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Abstract

In the U.S. and worldwide anabolic/androgenic steroid use remains high in the adolescent
population. This is concerning given that anabolic/androgenic steroid use is associated with a
higher incidence of aggressive behavior during exposure and anxiety during withdrawal. This
study uses pubertal Syrian hamsters (Mesocricetus auratus) to investigate the hypothesis that an
inverse behavioral relationship exists between anabolic/androgenic steroid-induced aggression and
anxiety across adolescent exposure and withdrawal. In the first experiment, we examined
aggression and anxiety during adolescent anabolic/androgenic steroid exposure and withdrawal.
Adolescent anabolic/androgenic steroid administration produced significant increases in
aggression and decreases in anxiety during the exposure period followed by significant decreases
in aggression and increases in anxiety during anabolic/androgenic steroid withdrawal. In a second
experiment, anabolic/androgenic steroid exposed animals were separated into groups based on
their aggressive response during the exposure period and then tested for anxiety during exposure
and then for both aggression and anxiety during withdrawal. Data were analyzed using a within
subjects repeated measures predictive analysis. Linear regression analysis revealed that the
difference in aggressive responding between the anabolic/androgenic steroid exposure and
withdrawal periods was a significant predictor of differences in anxiety for both days of testing.
Moreover, the combined data suggest that the decrease in aggressive behavior from exposure to
withdrawal predicts an increase in anxiety-like responding within these same animals during this
time span. Together these findings indicate that early anabolic/androgenic steroid exposure has
potent aggression- and anxiety- eliciting effects and that these behavioral changes occur alongside
a predictive relationship that exists between these two behaviors over time.
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Introduction

The recreational use of anabolic/androgenic steroids (AAS) by adolescent teens has
remained a concern for decades yet its use has risen in recent years worldwide (Harmer,
2010; NIDACapsules, 2007) despite strong evidence for negative acute and long-term
physical, psychological and behavioral consequences. While the most common negative
behavioral effect of AAS use is increased aggression in adult (Isacsson and Bergman, 1993;
Kouri et al., 1995; Kreuz and Rose, 1972; Pope and Katz, 1994; Pope et al., 2000; Pope,
1988; Strauss, 1983; Strauss, 1987; Su et al., 1993) and youth populations alike (Archer,
1991; Beaver et al., 2008; Dabbs et al., 1987; Dabbs et al., 1991; Johnson et al., 1989;
Johnson, 1990; Mattsson et al., 1980; Olweus et al., 1980; Olweus, 1987; Scerbo and Kolko,
1994; Schaal et al., 1996; Schalling, 1987), an increased incidence of anxiety-related
disorders is being diagnosed in AAS users (Bahrke et al., 1990; Daly et al., 2003; Johnson,
1990; Pagonis et al., 2006a; Pagonis et al., 2006b; Pope and Katz, 1994; Pope, 1988),
particularly during withdrawal from AAS use (Bahrke et al., 1990; Brower, 1992; Brower,
2002; Corrigan, 1996; Kashkin and Kleber, 1989; Lindqvist et al., 2007; Malone and
Dimeff, 1992; Malone et al., 1995; Perry and Hughes, 1992; Perry et al., 1990; Pope et al.,
1996; Su et al., 1993). Interestingly, AAS users in many clinical studies also present with
marked increases in both aggression and anxiety (Hall et al., 2005; Pagonis et al., 2006a;
Pope et al., 2000; Su et al., 1993), suggesting that AAS exposure may promote the
development of both negative behavioral phenotypes simultaneously. Yet, while
considerable preclinical study has investigated the link between AAS use and aggression
(Lumia et al., 1994; McGinnis et al., 2002a; McGinnis et al., 2002b; McGinnis, 2004;
Melloni and Ricci, 2010) or anxiety (Agis-Balboa et al., 2009; Aikey et al., 2002; Ambar
and Chiavegatto, 2009; Barreto-Estrada et al., 2004; Bing et al., 1998; Bitran et al., 1993;
Costine et al.; Fernandez-Guasti and Martinez-Mota, 2005; Koukoulas et al., 1999; Minkin
et al., 1993; Ovsiukova et al., 2003; Parrilla-Carrero et al., 2009; Ricci et al., 2012; Rocha et
al., 2007; Rojas-Ortiz et al., 2006), no preclinical studies have investigated the effects of
AAS administration on the temporal relationship between the expression of the aggressive-
and anxiety- related behavioral phenotypes.

Here we present the first set of preclinical studies that investigate the consequence of
adolescent AAS exposure on the relationship between the expression of aggression and
anxiety as they present during AAS exposure and withdrawal. We hypothesized that
adolescent AAS exposure would produce behavioral alterations in aggression and anxiety
during both the exposure and withdrawal time periods, and that the expression of one
behavior would predict the expression of the other over time. More specifically, we
hypothesized that adolescent AAS-treated animals would present with high levels of
aggression and low levels of anxiety during AAS exposure that would predict low levels of
aggression and high levels of anxiety in these same animals during AAS withdrawal. To
address these hypotheses we first investigated whether adolescent AAS exposure altered
anxiety-like responding immediately (i.e., during AAS exposure) or only during withdrawal
from AAS as we previously observed (Ricci et al., 2012). Next, adolescent AAS-treated
animals were tested for aggression and anxiety during AAS exposure, separated into
quantitatively unique groups based on their aggression level during the exposure period, and
then tested for both aggression and anxiety during AAS withdrawal. Data from these
animals were analyzed using between- and within-subjects statistical procedures, along with
simple linear regression analyses to evaluate the predictive relationship between aggression
and anxiety during adolescent AAS exposure on aggression and anxiety during withdrawal
from adolescent AAS exposure.
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Intact pubertal male Syrian hamsters (Mesocricetus auratus) postnatal day 21 (P21) were
obtained from Charles River Laboratories (Wilmington, MA), individually housed in
polycarbonate cages, and maintained at ambient room temperature (22-24°C with 55%
relative humidity) on a reverse light/dark cycle (12L:12D; lights off at 7:00). Food and water
were provided ad libitum. For aggression testing, stimulus (intruder) males of equal size and
weight to the experimental animals were obtained from Charles River one week prior to the
behavioral test, group housed at 5 animals/cage in large polycarbonate cages, and
maintained as above to acclimate to the animal facility. All intruders were evaluated and
prescreened for low aggression (i.e., Disengage and Evade) and submission (i.e., Tail-up
Freeze, Flee, and Fly-away) one day prior to the aggression test to control for behavioral
differences between stimulus animals, as previously described in a number of our previous
studies (Ferris et al., 1997; Melloni et al., 1997; Ricci et al., 2004; Ricci, 2005). Intruders
displaying significantly low aggression and/or submissive postures were excluded from use
in the behavioral assay. All experimental treatments and behavioral tests described below
were administered during the first four hours of the dark cycle under dim-red illumination to
control for circadian influences. All studies using live animals were approved by the
Northeastern University Institutional Animal Care and Use Committee (NU-IACUC), and
all methods used were consistent with guidelines provided by the National Institute of
Health for the scientific treatment of animals.

