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Cleavage of Rho associated Coiled Coil kinase I (ROCK I) by caspase-3 contributes to membrane blebbing.
Whether caspase-3 and ROCK I also play a role in the release of membrane vesicles is unknown. Therefore,
we transfected a human breast cancer cell line (MCF-7) that is caspase-3 deficient, lacks membrane blebbing,
and does not release membrane vesicles, with caspase-3. Cells expressing caspase-3 demonstrate both ROCK
I-mediated membrane blebbing, and release of small (400-600 nm) membrane vesicles in a ROCK
I-independent manner. These membrane vesicles contain caspase-3, and are enriched in caspase-3 activity

Ié:{;goszd_sé compared to the releasing cells. Caspase-3-containing vesicles are taken up by untransfected cells but the
MCE-7 cell cells do not show any sign of apoptosis. In conclusion, we show that the release of caspase-3-enriched mem-
Membrane blebbing brane vesicles and membrane blebbing are two differentially regulated processes. Furthermore, we hypoth-
ROCK I esize that packaging of caspase-3 into membrane vesicles contributes to cellular homeostasis by the removal
Vesicle

of caspase-3, and concurrently, protects the cells' environment from direct exposure to caspase-3 activity.

© 2013 Elsevier B.V. All rights reserved.

1. Introduction

Membrane (extracellular) vesicles (further mentioned as vesi-
cles) are 30-1000 nm in diameter, and such vesicles are ubiquitously
present in conditioned culture media and body fluids including
blood, saliva, liquor cerebrospinalis, and synovial fluid. Vesicles are
present in physiological and pathological circumstances, and their
numbers, cellular origin, composition, and function, are disease
(state) dependent. Vesicles are known for their coagulant phenotype
[8,17,29-31,39,46], but they can also affect inflammation [4-7,18,23]
and angiogenesis [10,22,28], and contribute to intercellular signaling
[20,37,40,41].

Vesicles from human blood cells and endothelial cells contain
caspase-3 [2]. Because release of caspase-3-containing vesicles
seems to counteract the induction of apoptosis [15], and because in-
hibition of vesicle release results in the intracellular accumulation of
caspase-3 and apoptosis [1], we and others hypothesize that the re-
lease of such caspase-3-containing vesicles may be a general mecha-
nism that contributes to cellular homeostasis by counteracting
cellular stress [1,14,15].
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Whether membrane blebbing is a process that results in the re-
lease of vesicles, or whether membrane blebbing and vesicle release
are two independent processes, is unknown. Membrane blebbing,
which is a characteristic feature of cells undergoing apoptosis, can
be induced by activation of Rho associated Coiled Coil kinase I
(ROCK I). ROCK I is activated by either caspase-3-induced cleavage,
or via Rho GTPase. Activated ROCK I induces an increase in myosin
light chain phosphorylation, which in turn contributes to membrane
blebbing [12,34].

Although caspase-3 induces membrane blebbing by cleavage of
ROCK 1[12,34], and vesicles contain caspase-3, it is unknown whether
caspase-3 plays any role in vesicle release, whether vesicle release is
mediated by ROCK I, and whether vesicles are enriched in caspase-3
activity compared to the cells. To address these questions, we used
a human breast cancer cell line MCF-7, which lacks membrane bleb-
bing and is deficient of caspase-3, to study the role of caspase-3 and
ROCK I in the release of vesicles.

2. Material and methods

2.1. Human caspase-3 expression vectors

Twenty nine kDa caspase-3 was cloned untagged (caspase-3) or
tagged with the EGFP sequence at the 3’end (caspase-3*). Twenty nine
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kDa caspase-3 is known to activate itself by autocleavage, resulting in
17 kDa and 12 kDa caspase-3 fragments [27].
For cloning details please see supplementary data.

2.2. Transfection of MCF-7 cells

MCEF-7 cells were a gift from the Hubrecht Laboratory (Utrecht,
The Netherlands). MCF-7 cells were selected since they lack the
procaspase-3 protein due to a 125 bp deletion in exon 3 of the
caspase-3 gene. This deletion leads to a frameshift starting at codon
18 which results in a stop codon at codon 41 [21]. Cells were cultured
in DMEM F12 (Invitrogen, Carlsbad, CA) supplemented with 7.5%
fetal calf serum (FCS; PAA, Pasching, Austria), non-essential amino
acids (Invitrogen), penicillin and streptomycin (10 units/mL and
10 pg/mL, respectively; Invitrogen) for 2 days before transfection.
Transfection was performed with 1 pg DNA encoding caspase-3,
caspase-3* or EGFP, using Fugene-6 (3 pL; Roche, Mannheim, Germany)
according to the manufacturer's instructions. In all experiments
untransfected cells were used as control unless stated otherwise.

2.3. Release of vesicles and membrane blebbing from caspase-3-
expressing cells by live cell imaging

To visualize the release of vesicles and membrane blebbing, live cell
imaging was performed as described previously [38]. MCF-7 cells
(15,000) were plated in glass-bottom dishes (Lab-Tek II chambered
coverglass; Nunc, Roskilde, Denmark). Cells were incubated for 2 days
at 37 °C in an atmosphere containing 5% CO,. Thereafter, cells were
transfected with the expression construct encoding the caspase-3* pro-
tein. In parallel experiments, cells were either transfected with EGFP or
not transfected. Transfection with caspase-3 (without EGFP) was not
performed because expression of this construct cannot be monitored.

After transfection (4 h), the conditioned culture medium was cov-
ered with mineral oil (M3516; Sigma, St. Louis, MO) to prevent evap-
oration of the medium. The glass-bottom dish was placed under an
inverted fluorescence DM IRBE microscope (Leica Microsystems,
Wetzlar, Germany), equipped with a Plan Apo 63 x/1.40 oil objective
and a cooled CCD camera (type 2000s; PCO AG, Kelheim, Germany).
Cells were imaged for 48 h at 37 °C in an atmosphere containing 5%
CO,. Phase contrast images were acquired at time intervals of 5 min
and fluorescence images at time intervals of 60 min to monitor ex-
pression of caspase-3*. Live cell images were analyzed using
custom-made software. In the live cell images, vesicles were tran-
siently visible as little black dots near the cell membrane.

