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Abstract

SYAO013, a homopiperazine analogue of haloperidol, was further evaluated for antipsychotic
potential using additional animal models. Previously, SYAO013 was tested in mice with an
antipsychotic screening model in which it inhibited apomorphine induced climbing behavior,
indicating antagonism of the dopaminergic system and the potential for use in the treatment of
schizophrenia. In this study, SYAOQ013 was shown to inhibit both d-amphetamine-induced
locomotor activity in rats and conditioned avoidance response (CAR) in rats in a dose dependent
manner and in the case of CAR, without producing any escape failure responses (EFR), two tests
predictive of antipsychotic action. The selective 5SHT 5 antagonist WAY 100,635 was used to
determine if binding of SYAOQ13 to the 5HT; 5 receptor contributed to suppression of CAR. The
results indicated that 0.63 mg/kg WAY 100,635 did not have a significant effect on the inhibition
of CAR by SYAO013. Pharmacokinetic parameters in brain and plasma were determined for
SYAO013. A log brain/plasma concentration ratio at ty,;x of 1.48 suggests that SYA013 readily
crosses the blood brain barrier (BBB).

The hypothesis that binding of SYAOQ13 to the 5HT 4 receptor contributed to the lack of
significant catalepsy was investigated using the 5HT 5 antagonist WAY100,635. The results of
acute and semi-chronic tests suggest that binding to the 5HTq A receptor alone did not significantly
account for the lack of catalepsy. Lack of catalepsy was preserved after the semi-chronic challenge
with SYAO013. These tests further indicate that SYA013 has a pharmacological profile with the
potential for use in the treatment of neuropsychiatric diseases. In addition, the 5HT 1 receptor
does not appear to play a significant role in the pharmacological profile of SYA013.
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1. Introduction

Approximately 1% of adults in the United States are affected with the brain disorder
schizophrenia (Bourdon et al., 1992). Positive symptoms including delusions, hallucinations,
and disorganized behavior, and negative symptoms of social avoidance, emotional
withdrawal, reduced speech, and lack of ability to experience pleasure characterize this
debilitating condition (Guitart et al., 1998). Chlorpromazine was introduced in the 1950s as
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the first antipsychotic that could reduce hallucinations and delusions (Ellenbroek BA, 2011;
Meltzer, 1995). Other antipsychotics followed including haloperidol. However,
extrapyramidal side effects (EPS), including rigidity, dystonia and akathisia, along with
tardive dyskinesia, a chronic motor side effect, accompanied the use of these antipsychotics.
Clozapine was introduced in the 1960s and produced few if any EPS (Geyer and Ellenbroek,
2003). Unfortunately, it is associated with agranulocytosis which can be fatal (Birch et al.,
1999). More recently, atypical antipsychotics without agranulocytosis have been introduced
and have found widespread utility. However, atypical antipsychotics in general predispose
patients to metabolic disorders and weight gain (Arterburn, et al., 2011). These and other
reasons provide the impetus for continuing the search for new drugs to treat schizophrenia
and related neuropsychiatric illnesses.

Inhibition of the dopamine D, receptor remains a necessary condition for antipsychotic
efficacy, even after 50 years of drug developments (Kapur and Mamo, 2003). Clozapine
binds with lower affinity to the D, receptor (Birch et al., 1999) than haloperidol does which
is thought to account for the higher incidence of EPS with haloperidol. Clozapine is also a
5HT A partial agonist, which may contribute to its low EPS profile (Kleven et al., 2005;
Newman-Tancredi et al., 1996). The contribution of 5HT; 5 receptor binding in reducing
cataleptic response in rats is well documented. Some compounds that did not exhibit strong
catalepsy alone (SLV313, bifeprunox, and sarizotan) produced marked catalepsy after rats
were pretreated with the SHTqa receptor antagonist WAY100,635. However, other
compounds that did not exhibit strong catalepsy alone (aripiprazole and SSR181507)
produced only modest catalepsy after antagonism of 5HT1 by WAY100,635 (Kleven et al.,
2005). It is therefore thought that other mechanisms, such as partial agonism at D, receptors
or antagonism of the 5SHT receptor, may contribute to the low EPS profile of an
antipsychotic (Kleven et al., 2005; Meltzer, 1999; Meltzer et al., 1989, 2011; Natesan et al.,
2008).

