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Abstract

The microenvironment of a tumor can influence both the morphology and the behavior of cancer cells which, in turn, can
rapidly adapt to environmental changes. Increasing evidence points to the involvement of amoeboid cell migration and
thus of cell blebbing in the metastatic process; however, the cues that promote amoeboid cell behavior in physiological and
pathological conditions have not yet been clearly identified. Plasminogen Activator Inhibitor type-1 (PAI-1) is found in high
amount in the microenvironment of aggressive tumors and is considered as an independent marker of bad prognosis. Here
we show by immunoblotting, activity assay and immunofluorescence that, in SW620 human colorectal cancer cells, matrix-
associated PAI-1 plays a role in the cell behavior needed for amoeboid migration by maintaining cell blebbing, localizing
PDK1 and ROCKT1 at the cell membrane and maintaining the RhoA/ROCK1/MLC-P pathway activation. The results obtained
by modeling PAI-1 deposition around tumors indicate that matrix-bound PAI-1 is heterogeneously distributed at the tumor
periphery and that, at certain spots, the elevated concentrations of matrix-bound PAI-1 needed for cancer cells to undergo
the mesenchymal-amoeboid transition can be observed. Matrix-bound PAI-1, as a matricellular protein, could thus represent
one of the physiopathological requirements to support metastatic formation.
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Introduction

The amoeboid and mesenchymal modes of migration are both
used by cancer cells for moving in their environment and invading
the surrounding tissues. Inhibition or up-regulation of specific
molecular pathways can determine the choice of migration mode
and can also lead to switch to the other type of cell movement, a
phenomenon known as mesenchymal-amoeboid transition (MAT)
or amoeboid-mesenchymal transition (AMT) [1,2,3,4]. Amoeboid
migration is characterized by the presence of round cells and
membrane blebbing [5] and requires RhoA and its main effector
Rho-associated Coil-containing Protein Kinase 1 (ROCKI),
which regulates the phosphorylation of Myosin Light Chain
(MLC) and Acto-Myosin contractility during the bleb life cycle
[5,6,7]. Moreover, 3-Phosphoinositide-Dependent-Protein-Kinase
1 (PDK1), an important regulator of cortical MLC phosphoryla-
tion, indirectly activates ROCKI1 at the plasma membrane and
thereby promotes amoeboid cell motility [8]. On the other hand
and differently from the mesenchymal mode, amoeboid migration
does not require pericellular proteolysis [3]. However, the cues
that promote the amoeboid behavior in physiological and
pathological conditions have not been clearly identified yet [9].
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The cell microenvironment can influence both the morphology
and behavior of cancer cells (reviewed recently by Mantovani
[10]). Plasminogen Activator Inhibitor type-1 (PAI-1) is found in
high amount in the microenvironment of aggressive tumors and is
considered as a marker of bad prognosis [11,12]. PAI-1 is part of
the Plasminogen Activator (PA) system that includes also urokinase
Plasminogen Activator (uPA) and its receptor (uPAR). In addition
to catalyzing the degradation of the extracellular matrix and
modulating cell adhesion [13,14], various components of the PA
system also influence cell migration [15,16,17]. Binding of PAI-1
to Vitronectin (VN) stabilizes PAI-1 in its active conformation.
Upon binding to uPAR, PAI-1 decreases its affinity for VN in the
matrix and simultaneously increases the affinity for endocytic
receptors, such as the low-density Lipoprotein Receptor-related
Protein (LRP) [18,19,20]. It has been suggested that the urokinase-
dependent PA system modulates cell migration through the Ras/
ERK pathway and the Rho/ROCK signaling cascade [21,22].
Numerous studies have shown that uPAR signals through various
pathways (Ras-Mitogen-Activated Protein Kinase (MAPK) path-
way, Tyrosine kinases, Focal Adhesion Kinase (FAK), Src and Rac
GTPase) [23,24,25,26] and a recent review has stressed the role of
uPAR, in association with Integrins or Vitronectin, in regulating
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cell signaling [27]. Although matrix-bound PAI-1 is recognized as
a molecule participating in the regulation of the rapid attachment/
detachment of cells required for migration [14,15,16,17,18,19], no
specific signaling linked to this PAI-1 conformation has yet, to our
knowledge, been described.

In this study, we focused on the role of immobilized, active PAI-
1 in supporting blebbing of SW620 colorectal cancer cells and
investigated the signaling cascades involved in PAI-1 promotion of
cell blebbing, a typical feature of amoeboid movement. We show
that SW620 cells seeded on plates coated with immobilized, active
PAI-1 are characterized by more frequent blebbing, colocalization
of PDKI1 and ROCKI at the cell membrane and long lasting
activation of the RhoA/ROCKI1 pathway in comparison to cells
seeded on collagen. Morcover, in SW620 cells seeded on
immobilized, active PAI-1 we observed membrane depositions.
Finally, modeling of the PAI-1 “cycle” (its expression/secretion as
a soluble protein, deposition in the matrix, activity or latency,
interactions with VN, “consumption” as part of a complex with
uPAR and uPA and subsequent internalization) indicates that
secreted PAI-1 by tumor cells is not homogeneously distributed at
the tumor periphery, but rather localized in high-concentration
deposits particularly in tumors characterized by the presence of
invaginations [28]. In this study we suggest that the most
aggressive cancer cells could “use” these high-concentration spots
of matrix-bound PAI-1 to undergo mesenchymal-amoeboid
transition and escape using the amoeboid mode of migration;
therefore PAI-1 could be part of a new physio-pathological
mechanism supporting metastatic escape.

Results and Discussion

Immobilized, active PAI-1 supports cell blebbing

To specifically assess the role of matrix-bound PAI-1 in
supporting membrane blebbing of cancer cells, we cultured
SW620 human colorectal cancer cells in plates coated with PAI-
1 14-1b, a mutant PAI-1 which is active for 500 hours. When
cultured on non-coated plates and medium supplemented with
serum (multi-molecular environment), SW620 cells could be
classified in three main morphological categories: spindle-shaped,
blebbing and round cells (Fig. 1A). The proportion of spindle-
shaped and blebbing cells was roughly the same (40%).
Conversely, when SW620 cells were seeded in plates coated with
PAI-1 14-1b or collagen in the absence of serum (mono-molecular
environment), their distribution in the three morphological
categories differed according to the type of environment.
Specifically, the proportion of blebbing cells was always higher
in cultures seeded on PAI-1 14-1b than on collagen (Fig. 1B and
C, Fig. S1), particularly at the 19 h time-point. This was not due to
differences in cell adhesion because the same number of adherent
cells was found in both conditions (Fig. S2A). In addition, the
number of blebbing cells was proportional to the concentration of
PAIL-1 14-1b used to coat the plates (from 2 to 40 pg/cm?) with
saturation of the effect at 20 pg/cm? (Fig. 1D). This concentration
was thus used for all the subsequent experiments. Bleb formation/
retraction appeared to be a quick process (Video S1), similarly to
what has been previously described by others [29,30]. Experi-
mentally, whatever the microenvironment, blebbing cells showed
no B-Tubulin re-organization, but characteristic F-Actin rings in
blebs (Fig. 1E). Moreover, clusters of Bl Integrin associated with
the F-Actin cytoskeleton were observed at the membrane of
spindle-shaped cells, whereas they were absent in blebbing cells
(Fig. 1F). Finally, in some blebbing cells, Ezrin expression was
restricted to blebs and colocalized with F-Actin [5,30] (Fig. 1G).
This 1s in coherence with Ezrin role in bleb dynamics [30], 1.e.
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stabilizing newly formed F-Actin-transmembrane protein interac-
tions. In conclusion, the blebbing cells experimentally observed in
2D cultures in the presence of immobilized, active PAI-1 have the
main characteristics described by others before [3].

