British Journal of Cancer (2002) 86, 779787
© 2002 Cancer Research UK Al rights reserved 0007 -0920/02  $25.00

www.bjcancer.com

Thiram inhibits angiogenesis and slows the development of
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Angiogenesis, the growth of new capillary blood vessels by
sprouting from established vessels, is a tightly controlled process
(Folkman and Klagsburn, 1987; Folkman, 1990, 1995). The
hypoxic induction of angiogenesis is a hallmark of pathological
processes such as wound healing and solid tumour formation.
This hypoxic induction of new blood vessel formation is
strongly correlated also with the disrupted circulation, the rapid
proliferation and growth characteristic of these states. Angiogen-
esis involves intense endothelial cell cytokine-dependent
proliferation and hypoxia/re-oxygenation. Cultured endothelial
cells produce reactive oxygen species (ROS) spontaneously
(Sundqvist, 1991; Terada et al, 1991) and this is augmented
by hypoxia/reoxygenation (Ratych et al, 1987; Inauen et al,
1990; Lum et al, 1992; Zweier et al, 1988, 1994a,b; Terada,
1996) as well as by cytokines (Matsubara and Ziff, 1986). In
vivo, oxygen radicals are also produced as by-products of
normal oxidative metabolism (Malmstrom, 1982). Hence, prolif-
erating cells with a higher metabolism produce more oxygen
radicals. ROS have been implicated in the mechanism of
damage following reperfusion of ischaemia (McCord, 1985),
and vascular endothelial cells are the most vulnerable targets
for free radicals produced at the time of organ reperfusion after
cold preservation (Connor et al, 1992). Angiogenesis is a
continuous process of re-oxygenation. The fact that ROS are
produced by endothelial cells, especially under conditions of
re-oxygenation and the very high sensitivity of endothelial cells
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Thiram-tetramethylthiuram disulphide — a chelator of heavy metals, inhibited DNA synthesis and induced apoptosis in
cultured bovine capillary endothelial cells. Bovine capillary endothelial cells were |0—60-fold more sensitive to thiram than
other cell types. These effects were prevented by addition of antioxidants, indicating involvement of reactive oxygen species.
Exogenously added Cu®" impeded specifically and almost completely the inhibitory effect of thiram for bovine capillary
endothelial cells. Moreover, thiram had markedly inhibited human recombinant Cu/Zn superoxide dismutase enzymatic activity
(85%) in vitro. Moreover, PC12-SOD cells with elevated Cu/Zn superoxide dismutase were less sensitive to thiram treatment
than control cells. These data indicate that the effects of thiram are mediated by inhibition of Cu/Zn superoxide dismutase
activity. Oral administration of thiram (13—30 ug mouse '), inhibited angiogenesis in CD| nude mice. Tumour development
is known to largely depend on angiogenesis. We found that oral administration of thiram (30 pg) to mice caused significant
inhibition of Cé glioma tumour development (60%) and marked reduction (by 3—5-fold) in metastatic growth of Lewis lung
carcinoma. The data establish thiram as a potential inhibitor of angiogenesis and raise the possibility for its use as therapy in
pathologies in which neovascularisation is involved, including neoplasia.
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to ROS poses a physiological need to scavenge these toxic
oxygen radicals, which otherwise will lead to damage and apop-
tosis of the vasculature.

Cu/Zn superoxide dismutase (SOD-1) is a key enzyme in
the dismutation of the potentially toxic superoxide radicals
into hydrogen peroxide and dioxygen (Fridovich, 1978). We
have recently shown that transgenic mice over-expressing
human SOD-1 have a higher angiogenic potential than control
non-transgenic mice (Marikovsky et al, 2002). Since angiogen-
esis is characterised by proliferating endothelial cells and re-
oxygenation, we speculated that inhibition of SOD-1 will
diminish the ability of endothelial cells to confront the
increased level of ROS during angiogenesis, thus, resulting
in inhibition of angiogenesis, of tumour development and
metastasis. This assumption is consistent with recent findings
demonstrating that the anti-angiogenic compound 2-methoxy-
oestradiol (Fotsis et al, 1994) is a SOD-1 inhibitor (Huang
et al, 2000).

Thiram-tetramethylthiuram disulphide (TR) is a fungicide and
a heavy metal chelator. Here we demonstrate that TR inhibits
SOD-1 activity in vitro, induces apoptosis in endothelial cells
in vitro and inhibits angiogenesis in vivo. Tumour growth is
dependent upon the formation of new blood vessels in the
tumour and its surroundings (Folkman, 1990, 1995). To deter-
mine if systemic administration of TR could inhibit an
angiogenesis-dependent tumorigenesis, two models were used.
TR inhibited by 60% C6 glioma tumour development and
reduced by 3-5-fold the metastatic load of Lewis lung carcino-
ma in mouse lungs. These data suggest that TR, an inhibitor of
SOD-1, may affect angiogenesis and raise the possibility for the
use of TR as therapy in pathologies in which neovascularisation
is involved, including neoplasia.
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Figure | TR inhibits DNA synthesis in various cell types. DNA synthesis
was measured by the incorporation of [°H]-thymidine into the cells, as de-
scribed in Materials and Methods. TR at various concentrations was incu-
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MATERIALS AND METHODS

Materials

Thiram (Sigma, St Louis, MO, USA), N-Acetyl-L-cysteine (NAC),
4,5-dihydroxy-1,3 benzene-disulphonic acid (Tiron), Glutathione
(reduced) were all purchased from Sigma St Louis, MO, USA).
Recombinant basic fibroblast growth factor (b-FGF) was kindly
provided by Prof G Neufeld. Mouse epidermal growth factor
(EGF) was purchased from Collaborative Biomedical Products
(Bedford, MA, USA). Recombinant heparin-binding EGF (HB-
EGF) was kindly provided by Dr Judith A Abraham (Scios Nova
Inc., Mountain View, CA, USA).

