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ABSTRACT

Understanding human cancer increasingly relies on insight gained from subtype 
specific comparisons between malignant and non-malignant cells. The most frequent 
subtype in breast cancer is the luminal. By far the most frequently used model for 
luminal breast cancer is the iconic estrogen receptor-positive (ERpos) MCF7 cell line. 
However, luminal specific comparisons have suffered from the lack of a relevant 
non-malignant counterpart. Our previous work has shown that transforming growth 
factor-β receptor (TGFβR) inhibition suffices to propagate prospectively isolated 
ERpos human breast luminal cells from reduction mammoplasties (HBEC). Here we 
demonstrate that transduction of these cells with hTERT/shp16 renders them immortal 
while remaining true to the luminal lineage including expression of functional ER 
(iHBECERpos). Under identical culture conditions a major difference between MCF7 
and normal-derived cells is the dependence of the latter on TGFβR inhibition for ER 
expression. In a breast fibroblast co-culture model we further show that whereas MCF7 
proliferate concurrently with ER expression, iHBECERpos form correctly polarized acini, 
and segregate into proliferating and ER expressing cells. We propose that iHBECERpos 
may serve to shed light on hitherto unappreciated differences in ER regulation and 
function between normal breast and breast cancer.

INTRODUCTION

Although human breast cancer was one of the first 
cancer forms to receive precision medicine based on 
molecular ER profiling, a number of questions pertinent to 
the insurgence and treatment failure of this disease remain 
largely unanswered. One of the most puzzling discoveries 
is the apparent master switch between quiescence in 
normal ERpos breast epithelial cells and proliferation 
in ERpos breast cancer cells with concurrent increasing 
failure to down-regulate ER [1, 2]. Likewise, the opposite 
scenario, i.e. the evolution of a complete receptor-negative 
breast cancer leading to de novo resistance to anti-estrogen 
treatment also poses a considerable challenge and remains 
poorly understood [3].

Our current understanding of the regulation of 
ER expression and the mechanism of action of estrogen 
in human breast cancer almost exclusively relies on 
experiments with one cell line, MCF7, established from 
a metastatic lesion more than four decades ago [4]. 
Accordingly, MCF7 has received more than twenty five 
thousand hits in PubMed (for review see [5]). Other than 
being a widely used model for ERpos breast cancer MCF7 
also represents luminal B breast cancer which aside from 
being very proliferative is characterized by exhibiting a 
phenotype reminiscent of the luminal lineage in the normal 
human breast [6, 7]. This lineage is characterized by an 
almost universal expression of the simple cytokeratins K7, 
K8, K18, and K19 and the concomitant overall absence 
of basal cytokeratins K5, K6, K14, and K17 (for review 
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see [8]). It is also characterized by expression of a highly 
glycosylated sialomucin encoded by MUC1 [9, 10].

Non-malignant equivalents to breast cancer subtypes 
in general have proven to be extremely valuable in 
understanding breast cancer evolution and in the search 
for precision drug targets [11–15]. However, when it 
comes to the by far most frequent luminal cancer, the 
ERpos, a non-malignant equivalent does not exist [7, 16]. 
Spontaneously immortalized cell lines such as HMT3522 
[17] and MCF10A [18] are better counterparts for basal-
like breast cancer and they are negative for keratin K19 
and ER [19], and telomerase immortalized human breast 
epithelial cells continue to express basal keratin K14 and 
p63 [13]. Likewise, while modifying p53 and Rb by SV40 
or E6/E7 transfection leads to established cell lines with 
luminal characteristics, functional ER expression at the 
protein level has not been accomplished [20, 21].

Recently, we isolated and cultured human breast 
ERpos cells which remained responsive to estrogen and 
showed that inhibition of TGFβR signaling was key to 
release of ERpos cells from growth restraint [22]. Extended 
culture was obtained by transduction with hTERT/shp16. 
Here we describe iHBECERpos which are remarkably similar 
in phenotype to MCF7 by critical lineage markers and 
ER expression. We compare the functional properties of 
iHBECERpos and MCF7 under identical culture conditions 
which offers a unique opportunity to dissect at the 
molecular level the aberrations associated with malignant 
transformation of the most frequent breast cancer subtype.

RESULTS

A luminal ERpos cell line, iHBECERpos, 
is established from hTERT/shp16 
transduction of normal breast ERpos cells

Using a high titer sequential retroviral transduction 
protocol we transduced reduction mammoplasty-derived, 
prospectively sorted CD166high/CD117low luminal cells 
with a combination of hTERT and shp16 [22] and 
monitored proliferation of these cells over a few months. 
iHBECERpos was established which, unlike the non-
transduced control, could be expanded continuously 
without undergoing crisis. Since our aim was to establish 
a common ground for comparison between iHBECERpos 
and MCF7, we tested the ability of MCF7 to grow under 
similar conditions. TGFβR2i did, however, not support 
growth of MCF7 (Figure 1). Therefore, we tested which 
growth factors in TGFβR2i should be omitted to allow 
growth, and identified cholera toxin and hydrocortisone 
as inhibiting factors. As we had previously observed 
that substitution of epidermal growth factor with 
amphiregulin supported ER expression and function 
in normal cells, this modification was included in the 
modified medium, referred to as TGFβR2i-1. MCF7 was 
easily adapted to grow under these conditions (Figure 1). 

Switching back to TGFβR2i again inhibited growth of 
MCF7, underscoring that MCF7 indeed cannot grow in 
TGFβR2i (Figure 1). iHBECERpos cells easily adapted to 
TGFβR2i-1, and thus, MCF7 cells and iHBECERpos cells 
both grew well on TGFβR2i-1 (Figure 1). This opened 
for direct comparisons under identical conditions. Normal 
luminal epithelium and luminal breast cancer have been 
successfully characterized by expression of keratin K8, 
K19 and MUC1 and lack of expression of keratin K14 and 
p63. We found that iHBECERpos essentially aligned with 
these criteria and thus critically resembled MCF7 cells by 
lineage (Figure 2). A more accurate position of iHBECERpos 
in the breast hierarchy was obtained by use of Lim et al.’s 
gene expression data [23]. Comparison of the RNA-Seq 
expression profile of iHBECERpos with the available top 
twenty highest expressed genes for each of the epithelial 
subpopulations in Lim et al.’s differentiation hierarchy - 
ranging from mammary stem cells/bipotent progenitors 
(MaSC/BiPs) through luminal progenitors (pLs) to mature 
luminal cells (mLs) - revealed that iHBECERpos cells most 
likely are equivalent to luminal progenitors (Figure 3).

