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Obesity promotes the expansion of
metastasis-initiating cells in breast cancer
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Abstract

Background: Obesity is a strong predictor of poor prognosis in breast cancer, especially in postmenopausal
women. In particular, tumors in obese patients tend to seed more distant metastases, although the biology
behind this observation remains poorly understood.

Methods: To elucidate the effects of the obese microenvironment on metastatic spread, we ovariectomized C57BL/
6 J female mice and fed them either a regular diet (RD) or a high-fat diet (HFD) to generate a postmenopausal diet-
induced obesity model. We then studied tumor progression to metastasis of Py230 and EO771 grafts. We analyzed
and phenotyped the RD and HFD tumors and the surrounding adipose tissue by flow cytometry, qPCR,
immunohistochemistry (IHC) and western blot. The influence of the microenvironment on tumor cells was assessed by
performing cross-transplantation of RD and HFD tumor cells into other RD and HFD mice. The results were analyzed
using the unpaired Student t test when comparing two variables, otherwise we used one-way or two-way analysis of
variance. The relationship between two variables was calculated using correlation coefficients.

Results: Our results show that tumors in obese mice grow faster, are also less vascularized, more hypoxic, of higher
grade and enriched in CD11b+Ly6G+ neutrophils. Collectively, this favors induction of the epithelial-to-mesenchymal
transition and progression to claudin-low breast cancer, a subtype of triple-negative breast cancer that is enriched in
cancer stem cells. Interestingly, transplanting HFD-derived tumor cells in RD mice transfers enhanced tumor growth
and lung metastasis formation.

Conclusions: These data indicate that a pro-metastatic effect of obesity is acquired by the tumor cells in the primary
tumor independently of the microenvironment of the secondary site.
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Background
Obesity affects more than half a billion adults worldwide
and is a well-known risk factor for many cancers, includ-
ing breast cancer [1], showing correlation with both in-
creased risk and poor prognosis [2]. Of note, this
association is mainly linked to postmenopausal patients,
whereas in premenopausal women increased BMI corre-
lates with decreased breast cancer risk - yet more ag-
gressive progression and resistance to therapy [3].
However, the biology behind these links remains unclear,

in part due to the wide range of conditions associated
with obesity.
Obesity-derived systemic complications, including but

not restricted to inflammation, insulin resistance and
hyperglycemia have been explored as potential causative
effects or contributors to increased breast cancer risk and
progression, albeit with mixed results [4]. Obesity is com-
monly characterized by macrophage-induced chronic in-
flammation in the adipose tissue [5, 6]. The effector cells
leading to adipose tissue inflammation are M1 macro-
phages [7], which are initially recruited by T cells as
monocytes [8]. Macrophages proliferate locally in the adi-
pose tissue, a process that results in local and systemic
subclinical inflammation leading to insulin resistance, dia-
betes and further increased adiposity [9]. Recent studies
suggest that macrophages promote tumor progression in
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obesity through interactions with adipocytes [10], although
M1 macrophages typically play protective roles in tumor
formation [11]. Still, none of these studies provide
experimental evidence to explain why obesity correlates
with increased risk of distant metastasis, particularly in
postmenopausal women [12]. Recently, two groups have
found obesity to promote metastasis by two independent
tumor cell extrinsic mechanisms [13, 14]. However, we and
others have previously shown that metastasis relies on both
tumor cell extrinsic and intrinsic factors [15]. With the aim
to understand the molecular mechanisms linking obesity
and poor prognosis in postmenopausal breast cancer, we
generated a syngeneic orthotopic mouse model of post-
menopausal breast cancer and investigated the effects of
obesity on primary tumor growth and spontaneous meta-
static progression. Our results reveal a novel mechanism in-
volving hypoxia and neutrophil granulocytes-tumor cell
interactions in the primary tumor that leads to the expan-
sion of metastasis-initiating cells collectively resulting in in-
creased distant metastasis formation.

Methods
Mouse work
C57BL/6 J, FVB/N, MMTV-PyMT (FVB/N) [16], and
B6(Cg)-Rag2tm1.1Cgn/J (Rag2−/−) [17] mice were housed
in ventilated cages in the mouse husbandry of the Uni-
versity of Fribourg. For tumor cell grafting, cells were
trypsinized, resuspended in complete medium and cen-
trifuged at 1300 rpm. They were washed twice in PBS,
counted and resuspended in 1:3 Matrigel:PBS for injec-
tion into the 4th mammary fat pad. To mimic postmeno-
pausal estrogen decrease, 5–7-week-old female mice
were ovariectomized and 2 weeks later they were sup-
plied with either a high-fat diet (HFD) or a normal
(regular) diet (RD (60% and 10% fat content, respect-
ively). Mice were treated with clodronate liposomes as
previously descrived [18]. All the experiments were per-
formed by trained researchers holding the necessary ac-
creditations and in accordance to the Swiss Animal
Welfare Regulations and approved by the Cantonal Vet-
erinary Service of the Canton Fribourg (2015_07_FR).

Antibodies and reagents
The following antibodies and reagents were used:
TER119, CD3 (17A2), CD4 (GK1.5), CD8a (53–6.7),
CD19 (6D5), CD31 (MEC13.3), CD45 (30-F11), Ly6C
(HK1.4), Ly6G (RB6-8C5), CD11b (M1/70) (Biolegend),
CD31, PCNA (Santa Cruz Technologies), Cytokeratin 14
(Covance), CD11b, CD31, Ki67 (Abcam), α-SMA,
β-Tubulin, β-Actin (Sigma), Vimentin (Lifespan Biosci-
ences), N-Cadherin, E-cadherin, p21, p53 (Cell Signal-
ing), hypoxia inducible factor 1 alpha (HIF1α) (Novus
Biologicals) and PIMO (Hypoxiprobes).

Cell culture
EO771 [19] and Py230 [20] cell lines were obtained from
the American Type Culture Collection (ATCC) and
grown as recommended. Mouse tumor tissue was disso-
ciated using a mixture of Liberase TH (Roche) and
DNAse at 37 °C for 45 min. Cells were filtered, washed
twice in 2 mM EDTA in PBS and twice in PBS and then
seeded for culture.

Fluorescence-activated cell sorting (FACS) analysis
For FACS analysis, tumor cells derived from tumor
grafts (Py230 and EO771) or primary MMTV-PyMT tu-
mors were obtained by disaggregating the tumors with
Liberase TH (Roche) and DNAse at 37 °C for 45 min
with agitation. Cells were then washed, filtered, stained
with the appropriate antibodies for 30 min at 4 °C;
4',6-diamidino-2-phenylindole (DAPI) was used to stain
and discard dead cells. Fluorescence was analyzed using
a MACSQuant (Miltenyi) analyzer. FACS data were
processed and analyzed using FlowJo.