Cell lines

C6 rat glioma cells were routinely cultured in DMEM (Dulbecco’s
Modified Eagle’s Medium) supplemented with 5% foetal calf serum
(FCS, Biological Industries, Israel), penicillin (100 U ml™ 1), strep-
tomycin (100 mg ml™Y) (Biological Industries, Israel) and 2 mm
glutamine (Biolab Ltd., Israel) (GPS) and 125 ug ml™! fungizone
(Biolab Ltd., Israel). The metastatic clone D122 was kindly
provided by Prof L Eisenbach (Weizmann Institute, Rehovot,
Israel) and was used by us for tissue culture and for in vivo experi-
ments. D122 cell cultures were maintained in DMEM
supplemented with 10% heat-inactivated foetal calf serum (FCS,
Biological Industries, Israel), penicillin (100 U ml™ b, streptomycin
(100 mg ml™}) (Biological Industries, Israel), 2 mM glutamine
(Biolab Ltd. Israel), sodium pyruvate (1 mM) and nonessential
amino acids (Biological Industries, Israel). Brain bovine capillary
endothelial cells (BCE), bovine aortic endothelial cells (BAE) and
bovine vascular smooth muscle cells (BSMC) were kindly provided
by Prof I Vlodavsky. BCE and BAE were cultured at 37°C in low
glucose DMEM (1 g1~ ") supplemented with 10% calf serum
(HyClone, Logan, UT, USA), basic fibroblast growth factor (bFGF)
(1 ng ml™!) and GPS. BSMC and 3T3 fibroblasts were cultured in
normal glucose DMEM (4.5 g 17') supplemented with 10% foetal
calf serum (HyClone, Logan, UT, USA) and GPS. The BALB/MK
epidermal keratinocyte cell line (kindly provided by Dr S Aaronson,
National Cancer Institute, Bethesda, MD, USA), were cultured as
described (Rubin et al, 1989; Marikovsky et al, 1993, 1995, 1996).
Cu/Zn superoxide dismutase (SOD-1)-transfected PC12 cells were
kindly donated by Prof Y Groner (Weizmann Institute, Rehovot).
PC12 cells over-expressing SOD-1 (P) were transfected with a plas-
mid containing full length of human recombinant SOD-1. Parental
PC12 cells (N) were transfected with a plasmid containing only the
NEO resistant gene (control) as previously described (Elroy Stein
and Groner, 1988). PC12 cells were grown in DMEM containing
10% FCS (Biological Industries, Israel) and 10% horse serum
(Gibco, Grand Island, NY, USA) in presence of G418 Geneticin
Sulphate (NEO) 400 ug ml~' (Gibco BRL).

Measurement of DNA synthesis

C6 rat glioma cells were plated in 96-well plates (Nunc, Denmark)
(5000 cells per well) in DMEM with 5% FCS. After 6 h the cells
were rinsed and incubated for 48 h in serum free medium. FCS
(5%) was then added to the cells for 24 h. TR was added for
24 h at various concentrations. [3H]-methyl-thymidine (5 uCi
ml™") (ROTEM Ind. Ltd. Israel) was added to the cells for the last

bated with BCE, BSMC, BALB/MK, Cé rat glioma cells and with D122
cells as described in Materials and Methods. TR inhibited in a dose-depen-
dent manner DNA synthesis in various cell types. Experiments were done
in triplicates and inhibition was calculated as percentage of DNA synthesis
of non-treated control.
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14 h. BCE, BAE and BSMC were plated in 24-well plates
(6000 cells per well) in 500 ul growth medium. After 24 h TR
was added for 24 h at various concentrations. [*H]-methyl-thymi-
dine was added for the last 6 h. DNA synthesis assay in BALB/MK
keratinocytes was performed as previously described (Rubin et al,
1989; Marikovsky et al, 1993, 1995, 1996). PC12 cells were plated
in 96-well plates (5000 cells per well) in 200 ul growth medium.
After 24 h TR was added for 24 h at various concentrations.
[’H]-methyl-thymidine was added for the last 6 h. All DNA synth-
esis assays were performed in triplicates.

TR was prepared in 10 mM stock solutions in DMSO. Control
samples were incubated with the appropriate concentration of
DMSO. Inhibition was calculated as percentage of DNA synthesis
of control. Antioxidants were co-incubated with TR and recovery
of DNA synthesis was calculated as percentage of DNA synthesis
of control.

TUNEL assay for apoptosis

Cells were cultured on microscope slides for 48 h in presence of
growth media as described (Abramovitch et al, 1998b, 1999; Mari-
kovsky et al, 1993, 1995, 1996), until reaching 30—40% confluence.
TR was then added to the cells for 6 h or for 20 h in the case of
BALB/MK keratinocytes. Cells were fixed with 4% paraformalde-
hyde. Apoptosis was analysed by the in situ TUNEL staining that
was carried out as before (Wride et al, 1994). The slides were then
stained with haematoxylin. Experiments were repeated twice with
triplicates.

Inhibition of SOD activity

SOD-1 activity was determined as described (Elroy Stein et al,
1986). Various concentrations of TR were incubated in the
presence of human recombinant SOD-1 (20 ng ml~'). Experi-
ments were repeated twice.

Subcutaneous angiogenesis in nude mice

Agarose beads containing b-FGF or HB-EGF (10 ug bead %)
Beads were implanted subcutaneously 1 cm away from the incision
site as described (Abramovitch et al, 1998a,b; 1995). Experiments
were carried out for 4 days in CDI nude male mice. Each day
an aqueous solution with or without TR (13-30 ug mouse ')
was introduced per os (p.o.) to the mice using a feeding needle.
Treatment was for 3 days starting from the day of bead implanta-
tion until 1 day before termination. Experimental group included
four animals and experiments were repeated three times. Quantita-
tive analysis was done by use of NIH Image 1.61 software.

Growth of C6 glioma tumours

C6 rat glioma cells (10°) were injected subcutaneously into the
back of the neck of CD1 nude male mice. Three days following
tumour cells injection, aqueous solutions with or without TR

Table | Copper impedes the inhibitory effect of TR on BCE cells®
Cu®* (2 uM) DNA synthesis (% control)

Control — 10045

Control + 104+ 1

TR (02 pm) - 1844

TR (02 um) + 95+ |

*BCE were incubated with TR (0.2 puM) with or without preincubation in the
presence of Cu®" (2 uM). DNA synthesis was measured as described in Materials
and Methods and inhibition was calculated as percentage of DNA synthesis of
non-treated control. Experiments were repeated twice. DNA synthesis in control
cells was about 50 000 c.p.m.
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(25—120 ug mouse ') were introduced p.o. to the mice using a
feeding needle. Mice were treated three times per week. Mice were
sacrificed 30 days following C6 cells injection by injecting
20 mg mouse” ' Xylazine (i.p.) and tumours were removed,
weighed, fixed in buffered formalin and histological sections were
prepared and stained with Haematoxylin-Eosin and light green.
Blood vessels were stained with the endothelial-specific Bandeirea
simplicifolia agglutinin-I (GSL) (Sigma Inc., St Louis, MO, USA)
as described (Alroy et al, 1987). Blood vessels count was the aver-
age of five different x 400 fields. Each experimental group included
eight animals, and experiments were repeated twice.

