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Bacterial lipopolysaccharide (LPS) is a key mediator in the vas-
cular leak syndromes associated with Gram-negative bacterial
infections. LPS opens the paracellular pathway in pulmonary vas-
cular endothelia through protein tyrosine phosphorylation. We
now have identified the protein-tyrosine kinases (PTKs) and their
substrates required for LPS-induced protein tyrosine phosphoryl-
ation and opening of the paracellular pathway in human lung
microvascular endothelial cells (HMVEC-Ls). LPS disrupted bar-
rier integrity in a dose- and time-dependent manner, and prior
broadspectrumPTKinhibitionwasprotective.LPSincreasedtyro-
sine phosphorylation of zonula adherens proteins, VE-cadherin,
�-catenin, and p120ctn. Two SRC family PTK (SFK)-selective
inhibitors, PP2 and SU6656, blocked LPS-induced increments in
tyrosine phosphorylation of VE-cadherin and p120ctn and paracel-
lularpermeability. InHMVEC-Ls, c-SRC,YES,FYN,andLYNwere
expressed at both mRNA and protein levels. Selective small inter-
fering RNA-induced knockdown of c-SRC, FYN, or YES dimin-
ished LPS-induced SRC Tyr416 phosphorylation, tyrosine phos-
phorylation of VE-cadherin and p120ctn, and barrier disruption,
whereas knockdownofLYNdidnot. ForVE-cadherinphosphoryl-
ation, knockdown of either c-SRC or FYN provided total protec-
tion, whereas YES knockdown was only partially protective. For
p120ctn phosphorylation, knockdown of FYN, c-SRC, or YES each
provided comparable but partial protection. Toll-like receptor 4
(TLR4) was expressed both on the surface and intracellular com-
partment of HMVEC-Ls. Prior knockdown of TLR4 blocked both
LPS-induced SFK activation and barrier disruption. These data
indicate that LPS recognition by TLR4 activates the SFKs, c-SRC,
FYN, andYES, which, in turn, contribute to tyrosine phosphoryla-
tionof zonula adherensproteins toopen the endothelial paracellu-
lar pathway.

Gram-negative sepsis is a persistent and widespread prob-
lem, with up to 300,000 cases occurring each year in the United
States alone (1). Despite the development of new antibiotics,
mortality from Gram-negative sepsis remains unacceptably
high (2). Life-threatening Gram-negative sepsis can be compli-
cated by systemic vascular collapse, disseminated intravascular
coagulation, and vascular leak syndromes, including the acute
respiratory distress syndrome (3, 4). One common element to
these sepsis-associated vascular complications is the presence
of endothelial cell (EC)3 injury and/or dysfunction. Evidence
exists that the bacterial component responsible for much of
these EC alterations is the bacterial outer membrane constitu-
ent, endotoxin or lipopolysaccharide (LPS). LPS bioactivity has
been detected in the bloodstream of Gram-negative septicemic
patients, and levels of circulating LPS predict development of
multiorgan failure, including acute respiratory distress syn-
drome (5). Administration of LPS alone to experimental ani-
mals reconstitutes the EC injury associated with sepsis (3, 4).
Finally, immunological and pharmacological interventions that
specifically target the LPS molecule, at least in some reports,
protect against these same vascular complications (6, 7).
Although LPS stimulates release of endogenous mediators that
are known to increase endothelial paracellular permeability
(8–10), LPS also directly opens the paracellular pathway (11).
TLR4 (Toll-like receptor 4) is the principal signal-transduc-

ing receptor for LPS (12). C3H/HeJmice with amissensemuta-
tion (P712H) in TLR4 and C57BL/10ScCr mice with a deletion
mutation in TLR4 both are unresponsive to LPS (12, 13). The
signaling elements downstream to TLR4 have been thoroughly
studied in cells of monocyte/macrophage lineage that express
TLR4 and CD14 on the cell surface (12). Although it is well
known that LPS elicits a wide range of host cell responses,
reports on downstreamTLR4 signaling have almost exclusively
focused on proinflammatory gene expression. Whether these
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findings can be extended either to other cell types, including
ECs, and/or to other biological activities, including tyrosine
phosphorylation events and barrier disruption, is less clear.
In ECs, LPS responsiveness is less well understood. First,

there is no agreement as to whether EC TLR4 is expressed
within the cell or on the cell surface (14–17). In immortalized
human dermalmicrovascular ECs (HMEC-1), immunostaining
of TLR4 was evident on the cell surface (16), and anti-TLR4
antibodies blocked LPS-induced NF-�B activation (17). In
other reports, however, TLR4 was not detectable on either
HMEC-1 cells (18) or human umbilical vein ECs (19) by surface
staining using these same anti-TLR4 antibodies. In the latter
report, anti-TLR4 antibodies, at concentrations that far
exceeded those that blocked LPS responsiveness in macro-
phages, failed to block the human umbilical vein EC response to
LPS (14). In another report inwhich flow cytometrywas applied
to human coronary artery ECs, five distinct anti-TLR4 antibod-
ies failed to detect surface TLR4, and these same antibodies
could not block LPS-induced EC expression of CD62E (E-selec-
tin) (15). There is precedent for TLR4 as an intracellular recep-
tor in respiratory and intestinal epithelia (20, 21). These com-
bined studies raise the possibility that TLR4 is predominantly
or exclusively expressed intracellularly in ECs. Inmultiple stud-
ies, ECs did not express CD14 (22, 23). In one recent report,
early passage human umbilical vein ECs were found to synthe-
size and express low levels of CD14 on the cell surface (2000–
3000 molecules/cell) that rapidly diminished with subsequent
passage (24). In another report, anti-CD14 antibodies, in the
absence of serum, reduced the EC response to LPS (25). These
inconsistent findings for TLR4 and CD14 expression in ECs
have made the molecular mechanisms for LPS responsiveness
in these cells more difficult to define.
In a bovine EC system, we have found that LPS increases

tyrosine phosphorylation of EC proteins enriched to EC-EC
boundaries, reorganizes the actin cytoskeleton, and opens the
paracellular pathway, all in a PTK-dependent manner (11, 26).
The operative PTK(s) and their EC-EC junctional substrates
were unknown. LPS has been shown to activate multiple PTKs,
including Bruton’s tyrosine kinase (27, 28), SRC family PTKs
(SFKs) (29, 30), proline-rich tyrosine kinase 2 (31), Syk (32), and
Ron receptor tyrosine kinase (33). LPS increases tyrosine phos-
phorylation ofmultiple host proteins, including several compo-
nents of specialized intercellular junctions, such as connexin 43
and PECAM-1 (34, 35). Several establishedmediators of vascu-
lar permeability, such as histamine (36), TSP-1 (37), SPARC
(38), VEGF (39), and tumor necrosis factor � (TNF-�) (10),
each increase tyrosine phosphorylation of one ormore proteins
within the EC-EC adherens junction, the zonula adherens (ZA).
The ZA is a multiprotein complex that couples the subcortical
actin cytoskeleton to the cytoplasmic domain of cadherins, sur-
face receptors that mediate homophilic cell-cell adhesion (40,
41). Changes in the tyrosine phosphorylation state of one or
more ZA proteins alter protein-protein interactions within the
multiprotein complex that promote actin depolymerization,
ZA disassembly, and/or disruption of the ZA-actin cytoskeletal
linkage (10, 36, 39). Through inside-out signaling, homophilic
adhesion between opposing VE-cadherin ectodomains is thus
reduced, and the endothelial paracellular pathway opens.