2.4. Detailed visualization of the release of vesicles by live cell imaging

MCF-7 cells were cultured in glass-bottom dishes as described
above, and subsequently transfected with the expression vector
encoding the caspase-3* protein. After transfection for 24 h, the con-
ditioned culture medium was covered with mineral oil and cells were
imaged for 5 h. A phase contrast image was made every 5 or 20 s,
depending on the experiment. Fluorescence images were made only
at the start of the experiment to monitor expression of caspase-3*
to circumvent the risk of apoptosis from phototoxicity. Live cell im-
ages were analyzed using custom-made software and vesicles were
visible as moving little black dots.

2.5. Quantification of vesicles released from caspase-3-expressing cells

2.5.1. Isolation of vesicles from cell-conditioned culture supernatant
MCEF-7 cells (45,000) were cultured in 6-well plates and transfected
as described. At 48 h after transfection, culture supernatants were
harvested and centrifuged for 10 min at 180 g to remove detached
cells. Vesicles were isolated from cell-free supernatant by centrifugation
at 18,890 g. Vesicles were washed once and used for the various assays.

2.5.2. Flow cytometry of vesicles

To estimate the number of released vesicles, the vesicles were isolat-
ed from cell-free culture supernatant (250 pL) by centrifugation (30 min
at 18,890 g). After centrifugation, vesicle-free supernatant was removed
(225 pL) and vesicles were resuspended in PBS-containing citrate 0.32%
(225 L) to avoid clumping. After washing at 18,890 g for 30 min,
vesicle-free supernatant was removed (225 pL) and vesicles were
resuspended in the remaining fluid. Thereafter, vesicles (5 pL) were
added to a mixture of PBS-containing 2.5 mmol/L calcium chloride
(35 L) and allophycocyanin (APC)-labeled annexin V (5 pL; Caltag
Medsystems, Buckingham, UK) and were incubated for 15 min at room
temperature. Thereafter, PBS-containing calcium chloride (300 pL) was
added and vesicles were counted on a FACSCalibur (Becton Dickinson,
San Jose, CA) for 1 min and analyzed with CellQuest™ pro software (ver-
sion 4.02; Becton Dickinson). To estimate the number of released vesi-
cles, we measured the flow rate in pl/min for each experiment and
used the following formula: numbers of vesicles/well = counted num-
bers annexin V-positive vesicles x (350 pL/flow rate in pL per
min) x (25 pL/5 pL) x (2000 pL culture medium per well/250 pL).

2.5.3. Resistive pulse sensing

MCF-7 cells (45,000) were cultured in 6-well plates and transfected
as described. At 48 h after transfection, culture supernatants were
harvested and centrifuged for 10 min at 180 g to remove detached
cells. The concentration and size distribution of vesicles were
measured with resistive pulse sensing (qNano; Izon, Christchurch,
New Zealand) using a NP200A nanopore and a NP400A nanopore.
Samples were measured with a pressure of 7 mbar, stretch of
45.00 mm, and voltage of 0.40 V. Samples were analyzed for 10 min
or until 1000 vesicles were counted. Results obtained with the
NP200A pore were used for vesicles with a diameter of less than
400 nm (the NP200A pore is optimized for the detection of vesicles of
100 nm-400 nm and the NP400A pore is optimized for the detection
of vesicles of 200-800 nm; personal communication with Izon).
Results obtained with the NP400A pore were used for vesicles with a
diameter of 400 nm to 1000 nm. The concentration of vesicles present
in the culture supernatant of untransfected cells was subtracted from
the concentration of vesicles present after transfection with EGFP,
caspase-3 or caspase-3*.

2.6. Inhibition of vesicle release

To investigate whether the release of vesicles is ROCK I mediated,
we transfected MCF-7 cells as described in the presence or absence of
the ROCK I inhibitor Y27632 (30 uM in PBS, 2 h preincubation; Tocris,
Ellisville, MO) and analyzed the number of generated vesicles by flow
cytometry and resistive pulse sensing as described before.

2.7. Detection of intravesicular active caspase-3

For detection of intravesicular active caspase-3, vesicles were isolat-
ed from cell-free culture supernatant (250 pL) by centrifugation
(30 min 18,890 g). After centrifugation, vesicle-free supernatant was
removed (225 L) and vesicles were washed in 0.1% permwash
(225 pL; Becton Dickinson) by centrifugation at 18,890 g for 30 min.
Then, the vesicle-free supernatant was removed and vesicles were
resuspended in the remaining fluid. Vesicles (5 pL) were added to a
mixture of permwash-containing 2.5 mmol/L calcium chloride
(35 L), APC-labeled annexin V (5 pL) and phycoerythrin (PE)-labeled
anti-caspase-3 (recognizes only the active form of caspase-3; Becton
Dickinson), and incubated for 30 min at room temperature. After incu-
bation, permwash (300 pL)-containing 2.5 mmol/L calcium chloride
was added and samples were analyzed on a FACSCalibur for 1 min.
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2.8. Caspase-3 activity assay

To measure intracellular caspase-3 activity, MCF-7 cells were
transfected as described, and after 48 h, cells were harvested after
trypsinization and washed (10 min and 180 g) using PBS containing
1% FCS. Then, cells (600,000) were washed with PBS and lysed in cell
lysis buffer (Calbiochem, San Diego, CA; 60 pL) for 5 min at 4 °C be-
fore 3 freeze/thaw cycles in liquid nitrogen and at 37 °C, respective-
ly. Then, lysates were centrifuged for 10 min at 10,000 g and
supernatants were used to measure caspase-3 activity. Caspase-3
activity was determined by using the chromogenic substrate
Ac-DEVD-pNA (Calbiochem) in the presence or absence of the
caspase-3 inhibitor Ac-DEVD-CHO (Calbiochem). The absorbance at
405 nm was measured during 90 min with time intervals of 5 min,
as developed by Barrett and Cathepsin [3] and Du et al. [16], and as
described by the manufacturer. To calculate the caspase-3 activity
in the samples, a conversion factor of the plate reader was used.
The conversion factor was determined by measuring the absorbance
of 50 uM p-nitroaniline at 405 nm, and calculated as ratio of the con-
centration of p-nitroaniline and absorbance. To calculate the
caspase-3 activity in samples in pmol/min, first the absorbance gen-
erated in time in the presence of Ac-DEVD-CHO was subtracted from
the absorbance generated in its absence. Second, the net increase in
absorbance was divided by the measuring time (90 min). Thereafter,
the formula described by the manufacturer was used: net increase in
absorbance/min x conversion factor x assay volume (pL). The
caspase-3 activity in pmol/min was expressed per Lg protein as de-
termined by the Coomassie brilliant blue assay (Pierce, Rockford, IL).