iHBECERpos are able to recapitulate normal-like 
behavior in three-dimensional rBM

To establish functional evidence for the non-
malignant nature of iHBECERpos, we employed our 
original reconstituted basement membrane (rBM) assay 
[24]. Whereas both iHBECERpos and MCF7 cells formed 
similar epitheloid sheets in monolayer culture, in three-
dimensional rBM, many iHBECERpos cells remained as 
single cells and eventually died, but some were capable 
of forming clonal acinus-like spheres (33.2% +/- 0.9) with 
a central lumen (Figure 4). By comparison MCF7 cells 
grew into larger clusters of cells (Figure 4). Staining of the 
sectioned rBM gels showed that acinus-like iHBECERpos 
cells were luminally restricted and correctly polarized 
with apical expression of MUC1 (Figure 4), while MCF7 
cells remained unpolarized (Figure 4). ER expression was 
lost in both lines by exposure to rBM. Upon this initial 
characterization of the two cell lines, we focused our 
subsequent analyses on comparing iHBECERpos with MCF7 
cells with respect to their response to the principal female 
sex hormone, estradiol.

ER expression in iHBECERpos is subject to 
TGFβR regulation

To assess the fundamental precondition for estrogen 
action we first stained for canonical ERα. We found distinct 
nuclear ER staining in about half of the iHBECERpos cells 
and in the majority of MCF7 cells (Figure 5A and 5C). 
To ensure that the observed iHBECERpos phenotype reflects 
that of non-immortalized cells under similar conditions, 
we further verified that EpCAMhigh/CD271low/CD166high/
CD117low cells in early culture could be expanded and 
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retained ER expression in TGFβR2i-1. We have previously 
shown that ER expression in normal breast epithelial cells 
is dependent on continuous TGFβR inhibition [22], and 
we therefore addressed whether TGFβR inhibitors affected 
SMAD signaling and ER expression in MCF7 in a similar 
way. Within six days of omission of TGFβR inhibitors, 
iHBECERpos upregulated pSMAD2 and downregulated 
ER completely (from 44 +/- 5% ER-positive cells with 
inhibitors to 0% upon omission; Figure 5B), while ER 
expression in MCF7 cells was unaffected (87 +/- 4 % 
ER-positive cells with inhibitors and 90 +/- 7 % without 
inhibitors, n=3 x 100 cells, not significant by Student´s 
T-test). Apparently, however, the lack of ER regulation in 
MCF7 was not due to insensitivity to TGFβR inhibition, 
since pSMAD2, albeit to a relatively modest level, was 
induced upon omission of TGFβR inhibitors (Figure 
5B). The results suggest that in MCF7 ER expression is 
independent of TGFβR signaling.

Estrogen-regulated genes differ between 
iHBECERpos and MCF7

The presence of elements of a functional ER 
signaling pathway in iHBECERpos and MCF7 cell lines was 
further demonstrated by staining for ER and progesterone 
receptor (PR) in response to estrogen (Figure 5C). 

While both lines down-regulated ER expression upon 
stimulation with estrogen, iHBECERpos significantly 
upregulated PR protein expression (Figure 5C). We 
next assessed the growth response to estrogen with or 
without the estrogen receptor antagonist, ICI-182,780 
(Figure 5D). While estrogen-induced proliferation was 
completely abrogated by ICI-182,780 in iHBECERpos, 
MCF7 did not exhibit a proliferative response in 
TGFβR2i-1 (Figure 5D). That MCF7 sublines may 
exhibit different growth responses to estrogen is not 
unprecedented. Here, MCF7 immediately prior to 
adaptation to TGFβR2i-1 readily responded, whereas 
another line of the parental MCF7 line grown in another 
laboratory exhibited growth inhibition (Figure 5D). At 
the molecular level we found elements of an estrogen 
response common between iHBECERpos and MCF7, but 
more importantly also subtle differences. Based on an RT-
qPCR time course of key estrogen-regulated genes, we 
found that a six hour-exposure to estrogen was the optimal 
time point for further RNA-Seq expression analysis of 
the two cell lines (Figure 5E). To identify differentially 
expressed genes regulated by estrogen, a robust 
bioinformatics method, NOISeq [25], was performed. 
Among statistically significant most-up-regulated genes 
in iHBECERpos (fold difference >2 and probability >0.7), 
we found well known estrogen-regulated genes, such as 

Figure 1: Infinite lifespan of hTERT/shp16 transduced iHBECERpos cells. Population doublings as a function of time in culture 
of iHBECERpos cells (passage 28-36, circles) and MCF7 cells (passage 309-319, squares) upon switch to TGFβR2i-1. Both cell lines have 
infinite lifespans under these conditions. MCF7 cannot grow in TGFβR2i (open diamonds, individual time points), but readily adapt to 
TGFβR2i-1 (closed diamonds) and stop growing and cannot be passed more than twice when switched back to TGFβR2i (open squares).
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Figure 2: Characterization of hTERT/shp16 transduced iHBECERpos cells. Immunofluorescence staining of iHBECERpos and 
MCF7 cells with key breast lineage markers luminal keratin K19, K8 and MUC1 and myoepithelial p63 and K14 (green). Nuclei are 
counterstained with DAPI (blue). Note the striking similarity with respect to epitheloid morphology and luminal profile. Bar: 50μm.
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IGFBP4 and GREB1 (Figure 5F) [26, 27]. These genes 
have physiological roles in steroid hormone responsive 
tissues, and were also upregulated in the present MCF7 
cells as well as in an alternative dataset on the MCF7 
estrogen response (Figure 5F) [28]. Three genes, GATA4, 
CXCL12 and MYB, were significantly upregulated in 
MCF7, while changes in expression were not observed 
in iHBECERpos. These are all estrogen regulated genes 
that have been implicated in breast cancer evolution 
[29–31]. Moreover, a cytokine binding receptor, IL1R1, 
found by others [28] to be significantly down-regulated in 
MCF7 was also downregulated in MCF7 here (1.5 fold), 
but was significantly upregulated in iHBECERpos. These 

findings implicate that availability of normal breast ERpos 
cells may reveal important endocrinological differences 
between normal and cancer.

