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ABSTRACT:

A significant proportion of the genes regulated by 17-beta-estradiol (E2) via
estrogen receptor alpha (ERa) have roles in vesicle trafficking in breast cancer.
Intracellular vesicle trafficking and extracellular vesicles have important roles in
tumourigenesis. Here we report the discovery of giant (3-42pm) intracellular and
extracellular vesicles (GVs) and the role of E2 on vesicle formation in breast cancer
(BC) cell lines using three independent live cell imaging techniques. Large diameter
vesicles, GVs were also identified in a patient-derived xenograft BC model, and
in invasive breast carcinoma tissue. ERa-positive (MCF-7 and T47D) BC cell lines
demonstrated a significant increase in GV formation after stimulation with E2 which
was reversed by tamoxifen. ERa-negative (MDA-MB-231 and MDA-MB-468) BC cell
lines produced GVs independently of E2 and tamoxifen. These results indicate the
existence of both intracellular and extracellular vesicles with considerably larger
dimensions than generally recognised with BC cells and suggest that the GVs are
regulated by E2 via ERa in ERa-positive BC but by E2-independent mechanisms in
ER-ve BC.

INTRODUCTION

Estrogens, in particular 17-beta-estradiol (E2),
are a fundamental driving force in the development
of breast cancer and act via estrogen receptor-alpha
(ERa) to regulate the expression of select genes [1-
5]. The proteins encoded by the estrogen-regulated
transcriptome are considered to act in concert to promote
breast tumourigenesis. Abrogation of E2-induced gene
expression by anti-estrogens and aromatase inhibitors
forms the basis of endocrine therapy for breast cancer

Vic et al described an ultrastructural study of breast
cancer, including evidence that E2 regulates secretion and
an exocytosis-like process in MCF-7 cells [6]. Of the large
number of estrogen-regulated genes (~8,000) identified

by DNA microarray studies, 147 transcripts have recently
been implicated in vesicle trafficking including exocytosis
in breast cancer cell lines [7] indicating that a significant
proportion of the estrogen-regulated transcriptome
regulates vesicle trafficking in breast cancer cells. Frasor
et al identified the vesicle trafficking genes RAB31 and
RAB30 as E2 and tamoxifen-regulated respectively [8].
Gene expression analysis of breast carcinoma samples
from patients treated with anastrozole show differential
expression of vesicle trafficking genes in non-responders
compared with responders, suggesting that vesicle
trafficking may be involved in anastrozole resistance [9].
Recent evidence indicates that vesicle trafficking,
including exocytosis and endocytosis, has important roles
in tumourigenesis (10-13). The translocation breakpoint
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(t11:22 (p13;q12)) of desmoplastic small round cell
tumour produces a chimeric transcription factor (EWS-
WT1) shown to induce BAIAP3, a protein implicated
in exocytosis, providing evidence supporting a role
for exocytosis in cancer [14-15]. Many other vesicle
trafficking genes, have been related to cancer [10-13] and
breast cancer including annexin A1, claudin 7, RAB3A,
RABS5A, RAB6C, RABS, RAB11-FIP, RAB25, RAB27A,
RAB27B, RAB31 and RAB38 [16-29]. RAB27B regulates
invasive tumour growth and metastasis in ER-positive
breast cancer cell lines and xenograft murine models.
Furthermore, RAB27B mRNA and protein expression is
associated with lymph node metastasis and tumour grade
in ER-positive tumours [28].

Additional support for a role of vesicles in cancer is
provided by the large body of evidence that microvesicles
(MV) mediate of tumourigenesis [10,30-35]. MVs are
membrane-bound vesicles that are released from many
types of normal cells as well as cancer cells. They are
considered to exert their effects as ectoorganelles by
acting as paracrine or endocrine signalling vehicles but are
generally reported to be up to 1pm in diameter. [14,30-35].

Here we report a novel type of intracellular and
extracellular vesicles that we term giant vesicles (GV). To
capture the morphology of breast cancer cells optimally,
we used three independent live cell imaging techniques.
The most striking finding was the identification of novel
large intracellular and extracellular vesicles that were up
to 42um in diameter in breast cancer cell lines, invasive
breast carcinoma tissue samples and primary xenograft
tumour samples. We show that E2 induces and tamoxifen
represses GV formation in ERa-positive breast cancer cell
lines (MCF-7 and T47D) and that GVs are produced by
ERa-negative breast cancer cell lines (MDA-MB-231 and
MDA-MB-468) in an E2-independent manner. However,
giant vesicle formation became E2-dependent in MDA
MB-231 cells on expression of ERa protein suggesting
that E2 induces giant vesicle formation via ERa.

RESULTS

Validation of Giant Vesicles (GVs) in breast
cancer cells

Live cell imaging using the fluorescent non-toxic
lipophilic styryl dye FM® 1-43FX, labelled the membranes
of large intracellular vesicles in breast cancer cell lines
(MCF7 and T47D) cultured under standard conditions
(Figure 1A-D). Intracellular and extracellular vesicles
were 3-42um in diameter. Nuclei were labelled with DAPI
to define the subcellular architecture including the spatial
relationship of intracellular GV to the nucleus. DAPI
labelling demonstrated nuclear fluorescence as expected
and no fluorescence within intracellular or extracellular

GV, confirming that GV were not separate or dividing
cells (Figure 1A-D). GV were identified in breast cancer
cells with FM® 1-43FX-labelling alone (data not shown),
confirming that the presence of GV was unrelated to the
effects of DAPI.

Intracellular GV were localised to the periphery
of breast cancer cells (Figure 1A-C). Although some
cells had a single eccentrically placed intracellular GV
but many had multiple (up to six) intracellular GV that
were present at the periphery of the cell (Figure 1A-C).
The contents of GV were shown to be non-fluorescent
other than some considerably smaller internal vesicles
(Figure 1A) demonstrating that, at least some GV, are
multivesicular bodies. In view of the lipophilic nature of
FM® 1-43FX and FM® 4-64FX dyes, the general lack of
fluorescence within GV suggests that their contents are
aqueous.