Experimental Treatment

AAS Treatment—~Postnatal day 27 (P27) male Syrian hamsters were weighted and
received daily subcutaneous (SC) injections (0.1ml - 0.2ml) for 30 consecutive days (P27 -
P56) of a mixture (or “stack”) of 3 commonly used AAS (Hall et al., 2005) in doses
consistent with repeated, moderate use in humans as described (see (Melloni and Ricci,
2010) for a review). The AAS cocktail was composed of 2 mg/kg testosterone cypionate, 2
mg/kg nortestosterone and 1 mg/kg dihydrotestosterone undecyclate (Steraloids, Newport,
RI) dissolved in sesame oil (SO). As control, a separate set of P27 male hamsters received
daily subcutaneous (SC) injections (0.1ml - 0.2ml) for 30 consecutive days (P27 - P56) of
SO (vehicle control).

Experimental Design

The day following the last AAS injection (P57), AAS-treated animals (n=45) and SO-treated
controls (n=22) were randomly assigned to one of two counterbalanced groups and tested for
anxiety-like responding using the Elevated Plus Maze (EPM) test and aggressive behavior
using the Resident/Intruder (RI) test. At the completion of behavioral testing on P57,
animals were placed back into their home cage and withdrawn from AAS (or SO) for 21
days (i.e., until P77) and then again tested for anxiety and aggression.

Following behavioral tests for aggression on P57, AAS-treated animals were re-coded
according to their aggressive response as compared to SO-treated control animals and then
separated into as a No/Low (NL), Species Normative (SN) or Excessive (E) aggressive
responders using inclusion criteria described in the Statistical Analysis section. Animals
meeting the criteria for each group of aggressive responders were analyzed using within
subjects and linear regression analyses for offensive aggression and anxiety.

In a separate set of AAS-treated animals (n=30) aggression and anxiety tests were performed
on P57 using the EPM/RI sequence as there were no notable effects of testing sequence in
Experiment 1. At the completion of behavioral testing on P57, animals were withdrawn from
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AAS for 21 days (i.e., until P77) and then tested again for aggression and anxiety using the
same sequence strategy. In this set of animals an array of ancillary behaviors, including
social, comfort, and motor behaviors, were measured both during AAS exposure (i.e., on
P57) and withdrawal (i.e., on P77) to control for nonspecific behavioral effects of adolescent
AAS on behavioral responding at these two time points.

Behavior Testing

Aggression—Hamsters were tested for offensive aggression using the resident-intruder
(RI) paradigm, a well-characterized and ethologically valid model of offensive aggression in
Syrian hamsters (Floody and Pfaff, 1977; Lerwill and Makings, 1971). For this measure, a
novel intruder of similar size and weight was introduced into the home cage of the
experimental animal (resident) and the resident was scored for specific and targeted
aggressive responses observed as lateral, flank-directed attacks as previously described
(Grimes et al., 2003; Ricci et al., 2006). An attack was scored each time the resident animal
would pursue and then either [1] lunge toward and/or [2] confine the intruder by upright and
sideways threat; each generally followed by a direct attempt to bite the intruder's dorsal
rump and/or flank target area(s). The latency to attack was defined as the period of time
between the beginning of the behavioral test and the first attack the residents made toward
an intruder. In the case of no attacks, latencies to attack were assigned the maximum latency
(i.e., 600s). Each aggression test lasted for 10 minutes and was videotaped and scored
manually by two observers unaware of the hamsters' experimental treatment. Inter-rater
reliability was set at 95%. No intruder was used for more than one behavioral test, and all
subjects were tested during the first 4 hours of the dark cycle under dim red illumination to
control for circadian influences on behavioral responding.

Anxiety—Hamsters were tested for anxiety-related behavior using the elevated plus maze
(EPM) test as in our previous study (Ricci et al., 2012). The EPM has been used extensively
in rodents as a reliable test of anxiety-like responding, with particular use as a sensitive
behavioral test to screen for anxiolytic drug effects (Pellow et al., 1985; Pellow and File,
1986). The apparatus consisted of two open arms and two closed arms (30 x 5 cm) elevated
to a height of 38.5 cm and intersecting in a central platform (5 x 5 cm). The closed arms had
black Plexiglas walls (15 cm high) covered with a black Plexiglas lid on the roof. The
apparatus was arranged such that the open arms were opposite to each other. Animals were
individually placed in the center of the apparatus facing one of the closed arms. The duration
of time (sec) spent beyond a complete body length in the open arms was calculated for each
animal over a 5-minute period. An increase in the duration of time spent in the open arms of
the EPM was used as an index of anxiolytic behavior (Lister, 1987; Pellow et al., 1985).
Each anxiety test was videotaped and coded by two observers unaware of experimental
treatment. Animals were tested during the first four hours of the dark cycle under dim-red
illumination to control for circadian influences in behavioral responding.

