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Abstract

Vigabatrin, a GABA aminotransferase (GABA-AT) inactivator, is used to treat infantile spasms
and refractory complex partial seizures and is in clinical trials to treat addiction. We evaluated a
novel GABA-AT inactivator (CPP-115) and observed that it does not exhibit other GABAergic or
off-target activities and is rapidly and completely orally absorbed and eliminated. Using in vivo
microdialysis techniques in freely moving rats and micro-PET imaging techniques, CPP-115
produced similar inhibition of cocaine-induced increases in extracellular dopamine and in synaptic
dopamine in the nucleus accumbens at 1/300-1/600™" the dose of vigabatrin. It also blocks
expression of cocaine-induced conditioned place preference at a dose 1/300™ that of vigabatrin.
Electroretinographic (ERG) responses in rats treated with CPP-115, at doses 20-40 times higher
than those needed to treat addiction in rats, exhibited reductions in ERG responses, which were
less than the reductions observed in rats treated with vigabatrin at the same dose needed to treat
addiction in rats. In conclusion, CPP-115 can be administered at significantly lower doses than

*Address correspondence to Professor Richard B. Silverman at the Department of Chemistry, Northwestern University, 2145 Sheridan

Road, Evanston, IL 60208-3113. Phone:1-847-491-5653, Agman@chem.northwestern.edu.

Supporting Information Available: Table of effects of GABA and CPP-115 on GABA uptake in neurons, astrocytes, and human and
mouse GABA transporter-expressing cells, table of the ability of CPP-115 to displace [3H]GABA binding to ionotropic GABAA
receptors or metabotropic GABAR receptors in rat brain cortical homogenate, table of in vitro off-target pharmacology summary
results using binding assays, table of in vitro off-target pharmacology summary results using enzyme assays, effects of GABA and
CPP-115 on GABAC. This material is available free of charge via the Internet at http://pubs.acs.org.


http://pubs.acs.org

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

1duasnuey Joyiny vd-HIN

Pan et al. Page 2

vigabatrin, which suggests a potential new treatment for addiction with a significantly reduced risk
of visual field defects.

Keywords

GABA aminotransferase; Enzyme inactivator; Addiction; Cocaine; Visual field defect;
Pharmacokinetics; Micro-PET imaging; Conditioned place preference

The neurochemical response to cocaine and other drugs of abuse is well characterized by a
rapid elevation in the release of dopamine in the nucleus accumbens (NAc).! This increase
in dopamine, and associated behaviors, can be antagonized by an increase in the
concentration of y-aminobutyric acid (GABA), which has been shown to occur with use of
the FDA-approved epilepsy drug vigabatrin (also known as CPP-1091), a known
mechanism-based inactivator?3 of y-aminobutyric acid aminotransferase (GABA-AT).*
Vigabatrin is currently marketed for the treatment of infantile spasms (West’s syndrome)
and refractory complex partial seizures.

Z

+

HaN COO
Vigabatrin
CPP-109

Vigabatrin has been used in the treatment of stimulant addiction,>® specifically in animal
models for cocaine,! nicotine,” methamphetamine, heroin, ethanol,® and combination
addictions.? In human studies, vigabatrin treatment is effective for stimulant addiction,10-11
including a recently reported randomized, double-blind, placebo-controlled, trial of 103
subjects,12 in which 28% of subjects treated with vigabatrin achieved abstinence compared
to 7.5% of subjects treated with a placebo.

The acceptance of vigabatrin for the treatment of both epilepsy and as a potential treatment
for stimulant addiction has been hampered primarily by concerns about abnormalities of the
peripheral visual field (visual field defects or VFDs) in 25-50% of patients following
chronic administration of vigabatrin.13:14 As a result, an unmet medical need remains for a
GABA-AT inhibitor with improved potency and reduced, or eliminated, visual field defects
for the treatment of both addiction and epilepsy.