These results indicate that PAI-1 is the first matrix protein
supporting cell blebbing in 2D cultures and show that when
studying the behavior of cancer cells it is crucial to take into
consideration not only the choice of 2D or 3D culture systems [9],
but also the nature, conformation and concentration of the
molecules present in the environment.

Immobilized, active PAI-1 maintains the RhoA/ROCK
pathway activation

As blebbing can occur in a ROCKI1-dependent manner [31],
we then assessed the effects of Y27632, a ROCK inhibitor, on the
morphology of SW620 cells seeded either on PAI-1 14-1b- or on
collagen-coated plates. As expected, addition of Y27632 caused a
dramatic decrease in the number of blebbing cells (Fig. 2A) and an
increase of spindle-shaped cells (data not shown), indicating that
the observed blebbing process is ROCK-dependent. Then we
examined the two main pathways leading to ROCK activation:
Caspase 3 and RhoA [31]. In our experimental conditions,
ROCK activation was Caspase 3-independent, with no apoptosis
as attested by the absence of cleaved Caspase 3 (Fig. 2B), of DNA
cleavage and by the normal growth curves of cells seeded on PAI-1
14-1b or collagen (Fig. S2B). Conversely, RhoA was induced in
blebbing cells 10 min after seeding in both experimental
conditions (data not shown). However, while in blebbing cells
seeded on PAI-1 14-1b, RhoA activation increased with time till
the 19 h time-point (Fig. 2C), in blebbing cells seeded on collagen,
RhoA activation decreased rapidly after the 3 h time-point
concomitantly with the number of blebbing cells (Fig. 2C).
Accordingly, at the 19 h time-point, RhoA activity was higher in
SW620 cells seeded on PAI-1 14-1b than in those seeded on
collagen (Fig. 2D). Similarly, the amount of phosphorylated MLC
(MLC-P) at the 19 h time-point was also higher in cells seeded on
PAI-1 14-1b than in cells seeded on collagen (Fig. 2E). Finally,
quantification by using the Axiovision 4.5 “Colocalization”
module (Zeiss) indicated that ROCKI1 and PDKI were more
frequently colocalized at the membrane in SW620 cells seeded on
PAI-1 14-1b than in cells seeded on collagen. This phenomenon
was more evident at the 30 min (Fig. 2F) than at the 19 h time-
point (Fig. S3A). Specifically, as shown by the illustrative example
in Figures 2G and S3A, at any time-point, ROCKI was
preferentially localized near the cell membrane in SW620 cells
seeded on PAI-1 14-1b, while it was homogeneously distributed in
the whole cell in cells seeded on collagen. Conversely, PDK1 was
always localized at the cell membrane whatever the environment
and the time-point (Fig. 2G, Fig. S3A). These observations are in
agreement with the need to recruit PDK1 and ROCKI to the cell
membrane to allow cell blebbing, as suggested by Pinner and
Sahai [8]. These results indicate that immobilized, active PAI-1
supports cell blebbing through activation of the RhoA/ROCK1/
MLC-P pathway and colocalization of PDK1 and ROCKI at the
cell membrane. This finding could help understanding how PAI-1
contributes to cancer development and progression.

The Plasminogen Activator system influences cell
blebbing

The PA system has been involved in cancer progression through
its proteolytic activity via uPA, by regulating cell adhesion via PAI-
1 [13], through its involvement in mechanical transmission [14,32]
and finally through its role in cell migration [15,17,33] (Fig. S4).
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Figure 1. Immobilized, active PAI-1 supports cell blebbing. (A) When SW620 human colon cancer cells are cultured in the presence of serum
they can be classified in three main morphological types: spindle-shaped, blebbing and round. Bar, 10 um. The percentage of spindle-shaped (B) and
blebbing cells (C) is influenced by the length of time SW620 cells have been in contact with immobilized, active PAI-1 14-1b, collagen or the matrix
secreted by control cells (seeded on non-coated plates). Data are the mean = s.e.m. of eight independent experiments; *: P<<0.05, ** P<<0.01. (D)
Percentage of spindle-shaped, blebbing and round SW620 cells in plates coated with increasing concentrations of PAI-1 14-1b. Data are the mean =
s.e.m. of four independent experiments; *: P<<0.05, **: P<<0.01, ***: P<<0.001. Analysis by immunostaining and 3D reconstruction of the expression of
(E) F-Actin and B-Tubulin, (F) F-Actin and B1 Integrin (arrowheads point to B1 Integrin clusters), and (G) F-Actin and Ezrin (arrowheads point to
colocalization in blebs) in blebbing SW620 cell seeded on PAI-1 14-1b and spindle-shaped SW620 cell seeded on collagen at the 19 h time-point after
seeding. Bar, 5 um.

doi:10.1371/journal.pone.0032204.g001
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Figure 2. Immobilized, active PAI-1 maintains the RhoA/ROCK pathway activation. (A) Percentage of blebbing SW620 cells seeded on PAI-
1 14-1b or collagen in the presence of the ROCK inhibitor Y27632 (Y27) (10 uM) at 19 h time-point after seeding. Data are the mean * s.e.m. of three
independent experiments; **: P<0.01. (B) Detection of cleaved Caspase 3 by immunoblotting in SW620 cells seeded on non-coated plates (control),
PAI-1 14-1b or collagen 19 h and 24 h after seeding. SW620 cells treated with 1 uM staurosporin (St.) for 24 h were used as positive control. -Tubulin
served as loading control. (C) RhoA activity and proportion of blebbing cells in SW620 cells seeded on PAI-1 14-1b or collagen at different time-points
after seeding. Values were normalized to the effects at 3 h for each condition. Data are the mean = s.e.m. of four independent experiments. (D)
Quantification following immunoblotting of active RhoA relative to total RhoA in SW620 cells seeded on PAI-1 14-1b or collagen for 19 h. Data are
the mean = s.e.m. of three independent experiments; ***: P<<0.001. (E) Quantification following immunoblotting of phosphorylated MLC (MLC-P)
relative to B-Tubulin (loading control) expression in SW620 cells seeded on PAI-1 14-1b or collagen for 19 h. Data are the mean = s.e.m. of three
independent experiments; *: P<0.05. (F) Percentage of ROCK1 colocalization with PDK1 relative to total ROCK1 expression in blebbing SW620 cells
seeded on PAI-1 14-1b or collagen for 30 min. Data are the mean = s.e.m. of the analysis of ten blebbing cells in each microenvironment; **: P<<0.01.
(@) Expression of PDK1 and ROCK1 in blebbing SW620 cells seeded on PAI-1 14-1b or collagen for 30 min. The colocalization of PDK1 and ROCK1 is
shown and their signal distributions are compared. Bar, 5 um.