FM® 1-43FX is endocytosed into the cytoplasm

Figure 1: Live cell FM® 1-43FX fluorescent imaging
identifies giant vesicles in breast cancer cells. MCF-
7 (1A and 1B) and T47D (1C and 1D) cells were cultured and
labelled with FM® 1-43FX (green) to stain intracellular giant
vesicles (1A-C) and extracellular giant vesicles (1D). Cells were
also labelled with DAPI (blue) to stain the nucleus. Figure 1A
illustrates two intracellular giant vesicles, the larger measuring
40.04um in diameter. Each of these intracellular giant vesicles
contains a smaller internal vesicle. Figure 1A also demonstrates
cytoplasmic fluorescence produced by FM® 1-43FX which is
present as a fluorescent green rim surrounding the nucleus. Giant
vesicles showed fluorescence within their outer membrane and
within the membranes of internal vesicles. No fluorescence was
observed from within the giant vesicles. Figure 1D illustrates a
large number of extracellular giant vesicles in the extracellular
fluid in the same field as T47D cells. Imaging was performed
using an Olympus IX81 with spinning disk confocal microscope.
Scale bar represents 10um.
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producing intense cytoplasmic fluorescence which allowed
the spatial relationship of GV to the cell cytoplasm
to be demonstrated. The cytoplasm was limited to an
approximately spherical region surrounding the nucleus
with an architecture that would be expected based on
our current knowledge in cell biology and diagnostic
cytopathology (Figure 1A-C). Most of the GV membrane
was surrounded by extracellular fluid and not cytoplasm
(Figure 1A-C). Where present, the GV membrane formed
part of the outer limiting membrane of the cell.

The identification of GV with FM® 1-43FX labelling
was validated by using two further independent live cell
imaging techniques. A second lipophilic styryl dye FM®
4-64FX was used to label membranes in the MCF-7 breast
cancer cell line. This identified similar large intracellular
and extracellular vesicles in MCF-7 breast cancer cells
(Figure 2A-D). We also used differential interference
contrast microscopy (DIC) to image live T47D and MCF-
7 breast cancer cells that were mounted in PBS alone
without any labelling to exclude the possibility of artefacts
produced by fluorescent styryl dyes or DAPI. DIC imaging

identified similar large intracellular and extracellular
vesicles in both cell lines (Figure 2E-H).

The possibility that GV formation could be
a phenomenon related to apoptosis or necrosis was
investigated by imaging live cells with FM® 1-43FX
and DAPI in conjunction with Annexin V/Propidium
Iodide FACS analysis to determine rates of apoptosis and
necrosis. This demonstrated that cultured T47D and MCF-
7 cells had 90% viability and that GV were produced
by over 85% of cells. The small numbers of necrotic
and apoptotic cells, excluded the possibility that these
processes gave rise to GV (Figure 21 and 2J).

We performed FM® 1-43FX and DAPI labelling to
image live cells in a total of eight breast cancer cell lines
and in one non-neoplastic breast epithelial cell line (MCF-
10A) grown under standard conditions. This identified
intracellular GV with similar morphological features
to that described above in all nine cell lines (Figure 3).
This suggests that intracellular GV are a widespread
phenomenon in cultured breast cancer cells in addition
to being present in a non-neoplastic breast epithelial cell
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Figure 2: Live cell FM® 4-64FX fluorescent imaging and differential contrast microscopy imaging identify non-
apoptotic giant vesicles. MCF-7 cells were cultured and labelled with FM® 4-64FX (red) and DAPI (blue) and imaged using an Olympus
CKX41 inverted fluorescence microscope (2A-D). FM® 4-64FX red fluorescence labelled the membranes of intracellular giant vesicles
(2A-B) and extracellular giant vesicles (2C-D: arrows indicate extracellular giant vesicles). (2E-H) Differential Interference Contrast (DIC)
microscopy was performed using a Zeiss Axiovert 200M inverted microscope. DIC identified intracellular giant vesicles (2E-F: arrows
indicate intracellular vesicles) and extracellular giant vesicles (2G-H). Scale bar represents 10um. (I) The percentage of apoptotic/necrotic
cells in MCF-7 cells as determined by Annexin V-FITC /Propidium lodide analysis. (J) Bar chart comparison of the percentage of alive,
apoptotic and necrotic cells to the percentage of cells producing GV in MCF-7 and T47D cells with +- SE bars.
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line. The diameter of intracellular GV ranged from 3 to
42um in the nine cell lines. The mean diameters of GV
in the nine cell lines including MCF10A were similar.
However, there was some variation between cell lines with
the largest mean GV diameter (23pum)in MCF-7 cells and
the lowest mean diameter (11um) in MCF10/DCIS.com
cells (Figure 4A).

Subsequently, the number of intracellular GV per
cell was counted in the nine cell lines. This demonstrated
that intracellular GV are a dominant feature in these cell
lines and are not limited to a minority of cells (Figure 4B).
A variation between different cell lines was identified,
with the lowest number in MCF-10A cells (mean 0.7 GV
per cell) and MDA-MB-468 cells (mean 0.7 GV per cell).
The greatest number was identified in MCF10/DCIS.com
cells (mean 3.0 GV per cell).

