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SUMMARY

In human umbilical vein endothelial cells infected with cytomegalovirus (CMV), an activation
antigen recognized by monoclonal antibody (mAb) ENAl appeared. mAb ENA1 reacts with an

inducible endothelial surface antigen which has characteristics similar to those of ELAM- 1.
Incubation with anti-IL-i partly inhibited this appearance and, parallel to this, the virus-induced
polymorphonuclear cell (PMN) adhesion was decreased. In addition, the adhesion ofPMN to virus-
infected endothelial cells could be reduced by F(ab)2 fragments ofmAb ENA I to almost control level.
The results obtained after incubation of PMN with mAb IB4 (against CD18) suggest that the
adhesion ofPMN to uninfected endothelial cells is CD18 glycoprotein dependent, and virus infection
up-regulates this glycoprotein-dependent mechanism. These results indicate that the virus-induced
PMN adhesion is regulated by the following mechanism: virus infection of endothelial cells induces
IL-1 production, and the autocrine IL-1 causes the expression of ELAM-1 on the surface of
endothelial cells. In turn this activation antigen ELAM-1 binds with its putative ligand present on the
PMN membrane. The virus-induced PMN adhesion occurs also through a CD 18 glycoprotein-
dependent mechanism.

INTRODUCTION

Endothelial damage is considered to be an important early event
in the pathogenesis of atherosclerosis. ' It has been proposed that
endothelial damage by herpes viruses may play a role in the
etiology of atherosclerosis. The association of herpes virus
infection and atherosclerosis is based on several observations.
Marek's disease, caused by an avian herpes virus, induces
atherosclerotic lesions, which closely resemble human athero-
sclerotic lesions.' In man, herpes virus particles have been
observed by electron microscope in the proximal aorta of
atherosclerotic patients,3 and cytomegalovirus (CMV) antigens4
and CMV nucleic acids5 have been detected within atherosclero-
tic plaques. The mechanisms by which herpes virus infection
does cause endothelial damage are not clear, and several
possibilities have been put forward. Infection and reactivation
of latent infection might lead to actual endothelial lysis.6 Or, as
hypothesized by Visser, inflammatory cells are attracted to and
marginate on virus-infected endothelium and initiate the de-
velopment of atherosclerosis.7 Regarding this last mechanism,
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others have shown that herpes virus infection enhances granulo-
cyte adherence to endothelial cells.8 10 However, the cellular
mechanisms by which virus induces this effect are still not
defined. It is known that virus infection induces changes in the
endothelial plasma membrane, like the appearance of Fc and
C3b endothelial receptors."'2 Further virus infection results in
an abrogation of prostacyclin synthesis and in an increased
thrombin generation,7 through which endothelial cell properties
shift from anti-coagulant to procoagulant. Van Dam-Mieras'3
observed that CMV infection of endothelial cells resulted in an
increased procoagulant activity. Another possibility, by which
virus induces an enhanced granulocyte adhesion, is the secretion
of soluble factors by endothelium after virus infection,9 such as
prostaglandins,'4 platelet-activating factor (PAF)'5 and inter-
leukin-l (IL-1).'6"l7 From this last mediator it is known that it
stimulates the endothelial plasma membrane, resulting in an
avid adhesion of neutrophils, monocytes'8 and lymphocytes.'9
By others it is demonstrated that ICAM-l, ICAM-2,20 GMP-
14021 and ELAM-12223 are involved in this leucocyte adhesion.
Recently, another cytokine-inducible endothelial cell receptor
for neutrophils was described.24 This antigen, recognized by
monoclonal antibody (mAb) ENAI, is rapidly redistributed to
the plasma membrane during activation and is structurally
related to ELAM-1.25

This study concerns the hypothesis that virus infection leads
to activation of endothelial cells, which results in interleukin-1
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(IL-1) secretion. This IL-1 stimulates the endothelial cells
causing a changed antigen membrane expression and an
increased leucocyte adhesion. The role of the activation antigen
ELAM-1 is investigated within this process. For this purpose,
endothelial cell monolayers were infected with CMV. At
different hours post infection (p.i.), viral and surface antigen
expressions were determined and polymorphonuclear (PMN)
cell adhesion was measured.