A relevant stromal microenvironment segregates 
proliferating and ER-expressing normal cells

These differences led us to speculate whether 
iHBECERpos and MCF7 would also recapitulate the 
widely appreciated dissociation between ER expression 
and cell proliferation in the normal breast as opposed 
to its disruption in cancer [32]. For this purpose we 
plated primary EpCAMhigh/CD271low/CD166high/CD117low 

Figure 3: iHBECERpos cells exhibit an expression profile reminiscent of luminal progenitors. Expression profiles of twenty 
highest ranking markers in each group of mammary stem cells/bipotent cells (MaSC/BiPs), luminal progenitors (pLs), and mature luminal 
cells (mLs), respectively, according to the Lim classification [23] as compared to gene expression profiles of iHBECERpos and MCF7 by 
RNA-Seq. Twelve, twelve and fourteen genes in each group, respectively, were informative. Whereas mature luminal genes are highly 
expressed in MCF7, luminal progenitor genes are pronounced in iHBECERpos cells. X-axis indicates FPKM values, as calculated by gene 
expression levels (Fragments Per Kilobase Of Exon Per Million Fragments Mapped; FPKM in iHBECERpos, red, and MCF7, blue), and 
Y-axis indicates each subpopulation of genes present in our RNA-Seq dataset.
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ER-positive cells, iHBECERpos, and MCF7 on human 
breast fibroblasts [33]. Whereas iHBECERpos under 
these conditions behaved like EpCAMhigh/CD271low/
CD166high/CD117low primary cells and readily formed 
correctly polarized K19+/K14- acini in the presence 
of TGFβR inhibitors, and in the presence of estrogen, 
branching structures, MCF7 formed tumor-like nests 
of cells without appreciable polarization (Figure 6). In 
contrast to normal ERpos cells, which do not grow [22] 
or undergo morphogenesis on fibroblast feeders [33] in 
the absence of TGFβR inhibitors, growth of MCF7 was 

inhibited by TGFβR inhibitors. More importantly, we 
found that in iHBECERpos for the major part segregated 
ERpos cells from Ki-67-positive cells while in MCF7 
cells staining frequently overlapped (Ki-67 and ER co-
expression in 6.5 % +/- 2.6 versus 32.3 % +/-5.5 of the 
cells, respectively, Figure 6). Based on these findings, 
we conclude that together, iHBECERpos and MCF7 are 
well suited for lineage aligned comparisons between 
normal and cancer within the context of human breast 
cancer.

Figure 4: iHBECERpos cells are normal-like by the rBM assay. Phase contrast micrographs of iHBECERpos (left column) and MCF7 
cells (right column) on tissue culture plastic (upper panel) and in 3D rBM gels at day 8 (middle panel). Whereas both iHBECERpos and MCF7 
cells in monolayer culture are typically epitheloid, inside rBM gels iHBECERpos are capable of forming acinus-like spheres with a central 
lumen while MCF7 cells grow as solid irregular colonies. Cryostat sections of rBM gels (lower panel) stained with MUC1 (green), K19 
(red) and nucleus counterstain (blue) show that iHBECERpos are correctly polarized while MCF7 fail to polarize. Bar: 50μm.
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Figure 5: iHBECERpos and MCF7 cells respond differently to TGFβR inhibitors and estrogen. A. Immunoperoxidase 
staining of iHBECERpos (left column) and MCF7 (right column) stained with ER (upper panel) and PR (lower panel) and counterstained with 
hematoxylin. B. Western blotting of proteins extracted from iHBECERpos cells or MCF7 at day 6 upon omission of TGFβR inhibitors (-) or in 
continuous TGFβR2i-1 (+), incubated with antibodies recognizing ERα (upper panel), phosphorylated SMAD2 (pSMAD2, second panel), 
SMAD2/3 (third panel) and loading control β-actin (lower panel). While iHBECERpos cells upregulate pSMAD2 and lose ER expression 
upon omission of TGFβR inhibitors, MCF7 upregulate pSMAD2 without concurrent regulation of ER. C. Quantification of ER (black 
bars) and PR (grey bars) expression by immunoperoxidase staining of iHBECERpos (left panel) and MCF7 cells (right panel) cultured with 
vehicle or estrogen (E2) shows that ER is downregulated in both lines upon exposure to estrogen, and PR is significantly upregulated in 
iHBECERpos (asterisks indicate significance by Student´s T-test, p<0.05). D. Cell number after 7 days in quaduplicate cultures of iHBECERpos 
and MCF7 plated at 6,000 and 4,000 cells/cm2, respectively, and exposed to vehicle (light grey bars), to estrogen (10-8M, dark grey bars) 
without or with estrogen receptor antagonist (10-8M and 10-9M ICI 182,780, respectively, black bars). Two different lines of the MCF7 
parental line plated at 4,000 cells/cm2 in triplicate grown in standard medium exposed to estrogen (10-8M) without or with ICI 182,780 
(10-7M) demonstrate growth stimulation in the immediate origin of the TGFβR2i-1-adapted subline (MCF7p1) and inhibition in response 
to estrogen in a line grown in another laboratory (MCF7p2). Bars indicate mean and standard deviation and technical variation. Asterisks 
indicate significance (p< 0.05; Student´s T-test, two-tailed). 

(Continued )
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Figure 5: (Continued ) E. RT-qPCR of ESR1, PgR and ELF5 gene expression levels in iHBECERpos (left panel) and MCF7 (right 
panel) upon exposure to estrogen for 1h, 3h, 6h, 12h, and 24h, respectively. Y-axis indicates relative normalized gene expression levels 
compared to vehicle-treated samples in log2-scale. F. Heat map of fold difference assessed by RNA-Seq in expression of genes regulated 
in iHBECERpos (left), MCF7 (middle) and a previously published dataset on MCF7 grown in standard medium (* right; [28]). Similarity in 
estrogen-regulated gene expression profile between iHBECERpos and MCF7 includes IGFBP4, GREB1, FMN1, CISH, TFF1, PGR, PDZK1, 
and differences include the genes GATA4, CXCL12 and MYB, which are upregulated in MCF7 only, and IL1R1, which is upregulated in 
iHBECERpos, but downregulated in MCF7. Color key indicates fold difference in log2 scale.

