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Abstract
The objective of this study was to determine if the immune responses could be differentially
modulated by the phytoestrogen genistein (GEN) in mice from the first and second litters, and if the
effects were persistent or reversible. B6C3F1 mice were exposed to a control or GEN-containing
diet at 25, 250 and 1250 μg/g for the first litters, and 500 μg/g for the second litters from day 0 of
gestation to PND22, and through feed after weaning. At PND42, an increase in the anti-CD3
antibody-stimulated splenic T cell proliferation and the percentages of T cells was observed in mice
from the first litters at 250 and 1250 μg/g GEN but not from the second litters. At PND84, the activity
of IL-2-treated NK cells was significantly increased by GEN in mice from the second litters but not
from the first litters. The activity of cytotoxic T cells (CTLs) was also significantly increased by
GEN in male mice from the second litters. However, the increases in the CTL activity were not
significant when the male mice were shifted from GEN-containing food to control food at PND22.
Additionally, the increases in T-cell activities in female mice from the first litters and male mice
from the second litters were associated with a decrease in the percentage of CD4+CD25+ T regulatory
cells. Overall, the results demonstrated that GEN could enhance the immune responses in mice from
the first and second litters; however, the effects varied depending on the exposure duration, gender,
and litter order.
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INTRODUCTION
Genistein (GEN), a major isoflavone in most soy products, has been demonstrated to interact
with estrogen receptors in vivo. In vitro, it has also been utilized as a tyrosine kinase inhibitor
(1,2). Despite the hypothesized beneficial effects of GEN (e.g., decreased incidences of some
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hormone-related cancers), there are concerns about the potential long-term effects of this
compound on human health, especially that of infants and young children (3). Infants fed soy
milk formulas have plasma isoflavone levels that are orders of magnitude higher than those of
infants fed human or cows’ milk (4). The possible long-term effects of these relatively high
levels of phytoestrogens during infancy are unknown. Epidemiological studies indicate that
there is an increase in the use of asthma or allergy drugs in young adults who were fed soy
formula during infancy as compared to those who were fed cow milk formula (5). Additionally,
phytoestrogens have been detected in amniotic fluid (6–8), suggesting that in utero exposure
also occurs.

Our previous studies have demonstrated that exposure to GEN (0 – 20 mg/kg) in adult female
B6C3F1 mice for 28 days by gavage increased the activities of cytotoxic T cells (CTLs) and
natural killer (NK) cells (9). Additionally, increased splenic T cell number was observed in
male and female Sprague Dawley rats when the rats were exposed to GEN gestationally and
lactationally by feeding the dams with GEN containing diet (0 – 1250 μg/g), and via the diet
from postnatal day (PND) 22 to PND64 (10). Importantly, exposure of experimental animals
to natural estrogens such as estradiol or synthetic estrogenic compounds such as
diethylstilbestrol (DES) has also been associated with immunotoxic effects, particularly when
administered perinatally during lymphoid organ organogenesis (11–13). These effects include
thymic atrophy, myelotoxicity, and suppression of NK cell activity.

It has been reported that the immune responses such as the IgE hypersensitivity reaction are
affected by birth order in humans. Matricardi et al. (14) have shown that the prevalence of
atopy is much higher among first-born children, and that there is a 3% decrease in prevalence
for each additional younger sibling. A significant association between the proliferation of cord
blood mononuclear cells to house dust mite and birth order was also reported (15). In addition,
there is evidence that the time of exposure to GEN predetermines GEN’s biological effects.
For example, mammary cancer chemoprevention was demonstrated after prepubertal and
combined prepubertal and adult genistein treatments but not after prenatal- or adult-only
treatments in rats (16).

The objective of present study was to further evaluate if the effects of GEN on the immune
system in B6C3F1 mice were consistent with its estrogenic properties. Depue et al. (17) have
suggested that the concentration of free estrogen may be higher in first pregnancies due to a
deficit in sex-steroid binding globulin production. It was hypothesized that immune responses
could be differentially modulated by GEN in male and female mice from the first and second
litters, and the effects might be persistent or reversible depending on the sex. In this study, we
have evaluated the effects of GEN on the immune responsiveness in F1 generation (B6C3F1)
of female C57BL/6 × male C3H mice. Exposure to GEN occurred through dams gestationally
and lactationally, and from feed starting at the weaning day (PND 22) until PND 42 or PND
84.