Immunohistofluorescence
Immunostaining was performed on 4-μm-thick paraffin
sections. Antigen retrieval was induced by heating the
samples to 95 °C for 30 min in citrate buffer, pH 6.0.
After blocking, we incubated the sections with the indi-
cated antibodies overnight at 4 °C, and then used the
secondary fluorescently labeled antibodies Alexa Fluor
488, 567 and 647 (Molecular Probes, Invitrogen) or
HRP-conjugated secondary antibodies (Dako). Fluores-
cent images were taken with a TCS-SP5 confocal micro-
scope (Leica). Light images were taken with a widefield
microscope (Leica).

Western blot
Protein was extracted with complete radioimmunopreci-
pitation assay (RIPA) buffer, separated by electrophor-
esis, transferred to polyvinylidene fluoride (PVDF)
membranes, blocked with 5% BSA and incubated over-
night with primary antibodies. Immunoreactive bands
were visualized using HRP-conjugated secondary anti-
bodies (Cell Signaling).

Real-time PCR
RNA was prepared using the mini RNeasy kit (Qiagen).
Complementary DNAs (cDNAs) were generated using
oligo-T priming and the M-MLV transcriptase (H-)
point mutant (Promega) and quantitative PCR (qPCR)
was performed in a StepOnePlus thermocycler (Applied
Biosystems) using the SYBR green PCR Master Mix
(Kapa). A list of the primers used is shown in Additional
file 1: TableS1.
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Statistics
Data were analyzed using GraphPad Prism 6. Means were
compared using the unpaired Student t test. Samples were
analyzed using Mann-Whitney’s non-parametric test if the
data were not normally distributed (with normality assessed
using the D’Agostino-Pearson omnibus normality test).
When comparing more than two variables, we performed
one-way or two-way analysis of variance (ANOVA). To iso-
late differences between groups in ANOVA, we performed
Fisher’s least significant difference (LSD) test. We tested cor-
relation using Pearson’s correlation coefficient or Spearman’s
nonparametric correlation analysis depending on the data
distribution. The p values are indicated for each experiment.
Error bars in the figures indicate standard deviation unless
stated otherwise in the figure legends. Significant differences
between experimental groups are indicated with asterisks as
follows: *p < 0.05, **p < 0.01, ***p < 0.001 and ****p < 0.0001.

Results
Mice fed with a HFD experience faster tumor growth and
progression to metastasis
In order to recapitulate postmenopausal obesity and as-
sess how it affects breast cancer progression, we first
generated an experimental model following the strategy
schematically depicted in Additional file 2: Figure S1A.
Ovariectomizing C57BL/6 J mice and feeding them with a
high-fat diet (HFD, 60% fat content) significantly increased
weight gain compared to non-ovariectomized HFD-fed
mice and ovariectomized or non-ovariectomized mice fed
with a regular diet (RD) (Additional file 2: Figure S1B). Be-
tween 20 and 25 weeks of age, the difference between the
mean of the final weight in both groups was 39.7%
(Additional file 2: Figure S1C). In addition, obese mice de-
veloped the common systemic conditions frequently ob-
served in the HFD mouse model, such as hyperinsulinemia
(data not shown) [21]. Obesity is mainly associated with es-
trogen receptor alpha-positive (ERα+) breast tumors [22].
To mimic human disease, we next performed syngeneic
transplants in the mammary fat pad of C57BL/6 J mice
with two different murine breast cancer cell lines that are
hormone-sensitive in vivo, EO771 and Py230 [23, 24], and
studied primary tumor growth and progression. As shown
in Fig. 1a and b, E0771 and Py230 tumors in the HFD
group grew significantly bigger. As with humans, in rodents
the susceptibility to gain weight in response to obesogenic
diets differs substantially between individuals [25, 26]. This
variability is reflected within our experimental groups, since
neither the RD nor the HFD body weights follow a
normal distribution but are negatively and positively
skewed, respectively (p < 0.0068; n = 29 and p < 0.007;
n = 35, Additional file 2: Figure S1D and E). Neverthe-
less, our analyses revealed that body weight moder-
ately correlated with tumor mass (Fig. 1c), which is
again in agreement with observations in humans [27].

Interestingly, metastasis was also significantly in-
creased in obese mice (Fig. 1d, e), even when there
was no significant correlation between the size of the
tumor and the number of metastatic foci in our con-
trol groups (r = 0.29, p = 0,22). Comparing same-sized
tumors rendered similar results (Additional file 2:
Figure S1F and G). To understand whether this in-
crease in metastasis was due to tumor or host derived
factors, we injected Celltracker-labeled Py230 cells
into the tail vein of lean and obese mice and studied
lung colonization using FACS after 2 h, as the time
point for initial tumor cell trapping/seeding, and after
48 h, when most cells have extravasated. Our results
show that there are no major differences in initial
seeding and extravasation in lean compared to obese
mice (Fig. 1f ). Furthermore, we did not observe sig-
nificant differences in the number of metastatic colonies
formed upon tail vein injection, though there was a slight,
non-significant trend toward more metastasis formation
in obese mice (Fig. 1g, h). Taken together, these results
demonstrated that obesity in ovariectomized mice pro-
motes the formation of larger tumors and increased lung
metastasis formation in the two models tested.

Obesity and not dietary factors is responsible for
differences in tumor progression
Recent clinical data suggest that a diet rich in unsat-
urated fatty acids correlates with breast cancer risk
independently of body mass index (BMI) [28], par-
ticularly in postmenopausal women [29]. However, it
is still not clear whether the diet itself contributes to
a poor prognosis in those patients with breast cancer
or whether obesity is required. We then aimed at
assessing whether the effects observed on tumor
growth and metastasis in our model were due to
obesity or to the diet. It is well-known that alterna-
tively activated macrophages (M2) protect against
obesity and insulin resistance [30]. We therefore rea-
soned that using M1/Th1 and M2/Th2-biased mouse
strains [31] would allow us to discriminate the rele-
vance of the diet versus obesity in our setting.
Hence, we switched to the FVB/N mouse strain, an
archetypical M2/Th2-biased mouse strain, in which
we could use the PyMT tumor model for consistency
purposes. We ovariectomized female mice, fed them
with either a RD or HFD and performed syngeneic
transplants with MMTV-PyMT tumor-derived cells.
Our results show that FVB/N mice did not gain