In this study, we have identified specific LPS-inducible
PTK(s) that participate in increased tyrosine phosphorylation
of EC substrates, including ZA proteins, leading to opening of
the paracellular pathway in human lung microvascular
endothelia.

MATERIALS AND METHODS

Reagents—Protein-free Escherichia coli K235 LPS (�0.008%
protein) was prepared by modification of the phenol/water
extraction method to exclude contaminating bacterial constit-
uents present in commercial LPS preparations (42). The broad
spectrumPTK inhibitors, herbimycinA and geldanamycin, and
the SFK inhibitors, PP2 and Su6656, were purchased from Cal-
biochem. LPS derived from E. coli O111:B4 and [14C]bovine
serum albumin (BSA) were purchased from Sigma.
EC Culture—Human lung microvascular ECs (HMVEC-Ls)

and, in selective experiments, human pulmonary artery ECs
(Cambrex, SanDiego, CA)were cultured in EC growthmedium
(EBM-2; Cambrex) containing 5% fetal bovine serum, human
recombinant epidermal growth factor, human recombinant
insulin-like growth factor-1, humanbasic fibroblast growth fac-
tor, vascular endothelial growth factor, hydrocortisone, ascor-
bic acid, gentamicin, and amphotericin B (10). Only ECs at pas-
sages 5–10 were studied. Trypan blue exclusion was used to
assess EC plasma membrane integrity or viability.
Assay of Transendothelial Albumin Flux—Transendothelial

BSA flux was assayed as previously described (6). Briefly, gela-
tin-impregnated polycarbonate filters (13-mm diameter,
0.4-�m pore size) (Nucleopore, Pleasanton, CA) mounted in
polystyrene chemotactic chambers (ADAPS, Dedham, MA)
were inserted into wells of 24-well plates. ECs (2 � 105 cells/
chamber) were seeded in each upper compartment and cul-
tured for 72 h. The base-line barrier function of eachmonolayer
was established by introducing an equivalent concentration of
the permeability tracer, [14C]BSA (1.1 pmol (i.e. 4800–6200
dpm/0.5 ml)) to each upper compartment for 1 h, after which
0.5 ml from the lower compartment was mixed with 4.5 ml of
Optifluor scintillation fluid (Packard Instruments, Downers
Grove, IL) and counted in a liquid scintillation counter (Beck-
man, Fullerton, CA). Only thosemonolayers retaining�97% of
the tracer were utilized in experiments. The monolayers were
then exposed to increasing concentrations of protein-free LPS,
Pam3Cys (L2000; EMC Microcollections, Tuebingen, Ger-
many), or medium alone for increasing exposure times in the
presence or absence of PTK inhibitors, after which transendo-
thelial [14C]BSA flux was again assayed.
Expression of SFKs andTLR4 inHMVEC-Ls—Total RNAwas

isolated from HMVEC-Ls with the Absolutely RNA Miniprep
kit (Stratagene, La Jolla, CA). A human SRC family kinase
MultiGene-12TM RT-PCR profiling kit (SuperArray, Frederick,
MD) was used to detect mRNA for the eight human SFKmem-
bers. Primers used to detect TLR4 mRNA by RT-PCR were
5�-CGGATGGCAACATTTAGAATTAGT-3� (forward) and
5�-TGATTGAGACTGTAATCAAGAACC-3� (reverse). To
assess expression at the protein level, total HMVEC-L lysates
were resolved by 4–12% gradient SDS-PAGE (Invitrogen) and
transferred onto polyvinyldene difluoride (PVDF) membranes
(Millipore, Bedford, MA). The blots were probed with murine

TLR4 Coupled to SFK-mediated Endothelial Barrier Disruption

13438 JOURNAL OF BIOLOGICAL CHEMISTRY VOLUME 283 • NUMBER 19 • MAY 9, 2008



monoclonal antibodies raised against c-SRC, LYN (Upstate
Biotechnology, Inc., Lake Placid, NY), and YES (BD Bio-
sciences), rabbit polyclonal anti-FYN antibodies, or murine
monoclonal antibodies raised against TLR4 (Santa Cruz Bio-
technology, Inc., Santa Cruz, CA). Blots were washed and incu-
bated with horseradish peroxidase-conjugated rabbit anti-
mouse antibody or goat anti-rabbit antibody (BD Biosciences)
and developed with ECL (Amersham Biosciences). In other
experiments, HMVEC-Ls were detached using 0.25% trypsin-
EDTA, in some cases permeabilized with 0.1% Triton X-100,
incubated with fluorescein isothiocyanate (FITC)-conju-
gated mouse anti-human TLR4 antibodies (BD Biosciences)
or a FITC-conjugated species- and isotype-matched control
antibody for 30 min at 4 °C in phosphate-buffered saline.
Antibody binding to the intact and permeabilized cells was
evaluated using a flow cytometer (FACSCAN; BD Bio-
sciences), and the data were analyzed with CELLQUEST
software (BD Biosciences).
Phosphotyrosine Immunolocalization—Postconfluent ECs

were exposed for 1 h to LPS (100 ng/ml) or medium alone. The
ECs were fixed (4% paraformaldehyde, 10 min), washed, per-
meabilized (0.1% Triton X-100, 5 min), blocked, and incubated
for 1.5 h with FITC-conjugated anti-phosphotyrosine antibod-
ies (4G10; Millipore) in the dark. The ECs were mounted on
microscope slides, visualized, and photographed through a flu-
orescence microscope (Nikon Eclipse TE 2000-E).
Phosphotyrosine Immunoblotting—Postconfluent ECs (2.3�

105 cells/100-mm dish) were exposed to LPS or medium alone,
after which they were lysed with ice-cold modified radioimmu-
noprecipitation assay buffer, containing 50 mM Tris-HCl, pH
7.4, 1% Nonidet P-40, 0.25% sodium deoxycholate, 150 mM
NaCl, 1 mM EGTA, 100 mg/ml type-1 DNase, 1 mM sodium
orthovanadate, 1 mM NaF, 1 mg/ml pepstatin A, 10 mM pyro-
phosphate, and 1 mM phenylarsine oxide (all purchased from
Sigma), and 1 tablet of complete protease inhibitor mixture
(Roche Applied Science) per 20 ml of lysate as described (10).
The lysates were centrifuged, and the supernatants were
assayed for protein concentrationwith a Bradford protein assay
kit (Bio-Rad). The samples were resolved by 4–12% gradient
SDS-PAGE and transferred onto PVDF membranes. The blots
were blocked with membrane blocking solution (Zymed Labo-
ratories Inc., San Francisco, CA) and were incubated with
mouse anti-phosphotyrosine antibodies (PY-Plus mixture)
(Zymed Laboratories Inc.), followed by horseradish peroxi-
dase-conjugated rabbit anti-mouse antibody (BD Biosciences),
and developed with ECL. To confirm equivalent protein load-
ing and transfer, blots were stripped with the Blot Restore
membrane rejuvenation kit (Chemicon, Temecula, CA), rep-
robed withmouse anti-�-tubulin antibodies (Zymed Laborato-
ries Inc.), and again developed with ECL as described (10).
Identification of Phosphotyrosine-containing Proteins—An

immunoprecipitation strategy was employed to identify ZA
substrates for LPS-induced tyrosine phosphorylation as
described (43). Lysates of ECs treated with LPS or medium
alone were precleared by incubation with either anti-murine or
anti-rabbit IgG cross-linked to agarose (Sigma) for 1 h at 4 °C
and then incubated overnight at 4 °C with specific murine
monoclonal antibodies raised against �-, �-, or p120-catenin

