
Abstract. To assess the inhibitory effects of methylselenol
on the invasion of murine B16F10 melanoma cells, we
carried out in vivo and in vitro experiments using Se-methyl-
selenocysteine (Se-MSC) and selenomethionine (SeMet),
respectively. In an animal experiment, the supplementation of
drinking water with Se-MSC (4 ppm Se) led to a significant
increase in Se levels in the lung, liver and serum in mice.
Mice given a mash diet or water supplemented with Se-MSC
(2, 4 and 6 ppm Se in the mash diet, and 2 and 4 ppm Se in
the drinking water) displayed an almost completely diminished
pulmonary metastasis of B16F10 melanoma cells and an
enhanced survival, compared to the control mice which were
given a basal diet. Treatment with non-cytotoxic concen-
trations of SeMet (2.5, 5 and 10 μM plus 0.02 U/ml METase,
methioninase) induced a substantial decrease in the expression
of integrin αvß3, the FN receptor and adhesion ability to
vitronectin (VN) and fibronectin (FN) in B16F10 melanoma
cells. Moreover, these compounds suppressed gelatinase
activity, invasive ability and wound migration in the culture
system. SeMet-METase prevented the conversion of pro-
MMP-9 to its active form and decreased pro-MMP-2 activities
in a zymogram. The pre-treatment of B16F10 melanoma
cells with SeMet-METase led to a decrease in pulmonary
metastasis and extended survival in mice injected with tumor
cells. Collectively, our results indicate that integrin expression

is crucial in promoting the metastatic phenotype in murine
B16F10 melanoma cells by supporting specific adhesive and
invasive properties, suggesting that Se-MSC effectively
reduces the metastasis of B16F10 melanoma cells as a
nutritional adjuvant. Methylselenol may also contribute to
the suppression of integrin expression.

Introduction

Melanoma is the most fatal form of skin cancer, and its
incidence in the USA and Australia has rapidly increased over
the past decades. Since malignant melanoma has significant
metastatic potential and is relatively resistant to current
chemotherapeutic agents, the rate of mortality is high, despite
extensive educational sunlight protection programs. Drugs that
inhibit proliferation and induce apoptosis of cancer cells in
the clinic are often associated with toxic side-effects, owing to
the non-selective killing of proliferating cells. Thus, novel
clinical approaches need to be developed to improve the
efficiency of treatment of disseminated metastatic melanoma
(1-3).

Metastasis, one of the major causes of cancer mortality, is a
multi-step process which includes adhesion to the extracellular
matrix (ECM), invasion of lymph and blood vessels and
migration. Early events in cancer cell invasion involve cell-
cell or cell-ECM adhesion, and these are usually mediated by
a number of cell surface molecules. Integrins are composed of
various α and ß subunits, and mediate cell adhesion to several
ECM proteins, including vitronectin (VN) and fibronectin
(FN). Integrin-dependent interactions with ECM proteins
play an important role in modulating the proliferation of tumor
cells and their ability to release ECM-degrading enzymes,
including MMP-2 (gelatinase A/72 kDa type IV collagenase),
MMP-9 (gelatinase B/92 kDa type IV collagenase) and
urokinase type plasminogen activator (uPA). Therefore,
blocking the integrin expression and disrupting adhesion may
be an effective strategy for preventing the proliferation and
metastasis of melanomas (4-11). Earlier studies have shown
that dietary supplementation with selenium reduces lung
metastasis of melanoma cells, and selenium yeast inhibits the
spread of Lewis lung carcinoma cells in mice (12-14). These
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findings collectively suggest that a nutritional adjuvant
containing selenium may be beneficial in reducing metastasis.

