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Abstract

Background: Breast cancer is a heterogeneous disease for which prognosis and treatment strategies are largely
governed by the receptor status (estrogen, progesterone and Her2) of the tumor cells. Gene expression profiling of
whole breast tumors further stratifies breast cancer into several molecular subtypes which also co-segregate with
the receptor status of the tumor cells. We postulated that cancer associated fibroblasts (CAFs) within the tumor
stroma may exhibit subtype specific gene expression profiles and thus contribute to the biology of the disease in a
subtype specific manner. Several studies have reported gene expression profile differences between CAFs and
normal breast fibroblasts but in none of these studies were the results stratified based on tumor subtypes.

Methods: To address whether gene expression in breast cancer associated fibroblasts varies between breast cancer
subtypes, we compared the gene expression profiles of early passage primary CAFs isolated from twenty human
breast cancer samples representing three main subtypes; seven ER+, seven triple negative (TNBC) and six Her2+.

Results: We observed significant expression differences between CAFs derived from Her2+ breast cancer and CAFs
from TNBC and ER + cancers, particularly in pathways associated with cytoskeleton and integrin signaling. In the
case of Her2+ breast cancer, the signaling pathways found to be selectively up regulated in CAFs likely contribute
to the enhanced migration of breast cancer cells in transwell assays and may contribute to the unfavorable
prognosis of Her2+ breast cancer.

Conclusions: These data demonstrate that in addition to the distinct molecular profiles that characterize the
neoplastic cells, CAF gene expression is also differentially regulated in distinct subtypes of breast cancer.
Background
Gene expression profiling of whole breast tumors has
stratified breast cancer into several molecular subtypes
that largely correlate with the expression status of three
receptors in the tumor cells, namely estrogen (ER), pro-
gesterone (PR), and Her2-neu (Her2) [1,2]. The most
common breast cancer subtype expresses either ER or
PR but lacks Her2 expression. Breast cancers that do not
express any of the 3 receptors, known as triple negative
breast cancer (TNBC), and those that express Her2
(Her2+) are less common, comprising approximately
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15% and 25% of all breast cancers respectively. Her2+
and TNBC have less favorable prognosis compared to
ER+ cancers [3,4]. How cancer cells acquire a specific
molecular phenotype is uncertain. It has been postulated
recently that the tumor stroma and the cancer cells may
co-evolve to support the selection or enrichment of a
specific cancer subtype [5].
Much of the earlier gene expression profile analyses

of breast cancer were performed using RNA extracted
from tumor samples comprised of at least 50% of
tumor cells, with the tumor stromal cells being a minor
but important component. As tumor cell survival and
tumor progression are dependent on the tumor micro-
environment, elucidating the symbiotic relationship be-
tween neoplastic cells and stromal cells is crucial to
further our understanding of the pathogenesis of the
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Figure 1 qRT-PCR validation. qPCR was used to validate microarray results for 6 genes found to be significantly different in either Her2+ vs ER
+, Her2+ vs TNBC or ER + vs TNBC comparison in microarrays data. Expression for arrays and qPCR were normalized separately over average value
across absolute expression for Her2 +, ER + and TNBC groups. Error bars represent standard error of mean for the group.
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disease [5-8]. This interdependency is reinforced by the
recent identification of a stroma-derived gene signature
that correlates with prognosis suggesting that the tumor
stroma contributes significantly to the invasive and
metastatic potential of tumor cells [9]. A unique breast
cancer stroma signature has also been observed in
women of African American descent compared to
European American descent [10], while a stromal gene
signature has been reported to predict response to
chemotherapy [11]. These observations support the sug-
gestion that intrinsic heterogeneities between the tumor
stroma may correlate with patient-specific characteristics,
prognosis, therapeutic response, and, perhaps, tumor sub-
types. However, breast cancer subtype-specific differences
have not yet been reported for the tumor stromal cells
even though multiple studies have shown that the gene
expression profiles of breast cancer associated fibroblasts
(CAFs) are distinctly different from their normal counter-
parts. None of these prior studies had stratified their
results based on tumor subtypes [12-16].
In this study, we isolated CAFs from twenty primary

breast cancer samples representing three main subtypes
(ER + (n = 7), TNBC (n = 7), Her2+ (n = 6)) and performed
gene expression profile analyses on RNA isolated from
these early passage CAFs. Subtype-specific gene expres-
sion profile differences were observed that distinguished
CAFs derived from Her2+ cancers and TNBC and ER+
cancers. Several genes, e.g. ITGA3, ITGA5, CFL1, and
RHOA, that were found to be selectively up regulated in
CAFs derived from Her2+ but not ER+ or TNBC breast
cancers are known to be involved with pathways asso-
ciated with integrin and RhoA signaling suggesting that
CAFs may contribute to the invasiveness of Her2+ breast
cancer [17]. Migration of breast cancer cells,T47D, was
significantly enhanced by CAFs derived from Her2+
breast cancer compared with ER + or TNBC. Our find-
ings suggest that CAFs might contribute to the biology of
the disease in a subtype-specific manner. Our findings
are also consistent with the recently proposed tumor-
stroma co-evolution hypothesis [5].

Methods
Patients and clinical characteristics of study cohort
Women with primary operable breast cancer undergoing
breast surgery at the Hospital of the University of Pennsyl-
vania were asked to participate in our tissue banking
protocol approved by the institutional review board.
Informed consent was obtained from all participants. Our
study cohort included 20 women diagnosed with breast
cancer between 2008 and 2011. Breast tumors were strati-
fied into three subgroups according to receptor expression
determined by immunohistochemistry (IHC) as described
previously [18]: 1) ER+denotes breast cancer which
expresses either ER or PR and lacks Her2 expression
(n= 7); 2) TNBC denotes breast cancer that lacks expres-
sion of ER, PR, and Her2 (n= 7); and 3) Her2+ group
(n= 6) denotes breast cancer which expresses Her2
as determined by IHC and/or fluorescence in situ



Table 1 List of samples used in gene expression analyses

Subtype Patient ID b1 b2 set

TNBC TB123 x training

TB125 x

TB134 x x

TB160 x

TB162 x testing

TB164 x

TB147 x outlier

ER+ TB71 x training

TB75 x

TB130 x

TB163 x

TB165 x

TB98 x x testing

TB120 x

Her2+ TB76 x training

TB117 x x

TB136 x

TB122 x x testing

TB129 x

Her2+/ER+ TB148 x testing

List of samples divided into two batches (b1 and b2) including two samples
from each subtype as an independent validation (testing) set as indicated.
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hybridization with (n= 1) or without expression of ER or
PR (n= 5). All data collection and analyses were adherent
to Institutional Review Board approved protocols. Clinical
characteristics, including age at diagnosis, race, histology,
tumor size, tumor grade, and number of involved (+) ax-
illa nodes were compared. Pair-wise comparison was done
using two-tail t-test for age and tumor size, and Fisher’s
exact test for race (Caucasian vs. African-American), hist-
ology, tumor grade (II vs. III) and number of (+) axilla
nodes (none vs. one or more).

