1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duasnue Joyiny vd-HIN

(N

7
%)

"s», NIH Public Access

Author Manuscript

Published in final edited form as:
Endocr Res. 2009 ; 34(1-2): 43-58. doi:10.1080/07435800902913600.

THE EFFECT OF GONADECTOMY AND ESTRADIOL ON
SENSITIVITY TO OXIDATIVE STRESS

Alex F. Bokov,
Department of Epidemiology and Biostatistics, University of Texas Health Science Center at San
Antonio, San Antonio, Texas, USA

Daijin Ko, and
Department of Management Science and Statistics, College of Business, University of Texas at San
Antonio, San Antonio, Texas, USA

Arlan Richardson

Departments of Physiology and Cellular and Structural Biology, University of Texas Health Science
Center at San Antonio, San Antonio, Texas, USA and Geriatric Research Education and Clinical
Center, South Texas Veterans Health Care System, San Antonio, Texas, USA

Abstract

The sexual dimorphism of life span and caloric restriction effects in numerous species suggest that
estradiol (E2) is protective against oxidative damage. The only direct test of E2's protective effect in
mice against in vivo oxidative stress to date may have been confounded by E2's direct chemical action
as an antioxidant because it was administered at very high dosages. Therefore, we have identified a
low yet physiologically effective dose of E2. We then administered this dose using subcutaneous
time-release pellets to ovariectomized mice. Two weeks after E2 pellet implantation, sham-operated,
ovariectomized, and ovariectomized E2-supplemented female mice were injected with a lethal dose
of paraquat and their survival was followed. It was observed that ovariectomy exacerbates paraquat-
induced mortality and is rescued by E2 supplementation. An equivalent experiment was performed
on sham-operated, orchidectomized, and E2-supplemented orchidectomized male mice. The survival
of male mice was improved by orchidectomy, and E2 gave no further benefit. We interpret the results
to mean that E2 is protective against oxidative stress through its regulatory role and that testosterone
diminishes protection against oxidative stress.
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INTRODUCTION

Reactive oxygen species (ROS) production and the effectiveness of physiological defenses
against them may play a major role in susceptibility to many illnesses (1-3) and the aging
process itself (4). In many species, there are sex differences in longevity (5-7). In humans, for
instance, women live longer than men (8) and premenopausal women are less prone to cardiac
disease (9-11), Alzheimer's disease (12), and progression of chronic renal disease to renal
failure (13,14). During and after menopause, women's disease susceptibility to these illnesses
rises (15-17) until, at later ages, it is indistinguishable from that observed in men (18).
Menopause is characterized by depletion of ovarian follicles and the decline of the estrogens
that they produce. As estrogen levels drop, they are no longer sufficient to repress follicle-
stimulating hormone and luteinizing hormone production in the anterior pituitary, which results
in elevated levels of these gonadotropins and a cessation of menstrual cycle (19).

Estrogens are a family of steroid hormones that include estrone, estriol, and 17-42-estradiol
(E2). Of these, E2 is the most abundant and biologically active hormone (19). In addition to
its role in estrous cycling and the development of secondary sexual characteristics, E2 is
involved in neuroprotection (20,21), reduction of blood pressure (22-24), lowering of low-
density lipoprotein and total cholesterol (25-27), enhancement of learning and memaory (28),
lowering of plasma insulin and glucose levels (29,30), and possibly upregulation of
antioxidative defense mechanisms (18,31-33).

In humans, plasma antioxidant capacity correlates with E2 levels throughout the menstrual
cycle (34) as does the activity of the glutathione peroxidase (Gpx) family of antioxidant
enzymes (35-37). Furthermore, the levels of lipid hydroperoxides, which are the products of
oxidative lipid damage, correlate negatively with E2 levels (35). After menopause, GPX
activity declines and lipid hydroperoxide levels increase (35). However, supplementation of
E2 in women after menopause restores total plasma antioxidant capacity and decreases serum
lipid peroxides (36—39) while increasing GPX activity and the levels of glutathione (GSH), an
antioxidant and a cofactor of the Gpx enzymes (36-38,40). However, the Women's Health
Initiative (41) reported that E2 supplementation may increase the risk of stroke (42) as well as
cognitive decline and dementia (43,44). For this reason, there is debate in the medical
community on the benefits of estrogen supplementation and whether hormone replacement
therapy is a viable treatment option.

