British Journal of Nutrition (2004), 91, 513-531
© The Authors 2004

Review article

DOI: 10.1079/BJN20031075

Phyto-oestrogens, their mechanism of action: current evidence
for a role in breast and prostate cancer

Pamela J. Magee* and lan R. Rowland

Northern Ireland Centre for Food and Health (NICHE), School of Biomedical Sciences, University of Ulster,

Cromore Road, Coleraine BT52 1SA, UK

(Received 1 September 2003 — Revised 19 November 2003 — Accepted 24 November 2003)

The incidence of hormone-dependent cancers, such as those of the breast and prostate, is much lower in Eastern countries such as China and
Japan in comparison with the Western world. Diet is believed to have a major effect on disease risk and one group of compounds, the phyto-
oestrogens, which are consumed in large amounts in Asian populations, have been implicated in cancer protection. This view follows the
finding that plasma and urinary levels of phyto-oestrogens are much higher in areas where cancer incidence is low in comparison with areas
of high cancer incidence. The phyto-oestrogens are comprised of two main groups; the isoflavones and lignans. Of the isoflavones, genistein
and daidzein have been the most widely studied. These compounds have been shown to possess anticancer properties; however their precise
mechanism of action remains to be elucidated. In comparison, few studies have investigated the effects of lignans in breast and prostate
cancer. In vitro studies have shown that genistein exerts biphasic effects on cancer cell growth, stimulating growth at low concentrations
(<10 M) and inhibiting growth at high concentrations (> 10 uM), which suggests that low phyto-oestrogen levels may stimulate cancer
growth in vivo. Plasma phyto-oestrogen concentrations of >10 uM cannot be achieved by dietary intake and therefore the timing of
exposure to phyto-oestrogens may be of the utmost importance in determining their chemopreventive effects. The present paper reviews
the effects of phyto-oestrogens on breast and prostate cancer in vivo and in vitro and discusses possible mechanisms of action via which

these compounds may exert their effects.

Phyto-oestrogens: Breast cancer: Prostate cancer

Phyto-oestrogens are naturally occurring hormone-like
compounds found in plant foods which have a unique
diphenolic structure, providing the compounds with excep-
tional stability (Adlercreutz & Mazur, 1997). Due to their
structural similarity to the human female hormone 17-B
oestradiol, phyto-oestrogens have the ability to bind to
oestrogen receptors (ER; Setchell, 2001), having a greater
affinity for ERB than ERa (Kuiper et al. 1998). Phyto-oes-
trogens can therefore act as oestrogen agonists and antag-
onists competing for oestradiol at the receptor complex
(Bingham et al. 1998). However, this is not the only mech-
anism by which phyto-oestrogens exert their effects; many
of which may be unrelated to the oestrogenic properties of
these compounds.

There are two main classes of phyto-oestrogens; the iso-
flavones, found predominantly in soya beans (Reinli &
Block, 1996) and the lignans, which are found in a wide
variety of foods including flaxseed, cereals, fruits and

berries (Thompson et al. 1991). The major glycosides
found in soya beans are daidzin, genistin and glycitin.
These glucose-conjugated compounds are inactive oestro-
genically (Miksicek, 1995) but upon consumption are
hydrolysed by mammalian enzymes and the gut microflora
to form the active aglycone isoflavone compounds daid-
zein, genistein and glycitein (Fig. 1; Price & Fenwick,
1985; Setchell & Adlercreutz, 1988; Rowland er al.
2003). Daidzein is further metabolised by the intestinal
microflora to form the oestrogenic compounds equol (an
isoflavan) and O-desmethylangolensin. There is a wide
individual variation in the levels of excretion of phyto-oes-
trogen metabolites and only approximately 33 % of indi-
viduals can convert daidzein to equol (Lampe et al
1998; Rowland et al. 2000). The major lignans, which
occur in the glycosidic form in foods, are matairesinol
and seco-isolariciresinol (Fig. 2). These plant precursors
are converted to enterolactone and enterodiol respectively

Abbreviations: AR, androgen receptor; ER, oestrogen receptor; HSD, hydroxysteroid dehydrogenase; LH, luteinising hormone; MMP, matrix
metalloproteinase; PSA, prostate-specific antigen; PTK, protein tyrosine kinase; SHBG, sex hormone-binding globulin.
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Fig. 1. Structure of the isoflavonoids genistein (a), daidzein (b) and
glycitein (c).

by the intestinal bacteria, an action that is inhibited
following treatment with antibiotics. Enterodiol can be
further converted into enterolactone in the gut (Setchell
& Adlercreutz, 1988).

The coumestans comprise another class of phyto-oestro-
gens, of which coumestrol is the most studied. Coumestrol
(Fig. 3), uncommon in the diet, is found in clovers, soya-
bean sprouts and in high amounts in mung-bean sprouts
(Adlercreutz & Mazur, 1997). This compound has a
higher affinity for the ER than the isoflavones, being
only ten to twenty times lower than oestradiol (Bingham
et al. 1998).

As the phyto-oestrogen parent compounds and their
metabolites appear to differ in their biological activity
and due to the fact that the gut microflora appear to play
a crucial role in phyto-oestrogen metabolism (Rowland
et al. 1999, 2003; Bowey et al. 2003), inter-individual
metabolism of phyto-oestrogens may have major health
implications; for example, for cancer risk.

The oestrogenic effects of phyto-oestrogens first became
apparent in the 1940s when sheep became infertile after
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Fig. 2. Structure of the lignans seco-isolariciresinol (a) and mataire-
sinol (b).
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Fig. 3. Structure of the coumestan coumestrol.

grazing on pastures containing clover in Australia
(Bennetts et al. 1946). This ‘clover disease’ was later
attributed to the rich quantities of formononetin present
in the clover which is converted to daidzein in the rumen
(Shutt, 1976). Although infertility in captive cheetahs has
also been attributed to soya isoflavones in their diet (Setch-
ell et al. 1987), no effects of soya intake on fertility have
subsequently been reported in commercially bred animals
(Barnes, 1998) or in man (Mitchell ef al. 2001).

The theory that phyto-oestrogens could have a protective
effect against cancer due to their similarity in structure to
oestrogens was first postulated in the 1980s (Setchell &
Adlercreutz, 1988). Subjects with, or at high risk of, hor-
mone-dependent cancers excrete low amounts of isofla-
vones and lignans (Adlercreutz et al. 1982, 1988)
whereas subjects living in areas with a low risk excrete
high levels (Adlercreutz et al. 1986, 1987, 1991, 1992,
1993b, 1995). These findings have prompted a wealth of
research into the possible preventive effects of phyto-oes-
trogens against hormone-dependent cancers. Here we
review current findings in relation to the effects of phyto-
oestrogens on breast and prostate cancer and discuss poss-
ible mechanisms of action by which phyto-oestrogens may
exert their effects.

Phyto-oestrogens and breast cancer
Epidemiology

Breast cancer is the most common form of cancer affecting
women in the UK with approximately 116 per 100000
women being affected annually (Ferlay er al. 2001).
There are a number of hormone-related risk factors for
breast cancer; for example, early onset of menarche, late
onset of menopause, delayed age of first pregnancy and
elevated free oestradiol concentrations in post-menopausal
women (Hulka & Moorman, 2001). In addition, environ-
mental factors, especially diet, are also thought to play a
major role in cancer risk. This is mainly due to the fact
that breast cancer incidence is much higher in Western
populations in comparison with Asian populations, a find-
ing which has been associated with the consumption of a
traditional low-fat, high-fibre, high-soya diet among
Asian populations (Tham er al. 1998). Moreover, Asian
women living in Asia have approximately 40 % lower
serum oestrogen levels than Caucasian women living in
the USA or Britain (Goldin et al. 1986; Key et al. 1990).
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The protection against breast cancer conferred on Asian
women is however lost upon immigration and exposure
to Western lifestyles within a few generations (Ziegler
et al. 1993), further linking lifestyle with breast cancer
risk. These studies suggest that early exposure to phyto-
oestrogens is extremely important in order to gain from
their cancer-preventive effects. Most of the epidemiology
and dietary intervention studies have been conducted
with soya or flaxseed and not phyto-oestrogens per se
(Table 1). Results from studies investigating the effects
of these compounds on breast cancer risk have however
been conflicting. High intakes of soya proteins and total
soya products were found to be associated with a decreased
risk of breast cancer in premenopausal Singapore Chinese
women in a case—control study carried out by Lee et al.
(1991). Furthermore Wu et al. (1996) found increased
tofu consumption to be associated with a decreased
breast cancer risk in a case—control study of pre- and
post-menopausal Asian—American women. In contrast,
Yuan et al. (1995) found no protective effect against
breast cancer with a high intake of soya protein in a
case—control study in two Chinese populations. Further-
more, phyto-oestrogen levels consumed by non-Asian US
women have been shown to have little effect on breast
cancer risk for both pre- and post-menopausal women
(Horn-Ross et al. 2001). In a soya-feeding (154 mg, SE
8-4mg, total isoflavones consumed/d) intervention study,
circulating levels of 17B-oestradiol were found to be
reduced by 25 % in premenopausal women, implicating a
protective effect against breast cancer (Lu et al. 2000).
Flaxseed supplementation significantly increased the urin-
ary 2-hydroxyoestrogen:16a-hydroxyoestrone ratio in pre-
menopausal women in a cross-over study, implicating a
decreased breast cancer risk (Haggans et al. 2000). Further-
more, serum enterolactone concentration has been shown
to correlate inversely with breast cancer risk in a case—
control study in both pre- and post-menopausal Finnish
women (Pietinen ef al. 2001). In a short-term soya inter-
vention study in premenopausal women with breast dis-
ease, McMichael-Phillips et al. (1998) found a significant
correlation between soya intake and Ki67 and thymidine-
labelling index in normal breast tissue indicating that

soya may induce the proliferation of breast tissue. These
findings were not substantiated when the study was
expanded, although apo D levels were significantly low-
ered and expression of the oestrogen-responsive gene,
pS2, was increased in nipple aspirate suggesting that
short-term dietary soya may exert a weak oestrogenic
effect on the breast (Hargreaves et al. 1999).

Animal studies

In animal studies, both soya and purified phyto-oestrogen
diets have been fed, thus providing specific information
on the activity of phyto-oestrogens. The majority of
animal studies have shown that phyto-oestrogens can pro-
tect against chemically induced mammary cancer
(Table 2). Isoflavones have been implicated as the active
components of soya, since protection against tumour for-
mation is not evident when isoflavone-free soya protein
is fed (Barnes et al. 1990). What has become increasingly
apparent is that the time of exposure to the test compound
is of the utmost importance. For example, rats treated with
genistein neonatally or prepubertally have a longer latency
before the appearance of chemically induced mammary
tumours and a marked reduction in tumour number,
whereas rats treated after 35d of age have smaller altera-
tions in breast cancer risk (Barnes, 1997). These findings
suggest that early exposure to soyabean products is vital
in breast cancer prevention and may explain why protec-
tion against breast cancer is lost in Asian immigrants
after a few generations. Lamartiniere et al. (1995) have
postulated that genistein may exert its chemopreventive
effects in animal models by enhancing mammary cell
maturation and lobular—alveolar development, thus redu-
cing cell proliferation in the mammary gland. In contrast
Hsieh et al. (1998) have demonstrated that dietary genis-
tein (750 parts per million) fed to 28-d-old athymic ovari-
ectomised mice stimulates mammary gland growth without
maturation and also stimulates the growth of MCF-7 oes-
trogen-dependent tumours. The concentration of total
plasma genistein (free and conjugated forms) employed
by Hsieh et al. (1998) following genistein supplementation
was 2-1 uM (0-24 pM in free form), a concentration which

Table 1. Studies on phyto-oestrogen intake and breast cancer in women

Study type Population Diet or compound

Findings Reference

Case—control  Premenopausal Singapore  Soya protein, total,

Chinese women soya products
Case—control  Asian-American women Tofu

Case—control  Two Chinese populations Soya protein

Case—control  Finnish women Enterolactone
Cross-over Premenopausal women Flaxseed
Intervention Premenopausal women Isoflavones
(154 + 8.4mg/d)
Intervention Premenopausal women Soya (45mg
isoflavones/d)

Decreased risk of

Decreased risk of

No protective effect

Inverse correlation between

Increased urinary 2-hydroxyoestrogen:
Circulating levels 17B-oestradiol
Increased Ki67, thymidine

Decreased apo D,

Lee et al. (1991)

breast cancer

Wu et al. (1996)

breast cancer

Yuan et al. (1995)
Pietinen et al. (2001)
serum enterolactone and

breast cancer

Haggans et al. (2000)
16a-hydroxyoestrone

Lu et al. (2000)
decreased by 25 %

McMichael-Phillips et al. (1998)
labelling index

Hargreaves et al. (1999)
increased pS2

(nipple aspirate)
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Table 2. Effects of flaxseed, soya and soya isoflavones on chemically induced mammary cancer in laboratory animals

Animal Product tested Cancer-inducing agent Finding Reference
SD rats Soya protein isolate DMBA No effect Carroll (1975)
SD rats Soya protein isolate DMBA No effect Hsueh & Park (1990)
SD rats Soyabean chips, MNU, DMBA Protective Barnes et al. (1990)
soya protein isolate
SD rats Flaxseed flour DMBA Protective Thompson & Serraino (1990),
Serraino & Thompson (1992)
Rats Genistein, daidzein MNU Genistein decreased Constantinou et al. (1996)
tumour multiplicity
SD CD rats Genistein DMBA Protective Murrill et al. (1996)
SD CD rats Genistein DMBA Protective Fritz et al. (1998)
CD and Cij rats Soyabeans, MNU Protective Gotoh et al. (1998)
miso biochanin A
SD rats Soya protein isolate DMBA Protective Hakkak et al. (2000)
SD rats Fermented soya milk PhIP Protective Ohta et al. (2000)
F344 rats Soyabean protein, MNU Protective Zaizen et al. (2000)
soyabean hypocotyls
Rats SOYSELECT DMBA Slowed tumour Gallo et al. (2001)
soya extract development
SD rats Genistein DMBA Protective Lamartiniere et al. (1998, 2002a);
Lamartiniere (2000)
Rats Daidzein DMBA No effect Lamartiniere et al. (2002b)

SD, Spague—Dawley; DMBA, dimethylbenz[a]anthracene; MNU, N-methyl-N’-nitrosourea; PhIP, 2-amino-1-methyl-6-phenylimidazo[4,5-b]pyridine.

these workers have shown to stimulate MCF-7 cell pro-
liferation in vitro. It is therefore clear that both the dose
and time of exposure are critical factors in determining
the effects of phyto-oestrogens on breast cancer risk.