Tissue dissociation and cell culture
After our surgical pathologists completed gross exam-
ination and inking of the tumor specimen, fresh tumor
tissue was taken from the center of the tumor without
interfering with margin assessment as determined by
the pathologists. The tissues were stored in ice cold
medium DMEM/F12 supplemented with 10% fetal bo-
vine serum (FBS), penicillin and streptomycin. The
fresh tumor tissue was kept on ice at 4°C until ready
for processing within 6 hours from the excision time.
If the tumor tissue weighed less than 0.5 gram (n = 5)
(TB160 – TB165), the tissue was mechanically disso-
ciated by mincing with scalpel and scissors to 1–2 mm3

in a 10 cm tissue culture plate. Fibroblast growth
medium (DMEM supplemented with 10% FBS penicillin
and streptomycin) was then added. After several days,
outgrowth of spindle shaped cells was observed. Tissue
debris and non-adherent cells were removed and medium
changed between day 2–4. For tissues (n = 14) weighing
more than 0.5 gram (TB71 - TB148) the tissue was
minced as described above and then enzymatically disso-
ciated in tissue digestion buffer containing collagenase I
(Worthington), hyaluronidase (Sigma), Collagenase IV
(Worthington) at 1 mg/ml of each enzyme in DMEM/
F12 medium in a volume of 1:5 ratio of tumor to buffer
(wt/vol) on a gyrating platform at 37o C for 30 min. The
digestion was quenched by addition of fibroblast growth
medium and filtered through a 70 μm cell strainer. Cells
were pelleted at 1500 rpm for 10 min. Tissue debris and
non-adherent cells were removed during medium change
between day 2 or 4. By 10 – 14 days, near confluent ad-
herent spindle shaped cells were harvested using 0.25%
trypsin in versene, washed and replated in fresh fibroblast
growth medium. Medium was changed every 4 – 7 days.
CAFs from early passages (passage 2–3) were harvested
and the cell pellet was stored in RNA later (Applied
Biosystems) at −80°C until RNA was isolated.

RNA purification and microarrays
RNA purification was carried out using TRI ReagentW

(Molecular Research Center) according to manufacturer’s
recommendations. RNA quality was determined using
the Bioanalyzer (Agilent). Only samples with RIN
numbers > 7.5 were used for further studies. Equal
amounts (400 ng) of total RNA was amplified as recom-
mended by Illumina and hybridized to the HumanHT-
12 v4 human whole genome bead arrays. Illumina Bead-
Studio v.3.0 software was used to export expression
levels and detect p-values for each probe of each sample.
Quality control of each array was performed using me-
dian Spearman correlation computed against all other
arrays. Arrays whose median correlation differed from
the global correlation by more than 8 absolute deviations
were marked as outliers and not used for further analysis
(resulting in the removal of one TNBC sample, TB147
(Table 1)). The remaining 19 arrays were then quantile-
normalized between each other and filtered to remove
non-informative probes (probes with a detection p-
value > 0.05 in all samples). Between-batch normalization
was performed using Distance Weighted Discrimination
(DWD) approach [19] using 4 samples replicated in the
2 microarray batches. Average expression between repli-
cates was used for data analysis. The data was submitted
to GEO database (http://www.ncbi.nlm.nih.gov/geo/) and
available by using accession number GSE37614.

Flow cytometry analysis
1Adherent early passage CAFs were harvested with
0.05% trypsin/versene, washed in standard FACS buf-
fer containing (5 ul/test) Fc blocking antibodies as

http://www.ncbi.nlm.nih.gov/geo/
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recommended by the manufacture (Biolegend), and
stained with the following directly conjugated antibodies
for the evaluation of surface markers by flow cytometry
analyses:
EpCAM: PE anti-human CD326 clone 9C4 (Biolegend)

used at 1ug/ml; PE-F19: mouse anti-human FAPα mono-
clonal antibody (clone F19), used at 1/10 dilution, was
purified from serum-free hybridoma supernatant as
described [20,21]; CD45: APC mouse anti-human CD45
(BD Pharmingen) used at 20ul/test according to manu-
facturer's recommendation; CD31: APC anti-human
CD31 clone WM59 (eBioscience) used at 5ug/ml.
Independent validation
We randomly selected two samples from each Her2+, ER+
and TNBC subtype as an independent validation set (test-
ing set Table 1). One sample which was unique in its sub-
type classification in that the CAF was derived from a
Her2+ and ER+breast cancer (TB148, Additional file 1:
Table S1) was also added to the testing set in order to
show how it would be classified based only on its gene ex-
pression profile. The training set used to select the genes
that distinguish the 3 CAF subtypes included 3 Her2+, 5
ER+ and 4 TNBC samples was analyzed with one way
ANOVA to identify a list of significant genes with p-
value < 0.05 used as a significance threshold. Expression
patterns of the significant genes were used for Principal
Component Analysis. Projection of training and testing set
samples on the first two principal components was used to
visualize relationship between samples.
Differentially expressed genes
After the validation, a final list of significant genes differ-
entially expressed between three classes of samples
(Her2+, ER+ and TNBC) was determined by using one
way ANOVA on the full set of samples, except for the
one Her2+/ER + sample (TB148). False discovery rate
(FDR) was determined according to published protocol
[22]. Significance for genes between each pair of groups
was determined by Tukey post-hoc test. P-value <0.05
was set as a significance threshold.
Gene enrichment analysis
Identification of biological functions and pathways overre-
presented in any gene list was done using DAVID [23] and
Ingenuity Pathway Analysis (IPA) software (Ingenuity Sys-
tems, Redwood City, CA). DAVID results were restricted
to gene ontology (GO) terms, KEGG, and BIOCARTA
pathways and Swiss-Prot keyword enrichments and fil-
tered to satisfy FDR <5% and fold enrichment >2 criteria.
Significance of IPA results was defined by Benjamini-
Hochberg corrected for multiple testing p-value < 0.05.
Heatmap
Heatmap was generated for a list of the 44 significant
genes (with a fold change > 2) that distinguish Her2+
CAFs from both ER+ and TNBC derived CAFs. Genes
were hierarchically clustered using Spearman correlation
distance and complete linkage. Heatmap color intensities
were proportional to a value calculated as a ratio between
the gene expression in a single sample and the geometric
mean expression of the gene across all samples.
qPCR validation
Expression of six genes, ITGA3, ITGA5, OXTR, WNT5B,
BCAR1 and FZD1, as well as 3 endogenous controls (ec)
RPL19, TBP and UBA5 were assessed by qRT-PCR in tripli-
cates. Median Ct values for each gene were used for ΔΔCt
analysis, where ΔCt was calculated against average Ct of
the three endogenous controls and ΔΔCt calculated as dif-
ference between average ΔCt values of compared groups.
Final fold change between a pair of groups was calculated
as 2ΔΔCt. Significance of the difference between two groups
was tested by two-tail t-test on ΔCt values. For comparison
with expression values from microarrays, corrected for
loading bias absolute expression values E for each gene G
were calculated as follows: E=AEG/(AEec/avg(AEec)),
where absolute expression AEG=2