Social Interaction Test—The social interaction test consisted of the introduction of an
experimental animal to a novel conspecific in a neutral arena. Social interest in conspecifics
was determined by measuring physical contact time and social investigation. Contact time
was defined as the period and duration of time during which the AAS-treated animal
initiated and maintained contact with the conspecific, while social investigation was defined
as the number of times the AAS-treated animal would pursue and initiate an olfactory
investigation of the conspecific. Self-grooming was used as a measure of comfort behavior.
The neutral arena consisted of a large (L 42cm; W 42cm; H 36¢cm) black opaque Plexiglas
box with white tape on the floor of the box dividing the box into 4 separate quadrants.
Animals (experimental and novel) were placed in opposite quadrants to start the beginning
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of the 10min test. Animals were tested during the first four hours of the dark cycle under
dim-red illumination to control for circadian influences in behavioral responding.

Locomotion—The neutral arena apparatus was used separately from the social contact test
for measures of locomotion. The apparatus consisted of a large (L 42cm; W 42cm; H 36¢cm)
black opaque Plexiglas box with white tape on the floor of the box dividing the box into 4
equal, separate quadrants. Animals were placed individually in the apparatus and scored for
open field matrix crossings (i.e., line crosses) and escape-attempts (i.e., wall climbing)
throughout a 10min test period. A ‘line-cross’ was scored when the animal showed four
paws over any given line thus belonging within a quadrant. Animals were tested during the
first four hours of the dark cycle under dim-red illumination to control for circadian
influences in behavioral responding.

Statistical Analyses

Behavioral results from aggression (i.e., attacks) and anxiety (i.e., duration of time spent
within the open arms of the EPM) measures were compared between P57 and P77 using
paired Student's t-test (two-tailed). Data from the different behavioral response groups (see
below) were compared using one-way, analysis of variance (ANOVAs) followed by Fisher's
protected least significance difference test post-hoc when appropriate.

Based on the directional hypothesis that aggression and anxiety are inversely related in
adolescent AAS-treated animals, animals were divided into three distinct groups of AAS-
induced aggressive responders depending on the aggression level displayed during
adolescent AAS exposure (i.e., on P57) as compared to SO-treated control animals. Animals
were assigned to an AAS “Responder” group, i.e., No/Low (NL), Species Normative (SN),
and Excessive (E) Responders depending on where their aggression scores fell in
comparison to SO-treated animals. The behavioral response of these groups were consistent
with the distribution of aggression scores collected from adolescent AAS-treated animals in
greater than two dozen studies performed over the span of the last five years (Carrillo et al.,
2009; Carrillo et al., 2011; Grimes et al., 2007; Ricci et al., 2006; Schwartzer and Melloni,
2010). Species Normative responders were those animals in the current study whose level of
attack fell within 1 standard deviation (SD) of the mean number of attacks (i.e., Mean = 17.5
+/- 3.7 SD). Animals described as No/Low responders were those animals falling 2 SDs
below the distribution mean (i.e., 1.9 +/- 0.4), and Excessive responders as 2 SDs more than
the distribution mean (i.e., 32 +/- 4). Analyses within each response group were compared
between P57 (i.e., during adolescent AAS exposure) and P77 (i.e., during AAS withdrawal)
using repeated measures, one-tailed Student's t tests. Data from NL, SN, and E responders
were also analyzed separately using simple linear regression analyses to determine whether
attack behavior was predictive of anxiety-like behavior between adolescent AAS exposure
(i.e., at P57) and AAS withdrawal (i.e., on P77) for each group.

All behavioral ancillary behaviors were collapsed across No/Low, Normal, and Excessive
AAS-induced aggressors in this study, as there were no differences between the groups for
any behavior recorded when comparing P57 and P77 data. Thus all behaviors were analyzed
using Student's paired t-tests.

The a level for all statistical analyses was set at 0.05.

Horm Behav. Author manuscript; available in PMC 2014 November 01.
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Aggression and Anxiety During Adolescent AAS Exposure and Withdrawal

Aggressive Behavior—As reported in a number of our prior studies (see (Melloni and
Ricci, 2010) for review), adolescent AAS administration results in a significant increase in
offensive aggression during the adolescent exposure period (i.e., on P57) compared to SO-
treated control animals (t(44)=5.29, p<0.001) (Figure 1). During adolescent exposure, AAS-
treated animals exhibited a greater than sixfold increase in number of attacks compared to
SO-treated controls. Also, consistent with our previous data (Carrillo et al., 2011; Grimes
and Melloni, 2006; Grimes et al., 2006; Ricci et al., 2012), behavioral data from the current
study showed that the aggression-stimulating effects of adolescent AAS exposure were no
longer present at 3 weeks of AAS withdrawal (i.e., on P77), i.e., a time at which AAS-
treated animals were no longer aggressive and displayed a non-aggressive phenotype
identical to SO-treated control animals (t(43)=1.98, p>0.1). Further, within treatment group
comparisons revealed that AAS-treated animals displayed a significantly lower level of
aggression during withdrawal from adolescent AAS exposure (i.e., on P77) as compared to
that observed during the AAS exposure period (i.e., on P57) (t(37)=2.471, p<0.05) (Figure 1
upper inset). During withdrawal from adolescent AAS exposure (i.e., on P77), residents
executed nearly 3-fold fewer attacks onto intruders placed in their home cage compared to
animals tested during adolescent AAS exposure. Conversely however, no significant
difference was observed in aggression between the exposure and withdrawal periods in SO-
treated control animals. In this case, SO-treated animals directed a nearly identical number
of attacks onto intruders (i.e., 2.6+0.1.3 attacks) during the withdrawal period (i.e., on P77)
as compared to the exposure period (i.e., 2.67+0.97 attacks on P57) (t(16)=0.076, p>0.1).