weight after 12 weeks on the HFD regimen (Fig. 2a).
Contrary to Py230-injected C57BL/6 mice, in which
RD and HFD tumor growth rates diverge very early
(Fig. 2b), we found that FVB/N mice, tumors did not
differ in growth kinetics between the RD and HFD
groups (Fig. 2c). Recruitment and activation of resting
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macrophages into proinflammatory ones in the adi-
pose tissue requires previous infiltration by CD8+ ef-
fector T cells [8]. Therefore, we argued that the
absence of lymphocytes in an M1/Th1 biased strain
should be sufficient to prevent obesity and rescue the
obesity-mediated effects on tumor growth depicted in Fig. 1.
Indeed, our results demonstrate that C57BL/6 J Rag2−/−

mice, which lack T and B cells but not macrophages, did
not become obese after 12 weeks of HFD (Fig. 2d).
Consistent with the lack of T cells, overall tumor
growth was faster in C57BL/6 Rag2−/− mice than in
FVB/N mice. However, Py230 tumors did not pro-
gress faster in C57BL/6 Rag2−/− mice fed with HFD
compared to RD controls (Fig. 2e). Moreover, in
contrast to HFD-fed wild-type C57BL/6 J controls,
the peritumoral adipose tissue of HFD-fed FVB/N
mice had fewer crown-like structures - histologic

arrangements composed of macrophages and dead or
dying adipocytes that define white adipose tissue in-
flammation (Fig. 2f ) [32]. Likewise, the peritumoral
adipose tissue of obese wild-type C57BL/6 J mice
had higher expression of monocyte chemoattractants
such as Ccl2 (Fig. 2g), which is in agreement with
human data [5]. Overall, these results indicate that
in our experimental model, obesity promotes primary
tumor growth and metastasis formation, while HFD
in the absence of obesity is not sufficient to do this.

Obesity reduces angiogenesis and promotes hypoxia in
the primary site
We then aimed at investigating possible reasons for fas-
ter primary tumor progression in obese mice. Not sur-
prisingly, we observed an increase in the fraction of
proliferating cancer cells in early-stage tumors in obese

Fig. 1 Effects of a high-fat diet (HFD) on tumor progression in mice. The tumor weight is increased in the HFD groups in both EO771 grafts (a,
n = 14 regular diet (RD) and n = 16 HFD) and Py230 grafts (b, n = 11 RD and n = 15 HFD). Tumor weight correlates with body weight (c, N = 60).
The number of lung metastases is increased in both EO771 tumor-bearing mice (d, n = 14 RD and n = 16 HFD) and Py230 bearing mice (e; n = 19
sections, RD and n = 61 sections, HFD). Py230 cells have the same extravasation capabilities in both obese and lean mice as seen by the percentage
of Celltracker-labeled cells in the lungs at 2 h (n = 3 RD and n = 3 HFD) and 48 h (n = 4 RD and n = 4 HFD) by FACS (f). The number of metastatic
colonies is also not changed in the RD compared to the HFD groups in Py230 (g, n = 4) or E0771 (h, N = 11)
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mice (Fig. 3a). To study the association between obesity
and faster tumor progression, we next analyzed tumor
angiogenesis. A number of reports show that in obesity,
angiogenesis cannot cope with adipose tissue growth
[33–37]. We hypothesized that this might be mirrored in
tumors, since the mammary gland is mainly composed
of adipose tissue and tumors are surrounded by and in
close contact with adipose tissue. In agreement with
this, we found fewer vessels and lower fractions of
CD31+ cells in tumors in obese mice (Fig. 3b, c and
Additional file 2: Figure S2A). To understand the impact
of decreased angiogenesis on oxygen levels in tumors in
HFD-fed mice, we injected mice with pimonidazole and
found higher hypoxic regions in tumors in obese mice
(Fig. 3d). Furthermore, hypoxia in tumors from obese
mice led to the accumulation of HIF1α (Additional file 3:
Figure S2B), which consequently activated the transcription

of specific hypoxia-target genes (Fig. 3e). Interestingly,
HIF1α is known to be highly activated in triple-negative
breast cancer (TNBC) [38, 39], a subset of aggressive breast
cancers most of which are high-grade and present a high
risk of metastasis and recurrence [40]. Indeed, histological
analyses revealed that in obese mice the tumor mass
was less differentiated, more often lacking glandular
structures and possessing bigger nuclei (Additional file 3:
Figure S2C). In addition, Py230 tumors in obese mice
showed a consistent reduction in ERα, human epider-
mal growth factor receptor 2 (HER2), GATA3 and cyto-
keratin 18 and a gain in vimentin and c-Myc expression
(Fig. 3f and Additional file 3: Figure S2D), suggestive of
differentiation into more aggressive TNBC tumors.
Overall, our results indicate that obesity causes reduced
angiogenesis and triggers hypoxia in primary tumors,
which promotes tumor progression.

Fig. 2 Obesity and not a high-fat diet (HFD) is responsible for tumor progression. FVB/N mice do not gain weight after 13 weeks of HFD (a, n = 4
regular diet (RD) and n = 5 HFD). Py230 tumors in C57BL/6 mice grow significantly faster in obese mice (b, n = 40), while in FVB/N mice PyMT
tumors do not differ in growth dynamics between the RD and HFD groups (c, n = 4). C57BL/6 Rag2−/− mice do not gain weight on a HFD (d,
n = 4 RD and n = 5 HFD), nor do Py230 tumors differ significantly in their growth dynamics when grafted in C57BL/6 Rag2−/− mice (e, n = 4 RD
and n = 5 HFD). Immunohistochemical analysis of CD11b in the adipose tissue of RD and HFD C57BL/6 mice (scalebar 50 um) and quantification
of crown-like structures in C57BL/6, FVB/N and C57BL/6 Rag2−/− mice (f). Quantitative PCR analysis of indicated targets in the adipose tissue of
RD and HFD mice (g). Error bars in panels b, c and e indicate SEM. Ct, cycle threshold; Arbp, acidic ribosomal phosphoprotein P0
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The obese primary tumor microenvironment stimulates
the expansion of metastasis-initiating cells
Given the essential involvement of inflammation in
obesity [41], we next aimed at understanding how de-
creased angiogenesis and hypoxia modulate the immune
compartment in the primary tumor. FACS analyses re-
vealed that tumors from HFD mice contained 23% less
CD11b+F4/80+ macrophages (Additional file 4: Figure
S3A), which are mostly M1 macrophages in the C57BL/
6 model (Additional file 4: Figure S3B). In contrast, the
population of CD11b+F4/80− cells showed a 31% in-
crease in tumors from HFD mice. This population con-
sists of CD11b+Ly6CmedGr1+ neutrophils and
CD11b+Ly6Chigh monocytes (Fig. 4a). We confirmed
these results by performing western blot analyses and
found increased CD11b protein in tumor tissue lysates

from HFD mice, compared to tumors from RD mice
(Additional file 4: Figure S3C). Of note, this increase was
not seen in tumors grown in C57BL/6 Rag2−/− or FVB/
N mice fed with HFD diet (Additional file 4: Figure S3D
and E), which underscores again the immunological dif-
ferences between these strains. We then reasoned that if
fast-growing tumors in HFD-fed mice contain fewer M1
macrophages and more tumor associated neutrophils
(TANs) compared to tumors growing in RD-fed mice,
macrophage may be protective against tumor growth.
To test this hypothesis, we treated mice with clodro-
nate liposomes to deplete macrophages. Indeed, clo-
dronate liposome treatment boosted primary tumor
growth in HFD-fed mice (Fig. 4b) and did not reduce
metastasis (Additional file 4: Figure S3F). These re-
sults suggest that in our model, macrophages do not