In view of the relatively large size of GV and
their novelty we further characterised them in MCF-7
cells by measuring the diameter of intracellular GV in
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Figure 3: Giant vesicles are produced by a wide range
of breast cancer cell lines and by MCF10A breast
epithelial cells. Cell lines (MDA-MB-231, MDA-MB-468
[ER-negative], BT-474, MCF7-HER218 [HER2-positive],
SUM225, DCIS.com [DCIS], MCF10A [“normal”breast] and
MCF-7 [ER-positive] were cultured and labelled with FM®
1-43FX  (green) and DAPI (blue) before imaging using an
Olympus CKX41 inverted fluorescence microscope. Scale bar
represents 20pm.
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Figure 4: Quantification of giant vesicle production in
breast cancer cell lines and MCF10A breast epithelial
cells. Cell lines (MDA-MB-231, MDA-MB-468 (ER-negative),
BT-474, MCF7-HER218 (HER2-positive), SUM225, DCIS.com
(DCIS), MCF10A (“normal” breast) and MCF-7 and T47D (ER-
positive) were cultured and labelled with FM® 1-43FX (green)
and DAPI (blue) before imaging using an Olympus CKX41
inverted fluorescence microscope. Vesicle diameter (um) was
measured within thirteen fields of view (x400 magnification)
and the mean calculated with +- SE bars (4A). The number of
vesicles produced per cell was also counted within 13 fields
of view (x400 magnification) and the mean calculated with
+- SE bars (4B). Nuclear diameter, cytoplasm diameter, total
cell diameter and giant vesicle diameter were measured in 20
representative MCF7 cells and the means calculated with error
bars added to represent the range (maximum and minimum) in
diameter observed (4C).
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relationship to the diameter of the cytoplasm and nucleus
in the same cell in 20 randomly selected cells (Figure
4C). Within this sample of 20 cells, we identified a mean
of 2.55 (range 1-6) intracellular GVs per cell. The mean
diameter of individual intracellular GV was 70.77% of the
mean cytoplasm diameter, 116.31% of the mean nuclear
diameter and 44.76% of the total cell diameter. The
mean total cell diameter (including intracellular GV) was
158.09% of the mean cytoplasm diameter. This illustrates
that single intracellular GV constitute a large proportion
of the cell volume. Furthermore, the data also suggests
that the intracellular GV volume may be greater than
that of the cytoplasm volume in cells with more than one
intracellular GV.

Breast cancer cell lines produce giant extracellular
vesicles

In addition to being present as intracellular vesicles,
GV were noted to be present as free vesicles within the
extracellular fluid. FM® 1-43FX-fluorescence imaging
of MCF-7 and T47D cells identified large extracellular
vesicles similar to that of the above described intracellular
GV (Figure 1D). Similar large extracellular vesicles were
identified using two further live cell imaging methods:
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DIC and FM® 4-64FX-fluorescence imaging of MCF-
7 and T47D cells (Figure 2C, 2D, 2G & 2H). These
extracellular vesicles were present in large numbers in
the extracellular fluid and demonstrated a deformable
structure when flowing in the extracellular fluid between
cells (Supplementary videos 1 & 2).

Giant vesicles are present in a patient-derived
xenograft murine breast cancer model

We investigated a patient-derived xenograft murine
breast cancer model to establish if GV were present in
tumours and to exclude the possibility that they were a
feature limited to cultured cells. Tumour tissue implanted
subcutaneously were allowed to grow, and collected after
18 weeks of growth (Figure 5A). Similar intracellular and
extracellular GV were identified by live cell imaging of
imprint cytology samples labelled with FM® 1-43FX and
DAPI (Figure 5B-C). This confirmed the existence of GV
in this xenograft murine breast cancer model providing
further evidence for the existence of GV in tumours.

Figure 5: Giant vesicles are produced in xenograft and primary breast tumours. Primary human tumour tissue was implanted
subcutaneously into mice (5A) and growth of the xenograft (tumour volume, mm?®) monitored over time. At 18 weeks, mice were culled and
tumours removed. (5B-C) Tumour cells from the xenograft were prepared by imprint cytology, labelled with FM® 1-43FX (green) and DAPI
(blue) for live cell imaging. Scale bar represents 20pm. Figure 5B illustrates intracellular giant vesicles. Figure 5C illustrates extracellular
giant vesicles. (SD-F) Invasive breast carcinoma samples from patients were prepared by imprint cytology for live cell imaging with FM®
1-43FX (green) and DAPI (blue) labelling (5F) and Diff Quick staining (5D). The tumour tissue used for preparing the imprint cytology
samples was then fixed in formalin and processed routinely after paraffin wax embedding prior to staining sections with H&E (5E).
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Giant vesicles are present in human invasive
breast carcinoma tissue

We also investigated primary tumour samples from
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Figure 6: Giant vesicle production is regulated by
17B-estradiol (E2) via ERa. MCF-7 cells were treated with
17B-estradiol (E2). Western blot analysis for PR expression
showed adequate steroid-withdrawal and activation of E2
signalling following E2 treatment (InM E2) Beta actin was
used as a loading control (6A). The number of giant vesicles
per cell was calculated and means plotted with +- SE bars. A
t-test for each concentration compared to control was performed
(6B). MCF-7, T47D, MDA-MB-231 and MDA-MB-468 cells
were treated with 1nM 17-estradiol +/- 1nM tamoxifen and
the number of giant vesicles counted per cell. Means plotted
with +- SE bars (6C). MDA-MB-231 cells were transiently
transfected with ER-alpha or control vector prior to treatment
with 1nM 17f-estradiol +/- 1nM tamoxifen and number of giant
vesicles per cell counted. Means plotted with +- SE bars. t-test to
compare control with E2-treated, and E2-treated compared with
E2 + tamoxifen-treated performed ( *** p<0.0001 ** p<0.001,
* p<0.05) (6D). western blot analysis was used to confirm ERa
expression, using beta-actin as a loading control (6E).

patients to see if GV were present in human invasive
breast carcinoma tissue. We performed imprint cytology to
capture breast cancer cells from two ERa-positive invasive
breast carcinoma samples. Cells were immediately
labelled with FM® 1-43FX and DAPI to allow live cell
imaging. This identified intracellular and extracellular GV
in both samples (Figure 5F). Intracellular GV were present
at the periphery of cells. Free extracellular GV showed no
DAPI fluorescence confirming that they did not contain a
nucleus and were therefore not cells.

