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Increased permeability of blood vessels is an important component of inflammation, but in some circumstances it
contributes to tissue injury and organ failure. Previous work showed that p21-activated kinase (PAK) is a critical regulator
of endothelial cell–cell junctions through effects on myosin light chain phosphorylation and cell contractility. We now
show that blocking PAK function inhibits fluid leak in a mouse model of acute lung injury. In cultured endothelial cells,
induction of myosin light chain phosphorylation by PAK is mediated by mitogen-activated protein kinase kinase and
extracellular signal-regulated kinase (Erk). Erk in lipopolysaccharide (LPS)-treated mouse lung is activated in a PAK-
dependent manner in several cell types, most prominently vascular endothelium. Activation of Erk requires the integrity
of the complex between PAK, PIX, and GIT1. Several means of disrupting this complex inhibit stimulation of vascular
permeability in vitro. A cell-permeant peptide that blocks binding of PAK to PIX inhibits LPS-induced fluid leak in the
mouse lung injury model. We conclude that the PAK–PIX–GIT1 complex is critical for Erk-dependent myosin phosphor-
ylation and vascular permeability.

INTRODUCTION

Vascular permeability is highly regulated in a tissue-specific
manner to allow nutrient transport and immune surveil-
lance without excessive leakage of plasma into the tissues
(Stevens et al., 2000). During inflammation, vascular perme-
ability increases to allow plasma constituents such as anti-
bodies and complement to access injured or infected tissues.
However, there are many instances where excessive vascu-
lar permeability makes a significant contribution to morbid-
ity and mortality. In myocardial infarction and stroke, vas-
cular permeability induced by vascular endothelial growth
factor (VEGF) secretion from ischemic tissue expands the
area of tissue damage by severalfold (Stevens et al., 2000;
Paul et al., 2001). In brain injury and infection, vascular
permeability is a major contributing factor in coma and
death (Kimura et al., 2005). In lung injury caused by infection
or ventilator-induced overinflation, accumulation of fluid
within the alveolae reduces oxygen transport and is a major
cause of death (Orfanos et al., 2004; Lionetti et al., 2005).

We previously reported that PAK phosphorylated on S141
localized to endothelial cell–cell junctions (Stockton et al.,
2004). PAK 1, -2, and -3 ser/thr kinases are direct effectors
for Rac and Cdc42, and they can also be activated by sphin-

golipids, PDK1, and other mediators (Bokoch, 2003). Acti-
vation involves phosphorylation of thr423 (PAK1 number-
ing), which releases inhibition by the activation loop within
the kinase domain, and phosphorylation of ser141, which
releases inhibition by the N-terminal inhibitory domain.
PAKs are highly multifunctional enzymes for which more
than a dozen targets have been identified, including nuclear
proteins that control growth and survival, microtubule and
actin regulatory proteins, intermediate filament proteins and
myosin or myosin-regulatory proteins (Bokoch, 2003). Acti-
vation of PAK and localization to cell–cell junctions medi-
ated an increase in myosin light chain (MLC) phosphoryla-
tion and disruption of cell–cell junctions (Stockton et al.,
2004). Remarkably, PAK mediated effects of VEGF, basic
fibroblast growth factor (bFGF), histamine, thrombin, and
tumor necrosis factor-� on myosin and vascular permeabil-
ity. Although active PAK inhibits MLC phosphorylation in
Chinese hamster ovary cells (Sanders et al., 1999), it activates
MLC and increases contractility in endothelial cells (Kiosses
et al., 1999; Zeng et al., 2000; Stockton et al., 2004). Thus, PAK
plays a key role in induction of vascular permeability in
response to angiogenic, inflammatory, and thrombotic me-
diators.

PAK could conceivably activate MLC phosphorylation
through several mechanisms. Potential pathways include
direct phosphorylation of myosin (Chew et al., 1998) or
caldesmon (Foster et al., 2000). Alternatively, this effect could
involve phosphorylation of Raf or mitogen-activated protein
kinase kinase (MEK)1/2 to activate extracellular signal-reg-
ulated kinase (Erk) (Frost et al., 1997; King et al., 1998), which
can activate myosin light chain kinase (MLCK) (Klemke et
al., 1997). In this study, we sought to elucidate the mecha-
nism by which PAK activates MLC phosphorylation to in-
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duce vascular leak and to determine whether this pathway is
relevant to permeability in vivo.

MATERIALS AND METHODS

Cell Culture and Transfection
Bovine aortic endothelial cells (BAECs) were grown in low glucose DMEM with
10% bovine calf serum (Atlanta Biologicals, Atlanta, GA), 100 �g/ml dihydro-
streptomycin, and 60 U/ml penicillin (Sigma-Aldrich, St. Louis, MO) as de-
scribed previously (Stockton et al., 2004). Human umbilical vein endothelial cells
(HUVECs) were from Dr. Brett Blackman (University of Virginia), grown in
endothelial growth medium-2 medium (Cambrex Bio Science Walkersville,
Walkersville, MD) supplemented with the manufacturer’s “SingleQuot” addi-
tions plus 10% fetal bovine serum (Atlanta Biologicals), and they were used at
passages 3–10.

