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1. ABSTRACT

The spatial and temporal regulation of the actin
cytoskeleton is fundamental to several cellular processes as
diverse as cell motility and immune responses. At the
molecular level, the remodelling of the actin cytoskeleton
depends on two key events: actin filament nucleation and
clongation. Seminal studies on the actin-based intracellular
motility of the bacterial pathogen Listeria monocytogenes
have been instrumental for the characterisation of a class of
actin filament elongating factors, the proteins of the
Ena/VASP family. Ena/VASP proteins enhance actin
filament elongation via the recruitment of profilin:actin
complexes to sites of active actin remodelling such as the
tips of spreading lamellipodia and the surface of
intracellular Listeria. Moreover, Ena/VASP proteins not
only enhance actin filament elongation but also influence
the activity of the Arp2/3 complex and counteract the
inhibition of actin polymerisation by capping proteins.
These findings, taken together with the observation that
Ena/VASP proteins can influence actin filament
architecture by affecting the actin filament branching
activity of the Arp2/3 complex, define Ena/VASP proteins
as multifunctional organisers of the actin cytoskeleton.

2. INTRODUCTION

Several cellular activities such as cell division,
embryonic development, axonal pathfinding and some
types of immune responses are all linked to the co-
ordinated remodelling of the actin cytoskeleton. The
spatial and temporal assembly of actin filaments is
regulated by a plethora of proteins associated with the actin
cytoskeleton that control one or more of the activities that
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shape this important cellular structure: actin filament
nucleation, branching, capping and severing as well as actin
monomer sequestration and bundling of actin filaments. In
recent years, several investigations have provided
compelling evidence that an essential step toward the
remodelling of the actin cytoskeleton is the de novo
nucleation of actin filaments. This process is mainly
controlled by the activity of the Arp2/3 complex, a
multiprotein complex that is composed of two actin-related
proteins Arp2 and Arp3 and five smaller proteins that in the
human Arp2/3 complex are referred to as p41-Arc, p34-
Arc, p21-Arc, p20-Arc and pl6-Arc (1, 2). The Arp2/3
complex does not regulate actin filament nucleation (and
branching) on its own but it requires the interaction with
actin filaments and several adapter proteins such as those of
the Scar/Wave and WASP/N-WASP family for optimally
performing as nucleator of actin filaments (see 3, 4).
Because actin filament nucleation per se is not sufficient to
sustain the fast elongation of actin filaments that drives, for
example, the rapid advancement of lamellipodia other
cellular factors must be involved in this process. Studies
on the actin-driven intracellular motility of the bacterial
pathogen Listeria monocytogenes were instrumental for the
characterisation of these ‘filament elongating’ factors: the
proteins of the Ena/VASP family. Originally discovered as
substrates for cAMP- and cGMP-dependent protein kinases
in platelets (see 5), this protein family includes the
founding member the Drosophila protein Ena and three
mammalian proteins, the Vasodilator-Stimulated
Phosphoprotein (VASP), the mammalian Enabled (Mena),
and the Ena-VASP-like (EVL) protein (6-9). In the mouse,
the expression of Ena/VASP proteins takes place in many
tissues (brain, lung, spleen and stomach) and cell types
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Figure 1. Ena/VASP proteins and their binding partners. (A) Domain organisation of Ena/VASP proteins. EVHI1: Ena/VASP
Homology 1, PRR: proline-rich region, LERER: region harbouring LERER repeats, Q-rich: glutamine-rich region, EVH2:
Ena/VASP Homology 2. Serine and Threonine phosphorylation sites are indicated as dark-green circles. The conserved Ser
phosphorylation site is indicated with an asterisk. Tyrosine phosphorylation sites are indicated as pink rhombuses. (B) Major
binding partners for the EVH1, EVH2 and PRR regions of Ena/VASP proteins.

(fibroblasts, endothelial and epithelial cells and
lymphocytes) and is regulated during the postnatal
development (10-12). In this review, we will discuss
known and potential functions of Ena/VASP proteins and
their implications for our understanding of the regulation of
actin cytoskeleton remodelling.

3. DOMAIN STRUCTURE AND
PARTNERS OF ENA/VASP PROTEINS

BINDING

Ena/VASP proteins share several structural and
functional features. At the N-terminus they have a ~100
amino acid domain, the Ena/VASP homology 1 (EVHI)
domain, which is highly conserved among all members of
this protein family. Their central portion is characterised
by a proline-rich region (PRR) that contains multiple copies
of the GPPPPP motif. The C-terminus of Ena/VASP
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proteins, the Ena/VASP homology 2 (EVH2) domain,
varies is size from about 150 amino acids in VASP to about
190 amino acids in Ena (figure 1).

The EVH1 domain serves as binding site for
proteins which harbour the motif F/LPPPP including the
listerial proteins ActA and iActA and the cytoskeletal and
adapter proteins vinculin, zyxin, Fyb/SLAP and WASP
(13-20) (figure 2). Other proteins that contain the
F/LPPPP motif include Shroom, palladin and the proline-
rich RNA-binding protein (prrp) (21-23), although in this
case a direct association with the EVHI domain of
Ena/VASP proteins has not yet been demonstrated. The
central proline-rich region of Ena/VASP proteins
mediates the interaction of these proteins with several
ligands. Studies based on biochemical assays have led to
the identification of the first ligand for this region, the actin
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Figure 2. Domain organisation of the best characterised binding partners of Ena/VASP proteins. A: acidic region, G: G-actin-
binding region, CH: cofilin homology, MA: membrane anchor, SH3: Src homology 3, WH1: WASP homology 1, GBD:
GTPases-binding domain, a-act.: alpha actinin, NES: nuclear export signal, FN III: fibronectin type III, TM: trans-membrane
domain, HHR: Homeobox homology region, SH2: Src homology 2, G-ac.: G-actin, F-ac.: F-actin.

monomer-binding protein profilin (24, 25). Later studies
have shown that the PRR of Ena/VASP proteins can
associate with SH3 and WW domains. In particular, it can
interact with the SH3 domain of the non-receptor tyrosine
kinases Abl and Src and of the substrate of the insulin
receptor tyrosine kinase IRSp53 (7, 26-28) and with the
WW domain of the neuronal protein FE65 (29). Lastly, the
EVH2 domain of Ena/VASP proteins harbours binding
sites for monomeric (G-actin) and filamentous (F-actin)
actin and can mediate the multimerisation of Ena/VASP
proteins (30-32).

Other than being characterised by the above
mentioned domains and binding regions, Ena/VASP
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proteins contain conserved phosphorylation consensus
sequences for the cAMP- and cGMP-dependent
serine/threonine protein kinases PKA and PKG (7, 11, 33)
and for the protein tyrosine kinase Abl (34; figure 1).

4. IN VITRO PROPERTIES OF ENA/VASP
PROTEINS

The direct binding of Ena/VASP proteins to F-
actin was demonstrated for the first time by Reinhard and
colleagues (10), who showed that purified VASP could be
recovered in F-actin pellets after high speed centrifugation.
This observation was later corroborated by several
independent studies (30, 31, 35, 36). Further investigations
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indicated that residues 259-276 (in human VASP) within
the EVH2 domain are essential for the interaction of
Ena/VASP proteins with F-actin (30). One macroscopic
consequence of this interaction is the increase in the light
scattering and turbidity of F-actin solutions due to the
formation of F-actin bundles (30, 31, 35). The ability of
Ena/VASP proteins to bundle F-actin may increase the
stability of these actin structures as suggested by the
observation that these proteins protect actin filaments from
the severing effect of gelsolin in vitro (37). An interesting
feature of the Ena/VASP:F-actin interaction is that it is
more efficient under low salt conditions (15-60 mM KCl)
suggesting that it primarily depends on electrostatic
interactions between F-actin and Ena/VASP proteins (11,
31, 36). The notion that electrical charges mediate this
interaction is supported by the finding that PKA- and PKG-
dependent phosphorylation of VASP reduces the amount of
this protein that co-sediments with F-actin (36). By
contrast, an independent study showed that phosphorylated
VASP binds indeed better to F-actin (35). As the two
studies are not directly comparable (they use different
expression systems to purify VASP, different methods to
phosphorylate it and buffers having different ionic strength)
caution should be exerted in judging these conclusions.
However, because actin filaments are negatively charged
(38) and the binding of actin filament to fascin is reduced
upon fascin phosphorylation (39), it is likely that adding
negative charges to Ena/VASP proteins would favour their
repulsion from actin filaments, and hence reduce their
interaction with them.

While the interaction of Ena/VASP proteins with
F-actin in vitro causes the bundling of actin filaments, the
incubation of these proteins with G-actin leads to actin
filament polymerisation (31, 35). This effect of Ena/VASP
proteins on actin filament growth is characterised by a
reduction in the lag phase of polymerisation and by a faster
polymerisation rate (31, 35). Consistent with its ability to
bind to F-actin, the EVH2 domain of Ena/VASP proteins is
as efficient as full-length proteins in inducing actin filament
polymerisation (31, 35, 40). Thus, Ena/VASP proteins may
induce actin filament polymerisation by stabilising the actin
nuclei (trimers) or by stabilising actin filaments or both.

Since Ena/VASP  proteins induce actin
polymerisation, they may interact with monomeric actin.
The EVH2 domain of Ena/VASP proteins harbours a short
positively-charged sequence that highly resembles to the
KLKK motif of thymosinf34 that mediates the interaction of
this protein with G-actin (41). A recent study reported that
the KLKR motif of Ena/VASP proteins interacts with G-
actin as suggested by the observation that the mutation of
critical arginine and lysine residues within this motif
abolishes its binding to G-actin (32). Curiously, a VASP
mutant lacking the multimerisation site but harbouring an
intact KLKR motif failed to bind to G-actin in this assay.
On the other hand, this VASP mutant and VASP proteins
carrying mutations in this motif can interact with G-actin
after longer incubation times (32). Moreover, VASP
proteins harbouring mutated KLKR motifs are not able to
induce actin polymerisation in vitro although they have an
intact F-actin-binding site (32). Given that the association
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of Ena/VASP proteins with F-actin is necessary for their
ability to induce actin polymerisation in vitro (11) and
assuming that the two point mutations introduced in VASP
are unlikely to cause gross disturbances in the overall
folding of this protein, it is not clear why such VASP
mutants have lost their function in this assay. Future
studies should be aimed at clarifying these issues.