MATERIALS AND METHODS
Animals and treatments

Both female C57BL/6 and male C3H mice (8–12 weeks old) were obtained from Charles River
Breeding Laboratories (Raleigh, NC). To obtain second litter B6C3F1 mice, time-mated
primiparous C57BL/6 mice (×male C3H mice) at gestation day (GD) 14 were purchased; and
pups were removed from these mice after they gave birth. Two weeks later, time-mated C57BL/
6 mice in their second pregnancy were generated through housing two of these female C57BL/
6 mice and one male C3H mice in one cage (plug date = gestational day 0), and the pups from
these mice in their second pregnancy were considered the second litters. Age-matched time
pregnant C57BL/6 mice in their first pregnancy were generated similarly through housing two
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virgin female C57BL/6 mice and one male C3H mice in one cage, and the pups from these
mice in their first pregnancy were considered the first litters. Pregnant mice were housed
individually in standard plastic cages with hardwood chip bedding. The female mice were
randomized into different treatment groups on the first day of each study, and each group was
provided with one of the treatment diets described below one week before the mating and water
ad libitum. Each treatment group consisted of 4–8 mice. The animal room was maintained
within a temperature range of 22–25°C and relative humidity of 50 ± 20 with 12-h light cycles
(7:00–19:00). After parturition, the offspring were housed together with their respective dams,
one litter per cage, until weaning on PND 22, at which time the offspring were housed up to
four same-sex littermates per cage. To eliminate litter effect, one mouse from each litter for
each sex was randomly selected for evaluation.

The diet in a powdered form (5K96, purchased from Purina Mills, St. Louis, MO) is a natural
ingredient diet, formulated to be used in experimental protocols where dietary estrogenic
activity is a concern. It meets the nutrient specifications as shown for NIH-31 in the 1996
update, except that casein replaces the protein contributed by soy and alfalfa, soy oil is replaced
by corn oil, and the vitamin mix is adjusted for irradiation (18). The control diet was assayed
for genistein and daidzein after hydrolysis of conjugates. The concentrations of both genistein
and daidzein of this diet were determined by LC-ES/MS/MS to be approximately 0.5 μg/g
(19). GEN with purity greater than 99% was mixed into the standard 5K96 feed every three
months by the Diet Preparation Staff, Bionetics at the National Center for Toxicological
Research (NCTR, Jefferson, AR); each dosed batch of feed was analyzed by the Division of
Chemistry, and it was stable for at least six months when stored refrigerated.

The dams consumed 5K96 chow containing 0 – 1250 μg/g GEN (Toronto Research Chemicals,
North York, Ontario, Canada) starting from approximately two weeks prior to mating to
postpartum day 22. One important modification in the experimental design for the second litter
study was that only one concentration of GEN was used. The rationale was that the
concentration of 500 μg/g was in the range (250–1250 μg/g) in which most of effects were
observed in the first litter studies. The F1 mice were exposed to GEN gestationally and
lactationally, and to GEN-containing feed from the day of weaning (PND22) to PND42 or
PND84. On PND42 and PND84, mice were sacrificed by CO2 inhalation, and the spleens and
thymuses were collected for immunological evaluations. All animal procedures were
conducted under an animal protocol approved by the VCU Institutional Animal Care and Use
Committee (IACUC).

Determination the numbers of thymocytes and splenocytes
The quantification of immune cells was performed as previously described (20). Briefly,
splenocytes and thymocytes were prepared by mashing the spleens and thymuses between two
slides with frosted ends. After washing, the cells were resuspended in a RPMI complete
medium and counted using a Coulter Counter ZII with the red blood cells lysed using a ZAP-
OGLOBIN II lytic reagent (Coulter Corporation, Miami, Florida).

Flow cytometric analysis of splenocytes
To determine the percentages of splenocyte subsets, the respective cell types were labeled with
an appropriate monoclonal antibody (mAb), conjugated with a fluorescent molecule for
visualization as previously described (20). All the antibodies were obtained from BD
PharMingen (San Diego, CA). For CD4+ cells, a phycoerythrin (PE) conjugated mAb specific
for the L3T4 cell surface protein was used, and for CD8+ cells, a fluorescein isothiocyanate
(FITC) conjugated mAb specific for the CD8a (Ly-2) marker was used. For NK cells, a FITC
conjugated anti-mouse CD3e mAb and a PE labeled anti-NK1.1 antibody were used.
Additionally, FITC anti-mouse CD25 and IgM, and PE anti-mouse CD3 were also used to label
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splenocytes. Isotype-matched irrelevant antibodies were used as controls. Following the
addition of the reagents, the cells were incubated at 4°C in the dark for at least 30 min. After
incubation, the cells were washed 2X and propidium iodide (PI) was added as a viability stain.
Following incubation with PI for 5 min, the cells were washed and enumeration performed on
a Becton Dickinson FACScan Flow Cytometer. Nonviable cells were eliminated through
setting a live gate excluding red fluorescence emerging from PI; a forward scatter threshold
was set high enough to eliminate red blood cells. For each sample, 5,000 PI negative events
were counted.