Rodent studies with treatments known to cause oxidative stress have mostly agreed with the
human data. Female rats are more resistant to oxidative damage that accompanies copper
deficiency (due to decrease in the activity of CuZn superoxide dismutase, Sod1, an antioxidant
enzyme) than male rats, and ovariectomy abrogates this resistance (45). Ovariectomy also
lowers total antioxidant capacity with a concomitant increase of N,N-diethyl-p-phenylene
diamine radical in normal rats (46) and of H,O5 levels in female spontaneously hypertensive
rats (47). This is in agreement with studies suggesting that E2 is protective against diquat, a
compound similar to paraquat (48) in rats (49) and in cultured bovine endothelial cells (50).
However, not all E2 data support the conclusion of a protective role. For example, several
studies have found that E2 may actually exacerbate oxidative stress (51,52).

Todate, few studies have directly probed E2's role in in vivo oxidative stress resistance. Munoz-
Castenada et al. have reported that ovariectomized rats are more vulnerable to adriamycin
(53) and that this effect can be reversed with E2 supplementation (54). To our knowledge, the
only mouse study of E2's role in protection against in vivo oxidative stress was done by Baba
et al. (55) in wild-type and insulin receptor hemizygous null (IR*/") mice. In the course of
studying the gender dimorphic effect of the mutant IR allele's protection against oxidative
stress, they found that ovariectomized female mice of both genotypes were more susceptible
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to hyperoxia and that their resistance to it could be rescued by E2 supplementation. This was
accompanied by changes in the expression and activity of manganese superoxide dismutase.
The Baba group also reported survival data from a paraquat experiment but not on
ovariectomized and E2-supplemented mice.

The problem with these studies is that the large doses of E2 that they administered could be
providing antioxidant protection in a nonphysiological manner. For example, Baba et al. (55)
administered 20 mg/kg of E2 per week subcutaneously. If the E2 from these injections was
assimilated at a constant rate, this would be 2,300—3,600 ng/h, or more than 10-fold the highest
dose we used in our experiment. Moreover, it is known that E2 administered in this manner is
not released in a linear fashion and instead enters the circulation as a large and exponentially
decreasing bolus dose (56). Mice that are injected with E2 subcutaneously are likely exposed
to many orders of magnitude higher than physiological amounts of E2 with the levels only
declining to the physiological range after several days. It has been shown that at sufficiently
high doses E2 can directly scavenge free radicals (57). Therefore, it is not clear whether Baba
etal.'sresults are because of E2 acting through its normal physiological role, regulating specific
genes through its receptors, or simply acting as an antioxidant, scavenging free radicals like
any other antioxidant. For this reason, we measured the effect of E2 on the survival of C57BL/
6 mice that were exposed to paraquat but at E2 dosages that approximate average physiological
levels, which we established in a preliminary dosage study using well-established biological
markers for estrogenicity and observing a response of those markers comparable with that of
intact mice.

We used paraquat as an oxidative stressor in this study because it is one of the most widely
used means of generating ROS in vivo with few confounding effects. Although several specific
mechanisms have been proposed for paraquat toxicity (58), there is a long-standing consensus
in the field of free radical biology that they all ultimately depend on ROS (59-62). Early pulse
radiolysis (63,64) and electrochemical (65) studies have shown that paraquat spontaneously
catalyzes the production of super-oxide from molecular oxygen in aqueous solution. In vivo,
paraquat administration is followed by an increase in oxidative damage to macromolecules:
proteins (66), DNA (67), and especially lipids (68—-70). Within the cell, paraquat depletes the
NADPH pool (71-73). As NADPH is needed by glutathione reductase to replenish GSH,
paraquat thus delivers the dual blow of weakening antioxidant defenses while catalyzing
superoxide production (74). When injected, paraquat is excreted in the urine unmodified
(75), so any possible metabolites are unlikely to be significant contributors to its toxicity under
our experimental conditions.