For some permeability assays on filters, as indicated in figure legends,
confluent BAECs in 0.5% calf serum (CS)-DMEM in 100-mm tissue culture
dishes were transfected with 5 �g total of the indicated cDNAs by using
Effectene (QIAGEN, Valencia, CA) according to the manufacturer’s instruc-
tions. After incubation overnight, cells were transferred to DMEM with 10%
serum and used at 48 h. For some assays, as indicated in legends, cells were
transfected by nucleoporation. Cells from two 15-cm plates at 90% confluence
were detached and resuspended in 1.5 ml of nucleofection buffer (phenol
red-free M199 containing 10 mM HEPES). For each transfection, 100 �l of cell
suspension in 0.2-�l cuvettes received 2.5 �g of DNA. Nucleofection was
done using the Nucleofector II M3 program cycle (Amaxa Biosystems, Gaith-
ersburg, MD), after which cells were transferred to 60-mm plates containing
5 ml of growth medium and used at 48 h. For immunofluorescence, dishes
contained fibronectin (FN)-coated glass coverslips. PAK peptides were syn-
thesized by the Biomolecular Research Facility at the University of Virginia or
EZ Biolabs (Westfield, IN), and they were purified by one round of high-
performance liquid chromatography.

The �PIX and GIT1 constructs were obtained from Dr. A. F. Horwitz
(University of Virginia). The �GBD �PIX (mutated for GIT1 binding) and
�SHD mutant of GIT1 (mutated for PIX and MEK binding) were as described
previously (Zhang et al., 2003). Dominant-negative MEK1 was as described
previously (Renshaw et al., 1997). GIT1 Smartpool small interfering RNA
(siRNA) oligonucleotides against human sequence were obtained from Dhar-
macon RNA Technologies (Lafayette, CO), and the experiments were carried
out in HUVECs.

Lipopolysaccharide (LPS)-induced Pulmonary
Microvascular Permeability
All animal experiments were approved by the Animal Care and Use Com-
mittee of the University of Virginia. Wild-type male mice (C57Bl/6, 8–12 wk
of age, The Jackson Laboratory, Bar Harbor, ME) were exposed to aerosolized
LPS (Salmonella enteritidis, Sigma-Aldrich) for 30 min. This results in a signif-
icant increase in microvascular permeability (Reutershan et al., 2005). Control
animals inhaled saline. Some mice received intraperitoneal (i.p.) injection of
the PAK inhibitory or control peptides 30 min before LPS exposure. To test
the role of MEK in vivo, 0.5 ml of 70 �M UO126 was injected i.p. Permeability
was analyzed at 6 h by using the Evans blue dye extravasation technique
(Green et al., 1988). Evans blue (20 mg/kg; Sigma-Aldrich) was injected intrave-
nously 30 min before euthanasia. Lungs were perfused through the spontane-
ously beating right ventricle to remove intravascular dye. Lungs were removed,
and Evans blue was extracted as described previously (Peng et al., 2004). The
absorption of Evans blue was measured at 620 nm and corrected for the presence
of heme pigments: A620 (corrected) � A620 � (1.426 � A740 � 0.030) (Wang le et
al., 2002). Extravasated Evans blue was calculated against a standard curve
(micrograms of Evans blue dye per gram of lung).

Immunoprecipitation and Western Blotting
Cells were stimulated, washed with cold phosphate-buffered saline (PBS),
extracted with 0.5 ml of cold immunoprecipitation (IP) buffer (20 mM Tris, pH
7.6, 0.5% NP-40, 250 mM NaCl, 5 mM EDTA, 3 mM EGTA; plus Sigma
protease and phosphatase inhibitor cocktails) for 10 min. They were passed
through an 18-gauge needle three times and centrifuged for 10 min at
12,000 � g in a microfuge. Supernatants were precleared with 25 �l of Protein
G-agarose beads and incubated with the indicated primary antibody for 2 h
at 4°C. Anti-phospho-PAK was from Biosource International (Camarillo, CA);
anti-total PAK was from BD Biosciences Transduction Laboratories (Lexing-
ton, KY); anti-phospho-Erk and total Erk were from Cell Signaling Technol-
ogy (Danvers, MA). Anti-GIT1 and anti-�PIX were from Santa Cruz Biotech-
nology (Santa Cruz, CA). Twenty-five microliters of protein A- or protein
G-agarose beads were added and incubated for another 2 h while rotating at
4°C. Beads were sedimented and washed three times with 0.5 ml of IP buffer
and separated by SDS-polyacrylamide gel electrophoresis. For binding to
peptides, 25 �g of biotin-tagged peptides were incubated with 25 �l of
streptavidin beads for 30 min and then rinsed and incubated with 0.5 cell
lysates for 30 min. Bound proteins were detected by Western blotting with the

indicated antibodies. For �PIX, cells were transfected with hemagglutinin
(HA)-PIX, and blots were probed using anti-HA. Proteins were electro-
phoretically transferred to polyvinylidene difluoride membranes, blocked
with 5% milk in Tris-buffered saline, and probed overnight with primary
antibodies in the same buffer. Membranes were washed four times, probed
with secondary antibodies for 2 h, and then visualized using chemilumines-
cence (GE Healthcare, Little Chalfont, Buckinghamshire, United Kingdom).

