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Abstract
Leukocyte recruitment to tissues and organs is an essential component of host defense. The molecular
mechanisms controlling this process are complex and remain under active investigation. The
combination of biochemical techniques and live cell imaging using in vivo and in vitro flow model
approaches have shed light on several aspects of neutrophil transmigration through the vascular
endothelial lining of blood vessels. Here we focus on the role of adhesion molecule signaling in
endothelial cells and their downstream targets during the process of transendothelial migration at
cell-cell borders (paracellular transmigration). An emerging model involves leukocyte β2 integrin
engagement of endothelial cell ICAM-1, which triggers integrin-ICAM-1 clustering (rings) and
stabilizes leukocyte adhesion at cell-cell junctions. This step recruits nonreceptor tyrosine kinases
that phosphorylate key tyrosine residues in the cytoplasmic tail of VE-cadherin, which destabilizes
its linkage to catenins and the actin cytoskeleton, triggering the transient opening of VE-cadherin
homodimers to form a gap in the cell junction, through which the neutrophil transmigrates.
Interestingly, the signaling events that lead to neutrophil transmigration occur independent of shear
flow in vitro.
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Introduction
Inflammation is a protective response in which blood leukocytes are recruited to vascularized
tissues to remove injurious or infectious agents and then initiate the process of tissue repair.
Acute inflammation is the earliest response, occurring in minutes or hours, and involves the
influx of leukocytes, primarily polymorphonuclear leukocytes (neutrophils). If acute
inflammation is self-limiting, then inflammation resolves and tissues are replaced by
regeneration or scarring (or by a combination of both) through processes that are as yet
incompletely understood (reviewed in (7,54)). On the other hand, chronic inflammation is
characterized as inflammation extending over a sustained interval, with active inflammation
and tissue destruction and repair occurring simultaneously. Chronic inflammatory leukocytes
include blood monocytes, tissue macrophages, and lymphocytes (mononuclear leukocytes). In
this review, we will address the recent advances in our understanding of blood neutrophil
interactions with the vascular endothelium at sites of inflammation and ultimately
transendothelial migration (also termed diapedesis) across the vessel lining.
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During inflammation or injury, the peripheral vascular endothelium becomes “activated” and
undergoes a dramatic alteration in phenotype, including conversion to a proadhesive surface
to recruit circulating leukocytes. It is now well established that the vascular endothelium is an
active participant in leukocyte recruitment and plays a critical role. Inflammatory cytokines,
certain Gram-negative bacterial endotoxins, oxidized LDL, and many other stimuli initiate
transcription-dependent induction and surface expression of adhesion molecules (Fig. 1) and
release and/or presentation of chemokines by endothelial cells. This process involves activation
of various combinations of transcription factors including NF-κB, Sp1, IFN regulatory factor-1,
GATA motifs, and scaffold factors such as high-mobility group-I(Y) (HMG-1[Y]) (21).
Further regulation of adhesion molecule expression has recently been shown to involve
microRNAs (33).

It is notable that neither monocytes nor neutrophils require laminar shear flow conditions to
adhere to or transmigrate across the endothelium in vitro. One can observe robust levels of
adhesion and transmigration under static conditions; however, leukocyte rolling, initial
attachment, and the mechanisms that regulate these steps cannot be studied. In addition, there
is a significant literature on the effects of shear on leukocytes (reviewed in (45)) and endothelial
cells (22,27). The effects of fluid shear on leukocytes are interesting because physiological
levels of fluid shear in the absence of stimuli diminish both neutrophil membrane adhesive
pseudopod formation (49) and the level of cell surface β2 integrins adhesion molecules. The
reduction in β2 integrin adhesion molecules is mediated in part by proteolytic cleavage through
neutrophil-released cathepsin B (70). Both responses serve to decrease adhesion of circulating
blood leukocytes. This regulatory function of shear stress may be most important during
leukocyte passage through capillaries and small postcapillary venules. For a more complete
discussion of the effects of shear stress on leukocytes, the reader is directed to the recent review
by Makino and colleagues (45).

Current paradigm of circulating leukocyte capture by activated endothelium
under shear flow conditions

