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IL-11 produced by breast cancer cells augments
osteoclastogenesis by sustaining the pool of
osteoclast progenitor cells
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Abstract

Background: Interleukin (IL)-11, a cytokine produced by breast cancer, has been implicated in breast
cancer-induced osteolysis (bone destruction) but the mechanism(s) of action remain controversial. Some studies
show that IL-11 is able to promote osteoclast formation independent of the receptor activator of NF-κB ligand
(RANKL), while others demonstrate IL-11 can induce osteoclast formation by inducing osteoblasts to secrete RANKL.
This work aims to further investigate the role of IL-11 in metastasis-induced osteolysis by addressing a new
hypothesis that IL-11 exerts effects on osteoclast progenitor cells.

Methods: To address the precise role of breast cancer-derived IL-11 in osteoclastogenesis, we determined the
effect of breast cancer conditioned media on osteoclast progenitor cells with or without an IL-11 neutralizing
antibody. We next investigated whether recombinant IL-11 exerts effects on osteoclast progenitor cells and survival
of mature osteoclasts. Finally, we examined the ability of IL-11 to mediate osteoclast formation in tissue culture
dishes and on bone slices in the absence of RANKL, with suboptimal levels of RANKL, or from RANKL-pretreated
murine bone marrow macrophages (BMMs).

Results: We found that freshly isolated murine bone marrow cells cultured in the presence of breast cancer
conditioned media for 6 days gave rise to a population of cells which were able to form osteoclasts upon
treatment with RANKL and M-CSF. Moreover, a neutralizing anti-IL-11 antibody significantly inhibited the ability of
breast cancer conditioned media to promote the development and/or survival of osteoclast progenitor cells.
Similarly, recombinant IL-11 was able to sustain a population of osteoclast progenitor cells. However, IL-11 was
unable to exert any effect on osteoclast survival, induce osteoclastogenesis independent of RANKL, or promote
osteoclastogenesis in suboptimal RANKL conditions.

Conclusions: Our data indicate that a) IL-11 plays an important role in osteoclastogenesis by stimulating the
development and/or survival of osteoclast progenitor cells and b) breast cancer may promote osteolysis in part by
increasing the pool of osteoclast progenitor cells via tumor cell-derived IL-11. However, given the heterogeneous
nature of the bone marrow cells, the precise mechanism by which IL-11 treatment gives rise to a population of
osteoclast progenitor cells warrants further investigation.
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Background
Breast cancer is the second leading cause of cancer deaths
in women in the United States and this tumor frequently
metastasizes to bone. Upon arriving in bone, breast cancer
cells disrupt normal bone remodeling by increasing bone
resorption, leading to several serious clinical complica-
tions including life-threatening hypercalcemia, spinal cord
compression, fractures, and extreme bone pain, which
result in a significantly decreased quality of life [1,2]. Bone
metastases have also been hypothesized to serve as reser-
voirs for breast cancer to metastasize to other tissues, such
as the lung, liver, lymph node, or brain [3]. Thus, breast
cancer patients with bone metastases often have a poor
prognosis [4].
Breast cancer cells have been shown to promote bone

resorption by enhancing osteoclast formation and func-
tion via a number of factors derived from the tumor in-
cluding M-CSF, transforming growth factor (TGF)-β,
tumor necrosis factor α, insulin-like growth factor II,
parathyroid hormone related peptide, IL-1, IL-6 and
IL-11 [2,5-7]. IL-11 is a member of the IL-6 family that
recruits a homodimer of gp130, a promiscuous 130 kDa β
subunit, after binding to their own non-signaling ligand-
specific receptor, IL11R [8,9]. IL-11 is produced by a var-
iety of stromal cells, including fibroblasts, epithelial cells,
and osteoblasts and has a variety of functions, including
being involved in multiple aspects of hematopoiesis, in-
hibition of adipocytogenesis, altering neural phenotype,
stimulating tissue fibrosis, minimizing tissue injury, and
regulating function of chondrocytes, synoviocytes and B
cells [10]. Apart from contributing to inflammation, gp130
signaling cytokines also function in the maintenance of
bone homeostasis.
Cancer cells have been shown to directly produce IL-11

and to stimulate osteoblasts to secrete IL-11 [11], which
in turn is known to suppress the activity of osteoblasts
[12]. It has been shown that breast cancer cell lines pro-
duce IL-11 [13] and that forced over-expression in cell
lines increases tumor burden and osteolytic lesions in an
in vivo bone metastasis model [5]. Moreover, human
breast cancer tumors expressing IL-11 have higher rates
of bone metastasis occurrences [3]. Taken together, these
observations support the notion that IL-11 plays an
important role in breast cancer-induced osteolysis.
Using a knockout mouse model for IL-11, the cytokine

was determined to be required for normal bone turn-
over, with the knockout mice exhibiting increased bone
mass as a result of a reduction in osteoclast differenti-
ation [14]. IL-11 has been proposed to stimulate osteo-
clastogenesis independent of RANKL in one study [15],
whereas another study showed that IL-11 did not induce
osteoclastogenesis unless marrow cells were co-cultured
with calvaria cells [16]. Similarly, other groups argue that
IL-11 stimulates osteoblasts to secrete RANKL and/or
proteinases [17,18]. Thus, while a functional role of IL-11
in the osteoclastogenic process has been well established,
the molecular and cellular mechanisms by which IL-11
promotes osteoclast differentiation and function warrant
further investigation. Given the known role of IL-11 in
hematopoiesis [10], we hypothesize that IL-11 may exert
effects on osteoclast progenitor cells.
In the current study, we further characterize the role

of IL-11 in supporting osteoclast formation, function
and survival. Our data indicate that IL-11 promotes
osteoclastogenesis primarily by increasing the pool of
osteoclast progenitor cells. Consistently, we have also
found that MDA-MB-231 conditioned media were able
to support a population of bone marrow cells that are
capable of differentiating into osteoclasts. These findings
provide a better understanding of the mechanism by
which IL-11 exerts its impact on osteoclast biology, and
also suggest a new concept that breast cancer may also
promote osteoclast formation by targeting osteoclast
progenitor cells.