To measure intravesicular caspase-3 activity, 2 x 1 mL cell-free
culture supernatant was centrifuged for 1 h at 18,890 g. Vesicles
were pooled and washed once in 1 mL PBS. Thereafter, 990 L super-
natant was removed and vesicles were resuspended in 50 pL cell lysis
buffer followed by measurement of caspase-3 activity using the same
procedure as described for cells.

2.9. Western blot

Vesicles were isolated from 2 x 1 mL cell-free culture superna-
tant by centrifugation at 18,890 g for 1 h, pooled and washed once
in PBS. Then vesicles were resuspended in 25 pL reducing sample
buffer. All samples were boiled for 5 min. Samples (15 pL) were
loaded on an 8-16% gradient gel (Biorad, Hercules, CA) and blotted
to polyvinylidene difluoride (PVDF) membrane (Millipore, Billerica,
MA). Membranes were incubated with 5% protifar (Nutricia, Vienna,
Austria) in Tris-buffered saline with 0.005% Tween (Merck, Darmstadst,
Germany) for 1 h to reduce non-specific staining, followed by incubation
with a mouse anti-human caspase-3 antibody (clone 31A1067 recog-
nizing 29 kDa- and 17 kDa caspase-3; Alexis, San Diego, CA) or a mouse
anti-human-GFP-horseradish peroxidase-labeled antibody (Miltenyi
Biotec, Bergisch Gladbach, Germany). For blots incubated with
caspase-3 antibody, a secondary antibody goat anti-mouse-horseradish
peroxidase (1:30,000; Dako, Glostrup, Denmark) was used. To visualize
the bands, membranes were incubated with a 5-fold diluted peroxidase
substrate (LumiLight; Roche Diagnostics, Almere, The Netherlands) for
5 min, followed by analysis of luminescence using a LAS3000 [umines-
cence image analyzer (Fuji, Valhalla, NY).

2.10. Transfer of caspase-3 to MCF-7 cells by vesicles

MCF-7 cells were cultured and transfected as described, except for
the removal of the transfection medium after 5 h of transfection and
washing the cells once with PBS before addition of fresh culture medi-
um to ensure that the fugene/DNA mixture was completely removed.
After 42 h, the conditioned culture supernatant was harvested and de-
tached cells were removed by centrifugation (180 g 10 min, 4 °C). Ves-
icles (5 aliquots of 1 mL) were isolated from cell-free culture

supernatant by centrifugation (18,890 g, 1 h, 4 °C). Vesicle-free super-
natant (975 pL) was removed and used as control. Vesicle pellets
were resuspended in the remaining 25 L. Vesicles of one pellet were
used directly and the other vesicle-pellets (4 x 25 pL) were pooled
and concentrated to 25 L by centrifugation (18,890 g, 30 min, 4 °C).
Two days before addition of vesicles, MCF-7 cells were cultured in a
12-well plate. Before addition of vesicles, culture medium was replaced
by fresh culture medium and thereafter, the indicated vesicle-free su-
pernatants (25 pL), or vesicles (25 pL) were added. After 48 h, adherent
cells and detached cells were harvested. Cell numbers were counted
and EGFP fluorescence was measured using a FACSCalibur (Becton
Dickinson). Cells were labeled with annexin V-APC and propidium io-
dide (Invitrogen) as described before [1]. Cells were also labeled with
anti-caspase-3-PE (Becton Dickinson) as described before [1].

2.11. Statistical analysis

All data were analyzed with GraphPad Prism for Windows, release 5
(Prism, San Diego, CA). Data from all experiments were analyzed with
unpaired t tests (one tailed) and values are expressed as mean =+ SD.

3. Results
3.1. No release of vesicles from untransfected MCF-7 cells

MCF-7 cells are caspase-3 deficient and lack membrane blebbing.
Whether this deficiency of caspase-3 impairs the release of vesicles
is unknown. Therefore, we determined whether untransfected
MCF-7 cells release vesicles. As shown in Fig. 1A, such cells hardly re-
lease any vesicles. Furthermore, MCF-7 cells do not show the typical
morphological features of cells undergoing apoptosis, such as cell
shrinkage or membrane blebbing (live cell imaging, data not shown).

3.2. Release of vesicles from caspase-3-expressing MCF-7 cells

After transfection, MCF-7 cells express both caspase-3 and caspase-
3-EGFP (caspase-3*). Both forms of caspase-3 show autocleavage
resulting in the characteristic 17 kDa and 12 kDa/12 kDa-EGFP frag-
ments (data not shown). The release of vesicles increases approxi-
mately 5-fold and 3-fold, respectively, in cells expressing either
caspase-3 or caspase-3* compared to control (EGFP-expressing)
cells (Fig. 1A; P = 0.005 and P = 0.003, respectively).

Because flow cytometry (Fig. 1A) underestimates the concentration
of vesicles and gives hardly any information about their size and size
distribution [42,43], we also analyzed the vesicles using resistive pulse
sensing in an independent series of experiments. Fig. 1B confirms that
the release of vesicles increases when cells express either caspase-3 or
caspase-3*. This increase is significant for relatively large vesicles with
a diameter between 400-500 and 500-600 nm released from cells ex-
pressing caspase-3* as compared to these sizes of vesicles released
from control (EGFP) cells (P = 0.019 and P = 0.008, respectively),
but not significant for vesicles with a diameter between 100-200 and
200-300 nm (P = 0.4041 and P = 0.0617, respectively). Taken to-
gether, the release of relatively large membrane vesicles by MCF-7
cells increases when the cells express caspase-3.