To confirm appropriate tissue sampling, imprint
cytology prepared from the same samples were
stained with Diff Quick which confirmed the presence
of adenocarcinoma cells (Figure 5D). Additionally,
subsequent histological examination of the tissue samples
used for imprint cytology confirmed the presence of
invasive carcinoma (Figure 5E).

E2 induces giant vesicle formation in E2-
responsive ERa-positive breast cancer cells

To investigate the role of E2 in GV formation,
MCF-7 cells were withdrawn from steroids over five
days. On the fifth day, MCF-7 cells were incubated with
OnM, 0.1nM, 1nM, 10nM and 50nM E2 for 72 hours
before imaging using FM® 1-43FX and DAPI. To confirm
that experiments involved adequate steroid withdrawal
and E2-stimulation, Western transfer analysis for the
E2-regulated protein progesterone receptor (PR) was
performed on protein extracted from MCF-7 cells. Under
steroid-withdrawn conditions PR protein expression was
markedly reduced. Whereas, E2-treatment for 72hrs led
to induction of PR protein expression, thus validating
the experimental conditions (Figure 6A). GV formation
increased with increasing E2 concentrations in a dose-
responsive manner (Figure 6B). The results indicate a
highly significant difference (p<0.05) between the number
of GV produced at each concentration of E2 compared
with the control.

To further investigate this, two E2-responsive ERa-
positive breast cancer cell lines (MCF-7 and T47D) and
two E2-independent ERa-negative breast cancer cell lines
(MDA-MB-231 and MDA-MB-468) were withdrawn
from steroids for five days followed by culture for 72
hours using steroid-depleted media (control), InM E2 or
InM E2 with tamoxifen. Cells were then imaged with FM®
1-43FX and DAPI. E2 treatment led to a large increase in
the number of GV per cell in both ERa-positive breast
cancer cell lines compared with control samples (p<0.05)
(Figure 6C). The number of GV per cell was significantly
decreased following addition of tamoxifen compared with
E2 treatment alone in both ERa-positive breast cancer cell
lines (p<0.05) (Figure 6C). However, in ERa-negative cell
lines, there was no significant difference in the number
of GV produced per cell after E2-treatment compared
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with control samples (p>0.1) or between cells treated
with tamoxifen combined with E2 compared with control
samples (p>0.1) (Figure 6C).

E2 mediates giant vesicle formation via ERa in
breast cancer cells

Finally, to determine whether the effects of E2
on GV formation were mediated via ERa, the ERa
negative MDA-MB-231 cell line was transfected with a
DNA ERa vector prior to steroid withdrawal over three
days. ERa transfection was confirmed to be successful
by identification of ERa protein in transfected cells by
western transfer analysis compared with a lack of ERa
protein expression in cells transfected with the control
vector (Figure 6E).

Transfected cells were then cultured for 72 hours
under control or treatment conditions. This demonstrated
that there was a significant increase in GV per cell in the
cells transfected with ERa vector that were treated with
E2 (p<0.05) (Figure 6D). Treatment with E2 together
with tamoxifen in these ERa transfected cells led to a
significant decrease in the number of GV per cell (p<0.05)
(Figure 6D). There was no significant difference in the
number of GV per cell between the three conditions
(control and treatments) in cells transfected with the
control vector (Figure 6D). These results indicate that
the effects of E2 and tamoxifen that lead to increased or
decreased formation of GV respectively in breast cancer
cells is mediated via ERa.

DISCUSSION

In the present study we have provided strong
evidence for the existence of large intracellular and
extracellular vesicles (GV) in breast cancer. The diameter
of GV ranged from 3pm to 42um. The principal imaging
modality used in this study (FM® 1-43FX fluorescence)
was validated using two additional independent live
cell imaging techniques, confirming the existence of
GV in breast cancer cells and validating FM® 1-43FX
for further use as a tool to detect GV. GV were also
identified in invasive breast cancer tissue from both a
xenograft murine breast cancer model and from excision
specimens. This suggests that GV exist in invasive breast
carcinoma tumours and that they are not simply an in vitro
phenomenon.

The diameter of intracellular GV can be similar
to that of the cytoplasm component of the cell.
Furthermore, GV contribute to a large proportion of the
cell volume, especially in cells with multiple GV. In this
regard, GV represent an important aspect of cancer cell
cytomorphology. The extracellular GV described in the
present study are the largest described in the literature to
the authors’ knowledge at the time of writing and are many

times larger than the submicron diameter microvesicles
that have now been extensively studied

The identification of GV in breast cancer is
supported by the work of Di Vizio et al who recently
described extracellular vesicles 1-10um in diameter
produced by prostate cancer cells [36]. These vesicles
were shown to contain bioactive matrix metalloproteinases
(MMP2 and MMP9), enzymes that have critical
importance in tumour invasion, in addition to RNA, ADP-
ribosylation factor 6 and caveolin-1. Additional evidence
for the existence of extracellular vesicles larger than
submicron diameter microvesicles is also provided by the
recent identification of extracellular vesicles up to 8um in
diameter produced by astrocytes [37].