Methods
Chemicals and reagents
Chemicals were purchased from Sigma (St. Louis, MO) un-
less indicated otherwise. Recombinant GST-RANKL was
purified as described previously [19]. Recombinant mouse
M-CSF (rM-CSF) (416-ML-010) and IL-11 (418-ML-005)
were obtained from R&D Systems (Minneapolis, MN).
Neutralizing anti-human IL-11 antibody (AB-218-NA)
and normal goat IgG control antibody (AB-108-C) were
also obtained from R&D Systems.

Animals
C57BL/6 mice were purchased from Harlan Industries
(Indianapolis, IN). Mice were maintained, and the experi-
ments performed in accordance with the regulations of
the University of Alabama at Birmingham (UAB) institu-
tional animal care and use committee (IACUC).

In vitro osteoclastogenesis assays
Breast cancer conditioned α-MEM was prepared by
growing the human breast cancer line MDA-MB-231 to
confluence, changing media to α-MEM plus 10% inacti-
vated fetal bovine serum (iFBS), and collecting condi-
tioned media after 24 hours. To generate osteoclasts
from breast cancer conditioned media- dependent pre-
cursors, cells from the bone marrow cavities of the
femur and tibia from C56BL/6 mice less than eight
weeks of age were used. The bone marrow flushes were
maintained in α-MEM for 24 hours at 37°C, in 7% CO2,
and then cultured in breast cancer conditioned α-MEM
or regular α-MEM supplemented with 10% iFBS. Media
were changed every 3 days, and after 6 days, cells from
the breast cancer conditioned α-MEM pretreated bone
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marrow flushes were plated in tissue-culture treated
dishes at varying densities as indicated specifically in each
experiment and treated with rM-CSF (10 ng/ml) and
RANKL (100 ng/ml) for 4–6 days to form osteoclasts.
Separately, IL-11 neutralizing antibody (5 ug/ml) was
added to bone marrow flushes in 20% MDA-MB-231
breast cancer conditioned media, and surviving cells
counted at days 3, 4, 5, and 6.
To generate osteoclasts from IL-11-dependant precur-

sors, bone marrow flushes were maintained in α-MEM
for 24 hours at 37°C, in 7% CO2, and then cultured in α-
MEM with the presence of IL-11 (10 ng/ml) or equal
volumes of PBS containing 0.01% bovine serum albumin.
After 6 days, cells from the IL-11 pretreated bone mar-
row flushes were plated in tissue-culture treated dishes
at varying densities as indicated specifically in each ex-
periment and treated with rM-CSF (10 ng/ml) and
RANKL (100 ng/ml) for 4–6 days to form osteoclasts.
Separately, IL-11 neutralizing antibody (2 ug/ml) was
added to bone marrow flushes in α-MEM with the pres-
ence of IL-11 (10 ng/ml), and surviving cells counted at
days 3, 4, 5, and 6.
For IL-11 mechanistic studies of osteoclastogenesis,

BMMs were isolated from marrow flushes of the long
bones of 4–8-week-old C57BL/6 mice and were main-
tained in α-minimal essential medium (α-MEM) for
24 hours at 37°C, in 7% CO2, before separation with
Ficoll gradient. To generate osteoclasts from BMMs, fol-
lowing Ficoll gradient separation, 1 × 105 or 5 × 104 cells,
respectively, were plated in either 24-well or 48-well tis-
sue culture plates. Cells were cultured in the presence of
different concentrations and combinations of rM-CSF,
RANKL, and IL-11 as indicated in individual experi-
ments. The osteoclastogenesis cultures were stained for
tartrate resistant acid phosphatase (TRAP) activity with
a Leukocyte Acid Phosphatase kit (387-A) from Sigma.
All assays were performed in triplicate and repeated at
least three times. A representative view from each condi-
tion is shown.

In vitro bone resorption assays
5 × 104 BMMs were plated on bovine cortical bone slices
in 24-well plates, and the cultures were treated with rM-
CSF (10 ng/ml) and RANKL (100 ng/ml), or with IL-11,
rM-CSF, or RANKL as detailed in each experiment.
Cultures were maintained for 9 days to allow for bone
resorption and then cells were removed from the bone
slices with 0.25 M ammonium hydroxide and mechan-
ical agitation. Bone slices were then subjected to scan-
ning electron microscopy (SEM) using a Philips 515
SEM (Materials Engineering Department, University of
Alabama at Birmingham). The percentage of the resorbed
area was determined using ImageJ analysis software
obtained from the National Institutes of Health.
Statistical analysis
Osteoclastogenesis data are expressed as mean ± standard
error (SE) of numbers of TRAP-positive cells. Cell viability
assays are expressed as mean ± SE of numbers of viable
cells on each day counted. Statistical significance was
determined using Student’s t test, and p values less than
0.05 were considered significant.
Results
Breast cancer conditioned media are capable of
supporting the development and/or survival of osteoclast
progenitor cells
Given that previous studies showed that human breast
cancer cell line MDA-MB-231 expresses IL-11 [13,20],
we investigated whether MDA-MB-231 conditioned
media are able to promote the development and/or sur-
vival of osteoclast progenitor cells in the whole bone
marrow. Bone marrow flushes were cultured in regular
media or breast cancer conditioned media, prepared
from human breast cancer cell line MDA-MB-231, for
varying number of days. As shown in Figure 1A, the cul-
tures in the conditioned media had more cells than
those in regular media. More importantly, we found that
the cells from the cultures in the conditioned media
were capable of forming functional osteoclasts in re-
sponse to M-CSF and RANKL treatment, and that
osteoclast number and morphology was dependent on
density of progenitor cells plated (Figure 1B-C). These
data indicate that breast cancer cells produce factors, pre-
sumably including IL-11, which are capable of stimulating
the development and/or survival of osteoclast progenitor
cells. Thus, these data suggest that breast cancer may
enhance the extent of osteoclastogenesis by augmenting
the pool of osteoclast progenitor cells.
IL-11 promotes the development and/or survival of
osteoclast progenitor cells
Next, we examined whether recombinant IL-11 is able
to replicate the results seen with breast cancer condi-
tioned media (Figure 1). To do so, we cultured bone mar-
row flushes in α-MEM with or with IL-11 (10 ng/ml) for
varying number of days. While most cells died in the
cultures supplemented with vehicle (PBS), a significant
number of cells remained alive and healthy in those trea-
ted with IL-11 (Figure 2A). Moreover, we found that the
IL-11-dependent bone marrow cells were able to differen-
tiate into functional osteoclasts in response to M-CSF and
RANKL treatment (Figure 2B-C). Again, the osteoclast
number and morphology was dependent on the density of
the cells plated. These findings demonstrate that IL-11 is
able to promote the development and/or survival of osteo-
clast progenitor cells.



