bone healing and improves bone density and
strength of non-fractured bones. J Bone Miner Res 2011, 26:1012-1021.

doi:10.1186/bcr3048

Cite this article as: Mendoza-Villanueva et al: Metastatic breast cancer
cells inhibit osteoblast differentiation through the Runx2/CBFf-
dependent expression of the Wnt antagonist, sclerostin. Breast Cancer
Research 2011 13:R106.

Page 14 of 14

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

e 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

( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/14702386?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18280232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18280232?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19016584?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19016584?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19016584?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18687985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18687985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19433087?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19433087?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17395698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17395698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21542004?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21542004?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21542004?dopt=Abstract

	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Cells and culture conditions
	Microarrays
	Transient transfection and siRNAs
	Generation of stable MDA-MB-231 cell lines
	Luciferase assays
	ChIP assays
	ELISA assays
	RT-PCR
	Immunofluorescence
	Western blot
	Electrophoretic Mobility Shift Assay (EMSA)

	Results
	Runx2 and CBFβ in metastatic breast cancer cells regulate activators of osteoclasts and inhibitors of osteoblasts
	Runx2 directly regulates expression of SOST and CSF-2 genes in MDA-MB-231 cells
	Sclerostin mediates inhibition of osteoblast differentiation by MDA-MB-231 cells
	Runx2 expression in MDA-MB-231 cells is required for inhibition of osteoblast differentiation

	Discussion
	Conclusions
	Acknowledgements
	Authors' contributions
	Competing interests
	References