doi:10.1371/journal.pone.0032204.g002

SW620 cells seeded on PAI-1 14-1b or collagen expressed uPA part of the cells and this could be of importance for cells on matrix-
and uPAR, but the distribution of uPAR in blebbing cells was not bound PAI-1 (Fig. 3A). Moreover, in blebbing cells, uPAR
homogenous. Indeed, uPAR expression was higher in the basal colocalized at the cell membrane with uPA (Fig. S3B) and PAI-1
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Figure 3. The Plasminogen Activator system influences cell blebbing. (A) Number of stained pixels of the uPAR immunostaining z-profile in
SW620 cells seeded on PAI-1 14-1b or collagen for 19 h. Data are the mean = s.e.m. of the analysis of thirty blebbing cells; *: P<<0.05, **: P<0.01. (B)
Expression of F-Actin and PAI-1 in blebbing SW620 cells seeded on PAI-1 14-1b for 19 h. (C) Percentage of blebbing SW620 cells (3 h after seeding)
seeded on plates coated with PAI-1 14-1b or non-coated plates (Control) and in which the medium was supplemented with IgG, anti-uPA or anti-
UPAR antibodies. Data are the mean = s.e.m. of three independent experiments; ***: P<0.001. (D) Percentage of blebbing SW620 cells seeded on
PAI-1 14-1b, PAI-1 R76E or PAI-1 R at the 3 h and 19 h time-points. Data are the mean = s.e.m. of three independent experiments; *: P<<0.05, **:
P<0.01. (E) Percentage of blebbing SW620 cells (3 h after seeding) seeded on plates coated with PAI-1 14-1b or non-coated plates (Control) and in
which the medium was supplemented with soluble PAI-1. Data are the mean = s.e.m. of three independent experiments; **: P<0.01, ***: P<0.001. (F)
Localization of PAI-1 at the membrane (stained with wheat germ agglutinin) in SW620 cells seeded on non-coated plates for 30 min. (G) Flotillin1 and
PAI-1 expression in SW620 cells seeded on non-coated plates for 30 min. (H) PDK1 and ROCK1 expression in SW620 cells seeded on PAI-1 14-1b for
30 min. (I) Schematic representation of deposits, which include PAI-1, uPA, PDK1, ROCK1, Flotillin1 and B1 Integrin, of blebbing cells in a 2D

microenvironment. Bar, 5 um.
doi:10.1371/journal.pone.0032204.g003

(Fig. S3C), which was strongly expressed in blebs (Fig. 3B),
suggesting that [uPAR:uPA:PAI-1] complexes might be more
easily formed at the membrane of cells in such conditions.

We then tried to understand to which extent the formation of
[uPAR:uPA:PAI-1] complexes is needed for maintaining cell
blebbing. To this aim, we first tried to impair the formation or
internalization of the [uPAR:uPA:PAI-1] complex by using
antibodies against uPA and uPAR. Addition of anti-uPA or anti-
uPAR antibodies to the culture medium led to a significant
decrease in the number of blebbing cells in cultures seeded on
PAI-1 14-1b (Fig. 3C). We then grew SW620 cells in plates coated
with PAI-1 R, a dominant negative PAI-1 mutant that binds
transiently and weakly to uPA [34]. Also in this case the number of
blebbing cells decreased (Fig. 3D). However, addition of soluble
PAI-1 14-1b had no effect on the blebbing of cells seeded on non-
coated plates (Fig. 3E), thus ruling out a positive influence of
soluble PAI-1 on the blebbing process and stressing the specific
role of matrix-bound PAI-1 in the same process. Taken together,
these data suggest that the optimal situation for cancer cell
blebbing is the presence of uPAR together with active uPA and
immobilized, active PAI-1. LRP does not seem to be directly
required for cell blebbing because seeding cells on plates coated
with PAI-1 R76E, a PAI-1 mutant that cannot bind to LRP, only
slightly modified the number of blebbing cells (Fig. 3D). However,
we cannot exclude the participation of other internalization
receptors, such as Endo 180 or GP 330, in uPAR recycling
[35,36,37]. Moreover, the localization of uPAR at the cell
membrane of blebbing cells suggests that uPAR could participate
in the process of polarization involved in cell amoeboid migration.
Indeed, it has been stressed [27] that the multiple functions and
mteractions of uPAR and uPA must be taken into account when
trying to understand the process of cancer cell migration,
especially the finely tuned crosstalk between cancer and stromal
cells (in terms of changes in the microenvironment).

Finally, at early time-points after seeding on non-coated plates,
little spots that were strongly positive for PAI-1 expression were
observed around the membrane of blebbing cells on immobilized,
active PAI-1 and non-coated plates in about 30% of the entire cell
population, but not on collagen coated plates (Fig. 3F, Video S2).
This suggests that membrane depositions are formed at the
membrane of blebbing cells, as previously described in conven-
tionally migrating cells [38,39,40] and in blebbing cells [41].
Membrane depositions can influence processes as diverse as cell
polarity, differentiation, migration, chemotherapy resistance,
immuno-regulation, inflammation, coagulation, angiogenesis and
cancer metastasis [42] and to act as mediators of intercellular
communication in cancer [42]. Colorectal cancer cells, among
which also SW620 cells, can release exosome-like membrane
depositions [43,44]. Proteomic analysis of these structures in
SW620 cells showed the presence of PAI-1 and uPA, but no
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uPAR, PDK1 or ROCKI (Lim JWE et al., 2010, http://www.
ludwig.edu.au/archive/JustinLimSupplemental/index.htm). Simi-
larly, in our experimental conditions, membrane depositions
contained PAI-1 (Fig. 3F and G, Fig. S3D, Video S2 and Video
S3) and uPA (Fig. S3F), but not uPAR. However, both PDK1 and
ROCKI1 were found in these structures (Fig. 3H, Video S4), as
well as Flotillinl (Fig. 3G, Fig. S3E) and B1 Integrin (Fig. S3D and
E) that have been previously detected in exosomes and ectosomes.
Moreover, PAI-1 strongly colocalized with the cell membrane
(labeled with fluorescent wheat germ agglutinin), decorated
membrane deposits, and partially colocalized with Flotillinl and
B1 Integrin (Fig. 3F and G, Fig. S3D).

Such membrane depositions were never observed in cells seeded
on collagen (data not shown), suggesting that immobilized, active
PAI-1 could act as an indirect promoter of accumulation at the cell
membrane of various molecules and vesicle/membrane deposition
by supporting blebbing, which in turn also favors accumulation at
the cell membrane and vesicle/membrane deposition. Matrix-
bound PAI-1 thus is, to our knowledge, the first matricellular
protein [45] to influence the formation of such membrane
depositions. Moreover, PAI-1 in membrane deposits was also
detected with an antibody directed against active PAI-1 (data not
shown), thus suggesting a unique role for blebbing in the
microenvironmental modification process. Furthermore, mem-
brane deposits formation and accumulation appeared to be
polarized (Fig. 3F, G and H), as schematically summarized in
Figure 3I. Each cell might thus participate in the modification of
its immediate environment, including the presence of spots of
active PAI-1 in the matrix, defining qualitatively and topologically
a new microenvironment for itself but also for other cells, as
stressed in previous studies [46].

Altogether our work suggests that, in SW620 cells, formation of
[uPAR:uPA:PAI-1] complexes, particularly with matrix-bound
PAI-1, is pivotal in supporting cell blebbing. The higher uPAR
expression in the basal part of cells seeded on PAI-1 14-1b (Fig. 3A)
suggests that such complexes are more likely to be formed in the
adherent part of the cell. This is well in line with previous studies
showing that VN expression is localized between the cell
membrane and the extracellular matrix [47]. As [uPAR:uPA:
PAI-1] complex formation is needed to activate the Rho pathway
and to support cell blebbing and since uPAR is not a
transmembrane receptor, we think that this effect might not occur
through direct signal transduction (which requires a transmem-
brane receptor), but rather through biomechanical signal trans-
mission (thus implicating an unknown co-actor), as previously
mentioned [32] (Fig. 4). The role of matrix-bound PAI-1 in
blebbing could therefore be to promote many new and weak
interactions between matrix-bound [uPAR:uPA:PAI-1] complexes
and cofactors at the cell membrane, that might lead to amoeboid
cell behavior.
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Modeling PAI-1 deposition and simulation of its possible
effects on amoeboid cell behavior