Metastasis of Lewis lung carcinoma tumours to the lungs

The Lewis lung carcinoma (3LL), which originated spontaneously
in a C57/BL/6J(H-2") mouse, is a malignant tumour that produces
spontaneous lung metastases. The metastatic clone D122, was
kindly provided by Prof L Eisenbach, and was used by us for tissue
culture and for in vivo experiments.

D122 cells (5 x 10°) were injected i.v. to the tail of C57/BL male
mice (8—10 weeks old) and TR (13-40 ug mouse ') or water
were administered p.o. three times per week and was started 3 days
following tumour cell injection. Mice were sacrificed 24 days
following injection of D122 cells by injecting 20 mg mouse ' Xyla-
zine (i.p.) and lungs were weighed. Each experimental group
included eight animals, and experiments were repeated twice.

The animal ethics in all animal experiments meet the standards
required by the UKCCCR Guidelines for the welfare of animals in
experimental neoplasia (second edition), as stated in the ‘Instruc-
tions to Authors’ forms.

RESULTS

Inhibition of capillary endothelial cell proliferation in vitro
by TR

We have examined the effect of TR on the growth of capillary
endothelial cells in vitro. DNA synthesis in BCE cells was measured
in the presence of increasing concentrations of TR incubated for
24 h with the cells. TR was able to inhibit DNA synthesis in
BCE cells in a dose dependent manner (Figure 1). Complete inhi-
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Figure 2 TR inhibits SOD-| activity in vitro. Various concentrations of TR
were incubated with 20 ng ml~' of human recombinant SOD-1. SOD-I
activity was measured as described in Materials and Methods and calculated
as per cent from the activity of control non-treated 20 ng mi~' SOD-1. TR
had markedly inhibited human recombinant SOD-I enzymatic activity
(85%). Experiments were repeated twice.
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bition of DNA synthesis was shown at 50 nM TR (Figure 1). BAE
cells demonstrated similar results to those of BCE (not shown).
Both endothelial cell types were 10—60-fold more sensitive to the
inhibitory effect of TR on DNA synthesis than other cell types such
as BALB/MK keratinocytes, C6 rat glioma cells, D122 Lewis lung
carcinoma or BSMC. The inhibitory effect of TR was irreversible
(not shown).
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Figure 3 Antioxidants prevent the inhibitory effect of TR on endothelial
cells. N-acetylcysteine: NAC (3 mM), glutathione: Glut. (3 mM) and Tiron
(5 mM) were co-incubated with 0.1 um of TR for 24 h and DNA synthesis
was measured as described in Materials and Methods. The effect of antiox-
idants was calculated as per cent of DNA synthesis compared with that in
control cells treated with antioxidants alone. Inhibition of DNA synthesis in
BCE by TR was fully restored by co-incubation with antioxidants. DNA
synthesis in control cells was about 50000 c.p.m.
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Figure 4 Over-expression of SOD-1 in PCI2 cells renders them more
resistant to the inhibitory effect of TR Parental non-transfected (open cir-
cle) and SOD- | -transfected (solid circle) PCI2 cells were incubated in the
presence of various concentrations of TR, and DNA synthesis was mea-
sured as described in Materials and Methods. The effect of TR was calcu-
lated as per cent of DNA synthesis compared with that in control cells not
treated with TR, PC12 cells transfected with human SOD-| were more re-
sistant to the inhibitory effect of TR than parental non-transfected PCI12
cells. DNA synthesis in PC12 non-treated cells was about 30000 c.p.m.

British Journal of Cancer (2002) 86(5), 779-787

Inhibition of capillary endothelial cell proliferation in vitro
by TR is reversed by copper

TR is a chelator of heavy metals. We have examined the possibility
that its inhibitory effect for endothelial cells is via this characteris-
tics. Exogenously added Cu”" abolished the inhibitory effect of TR
for BCE by preincubating the reagent with 2 uM Cu®" (Table 1),
but not with other metals such as Zn**, Ni**, Mn*" or Fe** (not
shown). Copper alone, at 2 uM, had no effect on BCE.

TR inhibits superoxide dismutase activity in vitro

Cu/Zn superoxide dismutase (SOD-1) is a protective enzyme
responsible for maintaining lower levels of superoxide radicals
within the cell (Fridovich, 1978). Copper is essential for the enzy-

Control TR
.
.
BCE 1um
»
-
BSMC 1M
-
MK 1pum
C6
1pum
glioma W
-
3 L
313 e 1 um
e u
8 ”

Figure 5 TR induces apoptosis in endothelial cells. BCE, BSMC, BALB/
MK keratinocytes, Cé glioma cells and 3T3 fibroblasts following incubation
with the indicated concentrations of TR for 6 h or for 20 h with BALB/MK,
were analysed by the TUNEL method as described in Materials and Meth-
ods. Only the nuclei of treated BCE were labelled using the TUNEL staining
method. The nuclei of treated BSMC, BALB/MK Cé6 glioma cells and 3T3
fibroblasts were not labelled. Experiments were repeated twice with tripli-
cates.
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matic activity of SOD-1. Following the observation that copper
reversed the inhibitory effect of TR on endothelial cells, we thought
that TR effect might be via SOD-1. At concentrations similar to
those used in the biological assays, TR had markedly (85%) and
in a dose dependent manner inhibited pure recombinant human
SOD-1 enzymatic activity (Figure 2). It is possible thus, that TR
inhibits endothelial cell growth by inhibiting SOD-1 through the
chelation of its copper moiety.

Antioxidants prevent the inhibitory effect of TR for
endothelial cells

Inhibition of SOD-1 activity may alter the delicate balance of ROS
within the cell. We therefore examined the effect of antioxidants on
TR inhibition. Addition of the antioxidants: N-acetyl cysteine
(NAC), reduced glutathione and Tiron (a selective scavenger of
0,") significantly reversed the inhibitory effect of TR (Figure 3).
This indicates that the inhibitory effect of TR on endothelial cells
involves increase in production of ROS. Interestingly, exogenously
added human recombinant SOD-1 did not affect the inhibition
induced by TR indicating that TR effect is intra-cellular and that
the ROS function internally.