The strongest evidence for oxidative stress being the mechanism of paraquat toxicity comes
from numerous tissue culture studies and in vivo studies in multiple species showing that
antioxidants are protective against paraquat and their suppression makes the animal or cell
more vulnerable to paraquat. Pretreatment with antioxidants was found to improve survival at
the cellular or organismal level after paraquat administration (76-82). Conversely, deficiency
of a-tocopherol in rats (83) and mice (69) sensitized them to paraquat. Data from genetically
modified mice follow a similar pattern. Embryonic fibroblasts from Sod1- and catalase-
overexpressing mice (84), embryonic fibroblasts from Sod2overexpressing mice (85), and mice
that overexpressed Gpx1 (86,87) all had increased tolerance for paraquat. Mice that were
homozygous or, in some cases, hemizygous for null alleles of genes coding for antioxidant
enzymes (including Gpx1, Gpx4, Sod1, and Sod2) were found to have increased levels and
accelerated rates of paraquat-induced mortality. Moreover, sublethal hypoxia protected mice
against paraquat (88), whereas hyperoxia sensitized mice (89) and rats (73,90-93) to paraquat.
Together, this evidence recommends paraquat as a robust and time-proven experimental model
for in vivo and in vitro oxidative stress.
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In this study, we showed for the first time that survival time of paraquat-exposed female mice
was shortened by ovariectomy and E2 supplementation restored paraquat survival times to the
same level as those of intact animals. Furthermore, we found that orchidectomy improves
survival of paraquat-exposed male mice, but E2 confers no survival benefit on male mice.

MATERIALS AND METHODS

Animals

Paraquat

The mice in these experiments were derived from inbred C57BL/6 male and female breeders
purchased from The Jackson Laboratory. All mice were fed a standard NIH-31 chow and
maintained in micro-isolator cages on a 12-h dark/light cycle until paraquat injection. Age-
matched groups of mice were chosen for all experiments. All procedures involving the mice
were approved by the subcommittee for Animal Studies at the Audie L. Murphy Veterans
Administration Hospital and the University of Texas Health Science Center at San Antonio
IACUC.

Paraquat (methyl viologen; Sigma-Aldrich, St. Louis, MO) was stored in a dessicator at 4°C

in dark containers. A consistent dosage was verified by measuring absorbance in saline solution
at 308 nm. Two weeks after ovariectomy or orchidectomy and E2 capsule implantation, mice
were injected interperitoneally with paraquat dissolved in 0.9% saline (25 mg/mL) at a dose

of 75 mg/kg of animal body weight. A Hamilton syringe demarcated in 2.5 pL increments was
used for the injection, making it possible to adjust dosage for body weight differences as small
as 0.6 g (the volumes injected ranged from 75 to 135 pL).

To follow the survival of mice after paraquat treatment, the cages containing the treated mice
were placed under an array of digital surveillance cameras (Strategic Vista, Ontario, Canada)
attached to generic Pentium-series computers running Windows XP. These cameras monitored
the animals continuously, and the footage was used to determine the time of death with a
precision of within 1 min. The time of injection was subtracted from the recorded time of death
to obtain the survival time for each animal.

