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Abstract

Background: PGRMC1 (progesterone receptor membrane component 1) is a highly conserved heme binding
protein, which is overexpressed especially in hormone receptor-positive breast cancer and plays an important role
in breast carcinogenesis. Nevertheless, little is known about the mechanisms by which PGRMC1 drives tumor
progression. The aim of our study was to investigate the involvement of PGRMC1 in cholesterol metabolism to
detect new mechanisms by which PGRMC1 can increase lipid metabolism and alter cancer-related signaling
pathways leading to breast cancer progression.

Methods: The effect of PGRMC1 overexpression and silencing on cellular proliferation was examined in vitro and in
a xenograft mouse model.
Next, we investigated the interaction of PGRMC1 with enzymes involved in the cholesterol synthesis pathway such
as CYP51, FDFT1, and SCD1. Further, the impact of PGRMC1 expression on lipid levels and expression of enzymes
involved in lipid homeostasis was examined. Additionally, we assessed the role of PGRMC1 in key cancer-related
signaling pathways including EGFR/HER2 and ERα signaling.

Results: Overexpression of PGRMC1 resulted in significantly enhanced proliferation. PGRMC1 interacted with key
enzymes of the cholesterol synthesis pathway, alters the expression of proteins, and results in increased lipid levels.
PGRMC1 also influenced lipid raft formation leading to altered expression of growth receptors in membranes of
breast cancer cells. Analysis of activation of proteins revealed facilitated ERα and EGFR activation and downstream
signaling dependent on PGRMC1 overexpression in hormone receptor-positive breast cancer cells. Depletion of
cholesterol and fatty acids induced by statins reversed this growth benefit.
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Conclusion: PGRMC1 may mediate proliferation and progression of breast cancer cells potentially by altering lipid
metabolism and by activating key oncogenic signaling pathways, such as ERα expression and activation, as well as
EGFR signaling. Our present study underlines the potential of PGRMC1 as a target for anti-cancer therapy.

Keywords: PGRMC1, Breast cancer, Tumor progression, Cholesterol, Lipids, Estrogen receptor α, HER2, EGFR, Breast
cancer signaling pathway
Background
With approximately 25% of all new cancer cases, breast
cancer is the most common cancer in women [1] and re-
sponsible for the highest fraction of cancer death [2].
Therefore, the investigation of underlying mechanisms
on molecular levels and the discovery of new therapy ap-
proaches are research goals of utmost significance.
Progesterone receptor membrane component 1

(PGRMC1) is a highly conserved protein, which is pri-
marily found in the liver and kidney but also expressed
in various tissues such as brain, breast, lung, pancreas,
and reproductive tissues [3–5].
PGRMC1 has been confirmed to play a role in carcino-

genesis especially in breast cancer and may therefore rep-
resent a target for cancer therapy [6]. In many studies,
upregulation of PGRMC1 protein and mRNA was de-
tected in malignancies including colon, lung, ovary, cervix,
and breast [7–11]. Besides, PGRMC1 expression correlates
with metastasis to lymph nodes, larger tumor size, and
poorer overall- and tumor-free survival [9, 12]. Further,
interactions of PGRMC1 or its homologous proteins with
cytochrome P450 enzymes (CYPs) have been reported, for
example by stably binding heme in its cytb5 related do-
main [3, 5, 13–15]. PGRMC1 leads to resistance against
chemotherapeutic agents like doxorubicin, cisplatin, and
paclitaxel [13, 16, 17]. Moreover, different authors discuss
an involvement of PGRMC1 in cholesterol synthesis via
interaction with CYPs [3, 5, 18]. The role of cholesterol in
cancer is still not fully evaluated. Many studies describe an
association of high plasma and endogenous cholesterol
levels with (breast) cancer development and progression
[19–21], pointing towards a major role in cancer. Elevated
cholesterol and steroid levels may affect carcinogenesis in
different ways, e.g., in saturating the increased require-
ment for membrane components due to abundant cell
growth [22]. Furthermore, high cholesterol levels result in
an increase in the size and number of lipid rafts. Since
lipid rafts contain several signaling molecules, differences
in lipid rafts are modulating signaling cascades [23, 24],
such as EGFR and HER2 signaling and expression [25]. In
addition, cholesterol is the precursor of steroid hormones
like estradiol (E2), the important growth factor for hor-
mone receptor-positive breast cancer [26].
The aim of the present study was to investigate the

impact of PGRMC1 on lipid metabolism, lipid raft
formation, and its contribution to breast cancer progres-
sion and cancer-associated signaling pathways in hormone
receptor-positive (MCF7) and hormone receptor-negative
(MDA-MB-231) cells. For this purpose, interaction of
PGRMC1 with enzymes of the mevalonate pathway was
evaluated. Subsequently, effects of PGRMC1 expression
on cholesterol and lipid levels were investigated. A
special focus was placed on PGRMC1-dependent
expression and signaling of ERα and EGFR/HER2. To
explore the impact of modified lipid and steroid
metabolism (due to PGRMC1 expression), breast can-
cer cell growth was further explored by PGRMC1
overexpression and -silencing.
Methods
Cells and cell culture
MCF7, T47D, and MDA-MB-231 cells were purchased
from the ATCC (Manassas, Virginia). Cells were main-
tained in RPMI 1640 medium (Thermo Fisher Scientific,
Waltham, Massachusetts), supplemented with 10% (v/v)
fetal bovine serum (Thermo Fisher Scientific, Waltham,
Massachusetts), 100 units/mL penicillin/streptomycin
(Thermo Fisher Scientific, Waltham, Massachusetts),
and 0.025 mol/L HEPES (Thermo Fisher Scientific, Wal-
tham, Massachusetts) in a humidified incubator at 37 °C
with 5% CO2. Cells (passage number ≤ 25) were authen-
ticated regularly by Microsynth AG (Balgach,
Switzerland) using STRS analysis. The last authentica-
tion was performed on May 22, 2018.
Transfection of cell lines
Cells were transfected with the expression vector
pcDNA3.1/Hygro(+) (Thermo Fisher Scientific, Wal-
tham, Massachusetts), containing 3x HA-tagged (3x hu-
man influenza hemagglutinin-tagged) PGRMC1, using
Lipofectamine™ 2000 transfection reagent (Thermo
Fisher Scientific, Waltham, Massachusetts) (MCF7/
PGRMC1, T47D/PGRMC1 and MDA-MB-231/
PGRMC1). As a control, we used cells transfected with
the “empty” vector (MCF7/EVC, T47D/EVC, and MDA-
MB-231/EVC). Stable transfection was verified by PCR,
western blot, and immunofluorescence staining, to iso-
late PGRMC1-over-expressing clones.
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siRNA silencing of endogenous PGRMC1
For silencing of endogenous PGRMC1 in MCF7 cells,
FlexiTube GeneSolution for PGRMC1 (Qiagen, Hilden,
Germany) was used, containing four siRNAs that specif-
ically target human PGRMC1 mRNA. Cells were har-
vested after cultivation for 24 h, 48 h, and 72 h at 37 °C
to verify silencing by western blot analysis.
For MTT assays, cells were pre-incubated with siRNA

against PGRMC1 for 24 h at 37 °C in cell culture flasks
to silence the endogenous protein. Subsequently, the
cells were seeded in 96-well plates and again treated
with siRNA. Cell viability was measured after 24 h, 48 h,
and 72 h at 37 °C of incubation.

MTT assay
Cells (5 × 104 cells per well) were seeded in triplicates in
96-well plates in complete medium. Cells were either
grown (for different timespans) in full medium without
or with treatment. Afterwards cells were incubated with
0.25 mg/ml MTT solution for 3 h. After 1 h of incuba-
tion with DMSO, absorption at 540 nm was determined
with TECAN Spark®.

Quantification of lathosterol and cholesterol
Cholesterol and lathosterol were quantified by gas
chromatography-mass spectrometry analysis as de-
scribed previously (Maier et al., 2009), with minor
modifications.

Western blot analysis
Samples for western blot analysis and the respective mo-
lecular weight marker were loaded onto Mini-
PROTEAN® Precast Gel and separated via SDS-Page at
150 V. We activated the PVDF membrane with metha-
nol. Transmission of proteins was performed for 16 h at
4 °C and 10mA in blotting buffer. Afterwards, unspecific
binding was blocked by incubation of the PVDF mem-
brane with the transferred proteins with blocking solu-
tion for 1 h at room temperature. Primary antibody in
respective concentration was added in blocking solution
and incubated for 16 h at 4 °C. Subsequently, a second-
ary antibody was applied in 20% blocking solution at
room temperature. Proteins were detected using Amer-
sham™ ECL™ Western Blotting Detection Reagent.

Co-immunoprecipitation
Immunoprecipitation of HA-tagged PGRMC1 and HA-
tagged PGRMC1-variants was performed using the
Pierce™ HA-Tag IP/Co-IP Kit according to the manufac-
turer’s instructions. Cells overexpressing GFP-tagged
PGRMC1 were used as a negative control. Cell pellets
were resuspended in Co-IP lysis buffer. An amount of
500-μg protein was incubated with anti-HA agarose
slurry at 4 °C overnight. For elution, proteins were
denatured in sample buffer at 95 °C for 5 min and the
eluent was supplemented with 1M DTT. The elution of
PGRMC1 and mutual interaction partners was analyzed
directly via mass spectrometry (explained in the supple-
ments), SDS-PAGE, and western blot.