In Vitro Permeability
BAECs on FN-coated 3-�m filters at near-confluence were transfected with 0.5
�g cDNA by using Effectene as described above. At 48 h, cells were pretreated
for 60 min with PAK peptides as indicated. For some experiments, cells were
nucleofected, and then they were plated on filters and grown to confluence for
48 h. Filters were then placed in outer wells with 500 �l of fresh DMEM
without phenol red or serum. To each filter well was added 200 �l of medium
plus 50 �l of 1.5 �g/ml horseradish peroxidase (HRP) with or without
cytokines as described. After 30 min, filters were removed and fixed, and the
medium in the lower wells was assayed for HRP as described previously
(Stockton et al., 2004). Values were normalized to control, untreated wells.

Immunofluorescence
Cells were fixed for 60 min in 3.5% formaldehyde, washed, and permeabilized
for 10 min in 0.2% Triton X-100. Coverslips were blocked with PBS containing
10% goat serum for 60 min, and then they were probed 8 h at 4°C with 200 �l
containing the following antibodies: phospho-Erk at 1:500, phospho-MEK at
1:500, phospho-PAK at 1:500, phospho-MLC at 1:500 (all from BioSource
International), and �PIX at 1:200 or GIT1 at 1:200 (Santa Cruz Biotechnology).
Coverslips were washed and probed overnight at 4°C with 200 �l of anti-
mouse immunoglobulin G (IgG)-Alexa 568 or anti-rabbit IgG-Alexa 488 (In-
vitrogen, Carlsbad, CA) at 1:1000, or Alexa 568-phalloidin at 1:500. Coverslips
were washed and mounted using FluoroMount (Invitrogen). Cells were vi-
sualized with an MRC 1024 confocal microscope (Bio-Rad, Hercules, CA)
mounted on a Nikon Diaphot microscope, with a 60� objective lens (numer-
ical aperture, 1.4) with a pinhole aperture setting of 6. Within an experiment,
all cells were treated with the same concentration of Alexa 568-phalloidin, and
all images were acquired using same settings.

Image Quantification
For determining the ratio of stress fiber to total actin in images from Figure 7,
average pixel intensities were obtained from 25 individual outlined cells per
treatment by using Scion Image software (Scion, Frederick, MD). A sharpen-
ing filter was applied equally to the images, and then images were thresh-

Figure 1. Role of PAK in vascular permeability in a mouse model
of lung inflammation. (A) Mice inhaled aerosolized LPS for 30 min,
with or without prior intraperitoneal injection of 1 mg of PAK
N-terminal peptide or mutated, control peptide. Control animals
inhaled saline. At 6 h, lungs were removed, extracted, and analyzed
by Western blotting for pSer141 and total PAK2. Two experiments
gave similar results. (B) Mice were injected with control or PAK
N-terminal peptide and exposed to LPS or saline as described in A.
At 6 h, microvascular permeability was determined leakage of
Evans blue dye (EB) as described in Materials and Methods. Values
are means � SD, n � at least 4. *p � 0.01, relative to LPS-treated
mice without peptides.
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olded and converted to binary masks. The masks were aligned against the
original outlined image without altering pixel values. Total cell fluorescence
(pixelsMask1) and stress fiber fluorescence from the interior of the cell
(pixelsMask2) were calculated. Values are means � SE.

For Western blots, NIH ImageJ (http://rsb.info.nih.gov/ij/) was used to
evaluate pixel densities. The blots shown are representative of two or three
experiments. Signals from indicated phospho-antibody probes were normal-
ized as a percentage of control, total antibody signal from the same blot.
Graphs indicate normalized pixel density for the blot shown.

Immunohistochemistry
Mouse lungs were inflated with an intratracheal instillation of 4% parafor-
maldehyde (PFA) at a constant pressure (20 cm H2O) for 15 min. Next, lungs
were removed and fixed in 4% PFA for 24 h and embedded in paraffin.
Sections (5 �m) were cut for immunohistochemistry and treated with antigen
unmasking solution (Vector Laboratories, Burlingame, CA). Sections were
stained with monoclonal rabbit anti-phospho-Erk (1:400; Cell Signaling Tech-
nology) overnight and detected with Vectastain Elite kit (Vector Laborato-
ries). Visualization was done with diaminobenzidine (Dako North America,
Carpinteria, CA) and couterstained with hematoxylin. Images were acquired
using 20 or 40� objective on a microscope (model BX51; Olympus, Tokyo,
Japan) equipped with a digital camera (model DP70; Olympus) by using
Image-Pro software program (Media Cybernetics, Silver Spring, MD) in the
Academic Computing Health Sciences Center at the University of Virginia.

RESULTS

Inhibiting PAK Decreases Fluid Transport in Acute Lung
Injury in Mice
Previous work implicated PAK in regulation of endothelial
junctional integrity in vitro (Zeng et al., 2000; Stockton et al.,

2004), but the relevance to vascular permeability in vivo was
not determined. To test whether inhibition of PAK decreases
vascular leak in vivo, we used a mouse model of acute lung
injury in which inhalation of aerosolized LPS triggers fluid
accumulation in the lungs (Reutershan et al., 2005). Western
blotting using an antibody against a phosphorylation site on
PAK that is associated with increased PAK kinase activity
showed an increase in PAK phosphorylation in lungs from
mice exposed to LPS (Figure 1A). The normalized increase
was 2.1 � 0.5-fold relative to control, demonstrating PAK
activation in this system.