In order to durably maintain membrane blebbing, PAI-1 has to
be present in the matrix at very high concentrations. To further
investigate the scenario suggested by our experimental observa-
tions, we first carried out an i silico simulation aiming at modeling
PAI-1 deposition around a growing tumor (Fig. 5A) by
implementing a cellular automata simulation of PAI-1 secretion
by growing tumor cells. This model showed that a minimal
mechanism, i.e. the random growth of tumor cells together with
the diffusion/deposition of secreted PAI-1 (or of any secreted
protein) on the available matrix, is enough to account for the
highly heterogeneous distribution (spots) of matrix-bound PAI-1 at
the tumor periphery. Then we used a more refined simulation to
describe how the behavior of cancer cells is modified by the
presence of increasing/decreasing concentration of immobilized,
active PAI-1. This is a more “realistic”” agent-based simulation of
tumor growth, involving more cell states and different molecular
species, although still simpler than the biological reality and
restricted to what we think to be the main actors (Fig. S5, Video
S5). It reproduces both the observed structure of a tumor and its
surroundings as well as the heterogeneous distribution of matrix-
bound PAI-1 around the tumor [12]. A given cell at the periphery
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of the tumor can “meet” a spot of high concentration of matrix-
bound PAI-1 and “use” it for maintaining blebbing. Overall, both
simulation studies support a mechanism whereby all tumor cells
produce and deposit enough PAI-1 to maintain the blebbing of a
very small fraction of them. This behavior is favored by the local
morphology and tumor growth history, thus explaining the
persistence of a microenvironment locally favorable to blebbing.
This feature of the tumor microenvironment can be pivotal in
modulating (or influencing) the behavior of a single cell following
variation of the concentration of available matrix-bound PAI-1. In
Figure 5C, we describe the dynamical transitions between the
mesenchymal and amoeboid state of a single cell depending on the
microenvironment. This two-state diagram is supported by our
experimental data, showing that, in the presence of high
concentrations of matrix-bound PAI-1, more cells are in the
amoeboid state (Fig. 1D and Fig. S1), a situation associated with
the activation of the RhoA/ROCK]1/MLC-P signaling pathway.
We thus hypothesized that, when the extracellular matrix of a
tumor cell is progressively enriched in PAI-1 (x-axis), the cell
mesenchymal state maintained by adhesion via Integrins (y-axis) is
perturbed. Indeed, as observed by others, PAI-1 is an efficient
perturbator of Integrin-dependent adhesion [19,48]. Specifically,
high concentrations of PAI-1 disrupt the first equilibrium state and
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drive the cell towards another equilibrium, i.e. the amoeboid state
where adhesion becomes PAI-1-dependent. If all the required
conditions are met, the cell starts to move on matrix-bound PAI-1,
“consumes” it by internalizing it together with [uPA:uPAR]
complexes and leaves the high-concentration PAI-1 spot [28].
Experimentally, cells seeded on immobilized, active PAI-1
progressively consume it as indicated by the time-dependent
decrease of PAI-1 14-1b concentration (and effect), while their
production of endogenous PAI-1 is not modified (Fig. 5B). As a
consequence, cell spreading is again favored by reengagement of
Integrin-dependent adhesion (in our conditions, after the 19 h
time-point, Fig. 1B), until the cell reaches a new equilibrium, i.e.
the mesenchymal state. These MAT and AMT transitions are
mathematically modeled as a switch between two dynamically
stable states associated with amoeboid and mesenchymal behavior
(Fig. 5C). The changes at different matrix-bound PAI-1 concen-
trations correspond to the hysteretic cycle predicted by our model.
Our integrated scenario for metastatic escape is based on a
succession of “hiving cycles” in which the microenvironment is
controlled internally by the tumor growth and secretions,
switching cells (when the matrix-bound PAI-1 concentration is
high enough) from the mesenchymal state to the amoeboid state.
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This allows the cell to escape from the primary tumor and,
possibly, to generate a secondary tumor, when switching back to
the mesenchymal state (at low concentrations of matrix-bound
PAI-1). Although migration of blebbing cells is an individual and
rare phenomenon, as illustrated by the presence of a single cell
migrating towards other cells in a PAI-1-coated well seeded with
SW620 cancer cells (Fig. 5D, Video S6), cycling between
amoeboid and mesenchymal behavior could explain early cancer
cell escape, in which phases of proliferation and migration (leading
to metastasis) can take place [28].

Based on this model we might also hypothesize that the most
aggressive cancer cells could “use” the spots of high concentration
of matrix-bound PAI-1 to undergo mesenchymal-amoeboid
transition, following a physiological hysteresis [28], to deposit
membrane depositions and to escape using the amoeboid mode of
migration. VN is probably deposited in a similar fashion (i.e., in
the extracellular matrix around some cell clusters) [49], thus
offering multiple binding sites to PAI-1, which can be stabilized in
its active conformation.

It is now recognized that the blebbing and mesenchymal states
both involve rapid changes that are viewed as a response to
specific cues from the microenvironment [1]. Experimentally, a
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blebbing cell can spread and then return to the blebbing state
(Fig. 5E, Video S7), or stay spread (Video S8).

Our results highlight that amoeboid cell migration is supported
by matrix-bound PAI-1 in a 2D environment. It is predominantly
“single cell, blebby, covering local short distances”, and, as such,
consistent with the way cancer metastases reach distant sites
[9,50]. However, the PAI-1 effect on cell blebbing is observed only
when PAI-1 is present at high concentration, in the active
conformation and immobilized; moreover, PAI-1 binding to LRP
or its internalization does not seems to be indispensable based on
our observations. The availability of uPA 1s required for binding to
matrix-bound PAI-1, which is its immediate, localized and
preferred inhibitor, rather than for its proteolytic activity [51].
The formation of [uPAR:uPA:PAI-1] complexes leads to weak
adhesion [32], but rapid turnover [28], especially of uPAR which
seems to be localized in blebs, like ROCK1 and PDKI1, leading to
the local persistence of blebbing [8].

All together our results show that blebbing cells in contact with
high concentrations of matrix-bound PAI-1 extend the duration of
blebbing and display the main requirements for amoeboid
behavior. A tumor environment rich in matrix-bound PAI-1
might thus provide interconnected inputs that modulate cell
adhesion and cytoskeletal organization, impacting on tumor cell
shape, cell polarization and finally, mode of migration. PAI-1 is
the first matrix-bound protein described as maintaining mem-
brane blebbing of cancer cells supporting amoeboid behavior, and
thereby most possibly favoring metastatic escape.

Materials and Methods

Cell line and microenvironments

The SW620 human colorectal cancer cell line (from ATCC)
was maintained in Leibovitz L-15 medium (Invitrogen) supple-
mented with 10% fetal calf serum (FCS) (Sigma-Aldrich), 100 U/
ml penicillin and 100 pg/mL streptomycin (Invitrogen) at 37°C in
a 0% GOy humidified atmosphere. Cells in the exponential phase
of growth were trypsinized with Trypsin-EDTA (Invitrogen),
suspended in serum-free medium containing 1% BSA (Sigma-
Aldrich) and 200,000 cells per cm? were seeded in 1.9 cm? wells
on acidified glass cover-slips coated with PAI-1 14-1b (the stable
active form of PAI-1 that shows full inhibitory activity and binds to
VN and LRP), PAI-1 R (stable active form with transient
inhibitory activity; binds to VN), PAI-1 R76E (stable active form
with full inhibitory activity; binds to VN but not to LRP) (kindly
provided by Dr. Daniel A Lawrence), or collagen ([Ref. 354236]
BD Biosciences) as indicated. In all experiments, unless otherwise
stated, PAI-1 was used at the concentration of 20 pg/cm? and
collagen at 10 pg/cm®. Non-coated acidified glass cover-slips were
used for controls. The ROCK inhibitor Y27632 (10 uM; [Ref.
Y0503] Sigma-Aldrich), staurosporin (I uM; [Ref. 9953] Cell
Signaling), rabbit anti-uPA (H-140) antibody (15 pg/mL; [Ref. sc-
14019] Santa Cruz Biotechnology, Inc.), rabbit anti-uPAR (FL-
290) antibody (15 pg/mL; [Ref. sc-10815] Santa Cruz Biotech-
nology, Inc.), rabbit IgG (15 pg/mL; [Ref. sc-2027] Santa Cruz
Biotechnology, Inc.)) and soluble PAI-1 14-1b (76 ug/ml,
corresponding to 20 pg/cm?) were also added to the medium
when required.