PC12 cells over-expressing SOD-1 are more resistant to
inhibition by TR

SOD-1 — an important ROS scavenger — is essential for the survi-
val of proliferating cells. The data presented in Figures 2 and 3
demonstrate that TR: (1) inhibits the enzymatic activity of SOD-
1 and (2) increases ROS level in BCE cells as a result of SOD-1
inhibition to dismutate superoxide into H,O,, indicate that TR
inhibits SOD-1 in BCE cells. To further support the notion that
over-expression of SOD-1 is a general mechanism to confer resis-
tance to TR we reasoned that any cell type expressing higher
levels of SOD-1 will better tolerate the inhibitory effect of TR.
Stably transfected PC12 cells that over-express SOD-1 (two-fold)

Control
(saline)

FGF
(10ug)

TR
(30ug)

\\ Sy

Apparent vessel density (arbitrary units)
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(Elroy Stein and Groner, 1988), were treated with TR and DNA
synthesis was monitored in comparison to parental cells. As shown
in Figure 4 proliferating PC12 cells, which elevated SOD-1, were
less sensitive to the inhibitory effect of TR than the corresponding
parental cells. This result further supports the notion that the
effects of TR are mediated via inhibition of SOD-1.

TR induces apoptosis in cultured endothelial cells

To further characterize the mechanism by which TR inhibits BCE
cell growth, treated BCE cells were assayed for induction of apop-
tosis by the TUNEL method. BCE cells (40—-50% confluence) that
were incubated for 6 h with 1 uM of TR underwent apoptosis as
evident by the positive TUNEL signals (Figure 5). In contrast,
TR did not induce apoptosis in several other cell types: BSMC
(1 um), 3T3 fibroblasts (1 uM), C6 rat glioma cells (5 um) and
BALB/MK keratinocytes (5 um) (Figure 5). Capillary endothelial
cells are, thus, distinct in their apparent sensitivity to the TR-
induced apoptosis. Typically for cells undergoing apoptosis,
endothelial cells treated with TR, quickly became rounded and later
on detached from the plate. In contrast, the other cell types exam-
ined did not change their shape when treated with TR.

Table 2 TR inhibits Cé glioma tumour growth®

Tumour weight

(n) (gr)° (% inhibition) P value®
Control 8 1.37+0.21 0
TR (25 ug) 8 0.57+0.12 58 0.004
TR (120 ug) 8 0794021 4 0.04

CDIl nude mice were fed po. three times a week with TR (25—
120 ug mouse™' day™'), starting on the third day following tumour injection.
Experiments were repeated twice. “Tumours were weighed 30 days following admin-
istration of Cé cells. Indicated values are mean of (n) animals +s.e.m. “Significance of
difference between control and treated animals as determined by a Student's t-test.

701
601
501

401

301 *P=0.017

201

101 *P=0.027

bFGF
(10 pg)

TR
(13 pg)

TR
(30 pg)

Figure 6 TR inhibits neovascularisation in CD| mice. Agarose beads containing bFGF (10 ug bead~") were implanted subcutaneously as described in

Materials and Methods. (A) The angiogenic potential of bFGF in vivo is demonstrated 4 days after implantation in skin specimens. TR (13—30 pug mouse ™

day™") was introduced p.o. every day starting with bead implantation. TR inhibited almost completely in a dose dependent manner neovascularisation inside
and around the bead. Bar is | mm. (B) Quantitative analysis of blood vessel density around and inside the beads. Quantitative analysis was done by use of

NIH Image 1.61 software. TR at 13—30 ug mouse ™' day ™'
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inhibited angiogenesis by 80—95% respectively (n=4).
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Interestingly, confluent, quiescent endothelial cells treated with TR
(0.3-3 uM) did not change their shape to the rounded form or
became detached, neither was their DNA synthesis affected (not
shown). This may suggest that TR affects endothelial cells in a cell
cycle-dependent manner. Supporting results were obtained by
FACS analysis (not shown). DNA content analysis of BCE cells
incubated with 0.3—5 uM of TR demonstrated appearance of a
significant sub-diploid apoptotic population of cells. Most of the
cells that were not in the apoptotic population, were found in
the Go/G; phase (not shown).

Inhibition of in vivo neovascularisation by TR

Following the observation that TR induces apoptosis in endothelial
cells, we examined the effect of TR on angiogenesis. Basic FGF was
implanted subcutaneously into CD1 nude mice. After 4 days new
blood vessels clearly developed around and inside the beads
containing the angiogenic factor (Figure 6A). Blood vessel forma-
tion around the FGF beads was very intense and seems very
dense since it reflects the various layers of vessels in the bead.
The saline-containing control beads appeared on the other hand,
clear and without any new blood vessels being formed around or
within the beads (Figure 6A). Significantly, when mice were fed
daily p.o. during 3 days with 30 ug mouse ' day ' of TR, angio-
genesis around and inside the bFGF-containing beads was
markedly reduced (Figure 6A). Quantitative analysis of the appar-
ent blood vessel density around and inside the beads demonstrates
a dose dependent inhibition of angiogenesis (Figure 6B). TR at
13-30 ug inhibited angiogenesis by 80—95% respectively. Similar
results were obtained when HB-EGF which induces expression of
vascular endothelial growth factor (VEGF) (Abramovitch et al,
1998b) was used instead of bFGF (not shown). The data show that
TR inhibits induced angiogenesis and that the inhibition is not

R T {.“iﬁz x ‘ﬂ‘t

B2 4% iy ol _q.g_u.
Figure 7 Histological sections of Cé tumours stained with Haematoxy-
lin-Eosin and light green. Cé tumours from TR-treated animals are different
from Cé tumours from control non-treated animals. Cells in tumours from
control non-treated animals have a more pleomorphic appearance, with a
bizarre form. Cell size and shape in tumours from TR-treated (TR 25 ug)

or (TR 120 ug) animals are more uniform and are more differentiated (nu-
clei stain and shape). Magnification ( x 120).

|
]
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restricted to one specific inducer. Visual examination of various
tissues (kidney, liver, stomach, lungs and spleen) of TR treated
CD1 mice as well as histological sections prepared from these
tissues revealed no pathological findings in the tissues or in their
already established blood vessels.