The cellular mechanisms leading to the visual field defects are not known; however, it
remains an active area of research. Visual field defects could be from (1) a direct toxic effect
of vigabatrin, (2) elevated GABA levels, (3) inactivation of GABA-AT, (4) the consequence
of an enzymatically produced byproduct from one of the enzyme inactivation mechanisms,
(5) off-target activities, or (6) a combination of these potential modes of action. In albino
rats acute vigabatrin exposure damages the outer retina by a GABA-independent and
vigabatrin-specific mechanism, resulting in sensitization of photoreceptors to light-induced
damage.1® In this case, it is probable that reactive oxygen species are involved since they

1Catalyst Pharmaceutical Partners compound number assignment
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participate in light-mediated retinal toxicity.16 Recently, the visual field defects in an animal
model were reported to result from drug related toxic effects that lead to a reduction in
taurine, an essential amino acid related to retinal function.’

A new synthetic compound, (1S,3S)-3-amino-4-difluoromethylenyl-1-cyclopentanoic acid
(CPP-1151), was designed as a mechanism-based inactivator of GABA-AT, which could

F

TN

Ha™ “1c00
CPP-115

generate a more reactive intermediate along the pathway to attachment to the active site of
GABA-AT via a Michael addition.18 In contrast to the high K; value reported for vigabatrin
as an inactivator of GABA-AT (3.2 mM18 or 10 mM#), CPP-115 has a K| value (at
suboptimal pH) of 31 uM.18 A comparison of the ki,act/K| values, a measure of the
efficiency of the inactivator, indicated that CPP-115 is 187 times more effective as an
inactivator of GABA-AT than vigabatrin under suboptimal conditions (at optimal conditions
for substrate turnover the rate of inactivation is too rapid to measure; these values were
obtained at a pH and temperature well below the optimum). Despite irreversibility of the
inhibition, the low potency and poor blood-brain barrier penetration of vigabatrin translates
into treatment doses of 1-3 g/day.1® Because CPP-115 displayed superior enzyme
inactivation properties compared to vigabatrin, we have carried out pharmacological and
preclinical studies with CPP-115. Because of the preponderance of data indicating
vigabatrin is effective for the treatment of addiction, the effect of CPP-115 was investigated
on cocaine-induced conditioned place preference in rats, an established animal model for
effectiveness of addiction treatments. We also used microPET imaging to measure the
ability of CPP-115 to antagonize cocaine-induced increases in synaptic nucleus accumbens
dopamine. Because of the higher potency of CPP-115 relative to vigabatrin, we
hypothesized that CPP-115 would exhibit less retinal toxicity by either reducing the
formation of toxic enzyme inactivation by-products or by a reduction of direct toxic effects
of the drug as a result of the lower dose needed to inactivate GABA-AT. Therefore, we used
electroretinography (ERG) in an animal model to evaluate the retinal toxicity potential of
CPP-115 compared to vigabatrin.17:20

Effects of (1S,3S)-3-amino-4-difluoromethylenyl-1-cyclopentanoic acid (CPP-115) at GABA
transporters and receptors

Interaction of CPP-115 with GABA transporters—CPP-115 displayed no inhibitory
activity at 1 mM concentration at each of the four human or mouse GABA transporter
subtypes, in neurons, astrocytes, or mammalian cells recombinantly expressing human or
mouse transporter subtypes (see Supporting Information Table 1).21

J Med Chem. Author manuscript; available in PMC 2013 January 12.
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Interaction of CPP-115 with GABA receptors—To investigate a possible interaction
of CPP-115 with GABA receptors, we tested the compound for its ability to displace
[H]GABA binding to ionotropic GABAA receptors or metabotropic GABAg receptors in
rat brain cortical homogenates.22 At a concentration of 100 1M, no inhibition of binding was
observed at either receptor tested, whereas 1 pM cold GABA inhibited radioligand binding
as expected (see Supporting Information Table 2). Additionally, we tested CPP-115 for
activity at recombinant human pl GABA( receptors expressed in oocytes and was found to
exhibit no effect as an agonist or antagonist at a concentration of 100 uM (see Supporting
Information Figure 1).