(BD Biosciences) or a rabbit polyclonal antibody raised against
VE-cadherin (Cayman, AnnArbor,MI). The resultant immune
complexes were immobilized by incubation with IgG cross-
linked to agarose for 2 h at 4 °C, centrifuged, washed, boiled for
7 min in sample buffer, and again centrifuged. The superna-
tants were then processed for phosphotyrosine immunoblot-
ting with PY-Plus mixture as described above. To control for
immunoprecipitation efficiency and protein loading and trans-
fer, blots were stripped and reprobed with the immunoprecipi-
tating antibody. Immunoblots were captured for quantitative
densitometry using a FUJIFILM LAS-3000 imaging system
(FUJIFILM, Greenwood, SC), and each phosphotyrosine signal
was normalized to its respective total signal on the same blot.
Detection of SFK Activity by Cell-based ELISA—HMVEC-Ls

(1.5�104 cells/well) were cultured for 48 h in flat bottom
96-well plates, after which they were exposed for increasing
times to increasing concentrations of LPS. The cells were fixed,
washed, quenched with H2O2 and NaN3, and microwaved,
according to the manufacturer’s protocol (SuperArray). The
plates were washed, blocked, incubated with anti-phospho-
SRC (Tyr416) or anti-pan-SRC antibodies, washed, and incu-
bated with secondary antibody. The plates were incubated with
developing solution, and the A450 nm for each well was deter-
mined. To normalize each well to relative cell number, the
plates were washed, dried, incubated with protein stain, again
washed, and solubilized in 1% SDS, and the A595 nm was deter-
mined. Each phospho-SRC and each pan-SRCwell was normal-
ized to cell number in the samewell, and each normalized phos-
pho-SRC value was normalized to its normalized pan-SRC
value. SFK activity was calculated as phospho-SRC A450/A595
per pan-SRC A450/A595.
Knockdown of TLR4 and SFKs through Small Interfering RNA

(siRNA)—SMARTPool siRNAduplex products designed to tar-
get TLR4, c-SRC, FYN, LYN, and YES, as well as control siRNA
duplexes (Dharmacon, Lafayette, CO), were preincubated with
TransMessenger transfection reagent (Qiagen, Valencia, CA),
and the complexes were presented to HMVEC-Ls for 3 h in the
absence of serum. At 72 h, ECs were lysed and processed for
immunoblotting with anti-c-SRC, anti-FYN, anti-LYN, or anti-
YES antibodies. TLR4 immunoblotting was performed at 24 h.
To confirm equivalent protein loading and transfer, blots were
stripped and reprobed with anti-�-tubulin antibody and devel-
oped with ECL. Once knockdown was established, the siRNAs
were transfected into ECs for studies of SFK activation, ZA
protein tyrosine phosphorylation, and transendothelial
[14C]BSA flux. For the barrier assays, HMVEC-Ls were cul-
tured to 70% confluence in plastic dishes, after which they were
transfected with siRNA targeting FYN, c-SRC, LYN, YES,TLR4,
or control siRNAs. After 24 h, the transfected cells were seeded
into assay chambers and cultured for 48 h, after which the base-
line barrier function was established. Only ECmonolayers that
retained �97% of the tracer molecule were exposed for 6 h to
100 ng/ml LPS or medium alone and again assayed for transen-
dothelial [14C]BSA flux.
Statistics—One-way analysis of variancewith repeatedmeas-

ures, followed by post hoc comparisons using Tukey’s multiple
paired comparison test, was used to compare the mean
responses among experimental and control groups for all
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experiments. The GraphPad PRISM 4 program for windows
was used for these analyses. A p value of �0.05 was considered
significant.

RESULTS

LPS Increases Transendothelial [14C]BSA Flux across
HMVEC-Ls—Although we have demonstrated that LPS
increases the paracellular permeability through PTK activation
in bovine ECs, there are well known species differences in LPS
responsiveness (44). Accordingly, we studied the effect of LPS
on barrier function in human ECs. At 6 h, LPS induced a dose-
dependent increase in [14C]BSA flux across HMVEC-L mono-
layers (Fig. 1A). The minimum LPS concentration that
increased albumin flux comparedwith themedium control was
3 ng/ml. The maximal increase in albumin flux, 0.082 pmol/h,

was seen with 10,000 ng/ml of LPS. The LPS effect was also
time-dependent (Fig. 1B). HMVEC-L monolayers were
exposed to either of two fixed concentrations of LPS (10 and
100 ng/ml) or medium alone for increasing exposure times
(0.5–6 h). Exposure to either 10 or 100 ng/ml LPS was associ-
ated with prolonged stimulus-to-response lag times of 4 and
6 h, respectively. Finally, a highly purified LPS preparation that
lacks contaminating lipoproteins that activate TLR2 (42)
induced the same EC response as unpurified LPS (Fig. 1C). At
the same time, a known TLR2 agonist, the triacylated lipopep-
tide, Pam3Cys, did not increase transendothelial [14C]BSA flux
at concentrations that activate TLR2 inmonocytes (45). Termi-
nal dUTP nick-end labeling assays excluded HMVEC-L apo-
ptosis after LPS treatment (300 ng/ml, 6 h), and a trypan blue
exclusion assay indicated that barrier dysfunction in response

FIGURE 1. LPS increases paracellular permeability across HMVEC-Ls. Postconfluent HMVEC-L monolayers were exposed for 6 h to increasing concentrations
of LPS (A) or to one of two fixed concentrations of LPS (10 or 100 ng/ml) or medium alone for increasing exposure times (B). C, in other studies, postconfluent
HMVEC-L monolayers were exposed for 6 h to equivalent concentrations of LPS versus protein-free LPS that lacks contaminating TLR2 agonists, increasing
concentrations of Pam3cys, an established TLR2 agonist, or medium alone. Vertical bars represent mean � S.E. transendothelial [14C]BSA flux in pmol/h
immediately after the study period. Mean � S.E. pretreatment base-line transendothelial [14C]BSA flux is indicated by the closed bars in A and C, and flux across
naked filters is shown by the stippled bar in A. n indicates number of monolayers studied and in A and C is indicated within each bar. In B, the n for each time point
within each group was 6. *, significantly increased compared with the simultaneous medium control at p � 0.05; **, significantly decreased compared with LPS
alone at p � 0.05. The data in A and B each were the cumulative result of three independent experiments with 2– 6 replicates/treatment/experiment, whereas
the data in C were obtained from two experiments with three replicates/treatment/experiment.
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to LPS could not be ascribed to loss of EC viability (data not
shown). Therefore, the LPS-induced increase in transendothe-
lial [14C]BSA flux was dose- and time-dependent and could not
be ascribed to lipoprotein contamination, loss of plasma mem-
brane integrity, or EC apoptosis.
TLR4 Expression in HMVEC-Ls—We utilized RT-PCR and