Proximity ligation assay (PLA)
The PLA procedure was performed using the Duolink®
PLA Kit. Cells were grown in chamber slides. Incubation
with the primary antibody cocktail containing anti-
PGRMC1 antibody and antibody against one of the pos-
sible interaction partners (or rabbit isotype IgG as nega-
tive control) was performed overnight at 4 °C.
Additionally, staining with anti-cytokeratin antibody

for 1 h was performed after amplification. Afterwards,
cells were stained with DAPI for 10 min and analyzed by
fluorescence microscopy within 1 week.

Reverse phase protein array (RPPA)
RPPA using Zeptosens technology was used for analysis
of signaling protein expression and activity profiling.
RPPA assay images were analyzed using ZeptoVIEW

Pro 3.1 array analysis software. Sample signals were
quantified as protein-normalized, blank-corrected mean
fluorescence intensities (NFI) of the single spots applying
linear fits and interpolation to the mean of the four
printed sample dilutions (eight spots per sample).

qRT-PCR
RNA was isolated from a cell pellet of 0.5 × 106 cells
using the RNeasy Mini Kit (Qiagen, Hilden, Germany)
according to the manufacturer’s specifications.
Reverse transcription of RNA into cDNA was per-

formed with the Omniscript RT kit (Qiagen, Hilden,
Germany) according to the manufacturer’s instructions.
For qPCR, QuantiFast SYBR Green PCR kit (Qiagen,
Hilden, Germany) and RT [2] qPCR Primer assays for
ESR1, HER2, TFF1, Myc, CCND1, PGR, SCD, FASN,
HMGS1, SREBF1, SREBF2, LDLR, ACAT1, and PDH
(Qiagen, Hilden, Germany) were used according to the
manufacturer’s specifications. qPCR was performed
using the LightCycler® 480 System (Roche, Penzberg,
Germany).

Estradiol ELISA
Supernatants of MCF7/EVC and MCF7/PGRMC1 cells
were analyzed for 17β-Estradiol (E2) concentrations
using a commercially available kit (ab108667, Abcam
plc, Cambridge, UK) according to the manufacturer’s
specifications.

Staining for lipid rafts and HER2
Co-staining of HER2 with lipid rafts was performed in
PGRMC1 overexpressing MCF7 and MDA-MB-231 cells
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and their respective empty vector controls. Cells were
seeded in a chamber slide for 24 h. Afterwards, the
medium was removed, and the cells were incubated for
another 24 h with medium containing stripped FCS and
were then incubated for 24 h with medium containing
normal FCS. Staining of lipid rafts was performed using
Vybrant™ Alexa Fluor™ 488 Lipid Raft Labeling Kit.
Afterwards, cells were fixed with 4% formaldehyde for
10 min. DAKO® protein block was used to block unspe-
cific binding sites for 1 h. Following this, cells were
stained with antibodies specific for HER2 (ab16901) over
night at 4 °C followed by an anti-mouse secondary-
antibody (Alexa Fluor 549 labeled) for 1 h. As negative
control mouse isotype IgG was used. After this, staining
with DAPI was performed. Subsequently cells were ex-
amined by fluorescence microscopy using Axioplan 2
Imaging (Carl Zeiss Microscopy GmbH, Jena, Germany).
For analyzing the amounts of lipid rafts and HER2 via
flow cytometry, cells were seeded in culture flasks and
synchronized as described above. Staining and fixation
was performed as described above. The emission (488
nm wavelength) was detected via high throughput flow
cytometry (CyAn, Beckman Coulter, Brea, USA).

Staining of lipid droplets
For visualizing of lipid droplets in PGRMC1 overex-
pressing MCF7, T47D, and MDA-MB-231 cells and
their respective empty vector controls via fluorescence
microscopy, the cells were grown in chamber slides for
24 h. Afterwards cells were stained with BODIPY™ 493/
503 (Sigma-Aldrich, St. Louis, Missouri) solubilized in
FCS-free medium and 2% BSA for 30 min. Cells were
fixed with 4% formaldehyde for 10 min, stained with
DAPI, and examined by fluorescence microscopy. For
analyzing amounts of lipid droplets via flow cytometry,
cells were grown for 24 h and harvested with trypsin.
Staining was performed as described above. The emis-
sion (488-nm wavelength) was detected via high
throughput flow cytometry (CyAn, Beckman Coulter,
Brea, USA).

Scatter plots of breast cancer microarray data
We obtained normalized microarray data (Affymetrix
Human Genome U133A Array) from the Gene Expres-
sion Omnibus (GEO, NCBI) [27]. The samples were nor-
malized using global scaling by the data set authors. We
confirmed the value distribution using mean values and
boxplots. Technical replicates were averaged. The values
of a selected panel of reporters were correlated against a
PGRMC1 reporter utilizing Spearman’s correlation.

Xenograft models
NOD.CB17-Prkdcscid (SCID) mice (female, 6-weeks old)
were obtained from the Jackson Laboratory (Bar Harbor,
Maine) and were bred in the SPF animal facility of the
Institute of Genetics at the Biological Research Centre,
Szeged, Hungary. Young adult SCID female mice were
transplanted subcutaneously in the flank with 17β-
estradiol pellet (containing biodegradable carrier-binder,
1.7 mg/pellet, 60-day release; SE-121, Innovative Re-
search of America, Sarasota, Florida) under pentobar-
bital anesthesia. The next day, the mice were injected
subcutaneously with 3 × 106 tumor cells in the opposite
flank. The mice were checked daily, and the tumor size
was measured twice weekly. At the end of the experi-
ment, the animals were euthanized, by pentobarbital
overdose, and the tumors dissected.

Treatment with simvastatin
For treatment with simvastatin, cells (105 cells per well)
were seeded in 96-well plates in complete medium for
24 h/37 °C. Afterwards, the medium was removed and
the cells were incubated with 100, 50, 25, 12.5, 6.25, and
3.125 μg/mL simvastatin for MCF7 cells and 20, 10, 5,
2.5, 1.25, and 0.625 μg/mL simvastatin for MDA-MB-
231. MTT assays were performed after 24 h, 48 h, and
72 h.

Statistical analysis
All experiments were performed with several independ-
ent biological replicates and repeated a minimum of
three iterations. Results are reported as means with
standard deviation. The data were tested for normal dis-
tribution using Shapiro-Wilk and Kolmogorov-Smirnov
test. Differences between groups were determined by un-
paired Student’s t test. Statistical analysis was performed
using R (RStudio) and IBM SPSS. Spearman’s ρ was cal-
culated in R using normalized microarray data and was
plotted as a scatterplot using the ggpubr R library. p <
0.05 was considered as statistically significant.

Results
PGRMC1 promotes viability of breast cancer cells and
growth of xenograft tumors while PGRMC1 inhibition and
downregulation reduce viability of breast cancer cells
As already shown in previous studies by us and others,
PGRMC1 overexpression results in increased prolifera-
tion of tumor cells [28–30]. In accordance with these re-
sults, in our study, MCF7/PGRMC1 and T47D/
PGRMC1 cells also profit from a significantly higher via-
bility compared to the respective empty vector control
cells (Fig. 1b, supplemental Figure 1A). For MDA-MB-
231 cells overexpressing PGRMC1, no such effects can
be observed (Fig. 1b). To further strengthen our theory,
we examined the impact of PGRMC1 silencing on tumor
proliferation by knocking down endogenous PGRMC1
expression. As hypothesized, the knockdown of PGRMC1
led to significantly decreased viability of MCF7 and T47D



Fig. 1 a Cell viability of MCF7/EVC and MCF7/PGRMC1 cells as well as MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells (n = 3). Viability was
analyzed by MTT assay at t = 0 h, 24 h, 48 h, 72 h, and 96 h/37 °C. Values were normalized to t = 0 (100%). *p≤ 0.05, **p≤ 0.01 (Student’s t test, n =
3). b Cell viability of MCF7 and MDA-MB-231 cells, treated with siRNA against PGRMC1 (siPGRMC1) and scrambled siRNA (siControl) (Student’s t
test, n = 3). Viability was analyzed at t = 0 h, 24 h, 48 h, and 72 h/37 °C. Values were normalized to t = 0 (100%). *p ≤ 0.05, **p≤ 0.01 (Student’s t
test, n = 3). c Tumor volumes of immunodeficient mice bearing human breast cancer MCF7/EVC and MCF7/PGRMC1 xenografts. ***p≤ 0.001,
****p≤ 0.0001 (Student’s t test, n = 11 mice each group). Images of tumor tissue dissected from each mouse
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cells but not of MDA-MB-231 cells (Fig. 1a, supplemental
Figure 1B).
To validate and strengthen the in vivo findings of

Ruan et al. [30], to verify “our” cell models but also to
extend the data to other ER-positive BC cells, we
investigated effects of PGRMC1 overexpression on
MCF7 and T47D breast cancer cell growth in a xeno-
graft model. On that account, MCF7/PGRMC1 and
T47D/PGRMC1 cells were injected into the flanks of im-
munodeficient mice. As control, we used EVC cells.
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Subsequently, the size of the developed tumor mass was
measured. As assumed, mice injected with PGRMC1
overexpressing breast cancer cells matured significantly
larger tumor masses, than mice injected with the re-
spective EVC cells (Fig. 1c, supplemental Figure 1C).