Recruitment of leukocytes in laminar shear flow involves a sequential, multistep adhesion
cascade (13). The initial step consists of leukocyte rolling on activated endothelium. This step
is followed by leukocyte locomotion, then arrest, which precede transmigration under laminar
fluid shear stress conditions (Fig. 1). In general, blood leukocytes follow this sequential
cascade, although some differences are found among them in terms of the requirements for
transendothelial migration in vivo and in vitro. In in vitro flow models, monocytes and
neutrophils attach mostly (>70%) at cell-cell borders and therefore only migrate short distances
on the apical surface before transmigrating at a junction (12,29,68,96). The propensity for
neutrophils to adhere at or close to cell-cell junctions was also observed in inflamed mouse
cremaster venules, where 75% of firmly adhered neutrophils overlapped an endothelial cell
junction (92). More recent studies have refined this idea and identified a role for specific
leukocyte adhesion molecules. The leukocyte β2 integrin Mac-1 was required for crawling of
murine neutrophils to optimal emigration sites at the cell-cell borders in vivo (58). In addition
Mac-1 mediated a similar process for human monocytes during transmigration in an in vitro
model (66), although the endothelial cell ligand(s) were not identified in either report. In
contrast, under flow conditions in vitro, human T lymphocytes do not behave the same.
Importantly, T cells attach randomly on the apical endothelial cell surface in vitro, and their
locomotion on the apical surface step is much more extensive than monocytes or neutrophils
and lasts longer. Another significant difference between neutrophils and monocytes is that T
cell transmigration requires shear flow and the presence of an apical chemokine (19). The
reader is referred to the article in this issue by Alon and colleagues for discussion of T cell
recruitment.
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Leukocytes are also able to transmigrate at nonjunctional locations, as demonstrated in in vivo
and in vitro models ((14,20,26,48,96); reviewed in (25)). The factors that influence the route,
that is, junctional (paracellular) versus nonjunctional (transcellular), used for transmigration
have yet to be firmly established but are probably influenced by the state of endothelial cell
activation and endothelial cell shape (96), stability of endothelial junctions, local shear flow
conditions, and location of vascular bed (41,51) or vessel wall matrix protein composition
(86). The extent of transcellular transmigration was variable and depended on the leukocyte
type and the anatomical site from which endothelial cells were isolated; microvascular cells
showed a higher rate of T cell transcellular transmigration (48). This review will focus on
leukocyte transmigration at cell-cell junctions.

Endothelial cell adhesion molecules that participate in junctional
transendothelial migration of leukocytes

Several endothelial transmembrane proteins have been shown to be involved in leukocyte
diapedesis and transmigration (Fig. 1). These proteins differ in their expression levels, and the
ability of certain cytokines to affect their expression. Many are enriched at endothelial cell-
cell contacts, which may explain, in part, why leukocytes transmigrate preferentially at cell-
cell borders (i.e., specialized sites). Below we review some of the known adhesion molecules
involved in neutrophil transmigration; we refer the reader to recent reviews and the references
therein that cover more extensively the molecules involved in leukocyte recruitment (43,44,
62,83).

PECAM-1 and membrane recycling in transmigration
PECAM-1 (CD31) has been demonstrated to play a role in leukocyte transmigration in vivo
(65) and in vitro (53). The salient points are that PECAM-1 is expressed by endothelium,
platelets, and most leukocytes (2) and is enriched at endothelial cell junctions. Homophilic
adhesion between PECAM-1 on leukocytes and PECAM-1 on endothelium has been shown
to function during transendothelial cell migration of most, but not all, leukocytes, as measured
in various in vivo and in vitro models of inflammation (reviewed in (52)). A recent study has
also suggested that neutrophil-expressed CD177 is a ligand for PECAM-1 and that the
heterophilic interaction between CD177 and PECAM-1 functions specifically in neutrophil
transmigration (64). Previous studies had shown that some endothelial PECAM-1 (∼30%) is
localized to a subcellular compartment of small vesicular-like structures just beneath the apical
surface. During leukocyte transmigration these PECAM-1-containing vesicles are targeted to
the sites of monocyte transmigration (46). More recently the targeted recycling of this vesicular
compartment (termed lateral border recycling compartment, LBRC) and efficient leukocyte
transmigration were shown to depend on an intact endothelial cell microtubule system and
require one or more members of the kinesin family of motor proteins (47). Moreover, the
membrane recycling mediated by the LBRC was required for both PECAM-1-dependent and
-independent transmigration. Future studies are necessary to fully characterize the contents of
the LBRC and their contributions to leukocyte transmigration in vivo.

ICAM-1 and VE-Cadherin and their role in neutrophil transmigration
For the remainder of the review article, we will focus on newly described mechanisms that
regulate junctional disruption during paracellular (aka, junctional) transmigration. These
mechanisms involve outside-in signaling mediated by ICAM-1 clustering, subsequent
recruitment and activation of kinases, and phosphorylation of VE-Cad that leads to junctional
destabilization.
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Several molecules that are not considered leukocyte adhesion molecules per se have been
implicated in leukocyte transmigration. Certain of these may be important for transmigration
due to their cellular localization near junctional proteins or because of the signals they transmit
to them. We highlight the molecules that interact with ICAM-1 and VE-Cadherin and are
thought to mediate junctional adhesion molecule disruption and thereby facilitate
transmigration of leukocytes.