We previously found that the inhibitory effect of a full-
length dominant-negative PAK mapped to the N-terminal
proline-rich sequence that binds the Src homology (SH3)
domain of Nck (Kiosses et al., 1999). A peptide in which this
sequence was linked to the polybasic sequence from the
human immunodeficiency virus (HIV) TAT protein readily
enters cells and blocks PAK function similarly to overex-
pressed dominant-negative PAK (Kiosses et al., 2001). We
therefore injected mice with this peptide and examined the
leakage of Evans blue dye into the lung after inhalation of
LPS. This peptide significantly inhibited dye extravasation,
whereas a control peptide in which two prolines essential
for SH3 binding were replaced with alanines had no effect
(Figure 1B). Although we cannot exclude that this peptide
binds other SH3 domain-containing proteins or affects Nck

Figure 2. Erk mediates effects on permeability down-
stream of PAK. (A) BAECs were pretreated with 20
�g/ml PAK N-terminal (NT) peptide that blocks Nck
binding; a mutated, control peptide; or the MEK inhib-
itor U0126 (25 �M). After 1 h, 25 ng/ml VEGF was
added for 30 min. Cells were then fixed and stained for
activated Erk. (B) Cells as described in A were extracted
and analyzed for Erk phosphorylation by Western blot-
ting. Quantitation: values are means � SE for phospho-
Erk normalized total Erk (n � 3). The increase after
VEGF in the control sample is statistically significant, as
are the differences between VEGF-induced permeability
in control versus PAK peptide, and between control and
UO126 (p � 0.01 in all cases). (C) BAECs on 3-�m filters
were transfected with dominant-negative MEK1 (DN
MEK), pretreated for 1 h with 20 �g/ml PAK N-termi-
nal peptide or mutated, control peptide, or pretreated
with 25 �M U0126. Cells were left untreated or stimu-
lated for 1 h with 25 ng/ml VEGF, 50 ng/ml bFGF, or 10
�M histamine. Leakage of HRP across the filter was
assayed as described in Materials and Methods. Values
are means � SD, n � 3.
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targets other than PAK, the data suggest a role for PAK in
regulating permeability in vivo.

A Role for Erk in Vascular Permeability In Vitro
We next considered whether the Erk pathway might be
involved. As a first assay, we examined the localization and
activation of Erk. Confluent BAECs were used in these ex-
periments as these cells are readily transfectable, and previ-
ous work showed that HUVECs and BAECs behaved simi-
larly with respect to PAK and junctional integrity (Stockton
et al., 2004). Stimulation with VEGF induced an increase in
total staining for activated Erk, with a substantial fraction
localized to cell–cell borders (Figure 2A). This staining was
nearly eliminated by pretreatment with the MEK inhibitor
UO126, demonstrating that the signal is specific. The PAK
N-terminal peptide was then used to test whether Erk func-
tions downstream of PAK in this pathway. Both immuno-
staining of monolayers and Western blotting of total cell
lysates showed that activation of Erk by VEGF was blocked
by the active PAK inhibitory peptide but not the control
peptide nearly as well as by the MEK inhibitor UO126
(Figure 2, A and B). Similar results were obtained with bFGF
(data not shown).

To investigate effects on vascular permeability in vitro,
BAECs were grown on filters with 3-�m pores, and trans-
port of HRP across the monolayer was assayed. Permeability
induced by VEGF, bFGF, or histamine was blocked by
UO126 or by transfection with dominant-negative MEK as
well as by the PAK N-terminal peptide (Figure 2C).

In the mouse model, LPS seems to act by triggering release
of cytokines from resident macrophages rather than directly
upon the endothelium and epithelium (Maus et al., 2002).
However, in vitro LPS can increase endothelial permeability
directly (Bannerman and Goldblum, 1999); thus, we inves-
tigated the role of PAK in this pathway. We also examined
responses of endothelial cells to epidermal growth factor
(EGF), because this factor was reported to activate Erk via a
PAK-independent pathway (Beeser et al., 2005). Addition of
LPS to endothelial monolayers did not detectably increase
phosphorylation of PAK or Erk (Figure 3A). LPS did trigger
a reproducible increase in permeability across the mono-
layer, but it was insensitive to an inhibitory PAK peptide
(the PIX-blocking peptide that is discussed below; Figure
3C). EGF increased activation of Erk without a detectable
change in PAK phosphorylation (Figure 3A). Activation of
Erk and induction of permeability by EGF were unaffected
by the PAK inhibitory peptide (Figure 3, B and C). These
results indicate that LPS induces permeability through a
PAK and Erk-independent pathway, whereas EGF does so
via a PAK-independent but Erk-dependent mechanism.