PGRMC1 interacts with proteins of the mevalonate
pathway
As already shown in previous studies from different re-
search groups, PGRMC1 might regulate cholesterol syn-
thesis in different ways, e.g., by activating enzymes of the
mevalonate pathway like CYP51/lanosterol demethylase
or by binding to the proteins Insig and Scap, which span
the endoplasmic reticulum and sense cholesterol levels
[31, 32]. In our present study, we focused on this regu-
lating influence and its possible involvement in PGRM
C1-induced breast cancer promotion.
In order to get a broader view about the role of PGRM

C1 in this context, we screened for potential PGRMC1
interaction partners by mass spectrometry analysis of
proteins co-immunoprecipitated from whole cell lysates
of MCF7 cells that had been transfected with PGRMC1-
HA, utilizing an antibody directed against the HA-tag
(Fig. 2a). Among proteins with higher significance, we
found various potential interaction partners involved in
the mevalonate pathway (e.g., SCD1, FDFT1, and
CYP51A1) and cellular transport processes such as
vesicle trafficking (e.g., Coatomer subunit beta and Coat-
omer subunit gamma-1) and nuclear export or import
(e.g., Exportin-1, Exportin-2, Exportin-5, Exportin-7 or
Importin-4 and Importin-5) processes. Since SCD1,
FDFT1, and CYP51A1 indicate a high evidence for pro-
tein interaction with PGRMC1 and since they play an
important role in cholesterol metabolism, we scrutinized
these interactions. Interaction of PGRMC1 with SCD1,
FDFT1, and CYP51A1 was confirmed by immunopreci-
pitating PGRMC1-HA in MCF7/PGRMC1 cells and by
subsequently visualizing the respective interaction part-
ners via western blot (Fig. 2b). To verify the observed in-
teractions in different cell lines independently of PGRM
C1 overexpression and immunoprecipitation, we per-
formed proximity ligation assay of candidate proteins
with endogenous PGRMC1 in MCF7 (Fig. 2c) and
MDA-MB-231 cells (supplemental Figure 1B). Interac-
tions between PGRMC1 and the respective enzymes are
represented by single spots in fluorescence microscopy.
While in MCF7 cells, a high number of spots per cell
were visible for the interaction with CYP51, FDFT1, and
SCD1, the low number of spots in MDA-MB-231 cells
indicated no or little interaction (Fig. 2d). Interactions of
PGRMC1 with FDFT1 and SCD1 were also observed in
T47D cells (supplemental Figure 2B,C). Western blot
analysis of protein expression of SCD1, FDFT1, and
CYP51 revealed higher CYP51 and SCD1 protein levels
in MCF7/PGRMC1 cells compared to MCF7/EVC, while
no difference in MDA-MB-231/PGRMC1 cells could be
observed compared to MDA-MB-231/EVC cells (Fig. 2e).
These results implicate not only a direct interaction of
PGRMC1 with SCD1, FDFT1, and CYP51, but also an
increased PGRMC1-driven upregulation of these en-
zymes in estrogen receptor-positive cells, that appeared
absent in hormone receptor-negative cells.

Overexpression of PGRMC1 leads to higher levels of
cholesterol in hormone receptor-positive breast cancer
cells
We hypothesized that the interaction of PGRMC1 with
enzymes of the mevalonate pathway might alter their
function and thus affects cholesterol synthesis, resulting
in elevated cholesterol levels, which may provide energy
and components supporting cancer metabolism. There-
fore, we measured intracellular cholesterol levels in syn-
chronized PGRMC1 overexpressing and empty vector
control MCF7 and MDA-MB-231 cells via mass spec-
trometry (Fig. 2f). Overexpression of PGRMC1 in MCF7
cells caused a significant increase (p < 0.05) of intracellu-
lar cholesterol levels compared to the empty vector con-
trol, while no difference in MDA-MB-231/PGRMC1
cells was observed (Fig. 2f). Additionally, levels of lathos-
terol, a precursor of cholesterol, were measured (Fig. 2f).
For MCF7/PGRMC1 cells, we detected a significantly
decreased ratio compared to MCF7/EVC cells. Interest-
ingly, a significantly decreased ratio of lathosterol/chol-
esterol in MDA-MB-231/PGRMC1 cells was observed
compared to MDA-MB-231/EVC cells, pointing towards
a small influence of PGRMC1 on cholesterol de novo
synthesis in these cells. The data reveal an impact of
PGRMC1 on de novo synthesis of cholesterol regarding
cholesterol levels and enzymatic turnover.

Upregulation of ERα, ERα downstream targets, and E2
levels mediated by PGRMC1
Since cholesterol is the precursor for steroid hormones,
we assumed that enhanced cholesterol synthesis may
affect E2 levels. E2 plays an essential role in hormone
receptor-positive breast cancer, e.g., by activating ERα
which is leading to tumor proliferation. E2 levels were
determined in the supernatant of MCF7/PGRMC1 cells
by ELISA (Fig. 3a). Consistent with the higher amounts
of cholesterol in MCF7/PGRMC1 cells, we found signifi-
cantly increased levels of E2 in the supernatant of
MCF7/PGRMC1 cells in comparison to MCF7/EVC
cells. To analyze the effect of higher E2 levels in MCF7/
PGRMC1 cells on breast cancer signaling, we deter-
mined the expression of different proteins known to play
a role in key signaling cascades in breast cancer via re-
verse phase protein array technology (RPPA) (Fig. 3b).
RPPA analysis revealed significantly (p < 0.05) elevated



Fig. 2 a Scatter plot of proteins with significantly higher intensities in PGRMC1-HA samples compared to PGRMC1-GFP samples identified by
mass spectrometry. The most significant proteins exhibit very high value for Student’s t test difference HA_GFP and –log Student’s t test p value
HA_GFP and are found in the upper right corner. Highlighted are proteins with important functions in steroid synthesis. b Detection of co-
immunoprecipitated proteins CYP51A1, Stearoyl-CoA desaturase (SCD1), and FDFT1 by western blot. c Verification of the interactions via proximity
ligation assay. Quantification of dots per cell. d Visualization via immunofluorescence microscopy. e Quantification of protein expression of CYP51,
SCD1, and FDFT1 in MCF7/PGRMC1 cells and MDA-MB-231/PGRMC1 cells compared to their respective empty vector control by western blot.
*p≤ 0.05, ***p ≤ 0.001. f Detection of cholesterol and its precursor lathosterol in PGRMC1 overexpressing cells compared to the empty vector
control cells with mass spectrometry *p≤ 0.05, ***p ≤ 0.001 (Student’s t test, n = 3)
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expression of ERα in MCF7/PGRMC1 cells compared to
MCF7/EVC cells (Fig. 3b). Subsequently higher levels of
HER2 and c-Myc proteins, whose expression depend on
the transcriptional activity of ERα, were observed while
c-Fos and PR levels were not altered (Fig. 3b). To verify
the results from RPPA, western blots were performed to
detect protein expression of ERα, HER2, and c-Myc
(Fig. 3c). In MCF7/PGRMC1 cells, expression of ERα,
HER2, and c-Myc is increased. Because E2 activates ERα
and our previous studies have demonstrated higher E2
levels in MCF7/PGRMC1 cells compared to MCF7/EVC
(Fig. 3a), we analyzed ERα phosphorylation at S118
(ERα-P-S118), which was also significantly increased
(p < 0.01) in MCF7/PGRMC1 cells compared to MCF7/
EVC (Fig. 3c). Additionally, we performed qPCR analysis
of mRNA expression for ESR1, Tff1, HER2, CCND1,
Myc, and PGR in the PGRMC1 overexpressing cell lines
in comparison to the empty vector control (Fig. 3d, sup-
plemental Figure 3B). In MCF7/PGRMC1 and T47D/
PGRMC1 we detected higher mRNA levels for ESR1 and



Fig. 3 a Amount of E2 in the supernatant of MCF7/PGRMC1 cells compared to the empty vector control after 48 h, detected with ELISA. **p ≤
0.01. b NFI (blank-corrected mean fluorescence intensity) ratio of protein expression of ERα, Her2, PR, c-Myc, and c-Fos analyzed by RPPA. Protein
expression was normalized to MCF7/EVC and protein expression measured in MCF7/EVC cells was set to 1. Up-/downregulation of protein
expression in MCF7/PGRMC1 cells were calculated. *p≤ 0.05 (Student’s t test, n = 3). c Western blot analysis of ERα, Her2, and c-Myc protein levels
in MCF7/EVC and MCF7/PGRMC1 cells. Representative picture of 3 independent analyses. d qRT-PCR analysis of ESR1, TFF1, HER2, CCND1, Myc, and
PGR mRNA expression in MCF7/EVC and MCF7/PGRMC1 cells, MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells. *p≤ 0.05, ***p≤ 0.001 (Student’s
t test, n = 3). e qRT-PCR analysis of PGRMC1, ESR1, HER2, and TFF1 mRNA expression in MCF7 siCtrl and MCF7 siPGRMC1 cells. *p≤ 0.05, **p < 0.01,
****p≤ 0.0001 (Student’s t test, n = 3). f Western blot analysis of ERα and Her2 protein levels in MCF7 siCtrl and MCF7 siPGRMC1 cells.
Representative blot from 3 independent analyses. g Quantification of HER2 protein in membranes of unpermeabilized MCF7/EVC and MCF7/
PGRMC1 cells, MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells, and MCF7 siCtrl and MCF7 siPGRMC1 cells (h) via flow cytometry. *p≤ 0.05
(Student’s t test, n = 3)
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the ERα-dependent gene trefoil factor 1 (Tff1), CCND1
and Myc as reporter genes for ERα activation compared
to MCF7/EVC and T47D/EVC. Interestingly, mRNA
levels of PGR were significantly lower in the PGRMC1
overexpressing cells compared to their empty vector
control. To further consolidate our hypothesis, we sig-
nificantly silenced (p < 0.01) PGRMC1 expression by
siPGRMC1 (Fig. 3e). As expected, the expression of ERα,
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ESR1, and Tff1 were significantly downregulated (Fig. 3e),
albeit no significant upregulation was detected for
mRNA levels of HER2 pointing towards a post-
transcriptional regulation of HER2 levels by PGRMC1
(Fig. 3e). In accordance, western blot analysis revealed
decreased expression of ERα and HER2 in MCF7/
siPGRMC1 (Fig. 3f). Previous studies revealed that
HER2 overexpression causes deformation of the cell
membrane and a subsequent disruption of epithelial fea-
tures independent of receptor signaling [25, 33]. We
demonstrated higher HER2 expression on the surface of
non-permeabilized MCF7/PGRMC1 cells compared to
MCF7/EVC cells using flow cytometry (Fig. 3g). Simi-
larly, HER2 levels were reduced on the surface of
MCF7/siPGRMC1 cells (Fig. 3h). MDA-MB-231/
PGRMC1 cells even showed lower expression of HER2
compared to MDA-MB-231/EVC cells (Fig. 3g).