Natural killer cell activity
Our previous study suggested that GEN affected the IL-2 augmented NK cell activity (9), thus,
similar assays were performed in this study. The activity of NK cells was assayed as described
using 51Cr -YAC-1 cells (21).

Anti-CD3 antibody-mediated spleen T cell proliferation
The proliferation of splenocytes in the presence of anti-CD3 antibody was performed as
previously described (9). The incorporation of 3H-thymidine into the proliferating cells was
used as the endpoint of the assay, and the data were expressed as kBq/2 × 105 cells.

Cytotoxic T lymphocyte (CTL) activity
The assay for CTL activity was performed as previsouly described using 51Cr-labeled P815
cells (9). Controls for spontaneous and maximum release were generated by culturing labeled
target cells in the presence of either E-MEM medium or 0.1% Triton X-100, respectively.

Statistical analysis
Data are expressed as means ± standard error of means. Results were tested for variance
homogeneity using Bartlett's Test. Homogeneous data were analyzed using a one-way analysis
of variance; when significant, Dunnett's t Test was used to determine differences between the
experimental and vehicle control group. For non-homogeneous data, a non-parametric analysis
of variance was used; when significant, differences between the control and experimental
groups were determined by the Wilcoxon Rank Test. The Jonckheere’s Test was used to
determine an exposure level-related trend. Male and female mice were analyzed separately.
P values of 0.05 or less were considered statistically significant.

RESULTS
GEN on the body weight and organ weights

Exposure to GEN produced a significantly decreased terminal body weight in the first litter
males at the levels of 25 μg/g and above and in the first litter females at the levels of 25 and
1250 μg/g at PND42 (Table 1). The decreases in terminal body weight were still observed in
adult (PND84) first litter male mice at the levels of 250 and 1250 μg/g and female mice at 1250
μg/g (Table 2). However, no decrease in the terminal body weight was observed in the second
litter male and female mice at 500 μg/g GEN at either PND42 or PND84 (Table 1 and 2).

Exposure to GEN from GD0 to PND42 did not affect the absolute spleen weight and thymus
weight in either the first litter or second litter mice (Table 1); however, it induced an significant
increase in relative spleen weight in both male mice at 250 and 1250 μg/g and female mice at
25 and 1250 μg/g from the first litters but not from the second litter (Table 1). An increase in
relative thymus weight was only observed in the first litter male mice at 250 and 1250 μg/g at
PND 42 (Table 1). At PND84, exposure to GEN produced an increase in relative spleen weight
in the first litter male mice at 250 and 1250 μg/g while a decrease from the second litter male
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mice at 500 μg/g, and these changes were associated with a corresponding alteration in absolute
spleen weight (Table 2). Neither absolute nor relative spleen weights were altered in female
mice from either the first litters or the second litters at PND 84 (Table 2).

GEN on the activation of T cells
The proliferative response of splenocytes was evaluated in the presence or absence of anti-
CD3 antibody, a T-cell stimulator. At PND42, a dose-related increase in the anti-CD3 antibody-
stimulated splenic T cell proliferation was observed in both first litter male and female mice
with significant changes observed at the levels of 250 and 1250 μg/g (Figure 1A and 1B). A
significant increase in the basal splenocyte proliferation (38.3 ± 7.5 kBq/2 × 105 cells in the
treatment group vs. 24.5 ± 1.9 kBq/2 × 105 cells in the control group) was observed in males
at 1250 μg/g but not in females (Figure 1A and B). However, neither the anti-CD3 antibody-
stimulated nor the basal splenocyte proliferation was altered by GEN at 500 μg/g in the second
litter male and female mice (Figure 1C and 1D). To determine if the enhanced T cell
proliferation was due to a change in the percentage of T cells, a flow cytometric analysis of T
cell population was performed. A significant increase in the percentages of CD3+ T cells was
observed in both the first litter male (Figure 2A) and female (Figure 2B) mice at 250 and 1250
μg/g GEN. However, neither the percentage of CD4+ T cells nor that of CD8+ T cells was
significantly altered by GEN at 500 μg/g in the second litter male and female mice (data not
shown).