Ovariectomy and E2 Supplementation

Ovariectomy was performed under isofluorane anesthesia. A single dorsal incision was made
in the skin and through it two lateral incisions in the muscle layer were made, approximately
half a centimeter below each kidney. The ovaries were extruded through the incision, ligated
off, and removed (or, in the case of the sham-operated group, extruded and reinserted). During
the procedure, the E2 group of mice was implanted with 21-day time-release capsules each
containing 0.001 mg of g17-estradiol (Innovative Research of America, Sarasota, FL, USA).
The capsules were placed below the skin of the upper back. The sham and ovariectomized mice
were likewise implanted with placebo capsules. The muscle layer was sutured with 5-0
absorbable sutures. The skin was closed with surgical staples and treated with triple antibiotic
cream. The mice were monitored daily for self-removed staples or complications from surgery.
All mice were housed singly for 2 days or until the wounds healed, then the staples were
removed and the mice were rehoused four per cage.

Orchidectomy and E2 Administration

Orchidectomy was performed under isofluorane anesthesia. An incision was made in the

scrotum, the underlying muscle layer was cut, and the testes were extruded by massaging the
lower abdomen (and reinserted in the sham-operated group). In the nonsham groups, the testes
were ligated off and removed. During the procedure, an incision was made in the skin of the
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upper back, and the E2 group of mice was implanted with 21-day time-release capsules each
containing 0.001 mg of 17-estradiol. The sham and orchidectomized mice were likewise
implanted with placebo capsules. Both incisions were closed with surgical staples and treated
with triple antibiotic cream. The mice were monitored daily for self-removed staples or
complications from surgery. The staples were removed after the incisions healed. The mice
were housed singly until the beginning of the paraquat experiment.

Statistical Analysis

RESULTS

The Student's t-test was used to compare the uterine weights in the dosage experiment. Multiple
comparison correction was done using Holm's method (94). For survival, the predicted
differences were observed only at late time points (after 100 h). We therefore used Fleming
and Harrington's G-rho family test (95,96) with a negative rho to put the emphasis on later
periods and detect the difference among the animals that had survived past 80 h. Each pair of
treatments within each sex were compared, that is, sham versus gonadectomized,
gonadectomized versus gonadectomized + E2, sham versus gonadectomized + E2. The R
statistical language and survival analysis package were used for all statistics (97).

E2 Dosage and Bioeffectiveness

It is nontrivial to convert published information on physiological E2 levels (98) into concrete
dosages because endogenous E2 is rapidly turned over by the liver (19), and for much of the
3-to 4-day rodent estrous cycle, circulating E2 is at or below the threshold of reliable detection.
Therefore, instead of direct measurement of plasma E2 levels, two bioassays are commonly
used as a standard for effectiveness of E2 dose because they are reliable, sensitive, and directly
measure a major physiological effect of E2. These are vaginal cornification and increase in
uterine weight (99). Obtaining vaginal smears is a minimally invasive procedure that can be
performed daily without requiring anesthesia, but it has the disadvantage of being a qualitative
assay: vaginal smears are graded according to whether they are noncornified, partly cornified,
or highly cornified. The other assay is uterine weight, which is highly sensitive to E2
concentrations. We used both these assays in our range-finding experiment.

We first empirically determined the minimal effective dose for mice using E2 pellets in three
different concentrations: 0.1, 0.01, and 0.001 mg (the latter was the smallest available dose for
this type of pellet). According to the manufacturer, these pellets deliver the indicated dosage
at a constant rate over a 21-day period, which corresponds to 198, 19.8, and 1.98 ng/h. The
lowest available dose (1.98 ng/h) was sufficient to restore uterine weight to the same or higher
levels as sham-treated mice (Figure 1). As all the E2 doses elicited a response, there remains
the possibility that 1.98 ng/h is a supraphysiological dose. However, an earlier study reported
the minimum effective dose in mice to be 100 pg/day (100), which was far in excess of the 48
ng/day that we used. Furthermore, another E2 dose—response study in mice showed dosages
corresponding to 1.1 and 5.7 ng/h were within the range where uterine weight was increased
and vaginal cornification was induced, yet the response was still close to physiological norms
(101). Our dose falls near the bottom of that range. We observed more complete cornification
in the E2-supplemented animals than in sham animals (data not shown), but this was expected
because of estrous cycling in the sham animals. We also observed uterine weights between 85
and 101 mg in E2-supplemented animals, which fell between the values obtained in Cohen and
Milligan's 1.1 and 5.7 ng/h dose levels (101).