immunoblotting to establishwhether TLR4mRNAand/or pro-
tein were expressed in HMVEC-Ls (Fig. 2, A and B). TLR4 was
clearly expressed inHMVEC-Ls at both themRNA and protein

levels. Nonpermeabilized and permeabilized HMVEC-Ls were
studied by flow cytometry for TLR4 expression in three inde-
pendent experiments (Fig. 2C). TLR4 was expressed in 98.8,
97.0, and 99.4% of permeabilized cells (Fig. 2C, ii), whereas sur-
face expression of TLR4 was detected only on 29.1, 29.0, and
16.4% of cells (Fig. 2C, i). Fluorescence microscopy of nonper-
meabilized (surface staining) and permeabilized (total cell
staining) HMVEC-Ls (Fig. 2D) confirmed that TLR4 was pre-
dominantly expressed intracellularly andwas immunolocalized
to the perinuclear area (Fig. 2D, ii).
Requirement for TLR4 in LPS-induced Barrier Disruption—

HMVEC-Ls were transfected with TLR4-targeting or control
siRNAs, and after 24 h, the HMVEC-Ls were processed for
RT-PCR and immunoblotting for TLR4 (Fig. 3, A and B). Both
TLR4 mRNA (Fig. 3A) and protein (Fig. 3B) were knocked
down �95%. In the barrier assay, prior TLR4 knockdown pro-
tected against�65% of the LPS-induced increase in transendo-
thelial [14C]BSA flux. These combined data indicate that, in
HMVEC-Ls, TLR4 is required for LPS-induced barrier
disruption.
LPS Increases Transendothelial [14C]BSA Flux through PTK

Activation—We had shown previously that LPS-induced bar-
rier disruption is PTK-dependent (11), but which PTK was
operativewas not determined. Preincubation for 2 hwith either
of two structurally and functionally dissimilar, broad spectrum
PTK inhibitors, herbimycin A (1.0 �M) or geldanamycin (0.5
�M), reduced the LPS-induced increase in albumin flux by

FIGURE 2. TLR4 Expression in HMVEC-Ls. A, RNA was isolated from
HMVEC-Ls and cDNA generated using oligo(dT) primers and reverse tran-
scriptase. This cDNA was used as a template for amplification with DNA poly-
merase and primers corresponding to TLR4 (lane 2). Base pairs (bp) and con-
trol DNA ladder are indicated on the left (lane 1). PCR mixture without DNA
template as a negative control is indicated in lane 3. These RT-PCR experi-
ments were performed twice. B, HMVEC-L lysates were resolved by SDS-PAGE
and transferred to PVDF, and blots were probed for TLR4. Molecular masses in
kDa are indicated on the left. IB, immunoblot. This blot is representative of
three experiments. C, nonpermeabilized (i) and permeabilized (ii) HMVEC-Ls
were studied by flow cytometry for TLR4. This study is representative of three
experiments. D, postconfluent HMVEC-Ls were fixed and, in selected experi-
ments, were permeabilized, blocked, and incubated with anti-TLR4 antibod-
ies followed by fluoroprobe-labeled secondary antibodies. Nuclei were coun-
terstained with 4�,6-diamidino-2-phenylindole. i, surface TLR4; ii, total cell
TLR4. Green, TLR4; blue, nuclei. The arrows indicate perinuclear TLR4 staining.
Magnification was �400. These photomicrographs are representative of two
experiments.

FIGURE 3. Role of TLR4 in LPS-induced barrier disruption. HMVEC-Ls were
transfected with TLR4-targeting or control siRNAs for 24 h. A, RT-PCR was
applied to detect mRNAs for TLR4. B, HMVEC-Ls were processed for immuno-
blotting for TLR4, and each blot was stripped and reprobed for �-tubulin. IB,
immunoblot; IB*, immunoblot after stripping. These blots are representative
of �3 experiments. C, for the barrier assay, HMVEC-Ls cultured to 70% conflu-
ence in plastic dishes were transfected with siRNA targeting TLR4 or control
siRNAs. Transfected cells were seeded onto the filters in assay chambers and
cultured for 24 h, after which base-line barrier function was established. Only
EC monolayers that retained �97% of the tracer molecule were exposed for
6 h to 100 ng/ml LPS or medium alone and again assayed for transendothelial
[14C]BSA flux. Vertical bars represent mean � S.E. transendothelial [14C]BSA
flux in pmol/h immediately after the 6-h study period. n, the numbers of wells
studied, was 6 for each group, and these data were the cumulative result of
three independent experiments with two replicates/treatment/experiment.
*, significantly increased compared with the control siRNA group at p � 0.05;
**, significantly decreased compared with LPS and control siRNA at p � 0.05.
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�75% (Fig. 4A). Each inhibitor alone had no effect on transen-
dothelial albumin flux. To identify which PTK(s) mediates this
LPS-induced barrier disruption, we used selective pharmaco-
logical PTK inhibitors, including the epidermal growth factor
receptor-selective inhibitor, AG1478, the ErbB2-selective

inhibitor, AG825, the VEGF receptor-selective inhibitor, Del-
phian 002, the PDGFR-selective inhibitor, Delphian 005, the
Bruton’s tyrosine kinase-selective inhibitor, LFM-A13, and
SFK-selective inhibitor, PP2. Only pretreatment with PP2 was
protective, decreasing the LPS-induced increment in transen-
dothelial [14C]BSA flux by �60% (Fig. 4B) (data not shown).
SFK Expression in HMVEC-Ls—Eight SFKs are expressed in

human tissues; some are ubiquitously expressed (e.g. c-SRC,
FYN, and YES), whereas the expression of others is more
restricted (46, 47). In one report, the three ubiquitously

FIGURE 4. Role of PTKs in LPS-induced barrier disruption. A, LPS (100
ng/ml) was presented to HMVEC-L monolayers in the presence and absence
of either of two broad spectrum PTK inhibitors, herbimycin A (HerbA) (1 �M) or
geldanamycin (geld) (1 �M), or monolayers were treated with each agent or
medium alone. B, postconfluent HMVEC-Ls cultured in barrier assay cham-
bers were exposed for 6 h to LPS (100 ng/ml) or medium alone in the presence
or absence of PP2 (5 �M). Vertical bars represent mean � S.E. transendothelial
[14C]BSA flux in pmol/h immediately after the 6-h study period. Mean � S.E.
pretreatment base-line transendothelial [14C]BSA flux is indicated by the
closed bars. n indicates the number of monolayers studied and is indicated
within each bar. Data were generated from �3 independent experiments
with 2–3 replicates/treatment/experiment. *, significantly increased com-
pared with the medium control at p � 0.05; **, significantly decreased com-
pared with LPS alone at p � 0.05.

FIGURE 5. SFK expression in HMVEC-Ls. A, RT-PCR was used to detect
mRNAs for the eight human SFKs, c-SRC, YES, FYN, LYN, BLK, FGR, HCK, and LCK,
as well as GAPDH (lane 10) as a housekeeping control. Base pairs (bp) with
control DNA ladder are shown on the left (lane 1). B, HMVEC-L lysates were
resolved by SDS-PAGE and transferred to PVDF, and blots were probed with
antibodies raised against the four SFKs, expressed in HMVEC-Ls at the mRNA
levels, c-SRC, YES, FYN, and LYN. Molecular mass in kDa is indicated on the left.
The arrow on the right indicates SFKs. Each of these two blots is representative
of two experiments.