To visualize the release of the vesicles, live cell imaging experi-
ments were performed with MCF-7 cells expressing caspase-3*. In
the first experiments, we made phase contrast images every 5 min.
In this film, the released vesicles are visible as little black dots
(Suppl. film). To obtain a more detailed insight into the release of ves-
icles, we also performed experiments where images were made every
5 or 20 s of cells expressing caspase-3*. Fig. 1C-F and G-I show the
release of single vesicles from 2 different cells. In Fig. 1C-F, a phase
contrast image was made every 20 s, showing the formation of a ves-
icle within a membrane ruffle (C), the vesicle just before release (D),
the release of the vesicle (E) and the released vesicle (F). In Fig. 1G-I,
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Fig. 1. Release of vesicles from MCF-7 cells expressing caspase-3. A. The number of vesicles released from caspase-3-expressing- and caspase-3-EGFP (caspase-3*)-expressing
MCF-7 cells (n = 5 and n = 6, respectively) was determined by annexin V fluorescence using flow cytometry. Untransfected (n = 4) and EGFP-transfected cells (n = 8) were
used as controls. B. The concentration of particles released from MCF-7 cells expressing caspase-3 or caspase-3* (n = 4) was determined by resistive pulse sensing. Untransfected
(n = 4) and EGFP-transfected cells (n = 4) were used as controls. C-I. Vesicle release (arrows) from caspase-3*-expressing cells (C-F and G-I) was visualized and studied with live
cell imaging. A phase contrast image was made every 20 s (C-F) or every 5 s (G-I). C. A vesicle is formed in a membrane ruffle. D. The vesicle is almost released from the membrane.
E. Release of the vesicle. F. The released vesicle has moved out of focus. G. A vesicle is formed at the cell membrane. H. Release of the vesicle. I. The vesicle is released.

a phase contrast image was made every 5 s, showing a vesicle at the
cell membrane (G), the release of the vesicle (H) and the released
vesicle (I). These live cell images also show that cells releasing the
vesicles do not yet show the characteristic morphological features of
apoptosis, including cell shrinkage and membrane blebbing.

3.3. No involvement of ROCK I in vesicle release

When MCF-7 cells express caspase-3, they show the characteristic
membrane blebbing, which is absent when the cells are pre-treated
with an inhibitor of ROCK I. Thus, also in our model the caspase-
3-induced membrane blebbing strictly depends on activation of ROCK I
(see Suppl. Fig. 1) [12,34]. In contrast, the release of vesicles is unaffected

by inhibition of ROCK I (Fig. 2), showing that membrane blebbing and
the release of vesicles are 2 different processes.

Then the question was raised whether the active form of caspase-3
was required for the release of vesicles. To address this question, we
preincubated cells expressing caspase-3* with the caspase-3 inhibitor
Z-DEVD-FMK, and we observed an approximately 70% reduction in
the release of vesicles (data not shown), strongly indicating that
caspase-3 activity is required for the release of vesicles.

3.4. Vesicles contain caspase-3
Previously, we and others have shown that vesicles contain

caspase-3 or a caspase-3-like activity [1,2,9,14,15]. Because caspase-3
induces the release of vesicles (this study), we hypothesized that cells
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Fig. 2. No involvement of ROCK I in vesicle release. A. The number of vesicles released from caspase-3-expressing- and caspase-3*-expressing MCF-7 cells in the absence or presence
of the ROCK I inhibitor Y27632 (n = 3) was determined by annexin V fluorescence using flow cytometry. Untransfected (n = 3) and EGFP-transfected cells (n = 3) were used as
controls. B-D. The concentration of particles released by caspase-3-expressing (C, n = 4) and caspase-3*-expressing MCF-7 cells (D, n = 4) in the absence or presence of the ROCK
I inhibitor Y27632 was determined by resistive pulse sensing. Untransfected (n = 4) and EGFP-transfected cells (B, n = 4) were used as controls.

may try to escape from caspase-3-induced cell death by sorting
caspase-3 into vesicles, which are then released.

The presence of caspase-3 was confirmed by Western blot
(Fig. 3A). Vesicles contain the 17 kDa cleavage product of caspase-3,
and vesicles from cells expressing caspase-3* also contain detectable
quantities of the 12 kDa-EGFP cleavage product (40 kDa; anti-GFP
blot) and uncleaved caspase-3*(57 kDa; both anti-caspase-3 blot
and anti-GFP blot). Western blots do not provide any information
on the presence of caspase-3 in single vesicles, and therefore, we
also used flow cytometry. On average, caspase-3 is detectable in 55%
and 51% of the vesicles from cells expressing caspase-3 or
caspase-3*, as compared to 3% and 11% of vesicles from untransfected
cells or EGFP-expressing cells, respectively (Fig. 3B).

Vesicles from cells expressing caspase-3 or caspase-3* contain the
active (17 kDa) form of caspase-3, and thus we measured caspase-3
activity in both vesicles and the corresponding cells. Vesicles from
cells expressing caspase-3 or caspase-3* contain 9 to 10-fold higher
caspase-3 activity than the corresponding cells (Fig. 4; P = 0.009
and P = 0.0004, respectively), and caspase-3 activity was low or ab-
sent in control cells and vesicles. Thus, vesicles are enriched in
caspase-3 activity compared to cells, revealing that active caspase-3
is indeed sorted into vesicles.

3.5. Transfer of caspase-3 to MCF-7 cells by vesicles

It is tempting to compare caspase-3-enriched vesicles to small
cargo containers which contain waste. The obvious question then is,

are such waste-containing containers harmful to their environment?
To address this issue, we incubated untransfected MCF-7 cells with
vesicles, isolated from different volumes (i.e. 1 and 4 mL) of condi-
tioned culture medium containing vesicles from cells transfected
with caspase-3(*). Within 48 h, approx. 60% of the added vesicles
disappeared from the culture medium in the presence of target
cells, whereas approx. 30% of the vesicles disappeared in the absence
of target cells (data not shown). Thus, we assume that the net disap-
pearance of approx. 30% of the vesicles was due to their uptake by
cells.

After uptake of vesicles by untransfected cells, fractions of MCF-7
cells were positive for EGFP (Fig. 5A). Also minute fractions of cells
stained for caspase-3 (Fig. 5B), and even smaller fractions of cells
showed signs of early apoptosis (annexin V; Fig. 5C), or detachment
(Fig. 5D). Thus, caspase-3-containing vesicles did bind to or fused
with cells, but that did not lead to a marked increase in apoptosis of
the untransfected cells, showing that the packaging and removal of
caspase-3 by vesicles seem an efficient and safe way to protect both
the releasing cells and the environment from active caspase-3.

