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Abstract

Attention deficit/hyperactivity disorder (ADHD) is attributed to dysfunction of the prefrontal
cortex. Methylphenidate, an inhibitor of dopamine and norepinephrine transporters (DAT and
NET, respectively), is a standard treatment for ADHD. The Spontaneously Hypertensive Rat
(SHR) is a well-established animal model of ADHD. Our previous results showed that
methylphenidate treatment in adolescent SHR enhanced cocaine self-administration during
adulthood, and alterations in DAT function in prefrontal cortex play a role in this response.
Importantly, prefrontal cortex subregions, orbitofrontal cortex (OFC) and medial prefrontal cortex
(mPFC), have been shown to have distinct roles in ADHD and cocaine self-administration. In the
current study, SHR, Wistar-Kyoto (WKY) and Wistar (WIS) rats received a therapeutically
relevant dose of methylphenidate (1.5 mg/kg, p.o.) or vehicle during adolescence and then OFC
and mPFC DAT function and cellular expression were assessed during adulthood. In both OFC
and mPFC, no strain differences in Vmax or Km for dopamine uptake into synaptosomes were
found between vehicle-treated SHR, WKY and WIS. Methylphenidate increased DAT Vmax in
SHR mPFC and decreased DAT Vmax in WKY OFC. Also, methylphenidate decreased DAT Km
in WIS OFC. Further, methylphenidate did not alter DAT cellular localization, indicating that
methylphenidate treatment during adolescence regulated DAT function in SHR mPFC in a
traffickingindependent manner. Thus, the increase in mPFC DAT function was an SHR-specific
long term consequence of methylphenidate treatment during adolescence, which may be
responsible for the treatment-induced alterations in behavior including the observed increases in
cocaine self-administration.
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1. Introduction

Attention deficit/hyperactivity disorder (ADHD) is a highly debilitating, heterogeneous
disorder typically diagnosed in childhood, and characterized by age-inappropriate levels of
inattention, impulsivity and hyperactivity. The neurobiological etiology of this disease is not
understood completely [1]. ADHD is ascribed partially to dopaminergic deficits in
prefrontal cortex [2-4]. Further, ADHD is associated with increased dopamine transporter
(DAT) expression in striatum and with specific polymorphisms in the DAT gene [5, 6].

The Spontaneously Hypertensive Rat (SHR) is the most widely accepted rodent model of
ADHD and displays all of the behavioral diagnostic characteristics of ADHD [7, 8]. SHR
display diminished dopamine (DA) release from prefrontal cortical and striatal slices /in vitro
[9], but greater DA release from nucleus accumbens /7 vivo [10]. Also, DAT function and
expression levels in frontal cortex and striatum were greater in SHR than in control rats [11,
12]. Taken together, these previous findings strengthen the predictive value of the SHR for
evaluating the consequences of long-term pharmacotherapeutic treatment of ADHD on DA
neurochemistry and related behaviors.

Methylphenidate (Ritalin®) is a gold standard treatment for ADHD, providing successful
relief from ADHD symptoms. In SHR, methylphenidate improves attention and decreases
hyperactivity [8, 13]. In terms of underlying neurochemical mechanisms of action,
methylphenidate acts as an inhibitor of striatal DAT function and prefrontal cortical DAT
and norepinephrine transporter (NET) function, increasing extracellular DA concentrations
and DA receptor occupancy [14-17]. Furthermore, methylphenidate decreases basal firing
rates of striatal neurons [16], which has been suggested to strengthen corticostriatal signals,
thus contributing to its pharmacological effects. Based on these findings, DAT is critically
involved in the dopaminergic dysfunction associated with ADHD and serves as an important
molecular target for the treatment of ADHD.

Adults with ADHD have been reported to have a higher risk of developing substance use
disorders compared to individuals without ADHD [18]. In comparison to the general
population, those with ADHD have a 35% higher incidence of cocaine abuse [19]. However,
the impact of prior treatment with methylphenidate on cocaine abuse liability in this
population is controversial. While some studies suggest methylphenidate treatment is
protective against cocaine abuse [20-22], others indicate that methylphenidate exposure
during adolescence may increase cocaine abuse liability [23-25]. Also, the mechanisms
underlying the high comorbidity between ADHD and cocaine abuse are not well understood.
Since cocaine competitively inhibits DAT, which leads to a compensatory increase in DAT
cell surface expression and function [26—28], one explanation for the comorbitity of ADHD
and cocaine abuse may be a greater DAT expression and function in these individuals.