Effects of (1S,3S)-3-amino-4-difluoromethylenyl-1-cyclopentanoic acid (CPP-115) at non-
GABAergic off targets

Off-target tests of 111 different biological targets were carried out at Cerep (Poitiers,
France). There was no significant effect of CPP-115 on any of these off targets. See
Supporting Information Tables 3 and 4 for the summary of testing. There also was no in
vitro effect on aspartate aminotransferase, alanine aminotransferase, or succinic
semialdehyde dehydrogenase, unlike vigabatrin, which is known to reduce activities of
alanine aminotransferase2324 and succinic semialdehyde dehydrogenase?> in vivo. CPP-115
also did not inhibit or induce CYP1A2, CYP2B6 and CYP3A4/5 or inhibit CYP2C8,
CYP2C9, CYP2D6, which are the more common human liver microsomal cytochrome P450
enzymes (100 uM). The in vitro effects of CPP-115 (300 uM) on the human ether-a-go-go-
related gene (hERG) channel current at near-physiological temperature was determined.
CPP-115 inhibited hERG current by (mean £ SEM) 1.1 + 0.2% at 10 yM (n=3)and 1.5 +
0.2% at 300 uM (n = 3) versus 0.8 + 0.3% (n = 3) in control. At both test concentrations
hERG inhibition was not statistically significant (P < 0.05) when compared to vehicle
control values, indicating a minimal risk for CPP-115 induced cardiac arrhythmias.

Pharmacokinetics and metabolic stability of CPP-115

CPP-115 is rapidly (1.7 h™1 for rats and 2.3 h™1 for beagle dogs) and completely (79% for
rats and >100% for dogs) orally absorbed, and rapidly eliminated (T4, is 1 h for rats and 2.3
h for dogs). Rats received a 10 mg/kg i.v. dose or a 30 mg/kg oral dose. Dogs received a 5
mg/kg i.v. dose or a 10 mg/kg oral dose. The greater than 100% oral absorption observed for
dogs may be due to random variability (only three animals were employed) or due to non-
linear dose-response relationships in the rates of absorption and/or elimination for the i.v.
and oral doses. The metabolic stability of CPP-115 was evaluated in cryopreseved human
hepatocytes, and 16% loss was observed after 4 hours (T12 is 20 h), which is consistent with
a drug that would survive first pass metabolism and through several half lives in the blood
stream. CPP-115 was incubated, in triplicate, in human hepatocytes (1,000,000 cells/mL)
for 4 hours. The calculated Ty, is well past the end of the incubation period and is only
approximate.

Toxicity of CPP-115

CPP-115 was tested in the in vitro mammalian chromosome aberration test using human
peripheral blood lymphocytes (HPBL) in both the absence and presence of an Aroclor-
induced rat liver S9 metabolic activation system. At a concentration of 10 mM, the
percentage of cells with structural or numerical aberrations in the test article-treated groups
was not significantly increased relative to solvent control (p > 0.05, Fisher’s Exact test).
Results of the Bacterial Reverse Mutation Assay (Salmonella typhimurium tester strains
TA98, TA100, TA1535, and TA1537 and Escherichia coli tester strain WP2 uvrA) indicate
that CPP-115 (234 mM, 5000 pg/plate) did not cause a positive response with any of the
tester strains in either the presence or absence of Aroclor-induced rat liver S9.

J Med Chem. Author manuscript; available in PMC 2013 January 12.



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

1duasnuey Joyiny vd-HIN

Pan et al.

Page 5

Vigabatrin also has been shown to cause microvacuolization in the white matter of the CNS,
which has been characterized as intramyelinic edema.28 This histopathological finding
resolves in a few weeks after discontinuation of therapy. There is currently no histological
data for CPP-115 to confirm whether or not this effect occurs with CPP-115 and to what
degree.

Effects of CPP-115 on cocaine induced CNS neurochemical changes

MicroPET imaging of the effects of CPP-115 on cocaine-induced lowering of
[11C]-raclopride—To compare the pharmacological effects of CPP-115 to that previously
reported for vigabatrin, we determined the effect of cocaine administration on NAc-released
dopamine (Figure 1). In these microPET imaging studies, cocaine reduced [11C]-raclopride
binding by an average of 22%, consistent with an increase in synaptic dopamine.} However,
when treated with CPP-115, cocaine had no effect on [11C]-raclopride binding. That is,
[11C]-raclopride binding was similar to the control data, consistent with CPP-115 (at 0.5
mg/kg) producing a blockade of cocaine-induced increases in synaptic dopamine at a dose
600 times lower (0.5 mg/kg) than the required 300 mg/kg dose of vigabatrin that was
effective previously.2” In two microPET imaging studies, CPP-115 administered 2.5 hours
prior to radiotracer injection did not produce a change in [*1C]-raclopride binding.