We have also shown that GV formation occurs in an
E2-responsive manner that is repressed by tamoxifen in
ERa-positive breast cancer cells. We have also provided
evidence that this action of E2 is mediated via ERa.
However, GV are also produced by ERa-negative breast
cancer cells but as an E2-independent phenomenon.
This suggests that GV are a general feature of both E2-
dependent and E2-independent breast cancer with the
vesicle trafficking proteins involved in their formation
being under E2-regulation in the former. As the action of
E2 is instrumental in E2-dependent breast cancer, the E2-
regulation of GV formation suggests that GV may have
an important role in breast tumourigenesis. These findings
are supported by the fact that E2 also regulates vesicle
trafficking gene expression in breast cancer cells, in
addition to the ultrastructural study of Vic et al described
above [6,7]. The results of the present study taken together
with the ultrastructural findings of Vic et al suggest that E2
regulates the formation and release of vesicles of a range
of sizes including of submicron diameter, in addition to
the GV that we have identified. In the same era as the Vic
et al study, Tulusan et al investigated the ultrastructure
of invasive breast cancer tissue samples and found a
significant association between intracytoplasmic vacuoles
and ERa-positive status [38]. As vacuoles are a form
of intracellular vesicles, this provides some additional
evidence for a link between E2 and vesicle trafficking in
breast cancer. Further support for the hormonal link with
vesicles is provided by studies in the DBA/2Cr mouse
which have shown that large vacuole formation in renal
tubule cells is under the regulation of sex steroid hormones
[39]. It is also interesting, that there is a body of evidence
supporting E2 as a regulator of exocytosis by non-genomic
actions [40].

The existing evidence for the importance of vesicle
trafficking and extracellular microvesicles in cancer
tends to suggest that GV themselves are likely to have
an important role in breast cancer. In the present study,
variable numbers of GV per cell were identified in
different cell lines, including the non-neoplastic breast
epithelial cell line MCF-10A. Although MCF-10A is
an immortalised cell line, these results do provide some

www.impactjournals.com/oncotarget

3061

Oncotarget



evidence for the existence of GV in non-neoplastic breast
epithelial cells. Therefore, GV formation could potentially
be process that occurs in normal cells under physiological
conditions, as well as in tumourigenesis.

Extracellular GV may represent a previously
unknown population of large extracellular vesicles with
similar functions to the well characterised principally
submicron diameter microvesicles. Therefore, extracellular
vesicles are likely to exist as a spectrum of diameters from
the smallest diameter of previously described extracellular
vesicles including exosomes, up to the largest GV diameter
(i.e. from around 30nm up to at least 40pm). As GV are
released into the extracellular fluid, this suggests that their
formation is related to exocytosis or a similar vesicle
trafficking process. GV release may represent an important
mechanism of cellular secretion. As many proteins (such
as MMPs, CXCL12 and VEGF) that are important in
breast cancer are secreted, this could be highly significant.

In summary, in the light of the E2-regulated
transcriptome including a large number of vesicle
trafficking genes, we have investigated the effect of
E2 on vesicles in breast cancer cells using live cell
imaging. Over three decades after the publication of the
elementary ultrastructural study of Vic et al, we report
a re-investigation of this field which has identified large
vesicles of unprecedented size: giant vesicles (GV). The
results of future studies investigating the functions of GV
in breast cancer are awaited.

METHODS

Cell lines

Four ERa-positive breast cancer cell lines (BT-474,
MCF-7, MCF7-HER218, T47D), two ERa-negative breast
cancer cell lines (MDA-MB-231, MDA-MB-468), two
breast ductal carcinoma in situ (DCIS) (MCF10DCIS.com
and SUM225) cell lines and one non-neoplastic breast
epithelial (MCF-10A) cell line were used in this study.
ERa-positive cell lines were cultured in DMEM. ERa-
negative cell lines were cultured in RPMI. Both media
were supplemented with 10% foetal bovine serum (FBS).
MCF10A cells were cultured in DMEM F12 with 5%
horse serum, epidermal growth factor (EGF) (20ng/ml),
hydrocortisone (100ng/ml), insulin (1pg/ml) and cholera
toxin (100ng/ml). SUM225 cells were cultured in Hams
F12, 5% FBS, insulin (5pg/ml), HEPES (50ug/ml) and
hydrocortisone (1pg/ml). MCF10DCIS.com were cultured
in DMEM:F12, advanced with 5% horse serum. All cell
lines were supplemented with 50pg/ml L-glutamine and
50ug/ml penicillin/streptomycin (P/S).

Invasive breast carcinoma samples

Breast tumour samples were collected from patients
with primary ERa-positive invasive breast carcinoma.
Fresh tumour samples from excision specimens were
obtained immediately after surgery and transported to
the research laboratory in DMEM prior to preparation for
live cell imaging and Diff Quick staining using imprint
cytology. After preparing imprint cytology slides, tissue
samples were fixed in formalin (4% formaldehyde) and
processed using standard histology techniques to produce
formalin-fixed, paraffin wax-embedded tissue sections that
were stained with haematoxylin and eosin.

Xenograft-derived breast cancer cells

Fresh invasive ductal breast carcinoma tumour
fragments, confirmed to be ER+/PR+ and measuring
between 2 x 2mm and 3 x 3mm, were grafted immediately
after removal, into the interscapular fat pad of 8—12-week-
old female Swiss nude mice under general anaesthesia
and veterinary control. Mice were maintained in a
specific pathogen-free animal housing (Institut Curie)
and received estradiol (E2, Sigma-Aldrich, Saint-Quentin
Fallavier, France) diluted in drinking water (8pug/ml)
until engraftment was confirmed. After a latency period
tumours appeared at the engraftment site. Once the tumour
had reached a critical size of about 2500mm?, mice were
sacrificed, prior to removal of the tumour. Tumour was
dissected into 2—-3mm diameter fragments and re-engrafted
in nude mice fed with E2-containing water for sequential
passages. A xenograft was deemed as established when it
has been passed through three consecutive in vivo passages
[41]. Imprint cytology was used to harvest tumour cells for
live cell imaging.