Adherence assay

200,000 cells per cm? were seeded in 1.9 ecm? wells on acidified
glass coverslips coated with PAI-1 14-1b or collagen in Leibovitz
L-15 medium supplemented with 1% BSA, 100 U/ml penicillin,
100 pg/mL streptomycin and incubated at 37°C in a 0% CO,
humidified atmosphere for 3, 6, 19 and 24 hours. Adherent cells
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were fixed in 3.65% formaldehyde for 10 min and stained with
0.2% crystal violet at room temperature for 15 min. After
solubilization of the crystal violet dye with 1% SDS, the number
of adherent cells was calculated by measuring the absorbance at
570 nm with a Sunrise plate reader (T'ecan).

Cell growth assay

200,000 cells per cm? were seeded in 1.9 cm? wells on acidified
glass cover-slips coated with PAI-1 14-1b or collagen in Leibovitz
L-15 medium supplemented with 1% BSA, 100 U/ml penicillin,
100 pg/mL streptomycin and incubated at 37°C in a 0% COqy
humidified atmosphere for 6 hours. Then the medium was
replaced by Leibovitz L-15 medium supplemented with 10%
FCS, 100 U/ml penicillin and 100 pg/mL streptomycin. After 24,
48 and 72 hours, cells were trypsinized with Trypsin-EDTA
(Invitrogen) and counted with a Malassez counting chamber.

Immunoblotting

Cells were washed in phosphate-buffered saline (PBS) and lysed
directly in 50 mM Tris pH 7.5, 150 mM NaCl, 1 mM EDTA,
10% glycerol, 0.5% NP40 supplemented with protease inhibitor
cocktail ([Ref. 11836170001] Roche). Denatured proteins were
separated by electrophoresis on 12% SDS-polyacrylamide or 4—
12% Bis-Tris gels and transferred either to polyvinylidene fluoride
or nitrocellulose membranes, then blocked with 5% non-fat dry
milk-PBS at room temperature for 1 hour. Membranes were
incubated with rabbit anti-MLC-P (Thr 18)-R (dilution 1:500;
[Ref. sc-19848-R] Santa Cruz Biotechnology, Inc.), rabbit anti-
PAI-1 (H-135) (dilution 1:2000; [Ref. sc-8979] Santa Cruz
Biotechnology, Inc.) or rabbit anti-cleaved Caspase 3 (dilution
1:500; [Ref. 9661] Cell Signaling) primary antibodies at 4°C
overnight and then with HRP-conjugated goat anti-rabbit
secondary antibodies (dilution 1:2,000; [Ref. sc-2004] Santa Cruz
Biotechnology, Inc.) at room temperature for 1 hour. The signal
was detected with ECL or ECL" reagents (Amersham Biosciences).
Mouse anti-a-Tubulin (dilution 1:10,000; [Ref. T6199] Sigma-
Aldrich) or mouse anti-B-Tubulin (TUB 2.1) antibodies (dilution
1:2,000; [Ref. sc-58886] Santa Cruz Biotechnology, Inc.) were
used to control equal loading and binding was detected with a
HRP-conjugated goat anti-mouse secondary antibody (dilution
1:2,000; [Ref. sc-2005] Santa Cruz Biotechnology, Inc.).

RhoA activity assay

RhoA activity was assessed as previously described [52]. Cells
were washed in PBS and lysed directly in 50 mM Tris pH 7.5, 1%
Triton X-100, 0.5% sodium deoxycholate, 500 mM NaCl,
10 mM MgCly, 1 mM DTT, 0.5 mM Vanadate, ]| mM PMSF
supplemented with protease inhibitor cocktail ([Ref. P8340]
Sigma-Aldrich). Cleared lysates were precipitated with 60 pug of
Rhotekin-RBD protein GST beads ([Ref. RT02] Cytoskeleton
Inc.) at 4°C for 1 hour. Complexes were washed in buffer
containing 50 mM Tris pH 7.5, 1% Triton X-100, 150 mM
NaCl, 10 mM MgCl,;, 1 mM DTT, 1 mM PMSF supplemented
with protease inhibitor cocktail, then denatured in Laemmli
sample buffer, immunoblotted and incubated with a mouse anti-
RhoA antibody (dilution 1:300; [Ref. sc-418] Santa Cruz
Biotechnology, Inc.) followed by a HRP-conjugated sheep anti-
mouse secondary antibody (dilution 1:5,000; [Ref. NA9310] GE
Healthcare). An aliquot of the total lysate was run alongside to
quantify the total RhoA present in cell lysates in order to
determine RhoA activity as the amount of RBD-bound RhoA
relative to total RhoA; o-Tubulin expression was used to control
for equal loading.
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Immunofluorescence

Cell membranes were stained i vivo by incubation with a wheat
germ agglutinin Alexa Fluor 488/350 conjugate (dilution 1:200;
[Ref. W11261, W11263] Invitrogen) diluted in HBSS (Invitrogen)
at 37°C for 10 min. Cells were then fixed in 3.65% formaldehyde,
permeabilized in 0.1% Triton X-100 for 2 min and blocked in
PBS 1% BSA at room temperature for 20 min. F-Actin was
stained by incubating cells with Phalloidin-TRITC (1 pg/mL;
[Ref. P1951] Sigma-Aldrich) at room temperature for 30 min.
DNA was stained by incubating cells with 4,6-diamidino-2-
phenylindole dihydrochloride (dilution 1:50,000; [Ref. D1306]
Invitrogen) at room temperature for 4 min. The primary
antibodies used were mouse anti-B-Tubulin (TUB 2.1) (dilution
1:200; [Ref. sc-58886]), mouse anti-B1 Integrin (102DF5) (dilution
1:200; [Ref. sc-73610]), rabbit anti-Ezrin (H-276) (dilution 1:200;
[Ref. sc-20773]), rabbit anti-PAI-1 (H-135) (dilution 1:200; [Ref.
sc-8979]), rabbit anti-uPA (H-140) (dilution 1:200; [Ref. sc-
14019]), mouse anti-uPAR (IID7) (dilution 1:200; [Ref. sc-
32765]) (all from Santa Cruz Biotechnology, Inc.), mouse anti-
ROCKI1 (46) (dilution 1:200; [Ref. 611136] BD Biosciences),
rabbit anti-PDK1 (Y336) (dilution 1:200; [Ref. ab32573] Abcam)
and rabbit anti-Flotillinl (dilution 1:200; [Ref. F1180] Sigma-
Aldrich). Cells were incubated at room temperature with the
relevant primary antibody for 2 hours and then for 1 hour with
TRITC-conjugated (dilution 1:100; [Ref. sc-3841, sc-3796] Santa
Cruz Biotechnology, Inc.) or Alexa Fluor 488-conjugated (dilution
1:100; [Ref. A11008, A11001] Invitrogen) secondary antibodies.
Slides were then mounted in Mowiol solution.