Effects of CPP-115 on cocaine-induced increases in extracellular dopamine—
To compare the pharmacological effects of vigabatrin and CPP-115, we measured the effect
of cocaine stimulation on extracellular dopamine (Figure 2). Control rats pretreated with
saline prior to cocaine showed an increase in dopamine concentration of 550 + 21% relative
to untreated rats. Sixty minutes prior to the cocaine challenge, rats were pretreated with
either 300 mg/kg of vigabatrin or 1 mg/kg of CPP-115. Pretreatment with vigabatrin
attenuated this response by 40%, or an increase in dopamine of 331 + 32%. In contrast,
pretreatment with CPP-115 attenuated the response to cocaine by 54%, a cocaine-induced
increase in dopamine of only 256 + 26%. Thus, in freely moving, unrestrained animals,
CPP-115 at 1/300th the dose used for vigabatrin, produced a greater inhibition of the
stimulatory effects of cocaine than vigabatrin, without altering baseline dopamine levels.
The 10-20 minute delay in response in Figure 2 occurs because of a 10-minute sampling
interval. In vivo microdialysis techniques, unlike microPET, require that extracellular
samples are collected over some period of time and injected into an HPLC. This period of
time is directly related to the sensitivity of the electrochemical detector, in this case 10
minutes.

Effect of CPP-115 on the expression of conditioned place preference, a model for cocaine

addiction

Increases in NAc dopamine following administration of cocaine produces a dose-dependent
and profound effect on the expression of conditioned place preference in rats. Conditioned
place preference is a well-documented model that assesses the saliency of drugs of abuse in
a drug-free state.! The ability to pharmacologically block the expression of a cocaine-
induced conditioned place preference suggests that these compounds might have an
indication for treating cocaine addiction.

Cocaine produced a dose-dependent conditioned place preference response, with the most
reliable and robust response occurring at 20 mg/kg. Therefore, a 20 mg/kg cocaine dose was
chosen to examine the effect of the administration of CPP-115 on the expression of a
cocaine-induced conditioned place preference (Table 1). The results clearly indicate that 1.0
mg/kg of CPP-115 blocked the expression of cocaine-induced conditioned place preference.
By itself, CPP-115 produced neither a conditioned place preference nor a conditioned
aversive response, indicating that CPP-115 exhibits no abuse potential. These data are

J Med Chem. Author manuscript; available in PMC 2013 January 12.
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particularly exciting in that similar findings with vigabatrin required a dose of 300 mg/kg,
while the effects of CPP-115 were obtained using a dose of 1.0 mg/kg. Specifically, in the
saline/saline pairings, animals spent an equal amount of time in both chambers (7.3 + 0.5
versus 7.7 = 0.6 min). However, in the saline/cocaine pairings, animals spent a significantly
greater amount of time in the cocaine-paired chamber 11.8 + 0.5 versus 3.2 + 0.4 min (p<
0.01, Student’s two-tailed t-test). In the saline/compound CPP-115 pairings, animals spent
an equal amount of time in both chambers (8.7 £ 0.2 versus 6.9 £ 0.9 min), suggesting that
CPP-115 did not produce a conditioned place preference on its own (i.e., is not addictive).
In the cocaine/saline + compound CPP-115 pairings, animals again spent an equal amount
of time in both chambers (7.8 + 0.5 versus 7.2 £ 0.9 min), demonstrating that at a dose of 1.0
mg/kg, CPP-115 completely blocked the expression of a cocaine-induced conditioned place
preference with 300 times greater potency than that of vigabatrin.