Fig. 3 Increased tumor hypoxia in obese mice. Tumors in mice fed a high-fat diet (HFD) have higher Ki67+ counts (a, scalebar 200 um). CD31
immunohistochemical analysis shows lower vessel density in tumors from HFD mice (b, scalebar 200 uM). This is supported by fluorescence-
activated cell sorting quantification (c). Pimonidazole (PIMO) staining in mouse fed a regular diet (RD) or a HFD demonstrate greater hypoxic
areas in tumors from HFD mice (d, scalebar 200 uM). Quantitative PCR analyses on RD and HFD tumors show upregulation of hypoxia inducible
factor 1 alpha (HIF1α) targets (e, n = 5) and faster tumor progression (f, n = 5). Arbp, attachment region binding protein
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contribute to promote tumor progression and meta-
static spread, regardless of their essential involvement
in obesity.
In order to evaluate the importance of the effects of

the microenvironment on the tumor cells, we performed
cross-transplantation of tumor cells from HFD-fed and
RD-fed into RD-fed and HFD-fed mice, respectively.
Interestingly, we observed that tumor cells derived from
obese mice grew faster in lean recipient mice compared
to cells derived from lean mice (Fig. 4c). As expected,
grafting into obese mice further boosted growth of both
transplanted cell populations. These results uncoupled
immediate microenvironmental effects from tumor cell
effects and indicate that the obese tumor microenviron-
ment exerts contextual and sustained effects on tumor
cells.
Neutrophils are known to migrate to ischemic tissues

and to contribute to the epithelial-to-mesenchymal tran-
sition (EMT) [42]. EMT is a process involved in invasion
and metastasis and produces cancer stem cells (CSC)

[43], a subpopulation of cells that we and others have
previously shown to lead metastatic colonization [15].
Indeed, tumors from HFD mice consistently lost
E-cadherin and had an increase in N-cadherin and
vimentin, three hallmarks of EMT (Fig. 4d and
Additional file 5: Figure S4A). This effect was not
observed in FVB/N tumors (Additional file 5: Figure
S4B). In agreement with TANs being associated with
EMT, we identified strong correlation between the
expression of CD11b and N-cadherin and anti-
correlation with E-cadherin in primary tumors
(Additional file 5: Figure S4D).
All these assays were performed with equal-sized tu-

mors to avoid potential confounding effects due to more
rapid tumor growth in HFD-fed mice (Additional file 5:
Figure S4C). EMT is a distinctive feature of claudin-low
tumors, a particular subset of TNBC that is enriched in
CSC-related genes [44]. Since aggressive subtypes of
breast cancer such as TNBC and basal-like tumors are as-
sociated with mutations in p53 [23, 45–47], we next

Fig. 4 Microenvironmental effects on tumor cells. Tumors from mice fed a high-fat diet (HFD) contain greater numbers of neutrophils (a, n = 6
regular diet (RD), n = 14 HFD). Clodronate liposomes treatment increases tumor weight (b, n = 5 RD, n = 4 HFD). Cross-transplantation experiments
reveal that the effects of the obese microenvironment on tumor cells are permanent (c, n = 14). Immunofluorescent staining of tumors show
increased epithelial-mesenchymal transition (EMT) features in HFD groups (d). Tumor cells in tumors from mice fed RD or HFD injected intravenously
into RD mice show different metastasis initiating potential (e, n = 19). Clodro, clodronate liposomes; αSMA, alpha smooth muscle actin; l, lean; O, obese
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stained for p53, a surrogate marker for its mutational sta-
tus. Our results indicate that tumors in obese mice have a
higher number of p53-positive cells (Additional file 5:
Figure S4E). As a consequence, they also show
significantly lower levels of p21(WAF1/CIP1), an im-
portant target of p53 responsible for cell cycle arrest
(Additional file 5: Figure S4A).
Claudin-low tumors are also characterized by a loss of

cell-cell junction proteins. Therefore, we next performed
qPCR analyses in tumors from RD and HFD mice using
a number of genes from the cell-cell junction
organization gene set M820 from the MSigDB database
[48], as previously described [23]. The results confirmed
that the obese microenvironment triggers a process that
leads to the rapid expansion of claudin-low tumors
(Additional file 5: Figure S4F).
Finally, to test whether the effects of obesity on the pri-

mary tumor are essential for the late steps of cancer me-
tastasis, we digested tumors from RD and HFD mice and
injected 5 × 105 tumor cells via the tail vein into
tumor-free, RD mice. Our results demonstrate that tumor
cells derived from obese mice metastasize more to the
lungs compared to cells derived from lean mice (Fig. 4e),
i.e. tumors from obese mice contain more CSC with
metastasis-initiating capacity. Our data provide direct
evidence that the primary tumor microenvironment of
obese mice generates more tumor cells with lung
metastasis-initiating capacity.

Discussion
To date, the link between obesity and worse outcomes
observed in patients with breast cancer remains poorly
understood, mainly due to the lack of experimental stud-
ies based on mouse models of metastasis that explore
the full metastatic cascade. In this study, we used ortho-
topic, syngeneic models of spontaneous breast cancer
metastasis and have discovered a novel experimental link
between obesity and tumor progression to metastasis;
collectively, our results show that the interactions be-
tween hypoxia, elements of the tumor microenviron-
ment (likely neutrophils) and tumor cells ultimately
orchestrate a shift towards TNBC/claudin-low tumors
and a consequent increase in metastasis-initiating cells
within primary tumors in obese mice. Overall, our data
provide an experimental link with clinical observations
describing higher TNBC rates in obese patients [2, 49].
Moreover, premenopausal and postmenopausal, over-
weight and obese patients with breast cancer are gener-
ally at higher risk of recurrence and resistance to
therapy [1, 2, 12, 50–52]. Biganzoli and collaborators
used data from the prospective “three-arms” trial with
very long follow up to show that the patient’s BMI at
diagnosis is associated with specific recurrence patterns
over time [53]. They observed for example that obese