Catenins
This family of proteins link cadherins to the cytoskeleton (reviewed in (84)). α-catenin
associates with the actin cytoskeleton; β-catenin and γ-catenin (or plakoglobin) associate
directly with the cytoplasmic tail of VE-cadherin and with α-catenin, and hence couple VE-
cadherin to the actin cytoskeleton in confluent endothelial cells (see Fig. 3a). While the α-
catenin-mediated linkage of E-cadherin-catenin complex to the actin cytoskeleton in
epithelium has been challenged (89,95), this paradigm has not been examined for the VE-
cadherin-catenin complex in endothelium. p120-catenin was originally identified as a substrate
of Src kinase (40) and was later found to bind to the juxtamembrane region in the VE-cadherin
cytoplasmic tail. Thus, p120-catenin does not participate in linking VE-cadherin to the
cytoskeleton (reviewed in (63,85)) and instead has been demonstrated to be essential for the
maintenance of VE-cadherin surface expression in endothelium ((93). In addition, p120-
catenin has been shown to regulate Rho family GTPases RhoA, Rac and Cdc42 (6), which may
be relevant to leukocyte transmigration because of the key role that Rho GTPases play in
dynamically regulating the actin cytoskeleton (18). There are other catenin family members
that localize to cell junctions (e.g., ARVCF, p0071, δ-catenin) and associate with cadherins;
the reader is directed to a review by Vincent and colleagues for in-depth discussions (85).

The interactions between catenins and VE-cadherin are regulated by phosphorylation
(reviewed in (84)). Indeed, Potter and colleagues showed that, in a CHO cell transfection
system, phosphorylation of VE-cadherin in two tyrosine residues, Tyr 658 and Tyr 731,
inhibited the binding of p120 and β-catenin, respectively, and reduced barrier function (59).
More recently, these same tyrosine residues, as well as tyrosine residues 645 and 733, were
found to be phosphorylated during THP-1 leukocyte adhesion and ICAM-1 engagement in
human umbilical vein endothelial cells (HUVECs) (3) or during T lymphoblast adhesion in
mouse and rat endothelial cell lines (80). An additional phosphorylation event at serine 665
was detected in the murine and rat models but has not been reported in human endothelium.
Interestingly, phosphorylation of serine 665, catalyzed by the p21-activated kinase (PAK)
(11), was shown to play a role in the internalization of VE-cadherin following stimulation by
addition of vascular endothelial cell growth factor (VEGF) (28). Based on these reports, an
attractive hypothesis is that tyrosine phosphorylation of VE-cadherin is involved in
destabilization of junctional molecules to allow for VE-cadherin gap formation during
leukocyte transmigration.

VE-Cadherin Protein Tyrosine Phosphatase (VE-PTP)
VE-PTP is a transmembrane receptor type tyrosine phosphatase that specifically and
selectively associates with VE-cadherin (55). VE-PTP was shown to associate with the most
membrane-proximal, extracellular domain of VE-cadherin. In a CHO cell transfection system,
VE-PTP was shown to reverse the phosphorylation of VE-cadherin elicited by VEGFR-2, an
effect that did not require VE-PTP to be catalytically active. The net affect of VE-PTP
expression was to enhance barrier function. Further information from the Vestweber laboratory
indicated that adhesion of neutrophils to endothelial cells triggers disassociation of VE-
cadherin from VE-PTP (84).
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Rho GTPases
The Rho family of GTPases belong to the Ras superfamily of small GTPases. Three members,
RhoA, Rac, and Cdc42, have been studied in greatest detail. These proteins are widely
recognized for mediating the cytoskeletal dynamics required for various cell adhesion
processes including cell migration and cell-cell adhesion (39). Rho GTPases have been shown
to regulate the expression, activity, and signaling of several adhesion molecules expressed by
activated endothelium, including ICAM-1, VCAM-1, PECAM-1, and E-selectin (reviewed in
(18)). In addition, there are multiple reports that p120-catenin in conjunction with
p190RhoGAP regulates the activity of Rho GTPases (6,90). Rho activation has been implicated
in leukocyte transmigration (18,61). Rho GTPases, under the control of p120, could regulate
VE-cadherin stability at endothelial cell junctions and may also be of interest during the process
of junctional transmigration.

Src kinases
This family of proteins includes important signaling molecules located in the cytosols of many
different cell types, including endothelial cells, which respond to a wide range of stimuli
including growth factors and adhesion proteins (37,77). Of the nine members, Fyn, Src, Yrk,
and Yes are expressed in endothelium (35). In particular, Src has been shown to be activated
by adhesion molecules, including ICAM-1, and to signal to the cytoskeleton (97,98) (see the
next section). Src can also phosphorylate a variety of proteins present at the junctions, including
VE-cadherin and p120 (63), and its inhibition leads to decreased transmigration of leukocytes
(3,97,98). Src is also involved in regulating endothelial cell permeability (reviewed in (35)).

Cortactin
Cortactin is a multidomain scaffolding protein that binds F-actin, stimulates Arp2/3-dependent
actin polymerization and dynamic actin rearrangement at the cell periphery, and is a substrate
for Src kinases and Rho kinases (87,88). Cortactin is also implicated in the regulation of
endothelial cell barrier function (24,38) and has been shown to associate with the cytoplasmic
tail of ICAM-1 upon ligand engagement (78). More recently, cortactin has been shown to
coordinate ICAM-1 clustering and cytoskeleton remodeling during neutrophil adhesion and
transmigration (97,98).