Another explanation for the comorbidity of ADHD and cocaine abuse may be the
preexisting impairments in cortically-controlled executive function, including increased
impulsivity and risk-taking behavior in this population [29, 30]. Compared to control
subjects, boys with ADHD showed decreased orbitofrontal cortex (OFC) activation using
fMRI during a delayed discounting task that measures impulsivity [31]. Also, decreased
dorsolateral prefrontal cortex (DLPFC) activation was associated with working memory
deficits in ADHD individuals compared to controls [32]. Unmedicated ADHD individuals
also showed increased deactivation of fMRI signals in the medial prefrontal cortex (mPFC)
assessed during the Stroop test with emotional interference, compared to medicated ADHD
and control individuals [33]. With respect to understanding molecular mechanisms in
cortical areas involved in ADHD, it is important to note that the DLPFC in primates is
considered to be functionally analogous to the subregions of mPFC in rodents, including the

Biochem Pharmacol. Author manuscript; available in PMC 2014 July 15.



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

1duasnuey Joyiny vd-HIN

Somkuwar et al.

Page 3

Fr2 and the anterior cingulate cortex [34]. Thus, functional impairments in these cortical
regions (OFC, DLPFC and mPFC) are strongly associated with behavioral deficits in
ADHD; however, few studies have evaluated molecular mechanisms in the OFC and mPFC
of SHR.

Of importance, cocaine abuse is associated with impulsive behavior and with lasting
neurochemical changes in these same cortical regions [35]. Individuals abusing cocaine
display reduced response inhibition in the Stroop test and increased glucose metabolism in
OFC, compared with demographically-matched controls [36]. In cocaine users, reduced
inhibitory control in the Go-No Go tasks was associated with decreased mPFC activation
using fMRI [37]. In contrast, increased activation of DLPFC was found in cocaine-
dependent individuals during the Stroop test and in response to cocainerelated cues [38, 39].
With respect to animal models, outbred rats self-administering cocaine showed decreased
cocaine-seeking and taking behavior following inactivation of OFC and mPFC [40-43],
thereby supporting the critical involvement of OFC and mPFC function in cocaine abuse.
Thus, both impulsivity and functional impairments of the OFC, DLPFC and mPFC are
associated with ADHD and cocaine abuse, and these commonalities may in part underlie
their comorbidity.

Valuable insights into the mechanisms underlying comorbidity of ADHD and cocaine abuse
may be obtained using an animal model of ADHD that exhibits high cocaine self-
administration behavior. However, appropriate interpretation of results obtained from
ADHD rat models with strong face validity, such as SHRs, requires cautious selection of
suitable reference control groups [57]. Studies that employ the SHR-progenitor strain,
Wistar-Kyoto (WKY) as the only reference control [7] have been criticized. For example,
hyperactivity in SHR appears to have been overestimated when the only control employed
was WKY, because WKY are hypoactive relative to outbred control rats [58, 59].
Neurochemical studies also reveal differences between WKY and outbred control rat strains.
WKY show altered dopaminergic function compared to outbred Wistar (WIS) rats (e.g.,
decreased striatal DA D1 and D2 receptors and increased striatal D3 receptors; [60, 61];
decreased accumbal DAT expression [62]; and decreased mPFC DA content [63]). Thus,
inclusion of both the more commonly used WKY control and the WIS control as
comparators to SHR provides a more complete understanding of the behavioral and
neurochemical mechanisms underlying ADHD pathology and of the effects of long term
ADHD pharmacotherapeutics.

Using this optimized experimental design, our previous results showed that SHR treated
with a therapeutically relevant oral dose of methylphenidate during adolescence exhibit
increased cocaine self-administration in adulthood compared to vehicleadministered SHR
and methylphenidate-administered WKY and WIS controls [44]. The increase in cocaine
self-administration was associated with decreased DAT function in whole prefrontal cortex,
which includes both OFC and mPFC. OFC and mPFC are distinct based on cytoarchitecture
and behavioral function, but are also highly interconnected [45, 46]. Thus, the current study
determined DAT function and expression in OFC and mPFC in adult SHR following a
therapeutically relevant oral dose of methylphenidate administered during adolescence.