The Effect of E2 on Paraquat Resistance

Our main experiment measured survival of male and female mice in their respective treatment
groups after exposure to oxidative stress in the form of paraquat (75 mg/kg body weight).
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Paraquat participates in a cyclic reaction that produces superoxide radicals (102), and it has
become a standard model for measuring oxidative stress resistance in vivo and in vitro as
explained in the introductory section and reviewed in Suntres (58), Bus and Gibson (59), and
Bus et al. (103). In vivo, paraquat is actively absorbed from the blood by lung pneumocytes
(104-107), causing death within a week because of pulmonary edema or, after a longer period,
pulmonary fibrosis.

The survival of sham, ovariectomized (ovx), and ovariectomized E2-supplemented (ovx + E2)
female mice was tracked for 10 days. During the first 3 days of the experiment, the three
treatment groups had indistinguishable survival curves until approximately 72 h and then they
started to diverge (Figure 2), with the sham and ovx + E2 groups surviving longer than the ovx
group. Altogether, 20 of 21 sham mice, 15 of 18 E2 mice, and all 21 ovx mice died. There were
significant differences (p = 0.01) in survival times between the sham and the ovx groups as
well as between the ovx and the ovx + E2 groups. There was no significant difference between
the ovx + E2 and the sham groups. These differences along with the statistical summary are
reported in Table 1.

Similarly to the female mice, the survival curves of the three groups of male mice did not
diverge from each other for the first 5 days of the experiment, although deaths were occurring
(Figure 3). The last of the nine deaths in the orchidectomized (orx) group occurred 80.2 h into
the experiment, and the remaining seven mice in that group survived the experiment. Then, at
114.8 h, the last of the 10 deaths in the orx + E2 group occurred, and the remaining seven mice
in that group also survived the experiment. The mice in the sham group continued dying until
the last mouse died at 149.7 h into the experiment, leaving only one sham mouse that survived
the paraquat injection. We found a significant difference between the survival curves of the
sham and the orx + E2 groups as well as between the survival curves of the sham and the orx
groups. However, there was no significant difference between the survival curves of the orx +
E2 and the orx groups. In short, the sham male mice died faster than both the orx and the E2
mice, and the latter two groups were not significantly different from each other. These
differences along with the statistical summary are reported in Table 1.

DISCUSSION

The survival curves in our experiment did not diverge until 3 or 4 days after the injection. This
may seem surprising, but there is in fact an excellent biological reason why mortality rates
change over the course of a paraquat experiment. Paraquat is cleared from the body within 72
h (104). Yet paraquat-induced deaths can continue for more than a week. Clearly, the animals
are dying from tissue damage sustained during the period that paraquat was in their bodies.
Conversely, animals that cross a critical threshold of pulmonary damage do not all die
immediately but rather over the course of several days.

In detecting the differences of survival, we use a variation of the popular log-rank test that
seems to be underutilized in the oxidative stress field, the Fleming—Harrington test (95,96). It
incorporates the assumption of a changing mortality rate over the course of an experiment,
improving the power and detecting the differences in survival rate in the later period.

We chose a relatively low yet biologically effective dose of E2 for this study in order to avoid
confounding effects from E2 acting as an antioxidant at high concentrations. The fact that E2
did not cause any additional improvement in the survival of orx males beyond that already
conferred by their orx status suggests that direct antioxidant activity of E2 had no significant
impact on the outcome. Given that most of the orx males nonetheless were killed by paraquat,
just at a lower rate than sham-operated males, and given that previous studies have shown
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antioxidant compounds are protective against paraquat (108,109), if E2 was acting as an
antioxidant, it would have had an effect in the males as well.