Ethics Statement

Any experimental research reported in the
manuscript has been performed in compliance with
the Helsinki Declaration and according to national and
international guidelines and has been approved by the
authors’ institutional review board. All samples were
collected with informed written consent. Patient derived
breast cancer cells from tumour samples were obtained
from the Manchester Cancer Research Centre (MCRC)
Biobank, UK (project ID: 09 GOLA 02). The role of the
MCRC Biobank is to distribute samples and therefore,
cannot endorse studies performed or the interpretation of
results. Established primary human xenograft models were
obtained from the Institut Curie with ethical approval from
an internal review board and informed written consent of
patients [41] and experiments performed in the UK with a
home office approved project licence (PPL40/3645).
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Imprint cytology of tumour samples

To obtain cells for imaging from primary and
xenograft tumour samples, the tumour was washed in
room temperature Hank’s balanced salt solution (HBSS)
(H9394, Sigma-Aldrich). A sterile scalpel blade was used
to slice thin sections through the tumour. The cut surfaces
of the tumour were then pressed gently onto a microscope
slide for a few seconds. Cells were then labelled with
FM® 1-43FX and DAPI for live cell imaging as described
below. Additional slides from each primary tumour sample
prepared at the same time were stained using a modified
Giemsa stain according to manufacturer’s instructions
(Diff Quik Stain Kit, Polysciences Ltd).

Fluorescent labelling for live cell imaging

Tumour cells were labelled directly immediately
after imprint cytology slides were prepared. Cell lines
to be imaged were plated in a monolayer of 40,000 cells
per 1.7cm? chamber on a four-well microscope slide.
Cells were grown in appropriate media specific to their
cell line. Cells were washed with HBSS (H9394, Sigma-
Aldrich) prior to addition of 40pL of ice-cold Spg/uL FM®
1-43FX (F35355, Invitrogen) or 5pg/ulL FM® 4-64FX (
T13320, Invitrogen) in HBSS for one minute. Cells were
mounted with 40puL. of DAPI mountant (H1200, Vector
Laboratories) and incubated at room temperature for ten
minutes before imaging.

Fluorescence microscopy

Fluorescent live cell imaging and photography
was performed using an Olympus CKX41 inverted light
microscope with an X-cite 120 fluorescence camera and
illumination system. Images were captured for 13 fields
of views and the number of cells per field of view (x400
magnification) was counted, as determined by nuclear
DAPI staining. Using FM® 1-43FX fluorescence, the
number of giant vesicles (GV) (greater than lpm in
diameter) was counted in the same fields. Imaging was
also performed using an Olympus X81 with spinning disk
confocal microscope and images taken using an Andor
iXon DU888 camera.

Differential interference contrast microscopy live
cell imaging

MCF-7 and T47D cells were grown in media
containing 10% FBS for 48 hours in chamber slides
prior to imaging. The medium was removed and replaced
with room temperature phosphate buffered saline
(PBS) solution 15 minutes before imaging. Differential
interference contrast (DIC) microscopy was performed

using a Zeiss Axiovert 200M motorized inverted time-
lapse microscope with a 100X oil immersion lens. Images
were collated using Metamorph and Image J imaging
software.

Time lapse microscopy live cell imaging

MCEF-7 cells were plated for time-lapse photography
in a 24-well glass bottomed plate and washed twice with
PBS before 50puL complete DMEM media was added. DIC
microscopy was performed using a Zeiss Axiovert 200M
motorized inverted time-lapse microscope with a 100X oil
immersion lens. The microscope was contained within an
environment chamber, allowing cells to be incubated at
37°C and 5% CO,. The time lapse images were taken at
ten second intervals using a Photometrics Cascade 512B
camera. Images were collated using Metamorph software.

Apoptosis and necrosis assay

Annexin V-FITC, an apoptotic marker, and
propidium iodide (PI), a necrosis marker, were used to
compare the levels of apoptosis and necrosis respectively
in breast cancer cell lines in relation to the number of
cells producing GV. Cells were re-suspended in 500ul 1X
Annexin V binding buffer with Sul of Annexin V-FITC
and 5ul PI, incubated for 15 minutes at room temperature,
fluorescence detected using a Becton Dickinson FACS
Calibur, data processed using BD CellQuest™ Pro V6.0
and analysed using WinMDI V2.8 software.

17p-estradiol and tamoxifen treatments

For all experiments to assess estrogen signalling,
charcoal-stripped serum was used. Dextran coated
charcoal (250mg) (C6421, Sigma Aldrich) was added to
FBS (25ml) before heating at 55°C for 30 minutes in a
water bath. The mixture was centrifuged (2000g for 15
minutes) to separate the charcoal from the solution before
sterilising using a 0.22um filter and storing at -20°C. Cells
were withdrawn from steroids present in serum over five
days decreasing from 10% serum to 1% serum in phenol
red-free media, prior to treatment and analysis. MCF-
7 cells were treated with increasing concentrations of
17p-estradiol (E2) (E2758, Sigma-Aldrich) (0.1nM, 1nM,
10nM and 100nM) for 72 hours. MCF-7, T47D, MDA-
MB-231 and MDA-MB-468 cells were treated with 1nM
E2 with and without 1nM tamoxifen for 72 hours (T5648,
Sigma-Aldrich). FM® 1-43FX and DAPI fluorescent live
cell imaging was then performed.
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Transient transfection with Estrogen Receptor
Alpha

4 x 10° cells were seeded in a 28.3 cm? culture dish
with RPMI for 24 hours. The media was subsequently
removed and P/S-free SFM (serum-free media) added
along with 1ml of solution containing either 3ug pVP16-
ER vector (Addgene, #11351) or pVP16 only (control)
(donation from Keith Brennan) with Opti-MEM® (Gibco,
#11058021) and Lipofectamine® 2000 (Invitrogen Life
Technologies, #11668-019). Six hours after transfection,
SFM was replaced with SM (serum media) and cells were
allowed to grow for 24 hours before subsequent analysis.
All transfections used Lipofectamine® according to the
manufacturer’s instructions.

Western Blotting

Protein was quantified using BCA assay
(23225, Thermo Scientific) and loaded onto an SDS—
polyacrylamide gel prior to transfer to a Hybond-C Extra
nitrocellulose membrane (Amersham, GE Healthcare,
Life Sciences, #RPN303E). Primary antibodies used were
SP1-ERa (Thermo Fisher Scientific Inc., #RM-9101-S0O),
Progesterone Receptor (PR) (Dako , # M3569) and actin
(Santa Cruz Biotechnology, #sc-1616).

