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Abstract
We previously demonstrated that hormone treatments which stimulate female-directed singing
increased levels and turnover of dopamine (DA) in brain areas controlling the motor patterning of
song. To help determine how DA affects singing, we quantified the effects of treating adult male
finches with the D1/D2 receptor antagonist cis-flupenthixol. Adult males were given subcutaneous
silastic implants of androgen, in case drug treatment interfered with androgen secretion. One week
later, they were tested with females. Males were divided into three groups matched for levels of
courtship singing. Males were then subcutaneously implanted with osmotic minipumps containing
either saline, a low, or a high dose of cis-flupenthixol. Each male was tested with a different female
5 and 10 days after implantation to determine how this D1/D2 receptor antagonist affected behavior.
Both drug doses affected female-directed singing 5 days after initiation of treatment. High-dose males
sang to females significantly less often than males in the other two groups. Low-dose males showed
fewer high-intensity courtship displays in which males dance towards females as they sing. These
effects on courtship singing were not seen at day 10, though other behavioral effects were seen at
this time. Male beak wipes, rocks, following females and female withdrawals from males were also
affected by drug treatment. General activity in the home cage was decreased by day 11. These data
demonstrate that singing and several other female-directed behaviors are sensitive to perturbations
in DA receptor function.
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INTRODUCTION
Dopaminergic function plays an important role in modulating motivation and reward as well
as motor control. Dopamine (DA) has been implicated in the control of many species-specific
behaviors, including male sexual behavior. In mammals, DA has been implicated in the
anticipatory responses made prior to initiation of sexual behavior [36], in the motor aspects of
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copulation [28], and in response to engaging in copulation (i.e., it is thought to serve a reward
function in this regard [37].

DA has also been implicated in the control of sexual behavior in male birds. The importance
of DA in regulating male sexual behavior in birds has been most thoroughly documented in
Japanese quail. In this species, DA is involved both in approach to females and in copulation
[15]. For passerine birds, singing is an important component of a male's sexual repertoire. In
these species, DA appears to modulate courtship singing. Singing is controlled by a series of
well-defined, interconnected nuclei known as the vocal control system [34].
Immunocytochemical studies using antibodies to tyrosine hydroxylase, the rate-limiting
enzyme in the synthesis of DA and the other catecholaminergic neurotransmitters, showed the
vocal control system is strongly innervated by catecholaminergic neurons [4,14]. Such strong
catecholaminergic innervation is not seen in comparable forebrain areas in species of birds that
do not sing [7,33]. The catecholaminergic innervation of the vocal control system is also
sexually differentiated in species in which females sing less than males. For example, the
catecholaminergic innervation of the vocal control system is much stronger in male zebra
finches and canaries than in females [4,14]. When female canaries are treated with testosterone,
the frequency and complexity of their singing behavior increases. This increase in singing
behavior is preceded by an increase in the strength of the catecholaminergic innervation of the
vocal control system [5]. In zebra finches, castration decreased levels and turnover of DA in
vocal control nuclei on the motor pathway that controls song production [11]. We have also
shown that hormone treatments that increase singing behavior in zebra finches increased levels
and/or turnover of DA in vocal control nuclei on the motor pathway [12]. High turnover rates
are typically associated with high rates of neurotransmitter synthesis and release [6,18,30,
43]. These data suggest that the increases in singing behavior caused by gonadal hormone
treatment might be mediated, at least in part, by increased DA function in brain areas controlling
singing behavior.

To determine if DA is involved in the modulation of female-directed singing inzebra finches,
we administered the mixed D1/D2 receptor antagonist cis-flupenthixol. This drug has been
widely used to investigate the involvement of DA in the control of male sexual behavior in
mammals [1,35,42]

MATERIALS AND METHODS
All methodology was approved by the Institutional Animal Care & Use Committee of Hunter
College and met all local and federal guidelines for animal research.

Animals
Adult zebra finches (Taenopygia guttata) were purchased from Canary Bird Farm
(Englishtown, NJ). Upon arrival, birds were treated with ivermectin to kill parasites and banded
for identification. Birds were housed in our standard stainless steel cages (56 × 56 × 56cm).
Males were housed individually, females were housed in groups of 3–4. They were given a
one-week adaptation period before the experiment began. Animal rooms were temperature
controlled (24°C ± 2°C) with a 14:10 light:dark cycle. Relative humidity was kept above 65%
to help maintain birds in breeding condition. A vitamin-supplemented commercial finch seed
mix, water, grit, and cuttlebone were available ad libitum. This diet was supplemented with
fresh greens and oranges.