Although both epidemiological and in vivo studies have
demonstrated a protective role of phyto-oestrogens against
breast cancer, their precise mechanisms of action remain to
be elucidated and can only be determined at the cellular
level by in vitro studies.

In vitro studies

Proliferation. Many in vitro studies have examined the
effects of phyto-oestrogens on the proliferation of both
ER(+) (mainly MCF-7) and ER(-—) breast cancer cell
lines (Table 3). Genistein has been the most intensively
studied compound, probably due to its abundance in soya
foods and because it has been shown to have anticancer
properties in animal models. Genistein exerts biphasic
effects on the proliferation of ER(+4) cell lines, stimulating
growth at concentrations up to 10 um (Wang & Kurzer,
1997; Zava & Duwe, 1997; Hsieh er al. 1998; Le Bail
et al. 2000) and potently inhibiting cell proliferation
>10uM (Peterson & Barnes, 1991; Monti & Sinha,
1994; Pagliacci et al. 1994; Wang & Kurzer, 1997; Zava
& Duwe, 1997; Le Bail et al. 2000). The lignan metabolite
enterolactone has also been shown to exert similar biphasic
effects on the proliferation of MCF-7 cells (Welshons et al.
1987; Mousavi & Adlercreutz, 1992). Phyto-oestrogenic
compounds are unable to stimulate the growth of ER(—)
cell lines but, as for ER(+) cell lines, inhibit cell
proliferation at high concentrations (>10um). Zava &
Duwe (1997) have shown that stimulation of the ER(+)
cell lines MCF-7 and T47D by genistein and equol
correlates with the binding affinities of these compounds
to the ER. These studies suggest differential mechanisms
of action for phyto-oestrogens on cell proliferation; at low

concentrations they appear to act via an ER-mediated
mechanism whereas at higher concentrations a different
mechanism of action is exerted on the cells as both
ER(+) and ER(—) cell growth is inhibited. The intracellu-
lar phyto-oestrogen concentration following treatment is
unknown; however, it is evident that media phyto-oestro-
gen concentration is important in cell growth response.
Cell cycle and apoptosis. Pagliacci et al. (1994) have
shown that 10 wM-genistein causes a reversible G,/M
arrest in MCF-7 cell-cycle progression whereas doses
= 50 uM result in a marked fall in S-phase cell percentage
associated with a persistent arrest in the G,/M phase. In
addition, exposure of MCF-7 cells to genistein for >48h
induced apoptosis. Similar effects have been reported by
others (Choi et al. 1998; Constantinou et al. 1998; Hu
et al. 2001). Genistein also exerts similar effects on the
cell cycle of ER(—) MDA-MB-231 and MDA-MB-468
cells (Choi et al. 1998; Fioravanti et al. 1998; Balabhadra-
pathruni et al. 2000; Cappelletti et al. 2000). Furthermore,
genistein blocks G,/M cell-cycle progression in non-neo-
plastic human mammary epithelial cells (MCF-10F; Frey
et al. 2001). Go/M cell-cycle arrest induced by genistein
in breast cancer cells is associated with an increased
expression of the cell-cycle inhibitor p21WAF/CIP1 fol-
lowed by an increase in apoptosis (Shao et al. 1998a;
Li et al. 1999). Shao et al. (1998a) found that these effects
were induced similarly in a variety of breast cancer cell
lines upon genistein exposure irrespective of the cell
line’s ER and p53 status, suggesting that genistein’s mech-
anism of action is modulated via ER- and p53-independent
mechanisms. Furthermore, the induction of apoptosis
induced by genistein in MDA-MB-231 and MDA-MB-
435 cells is associated with the up regulation of Bax and
p21™VAF! and the down regulation of p53 and Bcl-2, an
anti-apoptotic protein regulated by the ER (Li et al
1999). Similar effects have been seen following the
exposure of MDA-MB-231 cells to oestradiol (Nomoto
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Phyto-oestrogen tested Concentration Cell line Effect on proliferation Reference
Daidzein and 1078-1075m MCF-7 1 Sathyamoorthy
equol & Wang (1997)
Genistein ICs0 6-5—12 ng/ml MCF-7, MCF-7-D-40, 1 Peterson & Barnes (1991)
daidzein, ICs0 20—34 pg/ml MDA-468
biochanin A
Genistein ICs0 7—37 um MCF-7/WT, MCF-7/ADRF, | Monti & Sinha (1994)
MDA-231
Genistein ICs0 40 pM MCF-7 1 Pagliacci et al. (1994)
Enterolactone 0-5-2pm MCF-7 T Mousavi
>10 pMm ! & Adlercreutz (1992)
Genistein 10-100nm MCF-7 1 Hsieh et al. (1998)
Daidzein, equol, 10nM—10 M MCF-7 1 Welshons et al. (1987);
O-DMA Schmitt et al. (2001)
Enterolactone 1-10 um MCF-7, T47D 1 Welshons et al. (1987)
Equol 0-1-1pm 1
Genistein 1nM—=10 pm MCF-7 1 Zava & Duwe (1997)
>10 uM MCF-7 |
10nM—10 pm T47D 1
20 uM T47D !
10nm—1 pm MDA-468 Little or no effect
>1pM MDA-468 !
Genistein, coumestrol, 0-1-10 pum MCF-7 1 Wang & Kurzer (1997)
biochanin A, enterolactone 10—100 pm MDA-MB-231, 1
MCF-7 ]

1, Increased proliferation; |, decreased proliferation.

et al. 2002) suggesting that some of the mechanisms of
action of phyto-oestrogens may be similar to those of oes-
tradiol. In MCF-7 cells, genistein exposure has been shown
to induce apoptosis in conjunction with the expression of
both Bcl-2 and Bax (Leung & Wang, 2000). Cells were
also found to be under stress following genistein exposure,
with c-jun N-terminus kinase and stress-activated protein
kinase activity being directly proportional to genistein con-
centration. As the excess Bcl-2 protein may be involved in
neutralising the up regulated Bax, the stress pathway may
play an important role in inducing cell death since persist-
ent elevated stress-activated protein kinase activity has
been linked to apoptosis. Thus, the anti-tumour effects of
genistein may be modulated by the compound’s ability to
arrest two critical points in the control of the cell cycle
and by the induction of apoptosis.

Invasion and metastasis. The development of clinical
metastasis is a significant cause of morbidity and mortality
from cancer. An important step in the process of metastasis
is that of tumour invasion and any agent that can inhibit this
process may have potential therapeutic value. Using the
well-established matrigel invasion assay, genistein has
been shown to inhibit the invasion of MCF-7 cells (Shao
et al. 1998b) and also the ER(—) cell lines MDA-MB-231
and MDA-MB-468 (Shao er al. 1998c). This inhibition is
independent of ER and p53 status and is characterised by
the down regulation of the 92kDa type IV collagenase
matrix metalloproteinase (MMP)-9 and up regulation of
tissue inhibitor of metalloproteinase-1. MMP-9 is one of
several MMP associated with breast tumour progression
(Balduyck er al. 2000); for example, high levels of MMP-
2 and MMP-11 (stromelysin-3) have been found to correlate
with a poor prognosis in breast-cancer patients (Duffy et al.

2000). Balduyck et al. (2000) have found that MMP-9 is
specifically up regulated in MDA-MB-231 cells following
cell contact with matrigel and consequently may play a
key role in the invasiveness of cells through the basement
membrane. Therefore any agent that can inhibit these pro-
teinases would be of value in preventing breast cancer and
averting metastasis. Furthermore, genistein has been
shown to inhibit the invasion of the murine cell line 410.4
(a highly metastatic subline of BALB/c mammary carci-
noma) with an ECsy of approximately 1 um (Scholar &
Toews, 1994). Daidzein was also able to inhibit invasion,
yet at a much higher concentration (370 uwM). Scholar &
Toews (1994) have postulated that the ability of genistein
to inhibit tumour cell invasion is due to its potent inhibitory
action on tyrosine kinases and have supported this theory
with preliminary studies which demonstrate that other tyro-
sine kinase inhibitors, for example, methyl 2,5-dihydroxy-
cinnamate and herbimycin, also inhibit tumour invasion.
The effects of other phyto-oestrogens on mammary cancer
cell invasion have not been studied.

Angiogenesis

Tumours require a blood supply to develop and grow. They
take over existing blood vessels and stimulate the
production of new vessels from these; a process termed
angiogenesis. Phyto-oestrogens can inhibit angiogenesis,
both in vitro and in vivo. Fotsis et al. (1995) have shown
that genistein can inhibit the proliferation and in vitro
angiogenesis of vascular endothelial cells at half-maximal
concentrations of 5 and 150 pM respectively. Subsequently
structurally related flavonoids, for example, 3-hydroxyfla-
vone, have been found to potently inhibit angiogenesis in
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tumour cells at half-maximal concentrations, seen in
plasma, in the low micromolar range (Fotsis et al. 1998).
Furthermore the ability of genistein to inhibit capillary for-
mation in vivo has been demonstrated in both mouse xeno-
grafts of various cancer cells (Shao et al. 1998b; Zhou et al.
1998) and in animal models of experimentally induced
angiogenesis (Hayashi er al. 1997; Kruse et al. 1997).
Shoa et al. (1998b) were the first to demonstrate that
genistein can inhibit angiogenesis in vivo utilising MDA-
MB-231 xenografts in nude mice. In rats, genistein,
administered as an eye drop (5 mg/ml), prevented extensive
neovascularisation of the cornea induced by chemical cau-
terisation (Hayashi et al. 1997). The expression of vascular
endothelial growth factor mRNA is increased in breast
cancer and vascular endothelial growth factor is also
thought to play a key role in promoting tumour angiogenesis
(Yoshiji et al. 1996). Dabrosin et al. (2002) have recently
shown that the extracellular vascular endothelial growth
factor levels from large tumours in nude mice exposed to
a flaxseed diet were reduced in comparison with those of
mice fed a basal diet suggesting that lignans also have
anti-angiogenic properties. These findings may explain
one of the mechanisms of action by which phyto-oestrogens
exert their protective effects against cancer metastasis, as
the angiogenic process is a key mechanism in tumour
growth, progression and metastatic dissemination.

Possible mechanisms of action of phyto-oestrogens in
breast cancer

Oestrogen-dependent mechanisms: oestrogen receptor
a- and oestrogen receptor [-mediated wmechanisms.
Phyto-oestrogens appear to exert biphasic effects on
breast cancer cell growth in vitro implicating differential
mechanisms of action. As highlighted earlier (p. 516), at
low concentrations (1-10 uwm), cell proliferation is stimu-
lated in ER(+) cell lines only, suggesting that the phyto-
oestrogens are acting via the ER. This idea is strengthened
by the finding that phyto-oestrogens can induce pS2
expression in MCF-7 cells. Both the ERa and ERf
forms could be involved in the stimulation of cell prolifer-
ation by phyto-oestrogens. At low concentrations genistein
and quercetin have been shown to be full agonists for ERa
as well as ERB (Maggiolini et al. 2001). It is possible
therefore that phyto-oestrogens may exert their effects at
the cellular level via a similar mechanism of action to
that of oestradiol. It is thought that the binding of oestra-
diol to the ER results in a conformational change, which
enables binding of the oestradiol-ER complex to the oes-
trogen response element on the DNA. Activation of the
oestrogen response element may induce the expression of
the growth-related proto-oncogene c-fos (Burg et al
1989), forming a c-fos—c-jun heterodimer that activates
the activation protein-1 site, leading to cell proliferation
(Wang & Kurzer, 1997). In contrast, at higher concen-
trations (> 10 wM) cell growth is inhibited in both ER(+)
and ER(—) cell lines demonstrating that growth inhibition
is not mediated via the ER but instead possibly via
anti-tyrosine phosphorylation and/or via inhibition of
cell-cycle progression. Wang et al. (1996), finding that
tamoxifen can inhibit pS2 expression induced by genistein

at high concentrations, suggest that the ER mechanism may
still be active at high phyto-oestrogen concentrations.
These findings are difficult to relate to human studies, as
the concentration required for the inhibition of breast
cancer cell proliferation in vitro would rarely be achieved
in vivo. Serum phyto-oestrogen levels can be >5 pM in
adults consuming a high-soya diet (Morton et al. 1994;
Xu et al. 1994, 1995), or in infants fed exclusively with
soya-based formula (Setchell et al. 1997). Plasma genistein
levels in Japanese men may exceed 2 puM (Adlercreutz et al.
1993b). These levels would appear to be tumour-growth
stimulatory; however, this is not consistent with the appar-
ent protective effect of the high-soya Asian diet and results
should be interpreted with caution, as the concentrations of
phyto-oestrogens found in tissues are unknown.