Published data on the relationship between testosterone and oxidative stress are more narrowly
focused than is the case for E2. Most of the data come from studies of the prostate and testes
(110). Nevertheless, in contrast with E2, the data that are available suggest that testosterone
potentiates oxidative damage and can suppress the activities of SOD, catalase, and GPX in rats
(110). Furthermore, urine and kidney H,0O, are higher in men than in women (111), and such
is also the case in male hypertensive rats compared with females of the same strain. This
difference can be abolished by orchidectomizing the males (47). Orchidectomy also resulted
in decreased DNA damage in the brain and lymphocytes of dogs (112) and, according to a
1969 retrospective study of castrated and noncastrated mental asylum inmates, in humans as
well (113).

Our study strongly implicates testosterone in sensitizing male mice to oxidative stress, in
agreement with Waters et al. (112) and with Hamilton and Mestler (113), suggesting a trade-
off between fertility and oxidative stress resistance like that predicted by the antagonistic
pleiotropy theory of aging (114). We have not at this time attempted the converse of this study,
namely testosterone replacement in ovariectomized males to test whether it would restore their
paraquat sensitivity, but this would be an interesting future direction to pursue.

Our results raise the question of why the hormonal action of E2 failed to protect the males,
given that the antagonism of testosterone (19) was eliminated by ovariectomy. It is likely that
even with unimpeded E2 signaling, male mice have less ability to respond because of lower
receptor expression or sex-specific epigenetic silencing. In support of this, E2 increases SOD,
catalase, GPX, and GR in cultured female bovine aortic endothelial cells with a concomitant
protection against paraquat, but not in male cells (50). It has also been reported that E2 is only
protective against ischemic brain injury when administered immediately after ovariectomy,
but not 10 weeks after (115). A similar effect may be occurring here. We did in fact implant
E2 pel-lets in the mice immediately after gonadectomy, so for the E2 group of female mice
there was no interruption in exposure. The male mice, however, had never been exposed to
these levels of E2 since birth.

These results directly demonstrate that gonadal hormones, most likely E2 and testosterone,
play an important signaling role in resistance to oxidative stress and are certain to be involved
in the sexual dimorphism of oxidative stress resistance in animals ranging from Caenorhabditis
elegans (116), to Drosophila (117), to humans (8).
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FIGURE 1.

Response of ovariectomized female mice to various dosages of E2. Female mice (6 months)
were overiectomized and implanted with E2 capsules (dosages indicated on graph) as described
in the Experimental Procedures. Two weeks after ovariectomy and implantation with E2
capsules, uterine weight was measured. Each bar shows the mean and SEM uterine weight
from 5 mice. The leftmost bar represents non-ovariectomized, sham operated mice. The data
were analyzed using Student's t-test corrected for multiple comparisons as described in the
Experimental Procedures.
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FIGURE 2.

Survival of sham, ovx, and ovx + E2 female mice after paraquat injection. Female mice (6
months old) were overiectomized and implanted with E2 time-release pellets (0.001 mg/21
days) as described in the Experimental Procedures. Two weeks after ovariectomy and
implantation with E2 pel-lets, the mice were treated with paraquat (75 mg/kg). The sham mice
are shown as white circles, the ovx mice as gray squares, and the ovx + E2 mice as black
diamonds. The survival of the mice was followed for 10 days and statistically analyzed using
the Fleming-Harrington G-rho test as described in the Experimental Procedures. The number
of animals in each group is given in Table 1.
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FIGURE 3.

Survival of sham, orx, and orx + E2 male mice after paraquat injection. Male mice (10 months
old) were orchidectomized and implanted with E2 time-release pellets (0.001 mg/21 days) as
described in the Experimental Procedures. Two weeks after orchidectomy and implantation
with E2 pel-lets, the mice were treated with paraquat (75 mg/kg). The sham mice are shown
as white circles, the orx mice as gray squares, and the orx + E2 mice as black diamonds. The
survival of the mice was followed for 10 days and statistically analyzed using the Fleming-
Harrington G-rho test as described in the Experimental Procedures. The number of animals in
each group is given in Table 1.
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