We then addressed whether these results with cultured
endothelial cells were applicable to the vasculature in vivo.
We first stained lung sections with an antibody to phospho-
Erk. In lungs from untreated mice, most of the lung showed
little signal except for sparsely distributed cells in the alve-
olar wall (Figure 4A, small arrows). The identity of these
cells is unknown, although resident macrophages or den-
dritic cells seem likely candidates. In LPS-treated mice, there
was a marked increase in Erk activation in many cell types,
most prominently the vascular endothelium at specific sites
along the vessel wall (Figure 4A, large arrowheads). Alveo-
lae also stained positively, although less so than these sites
in blood vessels. This staining may represent alveolar cap-
illaries or epithelium. Treatment of mice with the N-terminal
PAK peptide largely prevented Erk activation (Figure 4A),
indicating that Erk is downstream of PAK. The control pep-
tide had no effect (data not shown). As a control, mice were

pretreated with the MEK inhibitor UO126, which also
blocked Erk activation throughout the tissue (Figure 4A). To
determine whether Erk is required for vascular leak in this
in vivo system, the effect of UO126 was assayed. The MEK
inhibitor significantly blocked the induction of permeability
by LPS in this model (Figure 4B). We conclude that the
MEK–Erk pathway mediates the effect of PAK on vascular
permeability.

Involvement of �PIX and GIT1
We next considered the possibility that specific protein in-
teractions may facilitate the activation of Erk downstream of
PAK. PAK is known to associate with PIX proteins through
binding of an unconventional proline-rich sequence in PAK
to the SH3 domain of PIX (Manser et al., 1998). PIX also
contains a central DH/PH module that has nucleotide ex-
change activity for Rac and Cdc42, and a region near the C
terminus that binds GIT1 (Bagrodia et al., 1999; Zhao et al.,
2000). GIT1 contains an Arf GAP domain and a Spa2-homol-
ogy domain (SHD) that binds both PIX (Turner et al., 2001)
and MEK1 and -2 (Premont et al., 2004; Yin et al., 2004). Thus,
the PIX-GIT complex has the potential to bring PAK and
MEK into proximity, which might facilitate activation of
MEK.

Staining BAEC monolayers with antibodies to �PIX and
GIT1 showed that a portion of these proteins were present at
cell–cell borders (Figure 5A). Staining of mouse lung sec-
tions also showed expression of both �PIX and GIT1 in the

Figure 3. PAK-independent effects of LPS and EGF. (A) BAECs
were treated with LPS or EGF at the indicated concentrations for 30
min and then lysed and analyzed by Western blotting for PAK
phosphorylation, Erk phosphorylation, and total Erk as a loading
control. Similar results were obtained in 3 independent experi-
ments. (B) BAECs were pretreated the inhibitory peptide described
in Figure 7 (PIX-blocking peptide; PBP) or inactive control peptide
(Con) at 20 �g/ml. They were then stimulated with LPS or EGF.
After 30 min, cells were lysed and analyzed by Western blotting for
phosphorylated Erk or total Erk. Similar results were obtained in
three independent experiments. (C) BAECs on filters were pre-
treated with PIX-blocking (PB) peptide or control peptide as in
Figure 3B and then stimulated with 10 ng/ml LPS, 10 ng/ml EGF,
or 25 ng/ml bFGF as indicated. Permeability across the filter was
assayed by movement of HRP as described in Materials and Methods.
Values are means � SD, n � 3.
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endothelium (data not shown). Additionally, IPs of phos-
pho-PAK contained active MEK (Figure 5B), consistent with
formation of a protein complex. To test the requirement for
PIX and GIT1 in these interactions, BAECs were transfected
with vectors for wild-type (WT) �PIX or a mutant in which
the C-terminal GIT binding domain (GBD) was deleted.
When PIX was immunoprecipitated, the �GBD PIX reduced
the coIP with active MEK (Figure 5C). WT PIX, by contrast,
increased MEK coIP.

To investigate the functional relevance of these protein
interactions, cells were transfected with WT versus mutant
PIX, or with WT GIT1 versus a mutant in which the SHD
that binds PIX and MEK was deleted. Cells were stimulated
and stained for active PAK. Expression of mutant �PIX or
GIT1 completely blocked localization of phospho-S141 PAK
to cell–cell junctions, whereas the WT constructs had no
effect (Figure 5D). The mutant constructs also blocked acti-
vation of Erk and MLC, whereas the WT constructs either
increased activation or had no effect (Figure 5, E and F).
Finally, both mutant �PIX and GIT1 efficiently blocked the
increase in permeability across an endothelial monolayer in
vitro in response to VEGF (Figure 6A) and bFGF (data not
shown). By contrast, expression of WT constructs modestly

increased permeability. We conclude that the PIX–GIT com-
plex plays a critical role in facilitating Erk and MLC activa-
tion downstream of PAK.

These results seem to conflict with those from Berk and
colleagues who reported that knockdown of GIT1 in
HUVECs increased vascular permeability in response to
thrombin (van Nieuw Amerongen et al., 2004). To address
this discrepancy, we examined the effect of GIT1 knockdown
on in vitro permeability in response to multiple soluble
factors. We also used HUVECs in these experiments to allow
a direct comparison with the previous study and because the
sequence for bovine GIT is not available. We found that
siRNA oligonucleotides targeting GIT1 decreased protein
expression, lowered baseline permeability, and efficiently
blocked the increase in permeability induced by bFGF and
histamine; however, there was no statistically significant
effect on thrombin-induced permeability (Figure 6B). Al-
though we did not see the previously observed enhance-
ment of permeability (van Nieuw Amerongen et al., 2004), it
is clear that GIT1 plays a distinct role in the thrombin
pathway compared with cytokines. The absence of enhance-
ment may be due to differences in experimental conditions
or to different sources of cells.