SYAO013, a homopiperazine analogue of haloperidol, has been identified in our laboratories
as a potential atypical antipsychotic agent. SYAO013 has moderate affinity for the D, and
5HT A receptors, higher affinity for the 5SHT4 receptor than the D, receptor, inhibits
apomorphine-induced climbing behavior in mice, and exhibited no significant cataleptic
behavior in the bar test with rats at up to 5 x ED5q (Ablordeppey et al., 2008). This work
further investigates the efficacy of SYAO013 as a potential antipsychotic agent using
additional animal models, including the cataleptogenic potential using the new Catalepsy
Test Chamber (Med Associates, Inc., St. Albans, VT) to assist in performing the classic
catalepsy bar test with rats, the role of the 5HTq A receptor in its pharmacological profile and
its pharmacokinetic profile.

A strong increase in the locomotor activity of rats injected with d-amphetamine is due to
increased dopaminergic activity in the mesolimbic system, especially the nucleus
accumbens, and its reversal has been used to predict antipsychotic activity for many years
(Depoortere et al., 2007; Ellenbroek, 1993; Geyer et al., 2003; Struyker-Boudier and Cools,
1984). In our previous reports, we concentrated on the reversal of apomorphine-induced
stereotypy to predict the same. In this report, we have used both reversal of d-amphetamine-
induced locomotor hyperactivity and the classic conditioned-avoidance response (CAR) test,
to investigate and validate the antipsychotic properties of SYA013 (Wadenburg, 2010;
Depoortere et al., 2007; Arnt, 1982). To probe the involvement of 5HT1 4 interaction in the
behavioral profile of SYAQ013, we used the conditioned avoidance response paradigm to test
SYAO013, both with and without pre-treatment with the 5HTq A receptor antagonist
WAY100,635.
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The undesirable extrapyramidal side effects in humans of many antipsychotics can be
predicted by the occurrence of catalepsy in rats (Jones and McCreary, 2008, Kleven et al.,
2005). Different methods have been used to test for catalepsy in rats including the paw test,
inclined grid, flat bar, round bar, and crossedlegs position test (Ellenbroek and Cools, 1988;
Ahlenius and Hillegaart, 1986; Geffen et al., 2009; Siuciak et al., 2007; Sanberg et al. 1988).
We have chosen to use the classic round bar test using a new Catalepsy Test Chamber (Med
Associates, Inc., St. Albans, VT), a commercially available instrument that measures the
time of contact between a rat's paw(s) on the bar and the floor of the chamber, eliminating
many of the problems associated with human response time and interpretations. To our
knowledge, this is the first time the use of this instrument has been reported in a peer-
reviewed journal. In addition, we have used a second test of catalepsy that is reported to be
sensitive to the anticataleptic actions of 5SHT1 4 receptor agonists, the crossed-legs position
(CLP) test (Depoortere et al., 2007; Kleven et al., 2005). Immediately following the two
catalepsy tests, a righting test was performed to test for sedation or other effects (McCreary
et al. 2007; Reeve et al., 1992).

To investigate if binding of SYAQ13 to the 5HT 1 receptor reduces the catalepsy in rats
observed in our earlier report (Ablordeppey et al., 2008), WAY 100,635 was administered
(Depoortere et al., 2007; Kleven et al., 2005; Prinssen et al., 1998) to antagonize the 5SHT 5
receptor prior to experimental observations. /n7 vivo time/concentration curves in rats from iv
and po doses of SYAQ13 were acquired to determine brain/plasma concentration ratios and
pharmacokinetic parameters.

2. Materials and Methods

2.1. Animals

All experiments were carried out on male Sprague-Dawley rats (100-250 g), (~5-8 weeks
old) from Harlan Laboratories, Inc. Animals were housed in the Florida A & M University
Animal Care Facility which is fully AAALAC accredited, and operates with a 12 h light/
dark cycle and controlled temperature (24 + 2 °C). The rats were given free access to food
and water and at least 5 days to adjust before the start of each experiment. Rats were then
fasted the night before each experiment. All experimental procedures were performed in
accordance with protocols approved by the Florida A & M University Institutional Animal
Care and Use Committee.

