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Abstract
Rationale TheN-methyl-D-aspartate (NMDA) receptor antag-
onists, including R-ketamine and rapastinel (formerly GLYX-
13), show rapid antidepressant effects in animal models of
depression.
Objective We compared the rapid and sustained antidepres-
sant effects of R-ketamine and rapastinel in the social defeat
stress model.
Results In the tail suspension and forced swimming tests,
R-ketamine (10 mg/kg, intraperitoneal (i.p.)) or rapastinel
(10 mg/kg, i.p.) significantly attenuated the increased im-
mobility time in the susceptible mice, compared with the
vehicle-treated group. In the sucrose preference test, both
compounds significantly enhanced the reduced preference
in susceptible mice 2, 4, or 7 days after a single injection.
All mice were sacrificed 8 days after a single injection.
Western blot analyses showed that R-ketamine, but not
rapastinel, significantly attenuated the reduced brain-derived
neurotrophic factor (BDNF)-TrkB signaling, postsynaptic
density protein 95 (PSD-95), and GluA1 (a subtype of α-ami-
no-3-hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA)
receptor) in the prefrontal cortex, dentate gyrus, and CA3 of
the hippocampus in the susceptible mice. In contrast, both
compounds had no effect against the increased BDNF-TrkB
signaling, PSD-95, and GluA1 seen in the nucleus accumbens
of susceptible mice. Moreover, sustained antidepressant effect

of R-ketamine (3 mg/kg, intravenous (i.v.)), but not rapastinel
(3 mg/kg, i.v.), was detected 7 days after a single dose.
Conclusions These results highlight R-ketamine as a longer
lasting antidepressant compared with rapastinel in social de-
feat stress model. It is likely that synaptogenesis including
BDNF-TrkB signaling in the prefrontal cortex (PFC) and hip-
pocampusmay be required for the mechanisms promoting this
sustained antidepressant effect.

Keywords Antidepressant . Brain-derived neurotrophic
factor . R-ketamine . Rapastinel . Synaptogenesis

Introduction

Depression is one of the most common psychiatric disor-
ders and the leading cause of disability worldwide.
Although antidepressants such as selective serotonin reup-
take inhibitors (SSRIs) and serotonin norepinephrine re-
uptake inhibitors (SNRIs) are generally effective in the
treatment of this disorder, it can still take weeks before
patients feel the full therapeutic benefits. Despite the effi-
cacy of standard treatments, approximately two-thirds of
patients with depression fail to respond to pharmacother-
apy. Therefore, the development of novel drugs capable of
inducing rapid and robust antidepressant responses in
treatment-resistant depressed patients is required (Chaki
and Fukumoto, 2015; Hashimoto 2015; Monteggia and
Zarate 2015).

The N-methyl-D-aspartate (NMDA) receptor antagonist
ketamine is one of the most attractive antidepressants for
treatment-resistant depression (Aan Het Rot et al. 2012;
Chaki and Fukumoto, 2015; Krystal et al. 2013;
Hashimoto 2009; Hashimoto et al. 2013; Lodge and
Mercier, 2015; Sanacora and Schatzberg 2015; Yang and
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Hashimoto 2014). A single sub-anesthet ic dose
(0.5 mg/kg) of ketamine produces a rapid and robust an-
tidepressant response in two-thirds of patients with
treatment-resistant depression, which can last for over a
week (Aan Het Rot et al. 2012; Berman et al. 2000;
Diazgranados et al. 2010; Zarate et al. 2006; 2012).
Ketamine is a racemic mixture containing equal parts of
R-ketamine and S-ketamine (esketamine). Esketamine has
an approximately fourfold greater affinity for the NMDA
receptor than the R-ketamine (Domino 2010). Singh et al.
(2016) reported that an infusion of esketamine caused a
rapid antidepressant effect in treatment-resistant depressed
patients, although psychotomimetic side effects were the
highest at 40 min after a single infusion. In contrast, R-
ketamine appears to be a potent, long-lasting, and safe
antidepressant, relative to esketamine, since R-ketamine
may appear to be free of side effects such as psychosis
and abuse liability (Hashimoto 2014, 2016a, 2016b; Yang
and Hashimoto 2014; Yang et al. 2015b, 2016; Zhang
et al. 2014). However, a clinical study of R-ketamine in
patients with depression has not yet been reported.

Rapastinel (formerly GLYX-13), a partial agonist at gly-
cine site of the NMDA receptor, shows antidepressant-like
effects without ketamine-like side effects in animal models
(Burgdorf et al. 2013; Moskal et al. 2014; 2016). A recent
double-blind, placebo-controlled study demonstrated that a
single intravenous (i.v.) infusion of rapastinel (5 or
10 mg/kg) produced rapid and sustained antidepressant ef-
fects in depressed patients who had not responded to an-
other antidepressant and that this drug did not elicit psy-
chotomimetic or other significant side effects (Preskorn
et al. 2015). Rapastinel was granted the Fast Track desig-
nation by the US FDA in 2014.

The purpose of this study was to compare the antidepres-
sant effects of R-ketamine and rapastinel in the social defeat
stress model of depression. In addition, we performedWestern
blot analysis of brain-derived neurotrophic factor (BDNF)-
TrkB pathway, postsynaptic density protein 95 (PSD-95),
and the α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic
acid (AMPA) receptor (GluA1), both of which are required
for synaptic plasticity in selected brain regions, since BDNF-
TrkB signaling and synaptogenesis are implicated in the
mechanisms of rapid antidepressant action of the NMDA re-
ceptor antagonists (Autry et al. 2011; Duman and Aghajanian
2012; Lepack et al. 2014; Ohgi et al. 2015; Yang et al. 2015b).