Figure 4. Erk activation in mice after LPS
inhalation. (A) Mice were injected intraperito-
neally with 1 mg of PAK N-terminal peptide,
1 mg of control peptide, or 0.5 ml of UO126 at
70 �M, and then they were treated with saline
or LPS as described in Figure 1. At 6 h, the
lungs were removed, fixed, and embedded.
They then were sectioned and stained for ac-
tivated Erk by using pT202/pY204 antibody.
Small arrows indicate unidentified cells in
control lungs that stain positively. Large ar-
rows indicate conduit blood vessels. (B) Mice
were treated with saline or LPS, with or with-
out prior injection of 0.5 ml of MEK inhibitor
U0126 at 70 �M. At 6 h, leakage of Evans blue
dye (EB) was assayed as described in A. As-
terisk (*) indicates statistical significance, p �
0.05 relative to LPS-treated mice without
UO126; n �4. (C) Some mice from the same
experiment, described in A were injected with
1 mg/ml PIX blocking peptide, exposed to
LPS and sections stained for phospho-Erk. Ar-
row indicates a conduit vessel.
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Peptide Inhibition of the PIX–GIT Complex
To further test the functional relevance of the PAK–PIX-GIT
complex, we used a peptide inhibitor of PAK–PIX associa-
tion (Figure 7A). PAK binds to the PIX SH3 domain through
an atypical proline-rich region that does not fit the consen-
sus sequences for SH3 binding (Manser et al., 1998). To
facilitate its entry into cells, we synthesized a peptide in
which this sequence was fused to the HIV TAT polybasic
region at its N terminus (Schwarze et al., 1999). We also
added a biotin tag to its C terminus to facilitate detection
and immobilization for pull-down assays.

When cell lysates were incubated with peptides bound to
streptavidin beads, the PIX-blocking peptide bound �PIX
with high efficiency (Figure 7B). No binding of �PIX was
observed to a control peptide in which two key residues
were mutated. Several other SH3-containing proteins
showed no binding, although in some experiments cortactin

showed weak but specific binding. When higher amounts of
cell lysates were used, weak, specific binding of CD2-asso-
ciated protein (CD2AP) and weak but nonspecific binding of
DOCK180 could also be detected (data not shown). The
peptide therefore seems to be selective for PIX, although it
has other, lower affinity interactions.

To test its ability to disrupt the interaction between PAK
and PIX, BAECs were incubated with 20 �g/ml the PIX
blocking peptide or the mutated control peptide fused to the
TAT sequence to allow entry into cells. The cells were then
rinsed, extracted with detergent and �PIX immunoprecipi-
tated. The peptide had no effect on the amount of PIX but
reduced the PAK in the precipitates by �70% (Figure 7C).
This result may underestimate the extent of inhibition, be-
cause the peptide was washed out before lysis; thus, some
reassociation may have occurred during IP. When Erk acti-
vation was assayed, the PIX blocking peptide efficiently

Figure 5. Requirements for �PIX and GIT1 in PAK-dependent permeability. (A) BAECs stimulated with 25 ng/ml VEGF for 30 min were
fixed and immunostained for GIT1 or �PIX. (B) BAECs were left untreated or stimulated with VEGF and then extracted and immunopre-
cipitated with anti-phospho-S141 PAK antibody. The IPs were probes for phospho-MEK1/2, or, as a loading control, for phospho-PAK
(pPAK). HC, IgG heavy chain. (C) BAECs were transfected by nucleoporation, using a protocol that gives 80–90% transfection efficiency, with
WT PIX or �GBD PIX. Starved cells were untreated or stimulated with VEGF as described in A, extracted, and PIX immunoprecipitated. The
presence of PIX and active MEK in the IPs was determined by Western blotting. (D) BAECs were nucleoporated with WT GIT1, GIT1 with
a SPA2 homology domain (SHD) deletion that does not bind �PIX, WT �PIX, or �GBD �PIX. Cells were stimulated with VEGF as described
in A and then fixed and stained for phospho-S141 PAK. (E and F) Cells were transfected and stimulated with VEGF as in A, then detergent
extracted and analyzed by Western blotting to detect Erk phosphorylation (E) and MLC ser19 phosphorylation (F). (G) Quantitation. For Erk
phosphorylation in E, values are means � SE, n � 3, normalized for total proteins levels. Stimulation by VEGF was statistically significant
(p � 0.01) as was the decrease in Erk activity after VEGF for GIT1 �SHD (p � 0.01) and PIX �GBD (p � 0.03) compared with vector control.
For MLC, values are means � range, n � 2, normalized to total protein levels. Stimulation by VEGF was statistically significant (p � 0.025)
as was the decrease in Erk activity after VEGF for GIT1 �SHD and PIX �GBD compared with vector control (p � 0.04 for both).
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inhibited VEGF stimulation, whereas the control peptide
had no effect (Figure 7D). Stimulation of Erk by bFGF was
also blocked (data not shown).

