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Abstract:
The initiation of an atherosclerotic lesion involves an endothelial cell pro-inflammatory state that
recruits leukocytes and promotes their movement across the endothelium. These processes
require endothelial expression of intercellular adhesion molecule-1 (ICAM-1), vascular cell
adhesion molecule-1 (VCAM-1), and endothelial-leukocyte adhesion molecule-1 (E-selectin).
Tumor necrosis factor-α (TNF-α) is a powerful inducer of these adhesion molecules. Selenium
status is known to affect the rate of atherosclerosis. These experiments tested whether selenium
alters cytokine-induced expression of these adhesion molecules. Human umbilical vein
endothelial cells (HUVECs) were pretreated for 24 h with sodium selenite (0–2 μM) and then
treated with 0 or 50 U/ml TNF-α in the presence of 0–2 μM selenite. ICAM-1, VCAM-1 and Eselectin were detected by ELISA and their mRNAs were evaluated by Northern blots. Selenite
significantly inhibited TNF-α-induced expression of each adhesion molecule in a dose-dependent
manner and reduced the level of the respective mRNAs. Nuclear factor-κB (NF-κB) is required
for transcription of these adhesion molecule genes. Western blot analysis revealed that selenite
did not inhibit the translocation of the p65 subunit of NF-κB to the nucleus. In conclusion, these
data indicate selenium can modulate cytokine-induced expression of ICAM-1, VCAM-1 and Eselectin in HUVECs without interfering with translocation of NF-κB.
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1. Introduction
One function of the vascular endothelial cell is to recruit leukocytes into underlying tissue during
inflammation. The transmigration of leukocytes across the endothelial lining of the blood vessel
is regulated in part by specific endothelial–leukocyte adhesion molecules [1]. The leukocyte
transmigration process is basic to both acute and chronic inflammatory states [1], [2], [3]. A
major event in the development of the pro-inflammatory state is the expression of endothelial

cell adhesion molecules for the recruitment of leukocytes to the site of injury. The regulation of
NF-κB activation is one key step in controlling inflammatory processes. Suppression of the proinflammatory endothelial cell state will limit the atherosclerotic process.
The induced expression of ICAM-1, VCAM-1 and E-selectin requires the activation of NF-κB.
NF-κB is an inducible transcriptional factor, which exists in the cytoplasm in its inactive form as
the protein heterodimer, p50/p65, associated with an inhibitor protein, IκB. Extracellular
inducers attach to specific cell surface receptors that recruit binding proteins. These proteins
initiate a cascade of kinases that result in the activation of IκB kinases. Phosphorylation of IκB
releases it from the p50/p65 heterodimer and marks it for proteosomal degradation. Activated
NF-κB translocates to the nucleus and binds DNA at specific κB sites in promotor
regions [4], [5].
Selenium is a micronutrient whose antioxidant functions are mediated through selenoproteins
such as the glutathione peroxidases and thioredoxin reductases [6]. Selenium deficiency
decreases protection from oxidative stress, decreases glutathione peroxidase activity, increases
lipid peroxidation (including LDL oxidation) and increases the risk of atherosclerosis.
Conversely, supplementation with selenium activates the glutathione system, protects against
peroxidation of LDL and other lipids and slows the atherosclerotic process [7], [8], [9]. Selenium
deficiency also enhances neutrophil adhesion to endothelial cells [10].
This study tested whether physiological levels of selenium would alter the expression of TNF-αinduced expression of ICAM-1, VCAM-1 and E-selectin in HUVECs. Follow-up studies
determined the effects of selenium on the activation of NF-κB caused by TNF-α treatment.
2. Methods
2.1. Cell culture
HUVECs and an EGM-Bulletkit were purchased from Clonetics (San Diego, CA). HUVECs
were cultured at 37 °C in endothelial cell basal medium supplemented with 10 ng/ml human
recombinant epidermal growth factor, 1 μg/ml hydrocortisone, 50 μg/ml gentamicin, 50 ng/ml
amphotericin-B, 12 μg/ml bovine brain extract and 2% fetal bovine serum (FBS). The tissue
culture plates and flasks were coated with 0.1% gelatin and fourth-passage cells were used for
these experiments.
2.2. Enzyme linked immunosorbent assays (ELISA)
ICAM-1, VCAM-1 and E-selectin on cell surfaces were quantified by ELISA with slight
modifications to method described by Chen et al. [11]. HUVECs were cultured to confluence and
pretreated with sodium selenite (0, 0.5, 1.5, and 2 μM) for 24 h at 37 °C. These pretreated cells
were then incubated with fresh growth medium, which contained TNF-α (0 or 50 U/ml) and the
same concentration of sodium selenite as in the pretreatment medium. Cells were incubated with
TNF-α/EGCG for 4, 6, and 8 h for measurement of E-selectin, VCAM-1 and ICAM-1,
respectively. After this incubation, the cells were washed with PBS and fixed with 1%
paraformaldehyde for 15 min, and then treated with 2% BSA overnight at 4 °C. After another