MATERIALS AND METHODS

Reagents
The culture media were purchased from Gibco Biocult Co
(Paisley, Renfrewshire, U.K.). Foetal calf serum and newborn
calf serum were obtained from Boehringer (Mannheim, Ger-
many) and Gibco Biocult Co., respectively. Heparin was
obtained from Serva (Heidelberg, Germany). Cell culture trays
were obtained from Costar (Cambridge, MA). Nonidet P40
(NP40) for fixation of cell monolayers was obtained from Sigma
(St Louis, MO). Fibronectin was acquired from the central
Laboratory of The Dutch Red Cross Transfusion Service
(CLB), Amsterdam, The Netherlands. FITC-conjugated rabbit
F(ab)2 anti-mouse serum was obtained from Dako (Amstelstad
Zwanenburg, The Netherlands). Peroxidase-conjugated goat
anti-mouse gammaglobulin was obtained from Jackson
Immuno Research Laboratories (West Grove, PA). Glutaralde-
hyde for fixation of the cell monolayer and paraformaldehyde
were obtained from Merck (Darmstadt, Germany). A polyclo-
nal rabbit anti-natural human IL- 1, which inhibits the bio-
logical activity of IL- 1, was kindly provided by Dr J. van
Damme, Rega Institute of Medical Microbiology, University of
Leuven, Belgium. Monoclonal antibody IB4, directed against
the common beta chain (CD18) of LeuCAM, was a generous
gift from Professor M. Daha, University Hospital Leiden, The
Netherlands. Monoclonal antibody ENAl, reactive with an
inducible endothelial surface antigen with characteristics similar
to those of ELAM-1,24 was a generous gift from Dr W. A.
Buurman, University of Limburg, The Netherlands. This
monoclonal reacts specifically with endothelial cells activated
with tumour necrosis factor (TNF), IL-1, lipopolysaccharides
(LPS) or phorbol esters and is not reactive with other cell types.

Cells
Human endothelial cell monolayers were established from cells,
obtained by trypsin treatment of umbilical cord veins as
described by Bruggeman et al.26 The cells were grown in culture
medium consisting of 50% medium 199 (M 199) and 50%
RPMI- 1640 supplemented with heat-inactivated 20% foetal calf
serum (FCS), heparin (10 U/ml), 0-2% endothelial growth
factor (EGF)27 and antibiotics. The endothelial cell monolayers
were used after five to eight doublings and were nearly confluent
at the time of viral infection. The monolayers were grown in 90-
mm plastic Petri dishes and for the adhesion assay in 96-well
tissue culture cluster plates. For antigen detection studies the
monolayers were grown also in 96-well tissue culture cluster
plates containing 104 cells/well.

Human embryonal fibroblasts (HEF) were cultured in
Eagle's minimal essential medium (MEM) supplemented with
heat-inactivated (at 560 for 30 min) 10% newborn calfserum
(NCS) and antibiotics. Confluent HEF monolayers were used
for the preparation of the virus pool.

Human polymorphonuclear leucocytes (PMN) were iso-
lated from buffy coats, obtained after cytophoresis of blood of
healthy donors, using the method described previously.'0 The
viability of isolated cells was determined by counting the
percentage of cells that excluded trypan blue and was consis-
tently found to be > 95%. The purity of the harvested PMN was
assessed by morphology as well as by chloro-acetate esterase
staining28 and > 90% of the cells were judged to be PMN. The
isolated PMN were stored on ice in Ca/Mg-free Hanks'
balanced salt solution (HBSS) supplemented with heat-inacti-
vated 1% FCS. Before use in the adhesion assay experiments
cells were resuspended in RPMI-1640 supplemented with 1%
FCS.

Viral techniques
Cytomegalovirus (CMV) (Kerr strain) was grown in HEF
monolayers and virus stocks with titres between 5 and 10 x 107
PFU/ml were prepared. The infectivity of the CMV pools was
determined by plaque assay in HEF, as described for rat CMV.29

Unless indicated otherwise, endothelial cell monolayers
were infected with CMV at a multiplicity of infection (MOI) of
30, using the technique described previously,'0 and were used in
the adhesion assay at 24 hr post-infection (p.i.). Virus antigen
expression was determined, at different hours p.i., by means of
an enzyme-linked immunosorbent assay (ELISA) or by an
indirect immunofluorescence (IF) assay using CMV mono-
clonal antibodies (mAb). The two mAb H219 and H222,
directed against CMV antigens, were prepared according to
standard procedures.30 mAb H222 gives a positive staining in
the nucleus, while mAb H219 is directed against cytoplasmic
CMV antigens. No cross-reactivity with other herpes viruses
could be detected.