Oestrogen-dependent mechanisms: effects on endogen-
ous hormones and growth factors. The intracellular con-
centration of oestradiol plays a key role in regulating
hormone action and a further mechanism of action via
which phyto-oestrogens may influence cell behaviour is
by altering the metabolism and availability of endogenous
oestrogens, which drive the growth, and development, of
hormone-dependent tumours. Enzymes involved in the
metabolism and biosynthesis of oestrogen are shown in
Fig. 4. Phyto-oestrogens can potently inhibit sulfotrans-
ferases that sulfate both oestrogenic steroids and dietary
pro-carcinogens (Kirk et al. 2001), thus preventing their
activation. In post-menopausal breast tumours, circulating
steroid sulfates are thought to provide a major source of
oestradiol. Phyto-oestrogens have been shown to inhibit
some of the key enzymes involved in oestrogen biosyn-
thesis and metabolism such as aromatase, 17p3- and
3B-hydroxysteroid dehydrogenase (HSD). Flavones that
are hydroxylated at the 7-position on the A ring have
been found to be the most potent aromatase inhibitors
(Kirk et al. 2001); however, lignans can also exert similar
effects. Enterolactone (Adlercreutz et al. 1993a) and enter-
odiol, as well as coumestrol (Wang et al. 1994), can inhibit
aromatase activity in vitro in human pre-adipocytes and it
has been suggested that these compounds may compete
with the natural substrate androstenedione for the
enzyme. Coumestrol and apigenin are the most potent
inhibitors of 17B-HSD activity (ICsy 0-2, 0-3 wMm) having
the ability to inhibit the reduction of oestrone to 17(3-oes-
tradiol by this enzyme which is expressed in both normal
and malignant breast tissue (Makela et al. 1995). Genistein,
daidzein and biochanin A have also been found to inhibit
17B-HSD activity, though at higher concentrations,
ie. ICsg 1-10 M. These isoflavones can also inhibit
3B-HSD activity, but at a higher concentration than is
required for 17B-HSD inhibition (Le Bail er al. 2000).
The phyto-oestrogen concentration required for inhibition
of these enzymes may be achieved physiologically from
a phyto-oestrogen-enriched diet and therefore these
mechanisms of action may play a key role in the chemo-
preventive properties of these compounds.

Observational studies have led to the suggestion that
phyto-oestrogens may be able to reduce the proportion of
free oestrogens circulating in the plasma by stimulating
sex hormone-binding globulin (SHBG) levels (Adlercreutz
et al. 1987). Intervention studies, however, have shown no
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Fig. 4. Enzymes involved in oestrogen biosynthesis and metabolism. DHEA, dehydroepiandrosterone. (Adapted from Kirk et al. 2001.)

effect of soya beans on SHBG levels in pre- or post-meno-
pausal women (Cassidy er al. 1994, 1995; Baird et al.
1995; Petrakis et al. 1996). Similarly no effects were
evident in premenopausal women receiving lignans
(Phipps et al. 1993). Furthermore, in a case—control
study Murkies et al. (2000) found no differences between
SHBG levels in post-menopausal breast-cancer patients in
comparison with controls.

Other theories as to the mechanism of action of phyto-
oestrogens in vivo include those concerning their effects
on hormone levels. Cassidy et al. (1994) found that a
soya-protein diet (45mg isoflavones/d) administered to
premenopausal women for 1 month increased the length
of the follicular phase of the menstrual cycle and/or
delayed menstruation. In addition, it was reported that
mid-cycle surges of luteinising hormone (LH) and follicle-
stimulating hormone were suppressed. These results
suggest that phyto-oestrogens present in soya may protect
against breast cancer since an increase in menstrual cycle
length would result in a decreased lifetime exposure to oes-
trogens. Additionally, a longer follicular phase would be
protective as the mitotic activity of the breast is thought
to be four times higher during the Iuteal phase in compari-
son with the follicular phase (Treolar et al. 1970; Ferguson
& Anderson, 1981). These findings have been supported by
others (Kumar et al. 2002); however, Maskarinec et al.
(2002) found no significant effect on hormone levels in
premenopausal women following supplementation with

isoflavones (100 mg/d) alone, suggesting that other com-
ponents in soya may contribute to these effects.

An alternative mechanism for growth inhibition by gen-
istein was postulated by Kim et al. (1998) who suggested
that genistein had the ability to modulate transforming
growth factor (3-1-signalling pathways in vitro. These find-
ings were strengthened by preliminary studies in patients
with hereditary haemorrhagic telangiectasia, a genetic dis-
order involving mutations in proteins that regulate trans-
forming growth factor 3 receptor complex formation and
signalling. Following 1 week of consuming soya-based
beverages, several patients experienced a dramatic attenu-
ation of their symptoms.

Oestrogen-dependent mechanisms: pS2  expression.
pS2 is a 6:7kDa protein secreted by MCF-7 cells in
response to oestrogens (Prud’homme et al. 1990) and
therefore serves as a marker for oestrogen-like activity.
Genistein (1-50 wM) has been shown to increase pS2
levels in the growth medium of MCF-7 cells (Zava &
Duwe, 1997; Hsieh et al. 1998), as has daidzein, equol
(1 M) (Sathyamoorthy et al. 1994; Zava & Duwe, 1997)
and enterolactone (1 pm). Equol was 100-fold more oestro-
genic than its parent compound daidzein in stimulating pS2
mRNA expression. Enterolactone (1 puMm) induced a weak
response whereas enterodiol did not exert any effect
(Sathyamoorthy et al. 1994). Several studies have shown
that the anti-oestrogen tamoxifen inhibits pS2 expression
stimulated by genistein, daidzein and equol (Wang et al.
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1996; Sathyamoorthy & Wang, 1997), suggesting that
these compounds are stimulating pS2 expression via an
ER-mediated mechanism. Genistein has also been found
to promote the transcription of another oestrogen-regulated
gene, cathepsin-D, in MCF-7 cells (Fioravanti et al. 1998;
Miodini et al. 1999), a finding which may have impli-
cations for the effects of genistein on tumour promotion
since the overexpression of cathepsin-D has been impli-
cated in invasion and metastasis in breast cancer
(Rochefort, 1998).

Oestrogen-independent mechanisms: protein tyrosine
kinase and topo-isomerase Il inhibition. In addition to
their actions as partial oestrogen agonists or antagonists
(Kuiper et al. 1997; Barkhem et al. 1998), many different
mechanisms of action have been proposed to explain the
chemopreventive effects of phyto-oestrogens. Genistein in
particular exerts a wide range of biological activities
suggesting that its mechanism of chemoprevention is pleio-
tropic in nature. Genistein is a potent inhibitor of protein
tyrosine kinase (PTK) activity (Akiyama et al. 1987),
especially that of the epidermal growth factor receptor.
Permanently increased levels of tyrosine phosphorylation
are implicated in many cancers, with approximately 50 %
of known oncogenes encoding for either membrane-bound
receptors with tyrosine kinase activity or intracellular pro-
teins undergoing or catalysing tyrosine phosphorylation
(Polkowski & Mazurek, 2000). It is improbable, however,
that this is a major mechanism behind the chemopreventive
effects of genistein since the inhibition of PTK in whole
cells in vitro is only apparent at relatively high genistein
concentrations and it has been reported that in several cell
systems in which genistein inhibits growth, no effect on
tyrosine phosphorylation was found (Kim et al. 1998). Fur-
thermore, daidzein, which is not a PTK inhibitor (Scholar &
Toews, 1994), exerts similar effects to genistein in many
studies. Genistein has also been shown to inhibit topo-iso-
merase II (Markovits et al. 1989), the nuclear enzyme
responsible for maintaining DNA structure. Upon genistein
exposure DNA strand breakage is induced, which may
explain why cultured cells undergo apoptosis and growth
inhibition and differentiation. Interestingly some of the
most potent anti-tumour agents currently in use are topo-iso-
merase II inhibitors; for example, anthracyclines and
epipodophyllotoxins.

Oestrogen-independent — mechanisms:  free  radical
scavengers. Genistein and flavonoids such as quercetin
can also act as free radical scavengers and thus prevent
DNA damage (Wei et al. 1993), with genistein having
the ability to stimulate several antioxidant enzymes such
as catalase, superoxide dismutase, glutathione peroxidase
and reductase (Adlercreutz, 2002). Sierens et al. (2001)
have reported that genistein and equol offer protection
against H,O,-induced DNA damage in human lympho-
cytes at physiological concentrations, as assessed using
the Comet assay. Furthermore, this protection was greater
than that offered by 17B-oestradiol, tamoxifen and the
known antioxidant vitamins ascorbic acid and «-toco-
pherol. Wiseman et al. (2000) have shown that soya
phyto-oestrogens prevent lipid oxidation in vivo in
human subjects. Other workers, however, have postulated
that the circulating levels of phyto-oestrogens in the

blood are too low to significantly contribute to the removal
of free radicals from the human body (Beatty et al. 2000).

Oestrogen-independent mechanisms: metastasis. The
anti-invasive properties of genistein appear to be mediated
via the transcriptional down regulation of MMP-9 and by
the up regulation of tissue inhibitor of metalloproteinase-
1. Shao et al. (1998b) have demonstrated that genistein
(20 pg/ml) causes a reduced ratio of c-jun:c-fos proteins
in MCF-7 and MDA-MB-231 cells, due to an increase in
c-fos expression. They have postulated that an excess of
c-fos could interfere with jun—jun homodimers and
jun—fos heterodimer formation accounting for the reduced
activation protein-1-mediated transcription of MMP-9.
Furthermore, genistein was also found to regulate the
expression of these molecules in vivo in MCF-7 and
MDA-MB-231 xenografts. Strong differences in MMP
expression and release have been found between highly
invasive breast cancer cell lines in comparison with only
slightly invasive cells (Balduyck et al. 2000), highlighting
the importance of MMP expression in the metastatic
process. Further investigations into the effects of phyto-
oestrogens on MMP are therefore needed.

Phyto-oestrogens and prostate cancer
Epidemiology

After lung cancer, prostate cancer is the most common
form of cancer affecting men in the UK with approxi-
mately 74 per 100000 being affected annually (Ferlay
et al. 2001). Although the incidence of latent and non-infil-
trative prostate carcinomas is similar in the Western world
in comparison with Asian populations, prostate cancer
mortality is profoundly higher in the West (Yatani et al.
1982). As with breast cancer, environmental factors,
especially diet, have been implicated in disease risk
(Giovannucci et al. 1995; Clinton & Giovannucci, 1998;
Kolonel et al. 1999; Cohen et al. 2000); for example, in
a case-control study conducted in China, Lee et al.
(1998) reported that dietary fat intake was associated
with an increased risk for prostate cancer. The importance
of environmental influences on cancer risk is further
emphasised by migration studies; for example, the age-
adjusted incidence rate of prostate cancer in Japanese
men living in Hawaii is approximately ten times that in
Japan (Severson et al. 1989). Other risk factors associated
with prostate cancer include age, race, polymorphic repeats
in the androgen receptor (AR) gene (Stanford et al. 1997)
and high circulating levels of androgens and insulin-like
growth factor (Signorello ef al. 1999).

Isoflavonoid levels have been found to be higher in men
living in Eastern countries, where prostate cancer mortality
is low, in comparison with those living in the West; for
example, plasma isoflavonoid levels in Japanese men
have been shown to be 7—110 times higher than those of
Finnish men (Adlercreutz et al. 1993b). In addition,
lignan levels in the prostatic fluid in populations at low
risk of prostate cancer are higher in comparison with
those populations at increased risk (Morton et al. 1997).
However, Stattin et al. (2002) found no protective effect
of high circulating enterolactone levels against prostate
cancer in a Nordic nested case—control study. Only one
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study has specifically investigated the effects of isoflavones
on prostate cancer risk. Strom et al. (1999) reported an
inverse association between daidzein and coumestrol
intake and prostate cancer risk in a case—control study in
American men. Genistein also showed a slightly protective
effect.

In a prospective study in Japanese men living in Hawaii,
tofu (derived from soya beans) consumption was associated
with a decreased risk of prostate cancer (Severson et al.
1989). An additional prospective study in Californian
Adventist men showed that the frequent consumption of
soya milk was associated with a 70 % reduction of the risk
of prostate cancer (Jacobsen et al. 1998). In contrast Urban
et al. (2001) found no protective effect of soya beverages
in lowering levels of the serum prostate cancer biomarker,
prostate-specific antigen (PSA), in elderly men. The
exposure period, however, was short (6 weeks), which
may explain why no significant decreases in PSA levels
were found. Probably the most promising study has been
conducted by Hussain er al. (2002). Their pilot study
demonstrated that isoflavone supplements (100 mg twice
daily for a minimum of 3 months) decreased the linear rise
in PSA levels in men with treated but uncontrolled prostate
cancer (both hormone-sensitive and hormone-refractory).
The potential chemoprotective properties of phyto-oestro-
gens have been highlighted in a case reported by Stephens
(1997). A 66-year-old male, with an elevated PSA level of
13-1 pg/l, self-administered a phyto-oestrogen supplement
(160 mg), derived from red clover, daily for 1 week before
radical prostatectomy for moderately high-grade adenocar-
cinoma. The resected specimen showed prominent apoptosis
suggestive of tumour regression. Furthermore, no adverse
side effects were reported.

No investigations into the direct effects of lignans on
prostate cancer have been conducted. However, a cohort
study of Adventist men (Mills et al. 1989) and a few
case—control studies (Graham et al. 1983; Ewings &
Bowie, 1996; Key er al. 1997) have identified the con-
sumption of lignan-rich foods such as lentils, beans and
peas as associated with a decreased risk of prostate
cancer. Furthermore, a pilot study has suggested that a flax-
seed-supplemented, fat-restricted diet may protect against
prostate cancer (Demark-Wahnefried et al. 2001).

Evidence is emerging of the beneficial role of soya in
prostate cancer (Messina, 2003); however, few human
studies have investigated the specific effects of phyto-oes-
trogens on prostate cancer risk and although isoflavone and
lignan intake would appear to protect against prostate
cancer (Table 4), a firm link remains to be established.

Animal studies

Studies in animal models of prostate cancer have also
demonstrated a protective effect of phyto-oestrogens against
prostate cancer development. Onozawa et al. (1999) inves-
tigated the effects of a diet containing an isoflavone mixture
(genistein, 74 %; daidzein, 21 %) on the development of
adenocarcinomas in the prostate and seminal vesicles of
F344 rats induced by 3,2'-dimethyl-4-aminobiphenyl and
testosterone propionate. Rats fed a diet containing the soya-
bean isoflavone mixture (100 and 400 parts per million)
developed significantly fewer adenocarcinomas than con-
trols (Fig. 5). In Lobund—Wistar rats, the spontaneous
development of prostate—seminal vesicle complex cancers
were significantly prevented in rats consuming a soya
protein isolate—isoflavone diet (Pollard & Wolter, 2000).