Figure 1 Breast cancer conditioned media is capable of stimulating the development and/or survival of osteoclast progenitor cells.
(A) Bone marrow flushes were cultured in α-MEM (Ctl) or MDA-MB-231 conditioned α-MEM (CM) and surviving cells were counted at days 3, 4, 5,
and 6. Data are expressed as a mean +/− S.E. *, p < 0.02. (B) On day 6, cells from the culture in breast cancer conditioned α-MEM were then
seeded into 48 well plates at 1 × 104, 2 × 104, or 4 × 104 cells per well and treated with 100 ng/ml RANKL and 10 ng/ml rM-CSF. Quantification of
the osteoclastogenesis assays is shown in mean number of multinucleated TRAP-positive cells (>3 nuclei) per well. (C) Each condition had three
replicates (wells) and was repeated 4 times. A representative area of the culture from each condition is shown (4× and 10× magnification). A
separate set of cultures was continued 4 additional days to perform bone resorption assays. Resorption pits were then visualized by SEM.
Magnification by SEM was 200x.
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IL-11 neutralizing antibody reduces breast cancer
conditioned media’s ability to promote the development
and/or survival of osteoclast progenitor cells
To determine whether IL-11 is the predominant factor
derived from MDA-MB-231 cells that stimulate the de-
velopment and/or survival of osteoclast progenitors, we
repeated the experiment shown in Figure 1 with an anti-
human IL-11 neutralizing antibody. We first validated
the neutralizing capability of the commercial IL-11 neu-
tralizing antibody by culturing bone marrow flushes in
α-MEM containing IL-11 (10 ng/ml) with control IgG or
IL-11 neutralizing antibody (Figure 3A). Next, to deter-
mine the lowest optimal concentration of breast cancer
conditioned media that could facilitate the development
and/or survival of osteoclast progenitors, bone marrow
flush cells were cultured in α-MEM or α-MEM with in-
creasing concentrations of MDA-MB-231 conditioned
media. There was no significant difference between
using 20% or 40% breast cancer conditioned media, but
both supported significantly more cells than 0, 5, or 10%
(Figure 3B). Finally, bone marrow flushes cultured in 20%
MDA-MB-231 breast cancer conditioned media were
subjected to the IL-11 neutralizing antibody (5ug/ml)
(Figure 3C). Our data demonstrated that the neutraliz-
ing IL-11 antibody significantly reduced the ability of
the conditioned media to promote the development
and/or survival of osteoclast progenitor cells, indicating
that IL-11 is the predominant factor derived from MDA-
MB-231 cells that stimulate the development and/or
survival of osteoclast progenitors. This finding further
suggests that certain breast cancers may increase the
extent of osteoclastogenesis by expanding the pool of
osteoclast progenitor cells via tumor-derived IL-11.

IL-11 does not affect osteoclast survival
Given that our data have shows that IL-11 sustains a popu-
lation of cells containing osteoclast precursors, we
extended our study to address whether IL-11 exert any
effect on the survival of mature osteoclasts. Towards this
end, we treated BMMs with rM-CSF and RANKL for
4 days to promote osteoclast formation. Once osteoclasts
formed, we removed the media containing rM-CSF and
RANKL and added IL-11 or PBS (vehicle) to the cultures,
which were continued for 8 additional days to determine
IL-11’s effect on survival. The representative TRAP staining
images of the osteoclast cultures treated with IL-11 for



Figure 2 IL-11 is able to promote the development and/or survival of osteoclast progenitor cells. (A) Bone marrow flush cultured in
α-MEM containing IL-11 (10 ng/ml) or equal volume of vehicle (PBS) and remaining surviving cells were counted at day 3, 4, 5, and 6. Data are
expressed as a mean +/− S.E. *, p < 0.02, **, p < 0.002. (B) On day 6, IL-11-dependent bone marrow cells were then seeded into 48 well plates at
1 × 104, 2 × 104, or 4 × 104 cells per well and treated with 100 ng/ml RANKL and 10 ng/ml rM-CSF. Quantification of the osteoclastogenesis assays
is shown in mean number of multinucleated TRAP-positive cells (>3 nuclei) per well. (C) Each condition had three replicates (wells) and was
repeated 4 times. A representative area of the culture from each condition is shown (4× and 10× magnification). A separate set of cultures was
continued 4 additional days to perform bone resorption assays. Resorption pits were then visualized by SEM. Magnification by SEM was 200x.
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8 days are shown in Figure 4A, while survived osteoclasts
in the cultures treated with IL-11 were quantified at day 6
and day 8 (Figure 4B). At both day 6 and day 8, there was
no statistically significant difference in osteoclast survival
between the IL-11-treated cultures and the PBS-treated
control cultures. Morphologically, the cultures also looked
very similar. The data indicate that IL-11 does not play a
role in osteoclast survival.