For IF, virus-infected endothelial cell monolayers were fixed
with 3% paraformaldehyde at room temperature for 10 min,
then incubated with mAb H222 (dilution 1/50) for 45 min at 370,
washed in phosphate-buffered saline and further incubated with
FITC-conjugated rabbit anti-mouse gammaglobulin (dilution
1/25) for 30 min. After washing, treated and non-treated
endothelial cell monolayers were observed simultaneously in a
Zeiss fluorescent microscope equipped with the appropriate
barrier filters. Data are presented as percentage of cells which
gave a positive staining/microscopic area.

For the detection of viral antigens in ELISA, endothelial cell
monolayers were fixed with 3% paraformaldehyde supple-
mented with 0 1% Triton X- 100. After fixation the viral antigen
expression was determined using mAb H219 and goat anti-
mouse peroxidase; 0-phenylenediamine dihydrochloride
(OPD) (Sigma) was used as substrate. The plates were read on a
Microtitre ELISA reader at 492 nm. The data are reported as the
mean absorbance units from six- to eightfold determinations
after subtraction of the background. The SD never exceeded 5%
of the mean value. Control monolayers were incubated with
medium harvested from uninfected monolayers and were
processed in a similar manner.

Induction and detection of an activation antigen ELAM-J in
CM V-infected endothelial cell monolayers
The expression of the ELAM-1 antigen was determined by
ELISA in CMV-infected monolayers at different times p.i. In
control experiments endothelial cell monolayers treated with
IL-1 were used. For the detection of ELAM-1 by IF, mono-
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layers were fixed with 3% paraformaldehyde and observed in a
Zeiss fluorescent microscope. The data are presented as percent-
age of cells which gave a positive staining/microscopic area.

Detection of IL-] activity in supernatants derived from CMV
infected endothelial cells
To detect whether infected endothelial cell monolayers excreted
IL-1, supernatants from infected and non-infected endothelial
cell monolayers were collected, at 24 hr, 48 hr and 72 hr p.i. Until
used, these supernatants were stored at - 70°. IL- I activity was
measured by using the bioassay based on sublines of the
DlOG4.1 (DO0) murine T-cell line, as described by Hopkins &
Humphreys.3'

Inhibition of the ELAM-] expression
To inhibit the virus-induced ELAM- 1 expression, virus
infected- and non-infected monolayers were incubated with
anti-IL-I during and after infection. At 12 hr p.i., the ELAM-I
expression was determined in ELISA. Controls consisted of
infected and non-infected endothelial cell monolayers incubated
without anti-IL-i. The data reported are mean values from
eightfold determinations and the SD never exceeded 5% of the
mean value.

Adhesion assay
Leucocyte adhesion to cultured endothelial cells was evaluated
by a radiometric assay in which the PMN were labelled with 51Cr
(100 pCi/107 cells, specific activity 5 mCi/mg; Amersham,
Amersham, Bucks, U.K.) for 45 min at 37°. The labelling
reaction was stopped by the addition of cold buffer. Excess 5'Cr
was removed by rinsing the labelled cells in excess buffer before
addition to the monolayer. Endothelial cell monolayers were
incubated with PMN for 15 min at 37°. After removing the
supernatant, the monolayers were rinsed five times with medium
RPMI-1 640 supplemented with 20% FCS and successively lysed
with 1-25% EDTA trypsin. The cell fractions were counted on a
gamma counter. The mean of eight replicate samples is pre-
sented and the data are expressed as percentage of attached
c.p.m. to total c.p.m.

To inhibit autocrine release of IL-1, anti-IL-I was added to
the cell monolayer during the experimental period. At 24 hr p.i.
the PMN adhesion was measured. Controls consisted of cell
monolayers without anti-IL-i incubation.

In order to block the activation antigen expressed on virus-
infected cell monolayers, endothelial cells were incubated for 30
min with F(ab)2 fragments ofmAb ENA1 [F(ab)2 mAb ENA1]
prior to adhesion evaluation. At 24 hr p.i. the leucocyte
adhesion was determined as described above. As controls,
infected and non-infected monolayers without F(ab)2 mAb
ENA1 incubation were used.

To evaluate whether the PMN adhesion to endothelial cell
monolayers acts through the common beta chain (CD18) of
LeuCAM, PMN suspensions were incubated with or without
the monoclonal antibody against CD18 (mAb IB4) during 15
min, before addition to the infected or non-infected monolayers.