2.2. Drugs and chemicals

SYAO013 (Clog P = 5.15) was synthesized at Florida A & M University (Ablordeppey et al.,
2008), with a purity of 99.8% as determined by CHN analysis. SYAQ013 (dihydrochloride
salt) was dissolved in filtered (0.22) 1% lactic acid vehicle for all the animal studies. Doses
were given in a volume of 11.4 mL/kg for intraperitoneal (ip) and intravenous (iv)
injections, and 21 mL/kg for gavage (po) dosings, based on solubility in vehicle.

The HPLC internal standard DS-49 (Clog P = 5.17) used for calibration was also
synthesized at Florida A & M University (Sikazwe et al., 2004, Chart 1) with CHN values
within 0.4% of theoretical values as determined by CHN analysis.

Lactic acid was ACS reagent grade (ACROS), phosphate buffered saline (PBS) and NaCl
were from Fisher, ACS grade, d-amphetamine hemisulfate salt and WAY 100,635 maleate
salt were from Sigma-Aldrich, and the water used to make solutions was HPLC grade.
Diethyl ether was from Fluka, residue analysis grade. The acetic acid, water, methanol, and
acetonitrile were HPLC grade. The sodium sulfate was analytical reagent grade.
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The Clog P values reported in this manuscript were calculated using ChemDraw Ultra,
version 11.0.1 obtained from CambridgeSoft.

2.3. Pharmacokinetic analyses

2.3.1. Sample preparation for HPLC-PDA

2.3.1.1. Plasma: 0.5 mL of rat plasma was mixed with 20 puL of DS-49 (250 pg/mL),
(internal standard) in an 8 mL glass vial with a Teflon-lined cap. 100 pL of 2M NaOH was
added and mixed, followed by diethyl ether (5 mL) and the tubes shaken for 10 min. The
sample was then centrifuged for 10 min at 3000 rpm. The ether layer was transferred to a 5
mL glass vial and the ether evaporated under nitrogen at 40 °C until dryness. The sample
was then reconstituted in 200 puL of mobile phase. The supernatant was transferred to a 0.6
mL high speed plastic centrifuge tube and centrifuged at 10,000 g for 5 min. 100 puL of
supernatant was injected for HPLC analysis.

2.3.1.2. Brain tissue: Rat brains were frozen at —20 °C until needed. Each brain was
weighed, and then macerated with a spatula, followed by the addition of 2 parts PBS and
homogenization with a Tissue Tearor at a maximum speed setting of 30 for 2 min. This was
followed by sonification for 20 seconds (3 times) with mixing in between using a Branson
digital sonifier model 450, with a microtip, set at 50% amplitude. Homogenates were kept
on ice between steps. One mL of homogenate (~1g) was mixed with 20 uL of 250 pg/mL
DS-49 (internal standard, Clog P = 5.17) in a 5 mL glass vial with a Teflon-lined cap. This
was mixed with 3 mL of acetonitrile and shaken for 5 min. After centrifugation at 3000 rpm
for 10 min, the supernatant was transferred to an 8 mL glass vial with a Teflon-lined cap,
and evaporated under N, at 40 °C until near dryness. This was mixed with H,O (0.5 mL)
and 2 M NaOH (100 pL)followed by extraction into 5 mL of ether and further cleanup and
analysis as described for plasma. (Shimokawa et al. 2005)

2.3.2. HPLC conditions—A Waters 2695 Alliance HPLC system was used, equipped
with an autosampler, and PDA detector. The column was an Alltima HP, C18, 5, 4.6 mm x
150 mm, protected by a guard cartridge with the same packing, which was changed when
peak shape eventually degraded, restoring peak shape back to normal. The flow rate was 1
mL/min, and an analytical wavelength of 254 nm was used. The isocratic mobile phase was
generated from 55%A and 45%C, with 100% methanol in the A reservoir, and an aqueous
solution of 0.01M sodium sulfate in 4% v/v acetic acid in the C reservoir. Run time was 15
min. Retention time and PDA spectra were used to identify analytes.

2.3.3. Determination of SYA013 levels in plasma and brain samples—A single
bolus dose (equal to the 1Dsg values obtained by iv or ip injections respectively) of SYA013,
was given by iv (2.09 or 12.5 mg/kg) or gavage (48 mg/kg) to an average of 4 rats per time
point group, and blood and brains collected at 5 min, 10 min, 15 min, 30 min, 1 hr, 2 hr, 3
hr, 6 hr, 9 hr, and 24 hr. For control purposes, vehicle was injected into 4 rats as well.
Plasma and whole brains were stored at —20 °C until needed. The internal standard method
was used to correct for % recoveries. Calibration lines were calculated using linear
regression from 7-8 points, and had coefficients of determination of 0.994 or better.