4. Discussion

Our present findings are summarized in a model shown in Fig. 6.
We show that (untransfected) MCF-7 cells, which lack caspase-3
and do not show membrane blebbing, release hardly any vesicles
(Fig. 6A, top). When cells express caspase-3, the cells release vesicles
(Fig. 6B, left) and show (from left to right) different stages of cell
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Fig. 3. Presence of active caspase-3 in vesicles. A. The presence of active caspase-3 in vesicles released from untransfected cells, EGFP-, caspase-3- or caspase-3*-expressing cells was determined
by Western blot. Blots were incubated with anti-caspase-3 or anti-GFP. B. Active caspase-3 in individual vesicles released from untransfected cells (n = 5), EGFP- (n = 5), caspase-3- (n = 5)
and caspase-3*-expressing cells (n = 5) was analyzed by flow cytometry using anti-active-caspase-3 antibody, and expressed as percentage positive vesicles of total analyzed vesicles.

shrinkage (rounded cells), membrane blebbing, release of apoptotic
bodies, cell fragmentation, and cell detachment. In the presence of a
ROCK I inhibitor, membrane blebbing is absent in cells expressing
caspase-3, which confirms findings in earlier studies [12,34]. Howev-
er, the release of vesicles is not inhibited and thus independent of ac-
tivation of ROCK I (Fig. 6C, left). These results show that release of
membrane vesicles and membrane blebbing are 2 processes that are
differentially regulated. Furthermore, we also observed that in the
presence of an inhibitor of ROCK I, cells expressing caspase-3 still
show cell shrinkage, release of apoptotic bodies, cell fragmentation,
and cell detachment (Fig. 6C, from left to right).

Membrane blebbing and the release of vesicles are poorly defined
processes, and it is unknown whether membrane blebbing precedes
or is a prerequisite for formation and release of vesicles. Although
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membrane blebbing resembles vesicle formation, both processes
may be independent. In our study, it is shown that the release of ves-
icles is not preceded by membrane blebbing (Suppl. film and Fig. 1C-
I). Vesicles are released from the cell during membrane ruffling, but in
the absence of membrane blebbing. Furthermore, we also show that
membrane blebbing is not a prerequisite for the release of vesicles,
since inhibition of membrane blebbing by inhibition of ROCK I
(shown in Suppl. Fig. 1C) does not interfere with the release of vesi-
cles (Suppl. Fig. 1D and 2). Therefore, we suggest that membrane
blebbing and the release of vesicles are 2 distinct and perhaps even
independent processes.

To exclude the possibility that our results depend on an over-
expression system, we also studied the release of vesicles from a
caspase-3-containing cell line, the human pancreatic adenocarcinoma
BxPC3. Similar to the MCF-7 model, the release of vesicles from BxPC3
cells was unaffected by Y27632, the inhibitor of ROCK I, thus showing
that also in cells expressing normal levels of caspase-3, the inhibition
of ROCK 1 is unable to prevent the release of vesicles. The release of ves-
icles from BxXPC3 cells is inhibited by an inhibitor of caspase-3 activity,
ZDEVD-FMK, showing that caspase-3 activity is necessary for vesicle
formation (data not shown). Thus, the release of vesicles depends on
caspase-3 activity but is independent of ROCK I in both types of cancer
cells.

Previously, we have shown that control, interleukin-1c-stimulated
as well as staurosporin-treated human umbilical vein endothelial cells
(HUVEC) release caspase-3-containing vesicles, which were present
after 3 h when a marker of early apoptosis, i.e. the binding of annexin
V to cells, was virtually absent [1]. Thus, vesicles are released before
the onset of apoptosis, and thus release of vesicles precedes and/or oc-
curs during apoptosis rather than vesicles being formed by membrane
blebbing in the final stage of apoptosis. This observation is confirmed
by the data shown in the Suppl. film and Fig. 1C-G, in which we show
that vesicles are released in the absence of membrane blebbing.

In the previous endothelial cell study, we also showed that
caspase-3 accumulates in cells when the release of vesicles is inhibited
by combined inhibition of ROCK I and calpain [1]. The knowledge gained
from our recent study provides an alternative explanation of our earlier
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Fig. 5. Transfer of caspase-3 to MCF-7 cells by vesicles. The effect of caspase-3-enriched vesicles on MCF-7 cells was studied by addition of vesicles released from untransfected-
(untransf.), EGFP-, caspase-3 (casp.-3)-, and caspase-3*(casp.-3*)-expressing cells to MCF-7 cells. Two increasing concentrations of vesicles, isolated from 1 mL and 4 mL culture
supernatant, respectively, were used. In all figures shown, vesicle-free supernatant was used as negative control and subtracted from the signal obtained by vesicles isolated
from 1 mL or 4 mL. A. EGFP positivity in adherent cells was studied and expressed as percentage of total adherent cells. B. Caspase-3 positivity in cells was studied and expressed
as percentage of total adherent cells. C. Annexin V positivity in cells was studied and expressed as percentage of total adherent cells. D. The numbers of detached cells were studied

and expressed as percentage of total cells.

results, assuming that the molecular mechanism underlying the re-
lease of vesicles is conserved. Since we now know that ROCK I is
not involved in the release of vesicles, at least not in MCF-7 cells ex-
pressing caspase-3 and in BXPC3 cells, we may only conclude from
our earlier experiments that the intracellular accumulation of
caspase-3 is hardly dependent on inhibition of ROCK I. Whether the
observed intracellular accumulation of caspase-3 is explained by in-
hibition of calpain alone, however, is unclear, because inhibition of
ROCK I in combination with inhibition of calpain may have an addi-
tional effect than inhibition of calpain alone.

In contrast to our studies, Li et al. reported a ROCK I-mediated ves-
icle release [26]. There may be several explanations for differences in
outcome of our study and that of Li et al. [26], such as the use of dif-
ferent cell types and the fact that Li et al. [26] do not provide evidence
that the release of vesicles is inhibited by the ROCK inhibitor, but
merely show that lower amounts of transglutaminase and flotillin
are present in the isolated vesicles after inhibition of ROCK I. From
other studies, we know that components affecting the biochemical
composition of cell membranes, may also affect the content of vesi-
cles. For example, the intravesicular amount of caspase-3 increased
when the cholesterol-lowering component simvastatin was used,
compared to vesicles released from control cells [15]. Furthermore,
Li et al. [26] show images of blebs at the cell surface, but do not
show that these blebs/vesicles are released. In addition, it is demon-
strated that blebbing is inhibited by a ROCK I inhibitor, as shown

previously [12,34], a phenomenon which we also observed in our
present study. For their Western blots, Li et al. [26] first removed
cell debris at 12.000 g, followed by isolation of the vesicles at
100,000 g, a condition which isolates also smaller vesicles such as
exosomes. It is unknown whether the (released) blebs/vesicles,
which are shown in their images, are removed in the first centrifuga-
tion step. Therefore, it is unclear whether the vesicles shown in their
images, or the vesicles isolated by ultracentrifugation are responsible
for the lower amounts of transglutaminase and flotillin.