RESULTS

ELAM-1 and viral antigen expression

Endothelial cells were examined by ELISA for the expression of
the antigen, reactive with mAb ENA 1, at 0, 3, 6, 12, 15, 20, 24, 28
and 44 hr p.i. Viral antigen expression was measured in the same
experiment. Figure 1 shows the results of a representative
experiment. The expression of the antigen reactive with mAb
ENAi was parallel to the viral antigen expression. Both were
optimal after 12 hr; thereafter the expressions declined. At 20 hr
p.i. the expressions reached baseline values.

Control experiments, using IL- 1, a known inducer of
ELAM-1,24 showed that the activation antigen expression was
maximal after an incubation time of 6 hr; thereafter the
expression declined (Fig. 2).

In additional experiments the ELAM- 1 expression was
determined by IF in virus- or IL-i-treated endothelial cell
monolayers counting the number of mAb ENA I -positive cells.
A maximal antigen expression was detected at 12 hr p.i. and
after 6 hr treatment with IL-I (data not shown).

To assess whether the mAb ENA I-positive cells were the
CMV-infected endothelial cells, a double IF was performed.
Infected and non-infected endothelial cell monolayers were

(o)mAb H219
(.)mAb ENAI
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Figure 1. Expression ofvirus antigen and activation antigen ELAM- I on
CMV-infected endothelial cell monolayers at different hours post-
infection. The antigen expression was measured in ELISA and the
values, expressed in absorbance units, are the mean of six- to eightfold
determinations, as indicated in the Materials and Methods.
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Statistical analysis
To test the effect of virus infection on the PMN adhesion the
Wilcoxon test was used. If the P value was < 0-05, the difference
between the values was determined as being significant.

Figure 2. Expression of activation antigen ELAM-1 on IL-i-treated
endothelial cell monolayers after different hours of stimulation. The
ELAM- 1 expression was measured in ELISA, and the values are
expressed in mean absorbance units from six- to eightfold determina-
tions, as indicated in Materials and Methods.
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incubated with a mixture ofmAb H222 (to detect viral antigens)
and mAb ENAI (to detect ELAM- 1) and examined at 6, 12 and
24 hr p.i. (Table 1). The infected endothelial cell monolayers
expressed both mAb ENA 1-positive cells, giving a weak
fluorescent signal on the cell-surface membrane, and CMV-
positive cells, giving a strong immunofluorescence in the
nucleus. However, the endothelial cells which were mAb ENAI
positive did not give a positive fluorescence with mAb H222.
Furthermore, it was not possible to discriminate CMV- plus
ENAI-positive cells from only CMV-positive cells.

IL-I production and effect of anti-IL-I

The production of IL-I after CMV infection was measured at
24, 48 and 72 hr p.i. No IL-I activity was measured in the
supernatant during the experimental period. In a simultaneous
experiment we studied, by incubating with anti-IL-i, if the
expression of the antigen reactive with mAb ENAl was
mediated by autocrine IL-1 release. After CMV infection an
increased antigen expression, 160% of the control expression
was detected in ELISA. Incubation with anti-IL-I significantly
reduced this increase of ELAM-1 expression by 75%.

0
HUVEC rf

Control_
Anti-IL-I _

F(ab)2mAb ENAI

Virus _

Anti-IL-I
F(ab)2mAb ENAI

Control
Virus

% adherence
10 20 30 40 50

pH
pH

Figure 3. Effects of anti-IL-I and F(ab)2 fragments of mAb ENAl on
control and virus-induced adhesiveness. Endothelial cell monolayers
were incubated, for 1 hr by 37°, in the presence of virus (closed bars) or
supernatant derived from mock-infected monolayers (open bars),
washed three times and then exposed to anti-IL- I or F(ab)2 mAb ENA 1
for 23 hr at 37°. After washing twice, adhesion of untreated PMN or
mAb IB4 (against CD18)-labelled PMN (hatched bars) was assessed
using the 5"Cr method described in the Material and Methods. Controls
were compared with virus-infected endothelial cells or with mAb
IB4-labelled PMN. (*P< 005; **P<0 001).

Adhesion experiments

Parallel to the antigen detection experiment the adhesion of
5'Cr-labelled PMN to CMV infected and non-infected endothe-
lial cells was measured. In addition, it was examined if the
activation antigen ELAM- and IL-I production were involved
in the virus-induced PMN adhesion by pretreatment of endo-
thelial cells with anti-IL-1 or with F(ab)2 fragments of mAb
ENAi.