FIGURE 6. LPS Activates SFK(s) through TLR4. Postconfluent HMVEC-Ls
were exposed to increasing concentrations of LPS or medium alone for
increasing exposure times and processed for a cell-based ELISA that detects
phosphorylation of Tyr416, the activation site conserved across SFKs. The
assay normalizes phospho-Tyr416 to total SFK and total cellular protein. SFK
activation is expressed as mean � S.E. -fold increase relative to the simulta-
neous medium control. A, ECs exposed for 10 min to increasing concentra-
tions of LPS (n � 6). B, ECs exposed for increasing times to LPS (100 ng/ml) or
medium alone (n � 6). *, significantly increased compared with the simulta-
neous medium control at p � 0.01. C, HMVEC-Ls were transfected with TLR4-
targeting, or control siRNAs for 24 h and processed for the same ELISA that
detects Tyr416 phosphorylation. n � 9 for each control and experimental
group. *, significantly increased compared with the control siRNA group at
p � 0.05; **, significantly decreased compared with LPS and control siRNA at
p � 0.05. The data in A, B, and C each were generated from �3 independent
experiments with 2–3 replicates/treatment/experiment.
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expressed SFKs, c-SRC, YES, and FYN, were detected in human
dermal microvascular endothelial cells (48). In another study,
LYN was detected within ECs that comprise the murine blood
brain barrier (49). InHMVEC-Ls, we sought tomeasuremRNA
expression of the eight human SFKs. We detected mRNA for
c-SRC, YES, FYN, and LYN but not BLK, FGR, HCK, or LCK
(Fig. 5A). We then used specific antibodies raised against the
four SFKs detected in HMVEC-Ls at the mRNA level, c-SRC,
YES, FYN, and LYN, to probe for their protein products (Fig.
5B). All four proteins were detected at their anticipated gel
mobilities. These combined data indicate that c-SRC, YES,
FYN, and LYN are expressed inHMVEC-Ls at bothmRNA and
protein levels. To our knowledge, this is the first report of LYN
expression in human ECs.
LPS Activates SFKs—To determine whether LPS can activate

one ormore SFKs inHMVEC-Ls, cells were exposed to increas-
ing concentrations of LPS or medium alone for increasing
exposure times. The cells were then processed for a cell-based
ELISA that detects phosphorylation of Tyr416 (SuperArray), the
activation site conserved across SFKs. LPS increased SFK activ-
ity in a dose- and time-dependentmanner (Fig. 6,A andB). LPS
at concentrations of �1 ng/ml increased SFK activity (Fig. 6A).
At LPS concentrations of �30 ng/ml, activation plateaued. A
fixed LPS concentration of 100 ng/ml provoked sustained acti-
vation from 5 to 60 min (Fig. 6B), temporally proximal to LPS-
induced opening of the paracellular pathway (Fig. 1B). Prior
knockdown of TLR4 with siRNA in HMVEC-Ls markedly

reduced LPS-induced SFK activa-
tion (Fig. 6C). These data indicate
that LPS-induced SFK activation
can be coupled to TLR4.
Identification of Substrates for LPS-

induced Tyrosine Phosphorylation—
As a first step to identify those EC
proteins that might be tyrosine-
phosphorylated in response to LPS,
postconfluent HMVEC-L monolay-
ers were exposed to LPS (100 ng/ml)
or medium alone and probed with
FITC-conjugated anti-phosphoty-
rosine antibody for fluorescence
microscopy, as described (11). LPS-
exposed ECs displayed enhanced
fluorescence signal predominately
restricted to intercellular bound-
aries (Fig. 7A, ii) compared with the
medium control (Fig. 7A, i). These
data suggest that LPS preferentially
stimulates tyrosine phosphoryla-
tion of proteins that are either
enriched to or, upon phosphoryla-
tion, translocate to cell-cell junc-
tions in postconfluent endothelia.
To characterize further these sub-
strates for LPS-induced tyrosine
phosphorylation, total lysates of
HMVEC-Ls exposed to LPS (100
ng/ml) for increasing exposure

times (1–6 h) or medium alone were processed for phosphoty-
rosine immunoblotting. To optimize the phosphotyrosine sig-
nal, the protein-tyrosine phosphatase inhibitors, sodium
orthovanadate (200 �M) and phenylarsine oxide (1 �M), were
added 15 min prior to EC lysis. LPS increased tyrosine phos-
phorylation ofmultiple EC proteins (Fig. 7B).More specifically,
bands that migrated with gel mobilities indicative of molecular
masses of �185, 140–120, 105, 88, and 66 kDa displayed
increased phosphotyrosine signal compared with the medium
control. Several phosphotyrosine-containing bands displayed
distinct phosphorylation kinetics. The tyrosine phosphoryla-
tion states of phosphoproteins with molecular masses between
88 and 180 kDa peaked at 4 h, whereas the 66-kDa protein
peaked at 1 h. The 220-kDa protein was dephosphorylated over
time. On the basis of subcellular localization (Fig. 7A) and gel
mobility (Fig. 7B), we adopted an immunoprecipitation/immu-
noscreening strategy to determine whether ZA proteins might
be substrates for LPS-induced tyrosine phosphorylation. LPS
increased tyrosine phosphorylation of the ZA proteins (Fig.
7C), VE-cadherin (lanes 1 and 2), �-catenin (lanes 5 and 6), and
p120 catenin (lanes 7 and 8) compared with the simultaneous
medium control. Upon quantitative densitometry, tyrosine
phosphorylation of VE-cadherin (n� 3), �-catenin (n� 3), and
p120ctn (n � 3), was increased 1.8 � 0.1-, 2.1 � 0.3-, and 2.3 �
0.7-fold, respectively, in response to LPS (Fig. 7C) (data not
shown). In contrast, no change in �-catenin tyrosine phospho-
rylationwas detected (lanes 3 and 4). Therefore, inHMVEC-Ls,

FIGURE 7. Identification of ZA proteins as substrates for LPS-induced tyrosine phosphorylation. Postcon-
fluent HMVEC-L monolayers were exposed for varying times to LPS (100 ng/ml) or medium alone. A, HMVEC-Ls
were fixed, incubated with FITC-conjugated antiphosphotyrosine antibody, and analyzed by fluorescence
microscopy. i, medium control (1 h); ii, LPS (1 h). The arrows indicate phosphotyrosine signal at intercellular
boundaries. Magnification was �400. These photomicrographs are representative of two experiments. B, in
other studies, HMVEC-Ls were exposed to LPS (100 ng/ml) or medium alone in the presence of vanadate (200
�M) and phenylarsine oxide (1.0 �M), only during the last 0.25 h of incubation. HMVEC-L lysates were resolved
by SDS-PAGE and transferred to PVDF membranes, and the blots were probed with antiphosphotyrosine
antibody. To confirm equivalent protein loading and transfer, blots were stripped and reprobed for �-tubulin.
Molecular masses in kDa are indicated on the left. The arrows on the right indicate bands with altered phos-
photyrosine signal in response to LPS. This blot is representative of three experiments. C, lysates of LPS-treated
and medium control HMVEC-Ls were immunoprecipitated with antibodies raised against VE-cadherin (lanes 1
and 2), �-catenin (lanes 3 and 4), �-catenin (lanes 5 and 6), and p120ctn (lanes 7 and 8). The immunoprecipitates
were resolved by SDS-PAGE and transferred onto PVDF, and the blots were probed with antiphosphotyrosine
antibody. For normalization of phosphotyrosine signal to the immunoprecipitated protein, blots were stripped
and reprobed with each immunoprecipitating antibody. Each blot is representative of �3 experiments. IP,
immunoprecipitate; IB, immunoblot; IB*, immunoblot after stripping.
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ZAproteins are selectively tyrosine-
phosphorylated by SFKs in response
to LPS.
Participation of SFKs in the EC