2 Materials and methods

2.1 Materials

(x)-Methylphenidate hydrochloride, desipramine hydrochloride, paroxetine hydrochloride,
nomifensine maleate, pargyline, ascorbic acid, ethylenediaminetetraacetic acid (EDTA),
sucrose, p-mercaptoethanol, 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES),
3-hydroxytyramine (DA), sodium chloride and magnesium sulfate were purchased from
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Sigma-Aldrich (St. Louis, MO). The current experiments used racemic methylphenidate,
which also is administered to ADHD patients under the trade name Ritalin®. a.-d-Glucose,
L-ascorbic acid, and monobasic potassium phosphate were purchased from Aldrich
Chemical Co. (Milwaukee, WI), AnalaR-BHD Ltd. (Poole, UK) and Mallinckrodt (St.
Louis, MO), respectively. [H]DA (dihydroxyphenylethylamine,3,4-[7-3H]; specific
activity, 30.3 Ci/mmol) was obtained from PerkinElmer Life and Analytical Sciences Inc.
(Boston, MA). All other chemicals in the uptake assay buffers were purchased from Fisher
Scientific Co. (Pittsburgh, PA).

For the cell surface localization assays, antibodies recognizing rat DAT (C-20; goat
polyclonal antibody), demethylated protein phosphatase 2A-C (PP2A-C; 4B7; mouse
monoclonal antibody), anti-mouse 1gG conjugated with horseradish peroxidase (IgG-HRP;
sc2954 chicken polyclonal antibody) and anti-goat 1IgG-HRP (sc2020; donkey polyclonal
antibody) were purchased from Santa Cruz Biotechnology, Inc. (Santa Cruz, CA).
Antibodies against alpha-1 Na*/K* ATPase type-1 (mouse monoclonal antibody) were
obtained from Abcam (Cambridge, MA). Antibodies recognizing p-actin (A 5441, mouse
monoclonal antibody) were purchased from Sigma-Aldrich (St. Louis, MO).
Sulfosuccinimidobiotin (sulfo-NHS-biotin), d-biotin and immunoPure immobilized
monomeric avidin gel were purchased from Pierce Chemical (Rockford, IL). Complete
protease inhibitor cocktail tablets were obtained from Roche diagnostics (Indianapolis, IN).
Immunobilon-P PVVDF membranes were procured from Millipore. HyGLO Quickspray
Chemiluminescent HRP Antibody Detection Reagent and HyblotCL autoradiography films
were purchased from Denville Scientific Inc. (Metuchen, NJ). All other chemicals in the
buffers for cell surface localization assays were purchased from Bio-Rad Laboratories, Inc.
(Hercules, CA).

2.2 Animals and Treatments

Male SHR and WKY (inbred control) rats at postnatal day 25 (P25) were obtained from
Charles River Laboratories (Kingston, NY), and male WIS (outbred control) rats at P25
were obtained from Charles River Laboratories (Raleigh, NC). Rats were individually
housed with free access to food and water in a colony room maintained on a 12-h light:dark
cycle (lights on 07:00 h) in the Division of Laboratory Animal Resources (University of
Kentucky, Lexington, KY). From P28 to P55, rats were administered methylphenidate (1.5
mg/Kkg, p.o. in ayster crackers, Monday - Friday) or vehicle (1 ml/kg, tap water in oyster
crackers) to mimic the clinically relevant plasma concentrations, route of administration and
weekly pattern of dosing [8, 47, 48, 80]. Specifically, a dose of 1.5 mg/kg delivered orally
produces peak plasma levels of methylphenidate in rats comparable to plasma levels (8—40
ug/ml) obtained in the ADHD population [47, 48]. Oyster crackers containing
methylphenidate or water were placed in the individual home cage and consumption was
monitored to ensure reproducible dosing between days and between animals. Rats consumed
the crackers within 3 min of presentation. P28 to P55 includes a time period from early
adolescence to late adolescence [49, 50], the typical age during which methylphenidate is
administered clinically. Rats were also maintained under mild food restriction (90% of their
free-feeding body weight) to mimic the conditions of our previously published studies [44]
to allow for comparison of current neurochemical findings with those previously reported.
Further, all rats consumed the entire daily allotment of food, and body weight did not differ
between the methylphenidate- and vehicle-treated groups (data not shown). After P55,
methylphenidate treatment ended and ad /ibitum access to food was reinstated. The number
of days varied between the last day of treatment (P55) and the day (P77-P84) that the
neurochemical assay was conducted. Separate cohorts of rats were used for the DA uptake
assays and the DAT cellular distribution assays. Rat handling procedures were approved by
the Institutional Animal Care and Use Committee at the University of Kentucky and were
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performed in accordance with the 1996 version of the National Institutes of Health Guide for
the Care and Use of Laboratory Animals.