40-Ct, AEec is an average
AE between three endogenous controls and avg(AEec) is an
average of AEec taken across all samples. Expression values
were then normalized for microarray and qRT-PCR data
separately over three group average absolute expression
values.
Transwell migration assay
The migration properties of T47D (ATCC), a breast can-
cer cell line, known to have low migratory properties
[24], was evaluated in the presence or absence of CAFs
derived from ER, TNBC, and Her2+ breast cancer using
a transwell assay. CAFs (1×104 cells) from each of the
three subtypes were seeded in 100 μl of DMEM contain-
ing 1% serum medium in the lower well of a Transwell
chamber (Costar, Inc.) with 8 μm pore size polycarbonate
filters and left to attach for 90mins. As control, medium
containing no CAFs was placed in the lower well. T47D
(1×104 cells) were then seeded onto the upper chamber
in 1% serum medium. Transwell chambers were incu-
bated for 48 hours at 37°C and 5% CO2. Membranes
were stained with DAPI (Invitrogen) for 15 min, rinsed
with PBS and fixed with 10% buffered formalin (Fisher
Scientific, SF100-20) for 15 min before imaging. The
number of T47D cells that migrated onto the underside
of the membrane was counted in 5 fields using a Nikon
TE2000 inverted microscope at 10× magnification and
plotted. Statistical evaluation was performed using Graph
Pad Prism (GraphPad Software, Inc.)



Table 2 Clinical characteristics of breast cancer study cohort

Overall TNBC ER+ Her2+ p-values

TNBC vs. ER+ TNBC vs. Her2+ ER+ vs. Her2+

n 20 7 7 6

Age at diagnosis mean ± standard deviation 52 ± 16 47 ± 14 59 ± 18 49 ± 16 0.21 0.83 0.33

Ethnicity

Caucasian 10 3 5 2 0.59 1 0.56

African American 9 4 2 3

Asian 1 0 0 1

Invasive carcinoma
histology

ductal 14 7 3 6 0.07 1 0.19

lobular 6 0 4 0

Tumor size (cm) mean ± standard deviation 4.8 ± 4.2 3.0 ± 1.1 4.9 ± 2.5 5.7 ± 7.4 0.06 0.35 0.81

T1 <2 cm 4 1 1 2

T2 2.1 - 5 cm 10 6 2 2

T3 >5 cm 6 0 4 2

Tumor grade

I 0 0 0 0

II 3 1 3 0 0.03 1 0.03

III 11 6 0 4

not assessed 6 0 4 2

No. of involved axilla node(s)
mean ± standard deviation

5.5 ± 7.8 4.1 ± 8.6 6.4 ± 8.4 6.0 ± 7.0 0.10 0.56 0.52

0 8 5 1 2

1-3 4 0 4 0

4-9 3 1 0 1

>9 4 1 2 2

not assessed 1 0 0 1

Receptor status

ER+ 8 0 7 1

PR+ 7 0 7 0

Her2+ 6 0 0 6
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Results
Isolation of CAFs from fresh human breast cancer
samples
The clinical characteristics of the study cohort are sum-
marized in Table 2. Detailed clinical characteristics of each
tumor are provided in Additional file1: Table S1. No sig-
nificant differences were noted among the three subgroups,
except for tumor grade (Table 2). The morphology of CAFs
isolated from the 3 different breast cancer subtypes was
similar (Figure 1). Further phenotypic characterization
using flow cytometry analysis demonstrated that >95% of
these cells expressed fibroblast activation protein (FAP), a
previously identified marker of cancer associated fibro-
blasts [25-28]. Moreover, >99% of the cells were negative
for the epithelial cell adhesion molecule (EpCAM), a breast
cancer epithelial cell surface marker [12]; CD31, also
known as platelet endothelial cell adhesion molecule
(PECAM-1), an endothelial cell marker, and CD45, a pan-
leukocyte marker (Figure 2, lower panel). Moreover, these
CAFs uniformly expressed vimentin and collagen by
immunohistochemistry (data not shown).