F-Actin 3D reconstruction

After incubation with Phalloidin-TRITC, the F-Actin cytoskel-
eton was observed with a 63x/1.40 NA Plan Neofluar objective
lens and a laser confocal LSM 410 microscope (Zeiss). Optical
sections of cells were recorded with a z-axis of 0.2 um and
individual frames were averaged 8 times with the line mode.
Before the 3D reconstruction, the stack of the grey level images (8
bits) was deconvoluted using the module of the Axiovision 3.0.6
software (Zeiss) which allows correcting the distortion due to the
optical system of the microscope. The fixed image data were
implemented at the appropriate scale with the Amira 2.3 software
(TGS Inc.) which uses the threshold segmentation method to
retain the details of cell cytoskeleton.

Microscopy

Phase-contrast images of fixed cells in PBS were taken using a
40x/1.30 objective lens and a microscope equipped with an
AxioCam MRm vers.3 camera (Zeiss). Fluorescence images of cells
prepared as described before were taken using a 63x/1.30 Plan-
Neofluar oil immersion objective lens and a Structured Illumina-
tion Microscopy (SIM) (ApoTome Axiovert 200, Zeiss), which is
an alternative method for obtaining optical sections, comparable
to confocal microscopy. Time-lapse phase-contrast recordings of
cells in medium were performed at 37°C and images were taken at
intervals of 30 s to 4 min for 5 min to 19 h with a 40x/1.30
objective lens and the acquisition software AxioVision 4.0 (Zeiss).

Quantification of cell morphology

The different cell morphologies were quantified with the Cell
Counter plugin of the Image] software (http://rsb.info.nih.gov/ij)
using thirty to eighty phase-contrast images taken from three to
eight independent experiments (10 images/experiment). Cells
were classified in three categories: spindle-shaped, blebbing and
round cells.
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Statistical analysis
Student’s unpaired ¢ tests were performed using QuickCalcs
(GraphPad Software; www.graphpad.com/quickcalcs/index.cfm).

Signal distribution analysis

The signal distribution of a given protein along selected lines in
cells was obtained by using the Plot Profile tool of the Image]
software.

Colocalization analysis

The colocalization of two proteins was evaluated with the
Colocalization tool of the AxioVision software. The percentage of
colocalization of two proteins, i.e. the percentage of colocalized
pixels relative to the total number of pixels for each detected
protein, was obtained by selecting quadrants around cells and
fixing a common significant intensity threshold for the two
channels (a grey level of 100, with the background set at 25 and
the maximal signal at 1000). The mean colocalization percentage
of each stained protein and the s.e.m. were calculated by analyzing
10 cells. The colocalization images with the extracted common
pixels are shown after the merged images.

Simulation of PAI-1 deposition

We implemented two i silico models to simulate PAI-1
deposition during tumor growth. The cellular-automata model
simulates secretion, diffusion and deposition of any diffusible
protein and was implemented with the Mathematica software
(www.wolfram.com). The agent-based model considers different
processes (secretion, deposition and internalization of PAI-1,
proteolysis of the matrix and cell proliferation) and was
implemented with the NetLogo software (http://ccl.northwestern.
edu/netlogo).

Supporting Information

Figure S1 Microenvironment influence on cell morphol-
ogy. Percentage of spindle-shaped and blebbing SW620 cells
seceded in plates coated with different concentrations of PAI-1 14-
1b or collagen (from 2 to 40 pg/cm?) at different time-points. Data
are the mean * s.e.m. of four independent experiments.

(TIF)

Figure S2 Cell adherence and cell growth. (A) Number of
adherent SW620 cells seeded on plates coated with PAI-1 14-1b or
collagen at different time-points (3-24 h) after seeding. Data are
the mean * s.e.m. of four independent experiments; *: P<<0.05.
(B) Number of SW620 cells seeded on PAI-1 14-1b or collagen at
different time-points (0—72 h) after seeding. Data are the mean *
s.e.m. of four independent experiments. F-Actin (red) and DNA
(blue) of SW620 cells seeded on PAI-1 14-1b or collagen for 19 h
were immunostained to check for DNA cleavage.

(TIF)

Figure S3 Expression of components of the Plasmino-
gen Activator system and related signaling molecules
varies according to the cell morphology and the
microenvironment. (A) PDK1 and ROCKI expression in
blebbing SW620 cells seeded on PAI-1 14-1b or collagen at the
19 h time-point after seeding. On the right panel, quantification of
ROCKI1/PDKI1 colocalization relative to total ROCKI1 expres-
sion in blebbing SW620 cells seeded on PAI-1 14-1b or collagen.
Data are the mean * s.e.m. of the results of the analysis of ten
blebbing cells for each experimental condition. Expression of (B)
uPA and uPAR, (C) PAI-1 and uPAR in blebbing SW620 cells
seeded on PAI-1 14-1b at the 19 h time-point after seeding.
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Analysis of the localization of (D) Bl Integrin and PAI-1, (E) Bl
Integrin and Flotillinl in SW620 cells seeded on PAI-1 14-1b
(30 min time-point). (F) Immunostaining of the cell membrane and
uPA in SW620 cells seeded on PAI-1 14-1b (30 min time-point).
Bar, 5 um.

(TIF)

Figure S4 Role of the Plasminogen Activator system in
cell migration. The Plasminogen Activator system is primarily
associated with the proteolytic type of cell migration where active
uPA catalyzes the cleavage of Plasminogen into Plasmin which in
turn facilitates the release of several proteolytic enzymes and the
degradation of the extracellular matrix [A] [53,54]. The principal
uPA inhibitor, PAI-1, inhibits the proteolytic activity of uPA [B]
[55]. When PAI-1 is bound to Vitronectin (VN), a major matrix
component, and uPA to its surface receptor uPAR, the [uPA:PAI-
1] complex forms a molecular link between cell and matrix that
can allow the transmission of an intracellular mechanical signal
[C] [32] and results in the internalization of the whole complex by
the a2-Macroglobulin Receptor/Low-density Lipoprotein Recep-
tor (22-MR/LRP) [D] [35,56]. Then the [uPA:PAI-1] complex is
degraded by lysosomes [E] [55,57] and uPAR and LRP are
recycled [F] [35]. uPAR also promotes cell adhesion through its
interaction with VN in the extracellular matrix and can transmit
an intracellular biochemical signal via Integrins [G] [27].
However, active PAI-1, independently of its role as a protease
inhibitor, inhibits uPAR adhesion by blocking uPAR binding to
VN [H] [16,18]. Active PAI-1 also inhibits Integrin- and VN-
mediated cell migration by blocking binding of avB3 Integrin to
VN (1] [19,54].

(TIF)

Figure S5 Agent-based simulation of matrix-bound PAI-
1 accumulation at the tumor periphery. In this simulation
several physiological processes, such as PAI-1 secretion, deposition
and internalization, proteolysis of the matrix and cell proliferation
are taken into account (see also Video S5).

(TIF)

Video S1 Motility of blebbing SW620 cells seeded on
immobilized, active PAI-1. Time-lapse recording of blebbing
SW620 cells 3 h after seeding on PAI-1 14-1b. Images were
captured every 2 min. Bar, 10 um.

MOV)

Video S2 PAI-1 expression in SW620 cells seeded on
non-coated plates. The z-stack video shows details of the
immunostaining of the cell membrane (red) and of PAI-1
expression (green) from the slide to the upper part of a SW620
cell seeded on non-coated plate for 30 min. Bar, 5 um.

MOV)

Video S3 Flotillinl and PAI-1 expression in SW620 cells
seeded on non-coated plates. The z-stack video shows details

References

1. Pankova K, Rosel D, Novotny M, Brabek J (2010) The molecular mechanisms of

transition between mesenchymal and amoeboid invasiveness in tumor cells. Cell
Mol Life Sci 67: 63-71.