Selenium is an essential trace element with dramatic
variations in geographical abundance. Selenium deficiency is
related to the occurrence of specific chronic diseases, inclu-
ding cancer in humans, while adequate selenium intake is
associated with the lower incidence of certain cancers in
humans (15-17). The addition of specific selenium compounds
to cell culture systems or supplementation into animal diets
leads to reduced cell proliferation and apoptosis in vitro, as
well as a decreased incidence and severity of cancer in vivo
(12,13,18). It is proposed that the effects of these compounds
on tumor cell proliferation and the onset of cancer in animals
are dependent on the dose and chemical composition (19-21).
Several groups are involved in the search for active metabolites
that appear crucial for selenium-induced cancer chemo-
prevention, and the identification of the least toxic form that
provides reliable chemopreventive activity (22,23). There is
ample evidence that the chemical transformation of selenium
to a monomethylated metabolite is an important step in
chemoprevention. Current experimental evidence indicate
that methylselenol (CH3SeH) is the selenium metabolite
responsible for the dietary chemoprevention of cancers. The
addition of methioninase (METase) to selenomethionine
(SeMet) or ß-lyase to Se-methylselenocysteine (Se-MSC)
rapidly generates significant amounts of methylselenol, with
anticarcinogenic activity comparable to that of selenite or
methylseleninic acid (MSeA) (19,24-29). Se-MSC and
SeMet, the organic dietary forms of selenium, are bioavailable
with low toxicity, and are thus better targets for chemo-
prevention than sodium selenite (Na2SeO3) (19,20,30,31).
While several studies have focused on the effects of selenium
on primary tumor development and growth, the molecular
processes involved in melanoma cell adhesion and invasion,
and their modulation by selenium compounds have yet to be
established.

Since adhesion is involved in most of the intermediate
steps of the metastatic cascade, we examine the correlation of
a decreased integrin expression following SeMet-METase
treatment with invasion and pulmonary metastasis. The
effects of diet supplementation with Se-MSC on the pulmonary
metastasis of B16F10 melanoma cells and the survival of
C57BL/6J mice in animal experiments are also investigated.

Materials and methods

Mice and cell line. Four-week-old female C57BL/6J mice
purchased from the BioModel System Park (Daejeon, Korea)
were housed under specific pathogen-free conditions in a
barrier facility with 12-h light/dark cycles. The murine B16F10
melanoma cell line was maintained as a monolayer culture in
RPMI-1640 medium (Gibco/Invitrogen, Carlsbad, CA)
supplemented with 10 mM HEPES, 50 mg/l gentamicin (Life
Technologies, Inc., Rockville, MD) and 10% heat-inactivated
fetal bovine serum (FBS, Gibco/Invitrogen) in a humidified
5% CO2 incubator.

Antibodies and chemicals. SeMet and Se-MSC were acquired
from PharmaSe, Inc. (Lubbock, TX) and selenite from Sigma
(St. Louis, MO). L-methionine γ-Lyase (designated METase)

was purchased from Wako Pure Chemical Industries, Ltd.
(Osaka, Japan). R-phycoerythrin (R-PE)-conjugated rat anti-
mouse CD51 (integrin αv chain) and anti-mouse CD61
(integrin ß3 chain), purified anti-fibronectin receptor and
anti-mouse CD51 were all purchased from BD Bioscience
Pharmingen (Bedford, MA). Bovine plasma FN was purchased
from Sigma and human plasma VN from Alexis (San Diego,
CA).

Gelatin zymography. The enzymatic activities of MMP-2
and -9 were assayed by gelatin zymography. A serum-free
culture medium was collected after incubation with various
concentrations of SeMet-METase or selenite, for 48 h.
Aliquots of the supernatants were concentrated using a
Centricon (Amicon, Inc., Beverly, MA), and equivalent
volumes of the culture supernatant fractions were electro-
phoresed on a 10% SDS-polyacrylamide gel containing 0.1%
gelatin. Gels were washed twice with a washing buffer (50 mM
Tris-HCl, pH 7.5, 100 mM NaCl and 2.5% Triton X-100),
followed by brief rinsing in this washing buffer, excluding
Triton X-100. The gels were then treated with an incubation
buffer (50 mM Tris-HCl, pH 7.5, 150 mM NaCl, 10 mM
CaCl2, 0.02% NaN3 and 1 μM ZnCl2) at 37˚C for 18-36 h,
stained (0.05% Coomassie blue, 10% isopropanol and 10%
acetic acid) and destained (10% isopropanol and 10% acetic
acid). MMPs were detected as transparent bands on the blue
background of Coomassie blue-stained slab gels.