PBS wash, the cells were incubated with monoclonal antibodies (Chemicon, Temecula, CA)
against either E-selectin, VCAM-1, or ICAM-1 for 2 h at 37 °C. The concentration of each
antibody was 1 μg/ml. Then the cells were washed three times in PBS with 0.05% Tween 20
(PBS-T) and incubated for 2 h at 37 °C with 1 μg/ml goat anti-mouse IgG conjugated to alkaline
phosphatase (Sigma, St Louis, MO). The cells were washed three times with PBS-T and then
incubated with 1.0 mg/ml substrate p-nitrophenyl phosphate for 30 min. Samples were read
spectrophotometrically at 405 nm. Test and control samples were assessed in triplicate in each
experiment, a total of three experiments were performed. The degree of specific antibody
binding was calculated by subtracting the mean negative control value from each test value, and
expressing the results as a percentage of the TNF-α-treated control value.
2.3. Northern blot analyses
Cultured HUVECs were pretreated with sodium selenite (0 and 2 μM) for 24 h. The pretreated
cells were then incubated with fresh medium, which contained TNF-α (0 or 50 U/ml) and the
same concentration sodium selenite as in the previous incubation. Total RNA was isolated using
a SV Total RNA Isolation System (Promega, Madison, WI). Electrophoresis of 20 μg RNA per
slot was performed in a 1.2% agarose and 2% formaldehyde gel. The RNA was transferred to a
HybondTM-N+ membrane (Amersham, Piscataway, NJ) and immobilized by ultraviolet
illumination. cDNA probes were labeled by fluorescein random primer labeling (Amersham,
Piscataway, NJ). The membranes were hybridized at 60–65 °C overnight with probes specific for
human ICAM-1, VCAM-1 and E-selectin. After hybridization, the membranes were washed with
0.5×SSC (0.3 M NaCl and 0.03 M sodium citrate, pH 7) and 0.1% SDS for 15 min at 60–65 °C,
followed by a stringent wash with 0.1× SSC and 0.1% SDS at 60–65 °C. Next, the membranes
were blocked and then incubated with an anti-fluorescein alkaline phosphatase conjugate
(Amersham, Piscataway, NJ). After washing three times with 0.3% (v/v) Tween 20 in buffer A
(100mM Tris–HCl, 300mM NaCl pH 9.5), the detection reagent was added, and films were
exposed and developed.
2.4. Western blot analyses
HUVECs were pretreated with sodium selenite (0 and 2 μM) for 24 h, then incubated for 1 h
with fresh medium containing TNF-α (0 or 50 U/ml) and the same concentration of sodium
selenite as in the previous incubation. Nuclear extracts were prepared as described by
Schreiber [12]. Briefly, 106 cells were washed in 10 ml PBS, scraped, and pelleted by
centrifugation at 1500×g for 5 min. The cell pellet was then resuspended in 400 μl of cold buffer
A (10 mM HEPES, pH 7.9; 10 mM KCl; 0.1 mM EDTA; 0.1 mM EGTA, 1 mM DTT; 0.5 mM
PMSF; 2 μg/ml leupeptin, and 2 μg/ml aprotinin). After incubating for 15 min at 4 °C, 25 μl of
10% NP-40 was added and the suspension was vortexed at for 10 s. After recentrifugation for 30
s, the nuclear pellet was resuspended in 50 μl of ice-cold buffer B (20 mM HEPES, pH 7.9; 0.4
M NaCl; 1 mM EDTA; 1 mM EGTA, 1 mM DTT; 1 mM PMSF; 25% glycerol; 2 μg/ml
leupeptin and 2 μg/ml aprotinin). Thereafter it was homogenized, and shaken vigorously for 15
min at 4 °C. The nuclear extract was then centrifuged for 5 min at 4 °C. Protein concentrations
were determined by the bicinchoninic acid (BCA) assay (Pierce, Rockford, IL). Equal amount of
extracts (40 μg) were subjected to electrophoresis on 12% SDS-polyacrylamide gels and the
fractionated proteins were electrophoretically transferred to Hybond ECL nitrocellulose