PGRMC1 overexpressing breast cancer cells show higher
amounts of neutral lipids and lipid droplets
Lipid droplets recently emerged as new organelles not
only due to their role in energy storage, but also as mod-
ulators of cell signaling and lipid homeostasis in several
diseases including breast cancer [34–36].
By altering cholesterol levels in breast cancer cells,

PGRMC1 could have a major influence on tumor growth
via an enhanced lipid droplet formation in hormone
receptor-positive breast cancer. To quantify the amount
of neutral lipids, PGRMC1 overexpressing cell lines and
their respective empty vector control were examined by
BODIPY® staining of neutral lipids respectively lipid
droplets. Subsequent flow cytometry analysis showed
that PGRMC1 overexpressing hormone receptor-
positive cells have a significantly higher amount of neu-
tral lipids in comparison to the empty vector control
(Fig. 4a, supplemental Figure 4A). Interestingly, we
found significantly lower levels of lipids in MDA-MB-
231/PGRMC1 cells compared to MDA-MB-231/EVC
(Fig. 4a). Our results point towards an upregulation of
lipid synthesis due to PGRMC1 overexpression in hor-
mone receptor-positive breast cancer, which might lead
to enhanced tumor growth.

PGRMC1 fuels endogenous lipid synthesis and lipid
uptake and upregulates enzymes of the cholesterol
metabolism
Besides the direct interaction of PGRMC1 with enzymes
of the mevalonate pathway, the influence of PGRMC1
on lipid metabolism might be explained by increased
mRNA expression of enzymes involved in endogenous
and exogenous lipid metabolism.
Quantitative PCR analysis revealed increased levels of

mRNA for SREBF1, SREBF2, LDLR, HMGS1, SCD,
FASN, and ACAT1 in MCF7/PGRMC1 cells compared
to MCF7/EVC cells (Fig. 4b, supplemental Figure 4B).
These enzymes are not only key players in cholesterol
and fatty acid synthesis, but also upregulated in breast
cancer and they are associated with a worse outcome. In
MDA-MB-231 cells, PGRMC1 overexpression did not
result in higher expression of the abovementioned pro-
teins (Fig. 4b). To show the increasing effect of PGRM
C1 on expression of enzymes of the lipid metabolism,
we obtained normalized microarray data of 63 hormone
receptor-positive breast cancers tissue samples [37].
Spearman’s correlation between the PGMRC1 expres-
sion level and various expression levels of proteins
(FASN, FDFT1, HMGCS1, HMGCR, LDLR, SCD) indi-
cated positive correlations between PGRMC1 and the re-
spective enzymes in luminal A breast cancer tissue
samples (Fig. 4c). Our findings advert to a complex and
diverse impact of PGRMC1 on lipid homeostasis in
breast cancer.

PGRMC1 enhances expression of lipid rafts in cell
membranes of breast cancer cells
Lipid rafts are cholesterol-rich microdomains in cell
membranes, which have functions in cell proliferation
and growth, membrane trafficking, metastasis, and apop-
tosis [23, 24, 38]. Furthermore, lipid raft formation in
cell membranes is influenced by FDFT1 activity [39].
Since lipid rafts play a role in breast cancer progression
and due to the fact that (a) PGRMC1 overexpressing
hormone receptor-positive breast cancer cells have
higher amounts of cholesterol and that (b) PGRMC1 in-
teracts with FDFT1, we determined the abundance of
lipid rafts in MCF7 and MDA-MB-231 cells with PGRM
C1 overexpression and respective empty vector control
as well as in MCF7 cells treated with siRNAs directed
against PGRMC1, to knockdown PGRMC1 (Fig. 4d).
Cells were stained with Vybrant™ Alexa Fluor™ 488 Lipid
Raft Labeling Kit and detected by flow cytometry.
MCF7/PGRMC1 cells showed significantly higher levels
of lipid rafts compared to the respective empty vector
control (Fig. 4d, upper). In addition, we found signifi-
cantly lower expression of lipid rafts when endogenous
PGRMC1 was knocked down in MCF7 cells (Fig. 4d,
lower). Interestingly, lipid rafts were decreased in PGRM
C1 overexpressing MDA-MB-231 cells (Fig. 4d).
Elevated proliferation mediated by lipid rafts is, among

others, attributed to modulation of signaling functions of
growth factor receptors like the ErbB (HER) receptor
family.
Since we found higher expression of HER2 in the

membrane of PGRMC1 overexpressing MCF7 cells
(Fig. 3g), we analyzed the HER2 expression in lipid rafts
in more detail.
PGRMC1 overexpressing MCF7 and MDA-MB-231

cells and respective empty vector control cells were co-



Fig. 4 a Detection of neutral lipids and lipid droplets in MCF7/EVC and MCF7/PGRMC1, MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells by
BODIPY® staining and quantification via flow cytometry. *p≤ 0.05, **p≤ 0.01. (Student’s t test, n = 3). b qRT-PCR analysis of SREBF1, SREBF2, LDLR,
HMGS1, SCD, FASN, ACAT mRNA expression in MCF7/PGRMC1 and MDA-MB-231/PGRMC1 cells compared to the respective EVC cells. *p≤ 0.05,
**p≤ 0.01, ***p≤ 0.001 (Student’s t test, n = 3). c Spearman’s correlation between the PGMRC1 expression level and various expression levels of
proteins (FASN, FDFT1, HMGCS1, HMGCR, LDLR, SCD) involved in lipid metabolism. Data obtained from normalized microarray data (Affymetrix
Human Genome U133A Array) of 63 hormone receptor-positive breast cancer tissue samples. d Detection of lipid rafts in cell membranes of
MCF7/EVC and MCF7/PGRMC1 cells, MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells, and MCF7 siCtrl and MCF7 siPGRMC1 cells by Vybrant™
Alexa Fluor™ 488 and subsequent quantification via flow cytometry. *p≤ 0.05, **p≤ 0.01 (Student’s t test, n = 3). e Immunofluorescence staining
with Vybrant™ Alexa Fluor™ 488, fluorescence immunocytochemistry for HER2, and nuclear staining with DAPI. 63-fold magnification. Cells were
grown on chamber slides for 24 h
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stained for HER2 and lipid rafts (Fig. 4e, supplemental
Figure 3C). Especially in MCF7/PGRMC1 cells, we
found a strong co-localization of HER2 in lipid rafts
(Fig. 4e).
PGRMC1 influences activation of EGFR signaling
Another important member of the ErbB receptor family,
which plays a major role in breast cancer signaling, is
the EGFR. Several studies suggest that PGRMC1 may
promote EGFR phosphorylation and activation [8, 9, 13,
40]. The hypothesis of PGRMC1 enhancing EGFR sig-
naling was investigated by reverse phase protein array
(RPPA) with a focus on phosphorylation of EGFR and
its downstream targets in MCF7/PGRMC1 and MCF7/
EVC cells (Fig. 5a). Our results point towards an in-
creased phosphorylation of EGFR (p-Tyr1068), Akt (p-
Ser473 and p-Thr308), MEK1/2 (p-Ser217/Ser221),
ERK1/2 (p-Thr202/Tyr204), and S6 (p-Ser240/Ser244)
in PGRMC1/MCF7 cells compared to EVC cells (Fig. 5a).
In combination with our results from immunofluores-
cence staining, this suggests that there might exist a
powerful link between PGRMC1 expression and activa-
tion of oncogenic signaling pathways in MCF7 cells
(Fig. 5c).
To verify the RPPA results, we performed western blot

analysis of EGFR signaling induced with EGF (Fig. 5b).
Phosphorylation of EGFR, Akt, MEK1/2, and ERK1/2
was observed (Fig. 5b). Compatible, significantly elevated
levels of EGFR (p-Tyr1068), Akt (p-Ser473), MEK1/2 (p-
Ser217/Ser221), and ERK1/2 (p-Thr202/Tyr204) were
monitored in MCF7/PGRMC1 cells. In contrast, expres-
sion levels of total protein did not vary significantly
(Fig. 5c). MDA-MB-231 showed no difference in expres-
sion levels of EGFR (p-Tyr1068), Akt (p-Ser473), MEK1/
2 (p-Ser217/Ser221), and ERK1/2 (p-Thr202/Tyr204),
suggesting a subordinated role of PGRMC1 in EGFR sig-
naling in triple-negative breast cancer (supplemental Fig-
ure 4A, 4B).
Cholesterol and fatty acid depletion induced by statins
reverses the growth benefit interceded by PGRMC1
Our findings suggest a complex and broad role of
PGRMC1 in cholesterol and lipid metabolism (Fig. 5d).
Based on our research concerning the influence of
PGRMC1 on lipid homeostasis and increased viability of
PGRMC1 overexpressing cells, we hypothesized that a
higher lipid synthesis might lead to a survival benefit of
PGRMC1 overexpressing cells.
To verify this hypothesis, we treated PGRMC1 overex-

pressing MCF7 and MDA-MB-231 cells and the respect-
ive controls with different concentrations of simvastatin,
a competitive inhibitor of HMG-CoA reductase, and
performed subsequent viability assays (Fig. 5d).
Interestingly, contrary to expectations, inhibition of
HMG-CoA reductase and following depletion of choles-
terol not only assimilated viability in MCF7/PGRMC1
cells compared to MCF7/EVC cells, but even led to in-
ferior viability. This suggests a higher dependence of
PGRMC1 overexpressing cells on cholesterol. Intri-
guingly, MDA-MB-231 cells with PGRMC1 overexpres-
sion reacted similar to MCF7 cells (Fig. 5d).

