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Abstract
Amphetamine withdrawal in both humans and rats is associated with increased anxiety states,
which are thought to contribute to drug relapse. Serotonin in the ventral hippocampus mediates
affective behaviors, and reduced serotonin levels in this region are observed in rat models of high
anxiety, including during withdrawal from chronic amphetamine. This goal of this study was to
understand the mechanisms by which reduced ventral hippocampus serotonergic
neurotransmission occurs during amphetamine withdrawal. Serotonin synthesis (assessed by
accumulation of serotonin precursor as a measure of the capacity of in vivo tryptophan
hydroxylase activity), expression of serotonergic transporters, and in vivo serotonergic clearance
using in vivo microdialysis, were assessed in the ventral hippocampus in adult male Sprague
Dawley rats at 24 hours withdrawal from chronic amphetamine. Overall, results showed that
diminished extracellular serotonin at 24 hours withdrawal from chronic amphetamine was not
accompanied by a change in capacity for serotonin synthesis (in vivo tryptophan hydroxylase
activity), nor serotonin transporter expression or function in the ventral hippocampus, but instead
was associated with increased expression and function of organic cation transporters (low affinity,
high capacity serotonin transporters). These findings suggest that 24 hours withdrawal from
chronic amphetamine reduces the availability of extracellular serotonin in the ventral hippocampus
by increasing organic cation transporter-mediated serotonin clearance, which may represent at
future pharmacological target for reversing anxiety states during drug withdrawal.
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Introduction
Amphetamine abuse is associated with a withdrawal syndrome that includes anxiety
symptoms which may contribute to drug relapse (Koob & Le Moal, 2001; Romanelli et al.,
2006; Gossop, 2009; Shoptaw et al., 2009). In rats, 24 hours withdrawal from chronic
amphetamine treatment increases anxiety-like behaviors which persist during long-term
withdrawal (Barr et al., 2010; Vuong et al., 2010). Therefore, the rat represents a model for
investigating neurobiological changes during amphetamine withdrawal to better understand
mechanisms underlying withdrawal-induced increases in anxiety states.

Serotonin (5-HT) in the hippocampus is important for adaptive coping with anxiogenic
environments, and dysfunction of 5-HT neurotransmission in this region is thought to
underlie heightened anxiety states (Guimaraes et al., 1993; Graeff et al., 1996; Joca et al.,
2003; Storey et al., 2006). For example, rats bred for high anxiety-like behavior have
reduced stress-induced hippocampal 5-HT levels (Keck et al., 2005), while direct
enhancement of hippocampal 5-HT reduces heightened anxiety-like behaviors of rats
(Guimaraes et al., 1993; Graeff et al., 1996). Ex vivo tissue 5-HT levels in the ventral
hippocampus are reduced in rats at 24 hours of amphetamine withdrawal, the same time
point as increased anxiety behaviors emerge (Barr et al., 2010; Vuong et al., 2010; Barr and
Forster, 2011). Furthermore, corticosterone-induced increases in extracellular 5-HT within
the ventral hippocampus are attenuated in rats at 24 hours withdrawal from chronic
amphetamine (Barr and Forster, 2011). Together, these findings suggest reduced 5-HT
neurotransmission in the ventral hippocampus of rats undergoing amphetamine withdrawal
may underlie increased anxiety states. The goal of this study was to investigate mechanisms
by which reduced ventral hippocampus serotonergic neurotransmission occurs during
amphetamine withdrawal, important for future work addressing reversing withdrawal-
induced anxiety states.

A potential mechanism for reduced 5-HT function in the ventral hippocampus during
amphetamine withdrawal includes enhancement of 5-HT transporters that clear extracellular
5-HT. Normally, the 5-HT transporter (SERT) is the primary mechanism for clearing
extracellular 5-HT (Gainetdinov and Caron, 2003). In contrast, organic cation transporter 3
(OCT3), a low affinity, high capacity transporter, contributes to 5-HT clearance under
conditions of elevated 5-HT release, such as in response to stress (Daws et al., 1998; Daws,
2009; Feng et al., 2009; Gasser et al., 2009). Amphetamine and its derivatives are substrates
for SERT (Schuldiner et al., 1993; Tatsumi et al., 1997), and interact with SERT to increase
5-HT efflux (Hilber et al., 2005; Seidel et al., 2005). Acute amphetamine administration also
increases SERT activity at the plasma membrane by suppressing protein kinase C-mediated
SERT phosphorylation and internalization. (Ramamoorthy and Blakely, 1999; Qian et al.
1997). Amphetamine may also interact with OCT3s directly (Wu et al., 1998; Amphoux et
al., 2006; although see Zhu et al., 2010) and indirectly by stimulating adrenal release of
corticosterone (Kynch and Eisenburg, 1979; Swerdlow et al., 1993) which is a substrate for
OCT3s (Gasser et al., 2006). Therefore, we tested the hypothesis that repeated amphetamine
treatment enhances 5-HT transport mechanisms in the ventral hippocampus that are apparent
in early (24 hours) withdrawal, thus reducing serotonergic neurotransmission during
amphetamine withdrawal.

Methods
Animals

One hundred and forty-nine male Sprague Dawley rats (3 weeks old) were purchased from
the University of South Dakota Animal Resource Center. Rats were housed in pairs for the
entire experiment, and maintained at 22 °C on a reverse 12 h light 12 h dark cycle with free
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access to food and water. Pair-housing of rats from weaning onwards was used as a standard
housing procedure since isolation rearing increases anxiety-like behaviors (Lukkes et al.,
2009) and amphetamine differentially alters behavior of rats reared in isolation versus pair-
housed controls (e.g. Zeeb et al., 2012). Rats were used in the following studies once they
reached early adulthood (8 weeks of age). The procedures were approved by the Institutional
Animal Care and Use Committee of the University of South Dakota, were carried out in
accordance with the National Institutes of Health Guide for the Care and Use of Laboratory
Animals (8th edition, 2011), and all efforts were made to reduce animal suffering and
animal numbers.

Amphetamine Treatment
Rats were treated with amphetamine (2.5 mg/kg, ip.; n = 76) or saline (n = 73) daily for two
weeks. Injections were always made during the dark phase of the light cycle, between 11am
and 1pm. This treatment regime produces anxiety states that are observed at 24 hours to 4
weeks of withdrawal (Barr et al., 2010; Vuong et al., 2010). Rats used in the following
experiments were at 24 hours of withdrawal at the time of testing or brain collection.