patients present with at least two peaks of recurrences,
one early and one late. Our results showing TNBC fea-
tures and increased CSC content in tumors in obese
mice might explain the higher risk of recurrence and re-
sistance to therapy observed in overweight and obese
humans, although this hypothesis requires further stud-
ies to be confirmed.
Interestingly, recent work suggests that higher neutro-

phil infiltration in the lungs of obese mice results in
higher metastatic burden [13]. While in our setting pri-
mary tumor hypoxia could also be responsible for the
generation of a neutrophilic premetastatic niche in the
lungs [54], we here showed that the events in the pri-
mary tumor promote increased metastasis in obese mice
without the need for preconditioning the distant meta-
static site. Accordingly, in secondary transplants obese
primary tumors have higher metastatic potential regard-
less of the host in which they are grafted. The different
conclusions between this work [13] and ours are likely
to be explained by experimental differences, the most
significant of which is the use of orthotopic models of
spontaneous lung metastasis, which is the only strategy
that allows study of the whole metastatic cascade. In
addition, our obese mice were ovariectomized, thereby
better mimicking postmenopausal obesity in patients. In
short, while our results do not exclude additional metas-
tasis-promoting effects in the secondary site, they clearly
reveal important effects of postmenopausal obesity on the
primary tumor which are critical for metastatic spread
and colonization. We therefore think that our model pro-
vides a more clinically relevant approach to unravel the ef-
fects of obesity on breast cancer progression.
Due to the lack of ovarian-derived estrogens, postmeno-

pausal women are more prone to increases in their BMI.
We show that in our model this is not due to dietary fac-
tors but, similarly to humans, it is linked to each individ-
ual’s susceptibility to become obese [26]. Indeed, to
address the importance of the diet in the progression of
breast cancer, we used obesity-resistant M2/Th2 FVB/N
mice and demonstrated that the diet alone, i.e. in the ab-
sence of obesity, is not sufficient to affect tumor growth.
Local estrogen production has also been linked to the

increased risk of breast cancer and contributes to pro-
gression in postmenopausal women, given that after
menopause the production of estrogens is thought to
occur mainly in the adipose tissue [55]. However, we
were not able to detect aromatase transcripts in the adi-
pose tissue or the tumors of RD or HFD mice (data not
shown), which rules out potential effects of local estro-
gen production on tumor growth in obese animals.
Obesity is characterized by low-grade chronic inflamma-

tion. Our results indicate correlation between the infiltra-
tion of neutrophils in the primary tumor and the
acquisition of a more mesenchymal phenotype by tumor
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cells. In contrast, Kolb and collaborators found that the
inflammasome of macrophages in primary tumors in
obese mice is responsible for triggering angiogenesis
through expression of vascular endothelial growth factor
A (VEGFA), consequently boosting primary tumor growth
[10]. Our results differ in that we did not see increased
macrophage content in tumors from obese mice, and we
observed a reduction in vessel density with a concomitant
increase in hypoxia. We argue that this decrease in
vascularization is the same as observed in the adipose tis-
sue during obesity [56], and we suggest that higher prolif-
erative rates may be the result of p53 dysregulation.
Notwithstanding the differences between Kolb et al. and
our group, it is worth noting that in our experimental set-
ting elimination of macrophages by treatment with clo-
dronate liposomes did not reduce tumor growth but
rather the opposite. In addition, we and others have ob-
served that clodronate treatment reduces body weight in
obese mice, which is consistent with an obesity-promoting
effect of M1 macrophages [57]. Finally, it is known that
during obesity there is an increase in neutrophil recruit-
ment in the adipose tissue, which mediates insulin
resistance [58, 59]. Overall, our results indicate that
obesity-associated macrophages play a crucial role in
stimulating the growth of the adipose tissue, but they have
antagonistic effects on cancer progression. We here sug-
gest that other immune cells, such as neutrophils, might
be involved in primary tumor progression in obesity. Our
model might prove useful in identifying further key factors
relevant to breast cancer progression in obesity and to
evaluate potential therapeutic strategies.

Conclusions
In summary, we have found that decreased vascularization
in the primary tumors of postmenopausal obese mice trig-
gers hypoxia, neutrophil infiltration and EMT, leading to
the expansion of TNBC/claudin-low tumors and an in-
crease in metastasis-initiating cells. These results provide
an explanation for the higher incidence of metastasis and
higher ratio of TNBC observed in obese patients with
breast cancer and challenge the recent notion that
tumor-cell extrinsic factors in the secondary site are clin-
ically relevant to these patients.

Additional files

Additional file 1: Table S1. (DOCX 45.3 kb)

Additional file 2: Figure S1. Scheme of the experimental procedure
(A). Body weight comparison between ovariectomized (n = 12 RD, n = 12
HFD) and non-ovariectomized (n = 5 RD, n = 5 HFD) mice (B). Body
weight of ovariectomized RD and HFD mouse groups after 13 weeks of
diet (C; n = 29 RD and n = 35 HFD). Data distribution of mouse weight in
RD (D) and HFD (E) groups. Number of metastases seeded by same-sized
tumors in RD and HFD mice (F and G). Error bars in panel B indicate SEM.
(TIF 2261 kb)

Additional file 3: Figure S2. CD31 staining in C57BL/6 Rag2−/− mice
show no differences between tumors from RD and HFD mice when they
are grown in C57BL/6 Rag2−/− hosts (A, scalebar = 100uM). HIF1a staining
in wild-type (wt) and C57BL/6 Rag2−/− mice show that hypoxia is increased
in tumors from wt obese mice, while it is not changed in tumors in HFD-
fed C57BL/6 Rag2−/− mice (B, scalebar 100 uM). HE staining of RD and HFD
tumors showing enlarged nuclei and less packed chromatin in the latter (C,
scalebar 50 um). IHC analyses in tumor samples show faster progression in
HFD compared to RD tumors (D, n = 5, scalebar 50 um). (JPG 3325 kb)

Additional file 4: Figure S3. FACS analyses show lower percentages of
F4/80+ macrophages in the CD11b + compartment in Py230 HFD tumors
(A, n = 18 RD, n = 20 HFD). Percentages of M1 (F4/80 + CD206-) and M2
macrophages (F4/80 + CD206+) identified in the CD11b + compartment of
C57BL/6 and FVB/N mice (B, n = 3 RD, n= 7 HFD for C57BL/6 and n = 4 RD,
n= 4 HFD for FVB/N). Normalized western blot analysis for CD11b in
Py230-C57BL6 tumors (C; N= 8), Py230-C57BL/6;Rag2−/− tumors (D; N= 9)
and PyMT-FVB/N tumors (E; n = 8). Clodronate liposomes treatment increases
metastasis (F, n= 5 RD, n= 6 HFD). (TIF 1676 kb)