In vitro tumor cell invasion assay. The in vitro invasion assay
was performed using the matrigel-coated transwell system.
Briefly, after filling the lower chambers with RPMI medium
plus 10% FCS as a chemoattractant, transwell (8-μm pore),
coated with 20 μl of a 1:2 mixture of matrigel:RPMI, was
assembled as the intervening invasive barrier on a 24-well
plate. Cells (5x104) were suspended in a serum-free RPMI
medium, added to the upper part of the chamber and incubated
for 18 h at 37˚C. The cells which remained on the upper
surface of the filter were completely removed by wiping with
a cotton swab, and those on the lower surface of the filters
were fixed in methanol, and stained with hematoxylin and
eosin. The cells invading the lower surface of the filters were
counted manually under a light microscope. The invasive
potential of untreated control cells was normalized to 100%
invasion, and that of treated cells was determined as a
percentage of the control.

Wound-healing assay. B16F10 cells were pre-incubated with
25 μg/ml mitomycin C for 30 min. An injury line was made
on the confluent monolayer of cells with a cell scraper.

After rinsing with PBS, cells were allowed to migrate in
the presence of selenium compounds. Migration was observed
with a phase-contrast microscope and photographs were
obtained at the indicated time-points.

Flow cytometry. Cells were harvested, washed twice with
PBS, and incubated in PBS containing 1% FBS for 30 min at
4˚C. Cells were collected by centrifugation and exposed to
saturating concentrations of individual PE-conjugated anti-
mouse αv- or ß3-integrin antibodies. After incubation on ice for
30 min, cells were washed and the relative amounts of cell
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surface integrins were determined by the comparison of
fluorescence emission intensities collected using FACSCalibur
(Beckton-Dickinson, NJ).

Cell-adhesion assay on immobilized VN and FN. For cell-to-
ECM adhesion assay, 24-well plates were coated with 10 μg/ml
of VN or FN for 16 h at 4˚C, washed three times with cold
PBS, coated with 3% bovine serum albumin for 1 h at 37˚C
and washed three times. Cells suspended in serum-free
RPMI-1640 medium were plated on ECM-coated culture
plates and incubated for 1.5 h at 37˚C in a 5% CO2 humidified
atmosphere. Plates were washed three times with PBS to
remove non-adherent cells and cells remaining attached to
the plate were fixed and stained with a solution of 0.5% crystal
violet/2% (v/v) ethanol in 100 mM borate buffer (pH 9.0) at
room temperature for 30 min. Cells were lysed with 1% SDS,
and spectrophotometric absorbance was measured at 592 nm.

Experimental pulmonary metastasis assay. Mice were divided
into eight groups, composed of 20 animals each. An
additional group of the same strain of animals (n=10,
designated normal) not subjected to selenium treatment or
tumor injection was included in the analysis. Control mice
were given a basal diet (0.23 ppm Se) and water (0.00134 ppm)
during the course of the experiment. A mash diet supplemented
with various concentrations of Se-MSC (2, 4 and 6 ppm Se)
was fed to four-week-old female C57BL/6J mice for 4 weeks.
Thereafter, B16F10 melanoma cells (3x105 cells/0.2 ml PBS)
were injected intravenously into the lateral tail veins of
C57BL/6 mice. Following the administration of cells, the mice
were allowed to consume their respective diets for an
additional 40 days. On day 20 of the post-tumor injection, five
mice from each group were euthanized, their lungs removed
and the extent of metastasis observed macroscopically.
Drinking water supplemented with various concentrations of
Se-MSC (2, 4 and 6 ppm Se) was used during the above
procedure. The survival rates of the 10 remaining mice in all
groups were recorded over a 40-day period.