2.3 DA Uptake Assay

DAT function was assessed using kinetic analysis of [*H]DA uptake into OFC, mPFC and
striatal synaptosomes using a previously published procedure [51] with minor modifications.
For each experiment, OFC, mPFC and striatum from both hemispheres of one
methylphenidate-treated and of one vehicle-treated rat of the same strain and age (P77-P84)
were homogenized in separate glass homogenizers, each containing 20 ml of ice-cold
sucrose solution (0.32 M sucrose and 5 mM sodium bicarbonate, pH 7.4) with 16-20 passes
of a Teflon pestle. Synaptosomal suspensions were subjected to two centrifugation steps
(2,000g, 10 min, 4 °C followed by 20,000g, 17 min, 4 °C) using an Avanti-J30I centrifuge
(Beckman Coulter, Brea, CA). Resulting pellets were resuspended in 2.2 ml (OFC and
mPFC synaptosomes) or 2.4 ml (striatal synaptosomes) ice-cold uptake buffer (125 mM
NaCl, 5 mM KCI, 1.5 mM MgSQOy, 1.25 mM CaCl,, 1.5 mM KH,POy4, 10 mM glucose, 25
mM HEPES, 0.1 mM EDTA, 0.1 mM pargyline, and 0.1 mM L-ascorbic acid, saturated with
95% 02/5% CO», pH 7.4). OFC and mPFC samples (100 pl aliquots of the 2.2 ml
synaptosomal suspensions) and striatal samples (30 pl aliquot of the 2.4 ml synaptosomal
suspension) were incubated for 5 min in a metabolic shaker (Dubnoff incubator; Precision
Scientific, Winchester, VA) at 34 °C in a saturated 95% O,/5% CO, atmosphere in the
absence or presence of 10 uM nomifensine. Nomifensine, a DAT inhibitor, was used to
obtain nonspecific [*H]DA uptake. OFC and mPFC suspensions also contained 5 nM each
of paroxetine and desipramine to prevent [2H]DA uptake by serotonin transporters and
NETs, respectively. Subsequently, 1 of 7 final concentrations (0.01-1.0 uM) of [BH]DA was
added to the buffer, and incubation of the mPFC, OFC and striatal synaptosomal
suspensions continued for 5, 5 and 10 min, respectively. [BH]DA uptake was terminated by
addition of 3 ml of ice-cold assay buffer, immediately followed by filtration through
Whatman GF/B glass fiber filters (presoaked with 1 mM pyrocatechol for 3 hr at 4 °C) using
a cell harvester (Biochemical Research and Development Laboratories, Gaithersburg, MD).
Values for total and nonspecific [3H]DA uptake were obtained from the amount of
radioactivity retained on the filters as determined by liquid scintillation spectrometry (model
B1600TR; PerkinElmer Life and Analytical Sciences, Downers Grove, IL). Protein
concentrations were determined with bovine serum albumin standards using the Bradford
method [52]. Specific [2H]DA uptake was obtained by subtracting nonspecific uptake from
total uptake, and the values were used to determine kinetic parameters (Vmax and Ky,) by
employing the commercially-available GraphPad Prism 5.0 program (GraphPad Software
Inc., San Diego, CA).

2.4 DAT cellular distribution assay

Synaptosomal pellets of OFC, mPFC and striatum were resuspended in 1.25 ml (OFC and
mPFC) or in 3 ml (striatum) of ice-cold sucrose solution. Synaptosomal protein
concentrations were determined as previously described. Biotinylation and Western blotting
assays were performed using a previously published method [53]. Briefly, synaptosomal
suspensions contained about 1 mg protein (OFC and mPFC) or 500 ug protein (striatum).
Suspensions were incubated with shaking for 1 hr at 4 °C in 500 pl of 1.5 mg/ml sulfo-NHS
biotin in PBS/Ca/Mg buffer (138 mM NaCl, 2.7 mM KCI, 1.5 mM KHyPQy4, 9.6 MM
NayHPO4, 1 mM MgCl,, 0.1 mM CaCl,, pH 7.4), which labels all surface proteins with
biotin. Free sulfo-NHS biotin was removed by centrifugation (8000g, 4 min, 4 °C) using a
model 5417R centrifuge (Eppendorf, Hauppauge, NY) followed by washing with 1 ml ice-
cold 100 mM glycine in PBS/Ca/Mg buffer, and these steps were repeated twice. Then,
samples were centrifuged using the same conditions and washed with 1 ml ice-cold PBS/Ca/
Mg buffer, and these steps were repeated twice. Subsequently, OFC, mPFC and striatal
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synaptosomes were lysed by sonication for 2—4 s followed by incubation, with continuous
shaking for 20 min at 4 °C in Triton X-100 buffer (150, 150 and 300 pl, respectively; 10
mM Tris, 150 mM NaCl, 1 mM EDTA, 1.0% Triton X-100, 1 pg/ml aprotinin, 1 ug/ml
leupeptin, 1 uM pepstatin, 250 uM phenylmethysulfonyl fluoride, pH 7.4). Lysates
underwent centrifugation (21,0009, 20 min, 4 °C). Supernatants constituted the total protein
fraction. To obtain the cell surface and intracellular fractions, 2/3 of the supernatant was
incubated with Avidin beads with shaking for 1 hr at room temperature, and samples
centrifuged (17,000g, 4 min, 4 °C). Supernatants constituted the non-biotinylated fraction
(intracellular fraction). Pellets contained the Avidin-conjugated biotinylated proteins (cell
surface fraction). Pellets were washed three times with 1% Triton-X-100 and incubated with
Lamelli buffer containing 5% v/v p-mecaptoethanol to free the cell surface proteins from the
Avidin-biotin complex. Total, non-biotinylated and biotinylated fractions were frozen at —20
°C until Western blot analysis.