Although Ena/VASP proteins can induce actin
assembly in vitro, several observations suggest that they do
not so in living cells. When Ena/VASP proteins are
constitutively targeted to the surface of mitochondria
(cellular organelles where they normally do not localise) no
F-actin accumulation can be detected following staining
with fluorescent phalloidin. Moreover, Listeria mutants
expressing an ActA variant that exhibits defective
recruitment of the Arp2/3 complex but normally binds to
Ena/VASP proteins do not associate with detectable levels
of F-actin (42-46). One study, however, reported that the
targeting of Ena/VASP proteins to beads coated with the
proline-rich region of ActA causes the accumulation of F-
actin following their incubation with extracts of cultured
cells.  Similarly, the zyxin-dependent recruitment of
Ena/VASP proteins at the surface of mitochondria also
results in the accumulation of F-actin at these structures
(47). As the actin polymerisation at the surface of
Ena/VASP-coated beads can be inhibited by pre-incubation
of the beads with the proline-rich region of ActA, it was
concluded that Ena/VASP proteins are responsible for actin
polymerisation at the bead surface (47). It should be noted,
however, that pre-incubation of the beads with the WA
domain of WASP (which is responsible for the stimulation
of Arp2/3 complex-dependent actin polymerisation and is
therefore expected to block the activity of this complex)
significantly impaired actin accumulation on the beads (47)
indicating that additional mechanisms were responsible for
actin polymerisation at the surface of Ena/VASP-coated
beads. Finally, it also should be considered that
permeabilisation of cells and incubation with rhodamine-
labelled G-actin prior to fixation certainly altered the
physiological conditions within the cells so introducing
potential artifacts. Thus, at present, there is no convincing
evidence for supporting Ena/VASP protein-dependent actin
nucleation in living cells.

As elaborated above, the central proline-rich
region of Ena/VASP proteins associates with profilin, an
actin monomer-binding protein that depending on the status
of the actin filament (+)-ends (uncapped or capped)
promotes or inhibits actin filament elongation (48-50).
Moreover, profilin enhances the release of ADP from actin
and synergises with other actin monomer-binding proteins
such as thymosinf4 and the actin depolymerising factor
(ADF)/cofilin to increase actin filament turnover (51, 52).
In the context of Ena/VASP protein-profilin interaction,
these proteins may affect actin polymerisation in vitro at
yet another level given that a complex formed by profilin
(specifically profilin II) and the PRR of VASP is able to
overcome the inhibitory effect of thymosinf4 on, and
reduces the lag phase of, actin polymerisation (53).
Regardless of the mechanisms underlying this effect, these
data suggest that the proline-rich region of Ena/VASP
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Figure 3. Dynamics of GFP-VASP during Listeria motility. Panels in (A) show GFP-VASP, whereas panels in (B) show the
corresponding phase contrast images. GFP-VASP usually localises in a uniform manner at the surface of non-motile bacteria
(dashed circle). Following a bacterial division (white arrow), Listeria acquire the ability to move and concomitantly with the
onset of bacterial motility the distribution of GFP-VASP is polarised being more concentrated at the interface between bacteria
and actin tails (red and yellow arrows). Such localisation of GFP-VASP at the bacterial surface is maintained during bacterial

motility (white arrowheads and green arrows). Scale bar represents 5 pm.

proteins not only provides the actin monomers required for filaments, it has been concluded that Ena/VASP proteins
actin filament elongation but also may contribute to the interact with actin filaments at or near their barbed ends
release of actin from profilin:actin complexes. and function as anti-capping proteins (58). Conversely, a
recent study showed that VASP binds equally well to
Concerning the interaction of Ena/VASP proteins capped and uncapped actin filaments and that it does not
with G- and F-actin, Skoble et al. (54) have shown that inhibit the capping of barbed ends by capping proteins.
purified VASP can rescue the ability of an ActA mutant, Moreover, although VASP reverses the inhibition on actin
which cannot bind to G-actin, to support Arp2/3 complex- polymerisation by capping protein, it does so via an indirect
dependent actin filament nucleation, in vitro. These competition with capping proteins as indicated by the
authors concluded that Ena/VASP proteins stimulate actin observation that a fixed concentration of VASP is able to
filament nucleation by delivering F-actin to the Arp2/3 enhance the motility of ActA-coated beads in a solution of
complex, implying that the F-actin-binding region within pure proteins regardless of the concentration of capping
the EVH2 domain plays a major role in this process. protein (57).
However, since in this study a VASP mutant lacking the F-
actin-binding region was not tested for its ability to rescue Taken together, the above studies establish that
Arp2/3 complex-induced actin filament nucleation, it is not Ena/VASP proteins can affect actin filament dynamics in
possible to exclude a priori other potential mechanisms. vitro not only by supporting actin polymerisation via the
Moreover, with respect to the binding of Ena/VASP delivery of actin monomers to growing filament (+)-ends,
proteins to G-actin and based on the finding that Ena/VASP but also by affecting the activities of profilin, the Arp2/3
mutants lacking the G-actin-binding region do not support complex and capping proteins.
efficient actin filament formation at the Listeria surface
(55), it is conceivable that Ena/VASP-G-actin interactions 5. FUNCTIONS OF ENA/VASP PROTEINS IN VIVO
participate in the rescue of the Arp2/3 complex-induced
actin filament nucleation. In the context of the interplay 5.1. Intracellular motility of Listeria monocytogenes
between Ena/VASP proteins and the Arp2/3 complex in Studies on the intracellular motility of the
regulating actin filament dynamics, it has been shown that bacterium Listeria monocytogenes have been instrumental
VASP reduces the percentage of actin filament branching for the understanding of the in vivo function(s) of
induced by the Arp2/3 complex (54). By contrast, another Ena/VASP proteins. Ena/VASP proteins localise at the
study reported no effect of VASP on branching (56). surface of stationary and motile intracellular bacteria. In
While the discussion of the discrepancies between these the latter case, Ena/VASP proteins are asymmetrically
two studies is beyond the scope of this article, it is distributed at the interface between bacteria and actin tails
important to point out that VASP indeed reduces the (59) (figure 3, Movie 3). The targeting of these proteins to
branching frequency of actin filaments, but only when it is the Listeria surface is mediated by the interaction of their
bound to ActA-coated beads (57). EVH1 domains with the central proline-rich region of ActA
(15, 60). The importance of this interaction for bacterial
Finally, since Ena/VASP proteins can counteract motility has been demonstrated through the generation of
the inhibitory effect of capping proteins on actin filament Listeria mutants expressing an ActA protein lacking the
polymerisation in vitro and cannot bind to capped actin proline-rich region. These bacteria did no longer recruit
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Ena/VASP proteins and, as a consequence, moved at a
slower speed (3-5 times) compared to wild-type bacteria
(15, 60).

Since Ena/VASP proteins bind to profilin, which
in turn enhances actin filament elongation, it was proposed
that one function of Ena/VASP proteins in Listeria motility
is to deliver profilin:actin complexes to the bacteria surface
to support efficient actin filament elongation. Accordingly,
it was observed that a Listeria mutant unable to recruit
Ena/VASP proteins does not recruit profilin too (55, 60,
61). Furthermore, Listeria speed directly correlates with
the amount of profilin at its surface (61) and the absence of
both Ena/VASP proteins and profilin from cell-free
systems significantly reduces bacterial speed (62). The
essential role of profilin:actin complexes in supporting
efficient actin filament elongation at the bacterial surface is
further supported by the finding that the injection of cross-
linked profilin:actin, which binds to the (+)-ends of actin
filament thereby inhibiting their elongation in vitro (50),
into Listeria-infected cells severely impairs bacterial
motility (63). It should be pointed out that Ena/VASP
proteins do not merely deliver profilin:actin complexes to
the bacterial surface but seem to favour the release of actin
from such complexes, thus enhancing actin filament
clongation at this site (53). Interestingly, Ena/VASP
proteins seem to be required for the persistence of the
movement of Listeria (64) and of ActA-coated beads (57).

The formation of Ena/VASP multimers at the
Listeria surface was suggested to increase the number of
profilin:actin complexes available for actin filament growth
and as a consequence to enhance bacterial motility (25).
However, Ena/VASP mutants lacking the multimerisation
motif are equally efficient in supporting Listeria motility as
wild-type proteins indicating that the formation of
Ena/VASP multimers is dispensable for bacterial motility
(55).

The interaction of Ena/VASP proteins with F-
actin is also dispensable for Listeria motility and, indeed,
retards it (55, 64). Ena/VASP:F-actin interactions may be
responsible for the tight association between bacteria and
actin tails (65) and may play a role in the function of a
‘molecular clamp’, which has been proposed to control the
orientation and positioning of actin filaments abutting the
bacterial surface (66). Consistent with this interpretation is
the finding that non-dissociable profilin:actin complexes
cause the detachment of bacteria from their tails (63).
Notably, in Ena/VASP-deficient fibroblasts expressing a
Mena mutant lacking the F-actin-binding site Listeria tend
to change direction more frequently indicating that this site
is required for maintaining directional persistence (64).
The contribution of Ena/VASP:F-actin interaction to
Listeria motility appears to be rather complex. Indeed,
Ena/VASP proteins can still localise at the surface and
along the actin tails of a Listeria mutant which expresses a
variant of ActA (ActAAPRR) lacking the central proline-
rich repeats (55), suggesting that these proteins can be
targeted to Listeria (surface and actin tails) in an EVHI1-
independent manner most likely via their F-actin binding
region. In addition, the expression of GFP-Mena in

1299

Ena/VASP-deficient cells enhances the speed of this
Listeria mutant (55), whereas the deletion of the F-actin
binding region in Mena impairs intercellular spreading (a
process that directly correlates with bacterial motility) of
the Listeria mutant ActAAPRR (64). Although the
mechanism(s)  underlying this EVHI-independent
contribution of Ena/VASP proteins to Listeria motility
remain to be determined, it may be that these proteins may
enhance the efficiency of Listeria motility by properly
orienting the actin filaments toward the bacterial surface.