Determination of the Se level. To determine the Se concen-
tration in mice tissues, serum, lung and liver samples were
obtained after supplementation with 4 ppm Se as Se-MSC for
4 weeks immediately prior to the tumor cell injection. Samples
were analyzed by graphite furnace atomic absorption spectro-
photometry (GFAAS, Analyst 880 Graphite, Perkin Elmer,
USA). Se concentrations in the diet and drinking water were
measured by hydride vapor-generated atomic absorption
spectroscopy (HVG-AAS, Shimazu 6800, Japan).

Statistical analysis. Results are presented as mean ± standard
deviation (SD). All experiments were repeated at least three
times, with documented reproducibility. Data were analyzed
for statistical significance using Student's t-test. P<0.05 was
considered significant.

Results

Se-MSC intake has no toxic side-effects and increases the
selenium level in lung, liver and serum. In our animal studies,
the pulmonary metastasis of B16F10 melanoma and survival

in C57BL/6J mice were investigated after supplementation
with Se-MSC (Fig. 1). In preliminary experiments, the mean
amount of food and water intake was ~3.92±0.78 g/mouse/day
and 5.23±0.85 ml/mouse/day, respectively. The Se concen-
tration in the mash diet was 0.23 ppm, similar to the level
suggested by the manufacturer (0.22 ppm) and the water
contained 0.0013 ppm Se. Se-MSC was mixed with the mash
diet or drinking water at non-toxic concentrations relative to
the intake amount. Concentrations that induced side-effects,
such as hair loss, were excluded from the main experiment.
Mice were given a Se-MSC-containing mash diet or water for
4 weeks before the tumor injection and an additional 40 days
thereafter. At the the time of the tumor injection, no significant
differences in lung, liver, body weight (data not shown) or
external appearance were evident among the groups. Supple-
mentation with Se-MSC (4 ppm Se in water) for 4 weeks
immediately before tumor inoculation led to increased Se
levels in the liver, lung and serum in the mice, compared to the
animals which were fed the control diet (Fig. 2A). The elevated
Se levels in tissues reflected the dietary intake of selenium
compounds.

Supplementation of Se-MSC reduces the metastasis potential
of B16F10 melanoma cells and extends survival. On day 20
after tumor injection, mice from each group were euthanized
so as to examine pulmonary metastasis. At this time, the mice
being fed a basal diet displayed slow movement, and some
were paralyzed from the waist down or had difficulty in
breathing. Upon necropsy, no differences were found in the
liver, kidney and heart weights among the groups and tumors
were not evident in these organs by gross observation (data
not shown). An intravenous injection of B16F10 melanoma
cells into the lateral tail veins of mice, which were fed a basal
diet, resulted in severe pulmonary metastasis, as shown in
Fig. 2B. In contrast, mice administered with Se-MSC (2, 4
and 6 ppm Se in the mash diet) only exhibited a slight
pulmonary metastasis with an average nodule number of 5±2.
Moreover, some of these animals displayed no detectable
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Figure 1. Experimental design. Four-week-old female C57BL/6J mice were
fed a Se-MSC (2, 4 and 6 ppm Se)-supplemented diet or water. The control
mice were fed a basal diet or water containing no additional selenium
compounds. After 4 weeks, lung, liver and serum were collected from 5
randomized mice for assessment of the selenium concentration. To examine
the effect of dietary selenium supplementation on the pulmonary metastasis
of B16F10 melanoma cells and survival of mice, B16F10 melanoma cells
were injected intravenously via the lateral tail vein after supplementation
with selenium-containing or basal diet. On day 20 after the tumor injection,
the pulmonary metastasis of B16F10 melanoma cells were macroscopically
observed, and survival was checked every 2 days for 40 days after the tumor
injection.
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metastasis of the lung. Data on the survival rates at 40 days
after the tumor injection revealed that supplementation with
Se-MSC significantly prolonged the animal lifespan in a
dose-dependent manner (Fig. 2C). The mean lifespan of mice
fed on a basal diet was 24.7 days. In contrast, some mice
administered with 6 ppm Se as Se-MSC in mash diet were
still alive on day 60 after the tumor injection. Supplementation