Response to LPS—Since LPS acti-
vates SFKs (Fig. 6, A and B) and
increases tyrosine phosphorylation
of ZA proteins (Fig. 7C), and SFK-
selective PTK inhibition protects
against LPS-induced loss of barrier
function (Fig. 4B), we askedwhether
SFK catalytic activity might be
involved in ZA protein phosphoryl-
ation and/or opening of the paracel-
lular pathway. The SFK-selective
inhibitors, PP2 (10 �M) (50) and
SU6656 (10 �M) (51), each pro-
foundly reduced SFK activation in
response to LPS (Fig. 8A). Both PP2
and SU6656 also diminished LPS-
induced increases in tyrosine phos-
phorylation (Fig. 8B) of VE-cad-
herin (lane 3) and p120 catenin
(lane 9) but failed to block �-catenin
phosphorylation (lane 6). Using
quantitative densitometry, PP2 pro-
tected against LPS-inducedVE-cad-
herin (n � 5) and p120ctn (n � 4)
phosphorylation by �79 and �89%,
respectively, whereas SU6656 pro-
vided �82% (n � 3) and �67% (n �
3) protection, respectively (Fig. 8B
and Table 1). In human pulmonary
artery ECs, PP2 and SU6656 both
protected against LPS-induced bar-
rier disruption in a dose-dependent
manner (Fig. 8C). At 10 �M, each
blocked almost 100% of the LPS-in-
duced effect. These studies indicate
that one ormore SFKs participate in
LPS-induced increases in both tyro-
sine phosphorylation of VE-cad-
herin and p120 catenin and paracel-
lular permeability.
Knockdown of SFKs through

siRNA in HMVEC-Ls and LPS-in-
duced EC Responses—To determine
which of the four SFKs expressed in
HMVEC-Ls were operative in LPS-
induced EC responses, HMVEC-Ls
were transfected with siRNAs tar-
geting c-SRC, YES, FYN, or LYN or
control siRNA, as described (10).
After 72 h, each SFK protein was
knocked down �95% compared
with the simultaneous control with-
out off-target, cross-knockdown of
other SFKs (Fig. 9A). Prior knock-

FIGURE 8. LPS increases tyrosine phosphorylation of ZA proteins and endothelial paracellular perme-
ability through SFK(s) activation. A, ECs exposed to LPS (100 ng/ml) or medium alone in the presence or
absence of either of two SFK-selective inhibitors, PP2 or SU6656 (10 �M), were processed for a cell-based ELISA
that detects Tyr416 phosphorylation. SFK activation is expressed as mean � S.E. -fold increase relative to the
simultaneous medium control. n, the number of monolayers studied, is indicated within each bar. B, HMVEC-Ls
were exposed for 4 h to LPS (100 ng/ml) or medium alone in the presence or absence of PP2 (5 �M) or SU6656
(10 �M) as well as in the presence of vanadate (200 �M) and phenylarsine oxide (1.0 �M), only during the last
0.25 h of incubation. ECs were lysed and immunoprecipitated with antibodies against VE-cadherin (lanes 1–3),
�-catenin (lanes 4 – 6), and p120ctn (lanes 7–9). The immunoprecipitates were resolved by SDS-PAGE and trans-
ferred to PVDF, and the blots were probed with antiphosphotyrosine antibody. Blots were stripped and rep-
robed with the respective immunoprecipitating antibodies. IP, immunoprecipitate; IB, immunoblot; IB*, immu-
noblot after stripping. These blots are representative of �3 experiments. C, postconfluent human pulmonary
artery ECs cultured in barrier assay chambers were exposed for 6 h to LPS (100 ng/ml) or medium alone in the
presence or absence of increasing concentrations of PP2 or SU6656. Vertical bars represent mean � S.E.
transendothelial [14C]BSA flux in pmol/h immediately after the 6-h study period. The mean � S.E. pretreatment
base lines are indicated in C by the closed bar. In C, the number of monolayers studied was six for each
condition. *, significantly increased compared with the simultaneous medium control at p � 0.05; **, signifi-
cantly decreased compared with LPS alone at p � 0.05. The data in A and C each were generated from three
independent experiments with 2–3 replicates/treatment/experiment.
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downof c-SRC, FYN, or YES significantly reduced LPS-induced
SFK Tyr416 phosphorylation, whereas knockdown of LYN had
no such effect (Fig. 9B). Prior knockdown of either c-SRC or
FYN each completely blocked LPS-induced tyrosine phospho-
rylation of VE-cadherin (p � 0.001) (Fig. 9, C and D). Knock-
down of YES was only �70% protective (p � 0.05), whereas
knockdown of LYN had no effect. In contrast, for p120ctn tyro-
sine phosphorylation, although prior knockdown of FYN,
c-SRC, or YES each was highly (76–84%) protective (p �
0.001), none of these treatments provided complete protection
against the LPS stimulus (Fig. 9,C andD). Again, knockdown of
LYNhadno effect. Taken together, LPS-induced tyrosine phos-
phorylation of both VE-cadherin and p120ctn was FYN-,
c-SRC-, and YES-dependent. However, for VE-cadherin phos-
phorylation, a hierarchy of SFK participation, in which FYN
and c-SRC clearly exceeded YES, was evident. In barrier assays,
knockdown of FYN, c-SRC, or YES protected against LPS-in-
duced barrier disruption by 60, 78, and 70%, respectively,
whereas, again, LYN knockdown had no such effect (Fig. 9E).
Therefore, SFKs exhibit both unique functions, as is the case for
c-SRC and FYN in VE-cadherin phosphorylation, as well as
redundant, overlapping functions, as seen for c-SRC, FYN, and
YES in p120ctn tyrosine phosphorylation andbarrier disruption.