Anxiety—Adolescent AAS treated-animals displayed a significantly lower level of anxiety-
like behavior during adolescent AAS exposure (i.e., on P57) compared to SO-treated control
animals as measured by the duration of time spent in the open arms of the EPM (t(40)=2.22,
p<0.05) (Figure 1). Indeed, during adolescent AAS exposure, AAS-treated animals spent
significantly more time (>30% more time) in the open arms of the EPM compared to SO-
treated control animals. However, behavioral data from the current study showed that the
anxiolytic effects of adolescent AAS exposure were no longer present at 3 weeks of AAS
withdrawal (i.e., on P77). Rather, consistent with our recent findings (Ricci et al., 2012),
during withdrawal from adolescent AAS administration (i.e., on P77), AAS-treated animals
displayed a higher level of anxiety-like responding in the EPM compared to SO-treated
controls. Specifically, during withdrawal from adolescent AAS exposure, AAS-treated
animals spent significantly less time (<20% less time) in the open arms of the EPM
compared to SO-treated control animals (t(45)=2.05, p<0.05) (Figure 1). Within treatment
group comparisons revealed that AAS treated-animals displayed a significantly higher level
of anxiety-like behavior in the EPM test during withdrawal from adolescent AAS exposure
(i.e., on P77) as compared to that observed during AAS exposure (i.e., on P57) (Figure 1
lower inset). During withdrawal from adolescent AAS exposure, animals spent significantly
less time in the open arms of the EPM compared to the duration of time spent in the open
arms of the EPM during the AAS exposure period (t(41)=4.65, p<0.001). During AAS
withdrawal, animals spent more than 50% of the time in the open arms of the EPM
compared to animals tested during adolescent AAS exposure. Conversely however, no
significant difference was observed in anxiety-like behavior between the exposure and
withdrawal periods in SO-treated control animals. In this case, SO-treated animals spent an
average of 81.52+9.8 seconds in the open arms of the EPM during the withdrawal period
(i.e., on P77) as compared to 80.79+4.3 seconds in the open arms of the EPM during the
exposure period (i.e., on P57) (t(19)=0.081, p>0.1).
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Adolescent AAS-Induced Aggression: Quantitative Separation of Responders

Based on our hypothesis that aggression and anxiety are inversely related in adolescent
AAS-treated animals, animals were divided into adolescent AAS-induced No/Low (NL),
Species Normative (SN) and Excessive (E) Responder groups as defined by their aggression
level displayed during the adolescent AAS exposure period (i.e., on P57) as compared to
SO-treated littermates.

No/Low Aggressive Responders—Adolescent AAS-treated animals were
characterized as No/Low (NL) responders display very little, if any, aggression during
adolescent exposure (i.e., on P57) compared to SO-treated control animals, displaying a
non-aggressive phenotype identical to SO-treated animals. On average NL responders
executed fewer than 2 attacks on an opponent during the RI test. When the number of
attacks in NL responders was compared between AAS- and SO- treatment groups, there was
no significant difference in the number of attacks directed towards intruders between groups
(t(28)=0.71, p>0.1) (Figure 2).

Species Normative Aggressive Responders—As observed in a number of our
previous studies (see (Melloni and Ricci, 2010) for a comprehensive list of studies), Species
Normative (SN) responders display a high level of offensive aggression during the AAS
exposure period (i.e., on P57) compared to SO-treated littermates. On average SN
responders direct in excess of 18 attacks on an opponent during the RI test. When the
number of attacks in SN responders was compared between AAS- and SO- treatment
groups, SN responders showed a significant increase in the number of attacks directed onto
intruders (t(33)=6.25, p<0.001) (Figure 2).

Excessive Aggressive Responders—As observed in a very few of our AAS-treated
animals (n=5), Excessive (E) responders display an exceedingly high level of offensive
aggression during the adolescent AAS exposure period (i.e., on P57) compared to SO-
treated controls. On average E responders execute in excess of 32 attacks on an opponent
during the aggression test. As seen with the SN responders, the high number of attacks on
intruders executed by E responders during AAS exposure was significantly greater than the
number of attacks directed onto intruders by SO-treated control animals (t(18)=10.83,
p<0.001) (Figure 2).

Aggression and Anxiety: A Comparative Assessment of Behavioral Response Patterns
Across Adolescent AAS Exposure and Withdrawal

Based on our hypothesis that aggression and anxiety are inversely related in adolescent
AAS-treated animals, animals were divided into adolescent AAS-induced No/Low (NL),
Species Normative (SN) and Excessive (E) Responders (as defined by the aggression level
displayed during adolescent AAS exposure on P57) and compared for their aggressive and
anxiety-like responses during AAS exposure (i.e., on P57) and during AAS withdrawal (i.e.,
on P77).

No/Low Responders—NL responders display very little, if any, aggression during the
adolescent AAS exposure period (i.e., on P57), on average executing less than 2 attacks on
an opponent during the RI test. When the number of attacks in NL responders was compared
across adolescent AAS exposure and AAS withdrawal (i.e., on P77), there was a significant
increase in the number of attacks executed on intruders during the AAS withdrawal period
(t(19)=3.38, p<0.01) (Figure 3), indicating that AAS-treated NL responders are significantly
more aggressive during AAS withdrawal. On average the NL groups' attack frequency
increased nearly five fold during withdrawal from AAS. In terms of anxiety-like behavior,
as evidenced by the duration of time spent in the open arms of the EPM, NL responders
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show a trend towards a decrease in anxiety during AAS withdrawal compared to during the
adolescent AAS exposure period (t(13)=1.9, p=0.067) (Figure 3). Here, NL responders spent
more time (i.e., ~50%) more time in the open arms of the EPM during AAS withdrawal
compared to the exposure period, indicating that AAS-treated NL responders are slightly
less anxious during AAS withdrawal. Interestingly, during adolescent AAS exposure (i.e.,
on P57) NL responders very spent little time (i.e., approximately 20% of the test period on
average) in the open arms of the EPM.