of the diet with high concentrations of selenium compounds
(>10 ppm Se as Se-MSC) resulted in adverse side-effects
(e.g. hair loss) or significantly elevated pulmonary metastasis,
leading to accelerated death (data not shown). The drinking of
water supplemented with Se-MSC led to the inhibition of
pulmonary metastasis, as well as extension of the lifespan
(Fig. 2B-C), although at 6 ppm Se as Se-MSC in drinking
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Figure 2. Effects of supplementation with Se-MSC on the pulmonary metastasis of B16F10 melanoma cells and survival of mice. (A) Lung, liver and serum
Se concentration of mice fed a control diet and Se-MSC-supplemented diet. The values are expressed as means ± SD; #p<0.05 and *p<0.01 (values are
compared with the control). (B) On day 20 after the tumor injection, the mice were sacrificed, and the lung localization of cells was macroscopically observed.
The black colony indicates metastasized B16F10 melanoma cells. The figure is a representative example of lungs from 3 individual experiments, with similar
results. (C) Mice were examined for survival every 2 days, up to 40 days after the tumor injection. The survival study was repeated twice.
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water, survival was not significantly prolonged (mean lifespan
on the basal diet = 25.33 days vs. 6 ppm Se as Se-MSC = 29.67
days). Therefore, the oral supplementation with adequate
concentrations of selenium in the form of Se-MSC via the
mash diet or drinking water reduced lung metastasis and
extended the lifespan of the animals.

Effect of methylselenol and selenite on the cell viability of
B16F10 melanoma. To generate bioactive methylselenol
from SeMet, METase was added at 0.02 U/ml to the cell
culture medium as previously described (32). In our culture
system, treatment with SeMet in the absence of METase had
no influence on cellular morphology or viability (data not

shown). In contrast, Se-MSC or L-methionine (Met), at levels
up to 100 μM, did not influence cellular viability even when
METase was also present (data not shown). This result
suggests that the level of METase in the B16F10 cells is
negligible, and the addition of METase to SeMet was essential
in generating methylselenol in our experiment. Initially, the
non-cytotoxic concentrations of SeMet-METase were deter-
mined by MTT assay in serum-free conditions and 10% serum-
containing media to exclude the possibility of apoptotic
effects and ensure consistency with in vivo conditions.
Selenite was used throughout the in vitro experiments as an
inorganic selenium control. As shown in Fig. 3B, in the
serum-free conditions and with media containing 10% serum,
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Figure 3. Effects of SeMet-METase, or selenite on integrin expression, and adhesion to VN or FN. (A) B16F10 cells were treated with SeMet-METase or
selenite varying the concentration in the presence (white circle) or absence (black circle) of serum for 72 h. Viability was measured by MTT assay, and
expressed as means ± SD. (B) B16F10 cells were treated with non-toxic low concentrations of SeMet (10 μM)-METase or selenite (0.25 μM) for 48 h in
serum-free conditions. The expression of integrin αv and ß3 was analyzed by flow cytometry. In the histogram, the dashed lines represent the basal integrin
expression in B16F10 cells and the filled histograms indicate integrin expression upon SeMet-METase or selenite treatment. Results are presented as relative
MFI (mean fluorescence intensity) ± SD; *p<0.01 (values are compared with the control). (C) Cells were treated with various concentrations of SeMet-
METase or selenite for 48 h and lysed, and 50 μg of each sample was subjected to Western blot analysis. (D) Adhesion to VN and FN was assayed using cells
prepared as described above. After seeding to VN and FN, cells were incubated for 1.5 h, washed to remove non-adherent cells and those remaining attached
to VN and FN were measured by crystal violet staining; *p<0.01 (values are compared with the control).
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>25 μM SeMet-METase or 0.5 μM selenite, showed
cytotoxicity. To ensure MTT assay, we performed a trypan
blue dye exclusion assay and the results were similar to those
of MTT assay (data not shown). Accordingly, we employed
SeMet or selenite within a non-cytotoxic concentration for all
subsequent in vitro experiments.