DISCUSSION

By far the majority of cellular turnover in the normal 
human breast takes place in the luminal epithelial lineage, 
and with rare exceptions breast cancer – including the 
so-called basal-like – originates from this lineage [23]. 
Paradoxically, attempts to model breast homeostasis 
in cell based assays have been severely confounded by 
overgrowth of another major lineage, i.e. the myoepithelial 
[16]. We describe here an established cell line iHBECERpos 

which remain luminal-like in TGFβR2i-1 without the 
inherent propensity to drift towards the myoepithelial 
lineage and thus lending itself to more sensible 
comparisons with breast cancer. A fundamental property 
that distinguishes this cell line from previous human 
breast cell lines of non-malignant origin is the expression 
of functional sex hormone receptors. We here present 
evidence that the cell line represents a luminal progenitor 
and that it may serve to unravel the enigmatic division 
of labor between steroid hormone expressing cells and 
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Figure 6: A characteristic switch in ER expression and growth between normal and cancer is retained in organoid 
culture. Multicolor imaging of iHBECERpos (left column) and MCF7 (right column) plated on a feeder of human fibroblasts and stained 
after two weeks for MUC1 (green) and keratin K19 (red) on a background of blue nuclei (DAPI) in BBMYAB with TGFβR inhibitors 
(upper panel) and in the presence of estrogen (middle panel). Whereas iHBECERpos cells exhibit outside-in polarization and mostly form 
acini in the absence of estrogen and more elaborate branching morphogenesis in the presence of estrogen, MCF7 cells under both conditions 
form irregular colonies without signs of tubular morphogenesis. Dual color imaging of iHBECERpos (left column) and MCF (right column) 
in organoid culture stained for ER (green) and Ki67 (red) (lower panel) show preferential segregation into separate compartments in 
iHBECERpos as opposed to more frequent overlap in MCF7 (orange nuclei).
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proliferating cells in the normal breast -perhaps being 
extrapolatable to all endocrine receptor expressing tissues 
as opposed to cancer.

Circulating estrogen induces the expression of PR 
in ER expressing cells and together with progesterone 
it elicits growth of neighboring luminal progenitors in 
a paracrine manner ([32];for review see [34]). We find 
that iHBECERpos respond to estrogen by an upregulation 
of PR and accelerated growth in monolayer culture. With 
respect to downregulation of ER expression iHBECERpos 
responds very much like the malignant MCF7 cells. 
However, specifically in MCF7 cells, response to estrogen 
does not necessarily concur with accelerated growth. In 
other words, the growth response to estrogen between 
normal and cancer is not identical. We note that others 
have reported that MCF7 cells, somewhat dependent 
on the source of cells, do not respond with growth to 
added estrogen [35]. In vivo ER- positive breast cancer 
cells are characterized by growth concomitant with ER 
expression [1, 32]. Our observations indicate that in 
rBM growth of iHBECERpos as opposed to MCF7 cells is 
regulated in a manner similar to normal breast epithelial 
cells [24]. However, in spite of recapitulation of acinus-
like morphology, the rBM assay does not suffice to 
maintain ER expression for extended periods. Therefore, 
iHBECERpos serves to dissect both similarities and 
dissimilarities between normal and cancer.

One of the longstanding puzzles in breast cancer 
is the apparent dissociation between growth and ER 
expression in the normal breast and its disruption in cancer 
[32]. Our findings here of stromal cells as instrumental in 
providing the necessary microenvironment for maintaining 
ER expression and segregating ER expressing and growing 
cells into distinct compartments in iHBECERpos opens for 
a more detailed analysis of the mechanism behind this 
disruption. One mechanism which is known to function 
differently in normal versus cancer is TGFβ signaling 
(for review see [36]). Whereas it in normal breast induces 
quiescence, in cancer it induces epithelial to mesenchymal 
transition (EMT). Research by ourselves and others has 
shown that TGFβ signaling serves to control growth and 
ER expression of normal mammary epithelial cells [22, 
37]. Our findings here that MCF7 exhibits a relatively 
modest expression of pSMAD2 and fails to respond to 
TGFβR2i by appreciably modulating ER expression may 
help explain the disrupted association between growth and 
ER expression in cancer.

One of the four big questions in the field of breast 
cancer as recently highlighted in a Nature editorial 
is: “What are the risk factors for the disease?” [38]. It 
was reasoned that knowledge about susceptibility will 
illuminate the root causes of this disease and lead to new 
approaches for prevention and treatment. Accordingly, our 
findings of a switch in the ER response to TGFβ inhibitors 
between normal and cancer offers an avenue for a cell 

based screening of more selective estrogen receptor down 
regulators (SERDs) in breast cancer chemoprevention.

MATERIALS AND METHODS

Ethics statement

Normal breast biopsies of which some were included 
in previous work [22] were collected with consent from 
women undergoing reduction mammoplasty for cosmetic 
reasons. The storage and use of human material has been 
approved by the Regional Scientific Ethical Committees 
(Region Hovedstaden, H-2-2011-052) and the Danish Data 
Protection Agency (2011-41-6722).

Culture of primary cells and cell lines

EpCAMhigh/CD271low/CD166high/CD117low ER-
positive cells were purified from normal breast as 
previously described [22]. Cells transduced with hTERT/
shp16 in early passage [22] were cultured in Primaria 
(#3813, Becton Dickenson) in the presence of TGFβR2i 
medium (Dulbecco´s modified Eagle´s medium (DMEM, 
high glucose, no calcium, Life Technologies):Ham´s 
F12 Nutrient Mixture (F12, Life Technologies), 3:1 
v/v), 0.5 μg/ml hydrocortisone, 5 μg/ml insulin, 10 ng/
ml cholera toxin (Sigma-Aldrich), 10 ng/ml epidermal 
growth factor (Peprotech), 1.8 x10-4 M adenine (Sigma 
Aldrich), 10 μM Y-27632 (Axon Medchem) and 5% 
fetal bovine serum (Sigma Aldrich), with the addition of 
the selective inhibitor of TGF-β type I receptor activin 
receptor-like kinase ALK5, ALK4 and ALK7, SB431542 
(10 μM, Axon 1661, Axon Medchem) and an inhibitor 
of autophosphorylation of ALK-5, RepSox (25-50μM, 
R0158, Sigma Aldrich) [22]). To restrict the luminal 
phenotype, in 6th and again in 11th passage, CD146high 
cells were purified by FACS (P1H12 1:500, ab24577, 
Abcam, as primary antibody and goat anti-mouse IgG1 
Alexa Flour 647, 1:500, Life Technologies as secondary), 
and in 22nd passage CD146high/CD117high cells (CD146, 
1:20, BD Biosciences followed by IgG1 Alexa Flour 647 
and CD117, 104D2-PE (1:20)) were sorted. For some 
experiments cells resorted as EpCAM+/CD117high in 
passage 35 were employed. For dead cell discrimination 
cells were incubated with either propidium iodide (1μg/ml, 
Invitrogen) or Fixable Viability Dye eFluor 780 (1:1000, 
Affymetrix) prior to FACS (FACSAria I and II, BD 
Biosciences). iHBECERpos cells were adapted to grow in 
modified TGFβR2i medium, TGFβR2i-1, i.e. substitution 
of epidermal growth factor for amphiregulin (5 nM, R&D 
Systems or Peprotech) and omission of hydrocortisone and 
cholera toxin, in passage 27, 29 or 30. To ensure that the 
cellular origin, EpCAMhigh/CD271low/CD166high/CD117low 
cells, could also grow and express the luminal phenotype 
in TGFβR2i-1, primary cells expanded in TGFβR2i were 
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passaged with TGFβR2i-1 at a density of 12,000 cells/cm2, 
and ER expression was analyzed up to passage four by 
immunocytochemistry.