The total, non-biotinylated and biotinylated fractions were thawed and subjected to gel
electrophoresis and Western blotting as described previously [54] using a gel running
apparatus and Trans-Blot® SD Semi-Dry Transfer Cell, respectively (Bio-Rad Laboratories,
Inc., Hercules, CA). Blots were incubated (overnight, 4 °C) with primary antibody for DAT,
followed by secondary antibody (1 hr, room temperature). DAT protein was detected using
enhanced chemiluminescence and HyblotCL autoradiography films (Denville Scientific
Inc.). Blots were probed simultaneously for detection of Na*/K* ATPase (a plasma-
membrane enriched protein), PP2A (an intracellular protein) for determining efficiency of
biotinylation of surface proteins, and p-actin (a cytoskeletal protein) to control for loading of
proteins. Band densities, expressed as relative optical density (arbitrary units), were
determined for DAT and B-actin in total, non-biotinylated and biotinylated fractions using
ImageJ software (http://imagej.nih.gov/ij).

2.5 Statistical Analysis

Data analyses were conducted using SPSS Statistics Version 19 (SPSS Inc., IBM Company,
Armonk, NY). Data are reported as mean + S.E.M. and n represents the number of rats per
group. To determine if there was a between group difference in the number of days between
the cessation of treatment and the conduct of the neurochemical assay, post-treatment
periods were analyzed by two-way ANOVAs, with strain and treatment as between-subject
factors. Km values for DA were expressed as UM and were log transformed to adjust for the
skewed distribution, and then analyzed by two-way ANOVA, with strain and treatment as
between-subject factors. Vmax values were expressed as pmol/mg/min. Vmax values for the
individuals in the methylphenidate-treated group were expressed as a percent of the mean
Vmax value for the vehicle-treated control group and analyzed using one-way ANOVAs
followed by Tukey’s post-foc test to compare between methylphenidate-treated strains.
Within each strain, Vmax values from methylphenidate-treated rats were compared to the
vehicle-control (100%) using Student’s one-sample #test for matched subjects [55]. For
cellular distribution assays, total, non-biotinylated and biotinylated fractions were analyzed
using mixed-model ANOVAs with strain and treatment as between-subject factors. Day of
experiment was used as a covariate to account for day-to-day variations in experimental
conditions [56]. Outliers were eliminated using the Grubbs test (GraphPad Software; http://
www.graphpad.com/quickcalcs/Grubbsl.cfm). When appropriate, Tukey’s post-hoc
analyses were used to determine between group differences.
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3 Results

3.1 Maximum Velocity (Vmax) of DA Uptake by DAT

No between-group differences and no interaction of methylphenidate x strain were found for
the number of days between the cessation of treatment and the DA uptake assays
(interaction terms: OFC F[2, 38] = 0.51; mPFC (F[2, 45] = 0.08; striatum F[2, 30] = 0.10; ps
> 0.05). In the vehicle-control groups, no strain differences in Vmax of [3H]DA uptake for
either OFC (F[2, 17] = 0.34, p > 0.05), mPFC (F[2, 24] = 0.70, p > 0.05) or striatum (F[2,
16] = 0.30, p > 0.05; Table 1) were found. Figure 1 shows the strain comparisons after
methylphenidate treatment. Methylphenidate treatment during adolescence increased (164 +
21.6% of control) Vmax in the mPFC of adult SHR compared to SHR vehicle-control ({6] =
2.98, p < 0.05; Figure 1). Also, Vmax in mPFC was greater in methylphenidate-treated SHR
compared to methylphenidate-treated WKY and WIS (F[2, 18] = 4.36, p < 0.05; Figure 1b).
Vmax was decreased (74.0 £ 5.12% of control) in OFC of the methylphenidate-treated
WKY group compared with the WKY vehicle-control ({7] = 5.09, p < 0.005), but was not
different from the methylphenidate-treated WIS and SHR (F[2, 20] = 2.55, p > 0.05; Figure
1). Methylphenidate treatment during adolescence did not alter DAT function in adult
striatum (F[2,14] = 0.92, p > 0.05; Figure 1).