Methylselenol reduces the surface expression of integrin αv
and ß3, and inhibits adhesion to VN and FN. In a previous
study, we showed that B16F10 melanoma cells express
substantial amounts of integrins, including αv and ß3, and
treatment with concentrations of SeMet (above 50 μM)-
METase (0.02 U/ml) for 3-6 h decreases surface integrins and
cell viability (33). In the present experiments, B16F10
melanoma cells were treated with non-cytotoxic concen-
trations of SeMet-METase for long periods of time (48-72 h).
Treatment with 10 μM SeMet-METase induced a >50%
decrease in the surface expression of integrins αv and ß3
(Fig. 3B), and a decreased FN receptor protein level (Fig. 3C).
In contrast, treatment with selenite did not alter the surface

expression of integrin αvß3 and FN receptor levels. Since the
primary ligands for αvß3 are FN and VN, untreated B16F10
melanoma cells exhibited an enhanced adhesion to FN and VN
with increasing incubation times. Compared to the untreated
B16F10 melanoma cells, SeMet-METase-treated cells
significantly inhibited cell adhesion to FN or VN (Fig. 3D),
but selenite-treated cells did not cause inhibition. Thus, it is
proposed that a reduced integrin expression breaks the linkage
between cells and VN or FN, abrogates the correct
cytoskeletal organization required for melanoma metastasis
and may contribute to a more potent anti-cancer effect.

Methylselenol inhibits migration, invasive and gelatinolytic
ability of B16F10 melanoma cells. Migrative capacity is an
essential prerequisite for cell invasion through the basement
membrane. Accordingly, we assessed the effects of selenium
compounds on migration using a wound-healing assay. As
shown in Fig. 4A, B16F10 melanoma cells migrated to the
wound, leading to almost complete healing within 36 h, while
treatment with 10 μM SeMet-METase led to >50% inhibition
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Figure 4. Effects of SeMet-METase, or selenite on the migration, invasive capacity and gelatinolytic activities of MMP-2 and -9 in B16F10 melanoma cells.
(A) B16F10 cells were pretreated with 25 μg/ml of mitomycin C for 30 min. An injury line was created on the confluent monolayer, washed with PBS and
cells were cultured with various concentrations of selenium compounds in serum-free conditions. Cell migration was monitored with a phase-contrast
microscope (x40) at the indicated time-points. The width of the injury line was measured, and the means ± SD of three independent experiments were plotted;
#p<0.05 and *p<0.01 (values are compared with the control). (B) Cells (5x104 cells) treated with SeMet (2.5, 5 and 10 μM)-METase, or selenite (0.05, 0.1 and
0.25 μM) for 48 h were plated onto the upper part of the transwell chamber coated with matrigel, and incubated for 18 h. Invasive cells were determined, as
described in Materials and methods. The results are expressed as means ± SD of three experiments; #p<0.05 and *p<0.01 (values are compared with the
control). (C) Cells were incubated in serum-free media containing non-cytotoxic concentrations of SeMet (2.5, 5 and 10 μM)-METase and selenite (0.05, 0.1
and 0.25 μM) for 48 h. A conditioned medium was collected, concentrated using Centricon and subjected to gelatin for MMP-2 and -9 zymography for the
detection of secreted proteinase. The results are representative of three independent experiments.
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in cell migration (18 h). Dose-dependent inhibitory effects on
cell migration were additionally observed after treatment for
18 h. Treatment with 0.25 μM selenite also inhibited cell
migration (18 h), but was less efficient than SeMet-METase
treatment. Consistent with these results, a transwell migration
assay revealed a dose-dependent decrease in cell migration
(data not shown). The in vitro invasion of B16F10 melanoma
cells through a matrigel-coated filter was significantly reduced
in the presence of 10 μM SeMet-METase or 0.25 μM selenite
(>80% inhibition with SeMet-METase or >50% with selenite,
respectively, Fig. 4B). Matrix-degrading proteinases are
essential to allow for the migration and invasion of cancer
cells for metastasis. To analyze the direct effects of selenium
compounds on gelatinolytic activity, B16F10 melanoma cells
were incubated with increasing concentrations of SeMet-
METase or selenite. The secretion of gelatin-degrading MMPs
was analyzed by gelatin zymography. As shown in Fig. 4C,
B16F10 melanoma cells constitutively secreted the latent
proform of MMP-2 (72 kDa, gelatinase A) and the active
form of MMP-9 (88 kDa, gelatinase B) into culture super-
natants. SeMet-METase and selenite markedly decreased the
gelatinolytic activity of proform MMP-2. In addition, SeMet-
METase prevented the conversion of proform MMP-9 to its