Materials and methods

Animals

Male adult C57BL/6 mice, aged 8 weeks (body weight
20–25 g, Japan SLC, Inc., Hamamatsu, Japan), and male

adult CD1 mice, aged 13–15 weeks (body weight >40 g,
Japan SLC, Inc., Hamamatsu, Japan), were used in exper-
iments. Animals were housed under controlled tempera-
tures and 12 h light/dark cycles (lights on between 07:00
and 19:00 h), with ad libitum food and water. This study
was carried out in strict accordance with the recommen-
dations in the Guide for the Care and Use of Laboratory
Animals of the National Institutes of Health. The protocol
was approved by the Chiba University Institutional
Animal Care and Use Committee. All efforts were made
to minimize suffering.

Drugs and drug administration

R-ketamine hydrochloride was prepared by recrystalliza-
tion of racemic ketamine (Ketalar®, ketamine hydrochlo-
ride, Daiichi Sankyo Pharmaceutical Ltd., Tokyo, Japan)
and D-(-)-tartaric acid (or L-(+)-tartaric acid), as described
previously (Zhang et al. 2014). The purity of these stereo-
isomers was determined by a high-performance liquid
chromatography (CHIRALPAK® IA; column size,
250 × 4.6 mm; mobile phase, n-hexane/dichloromethane/
diethylamine (75/25/0.1), Daicel Corporation, Tokyo,
Japan). On the day of intraperitoneal (i.p.) injection, ve-
hicle (10 ml/kg; distilled water), R-ketamine (10 mg/kg as
hydrochloride salt), and rapastinel (GLYX-13; 10 mg/kg,
Tocris Bioscience, Bristol, UK) were administered into
mice (Fig. 1a). The doses of R-ketamine (10 mg/kg) and
rapastinel (10 mg/kg) were selected as reported previously
(Lu et al. 2014; Yang et al. 2015b, 2016; Zhang et al.
2014). For i.v. administration experiment, vehicle (5 ml/
kg; distilled water), R-ketamine (3 mg/kg), and rapastinel
(3 mg/kg) were administered into mice (Fig. 1b). The
dose of rapastinel (3 mg/kg) was selected as reported pre-
viously (Burgdorf et al. 2013).

Social defeat procedure

The social defeat procedure was performed as previously
reported (Berton et al. 2006; Golden et al. 2011; Ren et al.
2016; Yang et al. 2015b; Zhang et al. 2015b). Every day,
the C57BL/6 mice were exposed to a different CD1 ag-
gressor mouse for 10 min, total for 10 days. When the
social defeat session ended, the resident CD1 mouse and
the intruder mouse were housed in one half of the cage
separated by a perforated Plexiglas divider to allow visu-
al, olfactory, and auditory contact for the remainder of the
24-h period. At 24 h after the last session, all mice were
housed individually. On day 11, a social interaction test
was performed to identify subgroups of mice that were
susceptible and unsusceptible to social defeat stress
(Fig. 1). This was accomplished by placing mice in an
interaction test box (42 × 42 cm) with an empty wire mesh

3648 Psychopharmacology (2016) 233:3647–3657



cage (10 × 4.5 cm) located at one end. The movement of
the mice was tracked for 2.5 min, followed by 2.5 min in
the presence of an unfamiliar aggressor confined in the
wire mesh cage. The duration of the subject’s presence
in the “interaction zone” (defined as the 8-cm-wide area
surrounding the wire mesh cage) was recorded by a stop-
watch. The interaction ratio was calculated as time spent
in an interaction zone with an aggressor/time spent in an
interaction zone without an aggressor. An interaction ratio
of 1 was set as the cutoff: mice with scores <1 were
defined as “susceptible” to social defeat stress and those
with scores ≥1 were defined as “unsusceptible.” Only sus-
ceptible mice were used in the subsequent experiments.

Behavioral tests

Behavioral tests were performed as reported previously (Ren
et al. 2016; Yang et al. 2015b; Zhang et al. 2015b).

Locomotion The locomotor activity was measured by an
animal movement analysis system SCANETMV-40
(MELQUEST Co., Ltd., Toyama, Japan), and the mice
were placed in experimental cages (length × width ×

height, 560 × 560 × 330 mm). The cumulative exercise
was recorded for 60 min. Cages were cleaned between
testing session.

Tail suspension test (TST) A small piece of adhesive tape
placed approximately 2 cm from the tip of the tail for mouse.
A single hole was punched in the tape, and mice were hung
individually, on a hook. The immobility time was recorded for
10 min. Mice were considered immobile only when they hung
passively and completely motionless.

Forced swimming test (FST) The FST was tested by an
automated forced swim apparatus SCANET MV-40
(MELQUEST Co., Ltd., Toyama, Japan). The mice were
placed individually in a cylinder (diameter, 23 cm;
height, 31 cm) containing 15 cm of water, maintained
at 23 ± 1°C. Immobility time from activity time as
(total)–(active) time was calculated by the apparatus
analysis software. The immobility time for mouse was
recorded for 6 min.