The molecular mechanisms underlying vesicle release have only
been partially elucidated. For example, platelet-derived vesicles are
released when the actin cytoskeleton becomes destabilized [11], re-
quiring the involvement of phosphoinositide 3-kinase [45]. Also
calpain plays a role because inhibition of calpain blocks the release
of vesicles [13,35]. In addition, ROCK II is involved in the release of
vesicles from endothelial cells [33]. However, to which extent these
mechanisms play any role in the release of vesicles in our model has
to be investigated.

We show that the vesicles are enriched in active caspase-3 com-
pared to the releasing cells. Because addition of such vesicles to
untransfected MCF-7 does not induce apoptosis, caspase-3 that has
been sorted into vesicles does not seem to be harmful to neighboring
cells, at least in vitro. Caspase-3 is not the only protein that is selectively
sorted into vesicles. Well-known examples of sorting of dangerous pro-
teins and other harmful molecules into vesicles are e.g. the complement
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Fig. 6. Model of vesicle release, membrane blebbing and cell fragmentation of MCF-7 cells. This figure summarizes our results. A. Untransfected cells hardly release any vesicles. Cell
shrinkage, membrane blebbing and cell fragmentation are absent. B. MCF-7 cells expressing caspase-3 release more vesicles than untransfected cells (left), show cell shrinkage (indicated
by the rounded cell), which is followed by membrane blebbing. This membrane blebbing can (1) directly lead to the release of apoptotic bodies and cell fragmentation (in approximately
50% of the caspase-3* -expressing cells), or (2) result in the retraction of membrane blebbing, which can be followed by (3) release of apoptotic bodies and cell fragmentation (in approx-
imately 20% of the caspase-3* -expressing cells) or (4) detachment of the cell (in approximately 30% of the caspase-3* -expressing cells). C. In the presence of the ROCK I inhibitor Y27632,
cells expressing caspase-3 release vesicles and show cell shrinkage, but lack membrane blebbing. Although no membrane blebbing is observed, the rounded cell (1) releases apoptotic
bodies and fragments, or (2) detaches directly without the release of either apoptotic bodies or cell fragments.

C5b-9 complex [19], cytostatics [32,36], the proapoptotic ceramide and
prostate apoptosis response 4 [44]. We and others suggest that cells use
vesicles to remove dangerous or potentially dangerous molecules that
may threaten the cells' viability and survival. By efficient packaging of
such molecules into vesicles, the cells can remain healthy and viable
[1,14,19,32,36]. In this manner, vesicles contribute to cellular homeo-
stasis by functioning as garbage bags which can then be phagocytosed
and degraded by other cells.

In the present study, we demonstrate that the release of vesicles
and membrane blebbing are 2 different and perhaps even indepen-
dent processes. Furthermore, we show that active caspase-3 is
enriched in vesicles and is not harmful to neighboring cells. We pro-
pose that the sorting of active caspase-3 into vesicles contributes to
cellular defense against apoptosis.
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Appendix A. Supplementary data

The caspase-3 open reading frame was amplified from the
preprocaspase-3 clone I0H11204 (Invitrogen) using a 5’primer

GGGGACAAGTTTGTACAAAAAAGCAGGCTCCACCATGTCTGGAATATC
CCTGGACAAC, and either a 3’primer GGGGACCACTTTGTACAAGA
AAGCTGGGTTCTAGTGATAAAAATAGAGTTCTTTTGT  (with  stop
codon) or GGGGACCACTTTGTACAAGAAAGCTGGGTTGTAGTGATAAA
AATAGAGTTCTTTTGT (without stop codon). Using Gateway technology
(Invitrogen) [24,25], the resulting PCR fragments were shuttled via
pDON/Zeo (Invitrogen), into pEGFP-N3 (Clontech, Mountain View,
CA). The resulting transfection vectors express the caspase-3 pro-
tein, or the caspase-3-protein tagged with EGFP at the C-terminus
(caspase-3*) under control of the CMV promoter. Supplementary
data to this article can be found online at http://dx.doi.org/10.
1016/j.bbamcr.2013.03.013.

References

[1] M.N. Abid-Hussein, A.N. Boing, A. Sturk, C.M. Hau, R. Nieuwland, Inhibition of mi-
croparticle release triggers endothelial cell apoptosis and detachment, Thromb.
Haemost. 98 (2007) 1096-1107.

[2] M.N. Abid-Hussein, R. Nieuwland, C.M. Hau, L.M. Evers, EW. Meesters, A. Sturk,
Cell-derived microparticles contain caspase 3 in vitro and in vivo, J. Thromb.
Haemost. 3 (2005) 888-896.

[3] AlJ. Barrett, G. Cathepsin, Methods Enzymol. 80 (1981) 561-565, (Pt C).

[4] O.P.Barry, M.G. Kazanietz, D. Pratico, G.A. FitzGerald, Arachidonic acid in platelet
microparticles up-regulates cyclooxygenase-2-dependent prostaglandin forma-
tion via a protein kinase C/mitogen-activated protein kinase-dependent pathway,
J. Biol. Chem. 274 (1999) 7545-7556.


http://dx.doi.org/10.1016/j.bbamcr.2013.03.013
http://dx.doi.org/10.1016/j.bbamcr.2013.03.013

1852

(5]

(6

(7

8

[9

[10]

(11]

[12]

[13]

(14]

[15]

[16]

(17]

(18]

[19]

[20]

[21]

[22]

(23]

[24]

(25]

[26]

A.N. Béing et al. / Biochimica et Biophysica Acta 1833 (2013) 1844-1852

O.P.Barry, D. Pratico, J.A. Lawson, G.A. FitzGerald, Transcellular activation of platelets
and endothelial cells by bioactive lipids in platelet microparticles, J. Clin. Invest. 99
(1997) 2118-2127.

O.P. Barry, D. Pratico, R.C. Savani, G.A. FitzGerald, Modulation of monocyte-endothelial
cell interactions by platelet microparticles, J. Clin. Invest. 102 (1998) 136-144.