active form, while selenite decreased the gelatinolytic
activities of the active and proform MMP-9. Based on the
results, we propose that non-cytotoxic concentrations of
SeMet-METase and selenite inhibit the gelatinolytic activities
of MMP-2 and -9 in a different way.

Methylselenol reduces the in vivo metastatic potential of
B16F10 melanoma cells. For the in vivo experiment, C57BL/6J
mice were inoculated intravenously, via the lateral tail vein,
with B16F10 melanoma cells treated with 10 μM SeMet-
METase or 0.25 μM selenite for 48 h. Cells treated with
selenium compounds showed neither a decrease in cell
viability nor apoptotic phenomena. After 20 days, the mice
were sacrificed, and the extent of pulmonary metastasis was
macroscopically observed. In the present study, selenium-
treated B16F10 melanoma cells displayed a reduced MMP-2
or -9 activity, and decreased migration and invasion. Thus,
the injection of selenium-treated B16F10 melanoma cells led
to a lower degree of pulmonary metastasis, compared to that
of the untreated B16F10 melanoma cells (Fig. 5A). In the
presence of SeMet-METase an almost complete inhibition of
pulmonary metastasis was evident on day 20 and most mice
survived up to 60 days after tumor inoculation (Fig. 5B).
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Figure 5. In vivo pulmonary metastasis experiment. (A-B) Cells treated with SeMet (10 μM)-METase or selenite (0.25 μM) for 48 h were counted, and 3x105

viable B16F10 melanoma cells were injected into the lateral tail vein. On day 20, lungs from the mice were observed macroscopically, and the lifespan was
examined. In Fig. 5B, the bars represent the mean lifespan of each group; *p<0.01 (values are compared with the control).
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Discussion

Recent studies suggest that chemopreventive agents, which
exhibit low toxicity and are administered systematically,
prevent the onset of primary melanoma and metastasis. Since
methylselenol generated from organic selenium compounds,
SeMet, Se-MSC or MSeA, is more bioavailable and has a
lower toxicity than inorganic selenite, it takes on an increased
importance as a dietary chemopreventive agent for the
management of metastatic tumor cells, including melanoma
(12,13). A recent study has shown that methylselenol generated
from SeMet (1.25, 2.5 and 5 μM) and METase (0.04 U/ml)
modulates the expression of MMPs and TIMP, and inhibits
the migration and invasion potential of HT1080-tumor cells
(34). In addition, SeMet is currently being used as the Se
intervention agent in the ongoing SELECT (The Selenium
and Vitamin E Cancer Prevention Trial) in the USA, and is
therefore clearly regarded as safe. The safety record of
selenite is, however, poor.