Experimental design
In a previous study in which males were randomly assigned to treatment groups, we discovered
after the experiment was completed that the mean courtship levels of the experimental groups
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differed significantly before birds received their treatments, making it more difficult to
demonstrate the effects of experimental treatment [13]. Therefore in this study, we assigned
males to groups so that the mean frequency (± SEM) of courtship displays and copulatory
behavior of the three groups on the first 15-min test were as similar as possible. Males were
run in blocks of 8–9 males at a time. Males which courted less than 6 times were eliminated
from the experiment, because drug treatment was expected to lower sexual behavior. One male
showing extremely high levels of courtship, over 8 standard deviations above the mean, was
also eliminated. Males received androgen implants at least one week before their first test for
sexual behavior. This assured adequate androgen levels, in case later treatment with cis-
flupenthixol interfered with androgen secretion. Following their first test, each male received
a subcutaneous osmotic minipump containing the mixed D1/D2 DA receptor antagonist cis-
flupenthixol (0, 0.5 or 5 μg/g/day). The second test occurred five days after implantation, and
the third test followed five days later.

Drug and hormone implantation
At the beginning of the experiment, males were anesthetized with Metofane (Pitman-Moore,
Mundelien, IL) and implanted subcutaneously between the wings with silastic implants of
androstenedione (5mm of packed hormone in silastic tubing 0.76mm ID, 1.65mm OD [Fisher
Scientific, Somerville, NJ] sealed with silastic adhesive [Factor II, Lakeside Arizona] See
[22] for further details). This size implant maintains androgen levels in the range normally seen
in breeding male finches [32]. Androstenedione was used because it activates the highest levels
of courtship singing of any androgen tested in castrated male finches [22]. Following the first
behavioral test, males were anesthetized with Metofane and implanted subcutaneously between
the wings with 100 μl osmotic minipumps (Model 1002, Alza, Palo Alto, CA) providing the
mixed D1/D2 DA receptor antagonist cis-flupenthixol (0, 0.5 or 5 μg/g/day). The birds were
anesthetized and their minipumps removed after the third test, and some males were eliminated
because the skin over the implant was not intact. Final Ns were SAL = 9, LOW = 13, HIGH
= 10).

Behavioral tests
Following the basic behavioral testing paradigm we have used for the past 25 years (See [22,
41] for additional details], males were tested three times for sexual behavior. Observers were
blind to the males’ treatments. Mock observations were conducted two to three days before
the first observation to acclimate the birds to testing conditions. For each test, a different female
was placed in a male’s cage for 15min and their behavior recorded onto data sheets divided
into 15sec intervals. All tests were done between 3:30 and 7:00 pm. A Radio Shack Model
3001 unidirectional microphone was placed immediately in front of the male's cage and songs
recorded on a Marantz PMD 201 cassette recorder for later analysis. A Sony Digital Handicam
DCR-TRV 330 on a tripod was used to record observations for later verification. The camera
was about 35 inches from the cage. Four categories of courtship singing were recorded. Distant
singing occurred when a male sang to a female perched in a different area of the cage. In low-
intensity courtship, the male sat in a relaxed posture on the same perch as the female, turned
towards her, and sang. Males showing high-intensity displays typically landed on the same
perch, assumed a more vertical posture, and approached the female while singing and
performing a pivoting dance display. These three categories were summed to provide the fourth
measure, total female-directed singing. Latency to the first song was recorded to the nearest
15 seconds. While tests focused on courtship singing and copulation, the occurrence of many
other common behavior patterns was recorded, including those with a primarily aggressive
function (e.g., peck, chase), grooming behaviors (e.g., preen, scratch), and other social
activities (e.g., follow, heteropreen). Females solicited copulation by assuming a horizontal
posture and vibrating their tails up and down rapidly. Rocking was a frequent behavior which
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involved tilting from an upright to a horizontal posture. If the birds tilted beyond horizontal,
that was scored as a bow.