IL-11 is unable to stimulate osteoclastogenesis in the
absence of RANKL
The role of IL-11 in osteoclastogenesis remains unclear;
while one study demonstrated that IL-11 is able to
stimulate osteoclastogenesis independent of RANKL
[15], another group showed that IL-11 cannot induce
osteoclastogenesis unless marrow cells are co-cultured
with calvaria cells [16], which may serve as a source of
RANKL. To further investigate the role of IL-11 in osteo-
clastogenesis, we examined IL-11’s ability to induce osteo-
clastogenesis in the absence of RANKL. To this end, IL-11
was added at different concentrations (5, 10, and 20 ng/ml)
along with 10 ng/ml rM-CSF to bone marrow macro-
phages, and then stained for TRAP activity on day 6
(Figure 5A). While confluent TRAP positive multinu-
cleated osteoclasts were formed under control conditions
of RANKL (100 ng/ml) and rM-CSF (10 ng/ml), none of
the concentrations of IL-11 were sufficient to induce osteo-
clastogenesis in the absence of RANKL in tissue culture
dishes. Furthermore, we performed bone resorption assays
to determine whether IL-11 can promote osteoclast forma-
tion on bone slices. Our data reveal that IL-11 is incapable
of stimulating functional osteoclasts on bone slices, as
shown by the lack of resorption pits on the IL-11 treated
bone slices (Figure 5B). To further address whether higher
doses of IL-11 can promote osteoclastogenesis in the
absence of RANKL, we repeated the experiment with
200 ng/ml IL-11. The data indicate that, even at concen-
trations as high as 200 ng/ml, IL-11 is still unable to
stimulate osteoclastogenesis (Figure 5C). These findings in-
dicate that IL-11 cannot promote osteoclast differentiation
independent of RANKL.

IL-11 cannot stimulate osteoclastogenesis even with low
levels of RANKL
We and others have demonstrated that although several
cytokines such as IL-1 and tumor necrosis factor α



Figure 3 IL-11 neutralizing antibody reduces breast cancer
conditioned media’s ability to give rise to osteoclast
progenitors. (A) Bone marrow flushes were cultured in α-MEM
containing IL-11 (10 ng/ml) with control IgG (IgG) or IL-11
neutralizing antibody (nIL-11, 2ug/ml) for 6 days. Surviving cells were
counted at day 3, 4, 5, and 6. (B) Bone marrow flushes were cultured
in α-MEM (0%) or α-MEM with increasing concentrations (5%, 10%,
20% or 40%) of MDA-MB-231 conditioned media for 6 days.
Surviving cells were counted at day 3, 4, 5, and 6. (C) Bone marrow
flushes were cultured in α-MEM (ctl), 20% MDA-MB-231 conditioned
α-MEM (CM), 20% MDA-MB-231 conditioned α-MEM with control
IgG (CM + IgG, 5 ug/ml), or 20% MDA-MB-231 conditioned α-MEM
with IL-11 neutralizing antibody (CM + nIL-11, 5ug/ml). Surviving
cells were counted at day 3, 4, 5, and 6. All data were repeated
independently three times and are expressed as a mean +/− S.E,
*, p < 0.05; **, p < 0.004.

Figure 4 IL-11 does not affect osteoclast survival. (A) BMMs
were cultured with rM-CSF (10 ng/ml) plus RANKL (100 ng/ml) for
4 days until sufficient osteoclasts were formed and then cultured
with rM-CSF (10 ng/ml) and RANKL (100 ng/ml) with vehicle (PBS) or
IL-11 (10 ng/ml) for 8 days in tissue culture dish. The cultures were
then stained for TRAP activity. Each condition had three replicates
(wells) and was repeated 4 times. A representative area of the
culture from each condition is shown. (B) Quantification of the
osteoclastogenesis assays is shown in mean number of
multinucleated TRAP-positive cells (>3 nuclei) per well. Bars show
averages ± S.D.
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(TNF-α) cannot promote osteoclastogenesis in the ab-
sence of RANKL, they are able to do so in the presence
of permissive levels of RANKL [21-26]. So we next
investigated if IL-11 can stimulate osteoclastogenesis in
the presence of low levels of RANKL. BMMs were
cultured with rM-CSF (10 ng/ml) plus RANKL (10 ng/ml)
with or without IL-11 (10 ng/ml) for 6 days in tissue
culture dishes and then stained for TRAP activity
(Figure 6A). We found that IL-11 was not able to induce
osteoclastogenesis with low levels of RANKL in tissue cul-
ture dishes. The assay was repeated on bone slices and the
bone resorption assays showed that IL-11 failed to pro-
mote the formation of functional osteoclasts on bone
slices in the presence of 10 ng/ml RANKL, as shown by
the lack of resorption pits. (Figure 6B). To further address
whether higher doses of IL-11 can promote osteoclasto-
genesis in the low levels of RANKL, we repeated the ex-
periment with 200 ng/ml IL-11. The data indicate that,
even at concentrations as high as 200 ng/ml, IL-11 is still
unable to stimulate osteoclastogenesis in the presence of
low levels of RANKL (Figure 6C). Taken together, we con-
clude that IL-11, unlike IL-1 and TNF-α, is incapable of