TR inhibits C6 glioma tumour growth in vivo

TR inhibited neovascularisation in vivo and C6 glioma cell growth
in culture. Since active angiogenesis is essential for the progressive
growth of solid tumours beyond a diameter of a few millimetres
(Folkman, 1990), we examined whether systemic treatment with
TR will slow tumour development. TR at concentrations that
caused inhibition of angiogenesis in vivo, significantly retarded
C6 glioma tumour growth in CD1 nude mice. The lower concen-
tration (25 ug mouse ') was more effective than the higher dose
(120 pg mouse ') (Table 2). This finding is consistent with the

Figure 8 TR reduces blood vessel number in C6 tumours. Histological
sections of Cé glioma tumours were stained for Haematoxylin-Eosin and
light green followed by staining with the endothelial-specific GSL lectin
(dark blue staining) as described in Materials and Methods. The number
of blood vessels per field in Cé tumours derived from mice treated with
TR (25 ug) was reduced by 33% compared with non-treated control
(10.8+041 s.e. and 16.1 £0.47 s.e., accordingly (P<0.0003).

650 1
600
550
500 1

450
400
350

300
250
200 T
150
100

50 4

Tumour weight (mg)

*P<0.05

*P=0.019

Control T (13 pg) T (40 pg)

Figure 9 TR inhibits Lewis lung metastatic growth in the lungs. D122 tu-
mour cells were injected into C57/BL mice and 3 days later TR (13—
40 ug mouse ~') was introduced p.o. three times a week. Twenty-four
days following tumour injection, the lungs were weighed. Metastatic growth
in the lungs of TR-treated animals, compared with that in water-fed control
was significantly smaller (P=0.019-0.05) (n=6). At 13—-40 ug mouse™
TR decreased metastatic growth in the lungs 5— 3-fold accordingly. Experi-
ments were repeated twice. The weight of lungs derived from normal mice
was subtracted from that of the metastasised lungs. P by student’s t-test.
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observation that high concentrations of TR were less inhibitory for
cell growth (not shown). This may be due to polymerisation of TR
at higher concentration. Since TR inhibits both angiogenesis in vivo
and C6 in culture, it is possible that tumour growth inhibition may
have resulted from inhibition of neovascularisation combined with
inhibition of tumour cell growth. Histological sections prepared
from C6 tumours and stained for Hematoxylin-Eosin and light
green demonstrated a clear difference in the appearance of C6 cells
in tumours from TR-treated animals vs C6 cells in tumours from
control non-treated animals (Figure 7). Cells in tumours from
control non-treated animals have a more pleomorphic appearance,
with a bizarre form. The tumour is made of a mixture of small and
large cells, most of them undifferentiated with various orientations
and polarisation. Cell size and shape in tumours from TR-treated
animals are more uniform and are more differentiated (nuclei stain
and shape).

Visual examination of various tissues (kidney, liver, stomach,
lungs and spleen) of TR treated CD1 mice as well as histological
sections prepared from these tissues revealed no pathological find-
ings in the tissues or in their already established blood vessels.
However, histological sections of C6 glioma tumours stained with
the endothelial-specific GSL lectin have demonstrated that the
number of blood vessels per field ( x400) in C6 tumours derived
from mice treated with TR (25 pg) was reduced by 33% compared
with non-treated control (10.840.41 s.e. and 16.140.47 s.e.,
accordingly (P<0.0003)) (Figure 8).

TR inhibits Lewis lung metastasis

We next examined the effect of TR on metastatic growth using the
Lewis lung carcinoma model in C57/BL mice, using concentrations
that were shown to be inhibitory for angiogenesis in vivo.

We have used the iv. model. Three days following D122
tumour cell injection, TR was introduced p.o. three times per
week, at concentrations of 13—40 ug mouse” ' and the growth
of metastatic foci in the lungs was inhibited by 83-68%
accordingly (Figure 9). Since TR inhibits both angiogenesis in
vivo and D122 cells in culture, it is possible that inhibition of
metastatic foci growth may have resulted from inhibition of
neovascularisation combined with inhibition of tumour cell
growth.

DISCUSSION

Angiogenesis is associated with intense endothelial cell cytokine-
dependent proliferation and hypoxia/re-oxygenation. Endothelial
cells produce ROS in response to cytokines (Matsubara and Ziff,
1986) and to hypoxia/re-oxygenation (Ratych et al, 1987; Inauen
et al, 1990; Lum et al, 1992; Zweier et al, 1988, 1994a,b; Terada,
1996). ROS have been implicated in the mechanism of damage
following ischaemia and during low-flow hypoxia (McCord,
1985). Accumulated evidence has shown that vascular endothelial
cells are the most vulnerable targets for free radicals produced at
the time of organ reperfusion after cold preservation (Connor et
al, 1992) and that preservation of endothelial function is associated
with a reduction in superoxide radical generation (Mann et al,
1997).

SOD-1 is a protective enzyme responsible for maintaining lower
levels of superoxide radicals within the cell (Fridovich, 1978; Bann-
ister et al, 1987; Crapo et al, 1992). Previous studies have shown
that down-regulation of SOD-1 activity induces apoptosis of
neuronal cells (Troy and Shelanski, 1994) and that up-regulation
of SOD-1 by shear stress is an important mechanism preserving
the integrity of the endothelium after pro-apoptotic stimulation
(Dimmeler et al, 1999). In addition, we have recently shown that
transgenic mice over-expressing human SOD-1 demonstrate an
increased angiogenic potential compared to control parental non-
transgenic mice (Marikovsky et al, 2002). Alterations in the activity
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of SOD-1 may therefore affect angiogenesis and angiogenesis-
dependent pathologies.

The data presented in this study identify TR as an effective inhi-
bitor of angiogenesis. Oral administration of TR, which was shown
here to inhibit SOD-1, almost completely abrogated the formation
of new blood vessels. The ability of TR to inhibit at low concentra-
tions the growth of cultured capillary endothelial cells and to
specifically induce apoptosis in endothelial cells unlike other cell
types examined, suggests that the drug acts directly on capillary
endothelial cells. Interestingly, this sensitivity was found predomi-
nantly in proliferating endothelial cells. Systemically administered
TR specifically abrogated the formation of new blood vessels, while
no evidence for damage in other tissues or in existing blood vessels
was observed.