Experiment 1: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on
Stimulated Levels of 5-HT in the Ventral Hippocampus

Rats exposed to chronic amphetamine treatment and 24 hours withdrawal exhibit attenuated
corticosterone-induced increases in extracellular 5-HT within the ventral hippocampus,
thought to be due to a reduction in glucocorticoid receptors in the ventral hippocampus (Barr
and Forster, 2011). However, ex vivo 5-HT tissue content in the dentate gyrus of the ventral
hippocampus is reduced at 24 hours withdrawal from chronic amphetamine treatment (Barr
et al., 2010), suggesting a potential for extracellular serotonergic transmission per se to be
dampened in this region, independent of direct glucocorticoid application. Therefore, the
purpose of this experiment was to determine whether stimulated extracellular levels of 5-HT
in the ventral hippocampus are dampened at 24 hours withdrawal from chronic
amphetamine pretreatment. In the current experiment, reverse dialysis of 100 mM KCl was
used to stimulate 5-HT release through local depolarization. Local application of a high K+-
containing solution is frequently used to evoke changes in extracellular neurotransmitter
levels (Trillat et al., 1997).

Microdialysis Procedures—The morning following the last injection of amphetamine,
rats were anesthetized with urethane (1.8 g/kg, ip., Sigma-Aldrich, St. Louis, MO, USA) and
placed within a small mammal stereotaxic frame (Kopf, Tujunga, CA, USA). Animals
remained under anesthesia throughout the course of the experiment (Barr and Forster, 2011),
with body temperature held at 37 °C by a temperature-controlled heating pad (Harvard
Apparatus, Holliston, MA, USA). Urethane has minimal effects on neurotransmitter release
and neuronal firing rates, with baseline and elicited 5-HT release similar between freely-
moving and urethane-anesthetized rats (Maggi and Meli, 1986; Forster et al., 2006; 2008). A
laboratory-made microdialysis probe (2.5–3.0 mm exposed membrane length, average
recovery for 5-HT was 19.6%) was inserted into the ventral hippocampus (AP, −5.2 mm
from bregma; ML, 4.5 mm from midline; DV, −8.6 mm from dura; Paxinos & Watson,
1996). Artificial cerebrospinal fluid (aCSF; composed of the following in mM: 147 NaCl,
2.7 KCl, 1 NaH2PO4, 1.4 Na2HPO4, 2.1 MgCl2, and 1.6 CaCl2) was continuously perfused
through the probe at a rate of 0.4 μL/min. Dialysate (8 μL/sample) collection began 4 hrs
following probe insertion (e.g. Forster et al., 2008; Barr and Forster, 2011), with dialysates
collected at 20 min intervals and 5-HT levels measured using high-performance liquid
chromatography (HPLC) with electrochemical detection (see below for details).
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Following collection of at least three comparable baseline samples, perfusion with aCSF was
changed to perfusion of aCSF containing high KCl levels (100 mM; Trillat et al., 1997)
through the dialysis probe for 20 min after which perfusion with normal aCSF was re-
established (n = 6 for amphetamine and n = 5 for saline pretreated rats). When KC1 was
brought from 2.7 to 100 mM, NaC1 concentration was reduced concurrently to maintain
physiological osmolarity. Dialysates were collected until 5-HT returned to baseline levels
following reintroduction of normal aCSF.

HPLC Measurement of 5-HT from Dialysates—High performance liquid
chromatography with electrochemical detection (HPLC-ED) was used to detect 5-HT in
dialysates (Forster et al., 2008; Barr and Forster, 2011). The mobile phase (containing per
liter: 680 mg EDTA, 500 mg sodium octanesulfonate, 4.8 g NaH2PO4, 500 μL triethylamine
and 170 mL methanol, pH 5.2; all obtained from Sigma-Aldrich) was pumped through a
UniJet 3 μm C18 microbore column (Bioanalytical Systems; West Lafayette, IN, USA)
under nitrogen gas pressure (2000 psi). Dialysates were injected onto the chromatographic
system using a rheodyne injector via a 5 μL loop (Bioanalytical Systems). The perfusion
rate of 0.4μL/min resulted in the collection of approximately 8μL of dialysate/20 min to
ensure that the loop was overfilled with each sample. Following separation by the column,
5-HT was detected by a glassy carbon electrode (Bioanalytical Systems), which was
maintained at +0.6 V with respect to an Ag/AgCl2 reference electrode using an LC-4C
potentiostat (Bioanalytical Systems). The voltage output was recorded by Clarity v2.4
Chromatography Station for Windows (DataApex, Prague, Czech Republic) and 5-HT peaks
were identified by comparison to a 5-HT standard (7.9 pg/5 μL 5-HT). The 2:1 signal to
noise detection limit for 5-HT using this system was 0.06 +/− 0.01 pg.

Histology—At the conclusion of each experiment, rats were killed by an overdose of
sodium pentobarbital (0.5 mL Fatal Plus, i.p.; Vortech, Dearborn, MI, USA). The brains
were removed and fixed in 10% buffered formalin (Fisher Scientific, Fair Lawn, NJ, USA).
Brains were sectioned (60 μm) frozen on a sliding microtome and examined under a light
microscope by two experimenters, one blind to treatment and results, to determine probe
placement. Only data from rats with correct placements in the ventral hippocampus were
included in the analyses.

Experiment 2: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on in vivo
Tryptophan Hydroxylase Activity in the Ventral Hippocampus

This experiment tested whether chronic amphetamine treatment and withdrawal altered the
activity of the rate-limiting enzyme in serotonin synthesis, tryptophan hydroxylase (TpH), to
account for reduced K+-stimulated increases in extracellular 5-HT concentrations that were
observed in the ventral hippocampus of amphetamine pretreated rats at 24 hours withdrawal
(see Results). Tryptophan is converted to 5-hydroxytryptophan (5-HTP) by TpH, and in
turn, 5-HTP is converted to 5-HT by aromatic amino acid decarboxylase (AADC). The
inhibition of AADC prevents 5-HTP conversion to 5-HT, and the accumulation of 5-HTP
over a fixed time period serves as a measure of in vivo TpH activity (Johnston and Moore,
1983). The median raphe nucleus (mRN) was also examined, as functional and anatomical
evidence suggests that the majority of 5-HT innervation of the ventral hippocampus is from
the mRN (Azmitia and Segal, 1978; Miguez et al., 2002).