Table 4. Studies on phyto-oestrogen intake and prostate cancer in human subjects

Study type Population Diet or compound Findings Reference
Prospective 7999 Japanese men Rice, tofu Decreased risk Severson
of prostate cancer et al. (1989)
Prospective 225 Adventist Soya milk Decreased risk Jacobsen
men with of prostate cancer et al. (1998)
prostate cancer
Pilot Twenty-five prostate Flaxseed-supplemented, (30g/d)  Decreased total serum Demark-Wahnefried
cancer patients fat-restricted diet cholesterol, et al. (2001)
awaiting total testosterone
prostatectomy and free androgen index,
decreased proliferative
rates, increased
apoptosis
Nested case—control 794 men with Serum enterolactone No protective effect Stattin et al. (2002)

prostate cancer,

2550 controls
Eighty-three

prostate

cancer patients

and 107 controls
Thirty-four men

>55 years old

with PSA >4 ng/ml

Case—control
genistein

Randomised double-blind

Male with
high-grade,
adenocarcinoma

Coumestrol, daidzein,

Soya beverages

160 mg Phyto-oestrogen
tablets daily for 1 week

Inversely associated Strom et al. (1999)

with prostate cancer risk

Decreased serum
cholesterol,
no effect on serum PSA
and p105erB-2
Increased apoptosis

Urban et al. (2001)

Stephens (1997)

PSA, prostate-specific antigen.

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

522 P. J. Magee and 1. R. Rowland

Dietary soya has also been shown to play a protective role
against the development of prostatitis in rats (Sharma et al.
1992). In a transgenic mouse model of prostate cancer
(TRAMP), the percentage of mice that developed adenocar-
cinomas was reduced in a dose-dependent manner in those
mice fed a diet supplemented with genistein (0, 250 and
500 mg/kg) in comparison with controls (Mentor-Marcel
et al. 2001).

Genistin and daidzin have been shown to reduce the
incidence of ventral prostate carcinomas in F344 rats
induced by 3,2/-dimethyl-4-aminobiphenyl (Kato et al.
2000). However, invasive carcinomas which developed in
the anterior prostate and seminal vesicles with testosterone
propionate were unaffected by the isoflavones suggesting
that phyto-oestrogens offer protection only during the
early stages of prostate cancer development. This theory
is supported by the work of Bylund er al. (2000) who
reported that in mice, in which LNCaP cells were trans-
planted subcutaneously, feeding a rye-bran or soya-protein
diet decreased tumour development in comparison with
those mice fed control diets. Similar findings have been
reported by others (Landstrom et al. 1998). In the study
of Bylund et al. (2000), tumours that grew to a palpable
size were smaller and secreted less PSA than in control
groups. Once tumours became palpable however, their
growth rates were similar in all groups, suggesting that
the beneficial effects of consuming a rye or soya diet are
exerted during the early stages of tumour development.

In rats, genistein failed to inhibit significantly the growth
of subcutaneously implanted MAT-LyLu cells, a hormone-
refractory prostate cancer cell line (Naik ez al. 1994). It is
improbable that phyto-oestrogens only protect against
androgen-responsive prostate cancer as Kato et al. (2000)
have shown that genistein and daidzein inhibit the
growth of the androgen-independent rat prostate cell line
PLS10 in vitro; however, a few rat prostate studies have
implicated the involvement of endogenous hormones and
receptors in response to phyto-oestrogens. Fritz et al.
(2002) have demonstrated that genistein administered in
the diet of Sprague—Dawley rats (from conception or in
adults) down regulated the expression of the AR, ER-a
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Fig. 5. Effects of dietary soyabean isoflavone mixture on carcinoma
incidence in the prostate (P) and seminal vesicles (SV) of F344
rats. ((J), Control diet; (M), 100 parts per million isoflavone diet; (N),
400 parts per million isoflavone diet; VP, ventral prostate; DLP,
dorso-lateral prostate; AP, anterior prostate. Incidence of carcinoma
was significantly different to that in the control group: *P<0-05,
**P<0-01 (x2 test). (Adapted from Onozawa et al. 1999.)

and ER-B in the dorsolateral prostate at concentrations
similar to that of human subjects consuming a soya diet.
Furthermore, Weber et al. (2001) have shown that
plasma testosterone and androstenedione levels were sig-
nificantly lower in rats fed a phyto-oestrogen-rich diet for
5 weeks in comparison with those rats fed a phyto-oestro-
gen-free diet. In addition, prostate weight was also
reduced. These findings suggest that human consumers
eating a phyto-oestrogen-rich diet may be protected against
prostate cancer due to the down regulation of sex steroid
receptor expression.

In vitro studies

Proliferation. Studies have shown that both isoflavones
and lignans inhibit the growth of androgen-dependent and
-independent prostate cancer cell lines (Table 5). With
the exception of one study (Mitchell et al. 2000) however,
the concentration required for growth inhibition exceeds
that which would be achieved from dietary intake. Unlike
the biphasic effects which phyto-oestrogens exert on
breast cancer cell growth, most studies have reported the
growth inhibition of prostate cancer cells by phyto-oestro-
gens to be dose dependent. In addition, the presence of the
AR does not appear to influence growth inhibition; how-
ever phyto-oestrogens may act via this pathway to invoke
other effects on prostate cell growth such as stimulation.
In LNCaP cells the AR is mutated which relaxes the speci-
ficity of the AR and allows other ligands, such as phyto-
oestrogens, to bind (Schuurmans et al. 1990). Maggiolini
et al. (2002) have reported that genistein and quercetin
can activate the AR mutant T877A in LNCaP cells indu-
cing growth stimulation. At high concentrations, however,
the compounds exert a cytotoxic effect on cell growth inde-
pendent of AR expression. Indeed, most in vitro studies
show that phyto-oestrogens exert similar effects on andro-
gen-dependent and -independent cell lines (Davis et al.
2000; Mitchell et al. 2000); for example, Mitchell et al.
(2000) reported similar effects on growth inhibition exerted
by genistein (100 uM) on LNCaP and PC-3 cells. Further-
more, the inhibition of prostate cancer cell growth by gen-
istein in vitro appears to occur in an oestrogen-independent
manner (Kyle ef al. 1997). The finding that the inhibition of
prostate cancer cell growth occurs regardless of hormone
responsiveness is of particular importance when identifying
possible chemotherapeutic agents, as a major clinical pro-
blem in prostate cancer treatment is the conversion of
androgen-sensitive tumours to a hormone-refractory state.
Hempstock et al. (1998) investigated the effects of com-
bined phyto-oestrogens (biochanin A, genistein, daidzein,
genistin and nordihydroguaiaretic acid) on prostate cancer
cell proliferation, as this best mimics exposure through
diet. No marked synergism among the five compounds
was evident in inhibiting cell proliferation; however a
synergistic effect on cell metabolic activity was observed.

Genistein (1-25—-10 pg/ml) has also been found to inhibit
the growth of both benign prostatic hypertrophy and
prostate cancer tissue in histoculture in a dose-dependent
manner as measured by the inhibition of [3H]thymidine
incorporation. Geller et al. (1998) obtained specimens from
transurethral resection and radical retropubic prostatectomy
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Table 5. Effect of phyto-oestrogens on prostate cancer cell proliferation in vitro

Phyto-oestrogen tested Concentration Cell line Effect on proliferation Reference
Genistein 0-50 pum PC-3, ! Santibanez et al. (1997)
LNCaP, DU-145
| (to an intermediate degree)
Genistein ICs0 35—110 pum PC-3, DU-145, ND1, 1 Rokhlin & Cohen (1995)
LNCaP, AWA31, JCA1
Daidzein, biochanin A, ICs0 19— > 100 pum PC-3, DU-145 | Hempstock et al. (1998)
genistin, genistein,
nordihydroguaiaretic acid
Genistein biochanin A ICs0 8—27 pg/ml LNCaP, DU-145 ! Peterson
(serum stimulated) & Barnes (1993)
ICs0 4-3—15 pg/ml
(EGF stimulated)
Genistein, daidzein, 0-01—-100 pm PC-3, LNCaP 1 Mitchell et al. (2000)
coumestrol, equol
Genistein, daidzein, 3:1-100 pm PLS10 ] Kato et al. (2000)
Genistein 0-0001—-1mg/ml MAT-LyLu, PC-3 } Naik et al. (1994)
Enterolactone 10-100 pum DU-145, PC-3, LNCaP | Lin et al. (2001)
Enterodiol PC-3, LNCaP }
Genistein 0-1-50 mm LNCaP, VeCaP ] Davis et al. (2000)

|, Decreased proliferation; EGF, epidermal growth factor.

and compared genistein-treated histocultures  with
5a-dihydrotestosterone-treated ~ controls.  [*H]thymidine
incorporation in benign prostatic hypertrophy and cancer
histocultures from the same specimens were similarly
inhibited by genistein.

Few studies have investigated the effects of lignans on
prostate cancer. Lin ef al. (2001) investigated the effects
of enterolactone and enterodiol on the growth of PC-3,
DU-145 and LNCaP cells. Enterolactone significantly
inhibited the growth of all cell lines (ICsy for LNCaP
cells, 57 wMm) whereas enterodiol, which was a less potent
inhibitor, only inhibited PC-3 and LNCaP (ICs, 100 pm)
cell growth.

Invasion. To our knowledge only one study has inves-
tigated the effects of genistein on the invasive capacity of
prostate cancer cell lines in vitro. Santibanez et al. (1997)
found that genistein (30 uM) was able to inhibit (3-fold) the
invasion of PC-3 cells through matrigel. This inhibition of
invasion did not result as a secondary effect of genistein on
cell proliferation. These findings agree with those of Naik
et al. (1994) who showed that genistein inhibits cell
proliferation of the hormone-refractory prostate cell line
MAT-LyLu in vitro, but had only a modest anti-invasive
effect in vivo. Rather, Santibanez et al. (1997) have
postulated that invasion is inhibited via genistein inhibiting
the tyrosine phosphorylation of membrane-bound proteins
in transformed cells, preventing the formation of
invadopodia which permit cellular contact and degradation
of the extracellular matrix (Mueller et al. 1992).

Effects on prostate-specific antigen production. PSA is
a 33kDa protein produced mainly by the prostatic epi-
thelium and the epithelial lining of the periurethal glands
(Polascik et al. 1999). Serum PSA is the only accepted
biomarker used to detect and monitor prostate cancer.
Davis et al. (2000) have demonstrated that genistein
(0-1-5 M) decreases PSA secretion in LNCaP cells.
Much higher concentrations (10-50 M), however, are
required to inhibit secretion in VeCaP cells, which express
PSA in an androgen-independent manner. Therefore the

effects of genistein on PSA expression and prostate cancer
cell growth may be regulated via differential mechanisms.
The effect of genistein on intracellular PSA protein levels
was also investigated and levels correlated with decreased
levels of secreted PSA. This reduction in PSA protein
expression also correlated with decreased PSA mRNA
levels. Furthermore Rosenberg Zand et al. (2002) found
that seventeen flavonoids, including genistein and biochanin
A, inhibited dihydrotestosterone-induced PSA production in
PC-3 cells transfected with the human AR cDNA,
PC-3(AR),. Biochanin A has also been shown to inhibit
PSA production in LNCaP cells, a finding associated with
the induction of UDP-glucuronyl transferase, an enzyme
responsible for metabolising testosterone to inactive
products (Sun et al. 1998).

Cell-cycle and apoptosis. Shen et al. (2000) have
reported that genistein, at physiological concentrations
(<20 uMm), induces a G; cell-cycle block in LNCaP cells
and increases e)%:)ression of the cell-cycle regulators
p27*""! and p21WAF! (mRNA and protein). Apoptosis,
however, was only induced when genistein was present
at high concentrations (>20 uM). Interestingly, expression
of the apoptotic regulators bcl-2 and bax were unaffected
by genistein (0—40 wM), as assessed by PCR analysis.
Davis et al. (1998) also reported that genistein (50 wm)
increased p21"A! protein levels in LNCaP cells as deter-
mined by Western blotting. Genistein (60 wM) has also
been found to arrest the cell cycle at the G,/M phase in
LNCaP cells (Kobayashi er al. 2002), a finding which
was associated with the suppression of cyclin B expression.
Furthermore, genistein induced the cyclin-dependent
kinase inhibitor p21 in a p53-independent manner. Zhou
et al. (1999) also reported that genistein, at 50 M, but
not 10 uM, significantly affected cell-cycle progression by
arresting LNCaP cells at the G,/M phase. Furthermore,
genistein (50 wM) induced a 2-fold increase in DNA frag-
mentation, a marker of apoptosis. Kyle er al. (1997)
found that genistein (50 wM) induced apoptosis in PC3-M
prostate cancer cells without affecting cell-cycle transition.
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Furthermore, apoptosis was preceded by the suppression of
the PTK, focal adhesion kinase.

Angiogenesis

Zhou et al. (1999) have reported that soya phytochemicals
exert anti-angiogenic effects on human prostate cancer
cells implanted in mice. LNCaP cells were subcutaneously
inoculated in severe combined immune deficient (SCID)
mice who were then fed either a control diet (containing
no isoflavones) or a diet containing various amounts of iso-
flavones (341-2120mg/kg diet) for 21d. An in vivo
assessment of prostate tumour microvessel density as a bio-
marker of tumour angiogenesis showed a reduced vascular-
ity in the mice fed soya products. A significant increase in
tumour apoptosis was also reported. A more potent effect
was demonstrated with a soya phytochemical concentrate
(which contained more isoflavones) compared with a
soya-protein isolate. Insulin-like growth factor-1 is associ-
ated with enhanced angiogenesis (Nakao-Hayashi er al.
1992) and is positively associated with prostate cancer
risk in man (Chan et al. 1998; Wolk et al. 1998). In
Zhou’s study (1999), in mice fed a diet containing 20 %
soya-protein isolate with 1 % soya-phytochemical concen-
trate, serum insulin-like growth-1 levels were significantly
lower than in the control group. These findings suggest that
soya isoflavones may, in part, inhibit angiogenesis by redu-
cing circulating concentrations of critical growth factors.

Possible mechanisms of action of phyto-oestrogens in
prostate cancer

Many of the mechanisms of action postulated for the role
of phyto-oestrogens in prostate cancer are shared with
those of breast cancer (see earlier; pp. 518—520) and will
therefore not be discussed again. Some differential mech-
anisms of action of phyto-oestrogens on breast and prostate
cancer are however apparent.