Only a few specialized cell types, notably activated neutrophils
and activated endothelial cells, are currently known to produce
large quantities of ROS (Ryan and Vann, 1988). Increase in intra-
cellular ROS as well as exposure to extra-cellular source of ROS
(Shaikh et al, 1997; Suzuki et al, 1997) induce apoptosis in
endothelial cells. One potential source of ROS is xanthine oxidase
(XO) which was shown to generate free radicals in endothelial cells
(Zweier et al, 1994a). XO was found to be much higher in capillary
endothelial cells (Jarasch et al, 1986). Moreover, hypoxia was
shown to injure endothelial cells by increasing xanthine oxidase
activity (Terada et al, 1992). Another mechanism generating ROS
that could preferentially affect endothelial cells has recently been
identified (Beckman et al, 1990). It shows that superoxide and
nitric oxide can react rapidly to form peroxynitrite, a potent
ROS. Since endothelial cells produce both superoxide and nitric
oxide, they may be particularly vulnerable to oxidant injury by this
mechanism.

TR is a potent chelator of heavy metals. Chelation of enzymes’
metal moiety may lead to loss of activity. Copper is essential for
the enzymatic activity of SOD-1. We have shown that TR strongly
inhibits SOD-1 activity and that exogenously added copper and not
Zn**, Ni**, Fe*" or Mn®", was able to out-compete the inhibitory
effect of TR on endothelial cell growth. Inhibition of SOD-1 by TR
could decrease the capacity of endothelial cells to scavenge the
increased level of superoxides, resulting in growth arrest, apoptosis,
and inhibition of angiogenesis. These data are in good agreement
with recent findings demonstrating that another SOD-1 inhibitor
(Huang et al, 2000) — 2-methoxyoestradiol is also anti-angiogenic
(Fotsis et al, 1994). No damage was observed in already established
(non-proliferating) blood vessels in the treated animals. This obser-
vation is in accordance with our observation that TR does not
affect quiescent non-proliferating endothelial cells.

TR was previously shown to inhibit also other enzymes
such as aldehyde dehydrogenase, aldehyde oxidase and rat
lipoprotein lipase activity in adipose tissue (Freundt and Netz,
1977; Sanny and Weiner, 1987; Sadurska and Boguszewski,
1993). None of these enzymes is copper dependent. Our data
is consistent with previous findings demonstrating copper ions
are involved in the sequence of events leading to angiogenesis
(Raju et al, 1982; McAuslan et al, 1983), that cornea colo-
nised by capillaries induced by an angiogenic factor become
rich in copper ions (Ziche et al, 1982; Gullino, 1986), and
that depletion of copper by diet or by penicillamine inhibited
brain tumour angiogenesis and growth (Brem et al, 1990a,b;
Yoshida et al, 1993, 1995). It cannot be excluded that chela-
tion of copper by TR may exert an anti-angiogenic effect in
addition to SOD-1 inhibition.

We showed that antioxidants such as NAC and Tiron have
significantly reversed the TR-mediated inhibition of cell growth,
indicating an involvement of oxidative stress in this process. In
addition, transfected PC12 cells over-expressing SOD-1, were more
resistant to cell growth inhibition by TR than the parental non-
transfected cells. This result further indicates that SOD-1 is
involved in the inhibitory effect of TR on endothelial cell growth.
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Previous results, which demonstrated reduction of spontaneous
occurrence of tumours by TR, are consistent with our findings.
TR was shown to reduce the incidence of spontaneous leukaemia,
mammary fibroadenoma and skin masses and to slightly reduce
pituitary and thyroid tumours in rats (Takahashi et al, 1983; Hase-
gawa et al, 1988; Maita et al, 1991). This reduction could be partly
attributed to its anti-angiogenic activity. TR was shown to be non-
clastogenic and non-carcinogenic in rats (Hasegawa et al, 1988)
and in the skin in male Swiss albino mice (George and Kuttan,
1995).

Angiogenesis is a tightly controlled process. Nevertheless, many
pathologies are driven by persistent unregulated neovascularisation.
Since C6 glioma tumour development as well as lung metastasis are
angiogenesis-dependent (Plate et al, 1992; Abramovitch et al, 1995;
Tkeda et al, 1995; Niida et al, 1995), it is conceivable that tumour
development in both models is affected by TR. Indeed, TR signifi-
cantly reduced both Lewis lung metastatic growth and C6 tumor
development in vivo. The use of an orthotopic model would be
more clinically relevant and may involve different mechanisms of

REFERENCES

Abramovitch R, Meir G, Neeman M (1995) Neovascularization induced
growth of implanted C6 glioma multicellular spheroids: magnetic reso-
nance microimaging. Cancer Res 55: 1956 — 1962

Abramovitch R, Marikovsky M, Meir G, Neeman M (1998a) Stimulation of
tumour angiogenesis by proximal wounds: spatial and temporal analysis
by MRI. Br ] Cancer 77: 440 —447

Abramovitch R, Neeman M, Reich R, Stein I, Keshet E, Abraham J, Solomon
A, Marikovsky M (1998b) Intercellular communication between vascular
smooth muscle and endothelial cells mediated by HB-EGF and VEGF.
FEBS Letts 425: 441 —447

Abramovitch R, Marikovsky M, Meir G, Neeman M (1999) Stimulation of
tumor growth by wound-derived growth factors. Br J Cancer 79: 1392—
1398

Alroy J, Goyal V, Skutelsky E (1987) Lectin histochemistry of mammalian
endothelium. Histochemistry 86: 603 —607

Bannister JV, Bannister WH, Rotilio G (1987) Aspects of the structure, func-
tion, and applications of superoxide dismutase. CRC Crit Rev Biochem 22:
111-180

Beckman JS, Beckman TW, Chen J, Marshall PA, Freeman BA (1990) Appar-
ent hydroxyl radical production by peroxynitrite: implications for
endothelial injury from nitric oxide and superoxide. Proc Natl Acad Sci
USA 87: 16201624

Brem S, Tsanaclis AM, Zagzag D (1990a) Anticopper treatment inhibits pseu-
dopodial protrusion and the invasive spread of 9L gliosarcoma cells in the
rat brain. Neurosurgery 26: 391—396