Ena/VASP proteins regulate Listeria motility at
yet another level. Skoble and colleagues (54) have shown
that VASP can rescue the ability of an ActA mutant lacking
the actin monomer-binding site to support Arp2/3 complex-
dependent actin filament nucleation. Consistent with these
in vitro data, a Listeria mutant expressing an ActA protein
which cannot recruit both actin monomers and Ena/VASP
proteins do not nucleate actin filaments at their surface
(54), suggesting that Ena/VASP proteins contribute to actin
filament nucleation also in vivo. Since the deletion of the
actin-monomer-binding site within the EVH2 domain of
Mena impairs actin accumulation at the Listeria surface and
bacterial motility (55), Ena/VASP proteins may stimulate
actin filament nucleation at the bacterial surface by
supplying actin monomers to the Arp2/3 complex. This
hypothesis is consistent with the finding that activators of
the Arp2/3 complex such as WASP/Scar proteins require
binding to G-actin to support Arp2/3 complex-dependent
actin filament nucleation, and that Ena/VASP proteins per
se can enhance Listeria motility in cell-free systems in the
absence of profilin (62, 67). One cannot exclude another
potential function of the actin-monomer-binding site of
Ena/VASP proteins, i.e. the delivery of actin monomers to
the actin filament (+)-ends abutting the bacterial surface.
However, in the absence of the PRR, Ena/VASP proteins
do not efficiently support Listeria motility (55), implying
that their actin-monomer-binding site does not play a role
in, or has a little impact on, this process.

Overall, Ena/VASP proteins contribute to
Listeria motility by enhancing actin filament elongation
and Arp2/3 complex-mediated actin filament nucleation,
counteracting capping proteins and regulating actin
filament architecture.

5.2. Immune receptor signalling

The studies on Listeria motility suggest that the
main function of Ena/VASP proteins is to support actin
filament elongation. Investigations on two types of
immune response, T cell activation and phagocytosis,
further indicate that this is a major function of this protein
family. Both T cell activation and phagocytosis are
characterised by the initial activation of protein tyrosine
kinases which in turn phosphorylate several adapter
proteins such as linker for activation of T cells (LAT), SH2
domain-containing leukocyte protein of 76 kDa (SLP-76)
and Fyn-binding protein (Fyb)/SLP-76-associated protein
of 130 kDa (SLAP) (Fyb/SLAP). These components, in
combination with other adapter proteins, assemble into
multi-molecular complexes which relay signals from active
immune receptors to downstream cellular functions
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including actin cytoskeleton remodelling, gene expression
and cytokine production (see 68-70). One major issue in
this field concerns the understanding of the molecular
mechanisms underlying actin cytoskeleton remodelling.
Ena/VASP proteins co-localise with actin at the interface
between anti-CD3-coated beads and T cells and at
phagocytic cups. In addition, Fyb/SLAP co-localises with
Ena/VASP proteins at these subcellular locations and it
directly associates with Ena/VASP proteins. Furthermore, the
sequestration of Ena/VASP proteins by the overexpression of
the central proline-rich region of ActA in T cells and
macrophages blocks the targeting of Ena/VASP proteins to the
T cell/bead interface and phagocytic cups thus leading to the
severe impairment of actin cytoskeleton remodelling at these
sites (18, 71). Thus, Ena/VASP proteins are essential for
efficient actin filament dynamics during T cell activation and
phagocytosis. The function of Ena/VASP proteins in these
processes appears to be linked to their Fyb/SLAP-dependent
targeting to a multi-molecular complex, which also includes
SLP-76, Nck, WASP and the Arp2/3 complex (18, 71). In
light of the direct interaction between Ena/VASP proteins and
WASP (19), it may also be possible that the targeting of
Ena/VASP proteins to this multi-molecular complex is, at least
in part, mediated by this association. Notably, the assembly of
such multi-molecular complexes may be required for
integrating the activities of Ena/VASP proteins and the Arp2/3
complex to generate optimal actin cytoskeleton remodelling.
This notion is supported by studies on Listeria motility where
the ActA-mediated juxtaposition of Ena/VASP protein and the
Arp2/3 complex is essential for efficient bacterial motility. In
light of the influence of Ena/VASP proteins on the Arp2/3
complex during Listeria motility (see above), it will be
important to determine whether these proteins also affect, in a
similar way, the activity of the Arp2/3 complex during T cell
activation and phagocytosis.

5.3. Cell motility

Given the implication of Ena/VASP proteins in
so many actin-based events, it is not surprising that these
proteins play a role in the most complex of such processes,
cell motility. Cell motility is the result of the spatial and
temporal co-ordination of four distinct processes: actin-
driven extension of protrusions such as lamellipodia and
filopodia, stabilisation of these structures by attachment to
the substratum via the formation of focal adhesions,
translocation of the cell body, and detachment of the rear
part of the cell upon disassembly of focal adhesions at this
site (see 72). Due to the complexity of cell motility and
based on the consideration that it would be difficult to
establish an unequivocal protein-function relationship
between Ena/VASP proteins and cell motility as a whole,
we will discuss in the following sections the function(s) of
this protein family in some of the individual steps that
underlie this process.

5.3.1. Ena/VASP protein localisation and function in
lamellipodia

The extension of lamellipodia is tightly linked to
the polymerisation of actin filaments abutting the inner
leaflet of the plasma membrane and relies on the co-
ordinated actin filament nucleation and elongation (see 73).
The first study implicating Ena/VASP proteins in
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lamellipodia dynamics came from Rottner et al. (74), who
showed that these proteins localise at the tips of spreading
but not retracting lamellipodia in B16F1 melanoma cells
(figure 4, Movie 4). Studies on Ena/VASP-deficient
fibroblasts provided evidence that the targeting of
Ena/VASP proteins to the tips of lamellipodia appears to be
controlled at multiple levels. In these cells, the GFP-tagged
EVH1 domain alone weakly localises at the tips of
lamellipodia (75), whereas the distribution of the EVH2
domain alone corresponds to a broader region of the
lamellipodia (58, 76). Thus, both domains contribute to the
localisation of Ena/VASP proteins to the lamellipodia with
the EVHI primarily responsible for restricting it to the
lamellipodia tips. The function of the EVH2 domain in this
context is linked to its ability to interact with F-actin given
that in Ena/VASP-deficient cells a Mena mutant lacking the
F-actin-binding site weakly localises to lamellipodial tips
(58, 76). In addition, low doses of cytochalasin D, a fungal
metabolite that binds to actin filament (+)-ends with high
affinity (77), reversibly displace Ena/VASP proteins from
the leading edge suggesting that these proteins interact with
actin filaments at or near their barbed ends (58). Based on
these results, it was concluded that Ena/VASP proteins are
mainly targeted to the lamellipodia tips via actin-dependent
interactions. This conclusion is, however, questioned by
the observation that at similar concentrations of
cytochalasin D the displacement of Ena/VASP proteins is
irreversible. Furthermore, low to moderate concentrations
of both cytochalasin B and D that arrest lamellipodia
protrusion (a situation where all actin filament (+)-ends are
blocked), have been observed to increase the accumulation
of VASP at lamellipodia tips, thus arguing against the
displacement of VASP by these drugs (E. Vignal, K.
Rottner and J. V. Small, unpublished observations).
Alternative approaches are hence required to test whether a
direct interaction of Ena/VASP proteins with the barbed
ends of lamellipodial actin filaments is indeed relevant for
their recruitment to these sites.

The targeting of the EVH1 domain of Ena/VASP
to lamellipodia tips is likely due to its association with
proteins harbouring proline-rich regions that localise at this
site. Among them are the Abl-interacting proteins (Abis),
which have been implicated in cytoskeletal rearrangement
following the stimulation with growth factors (78-80).
Similar to the behaviour of Ena/VASP proteins during
lamellipodia dynamics, Abis exclusively localises at the
tips of spreading lamellipodia and filopodia (81).
Moreover, Abi2 directly interacts with Mena both in vitro
and in vivo and co-localises with it at the leading edge (82).
Taken together, these findings suggest that Abi proteins
may be responsible for the EVHI-mediated targeting of
Ena/VASP proteins to the lamellipodial tips. Recently, it
has been shown that proteins of the Scar/WAVE family
localise to the edge of lamellipodia in mouse fibroblasts
and human melanoma cells (83, 84). Since WASP (an
homologue of Scar/WAVE proteins) interacts with
Ena/VASP proteins via its proline-rich region (19) and
Scar/WAVE proteins also contain proline-rich sequences in
their central region, they may be potential candidates for
recruiting Ena/VASP proteins at the leading edge. Formal
demonstration that Abis and Scar/WAVE are necessary for
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Figure 4. Dynamics of GFP-VASP during lamellipodia protrusion in B16F1 cells. Panels in (A) show GFP-VASP, whereas
panels in (B) show the corresponding phase contrast images.

A

GFP-VASP localises at the tip of a spreading lamellipodium

(arrowheads), where it localises at the onset of lamellipodial spreading (green arrows). In contrast, GFP-VASP disappears from
such location at the onset of the retraction of the lamellipodium (red arrows). GFP-VASP also localises at the small focal

adhesions formed by B16F1 cells upon interaction with the substrate (yellow arrowheads).

the targeting of Ena/VASP proteins to lamellipodial tips
should be obtained, for example, through the determination
of Ena/VASP protein localisation in Abis- and
Scar/WAVE-deficient cells. Finally, the crystal structure
of the EVH1 domain revealed that it strongly resembles
that of pleckstrin homology (PH) domains (85, 86). Since
PH domains are responsible for the interaction of proteins
with plasma membrane lipids PIP2 and PIP3 (see 87), it is
conceivable that the targeting of Ena/VASP proteins to the
leading edge may be mediated by their association with
phosphoinositides.