2.4. Behavioral experiments

All behavioral experiments were conducted under standard temperatures (68-79 °F) and
humidity (30-70%) in the animal care facility.

2.4.1. d-Amphetamine-induced locomotor hyperactivity—The method of
Depoortere et al., 2007, was used to observe the effect of SYAO013 on hyperlocomotion

Pharmacol Biochem Behav. Author manuscript; available in PMC 2013 August 01.



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

1duasnuey Joyiny vd-HIN

Bricker et al.

Page 5

produced by d-amphetamine in rats. Male Sprague-Dawley rats were first injected ip or iv
with SYAO013, and then injected sc with d-amphetamine (0.63 mg/kg as free base) at 45 min
post injection with SYAOQ13. Spontaneous locomotor activity was determined by injecting sc
phosphate buffered saline (PBS) instead of d-amphetamine for comparison. The home cage
was then placed in an automated animal activity monitor (Opto-M3, or Opto-Varimex Mini,
Columbus Instruments, Columbus, OH, USA), and 15 min after the second injection, the
ambulatory infrared light beam interruptions of the X axis counted for 1 hr.

2.4.2. Conditioned avoidance response (CAR)—CAR was determined using the
method of Depoortere et al., 2007. A shuttle box system (Medical Associates, St. Albans,
VT, USA) with an infrared photobeam detection system, two chambers, each with a cue
light and electric foot shock (0.8 mA, 30Hz) grid floor, one manual central door, and
computer software to control the chambers and collect data, was used to train rats to avoid
the shock in response to a cue light by moving to the other chamber before 10 seconds
passed. The system was programmed for each trial to turn on the light in the chamber the rat
was in for 10 seconds, and then deliver the shock to the grid floor for 10 seconds while still
keeping the light on until the rat left the original chamber, with both light and shock
terminating together after a total of 20 seconds. The ITI interval (time between start of each
trial) was programmed to 40 seconds. Rats were trained at one session a day, with each
session consisting of 30 consecutive trials. Each rat required 5 days to 2 weeks to train, and
about 40-60% were found to be untrainable, due mainly to poor avoidance responding. This
has also been observed by Sun et al., 2010, with 59% of rats reaching training criteria after 2
weeks. A conditioned avoidance response (CAR) was recorded when an escape occurred
during the first 10 seconds of a trial, an escape recorded if the rat left during the second 10
seconds while being shocked, and an escape failure response (EFR) recorded if the rat
stayed in the chamber for the whole 20 seconds.

During training, it was observed that occasionally, a small number of rats were able to take
advantage of rat location detection problems (tail flicks in the opposite chamber, vertical
stance to avoid beams, or center positioning) and positioning to avoid shock (contact with
only one bar in one chamber, or one bar in both chambers, or clinging to the light fixture
near the ceiling) to defeat the system causing EFR without getting shocked. This encouraged
the rat to learn how to position itself to avoid shock from the cage floor bars or avoid
detection by the photobeam system leading to the rat learning how to avoid shock without
exiting the chamber in which shock was being applied. These rats were eliminated from
training after 2—4 weeks if the learned EFR behavior was not extinguished. Improvements in
the software have eliminated most of the photobeam location detection problems.

Acceptance criteria for rats used in the experiments were developed and included a
minimum of 5 days of training, with 3 consecutive days and the day before the experiment at
> 75% CAR, and no EFRs. Results are reported relative to the % CAR value determined the
day before the test. These criteria fall within the range of procedures developed by other
authors (Bundgaard et al. 2009, Schlumberger et al. 2010, Sun et al. 2010, Wadenberg and
Hicks 1999). There were no escape failure responses for vehicle or SYA013 under these
conditions. Similarly, Wadenberg et al., 2001 also record no EFR for haloperidol,
risperidone, olanzapine, and quetiapine using a tilting grid floor apparatus with microswitch
detection.