Brem SS, Zagzag D, Tsanaclis AM, Gately S, Elkouby MP, Brien SE (1990b)
Inhibition of angiogenesis and tumor growth in the brain. Suppression of
endothelial cell turnover by penicillamine and the depletion of copper, an
angiogenic cofactor. Am J Pathol 137: 1121 —1142

Connor HD, Gao W, Nukina S, Lemasters JJ, Mason RP, Thurman RG (1992)
Evidence that free radicals are involved in graft failure following orthotopic
liver transplantation in the rat — an electron paramagnetic resonance spin
trapping study. Transplantation 54: 199 —204

Crapo JD, Oury T, Rabouille C, Slot JW, Chang LY (1992) Copper, zinc
superoxide dismutase is primarily a cytosolic protein in human cells. Proc
Natl Acad Sci USA 89: 10405 — 10409

Dimmeler S, Hermann C, Galle J, Zeiher AM (1999) Upregulation of super-
oxide dismutase and nitric oxide synthase mediates the apoptosis-
suppressive effects of shear stress on endothelial cells. Arterioscler Thromb
Vasc Biol 19: 656 — 664

Elroy Stein O, Bernstein Y, Groner Y (1986) Overproduction of human Cu/
Zn-superoxide dismutase in transfected cells: extenuation of paraquat-
mediated cytotoxicity and enhancement of lipid peroxidation. EMBO J
5: 615-622

Elroy Stein O, Groner Y (1988) Impaired neurotransmitter uptake in PC12
cells overexpressing human Cu/Zn-superoxide-dismutase implication for
gene dosage effects in Down syndrome. Cell 52: 259 —267

Folkman J (1990) What is the evidence that tumors are angiogenesis depen-
dent? [editorial]. J Natl Cancer Inst 82: 4—6

British Journal of Cancer (2002) 86(5), 779-787

angiogenesis. The inhibiting effect of TR in both tumour models
was achieved when administered systemically p.o. at low concentra-
tions, similar to those that effectively inhibited angiogenesis in vivo.
TR was inhibitory in vitro, for endothelial and for C6 glioma cells
as well as for Lewis lung carcinoma cells. It is possible thus, that
TR inhibition of tumour development and metastasis is mediated
through a combined effect on both angiogenesis and tumour cell
growth.

ACKNOWLEDGEMENTS

I wish to thank Mr E Vadai for his excellent assistance in animal
experiments and Dr N Nevo for her outstanding devotion and
excellent assistance in all animal experiments. This study was spon-
sored by grants from ‘YEDA’, Weizmann Institute of Science, and
the Israel Cancer Association #19990025-B and 20002016-B
through the Ber-Lehmsdorf memorial fund.

Folkman J (1995) Angiogenesis in cancer, vascular, rheumatoid and other
disease. Nat Med 1: 2731

Folkman J, Klagsburn M (1987) Angiogenic factors. Science 235: 442 —447

Fotsis T, Zhang Y, Pepper MS, Adlercreutz H, Montesano R, Nawroth PP,
Schweigerer L (1994) The endogenous oestrogen metabolite 2-methoxy-
oestradiol inhibits angiogenesis and suppresses tumor growth. Nature
368: 237-239

Freundt KJ, Netz H (1977) Behavior of blood acetaldehyde in alcohol-treated
rats following administration of thiurams. Arzneimittelforschung 27: 105—
108

Fridovich I (1978) The biology of oxygen radicals. Science 201: 875—880

George J, Kuttan R (1995) Studies on clastogenic and carcinogenic potency of
tetramethyl thiuram disulphide. Cancer Lett 97: 213 —216

Gullino PM (1986) Considerations on the mechanism of the angiogenic
response. Anticancer Res 6: 153 —158

Hasegawa R, Takahashi M, Furukawa F, Toyoda K, Sato H, Jang JJ, Hayashi Y
(1988) Carcinogenicity study of tetramethylthiuram disulfide (thiram) in
F344 rats. Toxicology 51: 155—165

Huang P, Feng L, Oldham EA, Keating M]J, Plunkett W (2000) Suproxide
dismutase as a target for the selective killing of cancer cells. Nature 407:
390-395

Ikeda E, Achen MG, Breier G, Risau W (1995) Hypoxia-induced transcrip-
tional activation and increased mRNA stability of vascular endothelial
growth factor in C6 glioma cells. J Biol Chem 270: 19761 —19766

Inauen W, Payne DK, Kvietys PR, Granger DN (1990) Hypoxia/reoxygena-
tion increases the permeability of endothelial cell monolayers: role of
oxygen radicals. Free Radic Biol Med 9: 219—223

Jarasch ED, Bruder G, Heid HW (1986) Significance of xanthine oxidase in
capillary endothelial cells. Acta Physiol Scand Suppl 548: 39 —46

Lum H, Barr D, Shaffer JR, Gordon RJ, Ezrin AM, Malik AB (1992) Reoxy-
genation of endothelial cells increases permeability by oxidant-dependent
mechanisms. Circ Res 70: 991 —998

Maita K, Tsuda S, Shirasu Y (1991) Chronic toxicity studies with thiram in
Wistar rats and beagle dogs. Fundam Appl Toxicol 16: 667 — 686

Malmstrom BG (1982) Enzymology of oxygen. Annu Rev Biochem 51: 2159

Mann MJ, Gibbons GH, Tsao PS, von der Leyen HE, Cooke JP, Buitrago R,
Kernoff R, Dzau VJ (1997) Cell cycle inhibition preserves endothelial func-
tion in genetically engineered rabbit vein grafts. J Clin Invest 99: 1295—
1301

Marikovsky M, Breuing K, Liu PY, Eriksson E, Higashiyama S, Farber P,
Abraham J, Klagsbrun M (1993) Appearance of heparin-binding EGF-like
growth factor in wound fluid as a response to injury. Proc Natl Acad Sci
USA 90: 3889—3893

Marikovsky M, Lavi S, Pinkas-Kramarski R, Karunagaran D, Liu N, Wen D,
Yarden Y (1995) ErbB-3 mediates differential mitogenic effects of NDF/
heregulin isoforms on mouse keratinocytes. Oncogene 10: 1403 — 1411

© 2002 Cancer Research UK



Marikovsky M, Vogt P, Eriksson E, Rubin JS, Taylor WG, Joachim S, Klags-
brun M (1996) Wound fluid-derived heparin-binding EGF-like growth
factor (HB-EGF) is synergistic with insulin-like growth factor-I for Balb/
MK keratinocyte proliferation. J Invest Dermatol 106: 616 —621