Species Normative Responders—As in a number of our previous studies (see (Melloni
and Ricci, 2010) for review), SN responders display a high level of offensive aggression
during the AAS exposure period (i.e., on P57), on average executing approximately 18
attacks on an opponent during the RI test. Similarly, as we have described previously
(Carrillo et al., 2011; Grimes and Melloni, 2006; Grimes et al., 2006), SN responders direct
a significantly decreased number of attacks on intruders during AAS withdrawal (i.e., on
P77) as compared to during the adolescent AAS exposure period (t(19)=3.38, p<0.01)
(Figure 3), indicating that AAS-treated SN responders are significantly less aggressive
during AAS withdrawal. On average, the aggressive response of SN responders to
adolescent AAS exposure decreased by more than half over the course of AAS withdrawal.
In terms of anxiety-like behavior, as evidenced by the duration of time spent in the open
arms of the EPM, SN responders display little anxiety-like responding when tested during
the adolescent AAS exposure period, on average spending nearly half of the test period in
the open arms of the EPM test (Figure 3). However, when tested again during AAS
withdrawal, an increase in anxiety-like responding emerges in SN responders (Figure 3).
Here, significant differences in the duration of time spent in the open arms of the EPM
emerge between the adolescent AAS exposure and withdrawal periods such that SN
responders spent significantly less time in the open arms during AAS withdrawal (i.e.,
nearly 40% less) as they did during AAS exposure (t(17)=5.13, p<0.001) (Figure 3),
indicating that AAS-treated SN responders are significantly more anxious during AAS
withdrawal. In this instance, SN responders spent very little time (i.e., only about 18% of the
test period) in the open arms of the EPM during AAS withdrawal.

Excessive Responders—As observed in few of our AAS-treated animals (n=5), E
responders display an exceedingly high level of offensive aggression during the AAS
exposure period (i.e., on P57), on average executing in excess of 30 attacks on an opponent
during the aggression test. However, as seen with the SN responders, the high number of
attacks on intruders executed by E responders during AAS exposure drops significantly
during AAS withdrawal (i.e., P77) t(4)=3.03, p<0.05) (Figure 3), indicating that AAS-
treated E responders are significantly less aggressive during AAS withdrawal. Indeed, E
responders execute 2 fold fewer attacks on opponents during AAS withdrawal than during
the adolescent AAS exposure period. In terms of anxiety-like behavior, as evidenced by the
duration of time spent in the open arms of the EPM, E responders failed to show a
significant difference in anxiety-like responding during AAS exposure compared to during
AAS withdrawal (t(4)=0.62, p>0.1) (Figure 3). Here, both during AAS exposure and
withdrawal, E responders spent a large amount of time (i.e., >40% of the test period on
average) in the open arms of the EPM.

Between Responder Group Comparisons—During adolescent AAS exposure (i.e.,
on P57), animals across NL, SN, and E responder groups show significant increases in
offensive aggression (F( 37)=86.47, p<0.0001) concomitant with significant decreases in
anxiety-like behavior (F(2,34=5.62, p<0.01). A priori planned comparisons between groups
that responded reliably to adolescent AAS treatment revealed a significant increase in
offensive aggression (t(33)=7.89, p<0.0001) and significant decrease in anxiety (t(30)=3.59,
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p<0.01), i.e., specifically between the NL and SN responder groups. For instance, during
adolescent AAS exposure (i.e., on P57), SN responders directed a nearly 10 fold increase in
the number of attacks onto opponents in the RI test and spent greater than twice as much
time in the open arms of the EPM as compared to NL counterparts. During AAS withdrawal
however, (i.e., on P77), while there were no significant differences in aggression identified
between NL, SN and E responder groups (F 37)=1.31, p>0.1), there were significant
increases in anxiety (F(2 34)=5.52, p<0.01) observed between groups. In particular, as above,
a priori planned comparisons revealed a significant increase in anxiety (t(30)=2.14, p<0.05)
specifically between the NL and SN responder groups. For instance, during AAS withdrawal
(i.e., on P77), SN responders spent less than half the time in the open arms of the EPM as
compared to NL counterparts.

Linear Regression Analyses—Figure 4 summarizes the results of the simple linear
regression analyses for the differences of aggression and anxiety scores during adolescent
AAS exposure (i.e., P57) and withdrawal (i.e., P77) for each responder distribution.

NL responders primarily fell into the upper right quadrant of the graph (Quadrant 1) and
thus were characterized as having fewer attacks in the RI test during adolescent AAS
exposure (i.e., on P57) than during AAS withdrawal (i.e., on P77), while also spending less
time in the open arms of the EPM during adolescent AAS exposure than during AAS
withdrawal. The amount of difference in aggression between P57 and P77 for these animals
was found to be a significant predictor of change in anxiety-like responding (=3.16,
p=0.05), where in all probability it would seem that as the level of aggression becomes
greater from P57 to P77, so does anxiety-like behavior.

Data for animals designated as SN responders primarily fell in the lower left quadrant of the
graph (Quadrant 3) of Figure 4 and thus were more likely than the other two groups of
responders to execute more attacks and spend more time in the open arms of the EPM
during adolescent AAS exposure than during AAS withdrawal. Similar to the NL
responders, the difference in aggression of SN animals between P57 and P77 was a
significant predictor of change in anxiety-like responding ($=4.93, p<0.01), where, as the
level of aggression decreases from P57 to P77, the level of anxiety increases. For both the
NL and SN animals, aggression change was found to explain a significant portion of the
variance in EPM duration difference between AAS exposure and AAS withdrawal (NL:
R2=0.26; SN: R2=0.41, p<0.05 each).

Aggression and anxiety difference measures for E responders are present in the upper left
portion of the graph (Quadrant 2) in Figure 4, indicating that these animals exhibited high
levels of aggression along with high levels of anxiety-like responding during the adolescent
AAS exposure period, but had lower aggression scores and longer durations in the open
arms of the EPM during AAS withdrawal. However, the regression analysis for behavior
testing differences in E responders failed to reveal a predictive relationship between the
difference scores for the two behavioral tests across days (8=3.50, p>0.1).