The implication of Ena/VASP proteins in actin
filament dynamics at the leading edge was initially shown
by the finding that the velocity of lamellipodia protrusion is
proportional to the levels of GFP-VASP at the tips of these
structures (74). Moreover, the distribution and dynamics of
GFP-profilin at the tips of lamellipodia accurately reflects
that of Ena/VASP proteins (61), whereas the injection of
cross-linked profilin:actin complexes into fibroblast blocks
lamellipodia spreading (88). Consistent with the role of
Ena/VASP proteins and profilin:actin in supporting actin
filament elongation at Listeria surface (see above), these
studies clearly demonstrate that Ena/VASP proteins are
also essential for supporting efficient actin filament
clongation at the leading edge. Accordingly, the
displacement of Ena/VASP from lamellipodia reduces the
speed of lamellipodia advancement in fibroblasts, whereas
the constitutive targeting of these proteins to the plasma
membrane significantly increases the speed of this process
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(58). In this context, it should be noted that in another
cellular system, namely mouse cardiac fibroblasts, the
deletion of VASP leads to enhanced cell spreading,
formation of highly motile lamellipodia and sustained
activation of the small GTPase Rac (89). Although a
detailed analysis of lamellipodia speed was not provided in
this study, it implies that Ena/VASP proteins may down-
regulate the formation of lamellipodia perhaps by affecting
the Rac signalling pathway. Moreover, although
Ena/VASP proteins are functionally interchangeable in the
Listeria system (35, 55) the presence of physiological
levels of Mena and EVL in VASP” mouse cardiac
fibroblasts (89) argue for different functions of Ena/VASP
proteins in various cellular contexts.

Other than supporting actin filament elongation at
lamellipodial tips, Ena/VASP proteins appear to regulate
the protrusion of lamellipodia by changing the architecture
of the lamellipodial network of actin filaments. In
particular, in the absence of these proteins actin filaments at
the leading edge are shorter and highly branched than those
in control cells, whereas the artificial enrichment of
Ena/VASP proteins at the plasma membrane causes the
formation of long and less branched actin filaments which
mostly run perpendicular to the direction of lamellipodia
advancement (58). Since the velocity of protrusion of
lamellipodia lacking Ena/VASP proteins is much smaller
than that of lamellipodia rich in Ena/VASP proteins, it was
proposed that Ena/VASP proteins regulate the speed of
lamellipodia protrusion by changing the length and
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orientation of actin filaments abutting the plasma
membrane (58).  Given that maximal lamellipodial
advancement is achieved when the growing actin filaments
abutting the inner side of the plasma membrane do so at an
optimal angle and having an optimal length (see 90), it is
not clear how actin filaments running mostly parallel to the
plasma membrane (which, according to the theory of
Molginer and Oster, should not be able to generate any
productive force to support lamellipodial advancement) can
support the fast lamellipodial speed observed when
Ena/VASP proteins are constitutively targeted to the
plasma membrane. Thus, while the effect of Ena/VASP
proteins on the lamellipodial actin network is consistent
with the ability of these proteins to counteract the function
of capping proteins and regulate the Arp2/3 complex-
dependent actin filament branching (54, 57, 58), the lack of
information concerning the dynamics of lamellipodia prior
to fixation makes it difficult to establish a clear correlation
between speed of lamellipodia protrusion and actin
filament architecture.

5.3.2. Ena/VASP protein localisation and function in
filopodia and focal adhesions

During the motility of melanoma and fibroblastic
cell lines, Ena/VASP proteins localise at the tips of
filopodia, thin bundles of actin filaments that form within a
spreading lamellipodium and project beyond its edge (74).
Ena/VASP proteins also localise at the tips of filopodia-like
structures that form as the prelude to the assembly of
cadherin-based intercellular junctions and are also essential
for this process (91). Little is known about the mechanisms
underlying the targeting of Ena/VASP proteins to the tips of
filopodia. However, since Abis and Scar/WAVE proteins also
localise to these structures (81, 83), these proteins may
contribute to the EVH1 domain-dependent targeting of
Ena/VASP proteins to filopodia tips. It cannot be excluded
that other yet unidentified proteins containing EVH1-binding
motifs or the association of Ena/VASP proteins with actin
filaments or with phospholipids contribute to their localisation
at these subcellular sites. Concerning the function of
Ena/VASP proteins in filopodia dynamics, the localisation of
profilin at the tips of these structures (61) suggests that
Ena/VASP proteins may support the elongation of actin
filaments in filopodia by recruiting profilin-actin complexes.
Moreover, in light of the counteracting function of Ena/VASP
proteins on capping protein, it has recently been proposed that
these proteins may antagonise capping protein during filopodia
formation thus allowing the sustained actin filament elongation
that is required for the elongation of filopodia (92). Whether
Ena/VASP proteins can also influence the architecture of actin
filaments within filopodia remains to be determined.
Importantly, the function of Ena/VASP proteins in filopodia
formation appears to be linked to its association with the
protein IRSp53 (28), although a recent study had shown that
both the localisation of IRSp53 as well as filopodia formation
can occur independently of Ena/VASP proteins (93).

Focal adhesions are highly complex regions of the
ventral side of a cell that serve to anchor it to the
substratum via integrin-based interactions (see 94). In
contrast to lamellipodia and filopodia, the mechanism
underlying the targeting of Ena/VASP proteins to focal
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adhesions (figure 5) exclusively depends on EVHI-
mediated interactions since the injection of a peptide
spanning one proline-rich repeat of ActA (44) and the
deletion of the EVHI domain, but not of the EVH2 domain
or the F-actin-binding site within it, displace Ena/VASP
proteins from these sites (75, 76). Among the 50 or more
components that have been associated with focal adhesions,
only vinculin and zyxin have been demonstrated to bind to
Ena/VASP proteins both in vitro and in vivo (13, 17).
Consistent with these findings, the analysis of the dynamics
of both vinculin and zyxin during spontaneous or induced
disassembly of focal adhesions indicates that both proteins
contribute to the targeting of Ena/VASP proteins to these
sites (95). More recently, a zyxin-like protein, TES, has
been shown to localise at focal adhesions and to associate
with VASP and Mena (96), suggesting that it may also be
implicated in the localisation of Ena/VASP proteins at focal
adhesions. As far as the assembly of focal adhesions is
concerned, Ena/VASP proteins appear not to play an
essential role in this process since the lack of these proteins
does not cause gross alterations in the composition and
morphology of the focal adhesions (75). Given that the
dynamics of focal adhesions was not analysed in
Ena/VASP-deficient cells, we cannot exclude that these
proteins regulate one or more aspects of this process. The
findings that the adhesion of platelets to fibrinogen is
enhanced in the absence of VASP and that this protein
regulates the inactivation of integrin support this possibility
(97-99).

6. FUNCTIONS OF ENA/VASP PROTEINS IN
COMPLEX CELLULAR SYSTEMS

While studies on Listeria motility, lamellipodia
dynamics, T cell activation and phagocytosis have clearly
demonstrated that Ena/VASP proteins enhance actin
filament dynamics, other studies suggest that Ena/VASP
proteins may negatively influence actin-based processes.
In Drosophila and mice, the deletion of Ena/VASP proteins
leads to defects in the migration of axonal growth cones,
which fail to stop at precise choice points but migrate
farther (100, 101). Ena is also required for the repulsion of
growth cones mediated by the Roundabout receptor (102),
whereas VASP” platelets tend to aggregate faster than their
wild-type counterparts (97, 98). Finally, it has been shown
that fibroblasts lacking both Mena and VASP (but
expressing sub-optimal levels of EVL) move faster in
random motility assays (75). Although it is clear that
Ena/VASP proteins act as negative regulators in all these
processes, it must be pointed out that cellular processes
such as cell motility and platelet aggregation do not
exclusively depend on actin filament assembly but are the
result of the integration of many sub-cellular events
including activation of the contractile apparatus and the
formation of cell-matrix interactions. Therefore, it is
difficult to establish a direct correlation between function
of Ena/VASP proteins and cell motility or platelet
aggregation. On the other hand, when only actin filament
assembly is at play such as during lamellipodial protrusion
and Listeria motility, Ena/VASP proteins unequivocally
function as promoters of actin filament elongation. To
understand how this negative influence is generated, future
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Figure 5. Immunolabelling of Ena/VASP proteins at focal contacts in cultured cells. Rat embryo fibroblasts REF-52 were grown on
glass cover slips, fixed and labelled with fluorescent phalloidin (A-A’, pseudo-coloured in green in C-C’) and with the monoclonal
antibody 49C2B12 against Mena (B-B’, pseudo-coloured in red in C-C’). Mena robustly localises to focal adhesion sites (arrow and
arrowhead in B”) which correspond to the terminal ends of prominent stress fibres (arrow and arrowhead in A’) which across almost the
entire length of the cell. Scale bar represents 20 pm (for A-C) and 30 um (for A’-C”).

studies should be aimed at, for instance, determining
whether the lack of Ena/VASP proteins affects the
regulation of the contractile apparatus, the dynamics of
focal adhesions and the generation and maintenance of cell

polarity.