After the first two blocks of birds were run, we became interested in whether drug treatment
was affecting general activity. So for the remaining blocks, we quantified the birds’ movements
in their home cages. Males were observed for 15 min on the day of their first test and the days
after the second and third tests for sexual behavior. During each observation, the number of
times the birds landed on each of the four perches, the floor, and the feeder were counted. (SAL
= 6, LOW = 8, HIGH = 5).

Statistical analyses
Data were analyzed using Graphpad Prism Version 4.2 for Windows (Graphpad Software, San
Diego, CA). Since many data violated the assumptions underlying parametric statistics,
nonparametric Kruskal Wallis analyses of variance were used. When a significant effect was
found, differences between groups were examined using Dunn’s Multiple Comparison tests.
Social behaviors were compared by calculating difference scores for each behavior by
subtracting each bird’s score on his first test for sexual behavior (i.e., the pre-drug test) from
his score on the second test following 5 days of vehicle or drug treatment. This procedure was
repeated for the third test. The difference scores of the three groups were then compared. Using
difference scores allowed us to analyze how each bird’s behavior changed with control or drug
treatment and repeated testing. Because we had previously found that 12 days of treatment
with cis-flupenthixol during development caused striking reductions in courtship singing and
sexual behavior when the males reached adulthood [21]. and because treatment with this drug
reduced male sexual behavior in other species [1,35,42], we predicted that drug treatment
woulddecrease courtship singing and copulatory behavior. These comparisons were done with
one-tailed tests. Analyses of all other behaviors used two-tailed tests. Activity scores for each
observation were evaluated using Kruskal-Wallis ANOVAs, followed by Dunn’s Multiple
Comparison Tests.

RESULTS
Sexual Behavior Test 1 (pre-drug test)

There were no significant differences between groups on any of the behaviors on their initial
test for sexual behavior (Kruskal Wallis ANOVAs).

Sexual Behavior Test 2 (5 days of drug treatment)
At the doses used, treatment with cis-flupenthixol had no obvious effects on gross motor
behavior. Drug-treated males flew about their cages, vocalized, and perched normally. Drug-
treated males were as difficult to catch as controls. Treatment with the high dose of cis-
flupenthixol caused deficits in courtship singing from the pre-drug Test 1 to Test 2. Total
courtship singing differed significantly across the three groups (P = 0.005). While total singing
increased from Test 1 to Test 2 in vehicle-treated males and decreased slightly in low-dose
males, it declined over 50% in high-dose males. (See Fig. 1 for all comparisons. This figure
presents the mean frequencies of behavior, not the difference scores.) The frequency of high-
intensity courtship displays was significantly different across groups (P = 0.04). Males treated
with the low dose of cis-flupenthixol showed a significant decrease in high-intensity displays
from Test 1 to Test 2 compared to control males. The frequencies of distant and low-intensity
courtship singing did not differ across groups. Levels of female solicitation and male copulatory
behavior were very low, and there were no significant differences across groups. However, no
high-dose males attempted to mount and no females solicited them to copulate on Test 2. This
was the only instance in which there was no copulatory behavior in all of the tests. Drug
treatment affected beak wiping and rocking behavior (P = 0.0047, P = 0.0035, respectively.
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See Fig. 2), with high-dose males showing a significant decline in these two behaviors
compared to males in the other two groups. Despite its effects on courtship, treatment with
cis-flupenthixol did not affect male approaches to or following of females on this test.

Sexual Behavior Test 3 (10 days of drug treatment)
No significant differences in courtship singing were found in the difference scores between
the third and first tests (See Fig. 1). Male beak wiping and rocking behavior still differed
significantly across groups (P = 0.0096,and 0.0352 respectively, See Fig. 2). High-dose males
were still beakwiping less than they had on their first test, while both control and low-dose
males beakwiped more. High-dose males were still rocking less than on their first tests while
low-dose males rocked more. Drug treatment affected several female behavior patterns on this
test compared to Test 1, withdrawals from males, female rock, and female preen (P = 0.05,
0.01, 0.01, respectively). Females tested with low-dose males increased their withdrawal rate
from Test 1 to Test 3, while females tested with control males withdrew from males less
frequently on Test 3. Females tested with high-dose males, rocked and preened significantly
more than those tested with low-dose males. Drug treatment also affected male following
behavior on the third test (P = 0.023). Low-dose males increased their following behavior from
Test 1 to Test 3 while control males followed females less on their third test.