MCF7 cells were obtained and cultured as 
previously described [39]. The cells were adapted to grow 
on Primaria in TGFβR2i-1 in passage 309. To demonstrate 
short-term response to TGFβR2i the parental line was 
seeded in passage 283 at 5,000 cells/cm2, counted at day 
7, 14 and 21, and the adapted cells grown in TGFβR2i-1 
for 37 passages were switched back to TGFβR2i, counted 
and passed at day 12 and counted at day 26.

Registration of population doublings was started 
immediately upon switching iHBECERpos and MCF7 to 
TGFβR2i-1 and population doublings were calculated as 
n= 3.32(log UCY-logI) +X, where n= population doubling, 
UCY = cell yield, I= inoculum and X= population doubling 
rate of inoculum.

Normal intralobular fibroblasts were sorted by 
FACS as CD105high/CD26low and cultured as described 
[33].

Reconstituted basement membrane (rBM) 
cultures

To recapitulate in situ morphology 400,000 
iHBECERpos or 200,000 MCF7 cells were embedded in 
300 μl ice cold MatrigelR Matrix (growth factor reduced 
and phenol red free, 356231, Corning), seeded in a 24-
well (Nunc) and solidified at 37°C before addition of 
1 ml CDM3 [40] without HEPES and trace element 
mix, in which epidermal growth factor was replaced by 
amphiregulin (5 nM) and supplemented with TGFβR 
inhibitors. Morphology was observed and photographed 
by phase contrast microscopy [24]. Colony formation in 
two times technical triplicates was quantified by phase 
contrast microscopy at 20x magnification using an ocular 
grid, 300 colonies per gel. Gels were frozen in n-hexane 
cooled in dry ice and prepared for immunostaining after 
14 days.

Co-culture

EpCAMhigh/CD271low/CD166high/CD117low primary 
cells, iHBECERpos or MCF7 cells were plated at a density 
of 5,600 cells/cm2 on confluent cultures of normal 
intralobular CD105high/CD26low fibroblasts in modified 
breastoid base medium without HEPES [41] (Dulbecco's 
Modified Eagle Medium/Nutrient Mixture F-12, 1:1, Life 
Technologies), 1 μg/ml hydrocortisone, 9 μg/ml insulin, 5 
μg/ml transferrin (Sigma-Aldrich), 5.2 ng/ml Na-Selenite 
(BD Industries), 100 μM ethanolamine (Sigma-Aldrich), 
20 ng/ml basic fibroblast growth factor (PeproTech), 5 nM 
amphiregulin, with the addition of 10 μM Y-27632, 1.8 
x10-4 M adenine and serum replacement B27 (20μl/ml, 
Life Technologies) [22] (BBMYAB, [33]). The day after 
plating, SB431542 and RepSox were added. To assess the 

influence of estrogen, β-estradiol (10-8M, E2758, Sigma-
Aldrich) or vehicle (ethanol) was added. Cultures were 
observed daily by phase contrast microscopy.

Immunocytochemistry

Cell cultures and 7 μm sections of gels were prepared 
for immunocytochemical staining essentially as described 
and the standard fixation protocol is methanol for 5 min 
at -20°C [21, 42, 43]. Of note, however, staining for ER 
requires a special fixation protocol. In brief, cultures were 
rinsed in phosphate buffered saline (PBS), pH 7.4 prior 
to fixation for 5 min at RT in 3.7% formaldehyde, two 
rinses in PBS, fixation in methanol:acetone 1:1 v/v for 5 
min at -20°C, two rinses in PBS, permeabilization in 0.1% 
Triton X-100 in PBS, twice for 7 min, rinse in PBS and 
kept wet prior to application of blocking buffer. To verify 
the luminal phenotype cells were stained for K19 (BA16, 
1:25, Abcam), K8 (TS1, 1:25, Novocastra) and sialomucin 
MUC1 (115D8, 1:10, Monosan) and to exclude a basal 
phenotype for K14 (LL002, 1:25, NeoMarkers) and p63 
(7JUL, 1:10, Novocastra) for 90 minutes, washed three 
times in 10% normal goat serum in PBS prior to 30 min 
incubation with AF488-conjugated secondary antibodies.

To assess polarization in rBM, sections of gels were 
stained with primary antibodies against sialomucin (1:10) 
and K19 (1:50, Abcam or 1:800, Genway) for 60 min 
followed by 60 min with secondary antibodies. Staining 
for ER was performed using peroxidase (SP1 ready-to-
use, Labvision) or fluorescence (1D5 1:25, Dako M7047)).

Co-cultures were double-stained with combinations 
of K19 (BA16 1:50, Abcam and 1:800, Genway, anti-
IgG1 AF568 1:500), K14 (LL002 1:25, anti-IgG3 AF488 
1:500), ER (1D5 1:25, anti-IgG1 AF568, 1:500), MUC1 
(115D8 1:10, anti- IgG2b AF488, 1:500) and Ki67 (SP6 
rabbit monoclonal, 1:25, RM 9106-S, Thermo Scientific, 
goat anti-rabbit IgG AF488, 1:500) at day 13-14.

Nuclei were stained with 4, 6-diamidino-2-
phenylindole (DAPI, Life Technologies) and sections 
or cultures were mounted with ProLong Gold antifade 
reagent prior to confocal microscopy (Zeiss, LSM700). 
The degree of overlap between ER and Ki-67 was assessed 
by counting 3x200 cells in technical triplicate of each 
culture on randomly collected microscopic images.