AADC Inhibition and Collection of Brain Tissue—Twenty-four hours after the last
amphetamine or saline injection, rats received an injection of either the AADC inhibitor
NSD-1015 (100 mg/kg, ip.; Sigma-Aldrich; Evans et al., 2009) or vehicle (equivalent
volume of 0.9% saline) and returned to their home cages (n = 11 per treatment group; 44 rats
total). Thirty minutes following AADC or vehicle injection (Evans et al., 2009), rats were
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decapitated, and brains were rapidly removed and frozen on dry ice. Brains were stored at
−80 °C until sectioning. Frozen brains were serially sliced at 300 μm in the coronal plane, at
−10°C within a cryostat (Leica Jung CM 1800; North Central Instruments, Plymouth, MN).
The sections were thaw-mounted on glass slides and stored at −80°C until microdissection.
The ventral hippocampus and the mRN were identified using Paxinos and Watson (1996),
and bilaterally microdissected with a 23 gauge cannula using a dissecting microscope and
freezing stage (Physiotemp; North Central Instruments). The microdissected tissue was
expelled into 60 μl of sodium acetate buffer (pH 5.0) containing 0.1 μM of internal standard
(α-methyl-dopamine), and the cells were lysed by freeze-thawing samples (e.g., Scholl et
al., 2009; 2010)

Brain regions were analyzed for tissue 5-HTP concentrations using HPLC-ED. Details of
this assay have been published elsewhere (e.g. Renner et al, 1987; Scholl et al., 2009; 2010).
Briefly, 2 μL of a 1 mg/mL ascorbate oxidase solution (Sigma-Aldrich) was added to each
sample prior to centrifuging at 17,000 × g for 3 minutes. The supernatant was removed and
45 μL injected into a chromatographic system (Waters Associates, Inc., Milford, MA, USA)
and analyzed electrochemically with a LC-4B potentiostat (BioAnalytical Systems). The
electrode potential was set at +0.6 V with respect to an Ag/AgCl reference electrode. The
mobile phase consisted of 14 g citric acid, 8.6 g sodium acetate, 110 mg sodium
octanesulfonate, 150 mg EDTA disodium salt, and 100 ml of methanol in 1 L of deionized
water (all obtained from Sigma-Aldrich). Flow rate was maintained at 1.4 mL/min.

The tissue pellet remaining from each sample was dissolved in 45 μL (mRN) or 110 μL
(ventral hippocampus) 0.4 M NaOH. Protein concentrations were determined within 5 μL
sample duplicates using a Bradford Kit (BioRad Laboratories, Hercules, CA) and a
microplate reader (Bio-Tek Instruments, Winooski, VA, USA). Concentrations of 5-HTP
were obtained and corrected for recovery using CSW32 v1.4 Chromatography Station for
Windows (DataApex, Prague, Czech Republic), and expressed as pg amine/μg protein.

Experiment 3: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on
Expression of 5-HT Transporters in the Ventral Hippocampus

Extracellular 5-HT levels (as measured by microdialysis) are contributed to by both 5-HT
release and clearance. Thus, changes in 5-HT clearance may account for reduced
extracellular concentrations of 5-HT in the ventral hippocampus following chronic
amphetamine treatment. This experiment was conducted to examine whether chronic
amphetamine treatment alters the expression of the 5-HT transporters SERT or OCT3 in the
ventral hippocampus. While other cation transporters exist, 5-HT uptake by OCT1 is
minimal, and expression of OCT2 (which can transport 5-HT with a similar affinity than
OCT3) in brain is for the most part confined to the subventricular region (Gorboulev et al.,
1997; Gründemann et al., 1997 Amphoux et al., 2006; Schomig et al., 2006; Koepsell et al.,
2007).

Collection of Brain Tissue—Rats (n = 8 per amphetamine or saline pretreatment) were
decapitated 24 hrs following last treatment and the brains were rapidly removed. Brains
were frozen, sectioned, the ventral hippocampus microdissected as described for Experiment
2, and homogenized in 40 μL of HEPES buffer. Protein concentrations were determined
from 5 μL sample duplicates as described for Experiment 2.

Western Immunoblotting—Samples (50 μg/lane) were loaded on a 7.5% SDS
polyacrylamide gel (PAGE) and electroblotted onto a polyvinylidene difluoride (PVDF)
membrane (Bio-Rad Laboratories) from the gel by a semi-dry blotting apparatus (Bio-Rad
Laboratories). The blotted membrane was then blocked with 5% skim milk containing 0.1%
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BSA at 4°C overnight and then incubated with goat polyclonal antibody against SERT
(SC-1458; Santa Cruz, Santa Cruz, CA; 1:400; O’Reilly et al., 2007; which recognized a
single band at 75 kDa) or rabbit polyclonal antibody against rat OCT3 (OCT31-A; Alpha
Diagnostics International, Cambridge, United Kingdom; 1:1000; Gasser et al., 2009; which
recognized a single band at 53 kDa) in Tris-buffered saline containing 0.1% Tween-20
(TBST) at 4 °C for 24 hr. Membranes were washed three times with TBST, and then
incubated with IRDye 800-conjugated donkey anti-goat IgG secondary antibody
(605-732-125; Rockland Inc., Gilbertsville, PA 1:5,000) or IRDye 800-conjugated goat anti-
rabbit IgG secondary antibody (611-132-122; Rockland Inc.; 1:5,000) for 2 hr at room
temperature. After the incubation, membranes were washed three times with TBST before
visualization. Control for protein loading was achieved by using primary antibodies to actin
(1:2000; Chemicon International; MAB1501R) and IRDye 800-conjugated affinity purified
anti-mouse IgG as secondary antibodies (1:5000; Rockland Inc.; 610-132-121). Proteins
were detected using the Odyssey infrared imaging system (excitation/emission filters at 780
nm/820 nm range, LI-COR Biosciences, Lincoln, NE). Optical densities from each
individual sample were corrected against actin levels and expressed as a percentage of the
saline-injected control group (Burke et al., 2011).