Gene expression profile analyses of CAFs derived from
TNBC, ER + and Her2+ breast cancer
RNA isolated from the early passage CAFs were assayed
for gene expression and randomly assigned to two sam-
ple sets, namely, training and testing sets (Table 1) to
perform independent validation. Using one-way ANOVA
on the training set (4 TNBC samples, 5 ER + samples
and 3 Her2+ samples)), we identified 782 genes that
were differentially expressed between TNBC, ER + and
Her2+ samples (p-value < 0.05). In order to visualize the
relationships between the sample types, we performed
unsupervised Principal Component Analysis using the
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782 significant genes (Figure 2A). This type of plot
reflects the similarities and differences between all sam-
ples in relation to the 782 significant genes. It should be
noted that the first principal component plotted on the
X axis accounts for 49% of the variation in the data and
indicates that there are significant differences between
the CAFs derived from the Her2+ cancers and both the
TNBC and ER+ breast cancers, as these samples are
equally separated from the Her2+ samples along the X
axis. The second principal component plotted on the Y
Her2+ vs ER+
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the training set that we used to select the significant
genes that defined this separation. Figure 2B confirms
these genes also identify the subtype differences in new
samples analyzed as an independent validation set and
included two new Her2+ samples and t two new ER +
and two new TNBC samples. The new Her2+ samples
clearly cluster with the Her2+ samples in the training
set while the new ER + and TNBC samples once again
cluster with the ER + and TNBC training set samples.
Although the ER + and TNBC derived CAFs appear to
self segregate along the 2nd principal component in the
training set (Figure 2A), no significant differences in
gene expression were detected between the ER + and
TNBC CAFs in the testing set (Figure 2B). This
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indicates that there is a high degree of gene expression
similarity in the CAFs associated with the ER + and
TNBC cancer subtypes.
It should also be noted that new sample TB148, which

is both Her2+ and ER+, co-segregates with the Her2+
samples which were all ER- (Figure 2B), indicating the
presence of a gene expression profile more similar to the
Her2+ CAFs and not the ER +CAF sample group. This
indicates a dominance of Her2+ CAF gene expression
signature over ER +CAF signature.
We also combined the expression data for all samples

(except for the Her2+/ER+TB148) to take advantage of
the larger sample size and ran one way ANOVA to define
a final list of significant genes differentially expressed be-
tween Her2+, ER+and TNBC in the larger data set. We
found 1829 differentially expressed genes with p-value <
0.05 and estimated false discovery rate of 28%. When the
relationships between the different CAF subtypes were
reassessed using Principal Component Analysis with the
new gene set, we found the same cancer subtype specific
differences as demonstrated on training subset (Figure 2A).
The number of significant genes identified by pair-

wise comparisons (Tukey post-hoc test) between the
three classes of patient samples, i.e. Her2+ vs ER+, Her2+
vs. TNBC and ER+ vs TNBC samples, are presented in
the Venn diagram in Figure 3. These results quantify the
visual interpretation of Principal Component Analysis
demonstrating that while 1,800 genes were significantly
differentially expressed between Her2+ and either ER+ or
TNBC, only 118 genes were significantly different between



Table 3 Canonical pathways upregulated in Her2+ compared to ER+ and TNBC samples

Enriched ingenuity
canonical pathways

pval # of genes Genes

P L " #
Actin Cytoskeleton Signaling 0.0002 226 20 20 0 PFN1", MYL6", CFL1", ARPC5L", CSK", HRAS", ITGA5", IQGAP1", ITGA3",

BCAR1", ACTG1", MYL9", MYL12A", PIP5K1C", ARPC2", RHOA", MYH9",
VCL", ACTN1", MSN"

Integrin Signaling 0.0008 205 18 18 0 MAP3K11", RHOC", ARPC5L", ILK", HRAS", PLCG1", ITGA5", TNK2",
ITGA3", BCAR1", ACTG1", NCK2", ARF1", MYL12A", ARPC2", RHOA",
VCL", ACTN1"

Regulation of Actin-based
Motility by Rho

0.001 87 11 11 0 MYL9", MYL12A", PFN1", CFL1", MYL6", ARPC5L", PIP5K1C", RHOC",
ARPC2", RHOA", ARHGDIA"

Rac Signaling 0.002 117 12 12 0 RELA", MAP3K11", CFL1", ARPC5L", PIP5K1C", ARPC2", RHOA", ITGA5",
HRAS", SH3RF1", ITGA3", IQGAP1"

Cdc42 Signaling 0.003 142 13 13 0 MPRIP", MAP3K11", CFL1", MYL6", ARPC5L", ITGA5", TNK2", ITGA3",
IQGAP1", HLA-F", MYL9", MYL12A", ARPC2"

ILK Signaling 0.005 182 15 14 1 RELA", CFL1", MYL6", RHOC", ILK", ACTG1", MYC#, NCK2", MYL9",
TGFB1I1", PPP2R1A", FLNA", RHOA", MYH9", ACTN1"

RhoA Signaling 0.006 107 11 11 0 MYL9", MYL12A", PFN1", CFL1", MYL6", ARPC5L", PIP5K1C", ARPC2",
RHOA", ACTG1", MSN"

PI3K/AKT Signaling 0.010 129 11 10 1 RELA", PPP2R1A", NFKBIA#, YWHAH", TSC2", TYK2", ILK", ITGA5", HRAS",
ITGA3", NFKBIB"

Germ Cell-Sertoli Cell
Junction Signaling

0.010 159 13 13 0 MAP3K11", RHOC", TUBB2A", ILK", HRAS", ITGA3", IQGAP1", BCAR1",
ACTG1", TUBB6", SORBS1", RHOA", ACTN1"

Cardiac Hypertrophy Signaling 0.010 228 16 14 1 MAP3K11", CALM1", MYL6", RHOC", PLCG1", HRAS", PPP3CC", EIF2B2",
MYL9", GNB1", PLCD3#, MYL12A", PLCB4", RHOA", MAPKAPK2", HSPB1"

Phospholipase C Signaling 0.01 243 16 14 0 RELA", MYL6", CALM1", RHOC", PLCG1", ITGA5", PPP1R14A", HRAS",
ARHGEF17", PPP3CC", ITGA3", MYL9", GNB1", PLCB4", MYL12A", RHOA"

Protein Kinase A Signaling 0.01 306 19 13 3 RELA", YWHAH", MYL6", CALM1", PPP1R14A", PLCG1", PPP1R11",
PPP3CC", MYL9", GNB1", PLCD3#, MYL12A", PLCB4", NFKBIA#,
PDE7B#, FLNA", RHOA", NFKBIB", PDE6D"

FAK Signaling 0.01 98 9 9 0 CSK", PLCG1", ITGA5", HRAS", VCL", ITGA3", TNS1", BCAR1", ACTG1"
fMLP Signaling in Neutrophils 0.01 117 10 6 0 GNB1", RELA", PLCB4", NFKBIA#, CALM1", ARPC5L", ARPC2", HRAS",

PPP3CC", NFKBIB"
Axonal Guidance Signaling 0.04 422 21 21 0 KLC1", PFN1", GLI2", PLXNA3", MYL6", CFL1", ARPC5L", TUBB2A",