Retinal Toxicity of CPP-115

We collected electroretinograms (ERG) for scotopic (rod), mesopic (standard combined),
photopic (cone), and 10 and 15 Hz flicker ERGs for both eyes from each animal in the
study. One of the animals in the vigabatrin group at the 45-day time point exhibited a larger
difference between the right and left eyes for all ERGs. Histological examination of both
eyes confirmed that the eye producing the lower ERG results showed inflammation of both
the vitreous and retina and was indicative of a major infection. Therefore, all results from
this animal (both eyes) were omitted from further consideration. During the course of the
study, due to the use of a high maximum tolerated dose (MTD) for both drugs (20 mg/kg for
CPP-115 and 200 mg/kg for vigabatrin), four animals were euthanized or found dead (two
female and two male) in the CPP-115 group and two deaths (one of each sex) in the
vigabatrin group, out of 15 animals in each group. The need for the euthanizations resulted
from the sedative effects of both drugs in the first three weeks of treatment, which led to
malnourishment, dehydration, and general distress. The MTD of 20 mg/kg for CPP-115 was
determined directly by a dose ranging study (unpublished results). The MTD for vigabatrin
used in this study was determined empirically from previously published results of
vigabatrin toxicity,26:28 the 250 mg/kg/day dose that was used in the previously reported
retinal toxicity study upon which this study is based,1’ and in consideration of the longer
duration of this study. Doses several times larger of both CPP-115 and vigabatrin are
needed for a given pharmacological effect when given repeatedly over extended times
compared to when the drug is administered as a single dosage.?8:2% As a result, the single
dosages previously described for cocaine addiction animal models used a larger dosage than
the retinal toxicity study.

The implicit times of the ERGs were generally unremarkable and showed little or no drug
effect for either drug, which is consistent with past reports for vigabatrin in this model.17:20
However, in females the rod, mesopic, and cone b-wave implicit times were significantly
increased with vigabatrin compared to controls or CPP-115 (data not shown). The a-wave
amplitudes, when present, generally showed the same trends described below, but with less
statistical power than the b-wave amplitudes as a result of the smaller size of these signals.
We also collected flicker ERGs at both 10 Hz and 15 Hz. The 10 Hz flicker ERGs were
significantly lower with vigabatrin compared to both CPP-115 and controls in both sexes at
both time points (data not shown). Only the 15 Hz flicker ERG is discussed because the 15
Hz ERG responses exhibit smaller rod contributions because of the higher stimulus
frequency and, therefore, would be more indicative of cone photoreceptor recovery time.
Vigabatrin showed a larger decrease in the scotopic, mesopic, and photopic b-wave ERG
and flicker ERG average amplitude responses when compared to CPP-115. Vigabatrin and
CPP-115 treatment in females resulted in a greater reduction in all ERG measurements

J Med Chem. Author manuscript; available in PMC 2013 January 12.
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compared to males (see Table 2 and Figure 3) with vigabatrin generally resulting in more
pronounced reductions in amplitude.

Discussion

Because of the importance of GABAergic effects on a variety of neurological disorders and
the inherent complexity of this system resulting from multiple subtypes of receptors and
transporters, it is crucial that potential therapeutic compounds are selective for specific
components of the GABAergic system. In this study, we evaluated the selectivity profile of
a recently described GABA-AT inhibitor, CPP-115.18 We observed that CPP-115 does not
affect GABA uptake in recombinantly expressed human and mouse GABA transporters or
in mouse cortical astrocytes or neurons (Supporting Information Table 1). Therefore, unlike
vigabatrin, which is a GABA reuptake inhibitor,3% CPP-115 does not interfere with GABA
transport. Furthermore, CPP-115 displays no affinity for GABA or GABAGg receptors
(Supporting Information Table 2) and is neither an agonist nor an antagonist for GABAc
receptors (Supporting Information Figure 1). The principal GABAergic site of action of
CPP-115 appears to be GABA-AT, the enzyme that catabolizes GABA.3! Because of the
effectiveness of vigabatrin, an irreversible inactivator of GABA-AT, on the reversal of
specific addictionassociated biochemical and behavioral measures to a variety of drugs of
abuse, CPP-115 was investigated for its ability to block cocaine-induced increases in NAc
dopamine concentrations by microPET in sedated animals, an indicator of addictive
behavior. Further, we extended these biochemical findings to a behavioral measure, the
expression of a cocaine-induced conditioned place preference.