At PND84, neither the anti-CD3 antibody-stimulated nor the basal splenocyte proliferation
was altered by GEN at 25-1250 μg/g in the first litter male and female mice (data not shown).
Although there was no change in the anti-CD3 antibody-stimulated splenic T cell proliferation
in the second litter male and female mice, exposure to GEN produced an increase (33%) in the
basal splenocyte proliferation in male mice at 500 μg/g GEN. However, this increase was not
significant when the male mice were shifted from GEN-containing food to control food after
weaning at PND22 (data not shown). A flow cytometric analysis was performed to determine
the percentages of splenic T cell populations at PND 84. Although the percentage of
CD4+CD8− T cells was decreased by GEN at 1250 μg/g in the first litter females, and that of
CD4−CD8+ T cells was decreased at 250 μg/g in the first litter males, there was no significant
change in the CD3+ T cell population (Table 3). In the second litter males, exposure to GEN
at 500 μg/g produced a significant increase in the percentages of CD3+IgM− T cells and
CD4−CD8+ T cells (Table 3). In contrast, a significant increase in the percentages of
CD4+CD8− T cells was observed in the second litter females. These increases were not
significant when the mice were shifted from GEN-containing food to control food after
weaning at PND22 (Table 3).

The activity of CTLs was also determined in the second litter B6C3F1 mice at PND84. As
shown in Figure 3A, the activity of CTLs was significantly increased by GEN at 500 μg/g at
the E:T ratios of 25:1, 12.5:1, 6.25:1 and 3.125:1 in the second litter males. However, these
increases were not significant when the male mice were shifted from GEN-containing food to
control food after weaning (Figure 3A). No change in the CTL activity was observed in the
second litter females at PND84 after GEN exposure from GD0 to PND84 (Figure 3B) or from
GD0 to PND22 (Figure 3B).

GEN on NK cell activity
Overall, exposure to GEN had minimal effects on NK cell activity in both male and female
mice from the first and second litters at PND42, although there were some increases in the
cytotoxic activity in the 250 μg/g-concentration group in female mice from the first litters
(Table 4).
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At PND84, exposure to GEN did not produce any significant increases on IL-2-augmented NK
cell activity in either the first litter male or female mice (data not shown). In contrast, the
activity of IL-2-augmented NK cells in the second litter mice at PND84 was significantly
increased by GEN at 500 μg/g (Figure 4A and 4B), and these increases were still significant
when the mice were shifted from GEN-containing food to control food after weaning (Figure
4C and 4D).

Flow cytometric analysis of splenic NK cells (CD3−NK1.1+) revealed that exposure to GEN
did not affect the percentages of NK cells in either male or female mice from the first litters at
PND 84 (Table 3). The percentage of NK cells was not affected in the second litter males;
however, the percentage of NK cells was increased in the second litter females, and this increase
was still significant when the female mice were shifted from GEN-containing food to control
food after weaning (Table 3).

GEN on the percentages of splenic CD4+CD25+ regulatory T cells`
To explore the possible underlying mechanisms that GEN enhanced the immune responses, a
flow cytometric analysis of T regulatory cells (CD4+CD25+) was performed. Exposure to GEN
from GD0 to PND42 at 1250 μg/g produced a significant decrease in the percentage of
CD4+CD25+ T cells in the first litter female mice but not in the male mice (Figure 5A and 5B).
However, exposure to GEN at 500 μg/g from GD0 to PND42 did not change the percentage
of CD4+CD25+ T cells in either male or female mice from the second litters (Figure 5C and
5D). Exposure to GEN from GD0 to PND84 at 500 μg/g produced a significant decrease in
the percentage of splenic CD4+CD25+ T cells in the second litter male mice (Figure 5E) but
not in the female mice (Figure 5F); however, this decrease was not significant (P > 0.05) when
the male mice were shifted from GEN-containing food to control food after weaning at PND22
(Figure 5E).

DISCUSSION
Our previous studies have provided evidence that the immune responses were altered following
oral exposure to GEN at physiologically relevant concentrations in experimental animals (9,
10). In this study, we have further examined the effects of dietary GEN on the immune
responses in both the first and second litter B6C3F1 mice. Exposure of F1 generation mice was
gestational and lactational, and through feeding after weaning at PND22. Although both human
and cow’s milk contain low levels of isoflavones (22), isoflavones have been identified in
amniotic fluid, suggesting they may pass placental barrier (6–8). For a 25 g mouse consuming
2 g chow every day, the concentrations of GEN at 25, 250, 500 and 1250 μg/g are approximately
equivalent to doses of 2, 20, 40 and 100 mg GEN/kg/day, respectively. For a 4-month-old
infant who consumes soy formula as directed by the manufacturers, approximately 6–9 mg/kg
body weight of isoflavones can be achieved (23).