Statistical analyses

A two-tailed student’s t-test was used to compare
the number of vesicles produced per cell by cell lines,
treatment groups or exposures. A p-value of p<0.05 was
considered significant. Significance of Student’s t-test is
displayed in figures as *** p<0.0001, ** p<0.001 and *
p<0.05.

ACKNOWLEDGEMENTS

Breakthrough Breast cancer

REFERENCES

1. Osborne CK and Schiff R. Estrogen-receptor biology:
continuing progress and therapeutic implications. J Clin
Oncol. 2005; 23(8): 1616-1622.

2. Doisneau-Sixou SF, Sergio CM, Carroll JS, Hui R,
Musgrove EA, Sutherland RL. Estrogen and antiestrogen
regulation of cell cycle progression in breast cancer cells.
Endocr Relat Cancer. 2003; 10(2): 179-186.

3. Cunliffe HE, Ringner M, Bilke S, Walker RL, Cheung
JM, Chen Y, Meltzer PS. The gene expression response of
breast cancer to growth regulators: patterns and correlation
with tumor expression profiles. Cancer Res. 2003; 63(21):
7158-7166.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Basu A, Rowan BG. Genes related to estrogen action in
reproduction and breast cancer. Front Biosci. 2005; 10:
2346-2372.

Deroo BJ, Korach KS. Estrogen receptors and human
disease. J Clin Invest. 2006; 116(3): 561-570.

Vic P, Vignon F, Derocq D, Rochefort H. Effect of estradiol
on the ultrastructure of the MCF7 human breast cancer cells
in culture. Cancer Res. 1982; 42(2): 667-673.

Wright PK, May FEB, Darby S, Saif R, Lennard TWJ,
Westley BR. Estrogen regulates vesicle trafficking gene
expression in EEF-3, EFM-19 and MCF-7 breast cancer
cells. Int J Clin Exp Pathol. 2009; 2(5): 463-475.

Frasor J, Stossi F, Danes SM, Komm B, Lyttle R,
Katzenellenbogen BS. Selective estrogen receptor
modulators: discrimination of agonistic versus antagonistic
activities by gene expression profiling in breast cancer cells.
Cancer Res. 2004; 64(4): 1522-1533.

Mello-Grand M, Singh V, Ghimenti C, Scatolini M, Regolo
L, Grosso E, Zambelli A, Da Prada GA, Villani L, Fregoni
V, Baiardi P, Marsoni S, Miller WR, Costa A, Chiorino
G. Gene expression profiling and prediction of response
to hormonal neoadjuvant treatment with anastrozole in
surgically resectable breast cancer. Breast Cancer Res
Treat. 2010; 121(2): 399-411.

Wright PK. Targeting vesicle trafficking: An important
approach to cancer chemotherapy. Recent Pat Anti-Cancer
Drug Discov. 2008; 3(2): 137-147.

Recchi C, Seabra MC. Novel functions for Rab GTPases
in multiple aspects of tumour progression. Biochem Soc
Trans. 2012; 40(6): 1398-1403.

Subramani D, Alahari SK. Integrin-mediated function of
Rab GTPases in cancer progression. Mol Cancer. 2010; 9:
312. doi: 10.1186/1476-4598-9-312.

Mosesson Y, Mills GB, Yarden Y. Derailed endocytosis: an
emerging feature of cancer. Nat Rev Cancer. 2008; 8(11):
835-850.

Chan AM, Weber T. A putative link between exocytosis and
tumor development. Cancer Cell. 2002; 2(6): 427-428.
Palmer RE, Lee SB, Wong JC, Reynolds PA, Zhang H,
Truong V, Oliner JD, Gerald WL, Haber DA. Induction
of BAIAP3 by EWS-WTI1 chimeric fusion implicates
regulated exocytosis in tumorigenesis. Cancer Cell. 2002;
2(6): 497-505.

Maschler S, Gebeshuber CA, Wiedemann E, Alacakaptan
M, Schreiber M, Custic I, Beug H. Annexin A1 attenuates
EMT and metastatic potential in breast cancer. EMBO Mol
Med. 2010; 2(10): 401-414.

Blackman B, Russell T, Nordeen SK, Medina D, Neville
MC. Claudin 7 expression and localization in the normal
murine mammary gland and murine mammary tumors.
Breast Cancer Res. 2005; 7(2): R248-R255.

Vadlamudi RK, Wang R, Talukdur AH, Adam L, Johnson
R, Kumar R. Evidence of Rab3A expression, regulation
of vesicle trafficking, and cellular secretion in response to

www.impactjournals.com/oncotarget

3064

Oncotarget



19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

heregulin in mammary epithelial cells. Mol Cell Biol. 2000;
20(23): 9092-9101.

Yang PS, Yin PH, Tseng LM, Yang CH, Hsu CY, Lee
MY, Horng CF, Chi CW. Rab5A is associated with axillary
lymph node metastasis in breast cancer patients. Cancer Sci.
2011; 102(12): 2172-2178.

Shan J, Mason JM, Yuan L, Barcia M, Porti D, Calabro A,
Budman D, Vinciguerra V, Xu H. Rab6c, a new member of
the rab gene family, is involved in drug resistance in MCF7/
AdrR cells. Gene. 2000; 257(1): 67-75.

Bravo-Cordero JJ, Marrero-Diaz R, Megiaz D, Genis L,
Garcia-Grande A, Garcia MA, Arroyo AG, Montoya MC.
MT1-MMP proinvasive activity is regulated by a novel
Rab8-dependent exocytic pathway. EMBO J. 2007; 26(6):
1499-1510.