Experiment 4: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on the
Functional Expression of 5-HT Transporters in the Ventral Hippocampus

In vivo microdialysis was used to test if SERT or OCT3-mediated accumulation of 5-HT
was altered by chronic amphetamine treatment and withdrawal by measuring extracellular 5-
HT concentrations after pharmacological blockade of the respective transporters (Miguez et
al., 2002; Feng et al., 2005). This method effectively tests functional expression of the 5-HT
transporters, since the level of 5-HT accumulation produced by a given concentration of a 5-
HT transporter inhibitor reflects the level of functional protein expressed at the cell surface
available for pharmacological blockade.

Microdialysis Procedures—Rats underwent microdialysis experiments 24 hrs after the
last amphetamine or saline injection using the general procedures outlined for Experiment 1.
Experiments were initiated following the collection of at least 3 stable baseline samples of
5-HT. To assess the effects of acute amphetamine withdrawal on extracellular
concentrations of 5-HT in the ventral hippocampus following blockade of SERT-mediated
5-HT, paroxetine (0.1 μM (n = 5/treatment group), 0.5 μM (n = 6/treatment group) or 3 μM
(n = 5/treatment group; Miguez et al., 2002) was perfused into the ventral hippocampus via
the microdialysis probe for 20 min. Paroxetine has a higher affinity for SERT than other
selective serotonin reuptake inhibitors (Hirano et al., 2005). The vehicle for paroxetine was
aCSF. Rats perfused with aCSF in the absence of paroxetine (n = 4/treatment group) had
perfusion lines containing aCSF disconnected and reconnected to simulate start and end of
drug perfusion and control for changes in line pressure.

To assess the effects of acute amphetamine withdrawal on extracellular concentrations of 5-
HT in the ventral hippocampus following blockade of OCT3-mediated 5-HT clearance, 30
or 100 μM concentrations of the OCT3 inhibitor decynium 22 (D-22) were perfused into the
ventral hippocampus via the microdialysis probe for 20 min (30 μM, n = 7 for saline and 8
for amphetamine pretreated rats; 100 μM, n = 6/treatment group; Feng et al. 2005) and the
dialysate was analyzed for extracellular 5-HT. D-22 inhibits up to 48% of monoamine
clearance thought to be dependent on OCT3, as estimated by histamine clearance (Gasser et
al., 2006). It should be noted that D-22 also inhibits OCT1-, OCT2-, and plasma membrane
monoamine transporter (PMAT)-mediated monoamine clearance with similar affinity, but
due to the distribution and affinity differences discussed above (Schomig et al., 2006;
Amphoux et al., 2006; Koepsell et al., 2007; Duan and Wang, 2010), the major contributor
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to 5-HT accumulation within the ventral hippocampus following D-22 perfusion is OCT3,
and possibly PMAT. Stock D-22 (1,11-diethyl-2,22-cyanine iodide, Sigma-Aldrich) was
dissolved in 100% ethanol and diluted in aCSF with a final ethanol concentration of 4.5%.
Rats perfused with aCSF in the absence of D-22 (n = 5 for saline and 6 for amphetamine
pretreated rats) were perfused with aCSF containing 4.5% ethanol. Once 5-HT returned to
baseline levels, rats were euthanized and the brains were histologically evaluated for probe
placement.

Data analysis
For microdialysis experiments, the height of the 5-HT peaks in three baseline dialysis
samples were averaged and post-drug 5-HT peak heights were calculated as a percentage
change from mean baseline levels for each animal (Forster et al., 2008; Barr and Forster,
2011). For each experiment, 5-HT levels were analyzed with respect to time (within-subject
factor) and treatment group (between-subject factor) using two-way ANOVA with one
repeated measure. Significant effects of treatment at a given time-point were further
analyzed by Student–Newman-Keul’s (SNK) multiple comparison procedure. When a
significant effect of time was noted, a one-way ANOVA with one repeated measure was
performed across time for each given treatment. Resulting significant time-points were
identified by Holm-Sidak post hoc tests for multiple comparisons with a single control,
where the sample collected immediately before the drug infusion served as the control
sample. Separate two-way ANOVA were used to analyze the effect of amphetamine on
tissue concentrations of 5-HTP in AADC-inhibition and vehicle groups, with significant
main effects followed by SNK multiple comparison tests. Separate one-way ANOVA were
used to measure the effect of drug treatment on hippocampal SERT and OCT3 optical
density (corrected for actin). All analyses were performed using SigmaStat v.3.5, with α set
at 0.05.

Results
Probe Placements and Baseline 5-HT Levels for Microdialysis Experiments

The placement of microdialysis probes ensured that the 2.5–3.0 mm length of dialysis
membrane sampled from the ventral hippocampus ( 5.2 to 5.8 mm posterior from bregma;
Paxinos and Watson, 1996; Fig. 1), and were similarly distributed in saline and
amphetamine treated animals across the three different pharmacological experiments. A total
of five rats were excluded from further analysis due to probe placements outside the ventral
hippocampus. Baseline levels of 5-HT for amphetamine pretreated rats were 1.12 ± 0.15 pg/
5 μL, and for saline pretreated rats were 1.16 ± 0.16 pg/5 μL (uncorrected for recovery).
There was no statistical difference in baseline levels between groups (F1,57 = 0.0209,
P>0.05).

Experiment 1: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on
Stimulated Levels of 5-HT in the Ventral Hippocampus

This experiment aimed to establish whether chronic amphetamine administration and
withdrawal altered extracellular 5-HT concentrations in the rat ventral hippocampus as a
response to 100 mM KCl perfused into the ventral hippocampus for 20 min through a
microdialysis probe (Fig. 2). There was no significant effect of drug treatment (F1,9 = 1.34;
P>0.05), but a significant effect of time (F11,115 = 13.642; P< 0.001), and an interaction
between treatment and time (F11,115 = 3.488; P< 0.001) were observed. Perfusion of 100
mM KCl solution into the ventral hippocampus significantly increased extracellular 5-HT
concentrations over time for both saline (F11,52 = 14.554; P < 0.001) and amphetamine
(F11,62 = 3.039; P < 0.01) pretreatment groups. The effect of KCl was apparent 20 and 40
min post-infusion when compared with pre-perfusion levels (Holm-Sidak, P < 0.001, Fig. 2).
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However, amphetamine pretreated rats showed significantly less KCl-evoked 5-HT levels at
20 and 40 min post perfusion (SNK, P<0.001) than saline pretreated rats (Fig. 2).