Activity Tests
Because the activitytests were initiated after two blocks of males were run, the N for these tests
was small. However, males showed significantly different activity patterns on their third
activity test (P = 0.047, See Fig. 2). High-dose males were significantly less active than low-
dose males on the third test.

DISCUSSION
These results suggest that DA plays an important role in activating courtship singing and
reproductive behavior in male songbirds. Short-term treatment with a D1/D2 DA receptor
antagonist caused striking deficits in adult reproductive behavior which were not reversed by
androgen treatment. Since the data were analyzed by calculating difference scores between
birds’ post-implant drug tests and the pre-drug test for each individual and then comparing
difference scores across the three groups, these comparisons reflect different patterns of
response across tests in the three groups of birds. Five days of treatment with cis-flupenthixol
significantly lowered courtship singing in male zebra finches. Low-dose males showed a
significant reduction in high-intensity courtship displays, in which males dance towards a
female as they sing. High-dose males showed a significant reduction in total female-directed
singing. While high-dose males showed decreased levels of all three types of courtship displays
which make up this category (i.e., low-intensity, high-intensity, and distant displays), the
reductions in the individual measures were not significant. The reductions in courtship singing
were not attributable to reduced androgen secretion, since all males were given androgen
implants prior to testing. The effects were also not attributable to a change in activity. The high
dose of cis-flupenthixol did affect activity levels measured in the home cage, but this effect
was first seen at day 11. In fact, the drug-treated males were more active than control males
on the sixth day of drug treatment, although this effect was not significant. The effects of drug
treatment on courtship singing were short lived, since levels of female-directed singing were
returning to those shown by vehicle-treated males by the tenth day of drug treatment. This
suggests homeostatic mechanisms were probably compensating for the drug’s effects. DA
antagonist treatment typically upregulates DA receptors [17], and tolerance to flupenthixol has
been found after as little as seven days of treatment [24].
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Levels of copulatory behavior in these sexually inexperienced birds were low and were not
significantly affected by treatment with cis-flupenthixol. Interestingly however, no females
solicited high-dose males to copulate on day 5, though they solicited some of them before drug
treatment and at day 10. Eleven percent of control and 31% of low-dose males were solicited
on day 5.. Similarly, no high-dose males attempted to mount on day 5, though some of them
attempted to mount on their pre-drug and day 10 tests. Twenty-two percent of control males
and 38% of low-dose males attempted to mount on the day five test. These data suggest that
lowered DA transmission lowered copulatory behavior.

Six additional social behavior patterns were significantly affected by cis-flupenthixol
treatment. High-dose males beak wiped and rocked significantly less than males in the other
two groups on both days 5 and 10. While wiping the beak on the perch is commonly associated
with cleaning the beak after feeding, this behavior is also frequent during interactions with
females [44]. Typically, the first behavior a male finch shows when a female is placed in his
cage is to sing or to beak wipe. The function of rocking in which the bird goes from a vertical
to a horizontal posture is unclear. Two possibilities are that rocking is incipient beak wiping
or preliminary to withdrawal. Males often show incomplete beak wipes in which they bend
towards the perch, but do not actually touch the perch with their beaks. Similarly, birds bend
forward before flying off a perch. Although the patterns of male beak wiping and rocking
appear almost identical, these two behaviors were not correlated. Neither were rocking and
withdrawals.

Courtship in zebra finches typically consists of the male approaching the female and singing.
The female typically flies away, and the male follows and sings again. The pattern of male
follows typically mirrors the pattern of female withdrawals–about 50% of the time, males
follow females when they withdraw. While females also approach males, they do this much
less frequently than males approach them. Males treated with the high dose of cis-flupenthixol
approached females slightly less during drug treatment, but this decline was not significant.
Females tested with control males withdrew less over tests while those tested with low-dose
males withdrew more over tests, showing a significant increase compared to females tested
with controls on the day-10 test. In response, the low-dose males were significantly more likely
to follow females to their next perch within 15 seconds than vehicle-treated males. Females
tested with low-dose males on day 10 also showed a significant decrease in rocking and
preening compared to females tested with high-dose males. Although we did not find any
significant changes in the behavior of low-dose males on their day 10 tests aside from following
behavior, these data suggest that females detected something different about the behavior of
the low-dose males on the third test. The increase in following behavior indicates that low-
dose males were clearly motivated to maintain contact with females.