2. Sabeh F, Shimizu-Hirota R, Weiss SJ (2009) Protease-dependent versus -
independent cancer cell invasion programs: three-dimensional amoeboid
movement revisited. J Cell Biol 185: 11-19.

3. Wolf K, Mazo I, Leung H, Engelke K, von Andrian UH, et al. (2003)
Compensation mechanism in tumor cell migration: mesenchymal-amoeboid
transition after blocking of pericellular proteolysis. J Cell Biol 160: 267
277.

4. Wyckoff JB, Pinner SE, Gschmeissner S, Condeelis JS, Sahai E (2006) ROCK-
and myosin-dependent matrix deformation enables protease-independent
tumor-cell invasion in vivo. Curr Biol 16: 1515-1523.

@ PLoS ONE | www.plosone.org

Matrix-Bound PAI-1 Supports Cell Blebbing

of Flotillinl (red) and PAI-1 (green) from the slide to the upper part
of a SW620 cell seeded on non-coated plate for 30 min. Bar,
5 pum.

MOV)

Video S4 PDKI1 and ROCKI expression in SW620 cells
seeded on immobilized, active PAI-1. The z-stack video
shows details of PDK1 (red) and ROCKI (green) from the slide to
the upper part of a SW620 cell seeded on PAI-1 14-1b for 30 min.
Bar, 5 um.

MOV)

Video S5 Agent-based simulation of matrix-bound PAI-
1 accumulation at the tumor periphery. Several physiolog-
ical processes are considered such as secretion, deposition and
internalization of PAI-1, proteolysis of the matrix and cell
proliferation. See color legend in Figure S5.

(MOV)

Video 86 Migration of a blebbing SW620 cell on
immobilized, active PAI-1. Time-lapse recording of SW620
cells 17 h after seeding on PAI-1 14-1b. The migration speed was
evaluated at 0.4 pm/min. Images were captured every 2 min. Bar,
10 um.
MOV)

Video S7 Reversibility of the blebbing and spindle-
shaped morphologies in SW620 cells seeded on immo-
bilized, active PAI-1. Time-lapse recording of SW620 cells 7 h
after seeding on PAI-1 14-1b. Images were captured every 2 min.
Bar, 10 um.

(MOV)

Video S8 Reversibility of the blebbing morphology in
SW620 cells seeded on immobilized, active PAI-1. Time-
lapse recording of SW620 cells 16 h after seeding on PAI-1 14-1b.
Images were captured every 2 min. Bar, 10 pm.

(MOV)

Acknowledgments

We thank J. Daubriac (INSERM U674/IFR 105 CEPH IUH, Paris,
France) for his help with the Caspase 3 western blotting, M. De Toledo
(CRBM UMR 5237 CNRS, Montpellier University, Montpellier, France)
for help with the RhoA activity assays and R. Fodil (INSERM U492,
Créteil, France) for his technical support with confocal microscopy and F-
actin 3D reconstruction.

Author Contributions

Conceived and designed the experiments: ACM MM GG PR GBM.
Performed the experiments: ACM MM CCB GG CA AS. Analyzed the
data: ACM MM CCB GG AL FD GH PR GBM. Contributed reagents/
materials/analysis tools: ACM MM CCB GG PR DAL GBM. Wrote the
paper: GG AL GBM.

5. Sahai E, Marshall CJ (2003) Differing modes of tumour cell invasion have
distinct requirements for Rho/ROCK signalling and extracellular proteolysis.
Nat Cell Biol 5: 711-719.

6. Kimura K, Ito M, Amano M, Chihara K, Fukata Y, et al. (1996) Regulation of
myosin phosphatase by Rho and Rho-associated kinase (Rho-kinase). Science
273: 245-248.

7. Riento K, Ridley AJ (2003) Rocks: multifunctional kinases in cell behaviour. Nat
Rev Mol Cell Biol 4: 446-456.

8. Pinner S, Sahai E (2008) PDK1 regulates cancer cell motility by antagonising
inhibition of ROCKI1 by RhoE. Nat Cell Biol 10: 127-137.

9. Friedl P, Wolf K (2010) Plasticity of cell migration: a multiscale tuning model.
J Cell Biol 188: 11-19.

0. Mantovani A (2009) Cancer: Inflaming metastasis. Nature 457: 36-37.

—_

February 2012 | Volume 7 | Issue 2 | 32204



20.

21.

22.

23.

24.

28.

29.

30.

31.

32.

. Duffy MJ, Duggan C (2004) The urokinase plasminogen activator system: a rich

source of tumour markers for the individualised management of patients with
cancer. Clin Biochem 37: 541-548.

. Umeda T, Eguchi Y, Okino K, Kodama M, Hattori T (1997) Cellular

localization of urokinase-type plasminogen activator, its inhibitors, and their
mRNAs in breast cancer tissues. J Pathol 183: 388-397.

. Chorostowska-Wynimko J, Skrzypczak-Jankun E, Jankun J (2004) Plasminogen

activator inhibitor type-1: its structure, biological activity and role in tumori-
genesis (Review). Int J] Mol Med 13: 759-766.

. Planus E, Barlovatz-Meimon G, Rogers RA, Bonavaud S, Ingber DE, et al.

(1997) Binding of urokinase to plasminogen activator inhibitor type-1 mediates

cell adhesion and spreading. J Cell Sci 110 (Pt 9): 1091-1098.

. Chazaud B, Ricoux R, Christov C, Plonquet A, Gherardi RK, et al. (2002)

Promigratory effect of plasminogen activator inhibitor-1 on invasive breast
cancer cell populations. Am ] Pathol 160: 237-246.

. Waltz DA, Natkin LR, Fujita RM, Wei Y, Chapman HA (1997) Plasmin and

plasminogen activator inhibitor type 1 promote cellular motility by regulating
the interaction between the urokinase receptor and vitronectin. J Clin Invest
100: 58-67.

. Wang Z, Sosne G, Kurpakus-Wheater M (2005) Plasminogen activator

inhibitor-1 (PAI-1) stimulates human corneal epithelial cell adhesion and
migration in vitro. Exp Eye Res 80: 1-8.

. Deng G, Curriden SA, Wang S, Rosenberg S, Loskutoff DJ (1996) Is

plasminogen activator inhibitor-1 the molecular switch that governs urokinase
receptor-mediated cell adhesion and release? J Cell Biol 134: 1563-1571.
Stefansson S, Lawrence DA (1996) The serpin PAI-1 inhibits cell migration by
blocking integrin alpha V beta 3 binding to vitronectin. Nature 383: 441-443.
Stefansson S, Muhammad S, Cheng XF, Battey FD, Strickland DK, et al. (1998)
Plasminogen activator inhibitor-1 contains a cryptic high affinity binding site for
the low density lipoprotein receptor-related protein. J Biol Chem 273:
6358-6366.

Jo M, Thomas KS, Somlyo AV, Somlyo AP, Gonias SL (2002) Cooperativity
between the Ras-ERK and Rho-Rho kinase pathways in urokinase-type
plasminogen activator-stimulated cell migration. J Biol Chem 277:
12479-12485.

Nguyen DH, Catling AD, Webb D]J, Sankovic M, Walker LA, et al. (1999)
Myosin light chain kinase functions downstream of Ras/ERK to promote
migration of urokinase-type plasminogen activator-stimulated cells in an
integrin-selective manner. J Cell Biol 146: 149-164.

Aguirre Ghiso JA (2002) Inhibition of FAK signaling activated by urokinase
receptor induces dormancy in human carcinoma cells in vivo. Oncogene 21:
2513-2524.

Kjoller L, Hall A (2001) Rac mediates cytoskeletal rearrangements and increased
cell motility induced by urokinase-type plasminogen activator receptor binding
to vitronectin. J Cell Biol 152: 1145-1157.