Additional file 5: Figure S4. Western blot analysis for E-cadherin, N-
cadherin, p21, and HIF1a in Py230-C57BL/6 tumor lysates of RD and HFD
(A). Western blot analysis for E-cadherin in PyMT tumors grown in FVB/N
mice (B). Tumor weight of groups used for qPCR and western blot
analyses (C, N = 10). CD11b strongly correlates with N-cadherin and
anti-correlates with E-cadherin (D, N = 10). IHC on RD vs HFD tumors
show nuclear p53 accumulation in the latter (E, scalebar 100 uM). qPCR
analyses on Py230 RD and HFD tumors show significant downregulation
of claudins and other cell-cell junction genes (F, n = 5). (TIF 9127 kb)

Abbreviations
ANOVA: Analysis of variance; BMI: Body mass index; CSC: Cancer stem cell;
EMT: Epithelial to mesenchymal transition; FACS: Fluorescence-activated cell
sorting; HER2: Human epidermal growth receptor 2; HFD: High-fat diet;
HIF1α: Hypoxia inducible factor 1 alpha; IHC: Immunohistochemistry;
PBS: Phosphate-buffered saline; RD: Regular diet; TAN: Tumor associated
neutrophil; TNBC: Triple-negative breast cancer

Acknowledgements
We thank Oriana Coquoz for excellent technical help, Dr. Elizabeth Allen for
critical revision of the manuscript and Dr. Christine Desmedt and Dr. Elia
Biganzoli for their invaluable scientific input.

Funding
This project was supported by a Sinergia grant to CR and GS (CRSII3_154499)
and an Ambizione career award to ASM (PZ00P3_154751) from the Swiss
National Science Foundation (SNSF).

Availability of data and materials
All data generated and analyzed during this study are included in this
manuscript and its supplementary files.

Authors’ contributions
Conceptualization: CR, ASM and GS; methodology: ASM and CR; experiments
performed by ASM, MB and FF; formal analysis: ASM; writing: original draft,
ASM; revision: ASM; funding acquisition: CR and ASM; supervision: ASM and
CR. All authors read and approved the final manuscript.

Ethics approval
All the experimental procedures involving mice were carried out in
accordance to the Swiss Animal Welfare Regulations and were previously
approved by the Cantonal Veterinary Service of the Canton Fribourg
(2015_07_FR).

Consent for publication
Not applicable.

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

Bousquenaud et al. Breast Cancer Research  (2018) 20:104 Page 9 of 11

https://doi.org/10.1186/s13058-018-1029-4
https://doi.org/10.1186/s13058-018-1029-4
https://doi.org/10.1186/s13058-018-1029-4
https://doi.org/10.1186/s13058-018-1029-4
https://doi.org/10.1186/s13058-018-1029-4


Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details
1Experimental and Translational Oncology Laboratory, Division of Pathology,
Department of Oncology, Microbiology and Immunology, Faculty of Science
and Medicine, University of Fribourg, Fribourg, Switzerland. 2Tumor Ecology
Laboratory, Division of Pathology, Department of Oncology, Microbiology
and Immunology, Faculty of Science and Medicine, University of Fribourg,
Chemin du Musée 18, PER17, CH-1700 Fribourg, Switzerland. 3Department of
Molecular and Clinical Medicine, The Wallenberg Laboratory, University of
Gothenburg, Gothenburg, Sweden. 4Swiss Integrative Center for Human
Health, Fribourg, Switzerland.

Received: 29 January 2018 Accepted: 19 July 2018

References
1. Calle EE, Rodriguez C, Walker-Thurmond K, Thun MJ. Overweight, obesity,

and mortality from cancer in a prospectively studied cohort of U.S. adults. N
Engl J Med. 2003;348(17):1625–38.

2. Jiralerspong S, Goodwin PJ. Obesity and breast Cancer prognosis: evidence,
challenges, and opportunities. J Clin Oncol. 2016;34(35):4203–16.

3. WCRF/AICR. Food, nutrition, physical activity, and the prevention of cancer:
a global perspective. Washington DC: AICR; 2007.

4. Hernandez AV, Guarnizo M, Miranda Y, Pasupuleti V, Deshpande A, Paico S,
Lenti H, Ganoza S, Montalvo L, Thota P, et al. Association between insulin
resistance and breast carcinoma: a systematic review and meta-analysis.
PLoS One. 2014;9(6):e99317.

5. Weisberg SP, McCann D, Desai M, Rosenbaum M, Leibel RL, Ferrante AW Jr.
Obesity is associated with macrophage accumulation in adipose tissue. J
Clin Invest. 2003;112(12):1796–808.

6. Solinas G, Karin M. JNK1 and IKKbeta: molecular links between obesity and
metabolic dysfunction. FASEB J. 2010;24(8):2596–611.

7. Lumeng CN, Bodzin JL, Saltiel AR. Obesity induces a phenotypic switch in
adipose tissue macrophage polarization. J Clin Invest. 2007;117(1):175–84.

8. Nishimura S, Manabe I, Nagasaki M, Eto K, Yamashita H, Ohsugi M, Otsu M,
Hara K, Ueki K, Sugiura S, et al. CD8+ effector T cells contribute to
macrophage recruitment and adipose tissue inflammation in obesity. Nat
Med. 2009;15(8):914–20.

9. Amano SU, Cohen JL, Vangala P, Tencerova M, Nicoloro SM, Yawe JC, Shen Y,
Czech MP, Aouadi M. Local proliferation of macrophages contributes to
obesity-associated adipose tissue inflammation. Cell Metab. 2014;19(1):162–71.

10. Kolb R, Phan L, Borcherding N, Liu Y, Yuan F, Janowski AM, Xie Q, Markan
KR, Li W, Potthoff MJ, et al. Obesity-associated NLRC4 inflammasome
activation drives breast cancer progression. Nat Commun. 2016;7:13007.

11. Williams CB, Yeh ES, Soloff AC. Tumor-associated macrophages: unwitting
accomplices in breast cancer malignancy. NPJ Breast Cancer. 2016;2

12. Ewertz M, Jensen MB, Gunnarsdottir KA, Hojris I, Jakobsen EH, Nielsen D,
Stenbygaard LE, Tange UB, Cold S. Effect of obesity on prognosis after early-
stage breast cancer. J Clin Oncol. 2011;29(1):25–31.