HRAS", TGA5", PPP3CC", ITGA3", BCAR1", NCK2", MYL9", GNB1",
PLCB4", MYL12A", TUBB6", ARPC2", RHOA"

Neuregulin Signaling 0.04 95 8 6 2 MYC#, PICK1", PLCG1", ITGA5", HBEGF", HRAS", ITGA3", STAT5B#
PAK Signaling 0.05 104 8 8 0 NCK2", MYL9", MYL12A", CFL1", MYL6", ITGA5", HRAS", ITGA3"
Virus Entry via Endocytic
Pathways

0.05 92 8 8 0 AP2M1", FLNA", PLCG1", ITGA5", HRAS", ITGA3", ACTG1", DNM2"

pval=Benjamini-Hochberg corrected p-value, P = total number of genes known to be involved in the pathway, L = number of genes from the pathway that were
also in the list of significant genes. "=number of genes significantly upregulated in Her2+, #= number of genes significantly downregulated in Her2+. The 18
significantly enriched pathways share 66 unique genes with 61 of those upregulated in Her2+ compared to ER + and TNBC.
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ER+ and TNBC derived CAFs. Further studies with
increased number of samples for ER+ and TNBC derived
CAFs will be required to identify genes that can discrimi-
nate those 2 classes, if they exist. A gene expression heat
map for the 44 most changed unique genes (fold change>2)
which were common to the Her2+ vs ER+and Her2 +
vs TNBC comparisons are shown in Figure 4.

Functions and pathways over-represented in the list of
genes that distinguish Her2+ from ER+ and TNBC CAFs
We compared the two significant gene lists for Her2+ vs
ER+and Her2+ vs TNBC to identify functions or pathways
that might be over-represented among the differentially
expressed genes. Results with DAVID software analyses
[23] are shown in Additional file 2: Table S2 for the Her2+
vs ER+1253 significant genes, and in Additional file 3:
Table S3 for Her2+ vs TNBC 1035 significant genes.
Enrichment of nine functional categories associated with
cytoskeleton and extracellular matrix were found to be
significant in both comparisons.
Ingenuity pathway analysis was done for a list of

615 genes common between Her2+ vs ER + and Her2+
vs. TNBC comparisons. A list of significantly enriched
canonical pathways is presented in Table 3. Pathways



Figure 6 Heat map of expression for 44 genes with the greatest differences between Her2+ vs. ER+ and Her2+ vs. TNBC comparisons.
FC= fold change from geometrical mean of expression across all samples.
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involving extracellular matrix/integrin signaling were
found to be significantly up-regulated in CAFs derived
from Her2+ cancer, further supporting the DAVID
results. It should be noted that 92% (61 of the 66 unique)
of the genes associated with the ingenuity pathways are
upregulated in Her2+ supporting the hypothesis that
those pathways are more active in CAFs derived from
Her2+ breast cancer as compared to those derived from
the ER+ and TNBC breast cancers.
Q-RT-PCR validation of individual gene expression data in
CAFs
To confirm differential gene expression levels in the
three breast cancer subtypes, Her2+, ER + and TNBC,
we selected 6 genes (ITGA3, ITGA5, OXTR, WNT5B,
BCAR1, FZD1) with significantly different levels of ex-
pression based on our microarray studies and validated
their expression levels by qRT-PCR. Fold changes in ex-
pression based on the arrays ranged from 1.5 fold to 6.9
fold. Five of the 6 genes that were found to be expressed
at higher levels in the Her2+ samples were also signifi-
cantly different in the Her2+/ER + qRT-PCR comparison;
and 4 of those 5 genes that were significantly different in
the Her2+/TNBC array comparison were also signifi-
cantly different by qRT-PCR comparison (Figure 5. and
Additional file 4: Table S4). Expression ratios by qRT-
PCR were highly consistent with array values and overall
somewhat higher by qRT-PCR as expected. One gene,
FZD1, which was expressed at lower levels in CAFs
derived from Her2+ breast cancer by array analyses, was
also significantly lower by qRT-PCR in the Her2/TNBC
comparison but was not significantly different in the ER/
TNBC comparison (P= 0.2) although fold change values
were similar by qRT-PCR (TNBC/ER+= 1.33 for micro-
arrays and 1.39 for qPCR).
Her2 CAFs enhanced the migratory phenotype of breast
cancer cells in vitro
To explore whether CAFs derived from various breast
cancer subtypes can differentially enhance the migratory
phenotype of breast cancer cells, we performed in vitro
transwell assays comparing the migration of breast can-
cer cells cultured in the presence or absence of CAFs
isolated from ER+, Her2+ and TNBC. The number of
migrated T47 cells onto the membrane surface that was
facing the lower chamber was counted. Results were
analyzed by unpaired Kruskal-Wallis test. The level of
statistical significance was taken as P < 0.05. As our gene
expression profile results have predicted, CAFs derived
from Her2+ breast cancer significantly enhanced the mi-
gration of T47D (Figure 6).

Discussion
Robust evidence is now available that underscores the
role of CAFs in tumor progression [8,28-33]. Previous
gene expression profile analyses comparing CAFs and
fibroblasts derived from matched normal adjacent breast
tissues have demonstrated significant differences between
the CAF and their normal counterparts but, to the best
of our knowledge, no prior studies have addressed
whether CAFs derived from various breast cancer sub-
types harbor subtype specific gene expression signatures.
In this study we demonstrate for the first time that CAFs
from several breast cancer subtypes exhibit subtype-
specific gene expression profiles. Specifically, we show
that the gene expression profile of CAFs derived from
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Her2+ breast cancers are significantly different from
CAFs derived from ER+ or TNBC breast cancers.
Heterogeneity among fibroblasts has been described in