Discussion
Although previous studies report on the proliferative ef-
fect of PGRMC1 in breast cancer, little is known about
the mechanisms by which PGRMC1 effects carcinogen-
esis. Therefore, our present study focuses on the modify-
ing function of PGRMC1 on lipid metabolism and
oncogenic signaling. Evidence is pointing towards a
meaningful impact of modified lipid metabolism in
breast cancer progression and metastasis [41–44]. Al-
though one of the most relevant mechanisms of energy
usage of cancer cells is their increase in glucose uptake
and their use of non-oxidative glycolysis, also known as
Warburg effect, breast cancer cells upregulate lipid de
novo synthesis and the uptake of free fatty acids and
low-density lipoproteins [44, 45]. Our findings suggest
the function of PGRMC1 as an important enhancer es-
pecially of lipid synthesis resulting in oncogenic signal-
ing and tumor progression. For the first time, we
detected enhanced mRNA expression of proteins regu-
lating lipid synthesis and uptake in PGRMC1 overex-
pressing hormone receptor-positive MCF7 and T47D
cells resulting in significantly higher lipid levels in
MCF7/PGRMC1 and T47D/PGRMC1 cells compared to
the empty vector control cells. Further, we could dem-
onstrate that PGRMC1 interacts with CYP51, FDFT1,
and SCD1, which are major players in lipogenesis. Inter-
estingly, these interactions are less pronounced in
MDA-MB-231 cells. An explanation for the lower inter-
action might be that triple-negative breast cancer cells
have been reported to cover their needs for lipids via the
uptake of exogenous fatty acids in contrast to perform-
ing lipid de novo synthesis [44, 46].
A possible result of the detected interactions between

PGRMC1 and CYP51, FDFT1, and SCD1 could be the
increase of cholesterol and neutral lipid levels in MCF7/
PGRMC1 and T47D/PGRMC1 cells. Since cholesterol is
the precursor of steroid hormones like estradiol, elevated
levels of cholesterol may subsequently lead to higher
levels of estradiol as indicated by our measurements in
the supernatant of MCF7/PGRMC1 cells of this sce-
nario. One consequence could be that PGRMC1 pro-
motes tumor progression by upregulation of ERα
protein and ESR1 mRNA directly via a transcriptional
mechanism or indirectly via elevated steroid synthesis.
Since various studies showed an upregulation of steady-



Fig. 5 (See legend on next page.)

Asperger et al. Breast Cancer Research           (2020) 22:75 Page 12 of 16



(See figure on previous page.)
Fig. 5 a Protein phosphorylation of EGFR P-Tyr1068, Akt P-Ser473, Akt P-Thr308, MEK1/2 P-Ser217/Ser221, Erk1/2 P-Thr202/Tyr204, and S6 P-
Ser240/Ser244 analyzed by RPPA. NFI (blank-corrected mean fluorescence intensity) ratio of phospho-protein/total protein was calculated,
normalized to MCF7/EVC, and ratio in MCF7/EVC cells was set to 1. Up-/downregulation of protein phosphorylation in MCF7/PGRMC1 cells was
calculated. *p≤ 0.05, **p≤ 0.01 (Student’s t test, n = 3). b Protein phosphorylation of EGFR P-Tyr1068, Akt P-Ser473, MEK1/2 P-Ser217/Ser221, and
Erk1/2 P-Thr202/Tyr204 verified by western blot analysis. Cells were treated with EGF (10 ng/mL) for 10 min/37 °C. Representative blot of 3
independent analyses. Total protein expression of EGFR, Akt, MEK1/2, and Erk1/2 verified by western blot analysis. Representative blot of 3
independent analyses shown. c PGRMC1 mediates phosphorylation of EGFR and its downstream targets and upregulates E2 levels, ERα
expression, and ERα-target genes. EGFR phosphorylation activates the MAPK signaling cascade (including MEK1/2-, ERK1/2-, and S6-
phosphorylation) and PI3K signaling cascade (including Akt- and S6-phosphorylation). Phosphorylation of S6 induces transcription of genes,
involved in the regulation of cell cycle progression, cell proliferation, and glucose homeostasis. ERα translocates into the nucleus upon ligand-
dependent or ligand-independent activation and acts as a transcription factor to transcribe genes involved in tumor progression. d Overview of
the influence of PGRMC1 in cholesterol and lipid metabolism. e MCF7/EVC and MCF7/PGRMC1 cells were treated with 100 μM, 50 μM, 25 μM,
12.5 μM, 6.25 μM, and 3.175 μM simvastatin and respective DMSO control. MDA-MB-231/EVC and MDA-MB-231/PGRMC1 cells were treated with
20 μM, 10 μM, 5 μM, 2.5 μM, 1.25 μm, and 0.625 μM simvastatin and respective DMSO control. Viability was analyzed by MTT assay at t = 24 h, t =
48 h, t = 72 h and 37 °C. Depicted are results after 48 h of treatment. Viability is normalized on the DMSO control. p values were adjusted using
the Bonferroni correction (ndoses = 6; nreplicates = 9)
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state ERα levels by long-term exposure to E2 [47], in-
creased levels of ERα plus a simultaneous autocrine/
paracrine activation by E2 may trigger a proliferative
cycle support in tumor growth. For the first time, we
also observed that PGRMC1 impacts on lipid rafts,
another regulator of cancer progression. Lipid rafts
are important, e.g., in modulation of membrane
geometry, lateral movement of molecules, and signal
transduction [23, 48]. We observed increased lipid
raft formation in PGRMC1 overexpressing hormone
receptor-positive breast cancer cells. The co-
localization of HER2 in lipid rafts, also reported by
other research groups [49, 50], may influence EGFR
signaling. Zhuang et al. reported an EGF-induced and
constitutive signaling via the Akt serine-threonine
kinase and subsequent survival in cancer cells [51].
Furthermore, EGFR and HER2 localization in lipid
rafts is discussed to play a role in cancer cell drug resist-
ance, e.g., regarding treatment with trastuzumab or tyro-
sine kinase inhibitors [49, 50]. On the other hand, Orr
et al. showed that altered cholesterol levels modify the
mobility of EGFR in the cell membrane leading to its de-
creased activation due to reduced dimerization of EGFR
monomeres [25]. The relevant role of PGRMC1 in pro-
moting phosphorylation and activation of receptors for ex-
ample by heme-dependent PGRMC1 dimerization has
already been reported [8, 9, 13, 40]. Here, elevated phos-
phorylation levels of EGFR and its downstream targets in
MCF7/PGRMC1 cells were discovered. The crosstalk be-
tween EGFR/Her2 and ERα signaling cascades has often
been reported, whereby ERα can induce the E2-dependent
activation of the EGFR signaling pathway by promoting
phosphorylation of Akt (P-Ser473) via the non-genomic
pathway. Alternatively, ERα activation can be accom-
plished independently of estrogens by EGFR-activated
MAPK-signaling or PI3K pathway [52, 53]. In the current
study, we demonstrate that both MAPK and PI3K path-
way components (i.e., MEK1/2, ERK1/2, and AKT) are
activated in PGRMC1 overexpressing MCF7 cells. This
may lead to increased ERα activation and finally to in-
creased cancer proliferation. Additionally, ERα and HER2
correlate positively in HER2 non-overexpressing breast
cancer [54, 55]. Hence, higher levels of ER in MCF7/
PGRMC1 cells could lead to higher expression of HER2.
However, the influence of PGRMC1 on EGFR/HER2 sig-
naling in lipid rafts and its impact on tumor progression
requires further studies.
Due to the role of the mevalonate pathway and its dual

role in cholesterol synthesis and prenylation of signaling
proteins, statins have been tested as anti-cancer drugs.
Statins block the HMG-CoA reductase, the gatekeeper of
the mevalonate pathway. We speculated due to increased
activation of the mevalonate pathway and due to higher
cholesterol and neutral lipids production that PGRMC1
overexpressing cells may be more dependent on the meva-
lonate pathway. Hence, they might be more susceptible to
statin treatment [56–60]. For the first time, we detected
that MCF7/PGRMC1 and MDA-MB-231/PGRMC1 cells
are more sensitive to treatment with simvastatin com-
pared to the respective controls. We assume that PGRM
C1 overexpression leads to higher dependence on choles-
terol and fatty acids of cancer cells due to an alteration of
fatty acid metabolism, by enhanced driving of the mevalo-
nate pathway and related synthesis of the isoprenoids ger-
anylgeranyl pyrophosphate (GGPP) and farnesyl
pyrophosphate (FPP) [61, 62], e.g., leading to inhibition of
small Rho GTPase prenylation [63].
Indeed, PGRMC1 might also reduce viability of breast

cancer cells under treatment with statins, because
PGRMC1 is known to interact with CYP enzymes [3, 5,
13–15]. Specifically, inhibition of cytochromes P450
could increase the concentration of simvastatin, since
statins are metabolized by CYP3A4.
Hence, PGRMC1 overexpressing tumors may be an in-

teresting target for additional cholesterol lowering
therapy.
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Conclusion
We demonstrate that PGRMC1 mediates progression of
breast cancer cells potentially by altering cholesterol and
lipid metabolism and activating key drivers of tumor
progression in breast cancer, namely ERα expression
and activation, as well as EGFR signaling. Our data
underline the contribution of PGRMC1 to especially
hormone receptor-positive breast cancer pathogenesis
in vitro and in vivo and suggest its potential as a target
for anti-cancer therapy.
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1186/s13058-020-01312-8.