RJ. Berckmans, R. Nieuwland, M.C. Kraan, M.C. Schaap, D. Pots, TJ. Smeets, A. Sturk,
P.P.Tak, Synovial microparticles from arthritic patients modulate chemokine and cy-
tokine release by synoviocytes, Arthritis Res. Ther. 7 (2005) R536-R544.

R.J. Berckmans, A. Sturk, L.M. van Tienen, M.C. Schaap, R. Nieuwland, Cell-derived
vesicles exposing coagulant tissue factor in saliva, Blood 117 (2011) 3172-3180.
AN. Boing, C.M. Hau, A. Sturk, R. Nieuwland, Platelet microparticles contain active
caspase 3, Platelets 19 (2008) 96-103.

A. Brill, O. Dashevsky, J. Rivo, Y. Gozal, D. Varon, Platelet-derived microparticles in-
duce angiogenesis and stimulate post-ischemic revascularization, Cardiovasc. Res.
67 (2005) 30-38.

S. Cauwenberghs, M.A. Feijge, A.G. Harper, S.0. Sage, ]. Curvers, . W. Heemskerk, Shed-
ding of procoagulant microparticles from unstimulated platelets by integrin-mediated
destabilization of actin cytoskeleton, FEBS Lett. 580 (2006) 5313-5320.

M.L. Coleman, E.A. Sahai, M. Yeo, M. Bosch, A. Dewar, M.F. Olson, Membrane bleb-
bing during apoptosis results from caspase-mediated activation of ROCK I, Nat.
Cell Biol. 3 (2001) 339-345.

J- Dachary-Prigent, .M. Freyssinet, ].M. Pasquet, J.C. Carron, A.T. Nurden, Annexin V as a
probe of aminophospholipid exposure and platelet membrane vesiculation: a flow cy-
tometry study showing a role for free sulfhydryl groups, Blood 81 (1993) 2554-2565.
A. de Gassart, C. Geminard, B. Fevrier, G. Raposo, M. Vidal, Lipid raft-associated
protein sorting in exosomes, Blood 102 (2003) 4336-4344.

M. Diamant, M.E. Tushuizen, M.N. Abid-Hussein, C.M. Hau, A.N. Boing, A. Sturk, R.
Nieuwland, Simvastatin-induced endothelial cell detachment and microparticle
release are prenylation dependent, Thromb. Haemost. 100 (2008) 489-497.

Y. Dy, K.R. Bales, R.C. Dodel, E. Hamilton-Byrd, J.W. Horn, D.L. Czilli, LK. Simmons,
B. Ni, S.M. Paul, Activation of a caspase 3-related cysteine protease is required for
glutamate-mediated apoptosis of cultured cerebellar granule neurons, Proc. Natl.
Acad. Sci. U. S. A. 94 (1997) 11657-11662.

S. Falati, Q. Liu, P. Gross, G. Merrill-Skoloff, J. Chou, E. Vandendries, A. Celi, K.
Croce, B.C. Furie, B. Furie, Accumulation of tissue factor into developing thrombi
in vivo is dependent upon microparticle P-selectin glycoprotein ligand 1 and
platelet P-selectin, J. Exp. Med. 197 (2003) 1585-1598.

S.B. Forlow, R.P. McEver, M.U. Nollert, Leukocyte-leukocyte interactions mediated
by platelet microparticles under flow, Blood 95 (2000) 1317-1323.

K.K. Hamilton, R. Hattori, C.T. Esmon, P.J. Sims, Complement proteins C5b-9 in-
duce vesiculation of the endothelial plasma membrane and expose catalytic sur-
face for assembly of the prothrombinase enzyme complex, J. Biol. Chem. 265
(1990) 3809-3814.

B.S. Hong, J.H. Cho, H. Kim, E.J. Choi, S. Rho, ]. Kim, J.H. Kim, D.S. Choi, Y.K. Kim, D.
Hwang, Y.S. Gho, Colorectal cancer cell-derived microvesicles are enriched in cell
cycle-related mRNAs that promote proliferation of endothelial cells, BMC Geno-
mics 10 (2009) 556-569.

R.U. Janicke, ML.L. Sprengart, M.R. Wati, A.G. Porter, Caspase-3 is required for DNA
fragmentation and morphological changes associated with apoptosis, ]. Biol.
Chem. 273 (1998) 9357-9360.

A. Janowska-Wieczorek, M. Wysoczynski, J. Kijowski, L. Marquez-Curtis, B. Machalinski,
J. Ratajczak, M.Z. Ratajczak, Microvesicles derived from activated platelets induce me-
tastasis and angiogenesis in lung cancer, Int. J. Cancer 113 (2005) 752-760.

W. Jy, W.W. Mao, L. Horstman, J. Tao, Y.S. Ahn, Platelet microparticles bind, acti-
vate and aggregate neutrophils in vitro, Blood Cells Mol. Dis. 21 (1995) 217-231.
S. Kertbundit, H. de Greve, F. Deboeck, M.M. Van, ].P. Hernalsteens, In vivo random
beta-glucuronidase gene fusions in Arabidopsis thaliana, Proc. Natl. Acad. Sci. U. S. A.
88 (1991) 5212-5216.

A. Landy, Dynamic, structural, and regulatory aspects of lambda site-specific re-
combination, Annu. Rev. Biochem. 58 (1989) 913-949.

B. Li, M.A. Antonyak, J. Zhang, R.A. Cerione, RhoA triggers a specific signaling path-
way that generates transforming microvesicles in cancer cells, Oncogene 31
(2012) 4740-4749.

[27]

[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

T. Meergans, A.K. Hildebrandt, D. Horak, C. Haenisch, A. Wendel, The short prodomain
influences caspase-3 activation in HeLa cells, Biochem. J. 349 (2000) 135-140.

A. Mezentsev, R.M. Merks, E. O'Riordan, J. Chen, N. Mendelev, M.S. Goligorsky, S.V.
Brodsky, Endothelial microparticles affect angiogenesis in vitro: role of oxidative
stress, Am. J. Physiol. Heart Circ. Physiol. 289 (2005) H1106-H1114.

I. Muller, A. Klocke, M. Alex, M. Kotzsch, T. Luther, E. Morgenstern, S. Zieseniss, S.
Zahler, K. Preissner, B. Engelmann, Intravascular tissue factor initiates coagulation
via circulating microvesicles and platelets, FASEB J. 17 (2003) 476-478.