To further examine the predictive relationship of aggression and anxiety-like behavior
between adolescent AAS exposure and AAS withdrawal, we pooled the behavioral data for
each day for both NL and SN responders. A linear regression analysis revealed that the
difference in aggressive responding from P57 to P77 was a significant predictor of
differences in anxiety for both days of testing (3=3.04, p<0.01), where, the decrease in
aggressive attacks from P57 to P77 occurs alongside an increase in anxiety-like responding
within these same animals from P57 to P77 (Figure 5). Accordingly, aggression difference
accounts for a significant portion of the variability observed in anxiety difference between
testing days (i.e., P77-P57; R2=0.23, p<0.01).
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Ancillary Behaviors During Adolescent AAS Exposure and Withdrawal

There were no significant differences observed in measures of social, comfort, or motor
behaviors scored during adolescent AAS exposure (i.e., on P57) and during AAS withdrawal
(i.e., on P77): p>0.05 for all behaviors analyzed (Table 1). Briefly, there were no differences
in the amount of time AAS-treated animals spent in contact with conspecifics either in the
open arena or during an aggressive encounter between adolescent AAS exposure and AAS
withdrawal groups (t(32)=0.95), nor were there differences in olfactory investigation
(t(32)=0.57). There were also no differences in the frequency of grooming, line crosses or
cage climbing behaviors displayed during adolescent AAS exposure and during AAS
withdrawal (1(32)=0.58, 0.85, and 0.46 respectively).

Discussion

The range and extent of aggression and anxiety have been shown to correlate with the
severity of AAS abuse in human populations, with longer abuse times correlating with
greater levels of anxiety (Pagonis et al., 2006a; Pagonis et al., 2006b). Yet, while a
considerable number of clinical and preclinical studies have investigated the link between
AAS use and aggression or anxiety, no studies have investigated the relationship between
AAS use and aggression and anxiety. And, importantly, those studies investigating the
relationship between AAS use and aggression or anxiety have produced mixed results that
vary with the animal species, AAS, dose, duration, and the experimental paradigm used. For
example, in laboratory studies using adult and adolescent male rats and hamsters, chronic
AAS exposure has consistently been shown to produce elevated levels of aggressive
responding (Lumia et al., 1994; McGinnis et al., 2002a; McGinnis et al., 2002b; McGinnis,
2004; Melloni and Ricci, 2010). By comparison, both anxiolytic-like (Aikey et al., 2002;
Bing et al., 1998; Bitran et al., 1993; Fernandez-Guasti and Martinez-Mota, 2005;
Koukoulas et al., 1999; Ovsiukova et al., 2003) and anxiogenic-like (Agis-Balboa et al.,
2009; Ambar and Chiavegatto, 2009; Minkin et al., 1993; Parrilla-Carrero et al., 2009;
Rocha et al., 2007; Rojas-Ortiz et al., 2006) actions of AAS have been observed following
acute and chronic exposure to AAS in adult male rats and mice. Similarly, in adolescent
female mice, repeated exposure to AAS significantly increases anxiety-like responding
(Barreto-Estrada et al., 2004; Costine et al.). Together, these data indicate that adolescent
and adult AAS exposure markedly increases both aggression and anxiety in preclinical
animal models. While informative, these studies fail to provide definitive answers regarding
the influence of AAS exposure on the relationship between aggression and anxiety.

Here we present the first set of preclinical studies that investigate the consequence of
adolescent AAS exposure on the relationship between aggression and anxiety. In these
studies pubertal male hamsters were used as an adolescent animal model to investigate the
consequences of adolescent AAS exposure on the expression of aggression and anxiety
during adolescent AAS exposure and withdrawal. In these studies, we found that adolescent
AAS administration had potent aggression-stimulating effects during the adolescent
exposure period that diminished during AAS withdrawal (Carrillo et al., 2011; Grimes and
Melloni, 2006; Grimes et al., 2006) - a time when adolescent AAS-treated animals present
with a significant increase in anxiety (Ricci et al., 2012). Given the findings that adolescent
AAS exposure promotes elevated levels of anxiety at a time when AAS-induced increases in
aggression subside, we hypothesized that adolescent AAS exposure would produce
behavioral alterations along a continuum in both aggression and anxiety, and that the
expression of one behavior would predict the expression of the other over time. In accord
with this hypothesis, we found in our first set of studies that the immediate behavioral
effects of adolescent exposure to AAS (i.e., those present during adolescent AAS exposure)
are largely anxiolytic and exist at a time when increased aggressive behavior is present.
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Similarly we also found that the prolonged effects of adolescent AAS exposure (i.e., those
present during AAS withdrawal) are largely anxiogenic and exist at a time when the
aggressive phenotype has diminished to non-aggressive, control levels. These findings are
important and may explain, at least in part, why adolescent AAS-treated animals no longer
respond aggressively during AAS withdrawal (Carrillo et al., 2011; Grimes and Melloni,
2006; Grimes et al., 2006); i.e., they become anxious — supporting the notion that aggression
and anxiety are linked. Indeed, there is support for an intimate behavioral relationship
between anxiety and aggression in humans (Apter et al., 1990; Fehon et al., 2001; Guillot
and Chapouthier, 1996; Veenema and Neumann, 2007; Veenema et al., 2007) and in animals
(Apter et al., 1990; Fehon et al., 2001; Guillot and Chapouthier, 1996; Veenema and
Neumann, 2007; Veenema et al., 2007). For instance, in mice selectively bred for High
(HAB) and Low (LAB) Anxiety Behavior, aggression and anxiety are negatively correlated,
such that LAB animals reliably display higher levels of aggressive behavior compared to
HAB animals (Veenema et al., 2007). Similarly, in recent studies we showed that during
withdrawal from adolescent AAS exposure, hamsters display heightened levels of anxiety in
the notable absence of aggression (Ricci et al., 2012), supporting the notion that aggression
and anxiety are negatively correlated. In contrast however, mice selected for short attack
latencies exhibit higher levels of anxiety compared to those selected for longer attack
latencies (Hogg et al., 2000). Similarly, highly aggressive animals from different inbred
mice strains, also display heightened levels of anxiety (Apter et al., 1990; Fehon et al., 2001;
Guillot and Chapouthier, 1996; Veenema and Neumann, 2007; Veenema et al., 2007). While
there is little doubt that a behavioral relationship between aggression and anxiety exists,
there remains a paucity of preclinical research investigating the developmental nature of this
interaction, particularly as it pertains to AAS abuse, as it exists as a precipitating factor in
the generation of these two behaviors. Thus, in this study we questioned whether there was a
functional and/or predictive relationship between the display of these two AAS-induced
behavioral phenotypes across AAS exposure and withdrawal.