Sucrose preference test (SPT)Mice were exposed to water
and 1 % sucrose solution for 48 h, followed by 4 h of water

Fig. 1 The schedule of social defeat stress, drug administration,
behavioral tests, and brain sampling. a Repeated social defeat stress
was performed for 10 days (day 1–day 10). Social interaction test was
performed on day 11, and susceptible mice were used in the subsequent
experiments. Vehicle (10 ml/kg, i.p.), R-ketamine (10 mg/kg, i.p.), or
rapastinel (10 mg/kg, i.p.) was administered (day 12). Locomotion test
(LMT) and tail suspension test (TST) were performed 2 and 4 h after a
single injection, respectively (day 12). Forced swimming test (FST) was
performed 1 day after injection (day 13). One percent sucrose preference
test (SPT) was performed 2 days (day 14), 4 days (day 15), and 7 days

(day 19) after injection. Collection of brain regions was performed at day
20. b Repeated social defeat stress was performed for 10 days (day 1–day
10). Social interaction test was performed on day 11, and susceptible mice
were used in the subsequent experiments. Vehicle (5 ml/kg, i.v.), R-
ketamine (3 mg/kg, i.v.), or rapastinel (3 mg/kg, i.v.) was administered
(day 12). LMTand TSTwere performed 2 and 4 h after a single injection,
respectively, (day 12). FSTwas performed 1 day after injection (day 13).
One percent SPT was performed 2 days (day 14), 4 days (day 15), and
7 days (day 19) after a single injection
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and food deprivation and a 1-h exposure to two identical
bottles, one is water and another is 1 % sucrose solution.
The bottles containing water and sucrose were weighed
before and at the end of this period, and the sucrose pref-
erence was determined.

Western blot analysis of proBDNF, BDNF, TrkB, p-TrkB,
PSD-95, and GluA1

Western blot analysis was performed as reported previously
(Yang et al. 2015b; Zhang et al. 2015b). Mice were sacrificed
and brains were rapidly removed from the skull.
Approximately 1-mm-thick coronal sections were cut, and
bilateral tissue punches of prefrontal cortex (PFC), nucleus
accumbens (NAc), CA1, CA3, and dentate gyrus (DG) of
the hippocampus were dissected on ice using a SZ-LED
Kenis light microscope (Osaka, Japan) and stored at −80 °C.
Basically, tissue samples were homogenized in Laemmli lysis
buffer. Aliquots (10 μg) of protein were measured using the
DC protein assay kit (Bio-Rad, Hercules, CA) and incubated
for 5 min at 95 °C, with an equal volume of 125 mMTris/HCl,
pH 6.8, 20 % glycerol, 0.1 % bromophenol blue, 10 % β-
mercaptoethanol, and 4 % sodium dodecyl sulfate, and sub-
jected to sodium dodecyl sulfate polyacrylamide gel electro-
phoresis, using 10 % mini-gels (Mini-PROTEAN® TGX™
Precast Gel; Bio-Rad, CA, USA). Proteins were transferred
onto polyvinylidene difluoride (PVDF) membranes using a
Trans Blot Mini Cell (Bio-Rad). For immunodetection, the
blots were blocked with 2 % BSA in TBST (TBS + 0.1 %
Tween-20) for 1 h at room temperature (RT) and kept with
primary antibodies overnight at 4 °C. The following primary
antibodies were used: BDNF (1: 200, Cat. no. H-117, Santa
Cruz Biotechnology, Inc., CA, USA), phosphor-TrkB (Tyr-
706) (1:200; Cat. no. sc135645, Santa Cruz Biotechnology),
TrkB (80E3) (1:1000; Cat. no. 4603, Cell Signaling
Technology), postsynaptic density protein 95 (PSD-95)
(1 μg/ml, Invitrogen, Carlsbad, CA, USA), and AMPA gluta-
mate receptor 1 (GluA1) (1 μg/ml, Abcam, Cambridge, MA,
USA). On the next day, blots were washed three times in
TBST and incubated with horseradish peroxidase-conjugated
anti-rabbit antibody (1:5000) 1 h, at RT. After final three
washes with TBST, bands were detected using enhanced
chemiluminescence (ECL) plus the Western Blotting
Detection system (GE Healthcare Bioscience). The blots then
were washed three times in TBST and incubated with the
primary antibody directed against β-actin. Images were cap-
tured with a Fuji LAS3000-mini imaging system (Fujifilm,
Tokyo, Japan), and immunoreactive bands were quantified.

Statistical analysis

The data are shown as mean ± standard error of the mean
(SEM). Analysis was performed using PASW Statistics 20

(formerly SPSS Statistics; SPSS). Comparisons between
groups were performed using the one-way analysis of vari-
ance (ANOVA), followed by post hoc Fisher’s least signifi-
cant difference (LSD) test. P values less than 0.05 were con-
sidered statistically significant.

Results

Effects of i.p. administration of R-ketamine and rapastinel
in the social defeat stress model

Ketamine produces rapid and long-lasting antidepressant ef-
fects in the chronic mild stress model and social defeat stress
model (Li et al. 2010; Ma et al. 2013; Yang et al. 2015b;
Zhang et al. 2015b). In this study, we compared the effects
of i.p. administration of R-ketamine and rapastinel in the so-
cial defeat stress model (Fig. 1a).

Locomotion showed no difference (F3, 32 = 0.727,
P = 0.543) among the four groups (Fig. 2a). In the TST and
FST, R-ketamine (10 mg/kg, i.p.) and rapastinel (10 mg/kg,
i.p.) significantly attenuated the increased immobility times in
susceptible mice (Fig. 2b, c). One-way ANOVA detected sta-
tistical significance in both the TST and FST (TST: F3,

32 = 9.839, P < 0.001; FST: F3, 32 = 15.547, P < 0.001) among
the four groups (Fig. 2b, c). In the SPT, preference of mice
after an injection of R-ketamine or rapastinel was significantly
higher (2D (day 14): F3, 32 = 8.851, P < 0.001, 2E (day 16):
F3, 32 = 15.236, P < 0.001, 2F (day 19): F3, 32 = 14.695,
P < 0.001) than that of the vehicle-treated group (Fig. 2d–f).
In the TST, FST, and SPT, efficacy of R-ketamine was more
potent than that of rapastinel. These behavioral data suggest
that i.p. administration of R-ketamine and rapastinel promote
rapid antidepressant effects in the social defeat stress model
and that R-ketamine produces longer lasting antidepressant
effects compared to rapastinel.