Figure 5 IL-11 fails to stimulate osteoclastogenesis in the absence of RANKL. (A) BMMs were cultured with rM-CSF (10 ng/ml) plus RANKL
(100 ng/ml) as control or rM-CSF (10 ng/ml) plus IL-11 (5, 10 or 20 ng/ml) for 6 days in tissue culture dish. The cultures were then stained for
TRAP activity. Each condition had three replicates (wells) and was repeated 4 times. A representative area of the culture from each condition is
shown. (B) BMMS on bone slices were treated with rM-CSF (10 ng/ml) plus RANKL (100 ng/ml) as control or rM-CSF (10 ng/ml) plus IL-11
(20 ng/ml) for 9 days. Resorption pits were visualized by SEM. Magnification by SEM was 200x. Each resorption assay had two replicates (bone slices).
Quantification of the bone resorption assays is shown, bars shown averaged ± S.E. *, p < 0.0001 (C) BMMs were cultured with rM-CSF (10 ng/ml) plus
RANKL (100 ng/ml) as control or M-CSF (10 ng/ml) plus IL-11 (200 ng/ml) for 6 days in a tissue culture dish. The cultures were then stained for TRAP
activity. Each condition had three replicates (wells) and was repeated 3 times. A representative area of the culture from each condition is shown.
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stimulating osteoclastogenesis even in the presence of low
levels of RANKL.

IL-11 is incapable of stimulating osteoclastogenesis from
RANKL-primed BMMs
We and others have also shown that IL-1 and TNF-α
can also promote osteoclastogenesis from RANKL-
primed BMMs [21-26]. To determine whether IL-11 can
function in osteoclastogenesis in this manner, BMMs
were pretreated for 24 hours with or without RANKL in
the presence of rM-CSF in tissue culture dishes or on
bone slices. After 24 hours, the media was removed and
replaced with media containing rM-CSF with either IL-11
or RANKL, and the cultures were continued for 4 days
(Figure 7). The assays demonstrated that IL-11 was unable
to stimulate osteoclastogenesis from RANKL-primed
BMMs in tissue culture dishes (Figure 7A) or on bone
slice (Figure 7, B and C).
Discussion
Since the initial study showing the expression of IL-11
in breast tumor tissues more than 25 years ago [27],
numerous investigations have been subsequently under-
taken to address the regulation and pathological signifi-
cance of IL-11 expression in breast cancer and, in
particular, in the tumor-induced osteolysis [5,13,28-34].
Collectively, these studies have led to two important
observations: a) IL-11 is not only expressed in a signifi-
cant number of breast cancers but also has the potential
to serve as a prognostic factor in human breast cancer,
and b) IL-11 plays an important role in breast cancer-
mediated osteolysis by promoting osteoclastogenesis and
bone resorption. Notably, several studies have demon-
strated that breast tumor cells can also target osteoblasts
to stimulate their production of IL-11 [11,17], further in-
creasing IL-11 concentrations in the bone microenviron-
ment. Therefore, elucidation of the molecular mechanism



Figure 6 IL-11 fails to stimulate osteoclastogenesis even with permissive level of RANKL. (A) BMMs were cultured with rM-CSF (10 ng/ml)
plus RANKL (10 ng/ml) with or without IL-11 (10 ng/ml) for 6 days in tissue culture dish. The cultures were then stained for TRAP activity. Each
condition had three replicates (wells) and was repeated 4 times. A representative area of the culture from each condition is shown. (B) BMMs on
bone slices were treated with the same conditions, but cultured for 9 days and resorption pits were then visualized by SEM. Magnification by
SEM was 200x. Each resorption assay had two replicates (bone slices) Quantification of the bone resorption assays is shown, bars shown
averaged ± S.E. *, p < 0.0001 (C) BMMs were cultured with rM-CSF (10 ng/ml) plus RANKL (100 ng/ml) as control or rM-CSF (10 ng/ml) with sub-
optimal levels of RANKL (10 ng/ml) with or without IL-11 (200 ng/ml) for 6 days in a tissue culture dish. The cultures were then stained for TRAP
activity. Each condition had three replicates (wells) and was repeated 3 times. A representative area of the culture from each condition is shown.
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by which IL-11 increases osteoclastogenesis and bone
resorption in breast cancer bone metastasis may help
guide development of effective drugs and/or therapeutic
regimens for preventing and treating breast cancer-
induced osteolysis.
Early studies on the role of IL-11 in osteoclast formation

and function involved the use of the co-culture system
containing bone marrow cells and calvarial osteoblasts
[16,35]; the key finding of these early investigations was
that IL-11-mediated osteoclastogenesis requires the pres-
ence of osteoblasts, but the precise reason for the depend-
ence of IL-11-mediated osteoclastogenesis on osteoblasts
was not fully understood. After the discovery of the
RANKL/RANK/OPG system in the late 1990s, it then
became clear that osteoblasts in the co-culture system
primarily serve as a source of RANKL and IL-11 stimu-
lates osteoblasts to produce RANKL [36,37]. This led to
the notion that IL-11 can promote osteoclastogenesis
indirectly by stimulation osteoblast production of RANKL.
On the other hand, it was shown that osteoclasts express
IL-11R [35], suggesting that IL-11 may also directly target
osteoclasts and/or its precursors to regulate osteoclast for-
mation and/or function. Intriguingly, one study demon-
strated that IL-11 directly target osteoclast precursors to
stimulate osteoclastogenesis and it does so independent of
RANKL [15]. However, this finding is inconsistent with
the early studies showing that IL-11-mediated osteoclasto-
genesis requires the presence of osteoblasts, which is a
known source of RANKL.
In this work, we independently carried out a series of

in vitro studies to further address the role of IL-11 in
osteoclastogenesis. First we determined that the condi-
tioned media of MDA-MB-231, a breast cancer cell line
expressing IL-11 [13,20], gave rise to a population of
cells which can form osteoclasts in response to RANKL
and M-CSF treatment (Figure 1), indicating that IL-11