Treatment with the high dose of cis-flupenthixol also lowered male activity levels by the third
observation, the day after their third test for sexual behavior. Cis-flupenthixol‘s effect on
activity occurred at a time that males appeared to be recovering from the drug’s initial effects
on sexual behavior, suggesting that different mechanisms are involved. One possibility is that
these effects are controlled by different receptor types. Studies in mammals have found that
cis-flupenthixol treatment increased levels of D2, but not D1 receptors [16,27]. In any case, the
effects on sexual behavior appeared to be unrelated to the effects on activity.

The effects of the two doses of cis-flupenthixol on behavior do not follow the typical dose-
response pattern. The effects of treatment with DA antagonists are, however, dose dependent.
Behavioral, biochemical and electrophysiological studies demonstrate that DA autoreceptors
are 5–10 times more sensitive to the effects of non-selective dopaminergic drugs like cis-
flupenthixol than postsynaptic receptors [17]. Thus, low doses of receptor antagonist result in
higher levels of DA being released into synapses. With higher doses of antagonist, while more
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d DA is released into synapses, sufficient receptor antagonist is present to block DA’s effects
on postsynaptic cells. Thus, DA antagonist treatment does not cause normal dose-response
curves. Sometimes both low and high doses cause similar effects, perhaps indicating that any
perturbation of dopaminergic function disrupts the behavior. In this regard, it is important to
remember that in addition to its effects on DA release and receptor binding, receptor antagonist
treatment blunts the ability of the neurotransmitter system to provide strong differential
responses to changing stimuli (e.g., the appearance of a female). Receptor antagonist treatment
appears to be more effective in disrupting than in stimulating behavior. In the current study,
the low and high doses had differential effects, indicating that differential stimulation of
postsynaptic receptors has differential effects on behavior. As expected, the high dose of cis-
flupenthixol had greater effects on male behavior, lowering overall rates of courtship singing
on the second test, beak wiping and rocking on the second and third tests and total activity on
the third test. The low dose affected high-intensity courtship displays on the second test and
behavior of female partners on the third test, including withdrawals, rocking, and preening.
While male following in this group was increased on this test, this was driven by the increase
in female withdrawals.

How did cis-flupenthixol treatment cause deficits in female-directed singing and other sexual
behavior patterns? Research in mammals has demonstrated that DA plays an important role in
activating male sexual behavior. Stimuli from a receptive female and/or the act of copulation
stimulate the release of DA in brain areas modulating motivation, motor coordination, and
sexual behavior [26]. Studies in Japanese quail [8,9,15] have demonstrated the importance of
DA in coordinating sexual behavior in male birds as well. Administering cis-flupenthixol
caused dramatic deficits in sexual motivation and performance in rats [10,26,42] and rabbits
[1,2] without affecting motor performance.

Since cis-flupenthixol was administered systemically, it should have affected dopaminergic
function throughout the brain. In rats, three neural systems have been implicated in DA’s
modulation of male sexual behavior: 1) the nigrostriatal system which promotes somatomotor
activity; 2) the mesolimbic system which is involved in numerous types of motivation; and 3)
the MPOA which appears to focus motivation onto sexual targets, increase copulatory rates,
and coordinate genital reflexes [26]. Stimuli from a receptive female rat and/or the act of
copulation stimulate the release of DA in all three areas [26]. Microinjections of cis-
flupenthixol into the MPOA in rats decreased the percent of males copulating, the percent
males ejaculating, and the frequencies of intromissions and ejaculations among males who did
copulate [35,42], demonstrating the MPOA’s importance in coordinating male sexual behavior.

The available evidence suggests that the MPOA is involved in female-directed singing and
male copulatory behavior in birds. Previously, we showed that hormone treatments which
stimulated high rates of courtship singing and copulation attempts significantly increased DA
levels and turnover in the MPOA in male finches [11,12]. In European starlings, the size of
the medial preoptic nucleus was positively related to rates of courtship singing and the length
of song bouts directed at females [38]. In this species, lesioning the medial preoptic nucleus
significantly reduced courtship singing without affecting nestbox occupancy or the tendency
to associate with females [3]. Examination of the activity of immediate-early genes in European
starlings and house sparrows suggests that the ventral tegmental area, one of the primary
sources of DA production, is also involved in the control of courtship singing and mounting
behavior [23,39].