Response to estrogen

The response to estrogen and an estrogen receptor 
antagonist was assessed by plating four sets of 6,000 
iHBECERpos cells/cm2 or 4,000 MCF7 cells/cm2 and 
exposing them to estrogen (10-8M, β-estradiol, E2758, 
Sigma-Aldrich) with or without estrogen receptor 
antagonist (10-8M and 10-9M Fulvestrant, ICI 182,780, 
Sigma-Aldrich, respectively) as compared to vehicle 
(ethanol) for seven days prior to trypsination and counting 
(CASY cell counter). An additional set of cultures was 
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stained for ER and PR by peroxidase and counterstained 
with hematoxylin. To test the response to estrogen with or 
without ICI 182,780 (10-7M) in the parental MCF7 line in 
standard medium, lines in passage 287 and 312, cultured 
in separate laboratories since passage 240 were employed. 
To quantify for ER and PR expression upon estrogen 
stimulation 12,000 iHBECERpos cells/cm2 in passage 35 
(adapted to TGFβR2i-1 in passage 29) or 5,000 MCF7 
cells/cm2 in passage 328 (adapted in passage 309) were 
cultured with vehicle or estrogen (10-8M) for 8 days and 
stained by peroxidase, counterstained with hematoxylin 
and quantified (3x100 cells) [22].

RNA extraction, real-time quantitative (RT-q)
PCR and transcriptome analysis

Prior to comparison of transcriptional profiles in 
response to estrogen, iHBECERpos cells and MCF7 cells 
were cultured in TGFβR2i -1 for a total of 32 and 45 days, 
respectively. iHBECERpos cells in passage 33 were plated 
at a density of 24,000 cells/cm2 and MCF7 in passage 316 
at a density of 4,000 cells/cm2. After six days of culture, 
cells were exposed to estrogen (10-8M) or vehicle (ethanol) 
for 1, 3, 6, 12 and 24 hours. Total RNA was extracted 
and reverse transcribed and RT- qPCR was performed as 
described [22].

For transcriptome analysis each group with or 
without estrogen for 6h was run in triplicate using RNA-
Seq technology [44]. Sequencing and bioinformatics 
analysis was conducted by Beijing Genomics Institute 
(BGI), Hongkong. In short, Oligo dT magnetic beads 
were used to select mRNAs with poly A tails or DNA 
probes were used to hybridize rRNAs to get rid of 
rRNAs. Selected mRNAs were fragmented and reversely 
transcribed to double-stranded cDNA (dscDNA) by N6 
random primers. Ends of dscDNAs in turn were repaired 
with phosphate at 5’ end and A at 3’ end in order to ligate 
adaptors with stickiness T at 3’ end to the dscDNAs 
which were subjected to amplification. In order to prepare 
products for sequencing, called a library, the PCR products 
were denatured and single stranded PCR products were 
cyclized by splint oIigos with DNA ligase. The prepared 
library was then sequenced using BGISEQ-500 platform 
generating 23,958,189 raw sequencing reads. Clean 
reads of 23,950,466 after filtering low quality was 
mapped to reference using HISAT/Bowtie2 tool with 
the mean mapping rate of 79%. Gene quantification was 
measured by FPKM calculated based on the expectation 
maximization algorithm called RSEM ([45].

For subcellular classification, transcribed genes 
found here without estrogen stimulation in iHBECERpos 
and MCF7, respectively, were compared to a previously 
published dataset of human breast lineage gene expression 
profiles [23]. Differentially expressed gene lists of the 
human breast lineages defined by CD49f and EpCAM 
status based on microarray analysis was obtained from 

supplementary tables 5, 6 and 7 in Lim et al. [23]. Among 
them, the most highly expressed 20 genes in each lineage: 
MaSC, luminal progenitor (pLs), or mature luminal (mLs) 
were selected and searched for their presence in our RNA-
Seq data. Using gene expression levels calculated by 
FPKM from the clean data with coverage>0 in triplicate, 
12 genes in MaSc, 14 genes in pLs and 12 genes in mLs 
were present in our sequencing data.

To identify differentially expressed genes regulated 
by estrogen, the NOIseq method [25] was performed, 
using the filtering condition of the probability higher than 
0.7 with fold difference more than 2. When FPKM value 
was not available (coverage=0), the value was treated as 
0.01 as the default FPKM. Among statistically significant 
differentially expressed genes, we selected a repertoire 
of genes that were upregulated either in iHBECERpos or 
in MCF7. Differentially regulated genes in MCF7 were 
further validated by comparing to a previously published 
dataset on estrogen-regulated genes in MCF7 [28].

Western blotting

For Western blotting protein was extracted at day 
6 from iHBECERpos cells in passage 36 seeded at 18,000 
cells/cm2 and MCF7 cells in passage 325 seeded at 4,000 
cells/cm2 and cultured with or without TGFβR inhibitors. 
25 μg of protein was loaded in each lane and Western 
blotting was performed as previously described [22].

ACKNOWLEDGMENTS

We gratefully acknowledge the expert technical 
assistance from Tove Marianne Lund, Lena Kristensen, 
and Charlotte Petersen. We also thank Benedikte Thuesen, 
Københavns Privathospital and the donors for providing 
the normal breast biopsy material, and Vera Timmermans 
Wielenga, Pathology Department, Rigshospitalet for 
confirming the normalcy of the tissue. We thank Agla 
Fridriksdottir for help with confocal microscopy, and 
the Core Facility for Integrated Microscopy, Faculty of 
Health and Medical Sciences, University of Copenhagen 
is acknowledged for assistance in quantitative image 
analysis and confocal microscope accessibility.

CONFLICTS OF INTEREST

The authors have no conflicts of interest to declare.

GRANT SUPPORT

This work was supported by Novo Nordisk Fonden 
(to DANSTEM), Danish Cancer Society R2-A356-09-S2, 
Danish Research Council 08-045450 (to LRJ) and 10-
092798 (to DANSTEM), Kirsten and Freddy Johansens 
Fond (to OWP) and Familien Erichsens Mindefond and 
Vera og Carl Johan Michaelsens Legat (to JK).



Oncotarget10592www.impactjournals.com/oncotarget

REFERENCES

1. Shoker BS, Jarvis C, Clarke RB, Anderson E, Hewlett J, 
Davies MP, Sibson DR, Sloane JP. Estrogen receptor-
positive proliferating cells in the normal and precancerous 
breast. Am J Pathol. 1999; 155:1811-5.