α-Actinins
The nonmuscle isoforms of these proteins (isoforms 1 and 4) are binding partners of the
cytoplasmic domain of ICAM-1 (17). There are multiple binding partners for alpha actinins
(16), and these interactions are regulated by phosphoinositides PIP2 and PIP3 (67). The charged
juxtamembrane domain of ICAM-1 is required for alpha-actinin interaction (16,17). □In
particular, α-actinin 4 constitutively interacts with the ICAM-1 cytoplasmic tail and has been
shown to play a role during neutrophil transmigration (17).

Ezrin/Radixin/Moesin (ERMs)
The ERMs are a class of proteins that, like the α-actinins, link the F-actin cytoskeleton to the
plasma membrane by acting as adapter molecules for F-actin and membrane-associated
proteins. Ezrin, radixin, and moesin associate with the cytoplasmic tails of CD43, CD44,
PSGL-1, L-selectin, and ICAM-2 (reviewed in (79)), as well as to that of ICAM-1 (34). Unlike
cortactin and the α-actinins, the ERM proteins appear to lack any F-actin cross-linking or
branch forming abilities. Several studies have identified the membrane phospholipid PIP2 as
a regulatory molecule for ERM proteins, affecting both actin binding and cellular distribution
(10). It is, therefore, possible that ERMs and α-actinins respond to similar signals at the
cytoplasmic membrane during leukocyte transmigration. The participation of ezrin and moesin
in this process comes from the observations that both proteins co-localize with ICAM-1 in
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endothelial cells in docking structures (see next section below for further discussion and
references (8,9).

In summary, many molecules contribute to the signaling pathways that regulate the recruitment
of different leukocyte types. How these pathways integrate with one another and whether these
connections are common to all leukocytes migrating in different vascular beds remains an
active area of investigation.

Dynamics of endothelial cell ICAM-1 and VE-cadherin during leukocyte
recruitment: A parable of rings and gaps

The combination of live-cell fluorescence-imaging microscopy and biochemical approaches
has provided significant insight into the dynamic behavior of adhesion molecules during
leukocyte adhesion, migration, and transendothelial cell migration in in vitro flow chamber
models. The entire process of leukocyte transmigration takes only minutes both in vivo and in
vitro. A number of investigators have addressed whether leukocyte transmigration leads to the
alteration of endothelial cell junction proteins, specifically the adherens junction (AJ)
components VE-cadherin and its cytosolic binding proteins α-, β-, and γ-catenins and p120-
catenin or tight junction proteins. Several strategies were used to assess whether rapid
alterations in AJ components, primarily VE-cadherin, occurred during neutrophil TEM.
Initially, studies reported that neutrophil transmigration triggered loss of VE-cadherin and its
associated cytosolic α-, β- γ- catenins, and plakoglobin under static assay conditions using
immunofluorescence microscopy and biochemical approaches (4,23). Based on these data, a
working model emerged wherein VE-cadherin acted as a gatekeeper in leukocyte
transmigration: leukocyte adhesion triggered disassembly of the VE-cadherin complex via
enzymatic degradation of the VE-cadherin complex, and leukocytes migrated through these
gaps in VE-cadherin. This model was consistent with an in vivo model in which mAb inhibition
of VE-cadherin in mice led to an exuberant inflammatory response in a murine peritonitis
model (30). Subsequent experimental results concluded that the earlier reported adhesion-
dependent loss of β-catenin and VE-cadherin was due to neutrophil proteases released during
post assay manipulations (i.e., non-physiological proteolysis) (5,50). Nonetheless, our lab
hypothesized that some form of disruption of this complex occurred and was a physiological
step in transmigration. Therefore, we examined transmigration of monocytes and the
differentiated monocytic cell line U937 because these leukocyte types lack neutrophil elastase,
which can cleave VE-cadherin and overall express fewer proteases. Transmigrating monocytes
and U937 cells induced localized and transient loss of VE-cadherin as assessed by confocal
microscopy of fixed samples, and mAbs that inhibit leukocyte TEM also prevented the loss of
VE-cadherin complex (5). Corroborating evidence for this idea arose by direct visualization
of VE-cadherin during transmigration in live cell imaging, either by expressing a GFP-VE-
cadherin fusion protein in endothelial cells, or by using an immunolabeled nonblocking anti-
VE-cadherin antibody (68,76). These techniques allow direct visualization of the behavior of
VE-cadherin during leukocyte transmigration and confirmed earlier observations that
leukocyte transmigration indeed initiated transient alterations in VE-cadherin and subsequently
reorganized to reseal the gap.