. Liu D, Aguirre Ghiso J, Estrada Y, Ossowski L. (2002) EGFR is a transducer of

the urokinase receptor initiated signal that is required for in vivo growth of a
human carcinoma. Cancer Cell 1: 445—457.

. Vial E, Sahai E, Marshall CJ (2003) ERK-MAPK signaling coordinately

regulates activity of Racl and RhoA for tumor cell motility. Cancer Cell 4:
67-79.

Smith HW, Marshall CJ (2010) Regulation of cell signalling by uPAR. Nat Rev
Mol Cell Biol 11: 23-36.

Malo M, Cartier-Michaud A, Fabre-Guillevin E, Hutzler G, Delaplace F, et al.
(2010) When a collective outcome triggers a rare individual event: a mode of
metastatic process in a cell population. Mathematical Population Studies 17:
136-165.

Charras GT, Hu CK, Coughlin M, Mitchison TJ (2006) Reassembly of
contractile actin cortex in cell blebs. J Cell Biol 175: 477-490.

Fackler OT, Grosse R (2008) Cell motility through plasma membrane blebbing.
J Cell Biol 181: 879-884.

Leverrier Y, Ridley AJ (2001) Apoptosis: caspases orchestrate the ROCK ‘n’
bleb. Nat Cell Biol 3: E91-93.

Wang N, Planus E, Pouchelet M, Fredberg JJ, Barlovatz-Meimon G (1995)
Urokinase receptor mediates mechanical force transfer across the cell surface.
Am ] Physiol 268: C1062-1066.

Samarakoon R, Higgins CE, Higgins SP, Kutz SM, Higgins PJ (2005)
Plasminogen activator inhibitor type-1 gene expression and induced migration
in TGF-betal-stimulated smooth muscle cells is pp60(c-src)/ MEK-dependent.
J Cell Physiol 204: 236-246.

. Huang Y, Haraguchi M, Lawrence DA, Border WA, Yu L, et al. (2003) A

mutant, noninhibitory plasminogen activator inhibitor type 1 decreases matrix
accumulation in experimental glomerulonephritis. J Clin Invest 112: 379-388.

@ PLoS ONE | www.plosone.org

12

37.

38.

39.

40.

41.

42.

43.

44.

46.

47.

48.

49.

53.

54.

56.

57.

Matrix-Bound PAI-1 Supports Cell Blebbing

. Nykjaer A, Conese M, Christensen EI, Olson D, Cremona O, et al. (1997)

Recycling of the urokinase receptor upon internalization of the uPA:serpin
complexes. Embo J 16: 2610-2620.

Stefansson S, Lawrence DA, Argraves WS (1996) Plasminogen activator
inhibitor-1 and vitronectin promote the cellular clearance of thrombin by low
density lipoprotein receptor-related proteins 1 and 2. J Biol Chem 271:
8215-8220.

Strickland DK, Gonias SL, Argraves WS (2002) Diverse roles for the LDL
receptor family. Trends Endocrinol Metab 13: 66-74.

Providence KM, Higgins SP, Mullen A, Battista A, Samarakoon R, et al. (2008)
SERPINE1 (PAI-1) is deposited into keratinocyte migration “trails” and
required for optimal monolayer wound repair. Arch Dermatol Res 300:
303-310.

Rougier JP, Guia S, Hagege J, Nguyen G, Ronco PM (1998) PAI-1 secretion
and matrix deposition in human peritoneal mesothelial cell cultures: transcrip-
tional regulation by TGF-beta 1. Kidney Int 54: 87-98.

Seebacher T, Manske M, Zoller J, Crabb J, Bade EG (1992) The EGF-inducible
protein EIP-1 of migrating normal and malignant rat liver epithelial cells is
identical to plasminogen activator inhibitor 1 and is a component of the ECM
migration tracks. Exp Cell Res 203: 504-507.

Maxwell CA, McCarthy J, Turley E (2008) Cell-surface and mitotic-spindle
RHAMM: moonlighting or dual oncogenic functions? J Cell Sci 121: 925-932.
Lee TH, D’Asti E, Magnus N, Al-Nedawi K, Meehan B, et al. (2011)
Microvesicles as mediators of intercellular communication in cancer-the
emerging science of cellular ‘debris’. Semin Immunopathol 33(5): 455-467.
Diehl HC, Stuhler K, Klein-Scory S, Volmer MW, Schoneck A, et al. (2007) A
catalogue of proteins released by colorectal cancer cells in vitro as an alternative
source for biomarker discovery. Proteomics Clin Appl 1: 47-61.

van Niel G, Raposo G, Candalh C, Boussac M, Hershberg R, et al. (2001)
Intestinal epithelial cells secrete exosome-like vesicles. Gastroenterology 121:
337-349.

. Magquerlot F, Galiacy S, Malo M, Guignabert C, Lawrence DA, et al. (2006)

Dual role for plasminogen activator inhibitor type 1 as soluble and as
matricellular regulator of epithelial alveolar cell wound healing. Am J Pathol
169: 1624-1632.

Tomasini-Johansson BR, Sundberg C, Lindmark G, Gailit JO, Rubin K (1994)
Vitronectin in colorectal adenocarcinoma-synthesis by stromal cells in culture.
Exp Cell Res 214: 303-312.

Minor KH, Peterson CB (2002) Plasminogen activator inhibitor type 1 promotes
the self-association of vitronectin into complexes exhibiting altered incorporation
into the extracellular matrix. J Biol Chem 277: 10337-10345.

Czekay RP, Aertgeerts K, Curriden SA, Loskutoff DJ (2003) Plasminogen
activator inhibitor-1 detaches cells from extracellular matrices by inactivating
integrins. J Cell Biol 160: 781-791.

Aaboe M, Offersen BV, Christensen A, Andreasen PA (2003) Vitronectin in
human breast carcinomas. Biochim Biophys Acta 1638: 72-82.

. Thiery JP (2002) Epithelial-mesenchymal transitions in tumour progression. Nat

Rev Cancer 2: 442—454.

. Friedl P, Wolf K (2009) Proteolytic interstitial cell migration: a five-step process.

Cancer Metastasis Rev 28: 129-135.

. Vinot S, Anguille C, de Toledo M, Gadea G, Roux P (2008) Analysis of cell

migration and its regulation by Rho GTPases and p53 in a three-dimensional
environment. Methods Enzymol 439: 413-424.

Dass K, Ahmad A, Azmi AS, Sarkar SH, Sarkar FH (2008) Evolving role of
uPA/uPAR system in human cancers. Cancer Treat Rev 34: 122-136.
Heegaard CW, Simonsen AC, Oka K, Kjoller L, Christensen A, et al. (1995)
Very low density lipoprotein receptor binds and mediates endocytosis of
urokinase-type plasminogen activator-type-1 plasminogen activator inhibitor
complex. J Biol Chem 270: 20855-20861.

. Cubellis MV, Wun TC, Blasi F (1990) Receptor-mediated internalization and

degradation of urokinase is caused by its specific inhibitor PAI-1. Embo J 9:
1079-1085.

Czekay RP, Kuemmel TA, Orlando RA, Farquhar MG (2001) Direct binding of
occupied urokinase receptor (uPAR) to LDL receptor-related protein is required
for endocytosis of uPAR and regulation of cell surface urokinase activity. Mol
Biol Cell 12: 1467-1479.

Estreicher A, Muhlhauser J, Carpentier JL, Orci L, Vassalli JD (1990) The
receptor for urokinase type plasminogen activator polarizes expression of the
protease to the leading edge of migrating monocytes and promotes degradation
of enzyme inhibitor complexes. J Cell Biol 111: 783-792.

February 2012 | Volume 7 | Issue 2 | 32204