The microdialysis studies demonstrated that pretreatment with vigabatrin or CPP-115
reduced the magnitude of the cocaine challenge-induced increase, or “surge”, in NAcc
dopamine levels (Figure 2). This reduced NAcc surge in dopamine levels correlated with
elimination of cocaine induced conditioned place preference (Table 1) and an increase in
raclopride binding to dopamine receptors (Figure 1), which is known to correlate with
reduced dopamine receptor occupancy by dopamine. In fact, we observed that a dose of
CPP-115 that is 1/300 (1.0 mg/kg) to 1/600 (0.5 mg/kg) that of vigabatrin (300 mg/kg)
reversed cocaine-induced increases in synaptic dopamine as well as in the expression of a
cocaine-induced conditioned place preference. The effects of vigabatrin, an irreversible
GABA-AT inhibitor, are thought to be activity dependent. That is, while vigabatrin
increases presynaptic GABA stores, these stores are not released into the synaptic space
(and thus the extracellular environment) unless stimulated by an increase in neuronal cell
firing rates. The fact that we do not see changes in either extracellular (microdialysis) or
synaptic (microPET) dopamine following vigabatrin treatment is consistent with this
reported mechanism of action and suggests that CPP-115 might also be activity dependent.
Given the effectiveness of vigabatrin in clinical trials for the treatment of cocaine and/or
methamphetamine addiction,1%:11:12 in combination with its preclinical efficacy for the
treatment of nicotine,” methamphetamine, heroin, and ethanol® abuse, it is reasonable that
CPP-115 also will be effective in treating these addictive behaviors in humans.

The effects of a 20 mg/kg dose, compared to the 0.5 mg/kg to 1 mg/kg addiction treatment
dose, of CPP-115 on retinal function were evaluated by electroretinography. This dose is
effective at reducing or eliminating cocaine induced CNS changes associated with addiction
and represents a safety factor of 20 to 40 fold over the treatment dose. In contrast, the retinal
function effects of vigabatrin, the positive control, evaluated at a 200 mg/kg dose, compared
to its effective dose for cocaine addiction of 100 mg/kg to 300 mg/kg, represents a safety
factor of only about 1, which could account for its serious visual field defects in humans.
Despite the high dose of CPP-115 used in the retinal toxicity studies relative to its
therapeutic dose, the effects on ERG parameters were less than those found for vigabatrin. It

J Med Chem. Author manuscript; available in PMC 2013 January 12.
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is also interesting that the vigabatrin induced reductions in ERG response plateau at 45 days
(see Figure 3) in the female animals. There is insufficient data from this study to determine
the rate profile at which vigabatrin approaches this plateau of reduced retinal function.
However, based on the magnitude of the reduced ERG response values for both drugs at
both 45 and 90 days, we conclude the rate at which vigabatrin affects retinal function is
substantially faster than that of CPP-115.

A substantial sex-based bias in the effect of vigabatrin on retinal function was also noted
that has not been previously reported for this model. However, the statistical analysis of the
ERG results for CPP-115 and the control showed no statistically significant sex-based
differences.

CPP-115 also exhibits remarkable pharmacokinetic characteristics: it is not metabolized,
exhibits rapid and complete oral absorption, and is rapidly eliminated, which are all highly
favorable for orally delivered drugs.

A remarkable advantage of CPP-115 is its much greater potency relative to vigabatrin,
which should markedly reduce its daily dose relative to that of vigabatrin (1-3 g/day).
Furthermore, given the greatly reduced retinotoxicity of CPP-115 and the greater safety
factor at which this retinotoxicity was evaluated, it is reasonable to conclude that CPP-115
will exhibit greater visual safety in clinical use for both addiction and epilepsy. Since the
predominant cause for visual field defects in vigabatrin therapy is believed not to be the
result of elevated GABA,1° the mechanistic differences between vigabatrin and CPP-115
with regard to their potential inactivation of GABA-AT would contribute to less visual field
defects in the case of CPP-115.