Additional file 1.

Abbreviations
ACAT1: Acetyl-Coenzyme A acetyltransferase 1; Akt: Protein kinase B;
BODIPY: Difluoro {2-[1-(3,5-dimethyl-2H-pyrrol-2-ylidene-N)ethyl]-3,5-dimethyl-
1H-pyrrolatoN} boron; BSA: Bovine serum albumin; CK-2: Casein kinase-2;
CYP: Cytochromes P450; DAPI: 4,6-Diamidin-2-phenylindol; E2: 17β-Estradiol;
EGF: Epidermal growth factor; EGFR: Epidermal growth factor receptor;
ELISA: Enzyme-linked immunosorbent assay; Erk1/2 (MAPK p44/
42): extracellular signal-regulated kinases; ERα: Estrogen receptor α;
FASN: Fatty acid synthase; FCS: Fetal calf serum; GFP: Green fluorescent
protein; HA: Hemagglutinin; Her2: Human epidermal growth factor receptor-
2; HMGS: 3-Hydroxy-3-methylglutaryl coenzyme A synthase; INSIG: Insulin-
induced gene protein; LDLR: Low-density lipoprotein receptor; MEK1
(MAP2K1): Mitogen-activated protein kinase kinase 1; MEK2
(MAP2K2): Mitogen-activated protein kinase kinase 2; NFI: Blank-corrected
mean fluorescence intensity; PGRMC1: Progesterone receptor membrane
component-1; PR: Progesterone receptor; RPPA: Reverse phase protein array;
SCAP: SREBP cleavage-activating protein; SCD1: Stearoyl-CoA desaturase1;
FDFT1: Farnesyl-diphosphate farnesyltransferase 1 (Squalene Synthase);
SREBP1/2: Sterol regulatory element-1/2; TFF1: Trefoil factor 1

Acknowledgements
This study contains results of the dissertation “Role of PGRMC1 in breast
cancer progression and increased breast cancer risk upon progestin-based
hormone therapy” submitted to the Faculty of Mathematics and Natural Sci-
ences at the Heinrich-Heine-University Duesseldorf on 30 September 2017
by Marina Ludescher (née Willibald).

Authors’ contributions
HA, NS, ML, and HN were responsible for conceptual design of the study.
HA, NS, ML, MP, and CV designed the experiments. HA, ML, NS, BG, AM, AB,
and UH performed the experiments. HA, ML, MP, CV, JC, and UH analyzed
the data. HA, NS, ML, HN, MP, and CV interpreted the findings. HA wrote the
original draft. HA, ML, MP, CV, RLK, UH, UMZ, and HN critically revised the
manuscript. RLK, ER, DN, TF, UZ, and HN contributed to the project
administration. All authors read and approved the final manuscript.

Funding
This work was supported by the German Research Foundation (Deutsche
Forschungsgemeinschaft, DFG, NE 805/6-1), by the German Academic
Exchange Service (ID-57215625), and by GINOP grants (GINOP-2.3.2-15-2016-
00001 and GINOP-2.3.2-15-2016-00039). Parts of this project were also sup-
ported by the Wilhelm Sander Foundation (2013.126.1), by the Robert Bosch
Foundation (Stuttgart, Germany), and by the Brigitte and Dr. Konstanze We-
gener Foundation (Duesseldorf, Germany).

Availability of data and materials
The microarray data analyzed during the current study are available in the
Gene Expression Omnibus under the ID GSE129560.
[https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE129560].
The remaining datasets used and analyzed during the current study are
available from the corresponding author on reasonable request.

Ethics approval and consent to participate
All animal experiments were performed in accordance with animal
experimentation and ethics guidelines of the EU (2010/63/EU). Experimental
protocols were approved by the Review Committee of Biological Research
Centre of the Hungarian Academy of Sciences and the responsible
governmental agency (clearance number: CSI/01/1489-5/2014).

Consent for publication
Not applicable.

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

Author details
1Department of Obstetrics and Gynecology, University Hospital and Medical
Faculty of the Heinrich-Heine University Duesseldorf, Life Science Center,
Merowingerplatz 1A, 40225 Düsseldorf, Germany. 2NMI TT Pharmaservices,
Protein Profiling, Reutlingen, Germany. 3Dr. Margarete Fischer-Bosch Institute
of Clinical Pharmacology and University of Tübingen, Stuttgart, Germany.
4Institute of Biochemistry, Biological Research Centre, Szeged, Hungary.
5Institute of Genetics, Biological Research Centre, Szeged, Hungary.

Received: 11 March 2020 Accepted: 30 June 2020

References
1. Bray F, Ferlay J, Soerjomataram I, Siegel RL, Torre LA, Jemal A. Global cancer

statistics 2018: GLOBOCAN estimates of incidence and mortality worldwide
for 36 cancers in 185 countries. CA Cancer J Clin. 2018;68(6):394–424.
https://doi.org/10.3322/caac.21492.

2. Ferlay J, Soerjomataram I, Dikshit R, et al. Cancer incidence and mortality
worldwide: sources, methods and major patterns in GLOBOCAN 2012. Int J
Cancer. 2015;136(5):E359–86. https://doi.org/10.1002/ijc.29210.

3. Kimura I, Nakayama Y, Konishi M, et al. Functions of MAPR (membrane-
associated progesterone receptor) family members as heme/steroid-binding
proteins. Curr Protein Pept Sci. 2012;13(7):687–96. https://doi.org/10.2174/
138920312804142110.

4. Gerdes D, Wehling M, Leube B, Falkenstein E. Cloning and tissue expression
of two putative steroid membrane receptors. Vol 379; 1998.

5. Ryu CS, Klein K, Zanger UM. Membrane associated progesterone receptors:
promiscuous proteins with pleiotropic functions - focus on interactions with
cytochromes P450. Front Pharmacol. 2017;8. https://doi.org/10.3389/fphar.
2017.00159.

6. Cahill MA, Jazayeri JA, Catalano SM, Toyokuni S, Kovacevic Z, Richardson DR.
The emerging role of progesterone receptor membrane component 1
(PGRMC1) in cancer biology. Biochim Biophys Acta - Rev Cancer. 2016;
1866(2):339–49. https://doi.org/10.1016/j.bbcan.2016.07.004.

7. Zhang Y, Ruan X, Willibald M, et al. May progesterone receptor membrane
component 1 (PGRMC1) predict the risk of breast cancer? Gynecol
Endocrinol. 2016;32(1):58–60. https://doi.org/10.3109/09513590.2015.
1078303.

8. Ahmed IS, Rohe HJ, Twist KE, Craven RJ. Pgrmc1 (progesterone receptor
membrane component 1) associates with epidermal growth factor receptor
and regulates erlotinib sensitivity. J Biol Chem. 2010;285(32):24775–82.
https://doi.org/10.1074/jbc.M110.134585.

9. Hampton KK, Stewart R, Napier D, Claudio PP, Craven RJ. PGRMC1 elevation
in multiple cancers and essential role in stem cell survival. Adv Lung Cancer.
2015;04(03):37–51. https://doi.org/10.4236/alc.2015.43006.

10. Mir SUR, Ahmed ISA, Arnold S, Craven RJ. Elevated progesterone receptor
membrane component 1/sigma-2 receptor levels in lung tumors and
plasma from lung cancer patients. Int J Cancer. 2012;131(2). https://doi.org/
10.1002/ijc.26432.

11. Willibald M, Wurster I, Meisner C, et al. High level of progesteron receptor
membrane component 1 (PGRMC 1) in tissue of breast cancer patients is
associated with worse response to anthracycline-based neoadjuvant
therapy. Horm Metab Res. 2017;49(8):595–603. https://doi.org/10.1055/s-
0043-113635.

https://doi.org/10.1186/s13058-020-01312-8
https://doi.org/10.1186/s13058-020-01312-8
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE129560
https://doi.org/10.3322/caac.21492
https://doi.org/10.1002/ijc.29210
https://doi.org/10.2174/138920312804142110
https://doi.org/10.2174/138920312804142110
https://doi.org/10.3389/fphar.2017.00159
https://doi.org/10.3389/fphar.2017.00159
https://doi.org/10.1016/j.bbcan.2016.07.004
https://doi.org/10.3109/09513590.2015.1078303
https://doi.org/10.3109/09513590.2015.1078303
https://doi.org/10.1074/jbc.M110.134585
https://doi.org/10.4236/alc.2015.43006
https://doi.org/10.1002/ijc.26432
https://doi.org/10.1002/ijc.26432
https://doi.org/10.1055/s-0043-113635
https://doi.org/10.1055/s-0043-113635


Asperger et al. Breast Cancer Research           (2020) 22:75 Page 15 of 16
12. Ruan X, Zhang Y, Mueck AO, et al. Increased expression of progesterone
receptor membrane component 1 is associated with aggressive phenotype
and poor prognosis in ER-positive and negative breast cancer. Menopause.
2017;24(2):203–9. https://doi.org/10.1097/GME.0000000000000739.