7. REGULATION OF ENA/VASP PROTEIN
FUNCTION

Ena/VASP proteins are targets for Ser/Thr and
tyrosine protein kinases suggesting that their function(s) and
sub-cellular localisation are regulated by phosphorylation. As
discussed above, the phosphorylation of VASP influences its
interaction with actin filaments and monomers and also affects
the ability of VASP to promote actin filament polymerisation
(32, 35, 36). In addition, PKA-mediated phosphorylation of
EVL and VASP abolishes their interaction with SH3 domains
of c-Abl and nSrc in vitro (11, 103). Similarly, the
phosphorylation of the tyrosine residues within Ena reduces
the interaction of this protein with c-Abl and Src (34). By
contrast, the association of Ena/VASP proteins with SH3
domain of Lyn, the WW domain of FE65 and with the
cytoskeletal proteins zyxin, profilin and vinculin is insensitive
to the phosphorylation state of Ena/VASP proteins (11, 36).

At the cellular level, Ser/Thr phosphorylation
appears not to be required for the targeting of Ena/VASP
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proteins to focal adhesions and tips of lamellipodia, since a
Mena mutant that cannot be phosphorylated properly localises
to these sites (76). Conversely, tyrosine phosphorylation is
required for the function of Ena since a phosphorylation-
deficient Ena protein is unable to fully restore viability of
Drosophila Ena mutants (34). In addition, the inhibition of
platelet and integrin activation appears to correlate with the
PKA-induced phosphorylation of VASP (104-106). In other
cellular systems, the detachment of cells from their substrata
causes an increase in the activity of PKA and the
corresponding phosphorylation of VASP and Mena (103).
Moreover, VASP and Mena are de-phosphorylated following
re-attachment and acquire a phosphorylation state during cell
spreading (103, 107). The PKG-dependent phosphorylation of
VASP leads to the depletion of these proteins from focal
adhesions, the disruption of stress fibres and inhibits cell
migration in a Boyden chamber assay (108). In the Listeria
system, Ena/VASP mutants that constitutively mimic the fully
phosphorylated form of these proteins significantly enhance
bacterial motility (55). Since Listeria is tighly linked to its
actin tail (65) probably via Ena/VASP-F-actin interactions
(66), phosphorylation of Ena/VASP proteins may weaken their
interaction with actin filaments thus leading to faster bacterial
movement.

Recent biochemical studies showed that Abl-
induced tyrosine phosphorylation of Mena can be promoted by
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Figure 6. Modes of action of Ena/VASP proteins during actin based processes. (A) During Listeria motility Ena/VASP proteins are
targeted to the bacterial surface via the interaction with the proline-rich region of ActA. At this site, Ena/VASP proteins recruit
profilin:actin complexes that are then delivered to the growing actin filament barbed ends thus supporting efficient bacterial motility (red
arrow). (B) The interaction between an antigen-presenting cell (APC) or a IgG-opsonised particle with T cells and macrophages,
respectively, triggers a cascade of events leading to the activation of Src protein kinases (PTKs), the recruitment of several adapter
proteins (APs), the activation of the Arp2/3 complex and the targeting of Ena/VASP proteins to upstream components of this signalling
pathways. In this context, Ena/VASP proteins act by targeting profilin:actin to the fast growing actin filament ends that support the
forward movement (red arrows) of the plasma membrane surrounding the APC or the IgG-bound target. (C) During cell motility,
Ena/VASP proteins are recruited to the tips of the protruding lamellipodium where, in analogy to their function in the previous two actin-
based processes, they recruit profilin:actin complexes to support the fast actin filament elongation necessary to sustain the rapid
advancement of the lamellipodium (red arrow). Moreover, Ena/VASP proteins may also favour actin filament growth by blocking the
interaction between capping proteins and the filaments most proximal to the plasma membrane. Please note that to highlight the function
of Ena/VASP proteins in these processes and simplify the cartoons, the Arp2/3 complex-induced actin filament nucleation and branching
as well as the effect of Ena/VASP proteins on the branching activity of this complex are not depicted.

Abi (82). Abi may function as a linker between Abl and Mena the tyrosine phosphorylation of Ena/VASP proteins. Finally,
by simultaneous binding to both proteins via its SH3 domain since the interaction between VASP and vinculin is augmented
(it interacts with the PRR of Abl) and PRR (it binds to the by PIP2 in vitro (112), the function of Ena/VASP proteins may
EVH1 domain of Mena) and may also stimulate the kinase also be regulated by this phosphoinositide.

activity of Abl (109) thus providing a potential regulatory

mechanism of Ena/VASP protein phosphorylation. It should 8. PERSPECTIVES

be pointed out that Ena and Abl are also targets for the receptor

protein tyrosine phosphatase LAR (Leukocyte Antigen It is now well established that Ena/VASP proteins
Related) (101, 110). Since the catalytic activity of Abl is regulate actin cytoskeleton dynamics by controlling the
stimulated by tyrosine phosphorylation (see 111), the interplay magnitude and persistence of actin filament elongation (figure
between Abl and LAR may be required for the regulation of 6). In addition, these proteins can also counteract the activity
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of capping proteins and regulate the Arp2/3-driven branching
of actin filaments, thus influencing the final architecture of
the actin cytoskeleton. In spite of this wealth of
knowledge, many questions remain to be answered. For
instance, how are Ena/VASP proteins targeted to the tips of
lamellipodia and filopodia? Do phosphoinositides play a
role in this process and in the function of Ena/VASP
proteins? How does Ser/Thr and Tyr phosphorylation
regulate the functions of this protein family?

Since the absence of Ena/VASP proteins in
different fibroblastic cell lines leads to different effects on
lamellipodial dynamics and cell motility (58, 89), it should be
established to which extent Ena/VASP proteins are
functionally interchangeable and what specific functions can
be ascribed to single members of this protein family. These
questions can be addressed, for instance, by the specific
suppression of one or more of Ena/VASP family members in
different cellular contexts via small interfering RNAs (see
113). Moreover, in contrast to previous reports, it has been
shown that the VASP- and Mena-deficient cell line MV’
expresses indeed detectable levels of EVL (64). Although the
presence of EVL has no obvious effects on Listeria motility
(there is no difference between the speed of wild-type bacteria
and that of a Listeria mutant which is unable to recruit
Ena/VASP proteins, 55), it will be important to determine
whether, and to which extent, the presence of EVL can affect
actin cytoskeleton dynamics in general. Finally, cell type- and
tissue-specific immuno-precipitations of Ena/VASP proteins in
combination with advanced techniques for protein analysis
should provide a more complete overview of the binding
partners of these proteins.

Beyond their role in actin cytoskeleton dynamics, do
Ena/VASP proteins regulate other cellular processes? In this
context, it is interesting to point out that Ena/VASP proteins
have been implicated in the activation of the serum response
factor (SRF) and the subsequent activation of gene expression
(114, 115). Interestingly, SRF controls the expression of genes
encoding for some cytoskeletal components such as f-actin
and vinculin (114), raising the possibility that Ena/VASP
proteins influence the physiology of the actin cytoskeleton via
the regulation of the expression of some cytoskeletal-specific
genes. Finally, either the overexpression or the deficiency of
VASP appears to cause neoplastic transformation (116),
suggesting that Ena/VASP proteins may play a role in cancer
genesis and/or progression. The answers to these questions
will provide new insights into both the regulation Ena/VASP
protein functions and of actin cytoskeleton remodelling in
general.

9. ACKNOWLEDGEMENT

We thank Marie-France Carlier, Vic Small,
Klemens Rottner, Emmanuel Vignal, Dan Portnoy and
Ulrich Walter for sharing unpublished data. We thank Vic
Small, Klemens Rottner, Theresia Stradal for useful
discussion and Klemens Rottner for providing the movie
for Fig. 4. JW was supported by the Deutsche
Forschungsgemeinschaft (DFG) and the Fonds der
Chemischen Industrie.

1305

10. REFERENCES

1. Machesky L. M., S. J. Atkinson, C. Ampe, J.
Vandekerckhove & T. D. Pollard: Purification of a cortical
complex containing two unconventional actins from
Acanthamoeba by affinity chromatography on profilin-
agarose. J Cell Biol 127, 107-115 (1994)

2. Welch M. D., A. H. DePace, S. Verma, A. Iwamatsu &
T. J. Mitchison: The human Arp2/3 complex is composed
of evolutionarily conserved subunits and is localized to
cellular regions of dynamic actin filament assembly. J Cell
Biol 138, 375-384 (1997)

3. Caron E.: Regulation of Wiskott-Aldrich syndrome
protein and related molecules. Curr Opin Cell Biol 14, 82-
87 (2002)

4. Pollard T. D. & G. G. Borisy: Cellular motility driven by
assembly and disassembly of actin filaments. Cell 112,
453-465 (2003)

5. Reinhard M., T. Jarchau & U. Walter: Actin-based
motility: stop and go with Ena/VASP proteins. Trends
Biochem Sci 26, 243-249 (2001)

6. Gertler F. B., J. S. Doctor & F. M. Hoffmann: Genetic
suppression of mutations in the Drosophila abl proto-
oncogene homolog. Science 248, 857-860 (1990)

7. Gertler F. B., K. Niebuhr, M. Reinhard, J. Wehland & P.
Soriano: Mena, a relative of VASP and Drosophila
Enabled, is implicated in the control of microfilament
dynamics. Cell 87, 227-239 (1996)

8. Halbrugge M., C. Friedrich, M. Eigenthaler, P.
Schanzenbacher & U. Walter: Stoichiometric and
reversible phosphorylation of a 46-kDa protein in human
platelets in response to cGMP- and cAMP-elevating
vasodilators. J Biol Chem 265, 3088-3093 (1990)

9. Waldmann R., M. Nieberding & U. Walter: Vasodilator-
stimulated protein phosphorylation in platelets is mediated
by cAMP- and cGMP-dependent protein kinases. Eur J
Biochem 167, 441-448 (1987)

10. Reinhard M., M. Halbrugge, U. Scheer, C. Wiegand, B.
M. Jockusch & U. Walter: The 46/50 kDa phosphoprotein
VASP purified from human platelets is a novel protein
associated with actin filaments and focal contacts. Embo J
11,2063-2070 (1992)