various organ sites including lung, skin, sclera and orbit
[34]. Furthermore, Sugimoto and coworkers demon-
strated that the expression of various fibroblast markers
are heterogeneous within the tumor stroma in mouse
breast and pancreatic tumor models using immunohisto-
chemical analyses [35]. Several studies have generated
gene expression profiles from breast cancer-associated
fibroblasts but none of these studies have stratified their
results based on tumor subtypes. Work by Allinen and
coworkers evaluated gene expression profiles of breast
cancer stromal cells which were isolated by negatively
selecting out epithelial cells, lymphocytes and endothelial
cells [12]. Work described by Singer et al. compared gene
expression profiles of stromal fibroblasts derived from 10
invasive breast cancers with stromal fibroblasts derived
from normal breast tissues of 10 women undergoing
breast reduction surgery [16]. Their results demonstrated
increased expression of tumor promotion-associated
genes in the pooled CAFs. Work by Bauer et al. (2010)
evaluated gene expression profiles of fibroblasts derived
from 6 matched breast cancers and adjacent normal
breast tissues [13] and found distinct differences between
CAFs and normal fibroblasts, specifically in genes
related to paracrine or intracellular signaling, transcrip-
tional regulation, extracellular matrix and cell adhesion/
migration. However, all of the above studies were not
designed to test subtype specific differences in CAFs
due to these studies’ relatively small sample size. In
addition, when tumor subtype data were reported, the
less common breast cancer subtypes, i.e., Her2+ or TNBC
cancer, were underrepresented.
Our results showed that CAFs derived from Her2+ breast

cancers significantly up-regulated pathways associated with
actin cytoskeleton and integrin signaling (Table 3). Integrins
mediate cell attachment with extracellular matrix (ECM) to
provide traction necessary for cell motility and invasion.
These upregulated signaling pathways may have contribu-
ted to the elevated migratory phenotype of breast cancer
cells (T47D) in our in vitro transwell assays (Figure 1).
The extracellular matrix and integrins collaborate to

regulate gene expression associated with cell growth, dif-
ferentiation and survival; all of which are deregulated
during cancer progression and metastasis. A recent
study using a three-dimensional squamous cell carcin-
oma (SCC)/fibroblast co-culture model elegantly demon-
strated the role of three genes, integrin α3, integrin α5
and Rho, in promoting a fibroblast-led collective invasion
of SCC cells into the extracellular matrix [17]. Interest-
ingly, all three genes were significantly up-regulated in
CAFs derived from Her2+ breast cancer with integrin
signaling as the second most enriched pathway (Table 3).
Moreover, many of the genes and pathways downstream
of integrin signaling are also significantly upregulated in
Her2+ CAFs. These include focal adhesion kinase (FAK),
Rac and Rho signaling pathways as well as several mem-
bers of the mitogen-activated protein kinases (MAPKs),
further underscoring the importance of integrin signaling
in CAF. In addition to the well-established role of integ-
rins in migration and invasion, integrins can also regulate
cell proliferation, including mammary gland proliferation
[36] through integrin-linked kinase (ILK) [37], which was
also noted to be significantly upregulated in HER2+
derived CAFs. These characteristic differences in CAFs
derived from Her2+ breast cancer may contribute to the
aggressiveness of this particular breast cancer subtype
which is known to have an increased propensity for local
and distant recurrence [3]. In addition, the sites of distant
metastasis appear to differ according to breast cancer
subtype with Her2+ breast cancer having a higher rate of
brain, liver, and lung metastases than ER+ breast cancer
[38]. The role of CAF in contributing to a subtype-
specific trophism for the various distant metastatic sites
is unknown.
Gene expression profile differences between CAFs

derived from ER+ and TNBC breast cancer were less
pronounced and we were unable to confirm them with
independent validation set using the limited sample
numbers (Figure 2B). While it is possible that true differ-
ences may exist among these two subtypes, a larger
number of samples would be required to find those
differences with an acceptable false discovery rate.
Conclusions
Our results show that subtype specific changes exist in
CAFs derived from breast cancer. In the case of Her2+
breast cancer, a more aggressive breast cancer subtype
with known increased risk of local and distant recur-
rence, CAFs may augment the invasive properties of the
tumor cells via pathways associated with cytoskeleton
and integrin signaling. Our findings also provided mo-
lecular evidence supporting a recently proposed tumor-
stroma co-evolution hypothesis which suggested that the
tumor microenvironment, e.g. CAFs, may adopt specific
changes to optimize the survival/propagation of a spe-
cific tumor cell type [5]. Whether these programmatic
differences in CAFs result from epigenetic changes or
whether these differences are due to heterogeneity
within the CAF population, i.e. proportion of resident
fibroblasts vs. recruited fibroblasts, or fibroblasts derived
from epithelial mesenchymal transition are unknown. In
addition, whether CAFs contribute to tumor progression
in a subtype specific manner is unknown. How CAFs and
other components of the tumor microenvironment drive
or are being driven by the tumor cells to promote the
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propagation and maintenance of a specific tumor subtype
will be the subject of future work.
Additional files

Additional file 1: Table S1. Clinical Characteristics of Study Cohort.

Additional file 2: Table S2. Annotation categories enriched in the list
of genes significantly differentially expressed in Her2+ compared to ER+
samples as determined by DAVID software. Cat=category, Term=enriched
annotation term, Enr=enrichment, TN=enrichment of the Term in Her2+
vs. TNBC comparison, Sens=sensitivity in a form K/N(P%), where
K=number of genes in the list, N=total known number of genes, P=K/N
in percentage. P=Fisher exact p-value for enrichment, FDR=false
discovery rate, " = number of genes upregulated in Her2+, # = number
of genes downregulated in Her2+, SP.KW = SwissProt keyword,
KEGG=KEGG pathway, GO=gene ontology, BP=biological process,
FM=molecular function, CC=cellular component.

Additional file 3: Table S3. Annotation categories enriched in the list
of genes significantly differentially expressed in Her2+ compared to TNBC
samples as determined by DAVID software. Cat=category, Term=enriched
annotation term, Enr=enrichment, ER+=enrichment of the Term in Her2+
vs. ER+ comparison, Sens=sensitivity in a form K/N(P%), where K=number
of genes in the list, N=total known number of genes, P=K/N in
percentage. P=Fisher exact p-value for enrichment, FDR=false discovery
rate, " = number of genes upregulated in Her2+, # = number of genes
downregulated in Her2+, SP.KW = SwissProt keyword, GO=gene
ontology, BP=biological process, FM=molecular function, CC=cellular
component.

Additional file 4: Table S4. Fold changes and p-values obtained by
qRT-PCR validation experiment for 6 genes found to be significantly
different in either Her2+ vs ER+, Her2+ vs TNBC or ER+ vs TNBC
comparison in microarrays data. FC=fold change, P=significance by
t-test. Visual comparison of expression values between microarrays and
qRT-PCR are presented in Figure 6.