While leukocytes initiate de novo gaps or enlarge pre-existing gaps in VE-cadherin at sites of
paracellular transmigration (68), the behavior of the endothelial adhesion molecules such as
VCAM-1 and ICAM-1 had not been investigated. Although it was widely appreciated that
LFA-1 — ICAM-1 interactions were critical for neutrophil transendothelial cell migration
(71,72), until recently little was known about their physical location during TEM. Further
insight has come from the work of Barreiro and colleagues, who reported interactions of
members of the ERMs proteins with VCAM-1 and ICAM-1 during T cell adhesion and
transmigration by live-cell time-lapse fluorescence microscopy (9). They observed that T cell
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attachment induced clustering of VCAM-1 with moesin on the endothelial apical surface but
not at sites of transmigration. In contrast, ICAM-1 co-localized with moesin and ezrin during
adhesion and transmigration under static assay conditions. These authors noted that both
VCAM-1 and ICAM-1 associated with activated moesin and ezrin at sites of adhesion, and
they termed such associations “docking structures.” Confocal analysis documented that these
docking structures also contained actin, vinculin, α-actinin, and VASP, a member of the
Wiscott-Aldrich Syndrome patient family of molecules. Pharmacological inhibition showed
that maintenance of the docking structure was dependent, in part, on phosphoinositides and
the Rho p160 ROCK and PI3K pathway. Given the complexity of the events in endothelial
cells during leukocyte transmigration, it seemed likely that other signal pathways and other as
yet unidentified actin-binding proteins participate and are not mutually exclusive.

Subsequent studies determined the distribution of neutrophil LFA-1 and endothelial ICAM-1
in leukocyte transmigration under shear flow conditions with a live-cell fluorescence-imaging
system. This technique preserves the temporal sequence of events and the spatial organization
and was the first demonstration of coordinated changes in leukocyte LFA-1 and endothelial
cell ICAM-1 distribution during neutrophil transmigration (69). Neutrophil LFA-1 undergoes
dramatic redistribution during transmigration. LFA-1 redistributes to the site of contact at
endothelial cell junctions and forms a distinct ring-like cluster, while ICAM-1 simultaneously
diffuses to the LFA-1 rings (69) . This LFA-1—ICAM-1 cluster remains around the neutrophil
as it transmigrates through the endothelium. These data suggest that these changes in LFA-1
distribution reflect the molecular changes in LFA-1 affinity/avidity for ICAM-1 known to
occur during integrin activation and adhesion to ligands such as ICAM-1, and probably
represent their physiological correlates during transmigration. Other independent reports also
describe dramatic changes in ICAM-1 localization in endothelium during leukocyte
transmigration. Both ICAM-1 and VCAM-1 associated with microvilli-like projections that
surrounded leukocytes in the process of transmigration; Carman and Springer coined the term
“transmigratory cup” to describe this novel endothelial cell structure (15).

Inspection of the primary sequence of the ICAM-1 tail reveals a proline-rich region that
conforms to a class I SH3 recognition site (74,75). The ICAM-1 tail is therefore a potential
binding target for a wide variety of SH3 domain proteins, such as cortactin, as noted earlier.
In a recent study, Rho G and an associated Rho G specific SH3-domain GEF (SGEF) were
shown to be recruited to sites of ICAM-1 clustering, resulting in the activation of Rho G,
formation of ICAM-1 clusters, and formation of a leukocyte transmigration cup (82). SGEF
bound constitutively to the ICAM-1 tail, and its activity was increased after ICAM-1
engagement. These authors also suggested that Rho G activation was downstream Rho A
activation. Earlier, endothelial cell Rho A activity was found to be critical for leukocyte
adhesion and transmigration (1,91). Rho A activity can, in turn, be inhibited by p120-catenin
(6,31,56). The variety of functions ascribed to p120-catenin suggests that this protein serves
as a pathway for ICAM-1 and VE-cadherin to communicate with each other via signaling
proteins such as Rho GTPases and/or src kinases, which can phosphorylate both VE-cadherin
and p120-catenin, as well as ICAM-1 partners such as cortactin (3,63,97,98).

Numerous studies have established that the interaction between leukocyte LFA-1 and
endothelial cell ICAM-1 results in the transmission of outside-in signals that facilitate
leukocyte transmigration (81). By fluorescence recovery after photobleaching (FRAP)
techniques in a HUVEC cell line transfected with ICAM-1-GFP, studies showed that ICAM-1
is a mobile molecule whose mobility is restricted due to the interaction of its cytoplasmic tail
with the actin cytoskeleton (97). When a tailless version of ICAM-1-GFP was transduced into
HUVECs, there was no cytoskeletal remodeling of actin upon ICAM-1 crosslinking,
supporting the idea that ICAM-1 is anchored to the actin cytoskeleton via its cytoplasmic tail.
More interesting, with an approach that involved siRNA knock down of cortactin, a known
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regulator of the endothelial actin cytoskeleton (36,78), endothelial cell cortactin was found to
be critical for ICAM-1-induced cytoskeletal remodeling. This contribution is mediated by
changes in phosphorylation induced by src kinases: transduction of HUVECs with retrovirus
containing a mutated form of cortactin—GFP in three tyrosines known to be phosphorylated
by src (36,78) resulted in impaired cytoskeletal remodeling induced by ICAM-1 crosslinking.
When wild-type cortactin-GFP was expressed, it co-localized with ICAM-1 and formed a ring-
like structure during neutrophil TEM; this structure was abolished when cortactin was knocked
down by siRNA. Finally, inhibition of src kinases or knocking down of cortactin resulted in
reduced transmigration of neutrophils. Thus, ICAM-1 clustering and ring formation during
firm adhesion and transmigration of neutrophils results in src phosphorylation of cortactin and
actin cytoskeleton rearrangement that facilitate the cytoskeletal changes that the endothelial
cell undergoes during transmigration at junctions (97,98).