membranes (Amersham, Piscataway, NJ) in a tank transfer system. The membranes were
blocked and then incubated with 1 μg/ml rabbit anti-NF-κB p65 subunit polyclonal antibody
(Chemicon, Temecula, CA) for 1 h, washed three times with PBS-T (PBS with 0.05% Tween
20), then incubated for 1 h with a polyclonal donkey antirabbit IgG Ab conjugated with
horseradish peroxidase. After washing five times with PBS-T, the ECL detection reagents were
added, and the membranes were exposed to HyperfilmTM (Amersham, Piscataway, NJ).
2.5. Statistical analyses
The ELISA data are expressed as the mean±S.E.M. Comparisons among groups were made
using one-way analysis of variance (ANOVA), followed by Fisher's Least Significant Difference
posthoc comparison test. A value of P≤0.05 was considered to be statistically significant.
3. Results
3.1. ELISA results
Sodium selenite did not alter the expression of the three adhesion molecules in non-TNF-α
treated control cultures but significantly inhibited TNF-α induced expression in a dose-dependent
manner (Fig. 1). Percent inhibition by 2 μM selenium was 53, 81, and 71% for ICAM-1, VCAM1, and E-selectin, respectively. Significant inhibition of the expression of the three adhesion
molecules was observed at 1 μM sodium selenite treatment. The highest concentration of sodium
selenite (2 μM) used in our experiments did not alter cellular viability as assessed by cell
number, cellular morphology, and trypan blue exclusion (data not shown).

Fig. 1. ELISA for detection of cell surface expression of ICAM-1, VCAM-1 and E-selectin.
HUVECs were pretreated with sodium selenite and induced by TNF-α in the presence sodium
selenite. The data are given as the mean ± S.E.M. A value of P ≤ 0.05 was considered to be
statistically significant.

3.2. Northern blot results
Selenium inhibited the cell surface expression of ICAM-1, VCAM-1 and E-selectin stimulated
by TNF-α. Furthermore, mRNA expression was evaluated by Northern blotting (Fig. 2).
Ethidium bromide staining for 28 S ribosomal RNA indicated all lanes contained identical
amounts of RNA. TNF-α increased the expression of mRNAs for each of these cell adhesion
molecules compared with non-TNF-α treated cells. The accumulation of the specific mRNAs
after induction with TNF-α was reduced with treatment with 2 μM sodium selenite. These data
correlated with the decreased expression of the respective proteins, suggesting that the regulatory
action of selenium on the expression of these adhesion molecules may be at the transcriptional
level.

Fig. 2. Northern blot for evaluation of mRNA of ICAM-1, VCAM-1 and E-selectin. The bottom
panels contain 28 S ribosomal RNA stained by ethidium bromide to show equal loading. Lane 1
was a negative control without sodium selenite and TNF-α treatments. Lane 2 was a positive
control in which HUVECs were induced by TNF-α. Lane 3 was a test group in which cells were
pretreated with sodium selenite and induced by TNF-α in the presence of sodium selenite.
3.3. Western blot results
Nuclear p65 was detected by Western blotting to assess the translocation of NF-κB (Fig. 3). The
p65 subunit increased in the nuclear fraction of HUVECs induced by TNF-α compared with nonTNF-α treated control cultures. Sodium selenite treatment did not reduce p65 translocation to the
nucleus after TNF-α treatment. The selenium concentration used in this test was the same
amount as that which reduced cell adhesion molecule mRNAs and protein expression after TNFα induction.

Fig. 3. Nuclear p65 was detected by Western blotting to analyze the translocation of NF-κB.
Lane 1 was a negative control without sodium selenite and TNF-α treatments. Lane 2 was a
positive control in which HUVECs were induced by TNF-α. Lane 3 was a test group in which
cells were pretreated with sodium selenite and induced by TNF-α in the presence of sodium
selenite.
4. Discussion