Competing interests
The authors declare no conflict of interest.

Authors' contributions
JT, AVK and LS designed the study; JT, AVK, LC, CS performed the
experiments described in this study; JT, AVK, LC, MH, LS and EP contributed
to the writing of the manuscript. All authors read and approved the final
manuscript.

Acknowledgements
The authors thank the Tumor Tissue and Biospecimen Bank (TTAB) of the
Abramson Cancer Center, Perelman School of Medicine of University of
Pennsylvania, for assisting in tumor tissue collection.
This research was, in part, funded by the NCI Cancer Center Support Grant
(2-P30-CA-016520-35) (J. Tchou), and the Linda and Paul Richardson Breast
Cancer Research Funds (J. Tchou).

Author details
1Department of Surgery, Division of Endocrine and Oncologic Surgery, Rena
Rowan Breast Center, Abramson Cancer Center, Perelman School of
Medicine of the University of Pennsylvania, Philadelphia, PA 19104, USA. 2The
Wistar Institute, Philadelphia, PA 19104, PA.

Received: 29 February 2012 Accepted: 20 August 2012
Published: 6 September 2012

References
1. Perou CM, Sorlie T, Eisen MB, van de Rijn M, Jeffrey SS, Rees CA, Pollack JR,

Ross DT, Johnsen H, Akslen LA, et al: Molecular portraits of human breast
tumours. Nature 2000, 406(6797):747–752.
2. 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 USA 2001, 98(19):10869–10874.

3. Nguyen PL, Taghian AG, Katz MS, Niemierko A, Abi Raad RF, Boon WL,
Bellon JR, Wong JS, Smith BL, Harris JR: Breast cancer subtype
approximated by estrogen receptor, progesterone receptor, and HER-2 is
associated with local and distant recurrence after breast-conserving
therapy. J Clin Oncol 2008, 26(14):2373–2378.

4. Veer LJ V't, Dai H, van de Vijver MJ, He YD, Hart AA, Mao M, Peterse HL, van der
Kooy K, Marton MJ, Witteveen AT, et al: Gene expression profiling predicts
clinical outcome of breast cancer. Nature 2002, 415(6871):530–536.

5. Wallace JA, Li F, Leone G, Ostrowski MC: Pten in the breast tumor
microenvironment: modeling tumor-stroma coevolution. Cancer Res 2011,
71(4):1203–1207.

6. Orimo A, Weinberg RA: Heterogeneity of stromal fibroblasts in tumors.
Cancer Biol Ther 2007, 6(4):618–619.

7. Hu M, Polyak K: Microenvironmental regulation of cancer development.
Curr Opin Genet Dev 2008, 18(1):27–34.

8. Ostman A, Augsten M: Cancer-associated fibroblasts and tumor growth–
bystanders turning into key players. Curr Opin Genet Dev 2009, 19(1):67–73.

9. Finak G, Bertos N, Pepin F, Sadekova S, Souleimanova M, Zhao H, Chen H,
Omeroglu G, Meterissian S, Omeroglu A, et al: Stromal gene expression
predicts clinical outcome in breast cancer. Nat Med 2008, 14(5):518–527.

10. Martin DN, Boersma BJ, Yi M, Reimers M, Howe TM, Yfantis HG, Tsai YC,
Williams EH, Lee DH, Stephens RM, et al: Differences in the tumor
microenvironment between African-American and European-American
breast cancer patients. PLoS One 2009, 4(2):e4531.

11. Farmer P, Bonnefoi H, Anderle P, Cameron D, Wirapati P, Becette V, Andre S,
Piccart M, Campone M, Brain E, et al: A stroma-related gene signature
predicts resistance to neoadjuvant chemotherapy in breast cancer. Nat
Med 2009, 15(1):68–74.

12. Allinen M, Beroukhim R, Cai L, Brennan C, Lahti-Domenici J, Huang H, Porter
D, Hu M, Chin L, Richardson A, et al: Molecular characterization of the
tumor microenvironment in breast cancer. Cancer Cell 2004, 6(1):17–32.

13. Bauer M, Su G, Casper C, He R, Rehrauer W, Friedl A: Heterogeneity of gene
expression in stromal fibroblasts of human breast carcinomas and
normal breast. Oncogene 2010, 29(12):1732–1740.

14. Casey T, Bond J, Tighe S, Hunter T, Lintault L, Patel O, Eneman J, Crocker A,
White J, Tessitore J, et al: Molecular signatures suggest a major role for
stromal cells in development of invasive breast cancer. Breast Cancer Res
Treat 2009, 114(1):47–62.

15. Mercier I, Casimiro MC, Wang C, Rosenberg AL, Quong J, Minkeu A, Allen
KG, Danilo C, Sotgia F, Bonuccelli G, et al: Human breast cancer-associated
fibroblasts (CAFs) show caveolin-1 downregulation and RB tumor
suppressor functional inactivation: Implications for the response to
hormonal therapy. Cancer Biol Ther 2008, 7(8):1212–1225.

16. Singer CF, Gschwantler-Kaulich D, Fink-Retter A, Haas C, Hudelist G, Czerwenka
K, Kubista E: Differential gene expression profile in breast cancer-derived
stromal fibroblasts. Breast Cancer Res Treat 2008, 110(2):273–281.

17. Gaggioli C, Hooper S, Hidalgo-Carcedo C, Grosse R, Marshall JF, Harrington
K, Sahai E: Fibroblast-led collective invasion of carcinoma cells with
differing roles for RhoGTPases in leading and following cells. Nat Cell Biol
2007, 9(12):1392–1400.

18. Tchou J, Sonnad SS, Bergey MR, Basu S, Tomaszewski J, Alavi A, Schnall M:
Degree of tumor FDG uptake correlates with proliferation index in triple
negative breast cancer. Mol Imaging Biol 2010, 12(6):657–662.

19. Benito M, Parker J, Du Q, Wu J, Xiang D, Perou CM, Marron JS:
Adjustment of systematic microarray data biases. Bioinformatics 2004,
20(1):105–114.

20. Rettig WJ, Su SL, Fortunato SR, Scanlan MJ, Raj BK, Garin-Chesa P, Healey JH,
Old LJ: Fibroblast activation protein: purification, epitope mapping and
induction by growth factors. Int J Cancer 1994, 58(3):385–392.