The use of live imaging techniques under flow conditions has contributed significantly to our
understanding of the behavior and reorganization of ICAM-1 and VE-cadherin during
transmigration at the junctions and has prompted our interest in commenting on these further.
As mentioned earlier, it is important to note that other molecules besides VE-cadherin and
ICAM-1 can participate in the process of leukocyte transmigration; however, ICAM-1 and VE-
cadherin have been well characterized for their role in transmigration and therefore can serve
as prototypic examples. Both VE-cadherin and ICAM-1 are mobile and dynamic during
leukocyte transmigration under flow conditions. ICAM-1 forms a “ring” through which the
leukocyte transmigrates and concomitantly relays outside-in signals that promote
reorganization of the endothelial VE-cadherin to form a “gap” that opens a door at the
endothelial cell contacts. These independent observations led us to carry out live-cell imaging
experiments to monitor both molecules simultaneously during leukocyte transmigration (Fig
2 and supplemental movie 1). During initial attachment of the neutrophil, VE-cadherin is
localized to cell-cell borders, and ICAM-1 is uniformly distributed at the apical surface of the
endothelial cells. Upon firm adhesion, VE-cadherin begins to form a small gap at the
transmigration site as ICAM-1 clusters around the neutrophil. Once diapedesis takes place, the
VE-cadherin gap is at its maximum aperture, while ICAM-1 clusters into a ring-like structure
through which the neutrophil transmigrates. When transmigration is complete, these molecules
revert to their pretransmigration status: VE-cadherin and ICAM-1 are distributed uniformly at
the cell-cell junction and the apical surface, respectively. The mechanisms that reset these
molecules have not been examined in any detail. In some experiments, we have observed that
a second leukocyte will transmigrate at the same site, sometimes even before the gap has
completely resealed. This second neutrophil initiates an ICAM-1 ring and VE-cadherin gap,
indicating the mechanism(s) for resetting the machinery can recycle quickly.

In order to better understand the rapid and striking changes in endothelial molecules during
transmigration, it is important to dissect the different intracellular signaling pathways that are
triggered upon leukocyte firm adhesion and VE-cadherin and ICAM-1 redistribution at the
junctions. These are mediated by several proteins cited earlier in this review, and the specific
roles they play are discussed next.

Endothelial cell intracellular signaling during transmigration: the Yin - Yang
of kinases

As discussed earlier, it is now well-documented that ICAM-1, VCAM-1, and PECAM-1 cluster
at the interface between leukocyte and endothelial cell and can trigger localized redistribution
and remodeling of cytoskeletal components in endothelium (15,46-48,69,96,97). Biochemical
evidence suggests that new F-actin branching at the site of ICAM-1 clustering is mediated, at
least in part, by cortactin and Arp2/3 recruitment to clustered ICAM-1 tail domains, and
phosphorylation by kinases. The nonskeletal muscle α-actinins 1 and 4, which can serve as F-
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actin cross-linking proteins, may also regulate the mechanical properties of the underlying F-
actin matrix during transmigration, as well as help anchor ICAM-1 to it, responding to localized
enrichment of ICAM-1 tail domains, as discussed earlier (17). Cytoskeleton-associated
proteins cooperate to transiently strengthen the attachment of the leukocyte to the endothelium
by locally assembling a cytoskeletal network around the bound leukocyte to form a docking
structure (9), a ring-like structure (69), or a transmigratory cup (15), as discussed earlier in this
article.

Recent reports suggest that the influence of the cytoskeletal signaling pathway, both triggered
by and affecting the distribution of ICAM-1, extends beyond ICAM-1 to the adherens junction
(Fig 3). ICAM-1 clustering triggers the phosphorylation of the cytoplasmic domain of VE-
cadherin, mediated in part by src and pyk2 tyrosine kinases (3) (Fig 3B). Phosphorylation of
the cytoplasmic tail of VE-cadherin has been implicated in weakening of the homologous
intracellular adhesive interactions of its extracellular domains, disrupting the adherens junction
and increasing the permeability of the endothelial cell monolayer. There is no direct evidence,
however, that VE-cadherin trans-dimers “come apart” as a result of phosphorylation, as
opposed to being forced apart by the transmigrating leukocyte (see next section below). It is
likely, however, that VE-cadherin phosphorylation triggers the release of bound catenins
(59), which in turn, decouple VE-cadherin from the actin cytoskeleton (Figure 3 B and D). It
is also possible that VE-cadherin becomes internalized into clathrin-coated vesicles (Fig 3 C)
because this occurs constitutively (94) and after VEGF stimulation (28). Given the speed with
which gaps in the endothelium form and reseal during leukocyte transmigration, a mechanism
involving VE-cadherin internalization seems less likely to dominate during leukocyte
transmigration.