Figure 7 IL-11 fails to stimulate osteoclastogenesis even when BMMs are primed with RANKL for 24 hours. (A) BMMs were pretreated
with rM-CSF (10 ng/ml) or rM-CSF (10 ng/ml) and RANKL (100 ng/ml) for 24 hours and then cultured with rM-CSF (10 ng/ml) plus IL-11 (10 ng/ml)
or RANKL (100 ng/ml) for 4 days in tissue culture dish. The cultures were then stained for TRAP activity. Each condition had three replicates (wells)
and was repeated 4 times. A representative area of the culture from each condition is shown. (B) BMMS on bone slices were treated with the same
conditions, but cultured for 9 days. Resorption pits were then visualized by SEM. Magnification by SEM was 200x. Each resorption assay had two
replicates (bone slices). (C) Quantification of the bone resorption assays is shown, bars shown averaged ± S.E. *, p < 0.0001.
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may play an important role in osteoclastogenesis by
regulating the development and/or survival of osteoclast
progenitor cells. Because the MDA-MB-231 also secrete
other factors that play a role in osteoclastogenesis it was
necessary to look specifically at IL-11 function. Import-
antly, the ability of the breast cancer conditioned media to
generate a population of osteoclast progenitor cells was
significantly inhibited by a neutralizing anti-IL-11 antibody
(Figure 3). These findings suggest that tumor-derived IL-11
may increase the extent of osteoclastogenesis by promoting
the development of a population of osteoclast progenitor
cells. To verify the specificity of IL-11, we found that cul-
turing of murine bone marrow cells with IL-11 for 6 days
is able to give rise to a pool of osteoclast progenitor cells
(Figure 2).
We then investigated other ways that IL-11 may play a

role in osteoclastogenesis. We found that IL-11 does not
exert any effect on osteoclast survival (Figure 4). We
then examined if IL-11 is able to promote osteoclast
formation in the absence of RANKL and our data dem-
onstrate that IL-11 cannot induce osteoclastogenesis in
tissue culture dishes or on bone slices in the absence of
RANKL (Figure 5). We and others have demonstrated
that while IL-1 and TNF-α cannot promote osteoclasto-
genesis in the absence of RANKL, they can do so with
suboptimal levels of RANKL or from RANKL-pretreated
BMMs [21-26]. As such, we then investigated whether
IL-11 can act in a similar manner. Our data show that
IL-11 is not able to promote osteoclastogenesis in the
presence of suboptimal levels of RANKL (Figure 6) or
from RANKL-pretreated BMMs (Figure 7).
Based on these new findings and those reported previ-

ously [16,34,36,37], we propose that IL-11-expressing
breast cancer cells cause increased osteoclast formation
and bone resorption by two distinct mechanisms: a) the
tumor cells produce IL-11 which in turn stimulate the pro-
duction of RANKL by stromal cells/osteoblasts in the bone
microenvironment, and b) tumor cell-derived IL-11 also
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augments the pool of osteoclast progenitor cells to increase
the extent of osteoclastogenesis. Therefore, our work has
led to a better understanding of the action of IL-11 in
breast cancer-induced osteolysis. However, the precise
mechanism by which IL-11 promotes the development of
a population of osteoclast progenitor cells remains unclear.
While it is possible that IL-11 does so by stimulating
the differentiation, proliferation and/or survival of
osteoclast progenitor cells, this cytokine may exert the
impact on osteoclast progenitor cell population indirectly
through other cell types in the bone marrow. Further
studies are needed to elucidate how exactly IL-11 promote
the development of a pool of osteoclast progenitor cells.
Moreover, our new data may help guide the develop-

ment of better therapeutic regimens for preventing and
treating breast cancer-induced osteolysis. Particularly,
denosumab, a humanized anti-RANKL developed by
Amgen Inc, has been approved by the FDA to treat
breast cancer-mediated osteolysis. For IL-11 positive
tumors, denosumab may be effective only in blocking
the RANKL-dependent action of IL-11. In contrast, it is
likely that an efficient inhibition of IL-11 can block the
IL-11-mediated increase of the pool of osteoclast pro-
genitor cells as well as the RANKL-dependent pathway,
thus having the potential to give rise to better efficacy.
Future animal model studies need to be undertaken to
address the therapeutic potential of targeting IL-11.
Conclusions
In conclusion, these studies demonstrate that IL-11 exerts
its effect on osteoclastogenesis primarily by targeting
osteoclast progenitor cells, specifically through promoting
the development and/or survival of osteoclast progenitor
cells. Moreover, we show that MDA-MB-231 breast
cancer cells are able to stimulate the development and/or
survival of osteoclast progenitor cells and IL-11 is the pre-
dominant factor derived from MDA-MB-231 cells that is
responsible. This suggests that some breast cancers may
increase the extent of osteoclastogenesis by augmenting
the pool of osteoclast progenitor cells via tumor-derived
IL-11. Importantly, these findings have not only provided
a better understanding of the role of IL-11 in breast can-
cer bone metastasis but also laid a foundation for future
investigations to address therapeutic targeting of IL-11 for
treating and preventing breast cancer induced osteolysis.

Abbreviations
α-MEM: α-Minimal essential medium; BMMs: Bone marrow macrophages;
IL-11: Interleukin 11; M-CSF: Monocyte/macrophage-colony stimulating factor;
RANKL: Receptor activator of nuclear factor κB ligand; rM-CSF: Recombinant
M-CSF; SEM: Scanning electron microscopy; TRAP: Tartrate resistant acid
phosphatase; TNF-α: Tumor necrosis factor α; IL-1: Interleukin 1; IL-6: Interleukin 6.

Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
All authors read and approved the final manuscript. EM developed the idea,
performed the experiments, analyzed the data, and prepared the manuscript.
HH and HCP provided technical assistance. XF initially conceived the idea,
and participated in the experimental design and manuscript preparation.

Acknowledgements
The work is supported by grant number AR47830 (to XF) from National
Institute of Arthritis and Musculoskeletal and Skin Diseases (NIAMS). EMM has
been supported by the Howard Hughes Predoctoral Fellowship, the UAB
Carmichael Scholarship, and a training grant from the Department of
Defense (DOD) Breast Cancer Program (W81XWH-11-1-0030).

Author details
1Department of Pathology, University of Alabama at Birmingham,
Birmingham, AL 35294, USA. 2Department of Hematology, First Municipal
People’s Hospital, Guangzhou Medical College, Guangdong 510000, China.

Received: 30 August 2012 Accepted: 22 December 2012
Published: 11 January 2013

References
1. Mundy GR: Metastasis to bone: causes, consequences and therapeutic

opportunities. Nat Rev Cancer 2002, 2(8):584–593.
2. Weilbaecher KN, Guise TA, McCauley LK: Cancer to bone: a fatal attraction.

Nat Rev Cancer 2011, 11(6):411–425.
3. Solakoglu O, Maierhofer C, Lahr G, Breit E, Scheunemann P, Heumos I,

Pichlmeier U, Schlimok G, Oberneder R, Kollermann MW, et al: Heterogeneous
proliferative potential of occult metastatic cells in bone marrow of patients
with solid epithelial tumors. Proc Natl Acad Sci U S A 2002, 99(4):2246–2251.

4. Roodman GD: Mechanisms of bone metastasis. N Engl J Med 2004,
350(16):1655–1664.

5. 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(6):537–549.

6. Mancino AT, Klimberg VS, Yamamoto M, Manolagas SC, Abe E: Breast
cancer increases osteoclastogenesis by secreting M-CSF and
upregulating RANKL in stromal cells. J Surg Res 2001, 100(1):18–24.

7. Pederson L, Winding B, Foged NT, Spelsberg TC, Oursler MJ: Identification
of breast cancer cell line-derived paracrine factors that stimulate
osteoclast activity. Cancer Res 1999, 59(22):5849–5855.

8. Yamasaki K, Taga T, Hirata Y, Yawata H, Kawanishi Y, Seed B, Taniguchi T,
Hirano T, Kishimoto T: Cloning and expression of the human interleukin-6
(BSF-2/IFN beta 2) receptor. Science 1988, 241(4867):825–828.

9. Hilton DJ, Hilton AA, Raicevic A, Rakar S, Harrison-Smith M, Gough NM,
Begley CG, Metcalf D, Nicola NA, Willson TA: Cloning of a murine IL-11
receptor alpha-chain; requirement for gp130 for high affinity binding
and signal transduction. EMBO J 1994, 13(20):4765–4775.

10. Leng SX, Elias JA: Interleukin-11. Int J Biochem Cell Biol 1997, 29(8–9):1059–1062.
11. Morinaga Y, Fujita N, Ohishi K, Tsuruo T: Stimulation of interleukin-11

production from osteoblast-like cells by transforming growth factor-beta
and tumor cell factors. Int J of cancer J Int du cancer 1997, 71(3):422–428.

12. Hughes FJ, Howells GL: Interleukin-11 inhibits bone formation in vitro.
Calcif Tissue Int 1993, 53(5):362–364.

13. Lacroix M, Siwek B, Marie PJ, Body JJ: Production and regulation of
interleukin-11 by breast cancer cells. Cancer Lett 1998, 127(1–2):29–35.

14. Sims NA, Jenkins BJ, Nakamura A, Quinn JM, Li R, Gillespie MT, Ernst M,
Robb L, Martin TJ: Interleukin-11 receptor signaling is required for normal
bone remodeling. J Bone Miner Res 2005, 20(7):1093–1102.

15. Kudo O, Sabokbar A, Pocock A, Itonaga I, Fujikawa Y, Athanasou NA:
Interleukin-6 and interleukin-11 support human osteoclast formation by
a RANKL-independent mechanism. Bone 2003, 32(1):1–7.

16. Girasole G, Passeri G, Jilka RL, Manolagas SC: Interleukin-11: a new cytokine
critical for osteoclast development. J Clin Invest 1994, 93(4):1516–1524.

17. Morgan H, Tumber A, Hill PA: Breast cancer cells induce osteoclast
formation by stimulating host IL-11 production and downregulating
granulocyte/macrophage colony-stimulating factor. Int J of cancer J Int du
cancer 2004, 109(5):653–660.

18. Hill PA, Tumber A, Papaioannou S, Meikle MC: The cellular actions of
interleukin-11 on bone resorption in vitro. Endocrinology 1998,
139(4):1564–1572.



McCoy et al. BMC Cancer 2013, 13:16 Page 11 of 11
http://www.biomedcentral.com/1471-2407/13/16
19. McHugh KP, Hodivala-Dilke K, Zheng MH, Namba N, Lam J, Novack D, Feng
X, Ross FP, Hynes RO, Teitelbaum SL: Mice lacking beta3 integrins are
osteosclerotic because of dysfunctional osteoclasts. J Clin Invest 2000,
105(4):433–440.

20. Morinaga Y, Fujita N, Ohishi K, Zhang Y, Tsuruo T: Suppression of
interleukin-11-mediated bone resorption by cyclooxygenases inhibitors.
J Cell Physiol 1998, 175(3):247–254.

21. Ma T, Miyanishi K, Suen A, Epstein NJ, Tomita T, Smith RL, Goodman SB:
Human interleukin-1-induced murine osteoclastogenesis is dependent
on RANKL, but independent of TNF-alpha. Cytokine 2004, 26(3):138–144.