2.4.2.1. No pre-treatment: On the day of the experiment, trained rats were injected ip once
with either SYAO13 or vehicle (1% lactic acid) 60 min before the start of the session. Five
rats were used for each dose.
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2.4.2.2. Pre-treatment with saline or WAY100,635: On the day of the experiment, trained
rats were injected twice, first with either saline or WAY 100,635 (0.63 mg/kg as free base)
(Depoortere et al., 2007) in saline sc, then 15 min later with SYAO013 ip. The CAR session
began 60 min after the second injection. Five to six rats were used for each dose. The dose
of WAY 100,635 (0.63 mg/kg) was used in our study based on the work reported by
Depoortere et al., 2007. This dose should be effective in our study for two other reasons.
First, SYAO13 is less potent at the 5HT1 5 (Kj = 117 nM) receptor than F15063 (K; = 4.27
nM) used by Depoortere. Secondly, the dose of SYAO013 used by us (0.08 mmole/kg) is
smaller than that used by Depoortere (0.1 mmole/kg) for F15063. Indeed, others have used
smaller doses (0.16 mg/kg) of WAY 100,635 to reverse 8-OH-DPAT effects (Assie and
Koek, 1996).

2.4.3. Catalepsy bar test, new instrument—A new instrument, the Catalepsy Test
Chamber (Med Associates, Inc., St. Albans, VT), was used to assist in performing the
classic catalepsy bar test with rats. Forelimbs were place on a 1.3 cm diameter (4 diameters
available) horizontal cylindrical metal bar at a comfortable standing height of 10 cm (4
heights available) and hind limbs on the stainless steel floor. The instrument measures the
time that contact is maintained between the floor and the bar using computer software, and
eliminates many human interpretations and response time. Contact time was recorded up to
a maximum of 30 seconds (programmable). Visual data were also collected for comparison.
Four chambers were used. Rats were pretreated by sc injection with saline or WAY 100,635
(0.63 mg/kg as free base) in saline 15 min before injection (ip) with SYAO013 or haloperidol.
Sixty min after injection with SYAOQ13 or haloperidol, rats were tested in the CLP test (see
2.4.4.) for 30 seconds, followed by the bar test for 30 seconds, followed by the righting test
(see 2.4.5.) then returned to their home cage. This was repeated at 3 and 6 min from the start
of the first trial. Five rats were used for each dose. The dose of 0.63 mg/kg WAY 100,635
given sc has been used in studies to antagonize 5HT1 4 receptors to unmask the
cataleptogenic properties of potential antipsychotics which demonstrate reduced catalepsy
potential in the bar and or CLP tests (Depoortere et al., 2007; Kleven et al., 2005; Prinssen et
al., 1998).

2.4.3.1. Haloperidol: To validate the newly acquired Catalepsy Test Chamber (Med
Associates, Inc., St. Albans, VVT) the induction of catalepsy was estimated for haloperidol
and a catalepsy ED5q of 0.61 mg/kg was calculated.

2.4.4. Crossed-legs position (CLP) test—Rats were placed on the stainless steel floor
of the catalepsy test chamber, abdomen towards the floor, and the hind paws brought
forward and the front paws backwards so that the ipsilateral hind paws could hold onto the
top of the front paws, and the time the rat stayed in this position recorded up to 30 seconds
(Depoortere et al., 2007, Kleven et al., 1996).

2.4.4.1. Haloperidol: A catalepsy EDsg of 0.5 mg/kg was obtained for haloperidol with the
CLP test.

2.4.5. Righting test—Rats were placed gently on their back and observed immediately
following the bar and CLP tests. If the rat did not stay in this position, and flipped over
without assistance it was scored as "righted” (McCreary et al. 2007; Reeve et al., 1992).

2.4.6. Semichronic challenge, comparison of saline and WAY100,635
pretreatments—Rats were injected ip with 25 mg/kg SYAO013 for four days. On the fifth
day, rats were pre-injected sc with saline or WAY 100,635 (0.63 mg/kg as free base)
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(Depoortere et al., 2007), then injected 15 min later ip with 25 mg/kg SYAQ013. At 60 min
post ip injection, rats were tested for catalepsy.

2.5. Statistical analyses

All statistical analyses were performed using Prism 5.03, GraphPad Software Inc. The
differences between groups with p<0.001, 0.01, or 0.05 were considered significant.
Statistical analysis of CAR versus pre-treatment group was achieved by two-way analysis of
variance (ANOVA) with pre-treatment (WAY 100,635 or vehicle) and the dose of SYAQ013
as the between subjects factor.

Pharmacokinetic parameters were calculated by non-compartmental analysis using PK
Solutions, Summit Research Services.