Levels of proBDNF and BDNF proteins in the brain
regions after i.p. administration of R-ketamine
or rapastinel

Since BDNF plays a role in the antidepressant action of keta-
mine (or R-ketamine) (Autry et al. 2011; Lepack et al. 2014;
Yang et al. 2015b), we performed Western blot analysis of
BDNF and its precursor, proBDNF, in selected brain regions
(PFC, NAc, DG, CA1, and CA3 of the hippocampus) 8 days
after a single dose of compound (Figs. 1a and 3). One-way
ANOVA of proBDNF data showed no significant changes in
any test group, for any brain region (Fig. 3a). One-way
ANOVA of BDNF data detected statistical significances in
all regions, except CA1 [PFC: F3, 20 = 5.524, P = 0.006;
NAc: F3, 20 = 3.118, P = 0.049; CA1: F3, 20 = 0.151,
P = 0.928; CA3: F3, 20 = 7.919, P = 0.001; DG: F3, 20 = 6.144,
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P = 0.004] (Fig. 3b). We found that social defeat stress signifi-
cantly decreased levels of BDNF protein in the PFC, DG, and
CA3, but not in CA1, while significantly increasing BDNF
protein in the NAc (Fig. 3b), consistent with previous data from
the social defeat stress model of depression (Ren et al.
2016; Yang et al. 2015b; Zhang et al. 2015b) and the rat
learned helplessness model (Shirayama et al. 2015; Yang
et al. 2015a). Interestingly, R-ketamine (10 mg/kg) significantly
attenuated reduced levels of BDNF protein in the PFC,
CA3, and DG 8 days after a single dose, although R-ketamine
did not affect the increased levels of BDNF protein in the NAc
(Fig. 3b). In contrast, rapastinel (10 mg/kg) did not affect
alterations in the BDNF levels in any region of susceptible
mice (Fig. 3b).

Levels of TrkB and p-TrkB proteins in the brain regions
after i.p. administration of R-ketamine or rapastinel

To clarify whether TrkB activation or inhibition underpins
mechanistic action of R-ketamine and rapastinel, we per-
formed Western blot analyses of TrkB and phosphorylated
TrkB (p-TrkB), an activated form of TrkB, in samples from
PFC, NAc, and CA1, CA3, and DG of hippocampus (Fig. 4).
One-way ANOVA of p-TrkB/TrkB ratio data showed

statistical significances in all regions, except CA1 [PFC: F3,
20 = 5.279, P = 0.008; NAc: F3, 20 = 7.665, P = 0.001; CA1: F3,
20 = 0.073, P = 0.974; CA3: F3, 20 = 7.791, P = 0.001; DG: F3,
20 = 5.424, P = 0.007] (Fig. 4a). Social defeat stress signifi-
cantly decreased levels of p-TrkB/TrkB ratio in the PFC,
DG, and CA3, but not in CA1, while significantly increasing
p-TrkB/TrkB ratio in the NAc (Fig. 4a), consistent with pre-
vious data from the social defeat stress model of depression
(Ren et al. 2016; Yang et al. 2015b; Zhang et al. 2015b).
Interestingly, R-ketamine (10 mg/kg) significantly attenuated
reduced levels of p-TrkB/TrkB ratio in the PFC, CA3, and DG
8 days after a single dose, although R-ketamine did not affect
the increased levels of the ratio in the NAc (Fig. 4a). In con
trast, rapastinel (10 mg/kg) did not affect alterations in the
ratio in any region of susceptible mice (Fig. 4a). One-way
ANOVA of TrkB protein data showed no significant changes
in any test group, for any brain region (Fig. 4b).

Levels of PSD-95 and GluA1 in selected mouse brain
regions after i.p. administration of R-ketamine
or rapastinel

We performed Western blot analysis on the synaptogene-
sis markers, PSD-95 and GluA1, in selected brain regions

Fig. 2 Effects of i.p. administration of R-ketamine and rapastinel in
social defeat stress model. a LMT (day 12), b TST (day 12), c FST
(day 13), d SPT (day 14), e SPT (day 16), and f SPT (day 19). The
values represent the mean ± SEM (n = 9 or 10). *P < 0.05, **P < 0.01,
***P < 0.001 compared with the vehicle-treated stress group. #P < 0.05,

##P < 0.01 compared with R-ketamine treated stress group. N.S. not
significant, Con control, Veh vehicle, R-Ket R-ketamine, Rap rapastinel,
LMT locomotion test, TST tail suspension test,FST forced swimming test,
SPT 1 % sucrose preference test
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(Fig. 5). One-way ANOVA of GluA1 data showed statis-
tical significances in all regions, except CA1 [PFC: F3,

20 = 3.941, P = 0.023; NAc: F3, 20 = 6.713, P = 0.003;
CA1: F3, 20 = 0.268, P = 0.848; CA3: F3, 20 = 5.071,
P = 0.009; DG: F3, 20 = 3.921, P = 0.024] (Fig. 5a). Eight
days after a single dose of test drug, social defeat stress
significantly decreased levels of GluA1 in the PFC, DG,
and CA3 of the hippocampus, but not CA1, whereas it
significantly increased the levels of GluA1 in the NAc
(Fig. 5a). Interestingly, R-ketamine significantly attenuat-
ed the reduction of GluA1 protein in the PFC, DG, and
CA3 after social defeat stress, although it had no effect on
the increased GluA1 levels in the NAc (Fig. 5a).
Furthermore, rapastinel did not affect alterations in
GluA1 levels following social defeat stress (Fig. 5a).