2. Vantaggiato C, Tocchetti M, Cappelletti V, Gurtner A, Villa 
A, Daidone MG, Piaggio G, Maggi A, Ciana P. Cell cycle 
dependent oscillatory expression of estrogen receptor-a 
links Pol II elongation to neoplastic transformation. Proc 
Natl Acad Sci (U S A). 2014; 111:9561-9566.

3. Clarke R, Liu MC, Bouker KB, Gu Z, Lee RY, Zhu 
Y, Skaar TC, Gomez B, O´Brien K, Wang Y, Hilakivi-
Clarke LA. Aintiestrogen resistance in breast cancer and 
the role of estrogen receptor signaling. Oncogene. 2003; 
22:7316-7339.

4. Soule HD, Vazquez J, Long A, Albert S, Brennan M. A 
human cell line from a pleural effusion derived from a 
breast carcinoma. J Natl Cancer Inst. 1973; 51:1409-1416.

5. Comsa S, Cîmpean AM, Raica M. The story of MCF-7 
breast cancer cell line: 40 years of experience in research. 
Anticancer Res. 2015; 35:3147-3154.

6. Inic Z, Zegarac M, Inic M, Markovic I, Kozomara Z, 
Djurisic I, Inic I, Pupic G, Jancic S. Difference between 
luminal A and luminal B subtypes according to Ki-67, 
tumor size, and progesterone receptor negativity providing 
prognostic information. Clinical Medicine Insights 
Oncology. 2014; 8:107-111.

7. Prat A, Karginova O, Parker JS, Fan C, He X, Bixby L, 
Harrell JC, Roman E, Adamo B, Troester MA, Perou CM. 
Characterization of cell lines derived from breast cancers 
and normal mammary tissues for the study of the intrinsic 
molecular subtypes. Breast Cancer Res Treat. 2013; 
142:237-255.

8. Rønnov-Jessen L, Petersen OW, Bissell MJ. Cellular 
changes involved in conversion of normal to malignant 
breast: The importance of the stromal reaction. Physiol Rev. 
1996; 76:69-125.

9. Hilkens J, Buijs F, Hilgers J, Hageman P, Calafat J, 
Sonnenberg A, van der Valk M. Monoclonal antibodies 
against human milk-fat globule membranes detecting 
differentiation antigens of the mammary gland and its 
tumors. Int J Cancer. 1984; 34:197-206.

10. Taylor-Papadimitriou J, Peterson JA, Arklie J, Burchell 
J, Ceriani RL, Bodmer WF. Monoclonal antibodies to 
epithelium-specific components of the human milk fat 
globule membrane: Production and reaction with cells in 
culture. Int J Cancer. 1981; 28:17-21.

11. Rizki A, Weaver VM, Lee S-Y, Rozenberg GI, K. C, Myers 
CA, Bascom JL, Mott JD, Semeiks JR, Grate LR, Mian IS, 
Borowsky AD, Jensen RA, Idowu MO, Chen F, Chen DJ, 
et al. A human breast cell model of preinvasive transition. 
Cancer Res. 2008; 68:1378-1387.

12. Bhagirath D, Zhao X, West WW, Qiu F, Band H, Band V. 
Cell type of origin as well as genetic alterations contribute 

to breast cancer phenotypes. Oncotarget. 2015; 6:9018-
9030. doi: 10.18632/oncotarget.3379.

13. Zhao X, Malhotra GK, Lele SM, Lele MS, West WW, 
Eudy JD, Band H, Band V. Telomerase-immortalized 
human mammary stem/progenitor cells with ability to self-
renew and differentiate. Proc Natl Acad Sci U S A. 2010; 
107:14146-14151.

14. Gupta PB, Onder TT, Jiang G, Tao K, Kuperwasser C, 
Weinberg RA, Lander ES. Identification of selective 
inhibitors of cancer stem cells by high-throughput 
screening. Cell. 2009; 138:645-659.

15. Nash CE, Mavria G, Baxter EW, Holliday DL, Tomlinson 
DC, Treanor D, Novitskaya V, Berditchevski F, Hanby AM, 
Speirs V. Development and characterisation of a 3D multi-
cellular in vitro model of normal human breast: a tool for 
cancer initiation studies. Oncotarget. 2015; 6:13731-13741. 
doi: 10.18632/oncotarget.3379.

16. Keller PJ, Lin AF, Arendt LM, Klebba I, Jones AD, Rudnick 
JA, DiMeo TA, Gilmore H, Jefferson DM, Graham RA, 
Naber SP, Schnitt S, Kuperwasser C. Mapping the cellular 
and molecular heterogeneity of normal and malignant breast 
tissues and cultured cell lines. Breast Cancer Res. 2010; 
12:R87.

17. Briand, P, Petersen, OW, van Deurs B. A new diploid 
nontumorigenic human breast epithelial cell line isolated 
and propagated in chemically defined medium. In Vitro Cell 
Dev Biol. 1987; 23:181-188.

18. Soule HD, Maloney TM, Wolman SR, Peterson WDJ, Brenz 
R, McGrath CM, Russo J, Pauley RJ, Jones RF, Brooks 
SC. Isolation and characterization of a spontaneously 
immortalized human breast epithelial cell line, MCF-10. 
Cancer Res. 1990; 50:6075-6086.

19. Tang J, Fernandez-Garcia I, Vijayakumar S, Martinez- 
Ruis H, Illa-Bochaca I, Nguyen DH, Mao J-H, Costes SV, 
Barcellos-Hoff MH. Irradiation of juvinile, but not adult, 
mammary gland increases stem cell-renewal and estrogen 
receptor negative tumors. Stem Cells. 2014; 32:649-661.

20. Kao C-Y, Nomata K, Oakley CS, Welsch CW, Chang C-C. 
Two types of normal human breast epithelial cells derived 
from reduction mammoplasty: Phenotypic chracterization 
and response to SV40 transfection. Carcinogenesis. 1995; 
16:531-538.

21. Villadsen R, Fridriksdottir AJ, Rønnov-Jessen L, 
Gudjonsson T, Rank F, LaBarge MA, Bissell MJ, Petersen 
OW. Evidence of a stem cell hierarchy in the adult human 
breast. J Cell Biol. 2007; 177:87-101.