DISCUSSION

LPS directly increases paracellular permeability across post-
confluent HMVEC-L monolayers through TLR4-mediated
SFK activation. In our system, LPS at �1 ng/ml activated SFKs,
and at �3 ng/ml, it increased transendothelial albumin flux
(Figs. 1 and 3). Circulating LPS levels in sepsis patients report-
edly range between 0.26 and 300 ng/ml (52, 53). Since LPS asso-
ciateswith circulating lipoproteins (54), is rapidly cleared by the
reticuloendothelial system (55), and nonspecifically inserts
itself into lipid membranes, these levels may understate the
levels of LPS presented to the host. LPS is continuously shed
from the outermembranes of rapidly proliferating bacteria, and
this release can be further increased up to �200-fold through
antibiotic-induced bacterial lysis (56, 57). During endotoxemia,
the endothelium responds not only to LPS itself but, simulta-
neously, to numerous endogenous mediators, such as TNF-�,
interleukin (IL)-1�, interferons, and others (8–10). Several of
these cytokines, such as interferon-�, IL-2, and IL-1� (58–60),
act synergistically with LPS to provoke EC responses. For all of
these reasons, the LPS concentrations that were active in our
system are pathophysiologically relevant.
In response to various stimuli, endothelial paracellular per-

meability increases over two distinct time frames: immediate
(�30 min) and delayed (2–6 h). Agonists, such as histamine
(61), thrombin (62), bradykinin, and platelet-activating factor

(63), provoke immediate changes in permeability. However,
agonists, such as TNF-� (10), IL-1 (64), thrombospondin-1
(37), and SPARC (38), each elicit a delayed response. The pro-
longed LPS stimulus-to-response lag times are compatible with
this latter category. However, LPS at 100 ng/ml provoked sus-
tained SFK activation from 5 min to 60 min (Fig. 6B), tempo-
rally proximal to LPS-induced barrier disruption (Fig. 1B).
TLR4 expression is required for LPS responsiveness (12, 13).

In a chimericmurinemodel, usingTLR�/� andTLR	/	 knock-
out mice, EC expression of TLR4 was essential to LPS-induced
pulmonary leukostasis, a prerequisite event for granulocyte-de-
pendent, acute lung injury (65). We now have established that
TLR4 is expressed on the surface of �30% of HMVEC-Ls
(Fig. 2C), and this receptor density and distribution is suffi-
cient for LPS responsiveness. This diminished EC surface
expression of TLR4 may explain their decreased and/or
delayed LPS responsiveness compared with that seen in
monocytes and macrophages.
Although most work on TLR4-dependent cellular responses

has focused on NF-�B-mediated gene expression, TLR4 is also
coupled to other cell responses, such as paxillin tyrosine phos-
phorylation (31). Here, we demonstrate that in ECs, TLR4 is
required for LPS-induced SFK activation (Fig. 6C) and barrier
disruption (Fig. 3C). Recently, we found that SFK activation
participates in tyrosine phosphorylation of TLR4 itself (66).
Other TLRs may also utilize SFKs for signaling functions. In
fact, c-SRC is recruited to TLR3 in response to a double-
stranded RNA stimulus (67). Although the signaling element(s)
through which TLR4 is coupled to SFK activation is not yet
known, previous reports on IL-1 and TNF-� receptor super-
family signaling support TRAF6 as a candidate. In multiple
non-EC systems, signaling through these receptors involves
interactions between the proline-rich domain within TRAF6
and the Src homology 3 domain of c-SRC (68–70). In our stud-
ies in HMVEC-Ls, siRNA-induced knockdown of TLR4 almost
completely blocked LPS-induced SFK activation (Fig. 6C) but
protected against only�60% of LPS-induced barrier disruption
(Fig. 3C). Since the half-life of a given protein can profoundly
influence knockdown efficiency, we determined that TLR4pro-
tein was knocked down�95% at 24 h but partially recovered by
48 h (data not shown). It is conceivable that during barrier for-
mation (24–72 h) and the barrier assay itself (�6 h), TLR4
protein expression and function may begin to recover. It is also
conceivable that one or more other surface receptors may par-
ticipate in LPS internalization and/or signaling in ECs.
LPS activates multiple PTKs (27–30, 71). Pretreatment of

LPS-challenged rats with genistein decreased extravasation of
protein andneutrophils into the bronchoalveolar compartment

TABLE 1
SFK-selective inhibition blocks LPS-induced ZA protein tyrosine phosphorylation

ZA protein LPS LPS � PP2 n Protection LPS LPS � SU6656 n Protection
% %

VE-cadherin 1.5 � 0.1a 1.1 � 0.1 5 78.9b 2.2 � 0.3 1.2 � 0.1 3 82.1b

p120ctn 2.1 � 0.3 1.1 � 0.3 4 88.6b 5.7 � 1.2 2.5 � 0.4 3 66.7b
a Quantitative densitometry of phosphotyrosine signal for each ZA protein normalized to total ZA protein signal and expressed as -fold increase relative to the simultaneous
medium control. n, number of independent experiments.

b Significant at p � 0.05.
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(72, 73). Prior PTK inhibition also blocked LPS-induced actin
reorganization, intercellular gap formation, and endothelial
barrier disruption in vitro (11). Here, we show that herbimycin
A and geldanamycin each block LPS-induced barrier disrup-
tion in human pulmonary microvascular endothelia (Fig. 1C).
Our findings may explain the findings of the previous in vivo
studies (72, 73). LPS also activates SFKs in a range of host cells
and tissues, including monocytes, macrophages, dentritic cells,
glioma cells, and rat tail arteries (30, 74–76). CD14, the TLR4

co-receptor, has been shown to associate with SFKs in response
to LPS (30). However, whether ECs express CD14 on their sur-
face is unclear (23, 24). Although we found CD14 expressed in
29% of permeabilized HMVEC-Ls, we failed to detect CD14 on
the surface of these same cells (data not shown).WhetherCD14
is operative in HMVEC-Ls or not, prior knockdown of TLR4
almost completely blocked SFK activation (Fig. 6C). This would
indicate that CD14 alone is insufficient to support LPS-induced
SFK activation. We now find that in HMVEC-Ls, LPS activates
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SFKs (Fig. 6,A andB), c-SRC, FYN, and YES (Fig. 9B), in a dose-
and time-dependent manner. The kinetics of LPS-induced SFK
activation in HMVEC-Ls parallel those described in LPS-
treated macrophages (30) and TNF�-treated ECs (10). SFK-
selective inhibitors (PP2 and SU6656) attenuate both LPS-in-
duced lung injury and increases in pulmonary vascular
permeability in vivo (79). Other agonists, such as VEGF and
TNF�, also increase endothelial permeability through SFK acti-
vation (10, 80). Here, we demonstrate that not only the SFK-
selective pharmacological inhibitors, PP2 and SU6656, but also
prior knockdown of FYN, c-SRC, and YES, diminish loss of
barrier function in response to LPS (Figs. 4B, 8C, and 9E).
LPS, like other established mediators of increased endothe-