Zhang J, Liu X, Datta A, Govindarajan K, Tam WL, Han
J, George J, Wong C, Ramnarayanan K, Phua TY, Leong
WY, Chan YS, Palanisamy N, Liu ET, Karuturi KM, Lim
B, Miller LD. RCP is a human breast cancer—promoting
gene with Ras-activating function. J Clin Invest. 2009;
119(8): 2171-2183.

Yin YX, Shen F, Pei H, Ding Y, Zhao H, Zhao M, Chen Q.
Increased expression of Rab25 in breast cancer correlates
with lymphatic metastasis. Tumor Biol. 2012; 33(5): 1581-
1587.

Cheng KW, Lahad JP, Kuo WL, Lapuk A, Yamada K,
Auersperg N, Liu J, Smith-McCune K, Lu KH, Fishman D,
Gray JW, Mills GB. The RAB25 small GTPase determines
aggressiveness of ovarian and breast cancers. Nat Med.
2004; 10(11): 1251-1256.

Cheng JM, Volk L, Janaki DK, Vyakaranam S, Ran S,
Rao KA. Tumour suppressor function of Rab25 in triple-
negative breast cancer. Int J Cancer. 2010; 126(12): 2799-
2812.

Montrel V, Huang TY, Mose E, Pestonjamasp K, Tarin
D. Expression profiling of primary tumors and matched
lymphatic and lung metastases in a xenogeneic breast
cancer model. Am J Path. 2005; 166(5): 1565-1579.

Wang JS, Wang FB, Zhang QG, Shen ZZ, Shao ZM.
Enhanced expression of Rab27A gene by breast cancer
cells promoting invasiveness and the metastasis potential
by secretion of insulin-like growth factor-II. Mol Cancer
Res. 2008; 6(3): 372-382.

Hendrix A, Maynard D, Pauwels P, Braems G, Denys H,
Van den Broecke R, Lambert J, Van Belle S, Cocquyt V,
Gespach C, Bracke M, Seabra MC, Gahl WA, De Wever
O, Westbroek W. Effect of the secretory small GTPase
Rab27B on breast cancer growth, invasion and metastasis.
J Natl Cancer Inst. 2010; 102(12): 866-880

Grismayer B, Solch S, Seubert B, Kirchner T, Schafer S,
Baretton G, Schmitt M, Luther T, Kruger A, Kotzsch M,
Magdolen V. Rab31 expression levels modulate tumor-
relevant characteristics of breast cancer cells. Mol Cancer.
2012; 11; 62. doi: 10.1186/1476-4598-11-62.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Ratajczak J, Wysoczynski M, Hayek F, Janowska-
Wieczorek A, Ratajczak MZ. Membrane-derived
microvesicles: important and underappreciated mediators of
cell-to-cell communication. Leukemia. 2006; 20(9): 1487-
1495.

van der Pol E, Boing AN, Harrison P, Sturk A, Nieuwland
R. Classification, functions, and clinical relevance of
extracellular vesicles. Pharmacol Rev. 2012; 64(3): 676-
705.

Hugel B, Martinez MC, Kunzelmann C, Freyssinet JM.
Membrane microparticles: two sides of the coin. Physiology
(Bethesda). 2005; 20: 22-27.

Muralidharan-Chari V, Clancy JW, Sedgwick A, D’Souza-
Schorey C. Microvesicles: mediators of extracellular
communication during cancer progression. J Cell Sci. 2010;
123(10): 1603-1611.

Gyorgy B, Szabo TB, Pasztoi M, Pal Z, Misjak P, Aradi
B, Laszlo V, Pallinger E, Pap E, Kittel A, Nagy G, Falus
A, Buzas EI. Membrane vesicles, current state-of-the-art:
emerging role of extracellular vesicles. Cell Mol Life Sci.
2011; 68(16): 2667-2688.

Rak J. Extracellular vesicles — biomarkers and effectors of
the cellular interactome in cancer. Front Pharmacol. 2013;
4:21. doi: 10.3389/fphar.2013.00021.

Di Vizio D, Morello M, Dudley AC, Schow PW, Adam
RM, Morley S, Mulholland D, Rotinen M, Hager MH,
Insabato L, Moses MA, Demichelis F, Lisanti MP, Wu
H, Klagsbrun M, Bhowmick NA, Rubin MA, D’Souza-
Schorey C, Freeman MR. Large oncosomes in human
prostate cancer tissues and in the circulation of mice with
metastatic disease. Am J Pathol. 2012; 181(5): 1573-1584.

Falchi AM, Sogos V, Saba F, Piras M, Congiu T, Piludu
M. Astrocytes shed large membrane vesicles that contain
mitochondria, lipid droplets and ATP. Histochem Cell Biol.
2013; 139(2): 221-231.

Tulusan AH, Hamann M, Prestele H, Ramming I, von
Maillot K, Egger H. Correlations of the receptor content and
ultrastructure of breast cancer cells. Arch Gynecol. 1982;
231(3): 177-84.

Yabuki A, Suzuki S, Matsumoto M, Nishinakagawa H.
Effects of sex hormones of the development of giant
lysosomes in the proximal tubules of DBA/2Cr mouse
kidney. J Anat 2003. 202(5): 445-452.

Machado JD, Alonso C, Morales A, Gomez JF, Borges R.
Nongenomic regulation of the kinetics of exocytosis by
estrogens. J Pharmacol Exp Ther 2002; 301(2): 631-637.
Cottu P, Marangoni E, Assayag F, de Cremoux P, Vincent-
Salomon A, Guyader Ch, de Plater L, Elbaz C, Karboul N,
Fontaine JJ, Chateau-Joubert S, Boudou-Rouquette P, Alran
S, Dangles-Marie V, Gentien D, Poupon MF, Decaudin D.
Modeling of response to endocrine therapy in a panel of
luminal breast cancer xenografts. Breast Cancer Res Treat.
2012; 133(2): 595-606.

WWW

.impactjournals.com/oncotarget

3065

Oncotarget