21. Acharya PS, Zukas A, Chandan V, Katzenstein AL, Pure E: Fibroblast
activation protein: a serine protease expressed at the remodeling
interface in idiopathic pulmonary fibrosis. Hum Pathol 2006, 37(3):352–360.

22. Storey JD, Tibshirani R: Statistical significance for genomewide studies.
Proc Natl Acad Sci USA 2003, 100(16):9440–9445.

23. da Huang W, Sherman BT, Lempicki RA: Bioinformatics enrichment tools:
paths toward the comprehensive functional analysis of large gene lists.
Nucleic Acids Res 2009, 37(1):1–13.

http://www.biomedcentral.com/content/supplementary/1755-8794-5-39-S1.docx
http://www.biomedcentral.com/content/supplementary/1755-8794-5-39-S2.docx
http://www.biomedcentral.com/content/supplementary/1755-8794-5-39-S3.docx
http://www.biomedcentral.com/content/supplementary/1755-8794-5-39-S4.docx


Tchou et al. BMC Medical Genomics 2012, 5:39 Page 13 of 13
http://www.biomedcentral.com/1755-8794/5/39
24. Neve RM, Chin K, Fridlyand J, Yeh J, Baehner FL, Fevr T, Clark L, Bayani N,
Coppe JP, Tong F, et al: A collection of breast cancer cell lines for the study
of functionally distinct cancer subtypes. Cancer Cell 2006, 10(6):515–527.

25. Kelly T: Fibroblast activation protein-alpha and dipeptidyl peptidase IV
(CD26): cell-surface proteases that activate cell signaling and are
potential targets for cancer therapy. Drug Resist Updat 2005, 8(1–2):51–58.

26. Park JE, Lenter MC, Zimmermann RN, Garin-Chesa P, Old LJ, Rettig WJ:
Fibroblast activation protein, a dual specificity serine protease expressed
in reactive human tumor stromal fibroblasts. J Biol Chem 1999,
274(51):36505–36512.

27. Levy MT, McCaughan GW, Abbott CA, Park JE, Cunningham AM, Muller E,
Rettig WJ, Gorrell MD: Fibroblast activation protein: a cell surface dipeptidyl
peptidase and gelatinase expressed by stellate cells at the tissue
remodelling interface in human cirrhosis. Hepatology 1999, 29(6):1768–1778.

28. Santos AM, Jung J, Aziz N, Kissil JL, Pure E: Targeting fibroblast activation
protein inhibits tumor stromagenesis and growth in mice. J Clin Invest
2009, 119(12):3613–3625.

29. Hu M, Peluffo G, Chen H, Gelman R, Schnitt S, Polyak K: Role of COX-2 in
epithelial-stromal cell interactions and progression of ductal carcinoma
in situ of the breast. Proc Natl Acad Sci USA 2009, 106(9):3372–3377.

30. Orimo A, Gupta PB, Sgroi DC, Arenzana-Seisdedos F, Delaunay T, Naeem R,
Carey VJ, Richardson AL, Weinberg RA: Stromal fibroblasts present in invasive
human breast carcinomas promote tumor growth and angiogenesis
through elevated SDF-1/CXCL12 secretion. Cell 2005, 121(3):335–348.

31. Pietras K, Pahler J, Bergers G, Hanahan D: Functions of paracrine PDGF
signaling in the proangiogenic tumor stroma revealed by
pharmacological targeting. PLoS Med 2008, 5(1):e19.

32. Trimboli AJ, Cantemir-Stone CZ, Li F, Wallace JA, Merchant A, Creasap N,
Thompson JC, Caserta E, Wang H, Chong JL, et al: Pten in stromal
fibroblasts suppresses mammary epithelial tumours. Nature 2009, 461
(7267):1084–1091.

33. Kuperwasser C, Chavarria T, Wu M, Magrane G, Gray JW, Carey L, Richardson A,
Weinberg RA: Reconstruction of functionally normal and malignant human
breast tissues in mice. Proc Natl Acad Sci USA 2004, 101(14):4966–4971.

34. Baglole CJ, Reddy SY, Pollock SJ, Feldon SE, Sime PJ, Smith TJ, Phipps RP:
Isolation and phenotypic characterization of lung fibroblasts. Methods
Mol Med 2005, 117:115–127.

35. Sugimoto H, Mundel TM, Kieran MW, Kalluri R: Identification of fibroblast
heterogeneity in the tumor microenvironment. Cancer Biol Ther 2006,
5(12):1640–1646.

36. Li N, Zhang Y, Naylor MJ, Schatzmann F, Maurer F, Wintermantel T, Schuetz
G, Mueller U, Streuli CH, Hynes NE: Beta1 integrins regulate mammary
gland proliferation and maintain the integrity of mammary alveoli. EMBO
J 2005, 24(11):1942–1953.

37. Cruet-Hennequart S, Maubant S, Luis J, Gauduchon P, Staedel C, Dedhar S:
alpha(v) integrins regulate cell proliferation through integrin-linked
kinase (ILK) in ovarian cancer cells. Oncogene 2003, 22(11):1688–1702.

38. Kennecke H, Yerushalmi R, Woods R, Cheang MC, Voduc D, Speers CH,
Nielsen TO, Gelmon K: Metastatic behavior of breast cancer subtypes.
J Clin Oncol 2010, 28(20):3271–3277.

doi:10.1186/1755-8794-5-39
Cite this article as: Tchou et al.: Human breast cancer associated
fibroblasts exhibit subtype specific gene expression profiles. BMC
Medical Genomics 2012 5:39.
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
	Patients and clinical characteristics of study cohort
	Tissue dissociation and cell culture
	RNA purification and microarrays
	Flow cytometry analysis
	Independent validation
	Differentially expressed genes
	Gene enrichment analysis
	Heatmap
	qPCR validation
	Transwell migration assay

	Results
	Isolation of CAFs from fresh human breast cancer samples
	Gene expression profile analyses of CAFs derived from TNBC, ER&thinsp;+&thinsp;and Her2+ breast cancer
	Functions and pathways over-represented in the list of genes that distinguish Her2+ from ER&thinsp;+&thinsp;and TNBC CAFs
	Q-RT-PCR validation of individual gene expression data in CAFs
	Her2 CAFs enhanced the migratory phenotype of breast cancer cells in�vitro

	Discussion
	Conclusions
	Additional files
	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