Role of leukocyte force generation in transendothelial migration
In addition to the dynamic behavior of endothelial cell molecules and downstream signaling
during leukocyte transmigration, the role played by the leukocyte itself in this process should
be considered. Immune surveillance and rapid response to tissue inflammation or injury require
leukocytes to not only travel considerable distances but also negotiate complex terrain. A few
studies indicate that neutrophils generate significant levels of force when crawling randomly
on glass surfaces and during chemotaxis to fMLP on polyacrylamide gel substrates (32,73). A
recent report found that human neutrophils can exert forces on endothelial cell-cell contacts
during transmigration, possibly contributing to VE-cadherin gap formation (60). Because of
this finding, one can speculate that neutrophils physically force VE-cadherin trans-dimers (or
additional proteins at junctions) apart during TEM. It has also been reported that leukocytes
can modify their mechanical properties when confined or forced to enter microchannels
(100). These findings suggest that mechanical forces exerted by the neutrophil also play a role
in the disruption of intercellular junctions during diapedesis. Future studies are necessary to
understand the role of force generation by neutrophils during transendothelial migration.

Summary and Future Directions
The engagement and clustering of endothelial cell ICAM-1 by LFA-1 on the leukocyte surface
triggers activation of nonreceptor tyrosine kinases (src, Pyk-2, and likely others) that lead to
two divergent responses within the endothelial cell cytoplasm: ICAM-1 becomes more firmly
anchored to the cytoskeleton and VE-cadherin becomes less so. By contrast, the uncoupling
of the endothelial cell cytoskeleton from VE-cadherin may serve to weaken locally the
endothelial cell-cell junction at the area through which the leukocyte will eventually
transmigrate.

As has been presented in this review, the many endothelial proteins that have been found to
participate in leukocyte transmigration illustrate the complexity of this rapid and highly
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dynamic process. However, discerning how and when these proteins interplay, as well as
whether there are other as yet undiscovered molecules or processes that also play a role, will
be extremely relevant for the overall understanding of the process. The C-terminal tail of
ICAM-1 has the capacity to bind either directly or indirectly to a number of proteins, including
cortactin, ezrin and moesin, and nonskeletal muscle cell α-actinins as well as the Rho G-specific
SH3-domain GEF (SGEF). ICAM-1 clustering indirectly leads to VE-cadherin
phosphorylation and the disruption of VE-cadherin dimers, and p120-catenin regulates VE-
cadherin stability (85,93,94) (Figure 3) and can also regulate VE-cadherin gap formation during
transmigration (unpublished results, P Alcaide). The possible involvement of p120-catenin in
the regulation of RhoA and RhoG activation may add additional routes of control and feedback
for the entire process. These findings hint at a complex signaling pathway involving multiple
regulatory proteins that link ICAM-1 clustering, VE-cadherin gap formation, and remodeling
of the actin cytoskeleton and vesicular compartment. Two additional cytoskeleton-associated
proteins, ezrin and moesin, also appear to associate with the charged juxtamembrane region of
ICAM-1, as suggested by a number of studies (8,34,57). A picture of leukocyte transendothelial
migration is now emerging, in which a variety of signaling molecules (Rho A, Rho G, protein
tyrosine and serine kinases, vesicular recycling of adhesion molecule PECAM-1) as well as
cytoskeletal proteins (cortactin, α-actinins, ezrin, moesin and perhaps others) mediate the
response of the endothelial cell to leukocyte engagement and transmigration.