11. Lambrechts A., A. V. Kwiatkowski, L. M. Lanier, J. E.
Bear, J. Vandekerckhove, C. Ampe & F. B. Gertler: cAMP-
dependent protein kinase phosphorylation of EVL, a
Mena/VASP relative, regulates its interaction with actin
and SH3 domains. J Biol Chem 275, 36143-36151 (2000)

12. Gambaryan S., W. Hauser, A. Kobsar, M. Glazova &
U. Walter: Distribution, cellular localization, and postnatal
development of VASP and Mena expression in mouse
tissues. Histochem Cell Biol 116, 535-543 (2001)



Ena/VASP proteins and actin cytoskeleton remodelling

13. Brindle N. P., M. R. Holt, J. E. Davies, C. J. Price & D.
R. Critchley: The focal-adhesion vasodilator-stimulated
phosphoprotein (VASP) binds to the proline-rich domain in
vinculin. Biochem J 318 ( Pt 3), 753-757 (1996)

14. Gerstel B., L. Grobe, S. Pistor, T. Chakraborty & J.
Wehland: The ActA polypeptides of Listeria ivanovii and
Listeria monocytogenes harbor related binding sites for
host microfilament proteins. Infect Immun 64, 1929-1936
(1996)

15. Niebuhr K., F. Ebel, R. Frank, M. Reinhard, E.
Domann, U. D. Carl, U. Walter, F. B. Gertler, J. Wehland
& T. Chakraborty: A novel proline-rich motif present in
ActA of Listeria monocytogenes and cytoskeletal proteins
is the ligand for the EVHI domain, a protein module
present in the Ena/VASP family. Embo J 16, 5433-5444
(1997)

16. Carl U. D., M. Pollmann, E. Orr, F. B. Gertlere, T.
Chakraborty & J. Wehland: Aromatic and basic residues
within the EVH1 domain of VASP specify its interaction
with proline-rich ligands. Curr Biol 9, 715-718 (1999)

17. Drees B., E. Friederich, J. Fradelizi, D. Louvard, M. C.
Beckerle & R. M. Golsteyn: Characterization of the
interaction between zyxin and members of the
Ena/vasodilator-stimulated ~ phosphoprotein  family of
proteins. J Biol Chem 275, 22503-22511 (2000)

18. Krause M., A. S. Sechi, M. Konradt, D. Monner, F. B.
Gertler & J. Wehland: Fyn-binding protein (Fyb)/SLP-76-
associated protein (SLAP), Ena/vasodilator-stimulated
phosphoprotein (VASP) proteins and the Arp2/3 complex
link T cell receptor (TCR) signaling to the actin
cytoskeleton. J Cell Biol 149, 181-194 (2000)

19. Castellano F., C. Le Clainche, D. Patin, M. F. Carlier &
P. Chavrier: A WASp-VASP complex regulates actin
polymerization at the plasma membrane. Embo J 20, 5603-
5614 (2001)

20. Machner M. P., C. Urbanke, M. Barzik, S. Otten, A. S.
Sechi, J. Wehland & D. W. Heinz: ActA from Listeria
monocytogenes can interact with up to four Ena/VASP
homology 1 domains simultaneously. J Biol Chem 276,
40096-40103 (2001)

21. Hildebrand J. D. & P. Soriano: Shroom, a PDZ domain-
containing actin-binding protein, is required for neural tube
morphogenesis in mice. Cell 99, 485-497 (1999)

22. Mykkanen O. M., M. Gronholm, M. Ronty, M.
Lalowski, P. Salmikangas, H. Suila & O. Carpen:
Characterization of human palladin, a microfilament-
associated protein. Mol Biol Cell 12, 3060-3073 (2001)

23. Zhao W. M., C. Jiang, T. T. Kroll & P. W. Huber: A
proline-rich protein binds to the localization element of
Xenopus Vgl mRNA and to ligands involved in actin
polymerization. Embo J 20, 2315-2325 (2001)

1306

24. Reinhard M., K. Giehl, K. Abel, C. Haffner, T. Jarchau,
V. Hoppe, B. M. Jockusch & U. Walter: The proline-rich
focal adhesion and microfilament protein VASP is a ligand
for profilins. Embo J 14, 1583-1589 (1995)

25. Kang F., R. O. Laine, M. R. Bubb, F. S. Southwick &
D. L. Purich: Profilin interacts with the Gly-Pro-Pro-Pro-
Pro-Pro sequences of vasodilator-stimulated
phosphoprotein  (VASP): implications for actin-based
Listeria motility. Biochemistry 36, 8384-8392 (1997)

26. Gertler F. B., A. R. Comer, J. L. Juang, S. M. Ahern,
M. J. Clark, E. C. Liebl & F. M. Hoffmann: enabled, a
dosage-sensitive suppressor of mutations in the Drosophila
Abl tyrosine kinase, encodes an Abl substrate with SH3
domain-binding properties. Genes Dev 9, 521-533 (1995)

27. Ahern-Djamali S. M., C. Bachmann, P. Hua, S. K.
Reddy, A. S. Kastenmeier, U. Walter & F. M. Hoffmann:
Identification of profilin and src homology 3 domains as
binding partners for Drosophila enabled. Proc Natl Acad
Sci US A 96,4977-4982 (1999)

28. Krugmann S., I. Jordens, K. Gevaert, M. Driessens, J.
Vandekerckhove & A. Hall: Cdc42 induces filopodia by
promoting the formation of an IRSp53:Mena complex.
Curr Biol 11, 1645-1655 (2001)

29. Ermekova K. S., N. Zambrano, H. Linn, G. Minopoli,
F. Gertler, T. Russo & M. Sudol: The WW domain of
neural protein FE65 interacts with proline-rich motifs in
Mena, the mammalian homolog of Drosophila enabled. J
Biol Chem 272, 32869-32877 (1997)

30. Bachmann C., L. Fischer, U. Walter & M. Reinhard:
The EVH2 domain of the vasodilator-stimulated
phosphoprotein mediates tetramerization, F-actin binding,
and actin bundle formation. J Biol Chem 274, 23549-23557
(1999)

31. Huttelmaier S., B. Harbeck, O. Steffens, T.
Messerschmidt, S. Illenberger & B. M. Jockusch:
Characterization of the actin binding properties of the
vasodilator-stimulated phosphoprotein VASP. FEBS Lett
451, 68-74 (1999)

32. Walders-Harbeck B., S. Y. Khaitlina, H. Hinssen, B. M.
Jockusch & S. Illenberger: The vasodilator-stimulated
phosphoprotein promotes actin polymerisation through
direct binding to monomeric actin. FEBS Lett 529, 275-280
(2002)

33. Eigenthaler M., C. Nolte, M. Halbrugge & U. Walter:
Concentration and regulation of cyclic nucleotides, cyclic-
nucleotide-dependent protein kinases and one of their
major substrates in human platelets. Estimating the rate of
cAMP-regulated and cGMP-regulated protein
phosphorylation in intact cells. Eur J Biochem 205, 471-
481 (1992)

34. Comer A. R., S. M. Ahern-Djamali, J. L. Juang, P. D.



Ena/VASP proteins and actin cytoskeleton remodelling

Jackson & F. M. Hoffmann: Phosphorylation of Enabled by
the Drosophila Abelson tyrosine kinase regulates the in
vivo function and protein-protein interactions of Enabled.
Mol Cell Biol 18, 152-160 (1998)

35. Laurent V., T. P. Loisel, B. Harbeck, A. Wehman, L.
Grobe, B. M. Jockusch, J. Wehland, F. B. Gertler & M. F.
Carlier: Role of proteins of the Ena/VASP family in actin-
based motility of Listeria monocytogenes. J Cell Biol 144,
1245-1258 (1999)

36. Harbeck B., S. Huttelmaier, K. Schluter, B. M.
Jockusch & S. Illenberger: Phosphorylation of the
vasodilator-stimulated ~ phosphoprotein  regulates  its
interaction with actin. J Biol Chem 275, 30817-30825
(2000)

37. Bearer E. L., J. M. Prakash, R. D. Manchester & P. G.
Allen: VASP protects actin filaments from gelsolin: an in
vitro study with implications for platelet actin
reorganizations. Cell Motil Cytoskeleton 47, 351-364
(2000)

38. Pfuhl M., S. J. Winder & A. Pastore: Nebulin, a helical
actin binding protein. Embo J 13, 1782-1789 (1994)

39. Adams J. C., J. D. Clelland, G. D. Collett, F.
Matsumura, S. Yamashiro & L. Zhang: Cell-matrix
adhesions differentially regulate fascin phosphorylation.
Mol Biol Cell 10, 4177-4190 (1999)

40. Han Y. H., C. Y. Chung, D. Wessels, S. Stephens, M.
A. Titus, D. R. Soll & R. A. Firtel: Requirement of a
vasodilator-stimulated phosphoprotein family member for
cell adhesion, the formation of filopodia, and chemotaxis in
dictyostelium. J Biol Chem 277, 49877-49887 (2002)

41. Van Troys M., D. Dewitte, M. Goethals, M. F. Carlier,
J. Vandekerckhove & C. Ampe: The actin binding site of
thymosin beta 4 mapped by mutational analysis. Embo J
15,201-210 (1996)

42. Lasa 1., E. Gouin, M. Goethals, K. Vancompernolle, V.
David, J. Vandekerckhove & P. Cossart: Identification of
two regions in the N-terminal domain of ActA involved in
the actin comet tail formation by Listeria monocytogenes.
Embo J 16, 1531-1540 (1997)

43. Pistor S., T. Chakraborty, K. Niebuhr, E. Domann & J.
Wehland: The ActA protein of Listeria monocytogenes acts
as a nucleator inducing reorganization of the actin
cytoskeleton. Embo J 13, 758-763 (1994)

44. Pistor S., T. Chakraborty, U. Walter & J. Wehland: The
bacterial actin nucleator protein ActA of Listeria
monocytogenes contains multiple binding sites for host
microfilament proteins. Curr Biol 5, 517-525 (1995)