13. Kabe Y, Nakane T, Koike I, et al. ARTICLE Haem-dependent dimerization of
PGRMC1/Sigma-2 receptor facilitates cancer proliferation and
chemoresistance. Nat Commun. 2016;6. https://doi.org/10.1038/
ncomms11030.

14. Ahmed IS, Rohe HJ, Twist KE, Mattingly MN, Craven RJ. Progesterone
receptor membrane component 1 (Pgrmc1): a heme-1 domain protein that
promotes tumorigenesis and is inhibited by a small molecule. J Pharmacol
Exp Ther. 2010;333(2):564–73. https://doi.org/10.1124/jpet.109.164210.

15. Mansouri MR, Schuster J, Badhai J, et al. Alterations in the expression,
structure and function of progesterone receptor membrane component-1
(PGRMC1) in premature ovarian failure. Hum Mol Genet. 2008;17(23):3776–
83. https://doi.org/10.1093/hmg/ddn274.

16. Lin ST, May EWS, Chang JF, Hu RY, Wang LHC, Chan HL. PGRMC1
contributes to doxorubicin-induced chemoresistance in MES-SA uterine
sarcoma. Cell Mol Life Sci. 2015;72(12):2395–409. https://doi.org/10.1007/
s00018-014-1831-9.

17. Friel AM, Zhang L, Pru CA, et al. Progesterone receptor membrane
component 1 deficiency attenuates growth while promoting
chemosensitivity of human endometrial xenograft tumors. Cancer Lett.
2015;356(2):434–42. https://doi.org/10.1016/j.canlet.2014.09.036.

18. Cahill MA, Medlock AE. Thoughts on interactions between PGRMC1 and
diverse attested and potential hydrophobic ligands. J Steroid Biochem Mol
Biol. 2017;171:11–33. https://doi.org/10.1016/j.jsbmb.2016.12.020.

19. Antalis CJ, Uchida A, Buhman KK, Siddiqui RA. Migration of MDA-MB-231
breast cancer cells depends on the availability of exogenous lipids and
cholesterol esterification. Clin Exp Metastasis. 2011;28(8):733–41. https://doi.
org/10.1007/s10585-011-9405-9.

20. Marwarha G, Raza S, Hammer K, Ghribi O. 27-hydroxycholesterol: a novel
player in molecular carcinogenesis of breast and prostate cancer. Chem
Phys Lipids. 2017;207:108–26. https://doi.org/10.1016/j.chemphyslip.2017.05.
012.

21. Menendez JA, Lupu R. Fatty acid synthase and the lipogenic phenotype in
cancer pathogenesis. Nat Rev Cancer. 2007;7(10):763–77. https://doi.org/10.
1038/nrc2222.

22. Nelson ER, Chang C Yi, McDonnell DP. Cholesterol and breast cancer
pathophysiology. Trends Endocrinol Metab 2014;25(12):649–655. doi:https://
doi.org/10.1016/j.tem.2014.10.001.

23. Mollinedo F, Gajate C. Lipid rafts as major platforms for signaling regulation
in cancer. Adv Biol Regul. 2015;57:130–46. https://doi.org/10.1016/j.jbior.
2014.10.003.

24. Li YC, Park MJ, Ye SK, Kim CW, Kim YN. Elevated levels of cholesterol-rich
lipid rafts in cancer cells are correlated with apoptosis sensitivity induced by
cholesterol-depleting agents. Am J Pathol. 2006;168(4):1107–18. https://doi.
org/10.2353/ajpath.2006.050959.

25. Orr G, Hu D, Özçelik S, Opresko LK, Wiley HS, Colson SD. Cholesterol dictates
the freedom of EGF receptors and HER2 in the plane of the membrane.
Biophys J. 2005;89(2):1362–73. https://doi.org/10.1529/biophysj.104.056192.

26. Fox EM, Andrade J, Shupnik MA. Novel actions of estrogen to promote
proliferation: integration of cytoplasmic and nuclear pathways. Steroids.
2009;74(7):622–7. https://doi.org/10.1016/j.steroids.2008.10.014.

27. Barrett T, Wilhite SE, Ledoux P, et al. NCBI GEO: Archive for functional
genomics data sets - Update. Nucleic Acids Res. 2013;41(D1). doi:https://doi.
org/10.1093/nar/gks1193.

28. Zhao Y, Ruan X, Wang H, et al. The presence of a membrane-bound
progesterone receptor induces growth of breast cancer with norethisterone
but not with progesterone: a xenograft model. Maturitas. 2017;102:26–33.
https://doi.org/10.1016/j.maturitas.2017.05.007.

29. Schneck H, Ruan X, Seeger H, et al. Membrane-receptor initiated
proliferative effects of dienogest in human breast cancer cells. Gynecol
Endocrinol. 2013;29(2):160–3. https://doi.org/10.3109/09513590.2012.730572.

30. Ruan X, Gu M, Cai G, et al. Progestogens and PGRMC1-dependent breast
cancer tumor growth: an in-vitro and xenograft study. Maturitas. 2019;123:
1–8. https://doi.org/10.1016/j.maturitas.2019.01.015.

31. Rohe HJ, Ahmed IS, Twist KE, Craven RJ. PGRMC1 (progesterone receptor
membrane component 1): a targetable protein with multiple functions in
steroid signaling, P450 activation and drug binding. Pharmacol Ther. 2009;
121(1):14–9. https://doi.org/10.1016/j.pharmthera.2008.09.006.
32. Xu J, Zeng C, Chu W, et al. Identification of the PGRMC1 protein complex as
the putative sigma-2 receptor binding site. Nat Commun. 2011;2(1). https://
doi.org/10.1038/ncomms1386.

33. Chung I, Reichelt M, Shao L, et al. High cell-surface density of HER2 deforms
cell membranes. Nat Commun. 2016;7. https://doi.org/10.1038/
ncomms12742.

34. Koizume S, Miyagi Y. Lipid droplets: a key cellular organelle associated with
cancer cell survival under normoxia and hypoxia. Int J Mol Sci. 2016;17(9):1–
23. https://doi.org/10.3390/ijms17091430.

35. Baenke F, Peck B, Miess H, Schulze A. Hooked on fat: the role of lipid
synthesis in cancer metabolism and tumour development. Dis Model Mech.
2013;6(6):1353–63. https://doi.org/10.1242/dmm.011338.

36. Blücher C, Zilberfain C, Venus T, et al. Single cell study of adipose tissue
mediated lipid droplet formation and biochemical alterations in breast cancer
cells. Analyst. 2019;144(18):5558–70. https://doi.org/10.1039/c9an00816k.

37. Sinn BV, Fu C, Lau R, et al. SET ER/PR: a robust 18-gene predictor for
sensitivity to endocrine therapy for metastatic breast cancer. npj Breast
Cancer. 2019;5(1). https://doi.org/10.1038/s41523-019-0111-0.

38. de Laurentiis A, Donovan L, Arcaro A. Lipid rafts and caveolae in signaling
by growth factor receptors. Open Biochem J. 2007;1:12–32. https://doi.org/
10.2174/1874091X00701010012.

39. Brusselmans K, Timmermans L, Van De Sande T, et al. Squalene synthase, a
determinant of raft-associated cholesterol and modulator of cancer cell
proliferation. J Biol Chem. 2007;282(26):18777–85. https://doi.org/10.1074/
jbc.M611763200.

40. Aizen J, Thomas P. Role of Pgrmc1 in estrogen maintenance of meiotic
arrest in zebrafish oocytes through Gper/Egfr. J Endocrinol. 2015;225(1).
https://doi.org/10.1530/JOE-14-0576.

41. OF K, Noory MA, Robertson GP. The role of cholesterol in cancer. Cancer
Res. 2016;76(8):2063–70. https://doi.org/10.1158/0008-5472.CAN-15-2613.

42. Gorin A, Gabitova L, Astsaturov I. Regulation of cholesterol biosynthesis and
cancer signaling. Vol 12. Elsevier Ltd; 2012:710–716. doi:https://doi.org/10.
1016/j.coph.2012.06.011.

43. McDonnell DP, Park S, Goulet MT, et al. Obesity, cholesterol metabolism,
and breast cancer pathogenesis. Cancer Res. 2014;74(18):4976–82. https://
doi.org/10.1158/0008-5472.CAN-14-1756.

44. Monaco ME. Fatty acid metabolism in breast cancer subtypes. Oncotarget.
2017;8(17). https://doi.org/10.18632/oncotarget.15494.

45. Medes G, Thomas A, Weinhouse S. Metabolism of neoplastic tissue. IV. A
study of lipid synthesis in neoplastic tissue slices in vitro. Cancer Res. 1953;
13(1):27–9.

46. Antalis CJ, Arnold T, Rasool T, Lee B, Buhman KK, Siddiqui RA. High ACAT1
expression in estrogen receptor negative basal-like breast cancer cells is
associated with LDL-induced proliferation. Breast Cancer Res Treat. 2010;
122(3):661–70. https://doi.org/10.1007/s10549-009-0594-8.

47. Pinzone JJ, Stevenson H, Strobl JS, Berg PE. Molecular and cellular
determinants of estrogen receptor alpha expression. Mol Cell Biol. 2004;
24(11):4605–12. https://doi.org/10.1128/MCB.24.11.4605-4612.2004.

48. Lingwood D, Simons K. Lipid rafts as a membrane-organizing principle.
Science. 2010;327(5961):46–50. https://doi.org/10.1126/science.1174621.