Experiment 2: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on in vivo
Tryptophan Hydroxylase Activity in the Ventral Hippocampus

The goal of this experiment was to test whether the decrease in KCl-stimulated extracellular
5-HT concentrations in the ventral hippocampus of chronic amphetamine pretreated rats at
24 hours withdrawal might be due to reduced 5-HT synthesis. We assessed this possibility
by measuring the accumulation of 5-HTP in the ventral hippocampus following AADC
inhibition as an index of in vivo TpH activity and thus potential for 5-HT synthesis. In the
ventral hippocampus (Fig. 3A), there was no significant effect of pretreatment (F1,39 =
0.593, P>0.05) and no significant interaction between pretreatment and inhibitor treatment
(F1,39 = 0.681, P>0.05), but there was a significant main effect of inhibitor treatment (F1,39
= 138.328, P < 0.001). Post-hoc tests revealed that the AADC inhibitor significantly
increased 5-HTP levels over vehicle-treated groups in both saline pretreated rats (SNK, P <
0.001) and amphetamine pretreated rats (SNK, P < 0.001). Likewise in the mRN (Fig. 3B),
there was no significant effect of pretreatment (F1,38 = 0.467, P>0.05) and no significant
interaction between pretreatment and inhibitor treatment (F1,38 = 0.2.263, P>0.05), but there
was a significant main effect of inhibitor treatment (F1, 38 = 134.819, P< 0.001). The AADC
inhibitor significantly increased 5-HTP levels over vehicle-treated groups in both saline
pretreated rats (SNK, P < 0.001) and amphetamine pretreated rats (SNK, P < 0.001) within
the mRN.

Experiment 3: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on
Expression of 5-HT Transporters in the Ventral Hippocampus

This experiment examined whether either SERT or OCT3 protein expression in the ventral
hippocampus was altered following pretreatment with amphetamine for 2 weeks and acute
withdrawal for 24 h, using western immunoblotting. There was no significant effect of
amphetamine pretreatment on SERT expression in the ventral hippocampus when compared
to saline pretreated controls (Figure 4A, F1,15 = 0.160, P>0.05). However, OCT-3 protein
expression in amphetamine pretreated rats was significantly higher than saline pretreated
rats in the ventral hippocampus (Figure 4B; F1,15 = 5.986, P< 0.05).

Experiment 4: Effects of Chronic Amphetamine Treatment and Acute Withdrawal on the
Functional Expression of 5-HT Transporters in the Ventral Hippocampus

This experiment aimed to establish whether chronic amphetamine administration and
withdrawal altered 5-HT accumulation in the rat ventral hippocampus in response to local
perfusion with SERT or OCT3 inhibitors, as a measure of functional expression of each
transporter.

SERT Inhibition with Paroxetine—Extracellular 5-HT concentrations in the ventral
hippocampus were unchanged by perfusion with vehicle (Fig. 5A). There were no
significant effects of pretreatment (F1,6 = 0.273, P>0.05), or time (F15,124 = 0.816, P>0.05),
and no significant interaction between treatment and time (F15,124 = 0.704, P>0.05).

Perfusion of 0.1μM paroxetine into the ventral hippocampus increased extracellular 5-HT
concentrations to approximately 100–150% above baseline levels (Fig. 5B). There was no
significant effect of pretreatment (F1,8 = 0.111, P>0.05) and no significant interaction
between treatment and time (F15,133 = 0.980, P>0.05). However, there was a significant
effect of time (F15,133 = 5.504, P< 0.001). Animals that received saline pretreatment (F15,59
= 3.065; P<0.01) and animals that received amphetamine pretreatment (F15,73 = 3.395; P<
0.001) both had a significant increase in hippocampal 5-HT over time. Serotonin levels were
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significantly different from pre-perfusion levels at 80–140 min post-perfusion (Holm-Sidak,
P < 0.05) for saline pretreated rats and at 120–140 min post-perfusion (Holm-Sidak, P <
0.05) for amphetamine pretreated rats (Fig. 5B).

Local application of 0.5μM paroxetine increased extracellular 5-HT concentrations in the
ventral hippocampus to approximately 300% of baseline levels (Fig. 5C) This response
appeared to be a maximal effect of SERT blockade since further increases in 5-HT were not
evident with the perfusion of 3 μM paroxetine (see Fig. 5C–D). Like the 0.1 μM paroxetine
infusion, there was no significant effect of pretreatment (F1,10 = 0.0884, P>0.05) and no
significant interaction between treatment and time (F15,142 = 0.684, P>0.05), but a
significant effect of time (F15,142 = 36.636, P< 0.001) was observed. Animals that received
saline pretreatment (F15,59 = 21.783; P< 0.001) and animals that received amphetamine
pretreatment (F15,82 = 20.278; P< 0.001) both had a significant increase in hippocampal 5-
HT over time. Serotonin levels were significantly different from pre-infusion levels at 80–
240 min post-perfusion (Holm-Sidak, P < 0.05) for both saline and amphetamine pretreated
rats (Fig. 5C).

Perfusion of 3μM paroxetine into the ventral hippocampus also increased extracellular 5-HT
approximately 300 % above baseline values (Fig. 5D). There was no significant effect of
pretreatment (F1,8 = 0.0203, P>0.05) and no significant interaction between treatment and
time (F15,156 = 0.164, P>0.05), although a significant effect of time was apparent (F15,156 =
16.115, P< 0.001). Animals that received saline pretreatment (F15,87 = 6.528; P< 0.001) and
animals that received amphetamine pretreatment (F15,68 = 15.072; P< 0.001) both exhibited
a significant increase in hippocampal 5-HT over time. Similar to the results obtained from
the 0.5μM paroxetine perfusion, 5-HT levels were significantly different from pre-perfusion
levels at 80–240 min post-perfusion (Holm-Sidak, P<0.05) for saline pretreated rats and at
60–240 min post-perfusion (Holm-Sidak, P< 0.05) for amphetamine pretreated rats (Fig.
5D) following 3 μM perfusion of paroxetine.

OCT3 Inhibition with D-22—Local perfusion of vehicle for D-22 did not alter
extracellular 5-HT concentrations in the ventral hippocampus (Fig. 6A). There was no
significant effect of pretreatment (F1,9 = 0.753, P>0.05), of time (F11,82 = 0.662, P>0.05),
nor a significant interaction between treatment and time (F11,82 = 0.728, P>0.05).