In this study, the terminal body weights were decreased by GEN, at least at the 250 μg/g
concentration and above, in both the first litter male and female mice at PND42 and PND84.
However, no changes in terminal body weights were observed in the second litter mice at
PND42 and PND84. In our previous studies, decreases in the terminal body weights were also
observed in F1 Sprague-Dawley rats born from primiparous dams at 1250 μg/g (10), which
might be related to a significant decrease of food intake in this high GEN concentration group
by dams (24). However, there was no significant change in food consumption in pregnant mice
at GEN levels of 500 μg/g or lower in this study (data not shown). These observations suggested
that exposure to GEN might be associated with a general toxicity in the first litter mice but not
in the second litter mice. Additionally, the relative weight of the spleen was increased by GEN
in the first litter mice at PND42 and PND84 except for the female mice at PND84, which was
consistent with the findings that an increase in the relative weight of the spleen was also
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observed in GEN-exposed Sprague Dawley rats born from primiparous dams when the rats
were exposed to GEN-containing feed (0 – 1250 μg/g) gestationally, lactationally and from
feeding from GD7 to PND64 (10). In contrast, there was a decrease in the spleen weight in
male mice from the second litters at PND84. This decrease might be due to a change in
erythrocyte components because there was no significant change in the number of white blood
cells in the spleen (data not shown).

Our previous studies have demonstrated that exposure to GEN by gavage increased IL-2-
augmented NK cell activity in adult female B6C3F1 mice (9). Interestingly, an increase in the
activity of IL-2-activated NK cells in GEN-exposed second litter male and female mice at
PND84 was also observed in this study. This observation is also in agreement with our previous
report that dietary GEN exposure increased NK cell activity in F0 Sprague-Dawley rats when
the animals were exposed from GD7 to postpartum day 51 (10). However, GEN had minimal
effect on the activity of NK cells in the first litter male and female mice at PND84, which was
consistent with our previous report that GEN had no significant effects on NK cell activity in
male and female Sprague Dawley rats born from primiparous dams when the rats were exposed
to GEN from GD7 to PND64 (10). Although the exact litter information was not available on
the adult female B6C3F1 mice and F0 Sprague-Dawley rats used in our previous studies in
which enhanced NK cell activity was observed following GEN exposure (9,10), it was most
likely that these animals were from the second litters and higher, considering that animal
suppliers usually breed the dams multiple times to produce more pups.

It should be noted that the increases in NK activity at PND84 in the second litter mice were
maintained even after the mice were shifted from GEN diet to control diet at PND22, which
suggested that the effect of GEN on NK cells in the second litter mice at PND84 might be due
to an imprinting mechanism occurred during developmental exposure since there is evidence
that dietary GEN exposure alters methylation patterns in mouse genome (25). The expression
of perforin has been shown to be under the regulation of DNA methylation and chromatin
remodeling (26). Thus, in the second litter male mice, the increase in NK cell activity might
be due to a change in the perforin gene expression because there was no change in the
percentage of NK cells associated with the increase of NK activity. In the second litter female
mice, the increase in NK cell activity was associated with an increase in the percentage of NK
cells. Thus, the mechanisms such as inactivation of the cell cycle regulatory genes (e.g.,
p16INK4A, p15INK4B, p21Waf1/Cip1, p27Kip1 and p73) by DNA methylation could be
involved (27).

In contrast, neither the NK activity in the first litter males nor that in the second litter males
was affected by GEN at PND42. Although the NK cell activities in the first litter female mice
were slightly increased at PND42 at GEN concentration of 250 μg/g, this increase was not
dose-related. The mechanism for an increased response only at the 250 μg/g diet group in first
litter females is currently unclear. It might be due to the anti-estrogenic effect of GEN at the
250 μg/g concentration; however, at a higher GEN concentration such as 1250 μg/g, other
effects of GEN such as tyrosine kinase inhibition might also be present (2). Additionally,
exposure to GEN did not significantly alter the NK cell activities in the second litter female
mice at PND42. Therefore, GEN had minimal effect on NK cell activity at PND42 in both the
first and second litter mice. In human, the age of 18 years old is approximately corresponding
to PND42 in mice (28). Thus, exposure to GEN seemed to have minimal effect on the NK cell
activity in early ages.