We also examined the reorganization of the actin cytoskel-
eton in response to bFGF (Figure 7E) or VEGF (data not
shown). These growth factors triggered an increase in actin
stress fibers, which was blocked by the active but not the
mutated peptide. These images were quantified to deter-
mine the ratio of actin in stress fibers to total actin. In cells
treated with control peptide, bFGF increased stress fiber
actin from 51 � 10% to 71 � 13%, whereas in cells treated
with PIX-blocking peptide, basal stress fiber actin was 30 �
8% and increased to 39 � 7% after bFGF. These decreases in
stress fiber actin induced by the PIX-blocking peptide, both
before and after bFGF, are highly significant (p � 0.0001).
The PIX-blocking peptide at 20 �g/ml also blocked the
increase in permeability in vitro in response to VEGF by
�80% in BAECs (Figure 8A) and in HUVECS (data not
shown). Similar results were obtained for bFGF (Figure 3C).
By contrast, this peptide had no effect on Erk activation and
permeability induced by EGF, or permeability induced by
LPS, neither of which activate PAK (Figure 3A). The PIX-
blocking peptide, therefore, inhibits Erk activation and per-
meability only for PAK-dependent stimuli. In all cases, the
mutant peptide had no effect.

The PIX Blocking Peptide In Vivo
To test whether vascular permeability in vivo requires the
interaction between PAK and PIX, we again examined mice

Figure 7. An inhibitory peptide blocks the interaction between
PAK and PIX. (A) Sequence of the PIX SH3-blocking peptide and
the mutated control. (B) Cell lysates were incubated with PIX-
blocking (PIX) or control (Con) peptides immobilized on streptavi-
din beads. The beads were rinsed, and the bound proteins or whole
cell lysates (WCL) or analyzed. Western blots were probed for the
indicated SH3 domain-containing proteins. (C) BAECs were incu-
bated with PIX-blocking or control peptide at 20 �g/ml for 1 h and
then stimulated with VEGF for 30 min. Cells were rinsed, lysed, and
�PIX immunoprecipitated. The IPs were analyzed by Western blot-
ting for PIX as a control, or for PAK and phospho-PAK (pPAK) to
detect coIP. (D) BAECs were incubated with peptides and stimu-
lated with VEGF as described in C and then lysed and analyzed for
Erk activation by Western blotting against phospho-Erk. Total Erk
was analyzed to demonstrate equal loading. Values are means � SE,
n � 3, normalized to total protein. VEGF stimulation of Erk

Figure 6. GIT1 and �PIX control permeability in vitro. (A) Cells
transfected as in Figure 4C were plated on filters with 3-�m pores at
confluent density. Cultures were stimulated with VEGF, and per-
meability to HRP was assayed as described in Materials and Methods.
(B) HUVECs were transfected with siRNA oligonucleotides specific
to GIT1 or with control, scrambled siRNA. Total cell lysates at 72 h
were analyzed for GIT1 expression by Western blotting (top). Cells
on filters were analyzed for permeability to HRP after treatment
with 50 ng/ml VEGF, 10 �M histamine, or 0.2 U/ml thrombin.
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after inhalation of LPS. For these experiments, we fused the
TAT sequence to a version of the PIX blocking peptide that
lacked the biotin and the three C-terminal residues, based on
an NMR structure showing that these residues did not con-
tribute to the interaction with PIX (Mott et al., 2005). Injection
of the PIX blocking peptide significantly decreased leakage
of Evans blue dye into the lung in a dose-dependent manner
(62% inhibition at 1 mg, 85% inhibition at 2 mg), whereas the
control peptide had no significant effect (Figure 8B). We also
observed inhibition of phospho-Erk staining in lung sections
(Figure 4C, arrowhead indicates a blood vessel). We con-
clude that the complex between PAK and PIX is required for
activation of Erk and induction of vascular leak in an in vivo
model of lung inflammation.

DISCUSSION

These data show first that PAK is a key regulator of endo-
thelial permeability in a lung injury/inflammation model.
Second, PAK seems to act mainly by facilitating Erk activa-
tion downstream of multiple cytokines and growth factors.
These functional interactions have some selectivity, because
LPS can induce permeability in vitro independently of both
PAK and Erk, whereas EGF can activate Erk and induce
permeability independently of PAK.

Multifunctional kinases such as protein kinase A or C that
have many potential substrates often use scaffolding and
anchoring proteins to enhance specific substrate interactions
(Schechtman and Mochly-Rosen, 2001; Scott, 2003). We
therefore investigated the role of the PAK–PIX–GIT complex
in this pathway. We found that the ability of PAK to activate
Erk and induce vascular permeability strongly depends on
the integrity of this protein complex. This conclusion is
based on colocalization of the relevant components to cell–
cell borders, physical association of these components in IPs,
and on disruption of the interactions by inhibitory con-
structs, siRNA-mediated knockdown, and cell-permeant
peptides. A model, based on current and published data, is
shown in Figure 9. In this model, cytokines trigger activation
of PAK through Rac (Stockton et al., 2004). PAK is bound to
�PIX, where GIT1 binds both PIX and MEK1/2 to bring
active PAK into proximity with MEK. PAK then phosphor-
ylates MEK on ser298, which enhances MEK binding and
activation by Raf (Frost et al., 1997). We speculate that phos-
phorylated MEK activates Erk, which activates MLCK to
promote myosin-dependent contractility as described previ-
ously (Klemke et al., 1997), leading to disruption of cell–cell
junctions (Stockton et al., 2004). However, it has also been
reported that MEK stimulates vascular permeability inde-
pendently of Erk (Wu et al., 2005). Our data do not address
these issues, but these results could be reconciled if a specific
subfraction of Erk bound to the appropriate scaffolding pro-
teins mediated these effects. There is precedent for this con-
cept, because the small fraction of Erk that localizes to focal
adhesions has properties distinct from total active Erk
(Hughes et al., 2002). Moreover, recent work showed that
PAK also has effects on internalization of VE-cadherin in
endothelial cells, which also contributes to permeability
(Gavard and Gutkind, 2006).