All error bars are standard error of the mean (s.e.m.).

3. Results

3.1. Pharmacokinetics of SYA013 in plasma and brain tissue, iv (Fig. 1)

The mean concentration values for plasma and brain (n=4-5) are presented in Fig. 1,
separately for one and six times the locomotor activity test iv IDsq dose. Data through
timepoint 9 hr are shown for clarity, although 24 hr was collected and used in calculations if
greater than zero. The concentration maximum for brain occurred at a later time than plasma
for both doses. Pharmacokinetic data are presented in Table 1. AUC was calculated through
the time of the last observable concentration, t. The SYAQ13 brain levels significantly
exceeded those in plasma by a factor of 21 or more, indicating a high degree of drug
penetration into the brain.

3.2. Pharmacokinetics of SYA013 in plasma and brain tissue, oral

The mean concentration values for plasma and brain (n=3-5) were determined and AUCq_;
calculated (Table 2). The SYAO013 brain levels significantly exceeded those in plasma by a
factor of 21, indicating a high degree of drug penetration into the brain. The highest oral
dose possible was 48 mg/kg due to solubility limits of SYAOQL13 in the vehicle, and was
chosen to maximize response during HPLC analysis.

3.3. Effects of SYA013 on d-amphetamine-induced locomotor hyperactivity (Fig. 2)

The mean ambulatory beam breaks for the X-axis (n=4-8) are presented in Fig. 2 (A) ip and
(B) iv (Opto-Varimex Mini and Opto-M3 respectively). The ID5q for SYA013 was 12.5 mg/
kg for ip injections, and 2.09 mg/kg for iv injections. Spontaneous locomotor activity for 4—
48 mg/kg ip SYAO013 was not significantly different from vehicle treated rats. This suggests
that antagonism of d-amphetamine effects was distinct from nonspecific motor and/or
sedating effects.

3.4. Effects on conditioned avoidance response in rats

3.4.1. No pre-injection (Fig. 3)—% CAR for each rat was calculated as (number of
avoids / 30) x 100. The relative % CAR for each rat was calculated by dividing the % CAR
for the day before by the % CAR for the day of the test, then multiplying by 100. The mean
relative % CAR for 5 rats per dose was then plotted in Fig. 3. SYA013 reduced the mean
relative % CAR in a dose-dependent manner as shown in Fig. 3, indicating antipsychotic
properties in this classic animal model. 1Dsq for the relative % CAR was 5.6 mg/kg, ip. No
EFRs were noted.
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3.4.2. Pre-injection with saline or WAY100,635 (Fig. 4)—Pre-treatment with the 5-
HT1a antagonist WAY 100,635 was compared to pre-treatment with saline to investigate the
role of the 5HT; A receptor in the behavioral profile of SYAQ13. Statistical analysis
indicated that pretreatment with WAY 100,635 did not influence the potency of SYAQ013 to
inhibit CAR. Data are shown in Fig. 4.

3.5. Catalepsy Bar Test

The mean seconds for 3 trials for each rat was calculated. Then the mean of the 3 trial means
for the number of rats was plotted in Fig 5 and Fig 6. A rat was deemed cataleptic if it
reached a mean of 30 seconds without the loss of the righting reflex (McCreary et al., 2007).

3.5.1. Acute, comparison of saline and WAY100,635 pretreatments (Fig. 5)—
None of the rats pre-treated with saline, then injected with SYAQ013 demonstrated notable
(mean >20 sec) catalepsy in the bar test. When the rats were pre-treated with the 5SHT 5
receptor antagonist WAY 100,635, then injected with SYAOQ013, a 2-way ANOVA with
Bonferroni post hoc tests found no significant effects of treatment (dose of SYAQ013),
pretreatment (WAY100,635 or saline), or interaction. These data are shown in Fig 5.

3.5.2. Semi-chronic, comparison of saline and WAY100,635 pretreatments—
None of the rats injected with SYAO013 for 4 days followed by injection on the 5th day with
saline pre-treatment followed by SYAQ13 demonstrated notable catalepsy. When pre-treated
with WAY100,635 (after 4 days of SYA013 semi-chronic dosing), followed by SYA013
injection, 3 rats out of 10 had a mean of 20 seconds or more. A one-tailed t-test of the 2
means found no significant difference (n=10 rats per group).