In this study, the first litter male and female mice exhibited an enhanced anti-CD3 antibody-
mediated splenocyte proliferation at PND42, which was partially due to an increase in the
percentages of splenic T cells. These increases are also consistent with the observation in
Sprague-Dawley rats that the numbers of T cells are increased by GEN when the animals were
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exposed to GEN from GD 7 to PND 64 (10). Although the anti-CD3 antibody-mediated
splenocyte proliferation at PND84 was not significantly altered by GEN in either male or
female mice from the first and second litters, an increase in the percentage of CD3+ T cells
and CD8+ T cells, and more importantly, an increase in the CTL activity were observed in the
second litter male mice at PND84. Thus, the T-cell activities in male mice were modulated by
GEN no matter whether the male mice were from the first or second litters. However, the T-
cell activities in female mice were modulated by GEN only when the female mice were from
the first litters.

The CD4+CD25+ regulatory T cell has been shown to suppress immune responses against
foreign antigens and pathogens (29–33). Importantly, exposure to GEN produced a decrease
in the percentage of CD4+CD25+ T regulatory cells in the first litter female mice at PND42,
the time when an enhanced anti-CD3 antibody-mediated proliferation was observed. A
decrease in the percentage of CD4+CD25+ T cells was also observed in GEN-treated second
litter male mice at PND84. When the male mice were shifted from GEN diet to control diet at
PND22, the percentage of CD4+CD25+ T regulatory cells returned to a level that was
comparable to the control mice, and the significance in the increase of CTL activity was also
lost. Thus, the effect of GEN on CD4+CD25+ regulatory T cells might be partially responsible
for GEN’s stimulatory effect on T cells.

One of the important mechanisms by which GEN exerts its effect on multiple organ systems
is to interact with estrogen receptors and competing with estrogen for binding (2). There is
evidence that both ERα and ERβ are expressed in NK cells; but ERβ instead of ERα might be
responsible for 17β-estradiol-induced suppression of NK activity (34). The expression of ERs
has also been reported in CD8+ T cells (12,35). In contrast to NK cells, ERα but not ERβ is
required for 17β-estradiol-induced increases in IFN-γ expression and Th1 responses (36–38).
In our studies, both the activities of T cells and NK cells, at least in second litter male mice at
PND84, were increased by GEN. It is conceivable that GEN increases NK activity by
antagonizing the estrogen’s suppressive effect through ERβ because GEN has 7–20 times
higher affinity to ERβ than ERα (39,40). In contrast, it is unlikely that GEN increases CTL
activity by functioning as an estrogen agonist through ERα because GEN’s affinity for ERα is
low (39,40). However, it is possible that binding of GEN to ERβ would leave more free 17β-
estradiol to interact with ERα, and thus, T cell activity is enhanced.

The exact mechanism for differential immune stimulation by GEN in B6C3F1 mice from the
first and second litters following developmental and adult exposures is currently unknown. An
increased level of estrogen has been reported in first pregnancy (17,41), and this may partially
be responsible for the differential immunomodulation in the first and second litters.
Additionally, there is evidence that serum level of corticosterone, an immunosuppressive
factor, is reduced after GEN administration in rats (42). In first pregnancy, there is an increased
level of cortisol in the serum (41), which may be an alternative explanation for the differences
in GEN-mediated immunomodulation in the first and second litters. However, the mechanisms
mentioned above still could not fully explain the differential effects of GEN on NK activity
and T cell activity in male and female mice from the first and second litters.

In conclusion, our results demonstrated that the activities of both NK cells and T cells could
be differentially modulated by GEN in male and female mice from the first and second litters
during adult and developmental exposures. Furthermore, these effects varied depending on
exposure duration, gender and litter order. GEN modulation of immune responses in animals
might shed some light on the epidemiological findings (5) that there is an increase in the use
of asthma or allergy drugs in young adults who were fed soy formula during infancy as
compared to those who were fed cow milk formula. Both NK and T cells contribute
significantly to the disease persistence and progression in asthma and allergy (43,44).
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Additionally, it would be of value to further examine if the potential of GEN modulating host
resistances to tumors is related to its immunomodulatory effect in different periods of life.
Thus, further study to determine the susceptibility to develop asthma, autoimmunity, and
subsequent autoimmune diseases following GEN exposure is warranted.
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Figure 1.
Effect of genistein on spleen cell proliferative response to anti-CD3 antibody stimulation in
F1 mice at PND42. (A) Male mice from the first litters; (B) female mice from the first litters;
(C) male mice from the second litters; and (D) female mice from the second litters. Mice were
exposed to genistein, and anti-CD3 antibody-mediated splenocyte proliferation determined as
described in the absence (black bars) or presence (hatched bars) of stimulation. The right-side
bars in the control groups are spleen cell proliferative response to anti-CD3 antibody
stimulation. Values represent the means ± SE. n = 5–8. Asterisks indicate a difference from
the control: *, p ≤ 0.05; **, p ≤ 0.01.
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Figure 2.
Flow cytometric analysis of splenic T cell populations in F1 mice at PND42. (A) The percentage
of CD3+ T cells in male mice from the first litters; (B) the percentage of CD3+ T cells in female
mice from the first litters. Values represent the means ± SE. n = 6–8. Asterisks indicate a
difference from the control: *, p ≤ 0.05; **, p ≤ 0.01.