Figure 3 demonstrates that the PMN adhesion to CMV-
infected endothelial cells was increased significantly up to 39%.
This increased adhesion was reduced with 64% by incubation
with anti-IL-i. F(ab)2 fragments of mAb ENAi reduced the
PMN adhesion to CMV-infected endothelial cells by 80%,
P <0-05. Thus incubations with anti-IL-1 or mAb ENAl
reduced the virus-induced PMN adhesion to endothelial cell
monolayers to almost control values.

PMN adhesion through the CD18 receptor

The relation of the virus-induced adhesion with the CD18
antigen on the PMN was investigated. mAb 1B4 (directed
against the common beta chain ofLeuCAM [CD 18]) was added

Table 1. Expression of viral antigen (mAb H222) and
activation antigen ELAM-1 (mAb ENA1) on CMV-infected
endothelial cell monolayers measured with IF at different
hours post-infection, as described in viral techniques. Data
are presented as percentage of cells which gave a positive
staining with mAb ENA1 or with mAb H222/microscopic

area

Post-infection (hr) % ENA1 antigen % viral antigen

6 30 10
12 60 20
24 25 20

to the PMN suspension before testing the adhesion. The results
show that pretreatment ofPMN with saturating concentrations
of mAb IB4 reduced the adhesion to non-infected and infected
endothelial cell monolayers by 46% and 70%, respectively
(Fig. 3). These values indicate that both control and virus-
induced adhesion are mediated by CD 1 8 and that virus infection
results in an increased CD18 complex-dependent PMN ad-
hesion.

DISCUSSION

This study concerns the role of an activation antigen, reactive
with mAb ENA 1, in the interaction ofPMN with CMV-infected
endothelium. CMV infection of endothelium results in the
appearance of an activation antigen ELAM-1 which is recog-
nized by mAb ENA 1. The expression of this antigen is maximal
at 12 hr p.i. The expression ofthe activation antigen was optimal
after 6 hr ofincubation with IL- 1. In both situations the ELAM-
1 expression declined after maximal expression. Simultaneous
to this activation antigen expression, the expression of viral
antigens was measured. Since the two expression profiles show a
similar time curve, a double IF was performed to test whether
the observed CMV-induced activation antigen expression
occurred in the virus-infected cells only. The results of these IF
experiments indicate that in infected endothelial cell monolayers
both ENA1- and CMV-positive cells do occur, but the cells
reactive with mAb ENA I do not express the CMV antigens. On
a cellular level it was not possible to detect both signals (i.e.
ENAl and CMV antigens) on the same cells. This does not
exclude the fact that CMV-infected cells can express the
activation antigen on the surface themselves, but is probably
due to the limitation of the method. These results can be
explained by the fact that CMV infection of the cells does not
induce ELAM-l expression directly but indirectly through one
or more other factors resulting in the activation antigen
ELAM-1 expression on non-infected cells.

Since IL-1 incubation induces the ELAM-1 expression
(Fig. 2), the possibility exists that IL- l is involved in our system.

MEM---I
**
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Although IL-I production was not detected in the supernatant
of infected monolayers, probably due to the fact that the
amount of IL-1-producing cells was too low because only a
maximum of 10% of the cells were infected,'0 the role of IL-1 is
supported by two observations. First, the PMN adhesion
occurred on infected but also on non-infected endothelial cells.
Second, the incubation with anti-IL-i resulted in an almost
complete decline of the virus-induced ELAM- I expression. The
adhesion experiments demonstrate that this antigen recognized
by mAb ENAI is associated with the virus-induced PMN
adhesion. This is emphasized by the observation that the
incubation with anti-IL-I also reduced the virus-induced PMN
adherence. These results support the hypothesis that virus-
induced PMN adhesion to endothelium is mediated by virus-
induced IL- I production, which in turn activates the endothelial
cells and causes the expression ofan antigen recognized by mAb
ENA1. The inhibition ofPMN adhesion, by F(ab)2 fragments of
mAb ENAI, indicates that the epitope reactive with mAb
ENAI is involved in the CMV-induced PMN adhesion.