Next, we performed Western blot analysis of PSD95 in
selected mouse brain regions. One-way ANOVA of PSD-
95 data showed statistical significances in all regions, ex-
cept CA1 [PFC: F3, 20 = 6.992, P = 0.002; NAc: F3,

20 = 3.337, P = 0.040; CA1: F3, 20 = 1.004, P = 0.411;
CA3: F3, 20 = 7.922, P = 0.001; DG: F3, 20 = 8.229,
P = 0.001] (Fig. 5b). Eight days after a single dose of test
drug, social defeat stress significantly decreased levels of
PSD-95 in the PFC, DG, and CA3 of the hippocampus,
but not CA1, whereas it significantly increased the levels

of PSD-95 in the NAc (Fig. 5b). Interestingly, R-ketamine
significantly attenuated the reduction of PSD-95 protein
in the PFC, DG, and CA3 after social defeat stress, al-
though it had no effect on the increased PSD-95 levels in
the NAc (Fig. 5b). Furthermore, rapastinel did not affect
alterations in GluA1 levels in the brain regions following
social defeat stress (Fig. 5b).

Effects of i.v. administration of R-ketamine and rapastinel
in the social defeat stress model

In this study, we compared the effects of a single i.v. ad-
ministration of R-ketamine and rapastinel in the social de-
feat stress model of depression (Fig. 1b). Locomotion
showed no difference (F3, 32 = 0.014, P = 0.998) among
the four groups (Fig. 6a). In the TST and FST, R-ketamine
(3 mg/kg, i.v.) and rapastinel (3 mg/kg, i.v.) significantly
attenuated the increased immobility times in susceptible
mice (Fig. 6b, c). One-way ANOVA detected statistical
significance in both the TST and FST (TST: F3 ,

32 = 4.541, P = 0.009; FST: F3, 32 = 4.656, P = 0.008)
among the four groups (Fig. 6b, c). In the SPT, preference
of mice after i.v. injection of R-ketamine was significantly
higher (6D (day 14): F3, 32 = 9.422, P < 0.001, 6E (day 16):
F3, 32 = 6.829, P = 0.001, 6F (day 19): F3, 32 = 4.118,

Fig. 3 Levels of proBDNF and BDNF in the brain regions. a Western
blot analysis of proBDNF in PFC, NAc, CA1, CA3, and DG of the
hippocampus. The value was expressed as a percentage of that of
control mice. The values represent the mean ± SEM (n = 6 or 7). N.S.
not significant. b Western blot analysis of BDNF (mature form) in PFC,
NAc, CA1, CA3, and DG of the hippocampus. The value was expressed

as a percentage of that of control mice. The values represent the mean
± SEM (n = 6 or 7). *P < 0.05, **P < 0.01, ***P < 0.001 compared with
the vehicle-treated stress group. #P < 0.05, ##P < 0.01 compared with R-
ketamine treated stress group. N.S. not significant. Con control, Veh
vehicle, R-Ket R-ketamine, Rap rapastinel
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P = 0.014) than that of the vehicle-treated group (Fig. 6d–
f). In the SPT (days 16 and 19), efficacy of R-ketamine was
significantly more potent than that of rapastinel (Fig. 6e, f).
These behavioral data suggest that a single i.v. injection of
R-ketamine and rapastinel promotes rapid antidepressant
effects in the social defeat stress model and that R-keta-
mine produces longer lasting antidepressant effects com-
pared to rapastinel.

Discussion

The major findings of this study are that a single dose (i.p.
and i.v.) of R-ketamine or rapastinel promoted a rapid
antidepressant response in the social defeat stress model
of depression and that R-ketamine produced longer lasting
antidepressant effects than rapastinel. The rapid and
sustained antidepressant effects of ketamine (or R-keta-
mine) in the social defeat stress model (Yang et al.
2015b; Zhang et al. 2015b; this study) are similar in time
course to the therapeutic effects seen in patients with
treatment-resistant depression and bipolar depression
(Aan Het Rot e t a l . 2012; Zara te e t a l . 2006;
Diazgranados et al. 2010; Zarate et al. 2012). To the best

of our knowledge, this is the first report showing a com-
parison of antidepressant effects for R-ketamine and
rapastinel in the social defeat stress model of depression.

We previously reported a marked reduction of BDNF
protein in the PFC, DG, and CA3, but not CA1, of
inflammation-induced depressed mice (Zhang et al.
2015a), social defeat stress model (Yang et al. 2015b;
Zhang et al. 2015b), and learned helplessness rats
(Shirayama et al. 2015; Yang et al. 2015a). In this study,
we found a marked reduction of BDNF protein in the
PFC, DG, and CA3, but not CA1, of susceptible mice
after social defeat stress. In contrast, we found that in-
flammation and learned helplessness induced a marked
increase in BDNF protein within the NAc (Zhang et al.
2015a; Yang et al. 2015a), consistent with higher BDNF
levels in the NAc of susceptible mice following social
defeat stress. The BDNF-TrkB pathway in the NAc plays
a role in the depression phenotype (Nestler and Carlezon
2006; Ren et al, 2015; Yang et al. 2015a; Zhang et al.
2015a; 2015b). In this study, we also found that social
defeat stress produced an opposing effect on BDNF pro-
tein levels in the PFC and hippocampus and NAc.
Previously, it was reported that intra-VTA BDNF injec-
tions lead to depression-like behavior, while a blockade of

