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Fig. 1 Dose-response (a) and substitution tests
of methylphenidate (b) and methamphetamine
(¢) for the discriminative stimulus effects of
MDMA in rats that had been trained to
discriminate between 2.5 mg/kg MDMA and
saline. Each point represents the mean
percentage of MDMA-appropriate responding

with S.E.M. of seven animals.
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Fig. 2 Dose-response (a) and substitution tests
of MDMA (b) and methamphetamine (c) for the
effects of
methylphenidate in rats that had been trained

discriminative stimulus

to  discriminate  between 5.0  mg/kg
methylphenidate and saline. Each point
represents the mean  percentage  of

methylphenidate-appropriate responding with

S.E.M. of seven animals.
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Figure 3 Substitution tests of 8-OH-DPAT (a)
and DOI (b) for the discriminative stimulus
effects of methylphenidate in rats that had been
trained to discriminate between 2.5 mg/kg
MDMA and saline.
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S.E.M. of six animals.
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Fig. 4 Substitution tests of paroxetine (a),
fluvoxamine (b) and fluoxetine (c), and an
antagonism test with NE-100 3mg/kg (d) for the
effects of
methylphenidate in rats that had been trained
to discriminate between 2.5 mg/kg MDMA and

saline.

discriminative stimulus

Each point represents the mean
percentage of methylphenidate-appropriate
responding with S.E.M. of six animals. *P<0.05

versus saline pretreatment group.
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Fig. 5 Substitution tests of bupropion (a),
apomorphine (b) and ephedrine (c), desipramine
(10mg/kg) plus apomorphine (1mg/kg) (d) for the
effects of
methylphenidate in rats that had been trained

discriminative stimulus



to discriminate  between 5.0  mg/kg

methylphenidate and saline. Each point

represents the mean  percentage  of
methylphenidate-appropriate responding with

S.E.M. of seven animals.
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Figure 6 Antagonism tests with SCH23390
(0.03mg/kg: SCH) plus haloperidol (0.1mg/kg:
HAL)@) or 3mg/kg (PRA)(D),
SCH23390 plus haloperidol and prazocin(b), or
NE-100 (3mg/kg)c) for the discriminative
stimulus effects of methylphenidate (MPH) in

rats that had been trained to discriminate

prazocin

between 5.0 mg/kg methylphenidate and saline.
Each point represents the mean percentage of
methylphenidate-appropriate responding with
S.E.M. of seven animals. *P<0.05 versus saline

pretreatment group.
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3. Western blot
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lysis

buffer 10 mM Tris-HCI (pH 7.5), 150 mM NacCl,

0.5mM EDTA, 10 mM NaF, 0.5 % Triton X-100

with a protease inhibitor cocktail (Roche
Diagnostics, Indianapolis, USA)
electro-phoresis sample buffer
2 % sodium dodecyl sulfate (SDS) and 10 %
glycerol with 0.2 M dithiothreitol
SDS-PAGE
20 g
PVDF
5 % nonfat dried milk
phosphate-buffered saline (PBS)
(anti-phospho-ERK1/2
anti-phospho-JNK)

1

anti-phospho-p38

4. Real time RT-PCR

SV
Total RNA Isolation System (Promega, WI, USA)
total RNA First standard

cDNA total RNA
oligo (dt)12-18 diethylpyrocarbonate

(DEPC) 70 10
2
RT bufter 10mL 0.1 M DTT
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ImL ( Invitrogen, CA, USA)
70 5

reverse transcriptase (RT
USA) ImL 42 45
70 5
PCR TIMP-1, TIMP-2
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SYBR Green

; Invitrogen, CA,
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+ (mean =+
S.EM.)

Bonferroni/Dunnett's test
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2
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methamphetamine: N-acetylaspartyl- glutamate:
MAP NAAG
3 mGluR3
2,9)
Tmem168 697
MAP
Tmem168 mRNA
MAP
mRNA
4, 11)
Shati/Nat8I mGIluR3
MAP
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MAP
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2-(phosphonomethyl) pentanedioic acid (2-PMPA)
Shati/Nat8] LY341495 Tocris Bioscience (Ellisville,
N- N-acetylaspartate: MO, USA)
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pAAV-Rep/Cap pHelper 3 6 10
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6. Conditioned Place
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Fig. 1 Effect of NAAG on MAP-induced doapmine

levels in the nucleus accumbens of wild-type mice.

Pretreatment with NAAG perfusion (0.1 mg/ml,
during 15 min prior to MAP) (A) and 2-PMPA (30 myg/
kg, i.p. 3¢ min prior to MAP} (B} and inhibited MAP (1
mg/kg s.c.)-induced DA elevation. N=4. *P < 0.05, **P

<0.01 vs vehicle-MAP.
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Fig. 2 Effect of LY341495 on MAP-induced doapmine

levels in the nucleus accumbens of wild-type mice.

Pretreatment with LY341495 (0.1 or 0.3 mg/kg. i.p. 30

min prior 16 MAP} enhanced MAP (1 ma/kq s.c.)
induced DA elevation. N=6. **P < 0.01 vs vehicle-MAP.
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" Table.1

Group-housed conditions

Social-isolation conditions

Genotype of mice Male Female Male Female
WT mice 6.18 £1.60 |11.51 £2.14%*%| 6.03 =1.32 9.35 £1.90%
MOR KO mice 4.04 £1.04 | 15.03£2.06*%* | 8.14 =1.74 8.51 =1.68

Values are given as mean Zstandard error of the mean.
*Significant post hoc difference using Bonferroni corrections, male vs female, *p<0.05

#p<0.01

: Table.2

Group-housed conditions

Social-isolation conditions

Genotype of mice Male Female Male Female
WT mice 11.71%=1.87 11.43 £2.15 12.26 =1.68 10.60 =1.98
MOR KO mice 16.42 £2.02%#| 10.77x£2.19 10.91 £2.06 14.34 +2.46

Values are given as mean Zstandard error of the mean.
*Significant post hoc difference using Bonferroni corrections, male GH vs ISO, p<i0.05.
#Significant post hoc difference using Bonferroni corrections, male WT vs MOR, p=0.05.
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" Table.3

Group-housed conditions

Social-isolation conditions

Genotype of mice Male Female Male Female
WT mice 4.49%+0.32 4.47 £0.39 4.56 £0.33 4.28 £0.42
MOR KO mice 4.50 =0.30 3.63x0.23 3.92 £0.25 4,23 £045

Values are given as mean =standard error of the mean.

" Table.4

Group-housed conditions

Social-isolation conditions

Genotype of mice Male Female Male Female
WT mice 2526 =£1.26% | 21.77 £0.87 | 25.70 =0.92* | 22.11 =1.13
MOR KO mice 2640 £1.71% | 21.11=%1.13 | 26.77 =1.84* | 23.27 £1.11

Values are given as mean =standard error of the mean.
*Significant post hoc difference using Bonferroni corrections, male vs female, *p<0.05
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