Human epidemiological and animal studies have associated low physiological levels of selenium
with decreased antioxidant status and increased risk of atherogenesis [7], [8], [9]. Since
atherosclerosis is a chronic inflammatory disease associated with increased oxidative stress on
the vascular endothelial cell, it is reasonable to conclude that the anti-atherosclerotic effects of
selenium are due to its ability to support anti-oxidative defense mechanisms.
In these studies, we demonstrated that selenium suppressed expression of three key endothelial
adhesion molecules after HUVECs were stimulated with the inflammatory cytokine, TNF-α.
Expression of these adhesion molecules is a hallmark event in the development of the proinflammatory state of the endothelial cell. This state is an early step in atherosclerotic plaque
formation that promotes the attraction, adherence and subendothelial migration of monocytes in
the area of dysfunctional endothelium. The interactions between endothelial cells and leukocytes
occur via two-way chemical signaling that controls gene expression in each cell type.
There are at least two mechanisms by which free radicals are involved in regulation of the
expression of endothelial–leukocyte adhesion molecules. The first is by producing oxidative
damage to macromolecules of the endothelium. The second involves the intracellular formation
of oxidative signals in response to extracellular stimuli or membrane signal transduction
events [2], [13]. Antioxidants can intervene in either or both of these oxidative steps. Selenium is
known to affect the activity of both extracellular and intracellular antioxidant enzymes. It,
therefore, could alter both external and internal oxidative activators of cell adhesion molecule
expression.
ICAM-1, VCAM-1 and E-selectin are three adhesion molecules that are expressed in the proinflammatory state and mediate the migration of leukocytes through the endothelial barrier. The
expression of these endothelial adhesion molecules is regulated by activation of NF-κB [2], [3].
NF-κB can be activated by a large number of extracellular stimuli, including the cytokine, TNFα, which was used in this study [4], [5]. There is considerable evidence that reactive oxidative
intermediates, namely, lipid hydroperoxides, may be a common intracellular signal for at least
some activators of NF-κB [14]. We reasoned that if TNF-α signaled NF-κB activation through a
pathway that involved reactive oxidative intermediates, selenium pretreatment might bolster
antioxidant defenses and thereby suppress activation of NF-κB. We found that with combined
selenium and TNF-α treatment, NF-κB still translocated to the nucleus, but mRNAs of ICAM-1,
VCAM-1 and E-selectin were decreased when compared with the TNF-α induced control. We
also observed dose-dependent decreases in ICAM-1, VCAM-1 and E-selectin protein expression
as determined by ELISA. We concluded that selenium blocked the cytokine-induced expression
of cell adhesion molecules via a mechanism independent of the translocation of NF-κB. It can be
inferred that if the signaling pathway did involve free radical signals, selenium-dependent
oxidative defenses were not able to quench the specific signal.
Recent research shows that selenium inhibits TNF-α induced NF-κB activation by two pathways.
First, the activity, as well as the expression, of glutathione peroxidases are regulated by selenium
status [15]. These enzymes catalyze the reduction of peroxides that can damage cells [6].
Glutathione peroxidase mimics have been shown to strongly inhibit TNF-α induced expression
of ICAM-1, VCAM-1 and E-selectin as well as to inhibit leukocyte recruitment by
HUVECs [16], [17]. In comparing these experiments with our present data, it is important to note

that the concentration of these seleno-organic compounds used in prior experiments was quite
high, 10 μM. Although these experiments demonstrated the ability of selenium-based glutathione
peroxidase mimics to suppress cytokine-induced cell adhesion molecule expression, it was
unclear whether the suppression was causally related to glutathione peroxidase activity or to
some other action of the seleno-compounds. Overexpression of phospholipid hydroperoxide
glutathione peroxidase in a human endothelial cell line inhibited the NF-κB activation induced
by interleukin-1, (IL-1) [18]. That work suggested that a phospholipid hydroperoxide
intermediate mediated IL-1 activation of NF-κB. As far as we know, this same experiment has
not been conducted using TNF-α. It is known that TNF-α and IL-1 have different intracellular
signaling cascades.
Interactions of selenium with TNF-α induced expression of adhesion molecules have been
described in other experimental systems [10]. Omission of selenium in cultured bovine
mammary endothelial cells caused glutathione peroxidase activity to decrease to 10% of normal.
While the actual selenium concentration was not reported, this degree of deficiency significantly
enhanced the ability of TNF-α to increase neutrophil adherence and mRNA expression for Eselectin and ICAM-1 [10]. In another study, selenium supplementation was demonstrated to
inhibit the expression of ICAM-1, VCAM-1 and E-selectin induced by interferon-γ in a dosedependent manner. The half-maximal inhibitory concentrations of selenium were 0.5, 4, and 3.8
μg/ml [19]. These results were akin to the present results except that the inducing agent used was
interferon-γ and the concentrations of selenium were above the physiological range (0.02–10
μg/ml or 0.25–126.6 μM). Plasma and serum selenium normally ranges from 0.049 to 0.168
μg/ml (0.6–2.1 μM) for healthy individuals [20]. The concentration of selenium in our
experiments in the physiological range (0.5, 1.0, 1.5. 2 μM).
Makropoulous et al. demonstrated that in the selenium-deprived Jurkat and Esb-LT lymphocytes,
100 nM selenite repletion for 3 days produced maximum increases in glutathione peroxidase
activity and inhibition of NF-κB binding to κB site. The dose-response of NF-κB inhibition
roughly corresponded to the ability of selenium to increase glutathione peroxidase activity. It
was inferred that selenium altered cellular redox systems and indirectly inhibited IκB
dissociation [21]. This led us to postulate that selenium might inhibit the translocation of NF-κB
in HUVECs during a TNF-α challenge. The Western blot analysis in the present experiments
showed that selenium did not inhibit the translocation of NF-κB even at the highest physiological
dose employed, 2 μM. We concluded that its actions in blocking cell adhesion molecule
expression must be at a later step of NF-κB activation or independent of the NF-κB activation
pathway.
Another possible point of intervention for selenium would be for it to interfere with the ability of
NF-κB to bind to its κB sites in the promoter region. After activation of NF-κB, the essential
cysteine residues required for NF-κB binding to DNA are maintained in the reduced state
through the action of thioredoxin and thioredoxin reductase. It has been shown that selenite can
decrease NF-κB binding to DNA by about 40% at 1 μM and can completely abolish binding at 7
μM. In addition, NF-κB binding could be completely restored by 2 mM dithiothreitol, even in the
presence of 10 μM selenite with Jurkat T cell nuclear extracts precubated with 0.1 nM human
TNF-α for 20 min [22]. The binding of NF-κB to its κB binding sites depends on critical cysteine
residues remaining in a reduced state in Jurkat T cells [23]. Selenite inhibition of NF-κB binding