Fig. 4 The ratio of p-TrkB/TrkB in the brain regions. a Western blot
analysis of TrkB and p-TrkB proteins in PFC, NAc, CA1, CA3, and
DG of the hippocampus. The value of p-TrkB/TrkB ratio was expressed
as a percentage of that of control mice. The values represent the mean
± SEM (n = 6 or 7). *P < 0.05, **P < 0.01, ***P < 0.001 compared with

the vehicle-treated stress group. #P < 0.05, ##P < 0.01 compared with R-
ketamine treated stress group. N.S. not significant. b The value of total
TrkB protein was expressed as a percentage of that of control mice.
Values represent the mean ± SEM (n = 6 or 7). N.S. not significant, Con
control, Veh vehicle, R-Ket R-ketamine, Rap rapastinel
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BDNF activity in the NAc produced antidepressant-like
effects (Nestler and Carlezon 2006). It is probable that
social defeat stress causes decreased BDNF in the hippo-
campus and PFC, but increased BDNF in the NAc,
resulting in depression-like behavior in mice.

We recently reported that TrkB agonist 7,8-DHF and
TrkB antagonist ANA-12 showed antidepressant activity
on inflammation (or social defeat stress)-induced depres-
sive behavior, by normalizing altered dendritic spines in
the PFC and hippocampus and NAc, respectively (Zhang
et al. 2015a; 2015b). Furthermore, we also found that
direct infusion of 7,8-DHF (but not ANA-12) into the
hippocampus (CA3 and DG) and PFC and of ANA-12
(but not 7,8-DHF) into the NAc promoted antidepressant
effects in the rat learned helplessness model (Shirayama
et al. 2015), implying that stimulation at TrkB in the PFC,
CA3, and DG, as well as blockade of TrkB in the NAc,
conferred antidepressant effects. Therefore, it is likely that
7,8-DHF and ANA-12 act by normalizing altered BDNF-
TrkB signaling in the PFC and hippocampus and NAc,
respectively. In this study, we found that R-ketamine
could attenuate reduced levels of BDNF protein in the

PFC, CA3, and DG, but not NAc, 8 days after a single
dose, consistent with previous reports (Yang et al. 2015b;
Zhang et al. 2015b). Therefore, it is unlikely that BDNF-
TrkB signaling in NAc is necessary to mediate the anti-
depressant effect of R-ketamine, although further studies
are needed.

In this study, a single dose of R-ketamine, but not
rapastinel, attenuated a marked increase levels of GluA1
(or PSD-95) proteins in the PFC, DG, and CA3, although
both drugs showed a rapid antidepressant effect in the
social defeat stress model. Considering the role of synap-
togenesis in the sustained antidepressant effect of keta-
mine (Duman and Aghajanian 2012; Ohgi et al. 2015),
it seems that long-lasting increases of GluA1 and PSD-
95 in the PFC, DG, and CA3 may underlie R-ketamine’s
long-lasting action. Nonetheless, further detailed studies
on the role of synaptogenesis in this sustained antidepres-
sant response are needed.

Burgdorf et al. (2013) reported that antidepressant effects
of rapastinel (3 mg/kg, i.v.) were similar to ketamine
(10 mg/kg, i.v.)-induced antidepressant effects in multiple rat
models of depression. In this study, we used the lower dose

Fig. 5 Levels of GluA1 and PSD-95 in the brain regions. aWestern blot
analysis of GluA1 in PFC, NAc, CA1, CA3, andDG of the hippocampus.
The value was expressed as a percentage of that of control mice. Values
represent the mean ± SEM (n = 6 or 7). *P < 0.05, **P < 0.01 compared
with the vehicle-treated stress group. N.S. not significant. bWestern blot
analysis of PSD-95 in PFC, NAc, CA1, CA3, and DG of the

hippocampus. The value was expressed as a percentage of that of
control mice. Values represent the mean ± SEM (n = 6 or 7). *P < 0.05,
**P < 0.01, ***P < 0.001 compared with the vehicle + stress group.
#P < 0.05, ##P < 0.01 compared with R-ketamine treated stress group.
N.S. not significant, Con control, Veh vehicle, R-Ket R-ketamine, Rap
rapastinel
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(3 mg/kg) of R-ketamine in the social defeat stress model.
It is noteworthy that R-ketamine (3 mg/kg, i.v.) has longer
lasting antidepressant effect than rapastinel (3 mg/kg, i.v.).
In addition, we also found that antidepressant effects of the
NMDA receptor antagonist MK-801 could not detected
7 days after a single dose although MK-801 showed rapid
antidepressant effect in the social defeat stress model
(Yang et al. submitted). Taken together, it is unlikely that
the NMDA receptor inhibition may play a key role in the
sustained antidepressant effects of ketamine.

The pharmacokinetic profile of ketamine in male C57/
B6 mice has been reported. The half-life of ketamine in
mouse plasma is approximately 30 min (Sato et al. 2004),
suggesting a possible rapid clearance of R-ketamine from
the body. To date, the pharmacokinetic profile of
rapastinel in mice is unknown. In this study, we detected
a sustained antidepressant response 7 days after a single
dose of R-ketamine or rapastinel although R-ketamine’s
sustained antidepressant effect was longer than that of
rapastinel. Taken together, it is unlikely that this differen-
tial antidepressant effect between R-ketamine and

rapastinel is due to differences in pharmacokinetic
profiles.