3.2 Affinity (Km) for DA at DAT

In mPFC and striatum, no methylphenidate x strain interaction for the Km for [BH]DA at
DAT was found (mPFC, F[2, 45] = 1.08; striatum, F[2, 29] = 0.20; ps > 0.05; Figure 2). In
OFC, a methylphenidate x strain interaction (F[2, 38] = 6.14, p < 0.005) was found, but
main effects of strain (F[2, 38] = 0.18, p > 0.05) and treatment (F[1, 38] = 2.33, p > 0.05)
were not obtained (Figure 2). Post-hoc evaluation of the interaction term revealed that
methylphenidate treatment during adolescence decreased the Km value by 50% in WIS
compared to the WIS vehicle-control group (p < 0.01).

3.3 DAT cell surface distribution

No between-group differences and no methylphenidate x strain interaction was found for the
number of days between the cessation of treatment and the DAT cell surface distribution
assays (F[2, 36] = 0.0, p > 0.05). DAT expression and distribution did not differ between
treatment groups or between strains for either the total, non-biotinylated or biotinylated
fractions in OFC (Figure 3), mPFC (Figure 4) or striatum (Figure 5). Results from the
statistical analyses of the strain x treatment interaction, and the main effects of treatment and
strain are provided in Table 2.

4 Discussion

In the current study, effects of methylphenidate treatment during adolescence on DAT
function and expression in adulthood were determined in the SHR model of ADHD. WKY
and WIS rats served as inbred and outbred control groups, respectively. Surprisingly,
treatment of the WIS and WKY during adolescence with a therapeutically relevant dose of
methylphenidate, and then cessation of methylphenidate treatment in adulthood, resulted in
lasting changes in DAT function in OFC. Specifically, in OFC from WIS, an increase in
affinity of DAT for DA was found, with no alteration in maximal uptake of DA. In contrast,
in OFC from WKY, the methylphenidate treatment paradigm resulted in no change in
affinity for DA, and a decreased maximal DA uptake, which was trafficking independent.
These results suggest that a misdiagnosis of ADHD, and subsequent treatment with
methylphenidate during adolescence, could result in lasting alterations in OFC DAT
function. Thus, with respect to the current data, the outbred control (Wistar) has greater
value than the inbred control (WKY) for comparisons to SHR, due to the greater stability of
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DAT function despite methylphenidate treatment in the outbred control. Moreover, in the
SHR model of ADHD, the methylphenidate treatment regimen produced persistent increases
in mPFC DAT function that were trafficking independent. Thus, the increase in mPFC DAT
function was a long term consequence of methylphenidate treatment during adolescence,
was specific to the SHR strain, and may be responsible for the treatment-induced alterations
in behavior. Furthermore, the current results emphasize the importance of the ADHD animal
model, and the appropriate control strains, for investigations of neurochemical mechanisms
underlying long-term effects of ADHD pharmacotherapeutics.

The current study found that DAT function and cellular distribution in mPFC, OFC and
striatum did not differ between SHR, WKY and WIS vehicle-control groups. With regard to
striatum, the current results support previous findings showing no difference in total DAT
expression and function between SHR and WKY [44, 64-66]. The current results further
extend these previous findings by showing that cell surface DAT distribution similarly is not
different between these inbred strains. In contrast, others have reported greater DAT
function and greater total DAT expression in SHR compared to WKY [11, 12].
Inconsistencies in the results may be explained in that greater DAT function in adult SHR
was observed following exposure of striatal synaptosomes to a single concentration (0.022
UM) of [3H]DA [12]; whereas, the current results were obtained from a comprehensive
analysis of DAT kinetic parameters (Km and Vmax) using a wide [3H]DA concentration
range (0.01-1.0 uM). No differences in the kinetic parameters for DAT were found between
SHR, WKY and WIS. Furthermore, inconsistencies in the levels of striatal DAT expression
may be explained by the use of [BH]GBR 12935 to assess expression, since this radioliand
binds to both intracellular and cell surface DAT protein [11]. However, an explanation for
the discrepancy in the analysis of striatal DAT protein by Western blot is not apparent
currently. Close inspection of the clinical literature also reveals inconsistencies regarding
striatal DAT levels in ADHD. While greater striatal DAT expression has been observed [5],
others report that DAT levels are lower in left caudate in ADHD individuals, and not
different from control in other subregions of striatum [67]. A recent meta analysis reported
that striatal DAT levels in ADHD individuals may depend on previous stimulant treatment,
with lower DAT density in medication naive and higher DAT density in previously
medicated ADHD individuals [68]. Thus, ADHD is a complicated condition that cannot be
confined to an explanation regarding alterations in DAT function and/or expression in
striatum.