Auditory and vocal control nuclei (VCN) in finches also receive strong dopaminergic
innervations. Hormone treatments which stimulate high rates of female-directed singing
consistently increased DA turnover in two VCN, NIf and RA (nucleus interfacialis of the
nidopallium, robust nucleus of the archipallium, respectively) on the efferent pathway
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controlling the motor patterning of song [11,12]. These hormone treatments also modulated
dopaminergic function in an auditory area, field L, and two VCN, Area X and lMAN (lateral
magnocellular nucleus of the nidopallium), on the anterior forebrain circuit involved in song
learning. In these nuclei, hormone treatments which stimulate singing decreased DA levels
and/or turnover rates in adult males [11,12]. In the past, discussions of DA’s effects on singing
usually centered on Area X, since this nucleus is part of the songbird basal ganglia. It receives
a very strong dopaminergic projection from the ventral tegmental area [31] and has extremely
high levels and turnover of DA [11,12]. However, Area X does not appear to be active during
female-directed singing [25,29]. Thus, altered dopaminergic function in Area X appears
unlikely to be involved in the deficits in male courtship singing found in this study. DA is also
known to be involved in auditory gating [19]. Manipulation of dopaminergic function may
have made male finches less responsive to auditory stimuli from females.

In an earlier study, we used the same treatment regime on juvenile male finches, treating them
from day 45 to day 57 and then quantified their sexual behavior as adults, starting about six
weeks later [21]. Treatment of juveniles had much more profound effects on courtship and
copulatory behavior. In juveniles, the low dose of cis-flupenthixol had significantly greater
effects than the high dose. Low-dose males rarely sang in the presence of females and never
attempted to mount. Low-dose males were, however, interested in females and approached
them as often as control males. We hypothesize that the profound decrements in directed
singing and copulatory behavior in birds treated as juveniles were caused by the low dose of
cis-flupenthixol causing increased DA release during a sensitive period of development [20,
40] with resultant long-term down regulation in DA receptors [17]. Decreased availability of
DA receptors in adulthood would explain the low levels of sexual behavior in these birds. In
the current study, homeostatic mechanisms in adult males appeared better able to cope with
drug treatment and to moderate its effects over time. Another interesting finding of our juvenile
study was that undirected singing appeared to be unaffected. Athough treatment of juveniles
with the low-dose of cis-flupenthixol almost eliminated female-directed singing, these males
were often observed to sing undirected song [21]. These data suggest that directed and
undirected song are regulated independently and that the latter is much less sensitive to
manipulations of DA function.

This current results suggest that DA plays an important role in activating courtship singing and
reproductive behavior in male songbirds. Short-term treatment with a DA receptor antagonist
caused striking deficits in adult reproductive behavior which were not reversed by androgen
treatment. How this antagonist treatment affected neurotransmitter function, and which brain
areas are responsible for the deficits in adult reproductive behavior remain to be determined.
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Fig. 1.
The effects of 0, 5 or 10 days treatment with vehicle (VEH), 0.5 (LOW) or 5 μg/g/day (HIGH)
of the mixed D1/D2 receptor antagonist, cis-flupenthixol (N = 9, 13, 10 respectively) on mean
courtship singing and copulatorybehavior (± SEM) in zebra finches. While these graphs present
mean behavioral frequencies (± SEM) for each test, the analyses were run on difference scores,
subtracting each bird’s score on its initial pre-drug test from its scores on each drug test (See
Data Analysis). HSignificantly different from high-dose males, P < 0.05. HHSignificantly
different from high-dose males, P < 0.01. VSignificantly different from vehicle-treated males,
P < 0.05
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Fig. 2.
The effects of 0, 5 or 10 days treatment with vehicle (VEH), 0.5 (LOW) or 5 μg/g/day(HIGH)
of the mixed D1/D2 receptor antagonist, cis-flupenthixol on social behavior and activity (Mean
± SEM) in zebra finches. While these graphs present mean behavioral frequencies (± SEM)
for each test, the social behavior analyses were run on difference scores, subtracting each bird’s
score on its initial pre-drug test from its scores on each drug test (See Data Analysis). Note
that the total frequencies on the Y axes differ between some of the graphs. HSignificantly
different from high-dose males, P < 0.05. HHSignificantlydifferent from high-dose males, P <
0.01, HHHSignificantly different from high-dose males, P < 0.001. vSignificantly different from
vehicle-treated males, P < 0.05
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