The requirement for PAK in regulation of permeability is
relevant to inflammatory, thrombotic and angiogenic medi-

Figure 7 (cont). phosphorylation was statistically significant, as was
the inhibition byGIT �SHD (p � 0.02). (E) Cells were incubated with
PIX-blocking or control peptides as described in C, stimulated with
bFGF for 60 min, and then stained for F-actin.

Figure 8. Peptide blocking of the PIX–PAK interaction inhibits
permeability. (A) BAECs on filters with 3-�m pores were pretreated
with 20 �g/ml PIX-blocking or control peptides for 1 h and then
stimulated with VEGF for 30 min. HRP movement across the mono-
layer was assayed as described in Materials and Methods. (B) Mice
received intraperitoneal injections with the indicated amounts of the
PIX-blocking or control peptides. They were treated with aerosol-
ized LPS or saline for 6 h and then leakage of Evans blue dye (EB)
into the lung assayed as described in Materials and Methods. Values
are means � SD, n � 4–8. *p � 0.02, **p � .001, relative to
LPS-treated mice without peptides.

Figure 9. Model for PAK induction of vascular permeability. PAK
is activated in response to inflammatory, thrombotic, and angio-
genic stimuli. Rac mediates activation of PAK, whereas Ras medi-
ates activation of MEK and Erk. An atypical proline-rich sequence in
PAK binds to the �PIX SH3 domain. PIX binds to GIT1 through a
region in the C terminus of PIX and the SHD of GIT1. The SHD also
binds MEK1/2. PAK phosphorylates MEK on ser298, which facili-
tates activation of MEK by Raf. Subsequent activation of Erk by
MEK leads to activation of MLCK and contractility, which disrupts
intercellular junctions.
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ators but not for LPS or EGF. The activation of PAK in the
LPS inhalation model is likely to be due to a cascade involv-
ing several cell types that secrete a variety of factors. Resi-
dent lung macrophages are thought to be the primary target
for LPS and to secrete cytokines such as macrophage inflam-
matory protein (MIP)1� and MIP2, which recruits neutro-
phils and other leukocytes to the tissue (Orfanos et al., 2004;
Reutershan et al., 2005). These cells then secrete additional
cytokines. Which of these factors mediate vascular leak has
not been addressed in this study. However, the focal nature
of Erk activation in the vascular wall suggests that local
interactions with leukocytes are likely to be critical. There is
evidence that different factors use distinct signaling path-
ways to induce vascular permeability. VEGF, for example,
relies on a src-dependent pathway, whereas bFGF does not
(Eliceiri et al., 1999). Thrombin effects are mediated mainly
by Rho and Rho kinase (Essler et al., 1998; van Nieuw
Amerongen et al., 2004). However, PAK and Erk seem to be
common signaling intermediates shared by most of these
factors. How these different signaling networks are orga-
nized to use the PAK–Erk–MLC axis will be an interesting
area for future work.

It is interesting that complete knockdown of GIT1 has
effects that are distinct from disruption of the PAK–PIX–GIT
complex. Although GIT1 knockdown enhances (van Nieuw
Amerongen et al., 2004) or has no effect on (our study)
thrombin-induced permeability, disruption of the complex
blocks in all cases. Thus, it is likely that other activities of
GIT1 are involved in modulating the thrombin response. Its
Arf GAP activity is an obvious candidate, because it can
stimulate focal adhesion disassembly (Turner et al., 2001),
which is indicative of decreased contractility. Consistent
with this idea, suppression of GIT1 expression enhanced
focal adhesions in thrombin-treated cells (van Nieuw Amer-
ongen et al., 2004). However, specific disruption of PAK–
PIX–GIT interactions seem to have distinct effects.

Lung injury is a serious, often fatal, medical problem
(Orfanos et al., 2004; Lionetti et al., 2005). It is commonly
caused by infection and can be exacerbated by mechanical
ventilation to trigger leakage of fluid into the lungs, leading
to respiratory insufficiency. Incidence of death in acute lung
injury is in the range of 30–40%, and no specific treatment is
currently available. Although the in vivo mouse experi-
ments reported here represent only a first step, the highly
encouraging results suggest that further testing is war-
ranted. The PAK peptides or other reagents that block in-
teractions within this protein complex may offer the advan-
tage that other functions of PAK would not be inhibited.
Such reagents could conceivably be useful for lung injury or
other diseases where vascular permeability is a contributing
factor.
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