Compared to WKY and WIS controls, SHR treated with methylphenidate during
adolescence exhibited improvements in neurocognitive function in adolescence, as
demonstrated by performance on maze- and operant-based visual discrimination learning
tasks, and increased cocaine self-administration in adulthood [44]. Specifically, the increase
in cocaine self-administration was characterized as a more rapid acquisition of cocaine self-
administration, greater responding across a range of cocaine doses, and higher progressive
ratio breakpoints. Further, methylphenidate dose and treatment during adolescence resulted
in a decrease in DAT function in whole prefrontal cortex in SHR and an increase in DAT
function in this brain region in WKY and WIS, compared to the respective vehicle controls
[44]. In contrast, the identical methylphenidate treatment regimen in the current study
resulted in an increased DAT function in SHR mPFC, whereas no changes were observed in
OFC, compared to vehicle control. These subregions of prefrontal cortex have distinct
cytoarchitecture, connectivity and differentially contribute to behavioral processes including
decision making and impulsivity [45, 69]. As such, the apparent discrepancy with respect to
DAT function between the previous and current results may be due to methylphenidate
effects in specific cortical subregions. Evidence that mPFC and OFC are critically involved
in cocaine self-administration comes from studies in which local inactivation with lidocaine
decreased cocaine-seeking and taking behavior [40-43]. Following methylphenidate
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treatment during adolescence, the increase in mPFC DAT function would be expected to
decrease extracellular DA concentration in mPFC. Consistent with these findings, mPFC
DA depletion resulted in an increased motivation for and increased sensitivity to cocaine
[70, 71]. Thus, mPFC may be at the intersection of methylphenidate effects on DAT
function and the increased cocaine self-administration observed following adolescent
methylphenidate treatment.

A limitation of the current study was that a single dose of methylphenidate was tested.
Nevertheless, this dose of methylphenidate is therapeutically-relevant [47, 48] and has been
shown to ameliorate behavioral deficits in the adult and adolescent SHR in working memory
and behavioral flexibility tasks [8, 81]. The increased DAT function in SHR mPFC in the
current study did not correspond with a concomitant increase in cell surface localization of
DAT. Thus, the methylphenidate-induced long-term changes in DAT function in mPFC
were not dependent on trafficking of DAT to the plasma membrane. Although the
biotinylation method of evaluating protein trafficking differentiates intracellular and cell
surface proteins [72, 73], this method does not differentiate between cholesterol-rich lipid
raft and cholesterol-deficient non-raft regions of the cell surface membrane [74, 75]. DAT
expressed in the lipid raft membrane compartment is more sensitive to protein kinase C
mediated phosphorylation [75]. Increased phosphorylation of DAT results in reduced DA
uptake, and conversely, decreased DAT phosphorylation results in increased DAT function
[76-78]. Furthermore, phosphorylation at serine7 in DAT transitions the protein into a low
affinity state [79]. Taken together, the methylphenidate-induced increase in DAT function in
mPFC in SHR rats observed in the current study may be explained by localized DAT
expression in the cholesterol-deficient non-raft regions of the cell surface membrane in
mPFC, reducing DAT phosphorylation and increasing function.

5 Conclusions

In conclusion, the present study demonstrates that methylphenidate treatment during
adolescence increases DAT function during adulthood in the mPFC of SHR, the ADHD
model, and not in the control strains. The increased DAT function in mPFC may underlie the
increased cocaine self-administration observed in methylphenidate-treated SHR.
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Fig. 1.

Vmax for DAT in OFC, mPFC and striatum from methylphenidate-treated WKY (grey
bars), SHR (black bars) and WIS (open bars) rats expressed as pmol/mg/min as a percentage
of vehicle control (dotted line). Values are mean + S.E.M. # Different from the vehicle
control, p< 0.05. * Different from WKY and WIS, p < 0.05. n = 8-10/group for OFC and
mPFC; n = 6/group for striatum.
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Fig. 2.
Km for DAT in OFC, mPFC and striatum from methylphenidate-treated (striped) and
vehicle-treated (plain) WKY (grey bars), SHR (black bars) and WIS (open bars) rats. Values
are expressed in UM as mean * S.E.M. * Different from vehicle, p < 0.05. n = 8-10/group
for OFC and mPFC; n = 6/group for striatum.
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Fig. 3.