Guo et al. Page 13

J Nutr. Author manuscript; available in PMC 2005 December 15.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 3.
Effect of genistein on splenic CTL activity in F1 mice from the second litters at PND84. Mice
were exposed to control or genistein (500μg/g)-containing diet, and the activity of CTLs against
P815 cells determined as described. (A) Male mice; (B) female mice. Values represent the
means ± SE. n = 6–8. Asterisks indicate a difference from the control: *, p ≤ 0.05.
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Figure 4.
Effect of genistein (500 μg/g) on IL-2-augmented splenic NK cell activity in F1 mice from the
second litters at PND84. (A) Male mice exposed to control diet, GEN-containing diet from
GD0 to PND84, or GEN-containing diet from GD0 to PND22 and then shifted to control diet;
(B) female mice exposed to control diet, GEN-containing diet from GD0 to PND84, or GEN-
containing diet from GD0 to PND22 and then shifted to control diet. Values represent the means
± SE. n = 6–8. Asterisks indicate a difference from the control: *, p ≤ 0.05; **, p ≤ 0.01.
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Figure 5.
Effect of genistein on the percentage of CD4+CD25+ regulatory T cells in F1 mice. (A) Male
mice from the first litters at PND42; (B) female mice from the first litters at PND42; (C) male
mice from the second litters at PND42; (D) female mice from the second litters at PND42; (E)
male mice from the second litters at PND84; and (F) female mice from the second litters at
PND84. “GEN to Ctr” = mice were shifted from GEN (500 μg/g) diet to control diet at PND22.
Values represent the means ± SE. n = 5–8. Asterisks indicate a difference from the control: *,
p ≤ 0.05.
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TABLE 1
Effect of genistein exposure form GD0 to PND42 on terminal body weight and organ weights in B6C3F1
mice1

Spleen Weight Thymus Weight

Genistein (μg/g) n2 Body Weight (g) mg g/100 g body mg g/100 g body

First litter
F1M Control 8 18.0 ± 0.3 72.9 ± 2.2 0.41 ± 0.01 69.4 ± 3.3 0.39 ± 0.02

25 8 16.1 ± 0.5* 69.3 ± 2.6 0.43 ± 0.02 72.0 ± 3.4 0.45 ± 0.02
250 7 14.9 ± 0.7* 77.1 ± 4.7 0.53 ± 0.04* 73.1 ± 1.5 0.50 ± 0.03*
1250 8 13.7 ± 0.7** 67.5 ± 3.6 0.50 ± 0.02* 77.3 ± 4.1 0.58 ± 0.04**

F1F Control 8 15.3 ± 0.4 67.6 ± 1.9 0.44 ± 0.01 83.1 ± 3.3 0.54 ± 0.02
25 6 13.8 ± 0.4* 68.8 ± 3.2 0.53 ± 0.04* 80.5 ± 2.4 0.60 ± 0.03
250 8 13.9 ± 0.8 67.3 ± 4.6 0.51 ± 0.06 84.3 ± 4.4 0.63 ± 0.06
1250 8 12.5 ± 0.4* 65.4 ± 2.5 0.53 ± 0.03* 74.4 ± 4.3 0.60 ± 0.04

Second litter
F1M Control 5 15.9 ± 0.4 71.4 ± 6.0 0.45 ± 0.03 57.6 ± 5.4 0.36 ± 0.03

500 5 15.8 ± 0.5 67.4 ± 4.0 0.43 ± 0.03 63.8 ± 4.1 0.41 ± 0.04
F1F Control 5 14.2 ± 0.3 64.4 ± 2.6 0.45 ± 0.02 85.4 ± 1.8 0.60 ± 0.02