We found that the relationship between aggression and anxiety during AAS exposure and
withdrawal could be largely explained by the aggressive response profile produced during
the adolescent AAS exposure period. When animals were separated into No/Low (NL),
Species Normative (SN) and Excessive (E) response groups based upon their level of
aggression during adolescent AAS exposure, an inverse behavioral relationship between
aggression and anxiety during AAS exposure and withdrawal was found, particularly in the
SN and NL responder groups. For instance, during adolescent AAS exposure, SN animals
respond aggressively to intruders (nearly 20 attacks) but display no appreciable anxiety
(~120 seconds in the open arms of the EPM), while during AAS withdrawal these same
animals display less aggression towards intruders (~6 attacks) in the presence of higher
levels of anxiety (~45 seconds in the open arms of the EPM). So, during adolescent AAS
exposure, SN animals are aggressive but not anxious, but then during AAS withdrawal these
animals become anxious and not aggressive. Conversely, during adolescent AAS exposure,
NL animals respond with no noticeable levels of aggression (<2 attacks) but do so in the
presence of relatively high levels anxiety (<50 seconds in the open arms of the EPM), while
during AAS withdrawal these same animals respond more aggressively to intruders (10
attacks) in the presence of less anxiety (~80 seconds in the open arms of the EPM). So,
during adolescent AAS exposure, NL animals are anxious but not aggressive, but then
during AAS withdrawal these same animals become more aggressive and less anxious.
Together, these data suggest that, with the exception of the E responders, adolescent
exposure to moderate doses of AAS affects both anxiety and aggression simultaneously and
in a direct inverse manner over time.

The data from linear regression modeling supports the existence of multiple populations that
are differentially responsive to AAS regarding the display of anxiety and aggression. Data
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for SN and NL responder populations suggest that aggression and anxiety share a predictive
relationship such that behavioral changes that occur between AAS exposure and withdrawal
for one behavior predict the magnitude of change in the other. Combined with the within-
subject data, these models also suggest that the direction of the behavioral changes that
occur between exposure and withdrawal are predictable based on the initial behavioral state
(i.e., the ‘level’ of anxiety or aggression) during the exposure period. Additionally, our data
suggest that as the difference in one behavior (i.e., aggression or anxiety) during exposure
and withdrawal becomes more prominent, the change in the other behavior becomes less
prominent supporting a role for a modulatory (or feedback) mechanism implicated in the
expression of aggression and anxiety. For instance, in this study the relationship between the
measures of change in aggression and anxiety for NL responders was found to be predictive
where it can be assumed that low aggression during exposure ostensibly becomes dis-
inhibited during AAS withdrawal — leading to an increase in aggressive responding.
Similarly, for anxiety, the level of anxiety-like behavior becomes slightly greater during
AAS withdrawal. In terms of aggression, the change in aggressive behavior was found to
predict the change in anxiety, suggesting that behaviorally, in NL responders, the degree to
which aggression is suppressed during adolescent AAS exposure can be used to estimate
how anxious an animal will be during the AAS withdrawal phase. The same type of
predictive relationship was present in SN responders, except, in their case, the degree to
which aggression was heightened during AAS exposure provided predictive information
related to the amount of anxiety expressed during withdrawal. Simply stated, the increase in
aggression observed during adolescent AAS exposure can likely be used to predict increased
anxiety-like responding during AAS withdrawal. Interestingly, the predictive relationship
between aggression and anxiety changes when the data for SN and NL responders are
combined, producing a predictive relationship that more closely resembles the SN
responders. In this case, linear regression analysis revealed that aggression difference
observed between adolescent AAS exposure and AAS withdrawal was a significant
predictor of differences in anxiety for both days of testing, such that the increase in
aggression observed during the adolescent AAS exposure period can likely be used to
predict the increase in anxiety-like behavior during AAS withdrawal. Together these data
provide important information regarding the predictive relationship between aggression and
anxiety in adolescent AAS treated animals across the term of their use, showing an inverse
behavioral relationship between aggression and anxiety during adolescent AAS exposure
and withdrawal.

The similarity between SN and NL responders in terms of their predictive relationship may
suggest some level of shared neural circuitry mediating the aggressive and anxious
responses brought on by adolescent AAS exposure and during AAS withdrawal, where
alterations in behavior may be a function of the expression or release of neurochemical
signal(s) involved in both behavioral responses. There is support for a complex
neurobiological relationship between aggressive behavior and anxiety. For instance, close
examination of the neural circuits regulating aggressive behavior and anxiety reveal
overlapping neural loci, supporting the notion that aggression and anxiety share a common
neuroanatomy (Delville et al., 2000; Ernst and Fudge, 2009; Ferris, 2000; Newman et al.,
1999; Pratt, 1992). In particular, the anterior hypothalamus (AH), central amygdala (CeA),
frontal cortex (FC), lateral septum (LS), and medial amygdala (MeA) appear to be sites of
overlap for neural inputs that influence both aggressive behavior (Delville et al., 2000;
Nelson and Trainor, 2007) and anxiety (Pratt, 1992). Prior studies have shown altered
anxiety-like behavior in response to LS kindling in rats (Thomas and Gunton, 2011) as well
as alterations in neurosteroid concentrations within the FC of mice (Maayan et al., 2006).
Further, in recent studies we showed that the heightened level of anxiety observed during
AAS withdrawal was correlated with a significant decrease in serotonin (5HT) afferent
innervation to several of these brain sites in hamsters, most notably the AH, CeA, and MeA,
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but not the LS or FC (Ricci et al., 2012). Along these lines, in the current study we showed
that adolescent hamsters exposed to AAS displayed significantly more aggression and were
significantly less anxious during the AAS exposure period (i.e., on P57) compared to AAS
withdrawal (i.e., on P77). The timeframe over which these behavioral changes take place
mirror the timeframe over which AAS-mediated alterations in neural circuitry and
neurochemistry occur in select brain regions (e.g., AH, MeA, CeA) and neural systems (e.g.,
5HT) associated with aggression and anxiety (Carrillo et al., 2011; Grimes and Melloni,
2006; Grimes et al., 2006), suggesting that perhaps the functioning of the 5HT neural system
within these brain sites may modulate the behavioral change from aggression during
adolescent AAS exposure to anxiety during AAS withdrawal observed in the current study.
Indeed, 5HT has been shown to modulate both anxiety and aggression (Bouwknecht et al.,
2007; Cheeta et al., 2001; Costall and Naylor, 1992; Hammack et al., 2009; Higgins et al.,
1991; Ishiwata et al., 2005; Levita et al., 2004; Lowry et al., 2008; Morrison et al., 2013;
Sakaue et al., 2003; van der Vegt et al., 2003), and in recent studies we have shown that the
aggression-eliciting effects of AAS exposure during adolescent development are modulated,
in part, by 5HT neural signaling (Grimes and Melloni, 2002; Grimes and Melloni, 2005;
Ricci et al., 2006), as are the anxiogenic effects that appear during AAS withdrawal (Ricci et
al., 2012). These data support the notion of a specific “gating” mechanism (perhaps
modulated by 5HT) whereby the expression of the “aggressive” brain state can permit or
preclude the expression of the “anxious” brain state and vise versa, an investigation
currently ongoing in our laboratory.