Marikovsky M, Nevo N, Vadai E, Harris-Cerruti C (2001) Cu/Zn superoxide
dismutase plays a role in angiogenesis. Int | Cancer 97: 34—41

Matsubara T, Ziff M (1986) Increased superoxide anion release from human
endothelial cells in response to cytokines. J Immunol 137: 3295—3298

McAuslan BR, Reilly WG, Hannan GN, Gole GA (1983) Angiogenic factors
and their assay: activity of formyl methionyl leucyl phenylalanine, adeno-
sine diphosphate, heparin, copper, and bovine endothelium stimulating
factor. Microvasc Res 26: 323 —338

McCord JM (1985) Oxygen-derived free radicals in postischemic tissue
injury. N Engl ] Med 312: 159—163

Niida H, Takeuchi S, Tanaka R, Minakawa T (1995) Angiogenesis in micro-
vascular endothelial cells induced by glioma cells and inhibited by tumor
necrosis factor in vitro. Neurol Med Chir Tokyo 35: 209—-214

Plate KH, Breier G, Weich HA, Risau W (1992) Vascular endothelial growth
factor is a potential tumour angiogenesis factor in human gliomas in vivo.
Nature 359: 845—848

Raju KS, Alessandri G, Ziche M, Gullino PM (1982) Ceruloplasmin, copper
ions, and angiogenesis. | Natl Cancer Inst 69: 1183 —1188

Ratych RE, Chuknyiska RS, Bulkley GB (1987) The primary localization of
free radical generation after anoxia/reoxygenation in isolated endothelial
cells. Surgery 102: 122131

Rubin JS, Osada H, Finch PW, Taylor WG, Rudikoff S, Aaronson SA (1989)
Purification and characterization of a newly identified growth factor speci-
fic for epithelial cells. Proc Natl Acad Sci USA 86: 802 —806

Ryan US, Vann JM (1988) Endothelial cells: a source and target of oxidant
damage. Basic Life Sci 49: 963 —968

Sadurska B, Boguszewski B (1993) Changes in lipoprotein lipase activity and
plasma liver lipids in thiram intoxicated rats. Acta Biochim Pol 40: 563 —
567

Sanny CG, Weiner H (1987) Inactivation of horse liver mitochondrial alde-
hyde dehydrogenase by disulfiram. Evidence that disulfiram is not an
active-site-directed reagent. Biochem | 242: 499 —503

Shaikh AY, Xu J, Wu Y, He L, Hsu CY (1997) Melatonin protects bovine
cerebral endothelial cells from hyperoxia-induced DNA damage and death.
Neurosci Lett 229: 193 —197

Sundqvist T (1991) Bovine aortic endothelial cells release hydrogen peroxide.
J Cell Physiol 148: 152—156

© 2002 Cancer Research UK

Thiram inhibits angiogenesis
M Marikovsky

Suzuki K, Nakamura M, Hatanaka Y, Kayanoki Y, Tatsumi H, Taniguchi N
(1997) Induction of apoptotic cell death in human endothelial cells treated
with snake venom: implication of intracellular reactive oxygen species and
protective effects of glutathione and superoxide dismutases. J Biochem
Tokyo 122: 1260 —1264

Takahashi M, Kokubo T, Furukawa F, Nagano K, Maekawa A, Kurokawa Y,
Hayashi Y (1983) Inhibition of spontaneous leukemia in F-344 rats by
tetramethylthiuram disulfide (thiram). Gann 74: 810—813

Terada LS (1996) Hypoxia-reoxygenation increases O, ~ efflux which injures
endothelial cells by an extracellular mechanism. Am ] Physiol 270: H945—
H950

Terada LS, Guidot DM, Leff JA, Willingham IR, Hanley ME, Piermattei D,
Repine JE (1992) Hypoxia injures endothelial cells by increasing endogen-
ous xanthine oxidase activity. Proc Natl Acad Sci USA 89: 3362—3366

Terada LS, Willingham IR, Rosandich ME, Leff JA, Kindt GW, Repine JE
(1991) Generation of superoxide anion by brain endothelial cell xanthine
oxidase. J Cell Physiol 148: 191-196

Troy CM, Shelanski ML (1994) Down-regulation of copper/zinc superoxide
dismutase causes apoptotic death in PC12 neuronal cells. Proc Natl Acad
Sci USA 91: 6384 —6387

Wride MA, Lapchak PH, Sanders EJ (1994) Distribution of TNF alpha-like
proteins correlates with some regions of programmed cell death in the
chick embryo. Int | Dev Biol 38: 673 —682

Yoshida D, Tkeda Y, Nakazawa S (1993) Quantitative analysis of copper, zinc
and copper/zinc ratio in selected human brain tumors. J Neurooncol 16:
109-115

Yoshida D, Ikeda Y, Nakazawa S (1995) Copper chelation inhibits tumor
angiogenesis in the experimental 9L gliosarcoma model. Neurosurgery 37:
287-292

Ziche M, Jones J, Gullino PM (1982) Role of prostaglandin E1 and copper in
angiogenesis. ] Natl Cancer Inst 69: 475—482

Zweier JL, Kuppusamy P, Lutty GA (1988) Measurement of endothelial cell
free radical generation: evidence for a central mechanism of free radical
injury in postischemic tissues. Proc Natl Acad Sci USA 85: 4046 —4050

Zweier JL, Broderick R, Kuppusamy P, Thompson Gorman S, Lutty GA
(1994a) Determination of the mechanism of free radical generation in
human aortic endothelial cells exposed to anoxia and reoxygenation. ] Biol
Chem 269: 24156 —24162

Zweier JL, Kuppusamy P, Thompson Gorman S, Klunk D, Lutty GA (1994b)
Measurement and characterization of free radical generation in reoxyge-
nated human endothelial cells. Am J Physiol 266: C700—C708

British Journal of Cancer (2002) 86(5), 779—-787

787

(7]
=
4=d
=
7}
o
]
|
o
<
|—
w
)
=
[}
£
[
o
o
X
L




	fig_xreffig1
	tab_xref1
	fig_xreffig2
	fig_xreffig4
	fig_xreffig5
	fig_xreffig3
	fig_xreffig6
	tab_xref2
	fig_xreffig7
	fig_xreffig8
	fig_xreffig9