Local application of 30μM D-22 produced significantly higher extracellular levels of 5-HT
in the ventral hippocampus of saline pretreated rats (Fig. 6B). There was a significant effect
of pretreatment (F1,13 = 6.983, P<0.05), a significant effect of time (F11,172 = 4.882,
P<0.001), and a significant interaction between treatment and time (F11,172 = 3.891,
P<0.001). Animals receiving saline pretreatment had a significant increase in hippocampal
5-HT over time (F11,79 = 7.683; P<0.001), with 5-HT levels significantly different from pre-
perfusion levels at 20–80 min post-perfusion (Holm-Sidak, P<0.05; Fig. 6B). Conversely, 5-
HT levels were not significantly altered over time following 30μM D-22 perfusion in rats
pretreated with amphetamine (F11,92 = 0.300, P>0.05). When saline and amphetamine
groups were compared at each time-point, saline pretreated rats exhibited significantly
higher 5-HT levels at 20–100 min post-D-22 perfusion (SNK, P< 0.05; Fig 6B).

In the 100μM D-22 groups (Fig. 6C), there was no significant effect of pretreatment (F1,17 =
0.449, P>0.05), although there was a significant effect of time (F11,102 = 8.448, P< 0.001),
and a significant interaction between treatment and time (F11,102 = 3.735, P< 0.001).
Animals receiving saline pretreatment had a significant increase in hippocampal 5-HT over
time (F9,51 = 7.376; P< 0.001), which was significantly higher than pre-perfusion levels at
20–80 min post-perfusion (Holm-Sidak, P<0.05; Fig. 6C). Serotonin levels were also
significantly increased over time in amphetamine pretreated rats following 100 μM D-22
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perfusion (F8,51 = 2.137; P< 0.05), with only 40 min post-perfusion higher than pre-
perfusion levels (Holm-Sidak, P<0.05; Fig. 6C). When saline and amphetamine groups were
compared at each time-point, saline pretreated rats exhibited significantly higher 5-HT
levels at 20 and 40 min post-D-22 perfusion (SNK, P < 0.05; Fig 6C).

Discussion
Rats undergoing 24 hours withdrawal from chronic amphetamine treatment exhibited
decreased stimulated (KCl-induced) increases of extracellular 5-HT in the ventral
hippocampus. This effect could not be explained by reduced TpH activity in either the
ventral hippocampus or in the mRN, which contains serotonergic cell bodies that project to
the ventral hippocampus (Azmitia and Segal, 1978; Miguez et al., 2002). Reduced KCl-
induced ventral hippocampus 5-HT was also not explained by an apparent change in SERT
protein expression or functional expression (as measured by SERT blockade) following
chronic amphetamine pretreatment and 24 hours withdrawal. Instead, chronic amphetamine
and withdrawal increased OCT3 protein expression in the ventral hippocampus. Consistent
with this effect, there was a reduction in the ability for the OCT3 inhibitor D-22 to increase
extracellular 5-HT accumulation in the ventral hippocampus in amphetamine pretreated rats
at 24 hours withdrawal.

High K+ increases extracellular neurotransmitter by depolarizing synaptic terminals and
initiating vesicular exocytosis. The increase in extracellular 5-HT concentrations induced by
K+ and measured by microdialysis reflects a balance between release and reuptake (Badoer
et al., 1989). Previous studies have shown that transgenic mice overexpressing SERT or rats
with enhanced 5-HT reuptake via SERT exhibit significantly reduced KCl-elicited increases
in extracellular 5-HT (Jennings et al., 2006; Benmansour et al., 2008) which is similar to the
response to KCl we observed in amphetamine pretreated rats during withdrawal. Deficits in
KCl-elicited 5-HT in SERT overexpressing mice are reversed by local or systemically
applied paroxetine to inhibit SERT function (Jennings et al., 2006). Therefore, it is likely
that reduced KCl-elicited extracellular 5-HT levels in the ventral hippocampus of
amphetamine pretreated rats during withdrawal is a result of decreased accumulation of
extracellular 5-HT due to increased 5-HT clearance in this region, although changes to the
mechanisms underlying KCl-related 5-HT release might also play a role. Alternative
possibilities include amphetamine-induced changes to the sensitivity or expression of 5-HT
autoreceptors that might limit 5-HT neurotransmission in the ventral hippocampus. For
example, 5-HT1B terminal autoreceptors in the ventral hippocampus inhibit 5-HT release in
this region (Trillat and Malagie, 1997), and it remains to be seen if chronic amphetamine
treatment and acute withdrawal increase 5-HT1B receptor sensitivity/expression. However,
chronic treatment and 24 hours withdrawal from a related compound (3,4-
methylenedioxymethamphetamine) does not affect expression of 5-HT1B receptors in the
hippocampus (Sexton et al., 1999), and 5-HT1B knockout mice do not show altered basal or
KCl- elicited 5-HT levels in the ventral hippocampus (Trillat et al., 1997), suggesting that
reduced KCl-elicited 5-HT responses in amphetamine pretreated rats from the current study
may not be due to changes in 5-HT1B autoreceptor function. It is also possible that
increased sensitivity of 5-HT1A auto receptors in the raphe serotonergic cell body regions
may serve to dampen 5-HT neurotransmission in the ventral hippocampus during
amphetamine withdrawal. Increased binding sites for 5-HT1A receptors have been observed
in the dorsal (but not median) raphe nucleus 24 hours following chronic amphetamine
treatment (Bonhomme et al., 1995). However, spontaneous firing of these neurons appears
to be either unaffected or increased by chronic amphetamine treatment and withdrawal, and
decreased sensitivity of raphe neurons to a 5-HT1A receptor agonist is observed 24 hours
following chronic amphetamine treatment (Heidenreich et al., 1987; Heidenreich and Rebec,
1989). These findings suggest that dampened KCl-elicited 5-HT neurotransmission in the
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ventral hippocampus of amphetamine pretreated rats at 24 hours withdrawal is unlikely to be
due to increased autoinhibition at the cell body level.