These findings are supported by other reports. Several
investigators have shown that stimulation of endothelial cells
results in the production of IL-I-like activities.3233 This locally
produced IL-1 acts on target cells, including endothelial cells,
and is able, at relative low concentration, to stimulate the
endothelial plasma membrane by which neutrophils, mono-
cytes"8 and lymphocytes'9 avidly adhere. In this interaction,
caused by IL-1, different types of molecules expressed on the
surface of endothelial cells are involved, such as ICAM-1,
ICAM-2 and ELAM-1.i 36 Recent studies in our laboratory
have shown that the expression of ICAM- 1 is also increased in
CMV-infected endothelium (published observations). In addi-
tion it is demonstrated that the PMN adhesion is not reduced
completely after incubation with F(ab)2 fragments of mAb
ENAL. From these data it is evident that other antigens, as
described above or the recently described GMP140 protein, are
involved. The GMP140 expression, present on platelets and
endothelial cells, changes markedly after cellular activation.37
And as the domain organization ofGMP140 is similar to that of
ELAM-1, a possible role in neutrophil binding is suggested38
which was recently confirmed by Geng et al.2'

Furthermore, the virus-induced IL-1 production is not the
only mediator of the CMV-induced enhancement of PMN
adhesion, as shown by the incomplete reduction of adhesion
using anti-IL-i. This suggests again that other triggers may be
involved in the induction of PMN adhesion, like viral pro-
teins,39'8 and platelet-activating factor.404'

Further, we studied if the PMN adhesion is mediated via the
CD18 antigen present on thePMN membrane. The involvement
of LFA- 1, Mac- 1, and p150,95 in the adhesion of leucocytes to
endothelial cells has been established by inhibition experiments
with mAb anti-CD 18.42 Our results suggest that adhesion of
PMN to non-stimulated endothelial cells is dependent on the
glycoprotein family (LeuCAM) expressed on the PMN mem-
brane. Virus infection of endothelial cells up-regulates this
CDi 8-dependent adhesion, which indicates that virus infection
induces human endothelial cells to increase their adhesivity for
PMN by a mechanism dependent on the common beta chain
(CD18) of LeuCAM.

Finally, our observations document that virus infection
modulates PMN adhesion to endothelial cells by changing the
endothelial IL-1 secretion and the ELAM-1 expression (inhibi-

tory effect on PMN adhesion of mAb ENA1). Furthermore
these results provide new insights into how CMV-altered
endothelium becomes attractive to granulocytes. However,
since the other mechanism(s) is unknown, much remains to be
explored to extend our understanding of the complex interac-
tion of leucocytes with the endothelial cells during virus
infection.

ACKNOWLEDGMENTS

This work was supported in part by grant no. 88-235 of the Dutch Heart
Foundation. The authors thank Mrs F. Claus-Hahn for the manuscript
preparation, Professor C. van Boven for critical reading of the
manuscript, the Department of Obstetrics and Gynaecology and the
Bloodbank of the University Hospital Maastricht, Maastricht, The
Netherlands, respectively, for the supply of umbilical cords and buffy
coats.

REFERENCES

1. Ross R. (1986) The pathogenesis of atherosclerosis (an update).
New Engl. J. Med. 314,488.

2. FABRICANT C.G., FABRICANT J., LITRENTA M.M. & MINICK C.R.
(1978) Virus induced atherosclerosis. J. exp. Med. 148, 335.

3. GYORKEY F. MELNICK J.L., GUINN G.A., GYORKEY P. & DEBAKEY
M.E. (1984) Herpesviridae in the endothelial and smooth muscle
cells of the proximal aorta in arteriosclerotic patients. Exp. Mol.
Pathol. 40, 328.

4. MELNICK J.L., DREESMAN G.R., MCCOLLUM C.H., PETRIE B.L.,
BUREK J. & DEBAKEY M.E. (1983) Cytomegalovirus antigen within
human arterial smooth muscle cells. Lancet, ii, 644.

5. HENDRIX M.G.R., DORMANS P.H.J., KITSELAAR P., BOSMAN F. &
BRUGGEMAN C.A. (1989) The presence of cytomegalovirus nucleic
acids in arterial walls of atherosclerotic and non atherosclerotic
patients. Am. J. Pathol. 134, 1151.

6. BENDITT E.P., BARRETr T. & MCDOUGALL J.K. (1983) Viruses in the
etiology of atherosclerosis. Proc. natl. Acad. Sci. U.S.A. 80, 6386.

7. VISSER M.R., JACOB H.S., GOODMAN J.L., MCCARTHY J.B., FURCHT
L.T. & VERCELLOTTI G.M. (1989) Granulocyte-mediated injury to
herpes simplex virus-infected human endothelium. Lab. Invest.
60, 296.

8. ZAJAC B.A., O'NEILL K., FRIEDMAN H.M. & MACGREGOR R.R.
(1988) Increased adherence of human granulocytes to herpes
simplex virus type 1 infected endothelial cells. In Vitro Cell. Devel.
Biol. 24, 321.