13. Quail DF, Olson OC, Bhardwaj P, Walsh LA, Akkari L, Quick ML, Chen IC,
Wendel N, Ben-Chetrit N, Walker J, et al. Obesity alters the lung myeloid cell
landscape to enhance breast cancer metastasis through IL5 and GM-CSF.
Nat Cell Biol. 2017;19(8):974–87.

14. Baek AE, Yu YA, He S, Wardell SE, Chang CY, Kwon S, Pillai RV, McDowell HB,
Thompson JW, Dubois LG, et al. The cholesterol metabolite 27
hydroxycholesterol facilitates breast cancer metastasis through its actions
on immune cells. Nat Commun. 2017;8(1):864.

15. Malanchi I, Santamaria-Martinez A, Susanto E, Peng H, Lehr HA, Delaloye JF,
Huelsken J. Interactions between cancer stem cells and their niche govern
metastatic colonization. Nature. 2011;481(7379):85–9.

16. Guy CT, Cardiff RD, Muller WJ. Induction of mammary tumors by expression
of polyomavirus middle T oncogene: a transgenic mouse model for
metastatic disease. Mol Cell Biol. 1992;12(3):954–61.

17. Shinkai Y, Rathbun G, Lam KP, Oltz EM, Stewart V, Mendelsohn M, Charron J,
Datta M, Young F, Stall AM, et al. RAG-2-deficient mice lack mature
lymphocytes owing to inability to initiate V(D)J rearrangement. Cell. 1992;
68(5):855–67.

18. Kuonen F, Laurent J, Secondini C, Lorusso G, Stehle JC, Rausch T, Faes-
Van't Hull E, Bieler G, Alghisi GC, Schwendener R, et al. Inhibition of the
Kit ligand/c-Kit axis attenuates metastasis in a mouse model mimicking
local breast cancer relapse after radiotherapy. Clin Cancer Res. 2012;
18(16):4365–74.

19. Sugiura K, Stock CC. Studies in a tumor spectrum. I. Comparison of the
action of methylbis (2-chloroethyl)amine and 3-bis(2-
chloroethyl)aminomethyl-4-methoxymethyl −5-hydroxy-6-methylpyridine on
the growth of a variety of mouse and rat tumors. Cancer. 1952;5(2):382–402.

20. Biswas T, Gu X, Yang J, Ellies LG, Sun LZ. Attenuation of TGF-beta signaling
supports tumor progression of a mesenchymal-like mammary tumor cell
line in a syngeneic murine model. Cancer Lett. 2014;346(1):129–38.

21. Winzell MS, Ahren B. The high-fat diet-fed mouse: a model for studying
mechanisms and treatment of impaired glucose tolerance and type 2
diabetes. Diabetes. 2004;53(Suppl 3):S215–9.

22. Rose DP, Komninou D, Stephenson GD. Obesity, adipocytokines, and insulin
resistance in breast cancer. Obes Rev. 2004;5(3):153–65.

23. Bao L, Cardiff RD, Steinbach P, Messer KS, Ellies LG. Multipotent luminal
mammary cancer stem cells model tumor heterogeneity. Breast Cancer Res.
2015;17(1):137.

24. Ewens A, Mihich E, Ehrke MJ. Distant metastasis from subcutaneously grown
E0771 medullary breast adenocarcinoma. Anticancer Res. 2005;25(6B):3905–15.

25. Levin BE, Keesey RE. Defense of differing body weight set points in diet-
induced obese and resistant rats. Am J Phys. 1998;274(2 Pt 2):R412–9.

26. Levine JA, Eberhardt NL, Jensen MD. Role of nonexercise activity
thermogenesis in resistance to fat gain in humans. Science. 1999;283(5399):
212–4.

27. Maehle BO, Tretli S, Skjaerven R, Thorsen T. Premorbid body weight and its
relations to primary tumour diameter in breast cancer patients; its
dependence on estrogen and progesterone receptor status. Breast Cancer
Res Treat. 2001;68(2):159–69.

28. Sieri S, Chiodini P, Agnoli C, Pala V, Berrino F, Trichopoulou A, Benetou V,
Vasilopoulou E, Sanchez MJ, Chirlaque MD, et al. Dietary fat intake and
development of specific breast cancer subtypes. J Natl Cancer Inst. 2014;106(5)

29. Sieri S, Krogh V, Ferrari P, Berrino F, Pala V, Thiebaut AC, Tjonneland A, Olsen
A, Overvad K, Jakobsen MU, et al. Dietary fat and breast cancer risk in the
European prospective investigation into cancer and nutrition. Am J Clin
Nutr. 2008;88(5):1304–12.

30. Chawla A, Nguyen KD, Goh YP. Macrophage-mediated inflammation in
metabolic disease. Nat Rev Immunol. 2011;11(11):738–49.

31. Mills CD, Kincaid K, Alt JM, Heilman MJ, Hill AM. M-1/M-2 macrophages and
the Th1/Th2 paradigm. J Immunol. 2000;164(12):6166–73.

32. Murano I, Barbatelli G, Parisani V, Latini C, Muzzonigro G, Castellucci M, Cinti
S. Dead adipocytes, detected as crown-like structures, are prevalent in
visceral fat depots of genetically obese mice. J Lipid Res. 2008;49(7):1562–8.

33. Hosogai N, Fukuhara A, Oshima K, Miyata Y, Tanaka S, Segawa K,
Furukawa S, Tochino Y, Komuro R, Matsuda M, et al. Adipose tissue
hypoxia in obesity and its impact on adipocytokine dysregulation.
Diabetes. 2007;56(4):901–11.

34. Michailidou Z, Turban S, Miller E, Zou X, Schrader J, Ratcliffe PJ, Hadoke PW,
Walker BR, Iredale JP, Morton NM, et al. Increased angiogenesis protects
against adipose hypoxia and fibrosis in metabolic disease-resistant 11beta-
hydroxysteroid dehydrogenase type 1 (HSD1)-deficient mice. J Biol Chem.
2012;287(6):4188–97.

35. Pasarica M, Sereda OR, Redman LM, Albarado DC, Hymel DT, Roan LE, Rood
JC, Burk DH, Smith SR. Reduced adipose tissue oxygenation in human
obesity: evidence for rarefaction, macrophage chemotaxis, and
inflammation without an angiogenic response. Diabetes. 2009;58(3):718–25.

36. Rausch ME, Weisberg S, Vardhana P, Tortoriello DV. Obesity in C57BL/6J
mice is characterized by adipose tissue hypoxia and cytotoxic T-cell
infiltration. Int J Obes. 2008;32(3):451–63.

37. Lee YS, Kim JW, Osborne O, Oh DY, Sasik R, Schenk S, Chen A, Chung H,
Murphy A, Watkins SM, et al. Increased adipocyte O2 consumption triggers
HIF-1alpha, causing inflammation and insulin resistance in obesity. Cell.
2014;157(6):1339–52.