In conclusion, this study shows that a single dose of R-
ketamine or rapastinel can produce rapid antidepressant ef-
fects in the social defeat stress model of depression and that
R-ketamine elicits a longer lasting antidepressant effect than
rapastinel. Furthermore, it is likely that increased synaptogen-
esis in the PFC, DG, and CA3 of the hippocampus may be
involved in the sustained antidepressant response of R-
ketamine.

Acknowledgments This study was supported by a Grant-in-Aid for
Scientific Research on Innovative Areas of the Ministry of Education,
Culture, Sports, Science and Technology, Japan, and the Strategic
Research Program for Brain Sciences from Japan Agency for Medical
Research and development, AMED (to K.H.). Dr. Bangkun Yang was
supported by China Scholarship Council. Dr. Mei Han was supported by
Postdoctoral Fellowship for Overseas Researchers of the Japan Society
for the Promotion of Science (JSPS) (Tokyo, Japan). Dr. Qian Ren andDr.
Chun Yang were supported by Research Fellowship of the JSPS (Tokyo,
Japan). Ms. Min Ma was supported by the Nurture of Creative Research
Leaders in Immune System Regulation and Innovative Therapeutics
Program of Chiba University.

Fig. 6 Effects of i.v. administration of R-ketamine and rapastinel in
social defeat stress model. a LMT (day 12), b TST (day 12), c FST
(day 13), d SPT (day 14), e SPT (day 16), and f SPT (day 19). The
values represent the mean ± SEM (n = 9). *P < 0.05, **P < 0.01,
***P < 0.001 compared with the vehicle-treated stress group. #P < 0.05

compared with R-ketamine treated stress group. N.S. not significant, Con
control, Veh vehicle, R-Ket R-ketamine, Rap rapastinel, LMT locomotion
test, TST tail suspension test, FST forced swimming test, SPT 1% sucrose
preference test

Psychopharmacology (2016) 233:3647–3657 3655



Compliance with Ethical Standards

Conflict of Interest Dr. Hashimoto is an inventor on a filed patent
application on “The use of R-ketamine in the treatment of psychiatric
diseases” by Chiba University. Dr. Hashimoto has received research sup-
port from Dainippon Sumitomo, Mochida, Otsuka, and Taisho. Other
authors declare no conflict of interest.

Open Access This article is distributed under the terms of the Creative
Commons At t r ibut ion 4 .0 In te rna t ional License (h t tp : / /
creativecommons.org/licenses/by/4.0/), which permits unrestricted use,
distribution, and reproduction in any medium, provided you give appro-
priate credit to the original author(s) and the source, provide a link to the
Creative Commons license, and indicate if changes were made.

References

Aan Het Rot M, Zarate CA Jr, Charney DS, Mathew SJ (2012) Ketamine
for depression: where do we go from here? Biol Psychiatry 72:537–
547

Autry AE, Adachi M, Nosyreva E, Na ES, Los MF, Cheng PF, Kavalali
ET, Monteggia LM (2011) NMDA receptor blockade at rest triggers
rapid behavioural antidepressant responses. Nature 475:91–95

Berman RM, Cappiello A, Anand A, Oren DA, Heninger GR, Charney
DS, Krystal JH (2000) Antidepressant effects of ketamine in de-
pressed patients. Biol Psychiatry 47:351–354

Berton O, McClung CA, Dileone RJ, Krishnan V, Renthal W, Russo SJ,
Graham D, Tsankova NM, Bolanos CA, Rios M, Monteggia LM,
Self DW, Nestler EJ (2006) Essential role of BDNF in the
mesolimbic dopamine pathway in social defeat stress. Science
311:864–868

Burgdorf J, Zhang XL, Nicholson KL, Balster RL, Leander JD, Stanton
PK, Gross AL, Kroes RA, Moskal JR (2013) GLYX-13, a NMDA
receptor glycine-site functional partial agonist, induces
antidepressant-like effects without ketamine-like side effects.
Neuropsychopharmacology 38:729–742

Chaki S, Fukumoto K (2015) Potential of glutamate-based drug discov-
ery for next generation antidepressants. Pharmaceuticals (Basel) 8:
590–606

Diazgranados N, Ibrahim L, Brutsche NE, Newberg A, Kronstein P,
Khalife S, Kammerer WA, Quezado Z, Luckenbaugh DA,
Salvadore G, Machado-Vieira R, Manji HK, Zarate CA Jr (2010)
A randomized add-on trial of an N-methyl-D-aspartate antagonist in
treatment-resistant bipolar depression. Arch Gen Psychiatry 67:
793–802

Domino EF (2010) Taming the ketamine tiger. 1965. Anesthesiology 113:
678–684

Duman RS, Aghajanian GK (2012) Synaptic dysfunction in depression:
potential therapeutic targets. Science 338:68–72

Golden SA, Covington HE III, Berton O, Russo SJ (2011) A standard
protocol for repeated social defeat stress inmice. Nat Protoc 6:1183–
1191

Hashimoto K (2009) Emerging role of glutamate in the pathophysiology
of major depressive disorder. Brain Res Rev 61:105–123

Hashimoto K (2014) The R-stereoisomer of ketamine as an alternative for
ketamine for treatment-resistant major depression. Clin
Psychopharmacol Neurosci 12:72–73

Hashimoto K (2015) Inflammatory biomarkers as differential predictors
of antidepressant response. Int J Mol Sci 16:7796–7801

Hashimoto K (2016a) R-ketamine: a rapid-onset and sustained anti-
depressant without risk of brain toxicity. Psychol Med 46:
2449–2451

Hashimoto K (2016b) Detrimental side effects of repeated ketamine in-
fusions in brain. Am J Psychiatry. doi:10.1176/appi .
ajp.2016.16040411