22. Fridriksdottir AJ, Kim J, Villadsen R, Klitgaard MC, 
Petersen OW, Rønnov-Jessen L. Propagation of oestrogen 
receptor-positive and oestrogen receptor-responsive 
normal human breast cells in culture. Nat Commun. 2015; 
6:8786-8797.

23. Lim E, Vaillant F, Wu D, Forrest NC, Pal B, Hart AH, 
Asselin-Labat ML, Gyorki DE, Ward T, Partanen A, 
Feleppa F, Huschtscha LI, Thorne HJ, kConFab, Fox SB, 
Yan M, et al. Aberrant luminal progenitors as the candidate 



Oncotarget10593www.impactjournals.com/oncotarget

target population for basal tumor development in BRCA1 
mutation carriers. Nat Med. 2009; 15:907-915.

24. Petersen OW, Rønnov-Jessen L, Howlett AR, Bissell MJ. 
Interaction with basement membrane serves to rapidly 
distinguish growth and differentiation pattern of normal and 
malignant human breast epithelial cells. Proc Natl Acad Sci 
USA. 1992; 89:9064-9068.

25. Tarazona S, García-Alcalde F, Dopazo J, Ferrer A, Conesa 
A. Differential expression in RNA-seq: A matter of depth. 
Genome Res. 2011; 21:2213-2223.

26. McGuire WL, Jr., Jackson JG, Figueroa JA, Shimasaki S, 
Powell DR, Yee D. Regulation of insulin-like growth factor-
binding protein (IGFBP) expression by breast cancer cells: 
use of IGFBP-1 as an inhibitor of insulin-like growth factor 
action. J Natl Cancer Inst. 1992; 84:1336-41.

27. Mehra R, Varambally S, Ding L, Shen R, Sabel MS, Ghosh 
D, Chinnaiyan AM, Kleer CG. Identification of GATA3 
as a Breast Cancer Prognostic Marker by Global Gene 
Expression Meta-analysis. Cancer Res. 2005; 65:11259-64.

28. Liu Y, Zhou J, White KP. RNA-seq differential expression 
studies: more sequence or more replication? Bioinformatics. 
2014; 30:301-304.

29. Takagi K, Moriguchi T, Miki Y, Nakamura Y, Watanabe 
M, Ishida T, Yamamoto M, Sasano H, Suzuki T. GATA4 
immunolocalization in breast carcinoma as a potent 
prognotic predictor. Cancer Sci. 2014; 105:600-607.

30. Boudot A, Kerdivel G, Habauzit D, Eeckhoute J, Le Dily 
F, Flouriot G, Samson M, Pakdel F. Differential estrogen-
regulation of CXCL12 chemokine receptors, CXCR4 and 
CXCR7, contributes to the growth effetc of estrogens in 
breast cancer cells. PLoS ONE. 2011; 6:1-12.

31. Drabsch Y, Hugo H, Zhang R, Dowhan DH, Miao YR, 
Gewirtz AM, Barry SC, Ramsay RG, Gonda TJ. Mechanism 
of and requirement for estrogen-regulated MYB expression 
in estrogen-receptor-positive breast cancer cells. Proc Natl 
Acad Sci U S A. 2007; 104:13762-13767.

32. Clarke RB, Howell A, Potten CS, Anderson E. Dissociation 
between steroid receptor expression and cell proliferation in 
the human breast. Cancer Res. 1997; 57:4987-91.

33. Morsing M, Klitgaard MC, Jafari A, Villadsen R, Kassem 
M, Petersen OW, Rønnov-Jessen L. Evidence of two 
distinct functionally specialized fibroblast lineages in breast 
stroma. Breast Cancer Res. 2016; 18:108.

34. Hilton HN, Graham JD, Clarke CL. Minireview: 
Progesterone regulation of proliferation in the normal 

human breast and in breast cancer: A tale of two scenarios. 
Mol Endocrinol. 2015; 29:1230-1242.

35. Osborne CK, Hobbs K, Trent JM. Biological differences 
among MCF-7 human breast cancer cell lines from different 
laboratories. Breast Cancer Res Treat. 1987; 9:111-121.

36. Moses H, Barcellos-Hoff MH. TGF-β biology in mammary 
development and breast cancer. Cold Spring Harb Perspect 
Biol. 2011; 3:

37. Ewan KBR, Oketch-Rabah HA, Ravani SA, Shyamala G, 
Moses HL, Barcellos-Hoff M-H. Proliferation of estrogen 
receptor-α-positive mammary epithelial cells is restrained 
by transforming growth factor-β1 in adult mice. Am J 
Pathol. 2005; 167:409-417.

38. Woolston C. Breast cancer. 4 big questions. Nature. 2015; 
527:S120.

39. Rønnov-Jessen L, van Deurs B, Nielsen M, Petersen OW. 
Identification, paracrine generation and possible function of 
human breast carcinoma myofibroblasts in culture. In Vitro 
Cell Dev Biol. 1992; 28A:273-283.

40. Petersen OW, van Deurs B, Vang Nielsen K, Madsen MW, 
Laursen I, Balslev I, Briand P. Differential tumorigenecity 
of two autologous human breast carcinoma cell lines HMT-
3909 S1 and HMT-3909 S8 established in serum-free 
medium. Cancer Res. 1990; 50:1-14.

41. Pasic L, Eisinger-Mathason TSK, Velayudhan BT, 
Moskaluk CA, Brenin DR, Macara IG, Lannigan DA. 
Sustained activation of the HER1-ERK1/2-RSK signaling 
pathway controls myoepithelial cell fate in human 
mammary tissue. Genes & Dev. 2011; 25:1641-1653.

42. Petersen OW, Høyer PE, van Deurs B. Frequency and 
distribution of estrogen receptor-positive cells in normal, 
nonlactating human breast tissue. Cancer Res. 1987; 
47:5748-5751.

43. Rønnov-Jessen L, Celis JE, van Deurs B, Petersen OW. A 
fibroblast-associated antigen: Characterization in fibroblasts 
and immunoreactivity in smooth muscle differentiated 
stromal cells. J Histochem Cytochem. 1992; 40:475-486.

44. Wang Z, Gerstein M, Snyder M. RNA-Seq: a revolutionary 
tool for transcriptomics. Nat Rev Genet. 2009; 10:57-63.

45. Li B, Dewey CN. RSEM: accurate transcript quantification 
from RNA-Seq data with or without reference genome. 
BMC Bioinformatics. 2011; 12:323-338.