Hormone-dependent  mechanisms. Sa-Dihydrotestos-
terone, the main prostatic androgen, is synthesised by the
Sa-reductase enzyme from testosterone. The prostate is
unable to develop, grow or function in its absence (Griffiths
etal. 1991). It has been postulated that phyto-oestrogens may
offer protection against prostate cancer due to their effects on
androgen activity. Information on the effects of phyto-oes-
trogens on male hormone levels is however limited.

In a randomised cross-over study in which forty-two men
consumed 150 g lean meat or 290 g tofu (about 70 mg isofla-
vones) daily for 4 weeks, Habito er al. (2000) found no
difference in the blood levels of oestradiol, testosterone,
dihydrotestosterone and androstanediol — glucuronide
between the two diets. A slight reduction in androgen
activity was, however, reported following the consumption
of tofu. Nagata et al. (2001) performed a parallel-arm study
in which thirty-four men consumed soya milk (about 48 mg
isoflavones) daily for 2 months. Although oestrone levels
tended to decrease in the soya-milk group, no differences
in the blood levels of oestradiol, total and free testosterone
and SHBG were found. Furthermore, Allen et al. (2001)
found no association between soya-milk intake and the
serum concentrations of testosterone, free testosterone,

androstanediol glucuronide, SHBG or LH in British men.
These findings were supported by those of Mitchell et al.
(2001) who reported that an isoflavone supplement
(40 mg/d) did not affect serum levels of testosterone,
follicle-stimulating hormone, LH or oestradiol. One cross-
sectional study has investigated the relationship between
soya-product intake and reproductive hormones in Japanese
men (Nagata et al. 2000). An inverse association was found
between soya-food consumption and serum oestradiol
concentrations. Furthermore, significant associations were
reported for serum oestrone and total testosterone levels.

In a pilot study in men with prostate cancer awaiting
prostatectomy, a low-fat (<20% energy), flaxseed-sup-
plemented (30g/d) diet resulted in a significant decrease
in total testosterone and free androgen index levels
(Demark-Wahnefried et al. 2001). Total serum cholesterol
levels were also significantly reduced. In rats fed an isofla-
vone-rich diet (600 ng/g), plasma levels of testosterone and
androstenedione were significantly reduced compared with
animals fed a phyto-oestrogen-free diet. No significant
differences were, however, found between plasma LH
and oestradiol levels or prostate Sa-reductase enzyme
activity. In contrast Evans et al. (1995) demonstrated that
biochanin A, genistein and enterolactone inhibited
Sa-reductase activity in prostate tissue homogenates.
These compounds were also found to be potent inhibitors
of 173-HSD isoenzyme activity which converts testoster-
one to androstenedione (see Fig. 4). Sun et al. (1998)
reported that biochanin A significantly decreased testoster-
one-stimulated PSA release in LNCaP cells, possibly due
to an increase in UDP-glucuronosyltransferase activity,
resulting in the stimulation of the intracellular glucuronida-
tion of testosterone.

In rats, exposure to dietary genistein (25—1000 mg/kg
diet) from conception resulted in the down regulation of
the AR and ER-a and ER-B mRNA expression in the dor-
solateral prostate in a dose-dependent manner (Fritz ef al.
2002). Furthermore, AR, ER-a and ER-B mRNA
expression were reduced in adult rats who were fed genis-
tein (250 or 1000 mg/kg diet) for 2 weeks. These findings
suggest that the lower incidence of prostate cancer in popu-
lations consuming high levels of dietary phyto-oestrogens
may in part be due to the down regulation of sex steroid
receptor expression.

Insufficient studies have been performed to allow a con-
clusion to be reached as to the effects of phyto-oestrogens
on hormones involved in prostate cancer. Results from
current studies are inconsistent, although the possibility
that phyto-oestrogens may exert protective effects on
prostate cancer partly by altering hormone activity cannot
be ruled out.

Hormone-independent mechanisms. Phyto-oestrogens
appear to exert their effects on prostate cell growth via
differing mechanisms of action; for example, Mitchell
et al. (2000) reported that genistein (<10 uM) induced
DNA strand breakage in LNCaP and PC-3 cells whereas
daidzein, which like genistein inhibited the growth of
LNCaP and PC-3 cells, had no effect on DNA damage at
concentrations up to 500 uM. Zhou et al. (1999) also
reported that daidzein exerted a less potent effect on the
inhibition of the proliferation of LNCaP and DU145 cells
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than genistein. Hempstock et al. (1998) have implicated that
growth inhibition may occur via a cytostatic mechanism of
action rather than a cytotoxic mechanism due to their find-
ings that phyto-oestrogens had a more marked effect on
the growth inhibition of four prostate cell lines (including
two derived from normal epithelium) than on the inhibition
of cell metabolic activity. Peterson & Barnes (1993) have
reported that although genistein and biochanin A inhibited
the growth of both serum and epidermal growth factor-
stimulated LNCaP and DU-145 cells, neither compound
(10 pg/ml) inhibited tyrosine autophosphorylation of the
epidermal growth factor receptor. Therefore the mechanism
of action of biochanin A and genistein is not dependent on
the inhibition of epidermal growth factor receptor acti-
vation. Rather, these authors have postulated that inhibition
is dependent on a more distal event in the epidermal growth
factor receptor-mediated signal transduction cascade.
Indeed genistein has been shown to inhibit other cyto-
plasmic tyrosine kinases such as src (Akiyama et al. 1987)
and p210°™*®" (Honma er al. 1990), demonstrating that
genistein can inhibit tyrosine phosphorylation events distal
to membrane-bound growth factor receptors.

Apoptosis is only induced in prostate cancer cells when
phyto-oestrogens are present at supraphysiological concen-
trations (>20 uM). A variety of factors appear to contrib-
ute to the induction of apoptosis by phyto-oestrogens in
prostate cancer; for example, genistein induced apoptosis
in LNCaP and PC-3 cells by inactivating the transcription
factor, NF-kB (Davis et al. 1999) whereas Kyle et al.
(1997) reported a suppression of the PTK, focal adhesion
kinase, before apoptosis. Davis et al. (1999) also reported
that genistein had the ability to abrogate NF-«kB activation
by DNA-damaging agents (H,O,, TNF-a).

p21VAFL Protein expression has been associated with
prostate cancer cell proliferation and patient survival (Aal-
tomaa et al. 1999). The findings of Shen et al. (2000) and
Davis er al. (1998) that genistein can induce p21%AF!
expression in prostate cancer cells therefore supports gen-
istein’s potential role as a chemopreventive agent.

Bergan et al. (1996) have demonstrated that genistein
can increase prostate cancer cell adhesion to solid matrix
supports at low micromolar levels. Thus genistein could
protect against prostate cancer by increasing cell adhesion,
thereby preventing cellular detachment, a significant step
in the process of metastasis.

Hormone-independent mechanisms: microarray analysis.
The effects of phyto-oestrogens on gene expression in
prostate cancer can be assessed using cDNA microarray
analysis. Of the few studies that have been conducted
using this relatively novel technique, it is evident that
phyto-oestrogens affect the expression of genes involved
in tumour biology and this method may provide an invalu-
able insight into the effects of phyto-oestrogens at the
molecular level. Li & Sarkar (2002) have investigated
the effects of genistein on the expression of 12558
known genes in PC-3 prostate cancer cells. In total, 832
genes were affected by genistein treatment. Of the genes
implicated in tumour angiogenesis, invasion and metasta-
sis, eleven were found to be down regulated and two
were up regulated. Biochanin A has also been shown to
alter gene expression in LNCaP cells (Rice er al. 2002).

Following treatment, twenty-nine genes were down
regulated and eleven were up regulated suggesting that
multiple pathways of action are involved. Furthermore,
genistein down regulated many genes in LNCaP cells
including apoptosis inhibitor (survivin), DNA topo-isomer-
ase II, cell division cycle 6 and mitogen-activated protein
kinase 6 (Suzuki et al. 2002). The glutathione peroxi-
dase-1 gene expression level was the most up regulated
implicating its involvement in the mechanism of action
of genistein in prostate cancer cells.

Conclusion

What is apparent from phyto-oestrogen research is that
these compounds do not appear to act via a single mechan-
ism of action; rather their effects are pleiotropic in nature.
Structurally related phyto-oestrogens have discrete target
sites and mechanisms of action in inhibiting the growth
of cancer cells and phyto-oestrogens with similar structures
may not produce an identical biological response. It is
therefore important to assess phyto-oestrogens on an indi-
vidual basis in addition to investigating their synergistic
effects, as exposure to multiple phyto-oestrogenic com-
pounds would occur following the consumption of a
phyto-oestrogen-enriched diet. A further factor complicat-
ing the assessment of the role of phyto-oestrogens in
cancer aetiology is the different biological activities of var-
ious metabolites and the individual variation in metabolic
profile.

Genistein has been the most studied compound to date,
probably due to its well-documented chemopreventive
properties; however it is evident that many of the other iso-
flavones and lignans possess similar anticancer properties
and so deserve further study.

It is extremely difficult to draw any definite conclusions
as to the effects of phyto-oestrogens on breast and prostate
cancer risk. Low levels of phyto-oestrogenic compounds
would appear to exert oestrogenic effects, thus stimulating
the growth of cancer cells, and perhaps tumours already
undergoing treatment. This is evident from a study demon-
strating that low-dose genistein was able to inhibit the
therapeutic effects of tamoxifen in a post-menopausal
model of breast cancer (Jones et al. 2002). Furthermore,
the high levels of phyto-oestrogens needed to inhibit
cancer cell growth would rarely be achieved in the UK
diet. Some of the serum phyto-oestrogen levels reported
for Japanese men and women would also appear to be
tumour stimulatory suggesting that the timing of exposure
to phyto-oestrogenic compounds may be of the utmost
importance. The low incidence of breast and prostate
cancer in Asian populations may be attributed to their life-
time exposure to phyto-oestrogens. Furthermore, phyto-
oestrogen concentrations in cell-culture media, to a
certain extent, would mimic those found in the plasma. It
is probable that cells in media have better access to
phyto-oestrogens in the culture media in comparison with
in vivo cells in plasma. This would suggest that even
higher plasma levels would be required to inhibit breast
tumour cell growth in vivo. In addition, tissue phyto-oestro-
gen concentrations are unknown and may differ markedly
between Asian and Western populations. Inter-individual
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variation in gut microflora may also be implicated in
cancer risk as evidenced by the inability of certain individ-
uals to produce active phyto-oestrogenic metabolites.

It is also possible that phyto-oestrogens are acting in
synergy with other compounds to exert their overall
effects. For example, there are many other components
of soya, in addition to isoflavones, which may contribute
to an anticancer effect: a low content of methionine, and
a high content of phytic acid, saponins and sterols.

Clearly more research is needed before a definite con-
clusion concerning the chemoprotective properties of
phyto-oestrogens can be drawn. With developing technol-
ogy such as DNA microarrays and proteomics the precise
mechanisms of action and target sites of phyto-oestrogens,
along with their specific role in tumour development, may
be elucidated.

References

Aaltomaa S, Lipponen P, Eskelinen M, Ala-Opas M & Kosma V
(1999) Prognostic value and expression of p21 (wafl/cipl)
protein in prostate cancer. Prostate 39, 8—15.

Adlercreutz H (2002) Phyto-oestrogens and cancer. Lancet Oncol
3, 364-373.

Adlercreutz H, Bannwart C, Wahala K, Makela T, Brunow G,
Hase T, Aroseemena P, Kellis J & Vickery L (1993a) Inhibition
of human aromatase by mammalian lignans and isoflavonoid
phytoestrogens. J Steroid Biochem Mol Biol 44, 147—-153.

Adlercreutz H, Fotsis T, Bannwart C, Wahala K, Makela T,
Brunow G & Hase T (1986) Determination of urinary lignans
and phytoestrogen metabolites, potential antiestrogens and
anticarcinogens, in urine of women on various habitual diets.
J Steroid Biochem 25, 791-797.

Adlercreutz H, Fotsis T, Heikkinen R, Dwyer J, Woods M,
Goldin B & Gorbach S (1982) Excretion of the lignans
enterolactone and enterodiol and of equol in omnivorous and
vegetarian women and in women with breast cancer. Lancet
ii, 1295-1299.

Adlercreutz H, Goldin B, Gorbach S, ez al. (1995) Soybean phy-
toestrogen intake and cancer risk. J Nutr 125, 757S-770S.
Adlercreutz H, Hamalainen E, Gorbach S & Goldin B (1992)
Dietary phyto-oestrogens and the menopause in Japan. Lancet

339, 1233.

Adlercreutz H, Hockerstedt K, Bannwart C, Bloigu S,
Hamalainen E, Fotsis T & Ollus A (1987) Effect of dietary
components, including lignans and phytoestrogens, on entero-
hepatic circulation and liver metabolism of oestrogens and on
sex hormone binding globulin (SHBG). J Steroid Biochem
27, 1135-1144.

Adlercreutz H, Hockerstedt K, Bannwart C, Hamalainen E,
Fotsis T & Bloigu S (1988) Association between dietary
fiber, urinary excretion of lignans and isoflavonic phytoestro-
gens, and plasma non-protein bound sex hormones in relation
to breast cancer. In Hormones and Cancer 3, Proceedings Pro-
gress in Cancer Research and Therapy, vol. 35, pp. 409-412
[F Bresciani, R King, M Lippman and J-P Raynaud, editors].
New York: Raven Press.

Adlercreutz H, Honjo H, Higashi A, Fotsis T, Hamalainen E,
Hasegawa T & Okada H (1991) Urinary excretion of lignans
and isoflavonoid phytoestrogens in Japanese men and women
consuming traditional Japanese diet. Am J Clin Nutr 54,
1093-1100.

Adlercreutz H, Markkanen H & Watanabe S (1993b) Plasma con-
centrations of phyto-oestrogens in Japanese men. Lancet 342,
1209-1210.

Adlercreutz H & Mazur W (1997) Phyto-oestrogens and Western
diseases. Ann Med 29, 95-120.

Akiyama T, Ishida J, Nakagawa S, Ogawara H, Watanabe S,
Itoh N, Shibuya M & Fukami Y (1987) Genistein, a specific
inhibitor of tyrosine-specific protein kinases. J Biol Chem
262, 5592-5595.