Surprisingly, our results did not implicate SERT in increased clearance of 5-HT in the
ventral hippocampus of amphetamine pretreated rats. The expression of SERT in the ventral
hippocampus was not affected by chronic amphetamine pretreatment and withdrawal.
Although the western immunoblotting procedure used in the current studies does not
discriminate between intracellular and surface expressed SERT, the magnitude of the
increase in 5-HT following local perfusion of paroxetine into the ventral hippocampus was
similar between amphetamine and saline pretreatment groups for all drug concentrations
tested. This suggests that the functional expression or density of SERT available for
blockade was similar between saline and amphetamine pretreated rats. Since 5-HT clearance
is related to the density of functional SERT (Montanez et al., 2002; Ramsey and DeFelice,
2002), the combined pharmacological and protein results suggests that chronic amphetamine
treatment may not alter SERT clearance in the ventral hippocampus as measured at 24 hours
withdrawal. While acute amphetamine has been shown to increase SERT activity at the
membrane through the suppression of protein kinase C -mediated phosphorylation of SERT
(Ramamoorthy and Blakely, 1999; Qian et al., 1997), a lack of change in SERT expression
during withdrawal following chronic amphetamine treatment in the current study is
consistent with previous work measuring SERT expression during withdrawal from chronic
treatment with amphetamine derivatives such as D-fenfluramine, parachloroamphetamine or
3,4-methylenedioxymethamphetamine (Wang et al., 2004; 2005; Rothman et al., 2003;
2004; Williams et al., 2005).

Since dampened levels of hippocampal 5-HT in amphetamine pretreated rats were observed
in response to KCl stimulation, it is likely that chronic amphetamine pretreatment and
withdrawal affects alternate mechanisms of 5-HT clearance. Of importance, amphetamine
and saline pretreated rats differ in KCl-stimulated and glucocorticoid-stimulated (Barr and
Forster, 2011), but not SERT blockade-induced levels of 5-HT in the ventral hippocampus.
Thus it is possible that KCl or glucocorticoid stimulation, which produce high extracellular
concentrations of 5-HT, engage alternative clearance mechanisms that are not evident with
the more modest increases in 5-HT concentrations induced by SERT blockade. A likely
candidate is OCT3, a low affinity, high capacity transporter of 5-HT (Koepsell et al., 2007),
which is believed to function in monoamine clearance, particularly under conditions when
extracellular monoamine concentrations are high (Daws, 2009). Perfusion of sub-maximal
concentrations of D-22(30 μM; Feng et al., 2005) resulted in an accumulation of 5-HT in the
ventral hippocampus of saline pretreated rats. However, this effect of low D-22
concentration on extracellular 5-HT accumulation was absent in amphetamine pretreated
rats at 24 hours withdrawal. A higher concentration of D-22 did enhance 5-HT
concentrations in amphetamine pretreated rats. However, this effect was significantly
attenuated when compared to the high concentration D-22 induced 5-HT increase measured
in the ventral hippocampus of saline pre-treated controls. In addition, chronic amphetamine
pretreatment and withdrawal resulted in an increase in OCT3 protein expression in the
ventral hippocampus. Combined, these findings suggest that the greater concentration of
D-22 required to block OCT3 sufficiently in the ventral hippocampus of amphetamine
pretreated rats at 24 hours withdrawal reflects increased OCT3 functional expression, and
hence greater 5-HT clearance by OCT3. Increased 5-HT clearance by OCT3 may explain, in
part, the reduced extracellular 5-HT in the ventral hippocampus as a response to KCl or
corticosterone (Barr and Forster, 2011) stimulation 24 hours after withdrawal from chronic
amphetamine treatment.

Plasma membrane transporters are subject to multiple levels of regulation that can rapidly
alter 5-HT uptake and clearance rates (Blakely and Bauman 2000; Blakely et al. 2005;
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Steiner et al., 2008). Repeated amphetamine and withdrawal may have an impact on one or
more regulatory pathways altering expression and function of OCT3 in the ventral
hippocampus. For instance, repeated binding of OCT3 by amphetamine (Wu et al., 1998;
Amphoux et al., 2006) may produce increased surface expression of the transporter or alter
OCT3 transport activity to generate enhanced clearance of 5-HT. However, more recent
reports suggest that amphetamine may not functionally interact with OCT3s (Zhu et al.,
2010). Since acute amphetamine increases extracellular 5-HT by acting as a false substrate
for SERT (Hilber et al., 2005; Seidel et al., 2005), it may be more likely that repeated
increases in extracellular 5-HT levels during the chronic amphetamine treatment results in a
compensatory increase in high capacity OCT3 transporter expression and a concomitant
increase in 5-HT clearance in the ventral hippocampus over the course of the amphetamine
treatment and acute withdrawal period. A complementary mechanism may be related to the
ability of acute amphetamine to rapidly increase corticosterone (Kynch and Eisenburg,
1979; Swerdlow et al., 1993). Corticosterone inhibits OCT3 mediated uptake of 5-HT
(Gasser et al., 2006) and repeated corticosterone-mediated inhibition of 5-HT clearance by
OCT during chronic amphetamine treatment may also contribute to compensatory increases
in OCT3 expression and function in the ventral hippocampus. It is clear that future studies
should examine these potential mechanisms by which chronic amphetamine may increase
OCT3 expression and function as revealed at 24 hours withdrawal. It also remains to be seen
whether the increase in OCT3 function, and diminished ventral hippocampus 5-HT function,
persists beyond the 24 hour withdrawal period measured here.

Rats that have undergone chronic amphetamine administration, identical to the treatment
used in these studies, display heightened anxiety states apparent during early (24 hour) and
late (4 weeks) withdrawal (Barr et al., 2010; Vuong et al., 2010). The current study shows
dampened 5-HT neurotransmission in the ventral hippocampus at 24 hours withdrawal from
chronic amphetamine. While a direct relationship between reduced ventral hippocampal 5-
HT and increased anxiety-like behaviors can not be ascertained from the current study,
previous work shows that 5-HT in the hippocampus is important for adaptive coping with
anxiogenic environments, with dysfunction of 5-HT neurotransmission in this region
thought to underlie symptoms of anxiety (Guimaraes et al., 1993; Graeff et al., 1996; Joca et
al., 2003; Keck et al., 2005; Storey et al., 2006). It is likely that increases in hippocampal 5-
HT that contribute to coping behaviors is induced by corticotropin-releasing factor (CRF)
stimulation of serotonergic inputs into the hippocampus, as intracerebroventricular (icv.)
administration of CRF increases 5-HT levels in the hippocampus, and stressor-induced
increases in hippocampal 5-HT, which occur during active coping behaviors, are blocked by
icv. infusion of a CRF receptor antagonist (Linthorst et al., 2002; Kagamiishi et al., 2003).
Changes to CRF-mediation of ventral hippocampal 5-HT in amphetamine treated rats during
withdrawal have not been investigated. However, CRF2 receptor levels are increased in the
dorsal raphe nucleus at 20 hours and 6 weeks following withdrawal from chronic
amphetamine (Pringle et al., 2008), suggesting that CRF would augment rather than
attenuate 5-HT neurotransmission in the ventral hippocampus of rats exposed to chronic
amphetamine treatment and withdrawal, as has been observed for the amygdala (Scholl et
al., 2010). Therefore, the attenuated 5-HT neurotransmission in the ventral hippocampus
(and any associated behaviors) of amphetamine-treated rats at 24 hours withdrawal appear to
more readily relate to local changes in OCT3-mediated clearance.