38. Cancer Genome Atlas N. Comprehensive molecular portraits of human
breast tumours. Nature. 2012;490(7418):61–70.

39. Montagner M, Enzo E, Forcato M, Zanconato F, Parenti A, Rampazzo E,
Basso G, Leo G, Rosato A, Bicciato S, et al. SHARP1 suppresses breast cancer
metastasis by promoting degradation of hypoxia-inducible factors. Nature.
2012;487(7407):380–4.

Bousquenaud et al. Breast Cancer Research  (2018) 20:104 Page 10 of 11



40. Dent R, Trudeau M, Pritchard KI, Hanna WM, Kahn HK, Sawka CA, Lickley LA,
Rawlinson E, Sun P, Narod SA. Triple-negative breast cancer: clinical features
and patterns of recurrence. Clin Cancer Res. 2007;13(15 Pt 1):4429–34.

41. Mraz M, Haluzik M. The role of adipose tissue immune cells in obesity and
low-grade inflammation. J Endocrinol. 2014;222(3):R113–27.

42. Powell DR, Huttenlocher A. Neutrophils in the tumor microenvironment.
Trends Immunol. 2016;37(1):41–52.

43. Mani SA, Guo W, Liao MJ, Eaton EN, Ayyanan A, Zhou AY, Brooks M,
Reinhard F, Zhang CC, Shipitsin M, et al. The epithelial-mesenchymal
transition generates cells with properties of stem cells. Cell. 2008;133(4):
704–15.

44. Prat A, Parker JS, Karginova O, Fan C, Livasy C, Herschkowitz JI, He X, Perou
CM. Phenotypic and molecular characterization of the claudin-low intrinsic
subtype of breast cancer. Breast Cancer Res. 2010;12(5):R68.

45. Carey LA, Perou CM, Livasy CA, Dressler LG, Cowan D, Conway K, Karaca G,
Troester MA, Tse CK, Edmiston S, et al. Race, breast cancer subtypes, and
survival in the Carolina breast cancer study. JAMA. 2006;295(21):2492–502.

46. Herschkowitz JI, Zhao W, Zhang M, Usary J, Murrow G, Edwards D, Knezevic
J, Greene SB, Darr D, Troester MA, et al. Comparative oncogenomics
identifies breast tumors enriched in functional tumor-initiating cells. Proc
Natl Acad Sci U S A. 2012;109(8):2778–83.

47. Sorlie T, Perou CM, Tibshirani R, Aas T, Geisler S, Johnsen H, Hastie T, Eisen
MB, van de Rijn M, Jeffrey SS, et al. Gene expression patterns of breast
carcinomas distinguish tumor subclasses with clinical implications. Proc Natl
Acad Sci U S A. 2001;98(19):10869–74.

48. Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA,
Paulovich A, Pomeroy SL, Golub TR, Lander ES, et al. Gene set enrichment
analysis: a knowledge-based approach for interpreting genome-wide
expression profiles. Proc Natl Acad Sci U S A. 2005;102(43):15545–50.

49. Reeves GK, Pirie K, Beral V, Green J, Spencer E, Bull D, Million Women Study
Collaboration. Cancer incidence and mortality in relation to body mass
index in the Million Women Study: cohort study. BMJ. 2007;335(7630):1134.

50. Lauby-Secretan B, Scoccianti C, Loomis D, Grosse Y, Bianchini F, Straif K,
International Agency for Research on Cancer Handbook Working Group.
Body fatness and cancer–viewpoint of the IARC working group. N Engl J
Med. 2016;375(8):794–8.

51. Protani M, Coory M, Martin JH. Effect of obesity on survival of women with
breast cancer: systematic review and meta-analysis. Breast Cancer Res Treat.
2010;123(3):627–35.

52. Sparano JA, Zhao F, Martino S, Ligibel JA, Perez EA, Saphner T, Wolff AC,
Sledge GW Jr, Wood WC, Davidson NE. Long-term follow-up of the E1199
phase III trial evaluating the role of taxane and schedule in operable breast
cancer. J Clin Oncol. 2015;33(21):2353–60.

53. Biganzoli E, Desmedt C, Fornili M, de Azambuja E, Cornez N, Ries F, Closon-
Dejardin MT, Kerger J, Focan C, Di Leo A, et al. Recurrence dynamics of breast
cancer according to baseline body mass index. Eur J Cancer. 2017;87:10–20.

54. Sceneay J, Chow MT, Chen A, Halse HM, Wong CS, Andrews DM, Sloan EK,
Parker BS, Bowtell DD, Smyth MJ, et al. Primary tumor hypoxia recruits
CD11b+/Ly6Cmed/Ly6G+ immune suppressor cells and compromises NK
cell cytotoxicity in the premetastatic niche. Cancer Res. 2012;72(16):3906–11.

55. Cleary MP, Grossmann ME. Minireview: obesity and breast cancer: the
estrogen connection. Endocrinology. 2009;150(6):2537–42.

56. Corvera S, Gealekman O. Adipose tissue angiogenesis: impact on obesity
and type-2 diabetes. Biochim Biophys Acta. 2014;1842(3):463–72.

57. Bu L, Gao M, Qu S, Liu D. Intraperitoneal injection of clodronate liposomes
eliminates visceral adipose macrophages and blocks high-fat diet-induced
weight gain and development of insulin resistance. AAPS J. 2013;15(4):
1001–11.

58. Elgazar-Carmon V, Rudich A, Hadad N, Levy R. Neutrophils transiently
infiltrate intra-abdominal fat early in the course of high-fat feeding. J Lipid
Res. 2008;49(9):1894–903.

59. Talukdar S, Oh DY, Bandyopadhyay G, Li D, Xu J, McNelis J, Lu M, Li P, Yan
Q, Zhu Y, et al. Neutrophils mediate insulin resistance in mice fed a high-fat
diet through secreted elastase. Nat Med. 2012;18(9):1407–12.

Bousquenaud et al. Breast Cancer Research  (2018) 20:104 Page 11 of 11


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Mouse work
	Antibodies and reagents
	Cell culture
	Fluorescence-activated cell sorting (FACS) analysis
	Immunohistofluorescence
	Western blot
	Real-time PCR
	Statistics

	Results
	Mice fed with a HFD experience faster tumor growth and progression to metastasis
	Obesity and not dietary factors is responsible for differences in tumor progression
	Obesity reduces angiogenesis and promotes hypoxia in the primary site
	The obese primary tumor microenvironment stimulates the expansion of metastasis-initiating cells

	Discussion
	Conclusions
	Additional files
	Abbreviations
	Acknowledgements
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