Allen N, Appleby P, Davey G & Key T (2001) Soy milk intake in
relation to serum sex hormone levels in British men. Nutr
Cancer 41, 41-46.

Baird D, Umbach D, Lansdell L, Hughes C, Setchell KDR,
Weinberg C, Haney A, Wilcox A & McLachlan J (1995)
Dietary intervention study to assess oestrogenicity of dietary
soy among postmenopausal women. J Clin Endocrinol Metabol
80, 1685-1690.

Balabhadrapathruni S, Thomas T, Yurkow E, Amenta P &
Thomas T (2000) Effects of genistein and structurally related
phytoestrogens on cell cycle kinetics and apoptosis in MDA-
MB-468 human breast cancer cells. Oncol Rep 7, 3—12.

Balduyck M, Zerimech F, Gouyer V, et al. (2000) Specific
expression of matrix metalloproteinases 1, 3, 9 and 13 associ-
ated with invasiveness of breast cancer cells in vitro. Clin
Exp Metastasis 18, 171-178.

Barkhem T, Carlsson B, Nilsson Y, Enmark E, Gustafsson J &
Nilsson S (1998) Differential response of estrogen receptor
alpha and estrogen receptor beta to partial estrogen agonists/
antagonists. Mol Pharmacol 54, 105-112.

Barnes S (1997) The chemopreventive properties of soy isoflavo-
noids in animal models of breast cancer. Breast Cancer Res
Treat 46, 169—179.

Barnes S (1998) Phytoestrogens and breast cancer. Baillieres Clin
Endocrinol Metabol 12, 559-579.

Barnes S, Grubbs C, Setchell KDR & Carlson J (1990) Soybeans
inhibit mammary tumours in models of breast cancer. In Muta-
gens and Carcinogens in the Diet, pp. 239-253 [M Pariza, H
Aeschbacher, J Felton and S Sato, editors]. New York:
Wiley-Liss.

Beatty E, O’Reilly J, England T, McAnlis G, Young I, Geissler C,
Sanders T & Wiseman H (2000) Effect of dietary quercetin on
oxidative DNA damage in healthy human subjects. Br J Nutr
84, 919-925.

Bennetts HW, Underwood EJ & Shier FL (1946) A specific
breeding problem of sheep on subterranean clover pastures in
Western Australia. Aust J Agricult Res 22, 131-138.

Bergan R, Kyle E, Nguyen P, Trepel J & Neckers L (1996) Gen-
istein-stimulated adherence of prostate cancer cells is associ-
ated with the binding of focal adhesion kinase to beta-1
integrin. Clin Exp Metastasis 14, 389—-398.

Bingham SA, Atkinson C, Liggins J, Bluck L & Coward A (1998)
Phyto-oestrogens: where are we now? Br J Nutr 79, 393-406.

Bowey E, Adlercreutz H & Rowland I (2003) Metabolism of iso-
flavones and lignans by the gut microfiora: a study in germ-free
and human flora associated rats. Food Chem Toxicol 41,
631-636.

Burg B, Selm-Miltenburg A, Laat S & Zoelen E (1989) Direct
effects of estrogen on c-fos and c-myc protooncogene
expression and cellular proliferation in human breast cancer
cells. Mol Cell Endocrinol 64, 223-228.

Bylund A, Zhang J, Bergh A, Damber J, Widmark A,
Johansson A, Adlercreutz H, Aman P., Shepherd M &
Hallmans G (2000) Rye bran and soy protein delay growth
and increase apoptosis of human LNCaP prostate adenocarci-
noma in nude mice. Prostate 42, 304-314.

Cappelletti V, Fioravanti L, Miodini P & Di Fronzo G (2000)
Genistein blocks breast cancer cells in the G(2)M phase of
the cell cycle. J Cell Biochem 79, 594—600.

Carroll K (1975) Experimental evidence of dietary factors and
hormone-dependent cancers. Cancer Res 35, 3374-3383.

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

Phyto-oestrogens in breast and prostate cancer 527

Cassidy A, Bingham S & Setchell K (1994) Biological effects of a
diet of soy protein rich in isoflavones on the menstrual cycle of
premenopausal women. Am J Clin Nutr 60, 333-340.

Cassidy A, Bingham S & Setchell K (1995) Biological effects of
isoflavones in young women: importance of the chemical com-
position of soybean products. Br J Nutr 74, 587-601.

Chan J, Stampfer M, Giovannucci E, Gann P, Ma J, Wilkinson P,
Hennekens C & Pollak M (1998) Plasma insulin-like growth
factor-1 and prostate cancer risk: a prospective study. Science
279, 563-566.

Choi Y, Zhang L, Lee W & Park K (1998) Genistein-induced
G2/M arrest is associated with the inhibition of cyclin Bl
and the induction of p21 in human breast carcinoma cells.
Int J Oncol 13, 391-396.

Clinton S & Giovannucci E (1998) Diet, nutrition and prostate
cancer. Annu Rev Nutr 18, 413-440.

Cohen J, Kristal A & Stanford J (2000) Fruit and vegetable
intakes and prostate cancer risk. J Natl Cancer Inst 92, 61-68.

Constantinou A, Kamath N & Murley J (1998) Genistein inacti-
vates bcl-2, delays the G2/M phase of the cell cycle, and
induces apoptosis of human breast adenocarcinoma MCF-7
cells. Eur J Cancer 34, 1927-1934.

Constantinou A, Mehta R & Vaughan A (1996) Inhibition of N-
methyl-N-nitrosourea-induced mammary tumours in rats by
the soybean isoflavones. Anticancer Res 16, 3293-3298.

Dabrosin C, Chen J, Wang L. & Thompson LU (2002) Flaxseed
inhibits metastasis and decreases extracellular vascular endo-
thelial growth factor in human breast cancer xenografts.
Cancer Lett 185, 31-37.

Davis J, Kucuk O & Sarkar F (1999) Genistein inhibits NF-kappa
B activation in prostate cancer cells. Nutr Cancer 35, 167—-174.

Davis J, Muqgim N, Bhuiyan M, Kucuk O, Pienta K & Sarkar F
(2000) Inhibition of prostate specific antigen expression by
genistein in prostate cancer cells. Int J Oncol 16, 1091-1097.

Davis J, Singh B, Bhuiyan M & Sarkar F (1998) Genistein-
induced upregulation of p21WAF1, downregulation of cyclin
B, and induction of apoptosis in prostate cancer cells. Nutr
Cancer 32, 123-131.

Demark-Wahnefried W, Price D, Polascik T, Robertson C,
Anderson E, Paulson D, Walther P, Gannon M & Vollmer R
(2001) Pilot study of dietary fat restriction and flaxseed sup-
plementation in men with prostate cancer before surgery:
exploring the effects on hormonal levels, prostate-specific anti-
gen, and histopathologic features. Urology 58, 47-52.

Duffy M, Maguire T, Hill A, McDermott E & O’Higgins N
(2000) Metalloproteinases: role in breast carcinogenesis, inva-
sion and metastasis. Breast Cancer Res 2, 252—-257.

Evans B, Griffiths K & Morton M (1995) Inhibition of Salpha-
reductase in genital skin fibroblasts and prostate tissue by diet-
ary lignans and isoflavonoids. J Endocrinol 147, 295-302.

Ewings P & Bowie C (1996) A case-control study of cancer of the
prostate in Somerset and east Devon. Br J Cancer 74,
661-666.

Ferguson D & Anderson T (1981) Morphological evaluation of
cell turnover in relation to the menstrual cycle in the “resting”
human breast. Br J Cancer 44, 177-181.

Ferlay J, Bray F, Pisani P & Parkin D (2001) GLOBOCAN 2000:
Cancer Incidence, Mortality and Prevalence Worldwide. Lyon,
France: IARCPress.

Fioravanti L, Cappelletti V, Miodini P, Ronchi E, Brivio M &
Di Fronzo G (1998) Genistein in the control of breast cancer
cell growth: insights into the mechanism of action in vitro.
Cancer Lett 130, 143-152.

Fotsis T, Pepper M, Adlercreutz H, Hase T, Montesano R &
Schweigerer L (1995) Genistein, a dietary ingested isoflavonoid,
inhibits cell proliferation and in vitro angiogenesis. J Nutr 125,
790S-7978S.

Fotsis T, Pepper M, Montesano R, Aktas E, Breit S,
Schweigerer L, Rasku S, Wahala K & Adlercreutz H (1998)
Phytoestrogens and inhibition of angiogenesis. Bailliere’s
Clin Endocrinol Metabol 12, 649 —-666.

Frey R, Li J & Singletary K (2001) Effects of genistein on cell
proliferation and cell cycle arrest in nonneoplastic human
mammary epithelial cells: involvement of Cdc2, p21waf/cipl,
p27kipl and Cdc25C expression. Biochem Pharmacol 61,
979-989.

Fritz W, Coward L, Wang J & Lamartiniere C (1998) Dietary
genistein: perinatal mammary cancer prevention, bioavailabil-
ity and toxicity testing in the rat. Carcinogenesis 19,
2151-2158.

Fritz W, Wang J, Eltoum I & Lamartiniere C (2002) Dietary
genistein down-regulates androgen and estrogen receptor
expression in the rat prostate. Mol Cell Endocrinol 186, 89—99.

Gallo D, Giacomelli S, Cantelmo F, er al. (2001) Chemopreven-
tion of DMBA-induced mammary cancer in rats by dietary soy.
Breast Cancer Res Treat 69, 153—-164.

Geller J, Sionit L, Partido C, Li L, Tan X, Youngkin T,
Nachtsheim D & Hoffman R (1998) Genistein inhibits the
growth of human-patient BPH and prostate cancer in histocul-
ture. Prostate 34, 75—79.

Giovannucci E, Ascherio A, Rimm EB, Stampfer MJ, Colditz GA
& Willett WC (1995) Intake of carotenoids and retinol in
relation to risk of prostate cancer. J Natl Cancer Inst 87,
1767-1776.

Goldin B, Adlercreutz H, Gorbach S, Woods M, Dweyer J,
Conlon T, Bohn E & Gershoff S (1986) The relationship
between estrogen levels and diets of Caucasian American and
Oriental immigrant women. Am J Clin Nutr 44, 945-953.

Gotoh T, Yamada K, Yin H, Ito A, Kataoka T & Dohi K (1998)
Chemoprevention of N-nitroso-N-methylurea-induced rat
mammary carcinogenesis by soy foods or biochanin A. Jpn J
Cancer Res 89, 137-142.

Graham S, Haughey B, Marshall J, Priore R, Byers T, Rzepka T,
Mettlin C & Pontes J (1983) Diet in the epidemiology of car-
cinoma of the prostate gland. J Nat Cancer Inst 70, 687—-692.

Griffiths K, Davies P, Eaton C, Harper M, Turkes A & Peeling W
(1991) Endocrine factors in the initiation, diagnosis and treat-
ment of prostatic cancer. In Endocrine Dependent Tumours,
pp- 83-130 [K Voight and C Knabbe, editors]. New York:
Raven Press.

Habito R, Montalto J, Leslie E & Ball M (2000) Effects of repla-
cing meat with soybean in the diet on sex hormone concen-
trations in healthy adult males. Br J Nutr 84, 557-563.

Haggans C, Travelli E, Thomas W, Martini M & Slavin J (2000)
The effect of flaxseed and wheat bran consumption on urinary
estrogen metabolites in premenopausal women. Cancer Epide-
miol Biomarkers Prev 9, 719-725.

Hakkak R, Korourjan S, Shelnutt S, Lensing S, Ronis M &
Badger T (2000) Diets containing whey proteins or soy protein
isolate protect against 7,12-dimethylbenz[a]anthracene-induced
mammary tumours in female rats. Cancer Epidemiol Bio-
markers Prev 9, 113-117.

Hargreaves D, Potten C, Harding C, Shaw L, Morton M,
Roberts S, Howell A & Bundred N (1999) Two-week dietary
soy supplementation has an estrogenic effect on normal preme-
nopausal breast. J Clin Endocrinol Metabol 84, 4017-4024.

Hayashi A, Popovich K, Kim H & de Juan E (1997) Role of
protein tyrosine phosphorylation in rat corneal neovasculariza-
tion. Graefes Arch Clin Exp Opthalmol 235, 460—467.

Hempstock J, Kavanagh J & George N (1998) Growth inhibition
of prostate cell lines in vitro by phyto-oestrogens. Br J Urol 82,
560-563.

Honma Y, Okabe-Kado J, Kasaukabe T, Hozumi M &
Umezawa K (1990) Inhibition of abl oncogene tyrosine

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

528 P. J. Magee and I. R. Rowland

kinase induces erythroid differentiation of human myelogenous
leukemia K-562 cells. Jpn J Cancer Res 81, 1132—-1136.

Horn-Ross P, John E, Lee M, Stewart S, Koo J, Sakoda L,
Shiau A, Goldstein J, Davis P & Perez-Stable E (2001) Phy-
toestrogen consumption and breast cancer risk in a multiethnic
population: the Bay Area Breast Cancer Study. Am J Epidemiol
154, 434-441.

Hsieh C, Santell R, Haslam S & Helferich W (1998) Estrogenic
effects of genistein on the growth of estrogen receptor-positive
human breast cancer (MCF-7) cells in vitro and in vivo. Cancer
Res 58, 3833-3838.

Hsueh A & Park H (1990) Quality of dietary protein and chemical
carcinogenesis in rats. Int News Fats Oils Related Materials 1,
303, Abstr.

Hu Y, Dragowska W, Wallis A, Duronio V & Mayer L (2001)
Cytotoxicity induced by manipulation of signal transduction
pathways is associated with down-regulation of Bcl-2 but not
Mcl-1 in MCF-7 human breast cancer. Breast Cancer Res
Treat 70, 11-20.

Hulka B & Moorman P (2001) Breast cancer: hormones and other
risk factors. Maturitas 38, 103—-116.

Hussain M, Sarkar F & Djuric Z, et al. (2002) Soy isoflavones in
the treatment of prostate cancer. J Nutr 132, 575S—-576S.

Jacobsen B, Knutsen S & Fraser G (1998) Does high soy milk
intake reduce prostate cancer incidence? The Adventist
Health Study (United States). Cancer Causes Control 9,
553-557.