3.6. Catalepsy CLP Test

3.6.1. Acute, comparison of saline and WAY100,635 pretreatments—None of the
rats pre-treated with saline or WAY 100,635 followed by SYAQ13 injection demonstrated
catalepsy in the CLP test.

3.6.2. Semi-chronic, comparison of saline and WAY100,635 pretreatments—
None of the rats demonstrated catalepsy in the CLP position.

3.7. Righting Test

All rats righted themselves following the bar and CLP tests on all trials.

4. Discussion

The ratio of brain concentrations to plasma concentrations is a predictor of the degree of
drug incorporation into the brain (Palenicek et al., 2011). For equilibrium concentrations,
log BB, defined as logarithm of the ratio of the concentration of a drug in the brain and the
blood, is an index of blood brain barrier (BBB) permeability, and can be determined /n vivo
in rats. It has been observed that molecules with activity on the central nervous system
(CNS) have a log BB > 0.3 and cross the BBB readily, while drugs which lack action on the
CNS have a log BB < -1 (Vilar et al., 2010). The log of the brain/plasma concentration ratio
for SYA013 (Clog P = 5.15) at the t,« for brain for the 12.5 mg/kg dose is 1.48.
Haloperidol (Clog P = 3.85), clozapine (Clog P = 3.71), and risperidone (Clog P = 2.71)
were reported to have log BB of 1.34, 1.38 and —0.66 respectively (Olsen et al., 2008). Thus,
log BB of 1.48, predicts SYAQ013 to cross the BBB readily.

The plasma elimination half life of SYAQ13 in fasted rats was estimated to be 1.5 — 4 hr for
the intravenous doses tested, and 0.83 hr for the oral dose. Clozapine has been reported to
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have a terminal half life of 1.36 hr in the rat (Sun and Lau, 2000), and 8 hours in man (FDA
Reference 1D: 3031346). It has been noted that the half life of an antipsychotic in rats is
relatively shorter than in humans (Olsen et al., 2008), and this must be considered when
comparing data between different species.

SYAO013 is active in animal models that predict activity against the positive symptoms of
schizophrenia. It antagonized d-amphetamine-induced locomotor hyperactivity in rats in a
dose dependent manner with an 1Dsg j, of 12.5 mg/kg and an IDsq j, of 2.09 mg/kg. This
suggests dopamine receptor antagonism. It caused suppression of conditioned-avoidance
response behavior in rats in a dose dependent manner with an D5 jp of 5.6 mg/kg. These
tests compliment earlier work in which SYA013 inhibited apomorphine-induced climbing
activity in mice, also in a dose dependent manner (Ablordeppey et al., 2008), providing
further evidence of potential antipsychotic drug activity.

The possible influence of SYA013 on CAR due to its moderate binding affinity to the
5HT1 A receptor was tested by antagonizing the 5HTq 4 receptor with WAY 100,635 and
observing CAR at different doses. The results were not significant leading to the suggestion
that SYAO013 did not significantly inhibit CAR due to its binding to the 5HT 1 receptor.

The newly released Catalepsy Test Chamber from MED Associates, Inc. for measuring
catalepsy with the bar test performed well. The instrument was tested with the antipsychotic
haloperidol which is known to produce catalepsy in rats in the bar test (Hoffman et al.,
1995), which is predictive of EPS in humans (McElroy, 1993). A dose-response curve was
obtained with a catalepsy EDsq for haloperidol, ip, of 0.61 mg/kg, in the range of values
found by other researchers (0.4-0.6 mg/kg) (Campbell et al., 1988; Needham et al., 1996;
Jones and McCreary, 2008).

In an experiment designed to investigate if binding of SYAO013 to the serotonin 5SHT 15
receptor contributes to the lack of significant catalepsy observed, rats were pre-treated with
saline or WAY 100,635 before testing with SYAO013. No significant difference was noted in
the bar or CLP tests, suggesting that binding to the 5HT 5 receptor does not play a
significant role.

Semichronic treatment of rats with SYAOQL13 for 4 days, followed by pre-treatment with
saline and then the same dose of SYAOQ13 on the fifth day did not result in notable catalepsy.
When compared to rats treated semichronically with SYA013 followed by pre-treatment
with WAY100,635 on day 5, no significant difference was observed. This also suggests that
binding of SYAO013 to the 5HTq A receptor alone does not account for the lack of catalepsy.
Other factors, such as moderate binding to the D, receptor may explain its lack of
cataleptogenic properties. Alternatively, SYAOQ13 has a 5HT,p affinity that is higher than its
D, affinity, which has also been observed for other atypical antipsychotics (Meltzer et al.,
1989).