In summary, these studies provide data that identify a predictive, inverse behavioral
relationship between adolescent AAS-induced alterations in aggression and anxiety between
adolescent AAS exposure and withdrawal. Specifically, these data show that increases in
aggressive behavior observed during adolescent AAS exposure are followed by increases in
anxiety during AAS-withdrawal, and that these behavioral changes occur alongside a
predictive relationship between aggression and anxiety that takes place between AAS
exposure and withdrawal. Together, these data provide important information regarding the
behavioral relationship between aggression and anxiety in adolescent AAS treated animals
during AAS exposure and withdrawal, showing an inverse behavioral relationship between
these two behaviors over time.
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Figure 1.

Adolescent AAS exposure alters aggression and anxiety during adolescent AAS exposure
and withdrawal. Top Graphs. The number of attacks of control- (SO; white bars) and AAS-
(black bars) treated hamsters in a resident/intruder (R/I) test during adolescent exposure (i.e.,
on P57) and withdrawal (i.e., on P77). Top Inset. The number of attacks of AAS-treated
hamsters during adolescent AAS exposure (i.e., on P57, striped bars) and withdrawal (i.e.,
on P77, black bars). Bottom Graphs. The duration of time control- (SO; white bars) and
AAS- (black bars) treated hamsters spent in the open arm of the elevated plus maze (EPM)
during adolescent exposure (i.e., on P57) and withdrawal (i.e., on P77). Bottom Inset. The
duration of time spent in the open arm of the EPM of AAS-treated hamsters during
adolescent AAS exposure (i.e., on P57, striped bars) and withdrawal (i.e., on P77, black
bars). Bars denote SEM; *p<0.05, **p<0.01, ***p<0.001,
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Figure2.

Adolescent AAS-induced No/Low (NL), Species Normative (SN) and Excessive (E)
Responders as defined by the aggression level displayed during adolescent AAS exposure.
The number of attacks of control- (SO; white bars) and AAS- (black bars) treated hamsters
in a resident/intruder test during adolescent exposure (i.e., on P57). Bars denote SEM,;
***n<0.001,

Horm Behav. Author manuscript; available in PMC 2014 November 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Ricci et al.

Page 22
Eps57 P77
R/l Test
NL SN E
40 40 - 40
é:o 1 é 30 § 30
P t t
2 2 2
=20 = 20 E 20
= *k = =
a
£ £ *x £
g zam- > .
= = =z
0 0+ ; 0
Attacks Attacks Attacks
NL SN E
160 180 180
z H z
£ 120 % 120 %120
o S 5
@ @ ]
£ = 2
8 3 B .
§ © 2 60 g 60
& 2 :
0 1 o o
Time in Open Arms Time in Open Arms Time in Open Arms
Figure 3.

Adolescent AAS exposure differentially alters aggression and anxiety during AAS exposure
(i.e., at P57, striped bars) and withdrawal (i.e., at P77, black bars) across three
subpopulations of aggressive responders. The number of attacks in a resident/intruder test
(R/I Test; top graphs) and the duration of time spent in the open arm of the elevated plus
maze (EPM; bottom graphs) were measured for animals categorized as No/Low (NL; left),
Species Normative (SN; middle), or Excessive (E; right) Responders. Bars denote SEM;
*p<0.05, **p<0.01, ***p<0.001, *p=0.067.
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Figure 4.

Linear correlation plots for the simple linear regression analyses of each individual
subpopulation of AAS-induced aggressive responders for the difference (i.e., P77 minus
P57) in the number of attacks and the difference (i.e., P77 minus P57) in time spent in the
open arms of the elevated plus maze during adolescent AAS exposure (i.e., at P57) and AAS
withdrawal (i.e., at P77). @ = No/Low Responders, o = Species Normative Responders, and
A = Excessive Responders.
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Linear correlation plot for the simple linear regression analysis of pooled data for No/Low
and Species Normative Responders for the difference (i.e., P77 minus P57) in the number of

attacks and the difference (i.e., P77 minus P57) in time spent in the open arms of the

elevated plus maze during adolescent AAS exposure (i.e., at P57) and AAS withdrawal (i.e.,

at P77).
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Table 1

Effects of AAS during the adolescent AAS exposure period (i.e., at P57) and AAS withdrawal (i.e., at P77) on
general measures of behavioral activation.

Behavior Testing Period

P57 P77 t-value Probability

Social Behavior (£SD)
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Contact Time (s) 384.1+124.8 387.8+96.1 1(32)=0.95 >0.05

Olfactory Investigation 1.6+1.4 1.4+1.2 (32)=0.57 >0.05
Comfort Behavior (£SD)

Self Grooming 2.2+1.1 24+16  t(32)=0.58 >0.05
Locomotion Behavior (£SD)

Line Crosses 7.1+4.1 6.9+3.5 t(32)=0.85 >0.05

Wall Climbing 1.7+1.3 15+1.1  1(32)=0.46 >0.05
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