45. Pistor S., L. Grobe, A. S. Sechi, E. Domann, B. Gerstel,
L. M. Machesky, T. Chakraborty & J. Wehland: Mutations
of arginine residues within the 146-KKRRK-150 motif of
the ActA protein of Listeria monocytogenes abolish

1307

intracellular motility by interfering with the recruitment of
the Arp2/3 complex. J Cell Sci 113 ( Pt 18), 3277-3287
(2000)

46. Skoble J., D. A. Portnoy & M. D. Welch: Three regions
within ActA promote Arp2/3 complex-mediated actin
nucleation and Listeria monocytogenes motility. J Cell Biol
150, 527-538 (2000)

47. Fradelizi J., V. Noireaux, J. Plastino, B. Menichi, D.
Louvard, C. Sykes, R. M. Golsteyn & E. Friederich: ActA
and human zyxin harbour Arp2/3-independent actin-
polymerization activity. Nat Cell Biol 3, 699-707 (2001)

48. Korenbaum E., P. Nordberg, C. Bjorkegren-Sjogren, C.
E. Schutt, U. Lindberg & R. Karlsson: The role of profilin
in actin polymerization and nucleotide exchange.
Biochemistry 37, 9274-9283 (1998)

49. Kang F., D. L. Purich & F. S. Southwick: Profilin
promotes barbed-end actin filament assembly without
lowering the critical concentration. J Biol Chem 274,
36963-36972 (1999)

50. Nyman T., R. Page, C. E. Schutt, R. Karlsson & U.
Lindberg: A cross-linked profilin-actin  heterodimer
interferes with elongation at the fast-growing end of F-
actin. J Biol Chem 277, 15828-15833 (2002)

51. Pantaloni D. & M. F. Carlier: How profilin promotes
actin filament assembly in the presence of thymosin beta 4.
Cell 75, 1007-1014 (1993)

52. Didry D., M. F. Carlier & D. Pantaloni: Synergy
between actin depolymerizing factor/cofilin and profilin in
increasing actin filament turnover. J Biol Chem 273,
25602-25611 (1998)

53. Jonckheere V., A. Lambrechts, J. Vandekerckhove &
C. Ampe: Dimerization of profilin II upon binding the
(GP5)3 peptide from VASP overcomes the inhibition of
actin nucleation by profilin II and thymosin beta4d. FEBS
Lett 447, 257-263 (1999)

54. Skoble J., V. Auerbuch, E. D. Goley, M. D. Welch &
D. A. Portnoy: Pivotal role of VASP in Arp2/3 complex-
mediated actin nucleation, actin branch-formation, and
Listeria monocytogenes motility. J Cell Biol 155, 8§9-100
(2001)

55. Geese M., J. J. Loureiro, J. E. Bear, J. Wehland, F. B.
Gertler & A. S. Sechi: Contribution of Ena/VASP proteins
to intracellular motility of listeria requires phosphorylation
and proline-rich core but not F-actin binding or
multimerization. Mol Biol Cell 13, 2383-2396 (2002)

56. Boujemaa-Paterski R., E. Gouin, G. Hansen, S.
Samarin, C. Le Clainche, D. Didry, P. Dehoux, P. Cossart,
C. Kocks, M. F. Carlier & D. Pantaloni: Listeria protein
ActA mimics WASp family proteins: it activates filament
barbed end branching by Arp2/3 complex. Biochemistry 40,
11390-11404 (2001)



Ena/VASP proteins and actin cytoskeleton remodelling

57. Samarin S., S. Romero, C. Kocks, D. Didry, D
Pantaloni & M.-F. Carlier: How VASP enhances actin-
based motility. J. Cell Biol. 163, 131-142 (2003)

58. Bear J. E., T. M. Svitkina, M. Krause, D. A. Schafer, J.
J. Loureiro, G. A. Strasser, . V. Maly, O. Y. Chaga, J. A.
Cooper, G. G. Borisy & F. B. Gertler: Antagonism between
Ena/VASP proteins and actin filament capping regulates
fibroblast motility. Cell 109, 509-521 (2002)

59. Chakraborty T., F. Ebel, E. Domann, K. Niebuhr, B.
Gerstel, S. Pistor, C. J. Temm-Grove, B. M. Jockusch, M.
Reinhard, U. Walter & et al.: A focal adhesion factor
directly  linking  intracellularly = motile  Listeria
monocytogenes and Listeria ivanovii to the actin-based
cytoskeleton of mammalian cells. Embo J 14, 1314-1321
(1995)

60. Smith G. A., J. A. Theriot & D. A. Portnoy: The
tandem repeat domain in the Listeria monocytogenes ActA
protein controls the rate of actin-based motility, the
percentage of moving bacteria, and the localization of
vasodilator-stimulated phosphoprotein and profilin. J Cell
Biol 135, 647-660 (1996)

61. Geese M., K. Schluter, M. Rothkegel, B. M. Jockusch,
J. Wehland & A. S. Sechi: Accumulation of profilin II at
the surface of Listeria is concomitant with the onset of
motility and correlates with bacterial speed. J Cell Sci 113 (
Pt 8), 1415-1426 (2000)

62. Loisel T. P., R. Boujemaa, D. Pantaloni & M. F.
Carlier: Reconstitution of actin-based motility of Listeria
and Shigella using pure proteins. Nature 401, 613-616
(1999)

63. Grenklo S., M. Geese, U. Lindberg, J. Wehland, R.
Karlsson & A. S. Sechi: A crucial role for profilin-actin in
the intracellular motility of Listeria monocytogenes. EMBO
Rep 4, 523-529 (2003)

64. Auerbuch V., J. J. Loureiro, F. B. Gertler, J. A. Theriot
& D. A. Portnoy: Ena/VASP proteins contribute to Listeria
monocytogenes pathogenesis by controlling temporal and
spatial persistence of bacterial actin-based motility. Mol
Microbiol 49, 1361-1375 (2003)

65. Kuo S. C. & J. L. McGrath: Steps and fluctuations of
Listeria monocytogenes during actin-based motility. Nature
407, 1026-1029 (2000)

66. Dickinson R. B. & D. L. Purich: Clamped-filament
elongation model for actin-based motors. Biophys J 82,
605-617 (2002)

67. Machesky L. M., R. D. Mullins, H. N. Higgs, D. A.
Kaiser, L. Blanchoin, R. C. May, M. E. Hall & T. D.
Pollard: Scar, a WASp-related protein, activates nucleation
of actin filaments by the Arp2/3 complex. Proc Natl Acad
Sci U S A 96,3739-3744 (1999)

68. Sechi A. S., J. Buer, J. Wehland & M. Probst-Kepper:

1308

Changes in actin dynamics at the T-cell/APC interface:
implications for T-cell anergy? Immunol Rev 189, 98-110
(2002)

69. Sanchez-Mejorada G. & C. Rosales: Signal
transduction by immunoglobulin Fc receptors. J Leukoc
Biol 63, 521-533 (1998)

70. Greenberg S. & S. Grinstein: Phagocytosis and innate
immunity. Curr Opin Immunol 14, 136-145 (2002)

71. Coppolino M. G., M. Krause, P. Hagendorff, D. A.
Monner, W. Trimble, S. Grinstein, J. Wehland & A. S.
Sechi: Evidence for a molecular complex consisting of
Fyb/SLAP, SLP-76, Nck, VASP and WASP that links the
actin cytoskeleton to Fcgamma receptor signalling during
phagocytosis. J Cell Sci 114, 4307-4318 (2001)

72. Lauffenburger D. A. & A. F. Horwitz: Cell migration: a
physically integrated molecular process. Cell 84, 359-369
(1996)

73. Small J. V., T. Stradal, E. Vignal & K. Rottner: The
lamellipodium: where motility begins. Trends Cell Biol 12,
112-120 (2002)

74. Rottner K., B. Behrendt, J. V. Small & J. Wehland:
VASP dynamics during lamellipodia protrusion. Nat Cell
Biol 1,321-322 (1999)

75. Bear J. E., J. J. Loureiro, I. Libova, R. Fassler, J.
Wehland & F. B. Gertler: Negative regulation of fibroblast
motility by Ena/VASP proteins. Cell 101, 717-728 (2000)

76. Loureiro J. J., D. A. Rubinson, J. E. Bear, G. A. Baltus,
A. V. Kwiatkowski & F. B. Gertler: Critical roles of
phosphorylation and actin binding motifs, but not the
central proline-rich region, for Ena/vasodilator-stimulated
phosphoprotein (VASP) function during cell migration.
Mol Biol Cell 13, 2533-2546 (2002)

77. Cooper J. A.: Effects of cytochalasin and phalloidin on
actin. J Cell Biol 105, 1473-1478 (1987)

78. Dai Z. & A. M. Pendergast: Abi-2, a novel SH3-
containing protein interacts with the c-Abl tyrosine kinase
and modulates c-Abl transforming activity. Genes Dev 9,
2569-2582 (1995)

79. Shi Y., K. Alin & S. P. Goff: Abl-interactor-1, a novel
SH3 protein binding to the carboxy-terminal portion of the
Abl protein, suppresses v-abl transforming activity. Genes
Dev 9, 2583-2597 (1995)

80. Scita G., J. Nordstrom, R. Carbone, P. Tenca, G.
Giardina, S. Gutkind, M. Bjarnegard, C. Betsholtz & P. P.
Di Fiore: EPS8 and E3BI1 transduce signals from Ras to
Rac. Nature 401, 290-293 (1999)

81. Stradal T., K. D. Courtney, K. Rottner, P. Hahne, J. V.
Small & A. M. Pendergast: The Abl interactor proteins
localize to sites of actin polymerization at the tips of



Ena/VASP proteins and actin cytoskeleton remodelling

lamellipodia and filopodia. Curr Biol 11, 891-895 (2001)

82. Tani K., S. Sato, T. Sukezane, H. Kojima, H. Hirose, H.
Hanafusa & T. Shishido: Abl interactor 1 promotes tyrosine
296 phosphorylation of mammalian enabled (Mena) by c-
Abl kinase. J Biol Chem 278, 21685-21692 (2003)