49. Menendez JA, Vellon L, Lupu R. Targeting fatty acid synthase-driven lipid
rafts: a novel strategy to overcome trastuzumab resistance in breast cancer
cells. Med Hypotheses. 2005;64(5):997–1001. https://doi.org/10.1016/J.MEHY.
2004.09.027.

50. Irwin ME, Mueller KL, Bohin N, Ge Y, Boerner JL. Lipid raft localization of
EGFR alters the response of cancer cells to the EGFR tyrosine kinase
inhibitor gefitinib. J Cell Physiol. 2011;226(9):2316–28. https://doi.org/10.
1002/jcp.22570.

51. Zhuang L, Lin J, Lu ML, Solomon KR, Freeman MR. Cholesterol-rich lipid rafts
mediate Akt-regulated survival in prostate cancer cells. Cancer Res. 2002;
62(8):2227–31.

52. Egloff AM, Rothstein ME, Seethala R, Siegfried JM, Grandis JR, Stabile LP.
Cross-talk between estrogen receptor and epidermal growth factor receptor
in head and neck squamous cell carcinoma. Clin Cancer Res. 2009;15(21):
6529–40. https://doi.org/10.1158/1078-0432.CCR-09-0862.

53. Stoica GE, Franke TF, Moroni M, et al. Effect of estradiol on estrogen
receptor-α gene expression and activity can be modulated by the ErbB2/PI
3-K/Akt pathway. Oncogene. 2003;22(39):7998–8011. https://doi.org/10.1038/
sj.onc.1206769.

54. Alqaisi A, Chen L, Romond E, et al. Impact of estrogen receptor (ER) and
human epidermal growth factor receptor-2 (HER2) co-expression on breast

https://doi.org/10.1097/GME.0000000000000739
https://doi.org/10.1038/ncomms11030
https://doi.org/10.1038/ncomms11030
https://doi.org/10.1124/jpet.109.164210
https://doi.org/10.1093/hmg/ddn274
https://doi.org/10.1007/s00018-014-1831-9
https://doi.org/10.1007/s00018-014-1831-9
https://doi.org/10.1016/j.canlet.2014.09.036
https://doi.org/10.1016/j.jsbmb.2016.12.020
https://doi.org/10.1007/s10585-011-9405-9
https://doi.org/10.1007/s10585-011-9405-9
https://doi.org/10.1016/j.chemphyslip.2017.05.012
https://doi.org/10.1016/j.chemphyslip.2017.05.012
https://doi.org/10.1038/nrc2222
https://doi.org/10.1038/nrc2222
https://doi.org/10.1016/j.tem.2014.10.001
https://doi.org/10.1016/j.tem.2014.10.001
https://doi.org/10.1016/j.jbior.2014.10.003
https://doi.org/10.1016/j.jbior.2014.10.003
https://doi.org/10.2353/ajpath.2006.050959
https://doi.org/10.2353/ajpath.2006.050959
https://doi.org/10.1529/biophysj.104.056192
https://doi.org/10.1016/j.steroids.2008.10.014
https://doi.org/10.1093/nar/gks1193
https://doi.org/10.1093/nar/gks1193
https://doi.org/10.1016/j.maturitas.2017.05.007
https://doi.org/10.3109/09513590.2012.730572
https://doi.org/10.1016/j.maturitas.2019.01.015
https://doi.org/10.1016/j.pharmthera.2008.09.006
https://doi.org/10.1038/ncomms1386
https://doi.org/10.1038/ncomms1386
https://doi.org/10.1038/ncomms12742
https://doi.org/10.1038/ncomms12742
https://doi.org/10.3390/ijms17091430
https://doi.org/10.1242/dmm.011338
https://doi.org/10.1039/c9an00816k
https://doi.org/10.1038/s41523-019-0111-0
https://doi.org/10.2174/1874091X00701010012
https://doi.org/10.2174/1874091X00701010012
https://doi.org/10.1074/jbc.M611763200
https://doi.org/10.1074/jbc.M611763200
https://doi.org/10.1530/JOE-14-0576
https://doi.org/10.1158/0008-5472.CAN-15-2613
https://doi.org/10.1016/j.coph.2012.06.011
https://doi.org/10.1016/j.coph.2012.06.011
https://doi.org/10.1158/0008-5472.CAN-14-1756
https://doi.org/10.1158/0008-5472.CAN-14-1756
https://doi.org/10.18632/oncotarget.15494
https://doi.org/10.1007/s10549-009-0594-8
https://doi.org/10.1128/MCB.24.11.4605-4612.2004
https://doi.org/10.1126/science.1174621
https://doi.org/10.1016/J.MEHY.2004.09.027
https://doi.org/10.1016/J.MEHY.2004.09.027
https://doi.org/10.1002/jcp.22570
https://doi.org/10.1002/jcp.22570
https://doi.org/10.1158/1078-0432.CCR-09-0862
https://doi.org/10.1038/sj.onc.1206769
https://doi.org/10.1038/sj.onc.1206769


Asperger et al. Breast Cancer Research           (2020) 22:75 Page 16 of 16
cancer disease characteristics: implications for tumor biology and research.
Breast Cancer Res Treat. 2014;148(2):437–44. https://doi.org/10.1007/s10549-
014-3145-x.

55. Pinhel I, Hills M, Drury S, et al. ER and HER2 expression are positively
correlated in HER2 non-overexpressing breast cancer. Breast Cancer Res.
2012;14(2). https://doi.org/10.1186/bcr3145.

56. Swanson K, Hohl R. Anti-cancer therapy: targeting the mevalonate pathway.
Curr Cancer Drug Targets. 2006;6(1):15–37. https://doi.org/10.2174/
156800906775471743.

57. Ahern TP, Pedersen L, Tarp M, et al. Statin prescriptions and breast cancer
recurrence risk: a Danish nationwide prospective cohort study. J Natl Cancer
Inst. 2011;103(19):1461–8. https://doi.org/10.1093/jnci/djr291.

58. Murtola TJ, Visvanathan K, Artama M, Vainio H, Pukkala E. Statin use and
breast cancer survival: a nationwide cohort study from Finland. PLoS One.
2014;9(10). https://doi.org/10.1371/journal.pone.0110231.

59. Borgquist S, Bjarnadottir O, Kimbung S, Ahern TP. Statins: a role in breast
cancer therapy? J Intern Med. 2018;284(4):346–57. https://doi.org/10.1111/
joim.12806.

60. Beckwitt CH, Brufsky A, Oltvai ZN, Wells A. Statin drugs to reduce breast
cancer recurrence and mortality. Breast Cancer Res. 2018;20(1):144. https://
doi.org/10.1186/s13058-018-1066-z.

61. Liao JK. Isoprenoids as mediators of the biological effects of statins. J Clin
Invest. 2002;110(3):285–8. https://doi.org/10.1172/jci200216421.

62. Ahern TP, Lash TL, Damkier P, Christiansen PM, Cronin-Fenton DP. Statins
and breast cancer prognosis: Evidence and opportunities. Lancet Oncol.
2014;15(10). https://doi.org/10.1016/S1470-2045(14)70119-6.

63. Alizadeh J, Zeki AA, Mirzaei N, et al. Mevalonatecascade inhibition by
simvastatin induces the intrinsic apoptosis pathway via depletion of
isoprenoids in tumor cells. Sci Rep. 2017;7. https://doi.org/10.1038/
srep44841.

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

https://doi.org/10.1007/s10549-014-3145-x
https://doi.org/10.1007/s10549-014-3145-x
https://doi.org/10.1186/bcr3145
https://doi.org/10.2174/156800906775471743
https://doi.org/10.2174/156800906775471743
https://doi.org/10.1093/jnci/djr291
https://doi.org/10.1371/journal.pone.0110231
https://doi.org/10.1111/joim.12806
https://doi.org/10.1111/joim.12806
https://doi.org/10.1186/s13058-018-1066-z
https://doi.org/10.1186/s13058-018-1066-z
https://doi.org/10.1172/jci200216421
https://doi.org/10.1016/S1470-2045(14)70119-6
https://doi.org/10.1038/srep44841
https://doi.org/10.1038/srep44841

	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Cells and cell culture
	Transfection of cell lines
	siRNA silencing of endogenous PGRMC1
	MTT assay
	Quantification of lathosterol and cholesterol
	Western blot analysis
	Co-immunoprecipitation
	Proximity ligation assay (PLA)
	Reverse phase protein array (RPPA)
	qRT-PCR
	Estradiol ELISA
	Staining for lipid rafts and HER2
	Staining of lipid droplets
	Scatter plots of breast cancer microarray data
	Xenograft models
	Treatment with simvastatin
	Statistical analysis

	Results
	PGRMC1 promotes viability of breast cancer cells and growth of xenograft tumors while PGRMC1 inhibition and downregulation reduce viability of breast cancer cells
	PGRMC1 interacts with proteins of the mevalonate pathway
	Overexpression of PGRMC1 leads to higher levels of cholesterol in hormone receptor-positive breast cancer cells
	Upregulation of ERα, ERα downstream targets, and E2 levels mediated by PGRMC1
	PGRMC1 overexpressing breast cancer cells show higher amounts of neutral lipids and lipid droplets
	PGRMC1 fuels endogenous lipid synthesis and lipid uptake and upregulates enzymes of the cholesterol metabolism
	PGRMC1 enhances expression of lipid rafts in cell membranes of breast cancer cells
	PGRMC1 influences activation of EGFR signaling
	Cholesterol and fatty acid depletion induced by statins reverses the growth benefit interceded by PGRMC1

	Discussion
	Conclusion
	Supplementary information
	Abbreviations
	Acknowledgements
	Authors’ contributions
	Funding
	Availability of data and materials
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Author details
	References
	Publisher’s Note