Despite these beneficial effects of methylselenol, limited
information is currently available on the molecular targets or
signaling mechanisms underlying the anti-cancer effects. We
recently reported that methylselenol generated from SeMet
(25-200 μM) and METase (0.02 U/ml) exerts an anti-cancer
effect on B16F10 melanoma cells by modulating integrin
expression, altering adhesion capacity and inducing caspase-
mediated apoptosis (33). Integrins are the major family of
cell surface receptors that mediate cell adhesion to several
ECM proteins, including VN and FN. Integrin-dependent
interactions with ECM proteins participate in modulating the
proliferation of tumor cells and their ability to release ECM-
degrading enzymes, including MMP-2, MMP-9 and uPA.
Therefore, it is proposed that ECM interactions with integrins
are crucial for the growth of tumors and their ability to invade
and metastasize (4-9).

The neutralization of α5 with an anti-α5 antibody
significantly suppresses the pulmonary metastasis potential of
B16F10 melanoma cells in mice, and inhibits cell adhesion,
leading to apoptosis (35). Several studies have linked the
expression of αvß3 integrin with the invasion of various types
of malignant tumors (10,36,37). Thus, agents affecting any of
these steps in association with the modulation of integrins
negatively contribute to the success of metastasis, and are
promising for future clinical trials.

Herein, we showed for the first time a direct correlation
between a decreased integrin expression and a reduced
metastatic behavior after exposure to methylselenol, through
in vivo and in vitro experiments with B16F10 melanoma cells.
For the consistency of in vivo experiments, B16F10 melanoma
cells were treated with non-cytotoxic concentrations of SeMet
(1-10 μM)-METase for long incubation times (48-72 h). As
shown in Fig. 3B-D, SeMet-METase reduced the cell surface
expression of integrin αv and ß3 by >50%, and decreased the
FN receptor expression. These, in turn, inhibited adhesion to
VN and FN. While the specific mechanism remains unknown,
it is clear that appropriate levels of integrins αvß3 and the
FN receptors in B16F10 cells are required for metastasis.
Moreover, mice inoculated with B16F10 cells treated with
SeMet-METase displayed a less pulmonary metastasis than
those with untreated B16F10 cells (Fig. 5A). These results

are consistent with the reduction in activity of MMP-2 and -9,
as well as the invasive ability (Fig. 4A-C).

In addition, we investigated the chemopreventive effects of
Se-MSC, catalyzed by ß-lyase in the liver and kidney to
produce methylselenol, by supplementation within a mash diet
or drinking water. As shown in Fig. 2, a dietary oral supple-
mentation with adequate concentrations of Se-MSC over the
long term (pre- and post-tumor injection) reduced pulmonary
metastasis with no toxic side-effects and consequently
prolonged survival. The reduction of pulmonary metastasis
and the prolonged survival of mice by supplementation of Se
were also supported by increased Se levels in the tissues. The
supplementation of Se-MSC from the time of tumor injection
(post-tumor injection), did not induce a significant reduction
in pulmonary metastasis (data not shown). In previous studies,
the inhibition of pulmonary metastasis after oral supplemen-
tation with SeMet or selenite was evaluated by the inoculation
of 0.5x105 B16F10 melanoma cells (12,13). In the present
study, we inoculated 6-fold more B16F10 melanoma cells
(3x105) and demonstrated the more potent anti-metastatic
effect of oral supplementation with Se-MSC.The in vivo
inhibition of pulmonary metastasis by Se-MSC is not a new
concept. Similarly, the in vitro inhibitory effects of methyl-
selenol on gelatinase activities and invasion have been
reported. However, the present study provides unique evidence
that the decrease in integrin expression by methylselenol at
non-cytotoxic concentration leads to a more potent reduction
of melanoma metastasis through the inhibition of cell adhesion
to ECM and a reduction in the activities of MMPs, compared
to inorganic selenite. While oral supplementation with selenite
inhibited pulmonary metastasis in our animal experiment (data
not shown), treatment with selenite in a cell culture system
did not affect integrin expression and adhesion to the ECM
of B16F10 melanoma. Therefore, it may be suggested that by
modulating integrin expression the inhibition of pulmonary
metastasis is methylselenol-specific, but not for hydrogen
selenide, which is a critical metabolite of selenite.
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