Related, reduced OCT3 function is associated with reduced anxiety-like behaviors whereas
indirect evidence suggests increased OCT3 expression or function increases anxiety states.
For example, OCT3 knockout mice display an anxiolytic phenotype (Wultsch et al., 2009),
and inhibition of OCT3 in adult rats has anxiolytic-like effects (Kitaichi et al., 2005; Baganz
et al., 2008). Similarly, multiple studies have shown that SERT knockout mice, which have
heightened OCT3 activity (Schmitt et al., 2003; Daws et al., 2006; Baganz et al., 2008),
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display increased anxiety-like behavior (Holmes et al., 2003; Kalueff et al., 2007). The
increase of OCT3 mRNA in SERT knockout mice was detected in the hippocampus, but not
other brain regions (Schmitt et al., 2003; Wultsch et al., 2009), suggesting OCT3 may have a
region specific role for 5-HT reuptake in the hippocampus, and alterations to 5-HT reuptake
specifically in the hippocampus might relate to anxiety states. Therefore, enhanced
functional expression of OCT3 in the hippocampus of amphetamine pretreated rats may play
an important role in the heightened anxiety states observed in these animals. Further studies
are needed to determine whether alterations to ventral hippocampus OCT3 activity directly
relate to increased anxiety states during amphetamine withdrawal.

In summary, the present study indicates that chronic amphetamine administration and
withdrawal decreases serotonergic neurotransmission in the ventral hippocampus and alters
5-HT functional expression of OCT3 independent of any apparent effects on SERT. These
results suggest that via changes in mechanisms of 5-HT reuptake, chronic amphetamine
treatment and acute withdrawal attenuates elevated extracellular levels of 5-HT in the
ventral hippocampus that may be necessary to generate adaptive responses to anxiogenic
environments.
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Abbreviations

5-HT serotonin (5-hydroxytryptamine)

5-HTP 5-hydroxytryptophan

AADC aromatic amino acid decarboxylase

aCSF artificial cerebrospinal fluid

AP anterioposterior

CRF corticotropin-releasing factor

D-22 decynium 22

DV dorsoventral

ML mediolateral

mRN median raphe nucleus

OCT organic cation transporter

PMAT plasma membrane monoamine transporter

SERT serotonin transporter

SNK Student-Newman-Keuls

TpH tryptophan hydroxylase
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Figure 1.
Representative coronal diagrams of microdialysis probe membrane placements in saline
(SAL) and amphetamine (AMP) pretreatment groups. Black bars represent the membrane of
one or more probes. Figure adapted from Paxinos & Watson (1996, bregma −5.20 mm).
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Figure 2.
Effects of KCl-induced depolarization on extracellular 5-HT concentrations in the ventral
hippocampus of saline (SAL) and amphetamine (AMP) pretreated rats. KCl was added to
the perfusate at a concentration of 100 mM during a sample period (20 min) marked by the
horizontal black bar. Data are mean ±SEM. #Significantly different from pre-infusion levels
(P < 0.05). *Significant differences between saline and amphetamine pretreatment groups (P
< 0.05).
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Figure 3.
Tissue concentrations of 5-hydroxytryptophan (5-HTP) in the (A) ventral hippocampus and
(B) median raphe nucleus within saline (SAL) or amphetamine (AMP) pretreated rats 30
minutes after rats were treated with either vehicle or the amino acid decarboxylase (AADC)
inhibitor NSD-1015 (100 mg/kg, i.p.). Data represent mean +/− SEM. Bars with different
superscript letters are significantly different from one another (P < 0.001).
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Figure 4.
(A) Serotonin transporter (SERT) and (B) organic cation transporter 3 (OCT3) protein levels
in ventral hippocampal tissue of saline (SAL) and amphetamine (AMP) pretreated rats.
Levels of SERT and OCT3 protein were determined by western immunoblot with antibodies
recognizing a SERT band at 75 kDa and an OCT3 band at 53 kDa (Insert: examples from a
single animal). Means ± S.E.M. are shown for all groups. * Significant difference between
saline and amphetamine pretreatment groups (P < 0.05).

Barr et al. Page 22

Eur J Neurosci. Author manuscript; available in PMC 2014 February 01.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 5.
Effect of local paroxetine perfusions on extracellular 5-HT concentrations in the ventral
hippocampus in saline (SAL) and amphetamine (AMP) pretreated rats, expressed as
percentage of baseline. Horizontal black bar = perfusion of (A) vehicle, (B) 0.1 μM
paroxetine (C) 0.5 μM paroxetine, and (D) 3μM paroxetine. Data represent mean ±
SEM. #sSignificantly different from pre-perfusion levels in saline pretreated
rats, #aSignificantly different from pre-perfusion levels in amphetamine pretreated
rats, #Significantly different from pre-perfusion levels in both saline and amphetamine
pretreated rats, (P < 0.05).
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Figure 6.
Effect of local D-22 perfusion on extracellular 5-HT levels in the ventral hippocampus in
saline (SAL) and amphetamine (AMP) pretreated rats, expressed as percentage of baseline.
Horizontal black bar = perfusion of (A) vehicle, (B) 30 μM D-22 and (C) 100μM D-22.
Data represent mean ± SEM. #Significantly different from pre-perfusion levels in both saline
and amphetamine pretreated rats, (P < 0.05). *Significantly different from amphetamine
pretreated rats, (P < 0.05).
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