9. MACGREGOR R.R., FRIEDMAN H.M., MACAREK E.J. & KEFALIDES
N.A. (1980) Virus infection of endothelial cells increases granulo-
cyte adherence. J. clin. Invest. 65, 1469.

10. SPAN A.H.M., VAN BOVEN C.P.A. & BRUGGEMAN C.A. (1989) The
effect of cytomegalovirus infection on the adherence of polymor-
phonuclear leukocytes to endothelial cells. Eur. J. clin. Invest.
19, 542.

11. PARA M.F., BAUCKE R.B. & SPEAR P.E. (1982) Glycoprotein gE of
herpes simplex virus type 1: effects of anti-gE on virion infectivity
and on virus induced Fc-binding receptors. J. Virol. 41, 129.

12. FRIEDMAN H.M., COHEN G.H., EISENBERG R.J., SEIDEL C.A. &
CINES D.B. (1984) Glycoprotein C of herpes simplex virus type 1
acts as a receptor for the C3b complement component on infected
cells. Nature (Lond.), 309, 633.

13. VAN DAM-MIERAS M.C.E., BRUGGEMAN C.A., MULLER A.D., DEBIE
W.H.M. & ZWAAL R.F.A. (1987) Induction of endothelial cell
procoagulant activity by cytomegalovirus infection. Thromb. Res.
47, 69.

14. PEARSON J.P., CARLETON J.S., BEESLEY J.E., HUTCHINGS A. &
GORDON J.L. (1979) Granulocyte adhesion to endothelium in
culture. J. Cell. Sci. 38, 225.



360 A. H. M. Span et al.

15. WHATLEY R.E., ZIMMERMAN G.A., MCINTYRE T.M., TAYLOR R. &
PRESCOTT S.M. (1987) Production of platelet activating factor by
endothelial cells. Sem. Throm. Hemostasis, 13,445.

16. HAYRY P., LESZCZYNSKI, D., PAAVONEN T., NEMLANDER A., VAN DE

MEIDE P. & SCHELLEKENS H. (1987) Leukocyte binding and Ia-
expression in vascular endothelium. Transpl. Proc. 14, 42.

17. GOERDT S., ZWADLO G., SCHEGEL R., HAGEMEIER H.M. & SORG C.
(1987) Characterization and expression kinetics of an endothelial
cell activation antigen present in vivo only in acute inflammatory
tissues. Exp. Cell. Biol. 55, 117.

18. BEVILACQUA M.P., POBER J.S., WHEELER M.E., COTRAN R.S. &
GIMBRONE M.A. (1985) Interleukin 1 acts on cultured human
vascular endothelium to increase the adhesion of polymorphonuc-
lear leukocytes, monocytes, and related leukocyte cell lines. J. clin.
Invest. 76, 2003.

19. CAVENDER D.E., HASKARD D.O., JOSEPH B. & ZIFF M. (1986)
Interleukin I increases the binding of human B and T lymphocytes
to endothelial cell monolayers. J. Immunol. 136, 203.

20. DUSTIN M.L., ROTHLEIN R., BHAN A.K., DINARELLO C.A. &
SPRINGER T.A. (1986) Induction by IL-1 and interferon, tissue
distribution, biochemistry, and function of a natural adherence
molecule (ICAM-1). J. Immunol. 137, 245.

21. GENG J.-G., BEVILACQUA M.P., MOORE K.L., MCINTYRE T.M.,
PRESCOTT S.M., KIM J.M., BLISS G.A., ZIMMERMAN G.A. &
MCEVER R.P. (1990) Rapid neutrophil adhesion to activated
endothelium mediated by GMP-140. Nature (Lond.), 343, 757.

22. BEVILACQUA M.P., POBER J.S., WHEELER M.E., COTRAN R.S. &
GIMBRONE M.A. (1985) Interleukin-l activation of vascular endo-
thelium. Am. J. Pathol. 121, 343.

23. COTRAN R.S., GIMBRONE M.A., BEVILACQUA M.P., MENDRICK D.L.
& POBER J.S. (1986) Induction and detection ofa human endothelial
activation antigen in vivo. J. exp. Med. 164, 661.

24. LEEUWENBERG J.F.M., JEUNHOMME G.H.A.A. & BUURMAN W.A.
(1989) Induction of an activation antigen on human endothelial
cells in vitro. Eur. J. Immunol. 19, 715.

25. LEEUWENBERG J.F.M., JEUNHOMME G.M.A.A. & BUURMAN W.A.
(1990) Adhesion of polymorphonuclear cells to human endothelial
cells. Adhesion-molecule-dependent, and Fc receptor-mediated
adhesion-molecule-independent mechanisms. Clin. exp. Immunol.
81, 496.