(A) Representative blots for cellular distribution of DAT in OFC synaptosomes from
methylphenidate-treated (M) and vehicle-treated (V) WKY, SHR and WIS rats. Actin was
used to monitor uniform protein-loading while Na*/K* ATPase and PP2A served to
ascertain the efficiency of biotinylation of surface proteins. (B) Distribution of DAT
between total, non-biotinylated (Non-Biot; intracellular) and biotinylated (Biot; cell surface)
fractions of OFC synaptosomes from methylphenidate-treated (striped) and vehicle-treated
(plain) WKY (grey bars), SHR (black bars) and WIS (open bars) rats. Values are mean +
S.E.M in arbitrary units. n = 6-7/group.
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Fig. 4.

(A) Representative blots for cellular distribution of DAT in mPFC synaptosomes from
methylphenidate-treated (M) and vehicle-treated (V) WKY, SHR and WIS rats. Actin was
used to monitor uniform protein-loading while Na*/K* ATPase and PP2A served to
ascertain the efficiency of biotinylation of surface proteins. (B) Distribution of DAT
between total, non-biotinylated (Non-Biot; intracellular) and biotinylated (Biot; cell surface)
fractions of mPFC synaptosomes from methylphenidate-treated (striped) and vehicle-treated
(plain) WKY (grey bars), SHR (black bars) and WIS (open bars) rats. Values are mean +
S.E.M in arbitrary units. n = 6-7/group.
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Fig. 5.

Representative blots for cellular distribution of DAT in striatal synaptosomes from
methylphenidate-treated (M) and vehicle-treated (V) WKY, SHR and WIS rats. Actin was
used to monitor uniform protein-loading while Na*/K* ATPase and PP2A served to
ascertain the efficiency of biotinylation of surface proteins. (B) Distribution of DAT
between total, non-biotinylated (Non-Biot; intracellular) and biotinylated (Biot; cell surface)
fractions of striatal synaptosomes from methylphenidate-treated (striped) and vehicle-treated
(plain) WKY (grey bars), SHR (black bars) and WIS (open bars) rats. Values are mean +
S.E.M in arbitrary units. n = 5-6/group.
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Table 1

Maximal velocity of [BH]DA uptake by DAT in OFC, mPFC and striatum in vehicle-treated adult SHR, WKY
and WIS rats

Brain regions® | WKY SHR wis
OFC 43+08 | 3.0£08 | 2.8+0.7
mPFC 40+x05 | 33+x06 | 3.0+0.6
striatum 19+25 | 17+£25 | 21+34

a\/alues are mean £ S.E.M. in pmol/mg/min. n = 6/group for striatal samples, and n = 8-10/group for OFC and mPFC samples
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Table 2

Statistics comparing DAT levels in total, non-biotinylated (Non-biot) and biotinylated (Biot) fractions of OFC,
mPFC and striatum from methylphenidate-and vehicle-treated adult SHR, WKY and WIS rats
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E-statistics Treatment main ) Strain Tr_eatmen; x Strain
effect (Fy) main effect (F) interaction (F;)
Total Fi2, 17] = 0.65 Fs[2,17] =0.15 Fi[2,17]1 =0.13
OFC [ Non-biot | F2,17]=0.00 | F[2, 17]=0.54 Fi[2, 17] = 1.13
Biot Fl2,16]=0.06 | Fy2,16]=212 Fi[2, 16] = 0.97
Total Fl2,181=174 | FJf2,18]1=046 | F[2 18]=0.82
mPFC | Non-biot | F2, 18]1=0.06 | F[2,18]=3.11 Fi[2, 18] = 0.62
Biot Ff2, 18]=0.04 | Fy2, 18] =136 Fi[2, 17] = 0.37
Total Fl2,14]1=0.75 | F2,14]=1.03 Fi[2,14] = 0.66
striatum | Non-biot [ Fyf2,14]1=250 | F[2,14]1=0.75 Fi[2,14] = 1.22
Biot Fl2,13]1=0.09 | F2, 13]=0.41 Fi[2,13] = 1.64

The main effect of treatment (Ft), strain (Fs) and treatment x strain interaction (Fj) have been reported individually; ps > 0.05.
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