Many clinical studies have examined visual deficits associated with vigabatrin treatment for
epilepsy. Because of these potential side effects, an official registry has been initiated to
closely monitor and follow-up with patients being treated with vigabatrin.32 Clinical
ophthalmic visual testing, including ERGs to examine cone function with flicker analysis,
are essential components for defining visual toxicity in vigabatrin treatment.33 In a newly
released pediatric study, a subgroup of patients had vigabatrin-induced visual field loss and
progressive cone ERG deficits.34 Our animal ERG studies demonstrate that CPP-115 is an
alternative, and potentially safer pharmacological agent, to vigabatrin for targeting the
deficits in the GABA pathway and in other clinical studies that require visual testing.

Experimental

Materials

Vigabatrin (Sabril®), (R)-baclofen, GABA, isoguvacine, sodium pyruvate, theophylline,
gentamycin, and all buffer reagents were purchased from Sigma-Aldrich (St. Louis, MO,
USA). Vigabatrin for the electroretinography study was supplied by Divi’s Laboratories,
Andhra Pradesh, India. (1S,3S)-3-Amino-4-difluoromethylenyl-1-cyclopentanoic acid
(CPP-115) was synthesized as reported previously; calculated for C;HgNOsF,: C, 47.46; H,
5.12; N, 7.91. Found: C, 47.16; H, 4.79; N, 7.68.18 CPP-115 was >95% pure. [3H]GABA
(35 or 40.0 Ci/mmol) and [3H]muscimol (36.6 Ci/mmol) were purchased from PerkinElmer
(Boston, MA, USA). All reagents for cell culture techniques were purchased from
Invitrogen (Paisley, UK). Cocaine USP was provided by the National Institute on Drug
Abuse (NIDA). All animals were adult male Sprague-Dawley rats (200-225 g, supplied by
Taconic Farms, Germantown, NY), with the exception of those animals used for the
electroretinography study, as described below. The general care and housing of the animals
in all experiments met or exceeded the AAALAC standards. The animals were euthanized in
accordance with the AVAMA Guidance on Euthanasia.
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Figure 2.
Effect of CPP-115 on cocaine-induced increases in nucleus

accumbens dopamine in freely

moving rats. CPP-115 preferentially attenuates cocaine-induced increases in nucleus

accumbens dopamine in freely moving rats. All drugs (salin

e, vigabatrin (also known as

CPP-109), and CPP-115) were given by intraperitoneal injection 60 minutes prior to
cocaine (20 mg/kg). Significant differences in peak effect were determined using a Student’s

t-test, ***p<0.001 from saline controls, 8p<0.05 from CPP-
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Figure 3.

The effect of CPP-115 and vigabatrin (GVG in the figure) on the ERG responses. The b-
wave amplitudes for the control, CPP-115, and vigabatrin groups, for both males (M) and
females (F), for the scotopic (rod) (A), photopic (cone) (B), standard combined (C), and the
15 Hz flicker (D) ERG average response at 45 and 90 days are presented, with the standard
error of the mean of each measurement. Statistically significant differences, where observed,
are also indicated. Significant p-values are indicated with *** for extremely significant
<0.0001, ** for very significant 0.0001 to 0.01, * 0.01 to 0.05 for significant, and ns >0.05
as not significant.
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CPP-115alone is not rewarding and blocks the expression of preference to cocaine. CPP-115 (1 mg/kg) and

vigabatrin (300 mg/kg) produced comparable inhibition of cocaineinduced place preference, p<0.001,

Student’s t-test

Treatment Group

number of animals

Time in chamber (min)

paired unpaired

Saline/Saline® 9 7305  77+06
Saline/Cocaine? 9 11.8+04 3204
Saline/CPP-115 8 81+0.2 6.9+0.9
CPP-115/Cocaine 8 7805 7209
10 7905 7.1+0.6

Vigabatrin/Cocaine?

aDewey etal.’
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Table 3

Electroretinography (ERG) experimental parameters

ERG type Flashes/interval Flash Mode Pulse Period Intensity
Rod 5 @ 500ms Pulse 4ms 0.02cdes/m?
Standard Combined 5 @ 40000ms Pulse 4ms 7cdes/m?
Light Adaptation 0 @ 900sec N/A N/A 25cd/m?
Single Flash — Cone 5 @ 15000ms Pulse 4ms 6cdes/m?
10Hz Flicker 20 Continuous ~ 4ms 3cdes/m?
15Hz Flicker 20 Continuous ~ 4ms 3cdes/m?
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