83. Hahne P., A. Sechi, S. Benesch & J. V. Small:
Scar/WAVE is localised at the tips of protruding
lamellipodia in living cells. FEBS Lett 492, 215-220 (2001)

84. Nakagawa H., H. Miki, M. Ito, K. Ohashi, T. Takenawa
& S. Miyamoto: N-WASP, WAVE and Mena play different
roles in the organization of actin cytoskeleton in
lamellipodia. J Cell Sci 114, 1555-1565 (2001)

85. Fedorov A. A., E. Fedorov, F. Gertler & S. C. Almo:
Structure of EVHI, a novel proline-rich ligand-binding
module involved in cytoskeletal dynamics and neural
function. Nat Struct Biol 6, 661-665 (1999)

86. Prehoda K. E., D. J. Lee & W. A. Lim: Structure of the
enabled/VASP homology 1 domain-peptide complex: a key
component in the spatial control of actin assembly. Cell 97,
471-480 (1999)

87. Lemmon M. A. & K. M. Ferguson: Signal-dependent
membrane targeting by pleckstrin homology (PH) domains.
Biochem J 350 Pt 1, 1-18 (2000)

88. Hajkova L., T. Nyman, U. Lindberg & R. Karlsson:
Effects of cross-linked profilin:beta/gamma-actin on the
dynamics of the microfilament system in cultured cells.
Exp Cell Res 256, 112-121 (2000)

89. Garcia Arguinzonis M. 1., A. B. Galler, U. Walter, M.
Reinhard & A. Simm: Increased spreading, Rac/p21-
activated kinase (PAK) activity, and compromised cell
motility in cells deficient in vasodilator-stimulated
phosphoprotein (VASP) J Biol Chem 277, 45604-45610
(2002)

90. Mogilner A. & G. Oster: Cell motility driven by actin
polymerization. Biophys J 71, 3030-3045 (1996)

91. Vasioukhin V., C. Bauer, M. Yin & E. Fuchs: Directed
actin polymerization is the driving force for epithelial cell-
cell adhesion. Cell 100, 209-219 (2000)

92. Svitkina T. M., E. A. Bulanova, O. Y. Chaga, D. M.
Vignjevic, S. Kojima, J. M. Vasiliev & G. G. Borisy:
Mechanism of filopodia initiation by reorganization of a
dendritic network. J Cell Biol 160, 409-421 (2003)

93. Nakagawa H., H. Miki, M. Nozumi, T. Takenawa, S.
Miyamoto, J. Wehland & J. V. Small: IRSp53 is
colocalised with WAVE2 at the tips of protruding
lamellipodia and filopodia independently of Mena. J Cell
Sci 116, 2577-2583 (2003)

94. Zamir E. & B. Geiger: Molecular complexity and
dynamics of cell-matrix adhesions. J Cell Sci 114, 3583-

1309

3590 (2001)

95. Rottner K., M. Krause, M. Gimona, J. V. Small & J.
Wehland: Zyxin is not colocalized with vasodilator-
stimulated phosphoprotein (VASP) at lamellipodial tips and
exhibits different dynamics to vinculin, paxillin, and VASP
in focal adhesions. Mol Biol Cell 12,3103-3113 (2001)

96. Garvalov B. K., T. E. Higgins, J. D. Sutherland, M.
Zettl, N. Scaplehorn, T. Kocher, E. Piddini, G. Griffiths &
M. Way: The conformational state of Tes regulates its
zyxin-dependent recruitment to focal adhesions. J Cell Biol
161, 33-39 (2003)

97. Aszodi A., A. Pfeifer, M. Ahmad, M. Glauner, X. H.
Zhou, L. Ny, K. E. Andersson, B. Kehrel, S. Offermanns &
R. Fassler: The vasodilator-stimulated phosphoprotein
(VASP) is involved in c¢cGMP- and cAMP-mediated
inhibition of agonist-induced platelet aggregation, but is
dispensable for smooth muscle function. Embo J 18, 37-48
(1999)

98. Hauser W., K. P. Knobeloch, M. Eigenthaler, S.
Gambaryan, V. Krenn, J. Geiger, M. Glazova, E. Rohde, 1.

Horak, U. Walter & M. Zimmer: Megakaryocyte
hyperplasia and enhanced agonist-induced platelet
activation in  vasodilator-stimulated  phosphoprotein

knockout mice. Proc Natl Acad Sci U S A 96, 8120-8125
(1999)

99. Massberg S., S. Gruener, I. Konrad, M. 1. Garcia
Arguinzonis, M. Eigenthaler, K. Hemler, J. Kersting, C.
Schulz, 1. Mueller, F. Besta, et al.: Enhanced in vivo
platelet adhesion in vasodilator-stimulated phosphoprotein
(VASP)-deficient mice. Blood (2003)

100. Lanier L. M., M. A. Gates, W. Witke, A. S. Menzies,
A. M. Wehman, J. D. Macklis, D. Kwiatkowski, P. Soriano
& F. B. Gertler: Mena is required for neurulation and
commissure formation. Neuron 22, 313-325 (1999)

101. Wills Z., J. Bateman, C. A. Korey, A. Comer & D.
Van Vactor: The tyrosine kinase Abl and its substrate
enabled collaborate with the receptor phosphatase Dlar to
control motor axon guidance. Neuron 22, 301-312 (1999)

102. Bashaw G. J., T. Kidd, D. Murray, T. Pawson & C. S.
Goodman: Repulsive axon guidance: Abelson and Enabled
play opposing roles downstream of the roundabout
receptor. Cel/ 101, 703-715 (2000)

103. Howe A. K., B. P. Hogan & R. L. Juliano: Regulation
of vasodilator-stimulated phosphoprotein phosphorylation
and interaction with Abl by protein kinase A and cell
adhesion. J Biol Chem 277, 38121-38126 (2002)

104. Horstrup K., B. Jablonka, P. Honig-Liedl, M. Just, K.
Kochsiek & U. Walter: Phosphorylation of focal adhesion
vasodilator-stimulated phosphoprotein at Ser157 in intact
human platelets correlates with fibrinogen receptor
inhibition. Eur J Biochem 225, 21-27 (1994)

105. Coles B., A. Bloodsworth, J. P. Eiserich, M. J. Coffey,



Ena/VASP proteins and actin cytoskeleton remodelling

R. M. McLoughlin, J. C. Giddings, M. J. Lewis, R. J.
Haslam, B. A. Freeman & V. B. O'Donnell: Nitrolinoleate
inhibits platelet activation by attenuating calcium
mobilization and inducing phosphorylation of vasodilator-
stimulated phosphoprotein through elevation of cAMP. J
Biol Chem 277, 5832-5840 (2002)

106. Li Z., J. Ajdic, M. Eigenthaler & X. Du: A
predominant role for cAMP-dependent protein kinase in the
c¢GMP-induced phosphorylation of vasodilator-stimulated
phosphoprotein and platelet inhibition in humans. Blood
101, 4423-4429 (2003)

107. Lawrence D. W. & K. B. Pryzwansky: The
vasodilator-stimulated phosphoprotein is regulated by
cyclic GMP-dependent protein kinase during neutrophil
spreading. J Immunol 166, 5550-5556 (2001)

108. Smolenski A., W. Poller, U. Walter & S. M.
Lohmann: Regulation of human endothelial cell focal
adhesion sites and migration by cGMP-dependent protein
kinase 1. J Biol Chem 275, 25723-25732 (2000)

109. Juang J. L. & F. M. Hoffmann: Drosophila abelson
interacting protein (dAbi) is a positive regulator of abelson
tyrosine kinase activity. Oncogene 18, 5138-5147 (1999)

110. Biswas S. C., A. Dutt, M. W. Baker & E. R. Macagno:
Association of LAR-like receptor protein tyrosine
phosphatases with an enabled homolog in Hirudo
medicinalis. Mol Cell Neurosci 21, 657-670 (2002)

111. Woodring P. J., T. Hunter & J. Y. Wang: Regulation
of F-actin-dependent processes by the Abl family of
tyrosine kinases. J Cell Sci 116, 2613-2626 (2003)

112. Huttelmaier S., O. Mayboroda, B. Harbeck, T.
Jarchau, B. M. Jockusch & M. Rudiger: The interaction of
the cell-contact proteins VASP and vinculin is regulated by
phosphatidylinositol-4,5-bisphosphate. Curr Biol 8, 479-
488 (1998)

113. Elbashir S. M., J. Harborth, W. Lendeckel, A. Yalcin,
K. Weber & T. Tuschl: Duplexes of 21-nucleotide RNAs
mediate RNA interference in cultured mammalian cells.
Nature 411, 494-498 (2001)

114. Sotiropoulos A., D. Gineitis, J. Copeland & R.
Treisman: Signal-regulated activation of serum response
factor is mediated by changes in actin dynamics. Cell 98,
159-169 (1999)

115. Grosse R., J. W. Copeland, T. P. Newsome, M. Way
& R. Treisman: A role for VASP in RhoA-Diaphanous
signalling to actin dynamics and SRF activity. Embo J 22,
3050-3061 (2003)

116. Liu K., L. Li, P. E. Nisson, C. Gruber, J. Jessee & S.
N. Cohen: Reversible tumorigenesis induced by deficiency
of vasodilator-stimulated phosphoprotein. Mol Cell Biol 19,
3696-3703 (1999)

1310

Key Words: Actin cytoskeleton, Lamellipodia, Listeria,
Ena/VASP proteins, Profilin, Review

Send correspondence to: Dr Antonio S. Sechi,
Department of Cell Biology, Gesellschaft fuer
Biotechnologische Forschung, Mascheroder Weg, la, D-
38124 Braunschweig, Germany, Tel: +49-531-6181 241,
Fax: +49-531-6181 444, E-mail: ase@GBF.de