500 5 14.0 ± 0.2 64.8 ± 4.1 0.46 ± 0.03 75.2 ± 8.3 0.54 ± 0.06

1
Values represent the means ± SE. F1M = F1 males, F1F = F1 females. Asterisks indicate a difference from the control:

*
p ≤ 0.05,

**
p ≤ 0.01.

2
n = the number of mice in each group.
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TABLE 2
Effect of genistein exposure from GD0 to PND84 on terminal body weight and spleen weights in B6C3F1
mice1

Spleen Weight

Genistein (μg/g) n2 Body Weight (g) mg g/100 g body

First litter
F1M Control 7 26.7 ± 0.3 82.6 ± 2.3 0.31 ± 0.01

25 2 26.3 ± 0.6 84.0 ± 10.0 0.32 ± 0.03
250 5 24.0 ± 0.6* 84.8 ± 2.7 0.35 ± 0.01*
1250 5 25.4 ± 0.2* 102.0 ± 3.5* 0.40 ± 0.01*

F1F Control 5 20.4 ± 0.4 97.4 ± 5.9 0.48 ± 0.02
25 6 20.7 ± 0.2 104.3 ± 6.8 0.50 ± 0.03
250 6 18.5 ± 1.1 126.7 ± 38.3 0.76 ± 0.30
1250 4 18.6 ± 0.2* 90.0 ± 4.1 0.48 ± 0.03

Second litter
F1M Control 7 25.1 ± 0.4 71.6 ± 2.8 0.29 ± 0.01

500 7 24.2 ± 0.4 53.3 ± 4.9* 0.22 ± 0.02*
500 To Ctr 8 24.7 ± 0.3 53.0 ± 4.6* 0.21 ± 0.02*

F1F Control 8 18.2 ± 0.2 81.8 ± 8.6 0.45 ± 0.05
500 6 18.4 ± 0.5 78.8 ± 3.7 0.43 ± 0.01

500 To Ctr 8 19.1 ± 0.3* 80.5 ± 1.8 0.42 ± 0.01

1
F1M = F1 males, F1F = F1 females. “500 To Ctr” = mice were shifted from GEN diet to control diet at PND22. Values represent the means ± SE.

Asterisks indicate a difference from the control:

*
p ≤ 0.05.

2
n = the number of mice in each group.
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TABLE 3
Effect of genistein exposure form GD0 to PND84 on the percentages of differential splenocytes in B6C3F1
mice1

Genistein (μg/g) CD3+ CD4+CD8− CD4−CD8+ NK
%

First litter
F1M Control 21.56 ± 0.87 18.65 ± 1.36 5.65 ± 0.35 2.59 ± 0.13

25 24.97 ± 0.22 22.26 ± 3.39 4.28 ± 1.38 2.78 ± 0.69
250 22.51 ± 1.09 18.87 ± 0.75 3.57 ± 0.43* 2.33 ± 0.28
1250 21.21 ± 1.93 18.40 ± 1.83 4.75 ± 0.28 2.48 ± 0.28

F1F Control 19.22 ± 1.36 17.22 ± 1.02 3.30 ± 0.24 2.22 ± 0.13
25 21.05 ± 0.77 18.47 ± 1.36 3.58 ± 0.13 2.44 ± 0.13
250 19.91 ± 1.29 15.33 ± 1.46 3.93 ± 0.54 2.20 ± 0.25
1250 18.9 ± 0.85 13.13 ± 0.51* 3.61 ± 0.16 2.43 ± 0.26

Second litter
F1M Control 24.51 ± 1.28 17.03 ± 1.25 7.66 ± 0.63 3.76 ± 0.29

500 27.77 ± 0.74* 19.31 ± 0.37 9.24 ± 0.16* 3.86 ± 0.05
500 To Ctr2 26.20 ± 1.33 18.36 ± 1.22 9.19 ± 0.56 4.39 ± 0.15

F1F Control 28.89 ± 2.13 16.73 ± 0.98 7.04 ± 0.51 3.49 ± 0.16
500 30.56 ± 0.97 19.84 ± 0.95* 7.63 ± 0.42 4.55 ± 0.18**

500 To Ctr 29.67 ± 1.14 17.86 ± 0.57 7.53 ± 0.31 4.01 ± 0.09*

1
Values represent the means ± SE derived from the number of mice as shown in Table 2. F1M = F1 males, F1F = F1 females. Asterisks indicate a difference

from the control:

*
p ≤ 0.05,

**
p ≤ 0.01.

2
“500 To Ctr” = mice were shifted from GEN diet to control diet at PND22.
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