activity was, therefore, interpreted to be due to RS-Se-SR adduct formation of selenium with the
essential thiols of NF-κB [22]. We did not study NF-κB binding to DNA in these experiments.
However, the same concentration of selenite that reduced NF-κB binding by 40% [22],
significantly inhibited TNF-α induced expression of ICAM-1 (−28%), VCAM-1 (−47%) and Eselectin (−46%) in cultured HUVECs.
In conclusion, selenium inhibits TNF-α induced expression of ICAM-1, VCAM-1 and E-selectin
in HUVECs. The mechanism of inhibition may occur after the translocation of NF-κB into the
nucleus. Our data are consistent with at least two mechanisms that could explain this action.
Selenium treatment may inhibit NF-κB binding by directly forming adducts with the essential
thiols of NF-κB [22]. Secondly, the selenoprotein, thioredoxin/thioredoxin reductase, regulates
the activity of NF-κB through redox control of the cysteine residues necessary for its DNAbinding activity [23], [24]. Interestingly, although selenium is required for the activity of
thioredoxin/thioredoxin reductase, it can also inactivate this enzyme by forming a stable
diselenide derivative [25]. The reduction of the activity of thioredoxin/thioreductase, coupled
with the direct ability of selenium to form adducts with NF-κB would significantly alter the
availability of the critical cysteine residues for NF-κB binding to DNA. The present data are
consistent with an ability of selenium to interfere with the cell adhesion molecule expression,
possibly by blocking NF-κB binding to DNA.
Selenium has multiple actions that it can be considered to be anti-inflammatory and antiatherosclerotic. The above work describes yet another important function of this micronutrient.
The significance of the ability of selenium to inhibit activation of NF-κB in response to TNF-α
may also help explain anti-tumor growth and anti-metastatic effects of selenium that have been
observed both in vivo and in vitro. Dietary supplementation with selenium significantly reduced
the incidence of metastasis, the number of lung tumors, the tumor cross-sectional area and the
tumor volume in a mouse metastatic melanoma model [26]. In an in vitro cell culture model,
others have demonstrated that pre-exposure of HeLa cells to micromolar concentrations of
selenite reduced their ability to attach to a solid matrix [27]. Metastatic tumor cells engage in
upregulation of cell adhesion molecules to promote their ability to invade and metastasize.
Regulation of endothelial cell adhesion molecules by tumor cells promotes angiogenesis and
neovascularization in tumors [28]. In addition, tumor cells that have been shed into the
vasculature are able to extravasate at distal sites by using tumor cell/endothelial cell adhesion
molecule interactions. There is increasing evidence that circulating levels of cellular adhesion
molecules in human serum samples are significantly higher in various types of metastatic cancer
e.g. [29], [30]. It is probable that selenium may exert some of its anti-cancer actions via
dampening mechanisms involved in up-regulating cell adhesion molecule expression and thereby
decreasing tumor cell attachment, extravasation, and neovascularization.
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