Jones JL, Daley BJ, Enderson BL, Zhou JR & Karlstad MD
(2002) Genistein inhibits tamoxifen effects on cell proliferation
and cell cycle arrest in T47D breast cancer cells. Am Surg 68,
575-571.

Kato K, Takahashi S, Cui L, Toda T, Suzuki S, Futakuchi M,
Sugiura S & Shirai T (2000) Suppressive effects of dietary gen-
istin and daidzin on rat prostate carcinogenesis. Jpn J Cancer
Res 91, 786-791.

Key T, Chen J, Pike M & Boreham J (1990) Sex hormones in
women in rural China and Britain. Br J Cancer 62, 631-636.

Key T, Silcocks P, Davey G, Appleby P & Bishop D (1997) A
case-control study of diet and prostate cancer. Br J Cancer
76, 678-687.

Kim H, Peterson T & Barnes S (1998) Mechanisms of action of
the soy isoflavone genistein: emerging role for its effects via
transforming growth factor beta signaling pathways. Am J
Clin Nutr 68, 14185-1425S.

Kirk C, Harris R, Wood D, Waring R & Hughes P (2001) Do diet-
ary phytoestrogens influence susceptibility to hormone-depen-
dent cancer by disrupting the metabolism of endogenous
oestrogens? Biochem Soc Trans 29, 209-216.

Kobayashi T, Nakata T & Kuzumaki T (2002) Effect of flavo-
noids on cell cycle progression in prostate cancer cells.
Cancer Lett 176, 17-23.

Kolonel L, Nomura A & Cooney R (1999) Dietary fat and pros-
tate cancer: current review. J Natl Cancer Inst 91, 414—428.
Kruse F, Joussen A, Fotsis T, Schweigerer L, Rohrschneider K &
Volcker H (1997) Inhibition of neovascularization of the eye by
dietary factors exemplified by isoflavonoids. Opthalmologe 94,

152-156.

Kuiper G, Carlsson B, Grandien K, Enmark E, Haggblad J,
Nilsson S & Gustafsson J (1997) Comparison of the ligand
binding specificity and transcript tissue distribution of estrogen
receptors alpha and beta. Endocrinology 138, 863—870.

Kuiper G, Lemmen J, Carlsson B, Corton J, Safe S, van der Saag P,
van der Burg B & Gustafsson J (1998) Interaction of estrogenic
chemicals and phytoestrogens with estrogen receptor beta.
Endocrinology 139, 4252-4263.

Kumar N, Cantor A, Allen K, Riccardi D & Cox C (2002) The

specific role of isoflavones on estrogen metabolism in premeno-
pausal women. Cancer 94, 1166—1174.

Kyle E, Neckers L, Takimoto C, Curt G & Bergan R (1997) Gen-
istein-induced apoptosis of prostate cancer cells is preceded by
a specific decrease in focal adhesion kinase activity. Mol Phar-
macol 51, 193-200.

Lamartiniere CA (2000) Protection against breast cancer with
genistein: a component of soy. Am J Clin Nutr 71, Suppl. 1,
1705S—-1707S.

Lamartiniere CA, Cotroneo MS, Fritz WA, Wang J, Mentor-
Marcel R & Elgavish A (2002a) Genistein chemoprevention:
timing and mechanisms of action in murine mammary and
prostate. J Nutr 132, 552S—-558S.

Lamartiniere CA, Moore JB, Brown NM, Thompson R, Hardin MJ
& Barnes S (1995) Genistein suppresses mammary cancer in
rats. Carcinogenesis 16, 2833—-2840.

Lamartiniere CA, Murrill WB, Manzolillo PA, Zhang JX,
Barnes S, Zhang X, Wei H & Brown NM (1998) Genistein
alters the ontogeny of mammary gland development and pro-
tects against chemically-induced mammary cancer in rats.
Proc Soc Exp Biol Med 217, 358-364.

Lamartiniere CA, Wang J, Smith-Johnson M & Eltoum IE
(2002b) Daidzein: bioavailability, potential for reproductive
toxicity, and breast cancer chemoprevention in female rats.
Toxicol Sci 65, 228-238.

Lampe JW, Karr SC, Hutchins AM & Slavin JL (1998) Urinary
equol excretion with a soy challenge: influence of habitual
diet. Proc Soc Exp Biol Med 217, 335-339.

Landstrom M, Zhang J, Hallmans G, Aman P, Bergh A, Damber J,
Mazur W, Wahala K & Adlercreutz H (1998) Inhibitory effects
of soy and rye diets on the development of Dunning R3327
prostate adenocarcinoma in rats. Prostate 36, 151-161.

Le Bail J, Champavier Y, Chulia A & Habrioux G (2000) Effects
of phytoestrogens on aromatase 3b and 17b-hydroxysteroid
dehydrogenase activities and human breast cancer cells. Life
Sci 66, 1281-1291.

Lee H, Gourley L, Duffy S, Esteve J, Lee J & Day N (1991)
Dietary effects on breast-cancer risk in Singapore. Lancet
337, 1197-1200.

Lee M, Wang R, Hsing A, Gu F, Wang T & Spitz M (1998)
Case-control study of diet and prostate cancer. Cancer
Causes Control 9, 545-552.

Leung L & Wang T (2000) Bcl-2 is not reduced in the death of
MCF-7 cells at low genistein concentration. J Nutr 130,
2922-2926.

Li Y & Sarkar FH (2002) Down-regulation of invasion and angio-
genesis-related genes identified by cDNA microarray analysis
of PC3 prostate cancer cells treated with genistein. Cancer
Lett 186, 157-164.

Li Y, Upadhyay S, Bhuiyan M & Sarker F (1999) Induction of
apoptosis in breast cancer cells MDA-MB-231 by genistein.
Oncogene 18, 3166-3172.

Lin X, Switzer B & Demark-Wahnefried W (2001) Effect of
mammalian lignans on the growth of prostate cancer cell
lines. Anticancer Res 21, 3995—-4000.

Lu L, Anderson K, Grady J, Kohen F & Nagamani M (2000)
Decreased ovarian hormones during a soya diet: implications
for breast cancer prevention. Cancer Res 60, 4112-4121.

McMichael-Phillips D, Harding C, Morton M, Roberts S,
Howell A, Potten C & Bundred N (1998) Effects of soy-protein
supplementation on epithelial proliferation in the histologically
normal human breast. Am J Clin Nutr 68, 1431S—1435S.

Maggiolini M, Bonofiglio D, Marsico S, Panno ML, Cenni B,
Picard D & Ando S (2001) Estrogen receptor alpha mediates
the proliferative but not the cytotoxic dose-dependent effects
of two major phytoestrogens on human breast cancer cells.
Mol Pharmacol 60, 595—-602.

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

Phyto-oestrogens in breast and prostate cancer 529

Maggiolini M, Vivacqua A, Carpino A, Bonofiglio D, Fasanella G,
Salerno M, Picard D & Ando S (2002) The mutant androgen
receptor T877A mediates the proliferative but not the cytotoxic
dose-dependent effects of genistein and quercetin on human
LNCaP prostate cancer cells. Mol Pharmacol 62, 1027-1035.

Makela S, Poutanen M, Lehtimaki J, Kostian M, Santti R &
Vihko R (1995) Estrogen-specific 17beta-hydroxysteroid
oxidoreductase type 1 (E.C 1.1.1.62) as a possible target for
the action of phytoestrogens. Proc Soc Exp Biol Med 208,
51-59.

Markovits J, Linassier C, Fosse P, Couprie J, Pierre J, Jacquemin-
Sablon A, Saucier J, Le Pecq J & Larsen A (1989) Inhibitory
effects of the tyrosine kinase inhibitor genistein on mammalian
DNA topoisomerase II. Cancer Res 49, 5111-5117.

Maskarinec G, Williams A, Inouye J, Stanczyk F & Franke A
(2002) A randomized isoflavone intervention among premeno-
pausal women. Cancer Epidemiol Biomarkers Prev 11,
195-201.

Mentor-Marcel R, Lamartiniere C, Eltoum I-E., Greenberg N &
Elgavish A (2001) Genistein in the diet reduces the incidence
of poorly differentiated prostatic adenocarcinoma in transgenic
mice (TRAMP). Cancer Res 61, 6777-6782.

Messina MJ (2003) Emerging evidence on the role of soy in redu-
cing prostate cancer risk. Nutr Rev 61, 117-131.

Miksicek RJ (1995) Estrogenic flavonoids: structural require-
ments for biological activity. Proc Soc Exp Biol Med 208,
44-50.

Mills P, Beeson W, Phillips R & Fraser G (1989) Cohort study of
diet, lifestyle and prostate cancer in Adventist men. Cancer 64,
598-604.

Miodini P, Fioravanti L, Di Fronzo G & Cappelletti V (1999) The
two phyto-oestrogens genistein and quercetin exert different
effects on oestrogen receptor function. Br J Cancer 80,
1150-1155.

Mitchell J, Cawood E, Kinniburgh D, Provan A, Collins A &
Irvine D (2001) Effect of a phytoestrogen food supplement
on reproductive health in normal males. Clin Sci 100, 613—-618.

Mitchell J, Duthie S & Collins A (2000) Effects of phytoestrogens
on growth and DNA integrity in human prostate tumour cell
lines: PC-3 and LNCaP. Nutr Cancer 38, 223-228.

Monti E & Sinha B (1994) Antiproliferative effect of genistein
and adriamycin against estrogen-dependent and -independent
human breast carcinoma cell lines. Anticancer Res 14,
1221-1226.

Morton MS, Chan PS, Cheng C, Blacklock N, Matos-Ferreira A,
Abranches-Monteiro L, Correia R, Lloyd S & Griffiths K
(1997) Lignans and isoflavonoids in plasma and prostatic
fluid in men: samples from Portugal Hong Kong and the
United Kingdom. Prostate 32, 122—128.

Morton MS, Wilcox G, Wahlqvist ML & Griffiths K (1994)
Determination of lignans and isoflavonoids in human female
plasma following dietary supplementation. J Endocrinol 142,
251-259.

Mousavi Y & Adlercreutz H (1992) Enterolactone and estradiol
inhibit each other’s proliferative effect on MCF-7 breast
cancer cells in culture. J Steroid Biochem Mol Biol 41,
615-619.

Mueller S, Yeh Y & Chen W (1992) Tyrosine phosphorylation of
membrane proteins mediates cellular invasion by transformed
cells. J Cell Biol 119, 1309-1325.

Murkies A, Dalais F, Briganti E, Burger H, Healy D, Wahlqvist M
& Davis S (2000) Phytoestrogens and breast cancer in postme-
nopausal women: a case control study. Menopause 7, 289-296.

Murrill W, Brown N, Zhang J, Manzolillo P, Bamnes S &
Lamartiniere C (1996) Prepubertal genistein exposure sup-
presses mammary cancer and enhances gland differentiation
in rats. Carcinogenesis 17, 1451-1457.

Nagata C, Inaba S, Kawakami N, Kakizoe T & Shimizu H (2000)
Inverse association of soy product intake with serum androgen
and estrogen concentrations in Japanese men. Nutr Cancer 36,
14-18.

Nagata C, Takatsuka N, Shimizu H, Hayashi H, Akamatsu T &
Murase K (2001) Effect of soymilk consumption on serum
estrogen and androgen concentrations in Japanese men.
Cancer Epidemiol Biomarkers Prev 10, 179—184.

Naik H, Lehr J & Pienta K (1994) An in vitro and in vivo study of
antitumour effects of genistein on hormone refractory prostate
cancer. Anticancer Res 14, 2617-2619.

Nakao-Hayashi J, Ito H, Kanayasu T, Morita I & Murota S (1992)
Stimulatory effects of insulin and insulin-like growth factor 1
on migration and tube formation by vascular cells. Athero-
sclerosis 92, 141-149.

Nomoto S, Arao Y, Horiguchi H, Ikeda K & Kayama F (2002)
Oestrogen causes G2/M arrest and apoptosis in breast cancer
cells MDA-MB-231. Oncol Rep 9, 773-776.

Ohta T, Nakatsugi S, Watanabe K, Kawamori T, Ishikawa F,
Morotomi M, Sugie S, Toda T, Sugimura T & Wakabayashi
K (2000) Inhibitory effects of bifidobacterium-fermented soy
milk on 2-amino-1-methyl-6-phenylimidazo[4,5-b]pyridine-
induced rat mammary carcinogenesis, with a partial contri-
bution of its component isoflavones. Carcinogenesis 21,
937-941.

Onozawa M, Kawamori T, Baba M, Fukuda K, Toda T, Sato H,
Ohtani M, Akaza H, Sugimura T & Wakabayashi K (1999)
Effects of a soybean isoflavone mixture on carcinogenesis in
prostate and seminal vesicles of F344 rats. Jpn J Cancer Res
90, 393-398.

Pagliacci M, Smacchia M, Migliorati G, Grignani F, Riccardi C &
Nicoletti I (1994) Growth-inhibitory effects of the natural
phyto-oestrogen genistein in MCF-7 human breast cancer
cells. Eur J Cancer 30A 1675-1682.

Peterson G & Barnes S (1991) Genistein inhibition of the growth
of human breast cancer cells: independence from estrogen
receptors and the multi-drug resistance gene. Biochem Biophys
Res Commun 179, 661-667.

Peterson G & Barnes S (1993) Genistein and bichanin A inhibit
the growth of human prostate cancer cells but not epidermal
growth factor receptor tyrosine autophosphorylation. Prostate
22, 335-345.

Petrakis N, Barnes S, King E, Lowenstein J, Wiencke J, Lee M,
Miike R, Krik M & Coward L (1996) Stimulatory influence
of soy protein isolate on breast secretion in pre and post meno-
pausal women. Cancer Epidemiol Biomarkers Prev 5,
785-794.

Phipps W, Martini M, Lampe JW, Slavin JL & Kurzer M (1993)
Effects of flaxseed ingestion on the menstrual cycle. J Clin
Endocrinol Metabol 77, 1215-1219.

Pietinen P, Stumpf K, Mannisto S, Kataja V, Uusitupa M &
Adlercreutz H (2001) Serum enterolactone and risk of breast
cancer: a case-control study in eastern Finland. Cancer Epide-
miol Biomarkers Prev 10, 339-344.