26. BRUGGEMAN C.A., DEBIE W.H.M., MULLER A.D., SCHUTTE B. &
VAN DAM-MIERAS M.C.E. (1988) Cytomegalovirus alters the von

Willebrand factor content in human endothelial cells. Thromb.
Haemostasis, 59, 264.

27. MACIAG T., CERUNDOLO I., ILSLEY S., KELLEY P.R. & FORIAND R.
(1979) An endothelial cell growth factor from bovine hypothala-
mus: identification and partial characterization. Proc. nati. Acad.
Sci. U.S.A. 76, 5674.

28. YAM L.T., Li O.Y. & CROSBY W.H. (1971) Cytochemical identifica-
tion of monocytes and granulocytes. Am. J. Pathol. 5, 283.

29. BRUGGEMAN C.A., MEYER H., DORMANS P.H.J., DEBIE W.H.M.,
GRAULS G.E.L.M. & VAN BOVEN C.P.A. (1982) Isolation of a
cytomegalovirus-like agent from wild rats. Arch. Virol. 73, 231.

30. BRUNING J.H., DEBIE W.H.M., DORMANS P.H.J., MEIJER H. &
BRUGGEMAN C.A. (1987) The development and characterization of
monoclonal antibodies against rat cytomegalovirus induced anti-
gens. Arch. Virol. 94, 55.

31. HOPKINS S.J. & HUMPHREYS M. (1989) Simple, sensitive and specific
bioassay of interleukin-l. J. immunol. Meth. 120, 271.

32. LOCKSLEY R.M., HEINZEL F.P., SHEPARD H.M., AGOSTI J., EESSALU
T.E., AGGARWAL B.B. & HARLAN J.M. (1987) Tumor necrosis
factors a and ,B differ in their capacities to generate interleukin 1
release from human endothelial cells. J. Immunol. 139, 1891.

33. SCHLEIMER R.P. & RUTLEDGE B.K. (1986) Cultured human vascular
endothelial cells acquire adhesiveness for neutrophils after stimula-
tion with interleukin 1, endotoxin, and tumor-promoting phorbol
diesters. J. Immunol. 136, 649.

34. ROTHLEIN R., DUSTIN M.L., MARLIN S.D. & SPRINGER T.A. (1986)
A human intercellular adhesion molecule (ICAM-1) distinct from
LFA-1. J. Immunol. 141, 1665.

35. BEVILACQUA M.P., POBER J.S., MENDRICK D.L., COTRAN R.S. &
GIMBRONE M.A. (1987) Identification of an inducible endothelial
leukocyte adhesion molecule. Proc. nati. Acad. Sci. U.S.A. 84, 9238.

36. STAUNTON D.E., DUSTIN M.L. & SPRINGER T.A. (1989) Functional
cloning of ICAM-2, a cell adhesion ligand for LFA- I homologous
to ICAM-1. Nature (Lond.), 339, 61.

37. MCEVER R.P. & MARTIN M.N. (1984) A monoclonal antibody to a
membrane glycoprotein binds only to activated platelets. J. biol.
Chem. 259, 9799.

38. JOHNSTON G.I., COOK R.G. & McEvER R.P. (1989) Cloning of
GMP-140, a granule membrane protein of platelets and endothe-
lium: sequence similarity to proteins involved in cell adhesion and
inflammation. Cell, 56, 1033.

39. RATCLIFFE D.R., NOLIN S.L. & CRAMER E.D. (1988) Neutrophil
interaction with influenza-infected epithelial cells. Blood, 72, 142.

40. BREVIARIo F., BERTOCCHI F., DEJANA E. & BUSSOLINo F. (1988) IL-I
induced adhesion of polymorphonuclear leukocytes to cultured
human endothelial cells: Role of platelet-activating factor. J.
Immunol. 141, 3391.

41. KIMANI G., TONNESEN M.G. & HENSON P.M. (1988) Stimulation of
eosinophil adherence to human vascular endothelial cells in vitro by
platelet-activating factor. J. Immunol. 140, 3161.

42. HARLAN J.M., KILLEN P.D., SENECAL F.M., SCHWARTZ B.R., YEE
E.K., TAYER R.F., BEATTY P.G., PRICE T.H. & OCHS H.D. (1985)
The role of neutrophil membrane glycoprotein gp- 150 in neutrophil
adherence to endothelium in vitro. Blood, 66, 167.