lial permeability (10, 36–39), increased tyrosine phosphoryla-
tion of one or more proteins enriched to intercellular bound-
aries (Fig. 7A). Specialized EC-EC junctions include the ZA,
tight junctions (tj), gap junctions, and PECAM-1. Of interest,
SFKs are known to associate with and/or phosphorylate ZA
proteins (81), connexins within gap junctions (82, 83), and
PECAM-1 (84). Here, we demonstrate that LPS increases tyro-
sine phosphorylation ofVE-cadherin,�-catenin, and p120 cate-
nin (Fig. 7C); prior SFK-selective PTK inhibition prevented
phosphorylation of VE-cadherin and p120ctn but not �-catenin
(Fig. 8B). c-SRC phosphorylates VE-cadherin at Tyr685 in
response to VEGF (85), and FYN mediates VE-cadherin tyro-
sine phosphorylation in response to TNF� (10). Tyrosine phos-
phorylation of VE-cadherin regulates its binding to catenins
and reduces the homophilic adhesion between opposing
ectodomains, through inside-out signaling (86). The exact
mechanism(s) through which VE-cadherin phosphorylation
contributes to LPS-induced opening of the paracellular path-
way is unclear. p120ctn was first identified as a substrate for
c-SRC (87). It has emerged as a key regulator of cadherin
expression and function (86, 88). Whether the �4-h LPS stim-
ulus-to-barrier response lag time is sufficient to permit changes
in VE-cadherin expression thatmight alter the barrier response
to LPS was not addressed here. p120ctn not only regulates VE-
cadherin turnover at the plasma membrane but also influences
its lateral clustering (86, 88). Phosphorylation of distinct tyro-
sine or serine/threonine residues within p120ctn determines
whether it functions as a positive or negative regulator of cad-

herin-mediated adhesion (89). This may explain, in part, the
inconsistent role of SFKs in cell-cell adhesion (88). �- and
�-catenin compete for the same binding site on the intracellular
domain of VE-cadherin. In postconfluent ECs, the formation of
mature and cytoskeleton-connected junctions is accompanied
by increases in �-catenin association with VE-cadherin with
competitive displacement of�-catenin (90). Thismight explain
why LPS increases tyrosine phosphorylation of �-catenin but
not �-catenin.

SFKs performboth unique and redundant, overlapping func-
tions. LPS activates three SFKs in HMVEC-Ls (Fig. 9B). Mice
null for each of these SFKs display no phenotypic abnormalities
within the lungs or pulmonary vasculature (91). In tissues
where multiple SFKs are highly expressed, this has been
explained through functional redundancy. After siRNA-medi-
ated specific knockdown of each SFK, three distinct SFKs, FYN,
c-SRC, and YES, each participated in tyrosine phosphorylation
of VE-cadherin and p120ctn (Fig. 9, C and D) and the barrier
response to LPS (Fig. 9E). For p120ctn phosphorylation and bar-
rier disruption, knockdown of any one of these three SFKs
failed to result in 100% protection. These results indicate that
during the HMVEC-L response to LPS, SFKs clearly perform
redundant, overlapping functions. SFKs are also known to per-
form unique biological functions that cannot be assumed by
other family members. c-SRC knock-out mice are resistant to
VEGF-induced increases in vascular permeability, whereas
FYN knock-out mice are not (77). Prior knockdown of FYN
protects against TNF�-induced barrier dysfunction in vitro,
whereas knockdownof c-SRCorYES do not (10). In the present
studies, prior knockdown of either c-SRC or FYN completely
blocked tyrosine phosphorylation of VE-cadherin, whereas
knockdown of YES was only partially protective (Fig. 9, C and
D). In a recent paper (78), two SFKs, c-SRC and FYN, were
found to phosphorylate distinct tyrosine residues within a ZA
protein, inducing opposing downstream effects. Whether such
differential phosphorylation of VE-cadherin by YES (versus
either c-SRC or FYN) might explain our findings is unknown.
Therefore, in our HMVEC-L system, SFKs perform redundant
and possibly unique functions in response to the LPS stimulus.
In summary, LPS increases tyrosine phosphorylation of ZA

proteins and paracellular permeability in HMVEC-Ls through

FIGURE 9. Knockdown of SFKs in HMVEC-Ls through siRNA. HMVEC-Ls were transfected with siRNAs targeting the four SFKs expressed in HMVEC-Ls, c-SRC,
YES, FYN, and LYN, or control siRNAs. A, after 72 h, ECs were processed for immunoblotting with antibodies against each of these four SFK proteins. Blots were
stripped and reprobed for �-tubulin. These blots are representative of three experiments. B, ECs were processed for a cell-based ELISA to detect phospho-Tyr416

as a measure of SFK activation. The phospho-Tyr416 was normalized to both total SFK and cellular protein and expressed as mean � S.E. -fold increase relative
to the simultaneous medium control. n, the numbers of wells studied, was 6 for each group. C, HMVEC-Ls were transfected with siRNAs specifically targeting
c-SRC, YES, FYN, or control siRNAs. After 72 h, ECs were exposed for 4 h with LPS (100 ng/ml) or medium alone and lysed, and the lysates were immunoprecipi-
tated with anti-VE-cadherin or anti-p120ctn antibodies. The immunoprecipitates were resolved by SDS-PAGE and transferred to PVDF, and the blots were
probed with anti-phosphotyrosine antibodies. To normalize phosphotyrosine signal to immunoprecipitated protein, the immunoblots were stripped and
reprobed with the immunoprecipitating antibodies raised against VE-cadherin and p120ctn. These blots are representative of four experiments. D, on each
immunoblot, densitometric quantification of phosphotyrosine signal of VE-cadherin and p120ctn immunoprecipitates each were normalized to total VE-
cadherin and p120ctn signal, respectively. Vertical bars represent mean � S.E. -fold increase of arbitrary densitometry units of phosphotyrosine signal normal-
ized to arbitrary densitometry units of total signal relative to the simultaneous control. n � 4. E, for the barrier assay, HMVEC-Ls cultured to 70% confluence in
plastic dishes were transfected with siRNA targeting FYN, c-SRC, LYN, YES, or control siRNAs. After 24 h, transfected cells were seeded onto the filters in assay
chambers and cultured for 48 h, after which base line barrier function was established. Only EC monolayers that retained �97% of the tracer molecule were
exposed for 6 h to 100 ng/ml LPS or medium alone and again assayed for transendothelial [14C]BSA flux. Vertical bars represent mean � S.E. transendothelial
[14C]BSA flux in pmol/h immediately after the 6-h study period. n indicates the number of monolayers studied and is indicated within each bar. In A and C, IP,
immunoprecipitate; IB, immunoblot; IB*, immunoblot after stripping. In B, D, and E, *, significantly increased compared with the simultaneous medium with
control siRNA at p � 0.05; **, significantly decreased compared with LPS and control siRNA at p � 0.05. In B and E, the data sets were generated from three
independent experiments with 2– 4 replicates/treatment/experiment. In C, the data were generated from four independent experiments, and the mean � S.E.
changes of the combined data are displayed in D.
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TLR4-mediated SFK activation. LPS activates FYN, c-SRC, and
YES, and these three SFKs play redundant but not totally com-
pensatory roles in LPS-induced barrier dysfunction. They also
performdifferential functions in regulatingZAprotein tyrosine
phosphorylation. For VE-cadherin phosphorylation, other
SFKs could not compensate for either c-SRC or FYN, whereas
they partially offset the effect of YES depletion. These results
are compatible with unique roles for c-SRC and FYN. In con-
trast, for p120ctn phosphorylation, other SFKs could only pro-
vide partial compensation for the effect of selective depletion of
each of these three SFKs. It is still unknown which other ele-
ments in the TLR4 signaling pathway, such as MyD88 and
TRAF6, are involved.HowFYN, c-SRC, andYES regulate phos-
phorylation of distinct tyrosine residueswithin eachZAprotein
is also under investigation. Since SFK-selective inhibitors only
partially protected against LPS-induced barrier disruption,
determination of whether other PTK(s) participate in the bar-
rier response to LPS requires further study.
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