R. Nieuwland, RJ. Berckmans, S. McGregor, A.N. Boing, F.P. Romijn, R.G.
Westendorp, C.E. Hack, A. Sturk, Cellular origin and procoagulant properties of
microparticles in meningococcal sepsis, Blood 95 (2000) 930-935.

R. Nieuwland, RJ. Berckmans, R.C. Rotteveel-Eijkman, K.N. Maquelin, KJ.
Roozendaal, P.G. Jansen, H.K. ten, L. Eijsman, C.E. Hack, A. Sturk, Cell-derived mi-
croparticles generated in patients during cardiopulmonary bypass are highly
procoagulant, Circulation 96 (1997) 3534-3541.

R. Safaei, BJ. Larson, T.C. Cheng, M.A. Gibson, S. Otani, W. Naerdemann, S.B.
Howell, Abnormal lysosomal trafficking and enhanced exosomal export of cis-
platin in drug-resistant human ovarian carcinoma cells, Mol. Cancer Ther. 4
(2005) 1595-1604.

C. Sapet, S. Simoncini, B. Loriod, D. Puthier, J. Sampol, C. Nguyen, F. Dignat-George,
F. Anfosso, Thrombin-induced endothelial microparticle generation: identifica-
tion of a novel pathway involving ROCK-II activation by caspase-2, Blood 108
(2006) 1868-1876.

M. Sebbagh, C. Renvoize, ]. Hamelin, N. Riche, J. Bertoglio, J. Breard, Caspase-3-mediated
cleavage of ROCK I induces MLC phosphorylation and apoptotic membrane blebbing,
Nat. Cell Biol. 3 (2001) 346-352.

A. Shcherbina, E. Remold-O'Donnell, Role of caspase in a subset of human platelet
activation responses, Blood 93 (1999) 4222-4231.

K. Shedden, X.T. Xie, P. Chandaroy, Y.T. Chang, G.R. Rosania, Expulsion of small
molecules in vesicles shed by cancer cells: association with gene expression
and chemosensitivity profiles, Cancer Res. 63 (2003) 4331-4337.

J. Skog, T. Wurdinger, R.S. van, D.H. Meijer, L. Gainche, M. Sena-Esteves, W.T. Curry
Jr., BS. Carter, A.M. Krichevsky, X.0. Breakefield, Glioblastoma microvesicles trans-
port RNA and proteins that promote tumour growth and provide diagnostic bio-
markers, Nat. Cell Biol. 10 (2008) 1470-1476.

J. Stap, P.M. Krawczyk, C.H. Van Oven, G.W. Barendsen, J. Essers, R. Kanaar, J.A.
Aten, Induction of linear tracks of DNA double-strand breaks by alpha-particle ir-
radiation of cells, Nat. Methods 5 (2008) 261-266.

M.E. Tesselaar, F.P. Romijn, L. van der Linden, F.A. Prins, R.M. Bertina, S. Osanto,
Microparticle-associated tissue factor activity: a link between cancer and throm-
bosis, J. Thromb. Haemost. 5 (2007) 520-527.

H. Valadi, K. Ekstrom, A. Bossios, M. Sjostrand, ] J. Lee, ].O. Lotvall, Exosome-mediated
transfer of mRNAs and microRNAs is a novel mechanism of genetic exchange be-
tween cells, Nat. Cell Biol. 9 (2007) 654-659.

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

E. van der Pol, A.G. Hoekstra, A. Sturk, C. Otto, T.G. van Leeuwen, R. Nieuwland,
Optical and non-optical methods for detection and characterization of micropar-
ticles and exosomes, J. Thromb. Haemost. 8 (2010) 2596-2607.

E. van der Pol, MJ. van Gemert, A. Sturk, R. Nieuwland, T.G. van Leeuwen, Single vs.
swarm detection of microparticles and exosomes by flow cytometry, J. Thromb.
Haemost. 10 (2012) 919-930.

G. Wang, M. Dinkins, Q. He, G. Zhu, C. Poirier, A. Campbell, M. Mayer-Proschel, E.
Bieberich, Astrocytes secrete exosomes enriched with pro-apoptotic ceramide
and prostate apoptosis response 4 (PAR-4): a potential mechanism of apoptosis
induction in Alzheimer's disease (AD), J. Biol. Chem. 287 (2012) 21384-21395.
J.L. Wolfs, S.J. Wielders, P. Comfurius, T. Lindhout, J.C. Giddings, R.F. Zwaal, E.M.
Bevers, Reversible inhibition of the platelet procoagulant response through ma-
nipulation of the Gardos channel, Blood 108 (2006) 2223-2228.

J.I. Zwicker, H.A. Liebman, D. Neuberg, R. Lacroix, K.A. Bauer, B.C. Furie, B.
Furie, Tumor-derived tissue factor-bearing microparticles are associated
with venous thromboembolic events in malignancy, Clin. Cancer Res. 15
(2009) 6830-6840.



	Active caspase-3 is removed from cells by release of caspase-3-enriched vesicles
	1. Introduction
	2. Material and methods
	2.1. Human caspase-3 expression vectors
	2.2. Transfection of MCF-7 cells
	2.3. Release of vesicles and membrane blebbing from caspase-3-expressing cells by live cell imaging
	2.4. Detailed visualization of the release of vesicles by live cell imaging
	2.5. Quantification of vesicles released from caspase-3-expressing cells
	2.5.1. Isolation of vesicles from cell-conditioned culture supernatant
	2.5.2. Flow cytometry of vesicles
	2.5.3. Resistive pulse sensing

	2.6. Inhibition of vesicle release
	2.7. Detection of intravesicular active caspase-3
	2.8. Caspase-3 activity assay
	2.9. Western blot
	2.10. Transfer of caspase-3 to MCF-7 cells by vesicles
	2.11. Statistical analysis

	3. Results
	3.1. No release of vesicles from untransfected MCF-7 cells
	3.2. Release of vesicles from caspase-3-expressing MCF-7 cells
	3.3. No involvement of ROCK I in vesicle release
	3.4. Vesicles contain caspase-3
	3.5. Transfer of caspase-3 to MCF-7 cells by vesicles

	4. Discussion
	Acknowledgements
	Appendix A. Supplementary data
	References