22. Wei S, Kitaura H, Zhou P, Ross FP, Teitelbaum SL: IL-1 mediates
TNF-induced osteoclastogenesis. J Clin Invest 2005, 115(2):282–290.

23. Lam J, Takeshita S, Barker JE, Kanagawa O, Ross FP, Teitelbaum SL: TNF-alpha
induces osteoclastogenesis by direct stimulation of macrophages exposed
to permissive levels of RANK ligand. J Clin Invest 2000, 106(12):1481–1488.

24. Li P, Schwarz EM, O’Keefe RJ, Ma L, Boyce BF, Xing L: RANK signaling is not
required for TNFalpha-mediated increase in CD11(hi) osteoclast
precursors but is essential for mature osteoclast formation in TNFalpha-
mediated inflammatory arthritis. J Bone Miner Res 2004, 19(2):207–213.

25. Jules J, Shi Z, Liu J, Xu D, Wang S, Feng X: Receptor activator of NF-
{kappa}B (RANK) cytoplasmic IVVY535-538 motif plays an essential role
in tumor necrosis factor-{alpha} (TNF)-mediated osteoclastogenesis. J Biol
Chem 2010, 285(48):37427–37435.

26. Jules J, Zhang P, Ashley JW, Wei S, Shi Z, Liu J, Michalek SM, Feng X:
Molecular basis of requirement of receptor activator of nuclear factor
kappaB signaling for interleukin 1-mediated osteoclastogenesis. J Biol
Chem 2012, 287(19):15728–15738.

27. Crichton MB, Nichols JE, Zhao Y, Bulun SE, Simpson ER: Expression of
transcripts of interleukin-6 and related cytokines by human breast
tumors, breast cancer cells, and adipose stromal cells. Mol Cell Endocrinol
1996, 118(1–2):215–220.

28. Sotiriou C, Lacroix M, Lagneaux L, Berchem G, Body JJ: The aspirin
metabolite salicylate inhibits breast cancer cells growth and their
synthesis of the osteolytic cytokines interleukins-6 and −11. Anticancer
Res 1999, 19(4B):2997–3006.

29. Sotiriou C, Lacroix M, Lespagnard L, Larsimont D, Paesmans M, Body JJ:
Interleukins-6 and −11 expression in primary breast cancer and subsequent
development of bone metastases. Cancer Lett 2001, 169(1):87–95.

30. Kang Y, He W, Tulley S, Gupta GP, Serganova I, Chen CR, Manova-Todorova
K, Blasberg R, Gerald WL, Massague J: Breast cancer bone metastasis
mediated by the Smad tumor suppressor pathway. Proc Natl Acad Sci U S
A 2005, 102(39):13909–13914.

31. Singh B, Berry JA, Shoher A, Lucci A: COX-2 induces IL-11 production in
human breast cancer cells. J Surg Res 2006, 131(2):267–275.

32. Hanavadi S, Martin TA, Watkins G, Mansel RE, Jiang WG: Expression of
interleukin 11 and its receptor and their prognostic value in human
breast cancer. Ann Surg Oncol 2006, 13(6):802–808.

33. Gupta J, Robbins J, Jilling T, Seth P: TGFbeta-dependent induction of
interleukin-11 and interleukin-8 involves SMAD and p38 MAPK pathways
in breast tumor models with varied bone metastases potential. Cancer
Biol Ther 2011, 11(3):311–316.

34. Pollari S, Kakonen RS, Mohammad KS, Rissanen JP, Halleen JM, Warri A, Nissinen
L, Pihlavisto M, Marjamaki A, Perala M, et al: Heparin-like polysaccharides reduce
osteolytic bone destruction and tumor growth in a mouse model of breast
cancer bone metastasis. Mol Cancer Res 2012, 10(5):597–604.

35. Romas E, Udagawa N, Zhou H, Tamura T, Saito M, Taga T, Hilton DJ, Suda T, Ng
KW, Martin TJ: The role of gp130-mediated signals in osteoclast development:
regulation of interleukin 11 production by osteoblasts and distribution of its
receptor in bone marrow cultures. J Exp Med 1996, 183(6):2581–2591.

36. Suda T, Takahashi N, Udagawa N, Jimi E, Gillespie MT, Martin TJ: Modulation of
osteoclast differentiation and function by the new members of the tumor
necrosis factor receptor and ligand families. Endocr Rev 1999, 20(3):345–357.

37. Yasuda H, Shima N, Nakagawa N, Yamaguchi K, Kinosaki M, Goto M,
Mochizuki SI, Tsuda E, Morinaga T, Udagawa N, et al: A novel molecular
mechanism modulating osteoclast differentiation and function. Bone
1999, 25(1):109–113.

doi:10.1186/1471-2407-13-16
Cite this article as: McCoy et al.: IL-11 produced by breast cancer cells
augments osteoclastogenesis by sustaining the pool of osteoclast
progenitor cells. BMC Cancer 2013 13:16.
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
	Chemicals and reagents
	Animals
	In vitro osteoclastogenesis assays
	In vitro bone resorption assays
	Statistical analysis

	Results
	Breast cancer conditioned media are capable of supporting the development and/or survival of osteoclast progenitor cells
	IL-11 promotes the development and/or survival of osteoclast progenitor cells
	IL-11 neutralizing antibody reduces breast cancer conditioned media’s ability to promote the development and/or survival of osteoclast progenitor cells
	IL-11 does not affect osteoclast survival
	IL-11 is unable to stimulate osteoclastogenesis in the absence of RANKL
	IL-11 cannot stimulate osteoclastogenesis even with low levels of RANKL
	IL-11 is incapable of stimulating osteoclastogenesis from RANKL-primed BMMs

	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 0.0000
  /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