In summary, SYA013 was found to be efficacious in animal models predictive of anti-
psychatic action, and is predicted to cross the blood brain barrier based on pharmacokinetic
data. A new instrument for catalepsy testing in rats was evaluated and used to examine the
cataleptogenic potential of SYAOQ13. It was found that while SYAQ13 binds to the 5SHT 15
receptor with moderate affinity, this was not a significant reason for its potency or lack of
catalepsy.

Unlike typical antipsychotics, SYAO013 continues to demonstrate a lack of significant
catalepsy at doses that are predicted to be efficacious in humans, based on the d-
amphetamine-induced locomotor test and conditioned avoidance response test. This property
was maintained after semi-chronic treatment of rats with SYAOQ13.
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Several lines of evidence support the observation that binding affinity at the Hq receptor
correlates with a drug’s propensity to induce weight gain. For example, Coccurello and
Moles, 2010, rank the liability for weight gain for several atypical antipsychotics as follows:
clozapine (H1K; = 1.8 nM) = olanzapine (H,Kj = 2.8 nM) >quetiapine (H;K; = 8.7 nM) =
risperidone (H1K; = 19 nM) >aripiprazole (H;K; = 28 nM) >ziprasidone (H;K; = 47 nM),
with clozapine and olanzapine having the highest propensity to induce weight gain, and
aripiprazole and ziprasidone the least or no weight gain (Starrenburg and Bogers, 2009;
Ablordeppey et al., 2008). Given the K;s for these atypical antipsychaotics, it is reasonable to
suggest that since SYAQ013 binds to the Hq receptor with K; = 186 nM the drug should have
a much attenuated capacity to induce weight gain if at all.

In addition, SYAQ13 fares very well with another proposed indicator for a drug’s propensity
to induce Type Il diabetes, i.e., binding to the M3 muscarinic receptor (Seeger et al., 1995).
Affinity for the M3 muscarinic receptor is considered to be one of the best predictors of anti-
psychotic-induced Type Il diabetes (Starrenburg and Bogers, 2009). Clozapine or
olanzapine usage has the highest risk of developing Type Il diabetes, while the use of
aripiprazole or ziprasidone results in a lower glucose level in the blood. This correlates with
high binding affinity to the M3 receptor (clozapine K; = 26 nM; olanzapine K; = 44 nM) for
increased risk of Type Il diabetes, and low binding affinity to the M3 receptor (aripiprazole
Kj = 4677 nM; ziprasidone K;= 5623 nM) for decreased risk. SYAQ13 has an M3 K; of 3000
nM, and so would be predicted again to have a decreased risk of Type Il diabetes.

These observations are significant and suggest that SYAOQ13 may provide a new treatment
option for schizophrenia with reduced EPS, reduced risk for weight gain and may not be
associated with antipsychotic treatment-emergent Type Il diabetes.
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Fig. 1.
Time profile of plasma and brain concentrations of SYAO013. Blood plasma and brain tissue
levels as SYAOQ13 after 2.09 mg/kg iv (A) and 12.5 mg/kg iv (B).
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Fig. 2.

Locomotor effects of d-amphetamine after pre-injection by ip (A) or iv (B) with vehicle or
SYAO013. ***Indicates p<0.001 compared with the vehicle/d-amphetamine group, (one-way
ANOVA with post hoc Bonferroni tests). n= 4-8 rats/group.
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Reduction by SYAOQ13 of two-way active avoidance behavior in rats. * indicates p<0.05
compared with the vehicle treated group, (Kruskall-Wallis with Dunn's post test). n=5 rats/

group.
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Conditioned avoidance behavior in rats was significantly influenced by the dose of SYA013
(p<0.05), but not by pretreatment with WAY100,635. Interaction factors were also not
significant. (two-way ANOVA). n=5-6 rats/group.
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Fig. 5.

Pre-treatment of rats with the 5HTq A receptor antagonist WAY 100,635 did not increase
catalepsy when compared to saline pre-treatment. No significant effects of treatment,
pretreatment, or interaction were found (two-way ANOVA). n=5 rats per group.
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