Although new information is constantly emerging and contributing to our understanding of the
process of junctional disruption during transmigration, little is known about how the junctions
come back together as the VE-cadherin gap closes and how this relates to endothelial cell and
vessel wall barrier functions. Future studies are necessary to identify mechanisms that reverse
the phosphorylation changes induced during leukocyte engagement once transmigration is
complete. VE-PTP is another candidate that may participate by regulating VE-cadherin
stability (55). Other phosphatases as well as other intracellular molecules could participate
during the lateral diffusion and/or recycling of VE-cadherin, resulting in the resealing of the
adherens junctions after transmigration. Lastly, more work is necessary to understand the
effects of shear stress on neutrophil function, specifically what signaling mechanisms regulate
pseudopod formation and retraction and β2 integrin expression. A more complete
understanding of the whole process and possible insights into therapeutic approaches to this
aspect of inflammation warrant additional study.
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Fig legend 1. Sequence of steps during leukocyte recruitment culminating in transendothelial
migration
Circulating monocytes and neutrophils in the bloodstream initially attach to activated
endothelium by selectin-mediated and α4β1 integrin-mediated interactions involved in the
initial rolling step. The leukocytes locomote on the endothelial cell vessel wall by establishing
Mac-1 integrin-mediated interactions with ICAM-1 on the endothelial cells until they firmly
arrest near cell-cell junctions. This step is followed by stronger interactions mediated by several
endothelial cell molecules besides ICAM-1, in which the leukocyte squeezes through the
endothelial cell junction. Frames corresponding to live cell imaging digital microscopy show
monocytes and neutrophils interacting with 4-hr TNF-α-activated HUVEC monolayers under
flow conditions in vitro.
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Figure legend 2. Live imaging of endothelial cell VE-Cadherin gaps and ICAM-1 rings dynamics
during transmigration
HUVECs were activated with TNF-α for 4 h and stained with nonblocking mAbs to VE-
Cadherin and ICAM-1 directly conjugated in red (Alexa 568) and green (Alexa 488),
respectively. Freshly isolated neutrophils were drawn through a parallel plate flow chamber
apparatus at 1 dyne/cm2 of shear stress. Three-channel, live-cell digital microscopy of
neutrophils and endothelium during the process of transmigration was carried out as described
previously (69). At time= 0, the neutrophil approaches the brightly stained cell junction during
the initial attachment to the 4-hr TNF-α activated HUVECs. The dynamic behavior of VE-
Cadherin and ICAM-1 has not started. At time=65 sec, the neutrophil firmly adheres to the
endothelial cells at the junctions, and as VE-Cadherin starts forming a de novo gap, ICAM-1
clusters at the cell-cell junction where the neutrophil is firmly adhered. At t= 100 sec, the
neutrophil is undergoing diapedesis, and part of it is still on top of the monolayer, while part
of it is underneath. At this point the VE-Cadherin gap reaches its maximum aperture, and
ICAM-1 forms a ring-like structure surrounding the transmigrating neutrophil. Finally, at t=
265 sec, the neutrophil has completely transmigrated, and the endothelial cell junction returns
to normal: the VE-Cadherin gap is closed, and ICAM-1 is again uniformly distributed on the
apical surface of the endothelial cell.
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Figure 3. Outside-in signaling resulting in leukocyte transmigration at the junctions through
activated endothelium: Interplay of endothelial cell molecules that participate actively in the
dynamic reorganization of the adherens junctions
A: Pretransmigratory state. Endothelial cells express ICAM-1 in the closed “O-form” dimer,
homogeneously distributed in the cytoplasmic membrane (with slight but detectable
enrichment at cell-cell junctions). In the cytoplasm, ICAM-1 is linked to actin filaments via
α-actinin. VE-cadherin is shown as transdimers, forming the adherens junction. VE-cadherin
is linked to the actin cytoskeleton by α-, β-, and γ-catenin (plakoglobin). For clarity, γ-catenin
is not included in the figure, but it is anticipated to behave in a similar manner, although this
has not been investigated in great detail (4,5). p120-catenin binds to the juxtamembrane region
in the VE-cadherin tail and does not function in linkage to the cytoskeleton; rather it functions
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in VE-cadherin retention on the surface(93). Protein tyrosine kinases (src, pyk2) and serine
kinases (PAK) participate in the induction of cytoskeletal remodeling after ICAM-1
engagement (3,98). Early events in leukocyte transmigration will include ICAM-1 clustering
and consequent recruitment of cortactin-Arp2/3 and protein kinases to the clustered ICAM-1
tails. Others have shown that Rho G and its GEF, SEGF, also bind to the ICAM-1 cytoplasmic
tail at this step in transmigration (82). A leukocyte is depicted with LFA-1 in the inactive state.
B: Initial stage of leukocyte transmigration. Engagement of ICAM-1 by leukocyte LFA-1
(in the active conformation) causes ICAM-1 clustering, and we suggest that a conformational
switch occurs from the O-form to the W-form based on recent evidence from Yang and
colleagues (99). Within the endothelial cell cytoplasm, protein kinases recruited to clustered
ICAM-1 tails become phosphorylated and catalyze the phosphorylation of cortactin, VE-
cadherin, and p120. Green arrows depict tyrosine phosphorylation, while PAK-catalyzed
phosphorylation of VE-cadherin ser665 (80) is represented by a red arrow. The localization of
PAK is not known, but the presence of a proline-rich SH3 binding region in PAK (11) suggests
that it associates with Src kinase. As a result of VE-cadherin phosphorylation, the catenin
complex bound to VE-cadherin begins to disassemble, uncoupling VE-cadherin from the actin
cytoskeleton. The adherens junction itself begins to dissociate as well. Cortactin, once
phosphorylated, can serve as a scaffold for new actin branches (depicted in panels C and D
below).
C and D: Intermediate stage of leukocyte transmigration. Panel C illustrates the possibility that
phosphorylated VE-cadherin is internalized within clathrin-coated vesicles (28,42,93,94)
during leukocyte diapedesis, while panel D depicts VE-cadherin as remaining junctional but
no longer participating in transdimerization with neighboring cells. The speed with which
leukocyte diapedesis takes place suggests that the latter model is more likely than the former.
This is pure speculation at this point.
E: Leukocyte transmigration nearly complete. The endothelial cell monolayer, having
accommodated leukocyte transmigration, must reseal junctional gaps. This process is likely to
involve protein tyrosine and serine phosphatases (whose identities have yet to be determined),
which restore proteins to their resting states. VE-cadherin reassociates with the actin
cytoskeleton, while actin branches formed by cortactin-Arp2/3 near the apical surface of the
endothelial cell have dissolved.
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