Polascik T, Oesterling J & Partin A (1999) Prostate specific anti-
gen: a decade of discovery - what we have learned and where
we are going. J Urol 162, 293-306.

Polkowski K & Mazurek AP (2000) Biological properties of gen-
istein. A review of in vitro and in vivo data. Acta Pol Pharm
57, 135-155.

Pollard M & Wolter W (2000) Prevention of spontaneous pros-
tate-related cancer in Lobund-Wistar rats by a soy protein iso-
late/isoflavone diet. Prostate 45, 101-105.

Price KR & Fenwick GR (1985) Naturally occurring oestrogens
in foods — a review. Food Add Contam 2, 73-106.

Prud’homme J, Jolivet A, Pichon M, Savouret J & Milgrom E
(1990) Monoclonal antibodies against native and denatured

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

530 P. J. Magee and I. R. Rowland

forms of estrogen-induced breast cancer protein (BCEl/p52)
obtained by expression in Escherichia coli. Cancer Res 50,
2390-2396.

Reinli K & Block G (1996) Phytoestrogen content of foods — a
compendium of literature values. Nutr Cancer 26, 123—-148.
Rice L, Samedi V, Medrano T, Sweeney C, Baker H, Stenstrom A,
Furman J & Shiverick K (2002) Mechanisms of the growth
inhibitory effects of the isoflavonoid biochanin A on LNCaP

cells and xenografts. Prostate 52, 201-212.

Rochefort H (1998) Estrogens, cathepsin D and metastasis in
breast and ovarian cancer: invasion or proliferation? (in
French). C R Seances Soc Biol Fil 192, 241-251.

Rokhlin O & Cohen M (1995) Differential sensitivity of human
prostatic cancer cell lines to the effects of protein kinase and
phosphate inhibitors. Cancer Lett 98, 103—110.

Rosenberg Zand RS, Jenkins DJ, Brown TJ & Diamandis EP
(2002) Flavonoids can block PSA production by breast and
prostate cancer cell lines. Clin Chim Acta 317, 17-26.

Rowland I, Faughan M, Hoey L, Wahala K, Williamson G & Cas-
sidy A (2003) Bioavailability of phyto-oestrogens. Br J Nutr
89, S45-S58.

Rowland I, Wiseman H, Sanders T, Adlercreutz H & Bowey E
(1999) Metabolism of oestrogens and phytoestrogens: role of
the gut microflora. Biochem Soc Trans 27, 304-308.

Rowland I, Wiseman H, Sanders TAB, Adlercreutz H &
Bowey EA (2000) Interindividual variation in metabolism of
soy isoflavones and lignans: influence of habitual diet on
equol production by the gut microflora. Nutr Cancer 36,
27-32.

Santibanez J, Navarro A & Martinez J (1997) Genistein inhibits
proliferation and in vitro invasive potential of human prostatic
cancer cell lines. Anticancer Res 17, 1199—-1204.

Sathyamoorthy N & Wang T (1997) Differential effects of dietary
phyto-oestrogens daidzein and equol on human breast cancer
MCEF-7 cells. Eur J Cancer 33, 2384—-2389.

Sathyamoorthy N, Wang T & Phang J (1994) Stimulation of pS2
expression by diet-derived compounds. Cancer Res 54,
957-961.

Schmitt E, Dekant W & Stopper H (2001) Assaying the estrogeni-
city of phytoestrogens in cells of different estrogen sensitive
tissues. Toxicol In Vitro 15, 433-439.

Scholar E & Toews M (1994) Inhibition of invasion of murine
mammary carcinoma cells by the tyrosine kinase inhibitor gen-
istein. Cancer Lett 87, 159-162.

Schuurmans A, Bolt J, Veldscholte J & Mulder E (1990)
Stimulatory effects of antiandrogens on LNCaP human prostate
tumor cell growth, EGF-receptor level and acid phosphatase
secretion. J Steroid Biochem Mol Biol 37, 849—-853.

Serraino M & Thompson LU (1992) The effect of flaxseed
supplementation on the initiation and promotional stages of
mammary tumorigenesis. Nutr Cancer 17, 153—159.

Setchell KD, Gosselin SJ, Welsh MB, Johnston JO, Balistreri WF,
Kramer LW, Dresser BL & Tarr MJ (1987) Dietary estrogens -
a probable cause of infertility and liver disease in captive chee-
tahs. Gastroenterology 93, 225-233.

Setchell KD, Zimmer-Nechemias L, Cai J & Heubi JE (1997)
Exposure of infants to phyto-oestrogens from soy-based
infant formula. Lancet 350, 23-27.

Setchell KDR (2001) Soy isoflavones - benefits and risks from
nature’s selective estrogen receptor modulators (SERMs). J
Am Coll Nutr 20, 354S-362S.

Setchell KDR & Adlercreutz H (1988) Mammalian lignans and
phyto-oestrogens. Recent studies on their formation, metab-
olism and biological role in health and disease. In Role of the
Gut Flora in Toxicity and Cancer, pp. 315-345 [IR Rowland,
editor]. London: Academic Press.

Severson R, Nomura A, Grove J & Stemmermann G (1989) A

prospective study of demographics, diet and prostate cancer
among men of Japanese ancestry in Hawaii. Cancer Res 49,
1857-1860.

Shao Z, Alpaugh M, Fontana J & Barsky S (1998a) Genistein
inhibits proliferation similarly in estrogen receptor-positive
and negative human breast carcinoma cell lines characterized
by P21WAF1/CIP1 induction, G2/M arrest, and apoptosis. J
Cell Biochem 69, 44—-54.

Shao Z, Wu J, Shen Z & Barsky S (1998b) Genistein exerts mul-
tiple suppressive effects on human breast carcinoma cells.
Cancer Res 58, 4851-4857.

Shao Z, Wu J, Shen Z & Barsky S (1998c¢) Genistein inhibits both
constitutive and EGF-stimulated invasion in ER-negative
human breast carcinoma cell lines. Anticancer Res 18,
1435-1440.

Sharma O, Adlercreutz H, Strandberg J, Zirkin B, Coffey D &
Ewing L (1992) Soy of dietary source plays a preventive role
against the pathogenesis of prostatitis in rats. J Steroid Biochem
Mol Biol 43, 557-564.

Shen J, Klein R, Wei Q, Guan Y, Contois J, Wang T, Chang S &
Hursting S (2000) Low-dose genistein induces cyclin-depen-
dent kinase inhibitors and G1 cell-cycle arrest in human pros-
tate cancer cells. Mol Carcinog 29, 92-102.

Shutt DA (1976) The effects of plant oestrogens on animal repro-
duction. Endeavour 35, 110-113.

Sierens J, Hartley JA, Campbell MJ, Leathem AJ & Woodside JV
(2001) Effect of phytoestrogen and antioxidant supplemen-
tation on oxidative DNA damage assessed using the comet
assay. Mutat Res 485, 169—-176.

Signorello LB, Brismar K, Bergstrom R, Andersson SO, Wolk A,
Trichopoulos D & Adami HO (1999) Insulin-like growth
factor-binding protein-1 and prostate cancer. J Natl Cancer
Inst 91, 1965-1967.

Stanford JL, Just JJ, Gibbs M, Wicklund KG, Neal CL,
Blumenstein BA & Ostrander EA (1997) Polymorphic repeats
in the androgen receptor gene: molecular markers of prostate
cancer risk. Cancer Res 57, 1194—1198.

Stattin P, Adlercreutz H, Tenkanen L, et al. (2002) Circulating
enterolactone and prostate cancer risk: a Nordic nested case-
control study. Int J Cancer 99, 124-129.

Stephens F (1997) Phytoestrogens and prostate cancer: possible
preventive role. Med J Aust 167, 138—140.

Strom S, Yamamura Y, Duphorne C, Spitz M, Babaian R, Pillow P
& Hursting S (1999) Phytoestrogen intake and prostate cancer:
a case-control study using a new database. Nutr Cancer 33,
20-25.

Sun X, Plouzek C, Henry J, Wang T & Phang J (1998) Increased
UDP-glucuronosyltransferase activity and decreased prostate
specific antigen production by biochanin A in prostate cancer
cells. Cancer Res 58, 2379-2384.

Suzuki K, Koike H, Matsui H, ez al. (2002) Genistein, a soy iso-
flavone, induces glutathione peroxidase in the human prostate
cancer cell lines LNCaP and PC-3. Int J Cancer 99,
846—-852.

Tham D, Gardner C & Haskell W (1998) Potential health benefits
of dietary phytoestrogens: a review of the clinical, epidemiolo-
gical and mechanistic evidence. J Clin Endocrinol Metabol 83,
2223-2235.

Thompson LU, Robb P, Serraino M & Cheung F (1991)
Mammalian lignan production from various foods. Nutr
Cancer 16, 43-52.

Thompson LU & Serraino M (1990) Lignans in flaxseed and
breast and colon carcinogenesis. Proc Flax Inst USA 30-35.
Treolar A, Boynton R, Behn B & Brown B (1970) Variation of

the human menstrual cycle throughout reproductive life. Int J
Fertility 12, 77-126.
Urban D, Irwin W, Kirk M, Markiewicz M, Myers R, Smith M,

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

Phyto-oestrogens in breast and prostate cancer 531

Weiss H, Grizzle W & Barnes S (2001) The effect of isolated
soy protein on plasma biomarkers in elderly men with elevated
serum prostate specific antigen. J Urol 165, 294-300.

Wang C & Kurzer M (1997) Phytoestrogen concentration deter-
mines effects on DNA synthesis in human breast cancer cells.
Nutr Cancer 28, 236-247.

Wang C, Makela T, Hase T, Adlercreutz H & Kurzer M (1994)
Lignans and flavonoids inhibit aromatase enzyme in human
preadipocytes. J Steroid Biochem Mol Biol 50, 205-212.

Wang T, Sathyamoorthy N & Phang J (1996) Molecular effects of
genistein on estrogen receptor mediated pathways. Carcinogen-
esis 17, 271-275.

Weber K, Setchell K, Stocco D & Lephart E (2001) Dietary soy-
phytoestrogens decrease testosterone levels and prostate weight
without altering LH, prostate Salpha-reductase or testicular
steroidogenic acute regulatory peptide levels in adult male
Sprague-Dawley rats. J Endocrinol 170, 591-599.

Wei H, Frenkel K, Bowen R & Barnes S (1993) Inhibition of
tumour-promoter induced hydrogen peroxide formation by gen-
istein in vitro and in vivo. Nutr Cancer 20, 1-12.

Welshons WV, Murphy CS, Koch R, Calaf G & Jordan VC
(1987) Stimulation of breast cancer cells in vitro by the
environmental estrogen enterolactone and the phytoestrogen
equol. Breast Cancer Res Treat 10, 169-175.

Wiseman H, O’Reilly J, Adlercreutz H, Mallet A, Bowey E,
Rowland I & Sanders T (2000) Isoflavone phytoestrogens con-
sumed in soy decrease F2-isoprostane concentrations and
increase resistance of low-density lipoprotein to oxidation in
humans. Am J Clin Nutr 72, 395-400.

Wolk A, Mantzoros C, Andersson S, Bergstrom R, Signorello L,
Lagiou P, Adami H & Trichopoulos D (1998) Insulin-like
growth factor 1 and prostate cancer risk: a population-based,
case-control study. J Natl Cancer Inst 90, 911-915.

Wu A, Ziegler R, Horn-Ross P, Nomura A, West D, Kolonel L,
Rosenthal J, Hoover R & Pike M (1996) Tofu and risk of
breast cancer in Asian-Americans. Cancer Epidemiol
Biomarkers Prev 5, 901-906.

Xu X, Harris K, Wang H, Murphy P & Hendrich S (1995)
Bioavailability of soybean isoflavones depends on gut micro-
flora in women. J Nutr 125, 2307-2315.

Xu X, Wang H, Murphy P, Cook L & Hendrich S (1994)
Daidzein is a more bioavailable soymilk isoflavone than is
genistein in adult women. J Nutr 124, 825-832.

Yatani R, Chigusa I, Akazaki K, Stemmermann G, Welsh R &
Correa P (1982) Geographic pathology of latent prostatic
cancer. Int J Cancer 29, 611-616.

Yoshiji H, Gomez M, Shibuya M & Thorgeirsson U (1996)
Expression of vascular endothelial growth factor, its receptor,
and other angiogenic factors in human breast cancer. Cancer
Res 56, 2013-2016.

Yuan JM, Wang QS, Ross RK, Henderson BE & Yu MC (1995)
Diet and risk of breast cancer in Shanghai and Tianjin, China.
Br J Cancer 71, 1353—-1358.

Zaizen Y, Higuchi Y, Matsuo N, Shirabe K, Tokuda H &
Takeshita M (2000) Antitumour effects of soybean hypocotyls
and soybeans on the mammary tumour induction by N-methyl-
n-nitrosourea in F344 rats. Anticancer Res 20, 1439—1444.

Zava D & Duwe G (1997) Estrogenic and antiproliferative prop-
erties of genistein and other flavonoids in human breast cancer
cells in vitro. Nutr Cancer 27, 31-40.

Zhou JR, Gugger ET, Tanaka T, Guo Y, Blackburn GL &
Clinton SK (1999) Soybean phytochemicals inhibit the
growth of transplantable human prostate carcinoma and
tumour angiogenesis in mice. J Nutr 129, 1628—1635.

Zhou JR, Mukherjee P, Gugger ET, Tanaka T, Blackburn GL &
Clinton SK (1998) Inhibition of murine bladder tumorigenesis
by soy isoflavones via alterations in the cell cycle, apoptosis
and angiogenesis. Cancer Res 58, 5231-5238.

Ziegler R, Hoover R, Pike M, Hidesheim A, Nomura A, West D,
Wu-Williams A, Kolonel L, Horn-Ross P & Rosenthal J (1993)
Migration patterns and breast cancer risk in Asian-American
women. J Natl Cancer Inst 85, 1819-1827.

ssaud Aisiaaun abpliquied Aq auluo paysliand S/01£00ZN(E/6£01°01/610"10p//:sdny


https://doi.org/10.1079/BJN20031075