Hashimoto K, Malchow B, Falkai P, Schmitt A (2013) Glutamate mod-
ulators as potential therapeutic drugs in schizophrenia and affective
disorders. Eur Arch Psychiatry Clin Neurosci 263:367–377

Krystal JH, Sanacora G, Duman RS (2013) Rapid-acting glutamergic
antidepressants: the path to ketamine and beyond. Biol Psychiatry
73:1133–1141

Lepack AE, Fuchikami M, Dwyer JM, Banasr M, Duman RS (2014)
BDNF release is required for the behavioral actions of ketamine.
Int J Neuropsychopharmacol 18:pyu033

Li N, Lee B, Liu RJ, Banasr M, Dwyer JM, Iwata M, Li XY, Aghajanian
G, Duman RS (2010) mTOR-dependent synapse formation under-
lies the rapid antidepressant effects of NMDA antagonists. Science
329:959–964

Lodge D, Mercier MS (2015) Ketamine and phencyclidine: the good, the
bad and the unexpected. Br J Pharmacol 172:4254–4276

Lu Y, Wang C, Xue Z, Li C, Zhang J, Zhao X, Liu A, Wang Q, Zhou W
(2014) PI3K/AKT/mTOR signaling-mediated neuropeptide VGF in
the hippocampus of mice is involved in the rapid onset antidepressant-
like effects of GLYX-13. Int J Neuropsychopharmacol 18:pyu110

Ma XC, Dang YH, Jia M, Ma R, Wang F, Wu J, Gao CG, Hashimoto K
(2013) Long-lasting antidepressant action of ketamine, but not gly-
cogen synthase kinase-3 inhibitor SB216763, in the chronic mild
stress model of mice. PLoS One 8:e56053

Monteggia LM, Zarate CA Jr (2015) Antidepressant actions of ketamine:
from molecular mechanisms to clinical practice. Curr Opin
Neurobiol 30:139–143

Moskal JR, Burch R, Burgdorf JS, Kroes RA, Stanton PK, Disterhoft JF,
Leander JD (2014) GLYX-13, an NMDA receptor glycine site func-
tional partial agonist enhances cognition and produces antidepres-
sant effects without the psychotomimetic side effects of NMDA
receptor antagonists. Expert Opin Investig Drugs 23:243–254

Moskal JR, Burgdorf JS, Stanton PK, Kroes RA, Disterhoft JF, Burch
RM, Amin KhanM (2016) The development of rapastinel (formerly
GLYX-13); a rapid acting and long lasting antidepressant. Curr
Neuropharmacol. doi:10.2174/1570159X14666160321122703

Nestler EJ, Carlezon WA Jr (2006) The mesolimbic dopamine reward
circuit in depression. Biol Psychiatry 59:1151–1159

Ohgi Y, Futamura T, Hashimoto K (2015) Glutamate signaling in synap-
togenesis and NMDA receptors as potential therapeutic targets for
psychiatric disorders. Curr Mol Med 15:206–221

Preskorn S, Macaluso M, Mehra DO, Zammit G, Moskal JR, Burch RM,
GLYX-13 Clinical Study Group (2015) Randomized proof of con-
cept trial of GLYX-13, an N-methyl-D-aspartate receptor glycine
site partial agonist, in major depressive disorder nonresponsive to
a previous antidepressant agent. J Psychiatr Pract 21:140–149

Ren Q, Ma M, Ishima T, Morisseau C, Yang J, Wagner KM, Zhang JC,
Yang C, Yao W, Dong C, Han M, Hammock BD, Hashimoto K
(2016) Gene deficiency and pharmacological inhibition of soluble
epoxide hydrolase confers resilience to repeated social defeat stress.
Proc Natl Acad Sci U S A 113:E1944–E1952

Ren Q, Ma M, Yang C, Zhang JC, Yao W, Hashimoto K (2015) BDNF-
TrkB signaling in the nucleus accumbens shell of mice has key role
in methamphetamine withdrawal symptoms. Transl Psychiatry 5:
e666

Sanacora G, Schatzberg AF (2015) Ketamine: promising path or false
prophecy in the development of novel therapeutics for mood disor-
ders? Neuropsychopharmacology 40:259–267

Sato Y, Kobayashi E, Hakamata Y, KobahashiM,Wainai T,Murayama T,
Mishina M, Seo N (2004) Chronopharmacological studies of keta-
mine in normal and NMDA epsilon 1 receptor knockout mice. Bri J
Anaesth 92:859–864

Shirayama Y, Yang C, Zhang JC, Ren Q, Yao W, Hashimoto K (2015)
Alterations in brain-derived neurotrophic factor (BDNF) and its

3656 Psychopharmacology (2016) 233:3647–3657

http://dx.doi.org/10.1176/appi.ajp.2016.16040411
http://dx.doi.org/10.1176/appi.ajp.2016.16040411
http://dx.doi.org/10.2174/1570159X14666160321122703


precursor proBDNF in the brain regions of a learned helplessness rat
model and the antidepressant effects of a TrkB agonist and antago-
nist. Eur Neuropsychopharmacol 25:2449–2458

Singh JB, Fedgchin M, Daly E, Xi L, Melman C, De Bruecker G,
Tadic A, Sienaert P, Wiegand F, Manji H, Drevets WC, Van
Nueten L (2016) Intravenous esketamine in adult treatment-
resistant depression: a double-blind, double-randomization,
placebo-controlled study. Biol Psychiatry. doi:10.1016/j.
biopsych.2015.10.018

Yang C, Hashimoto K (2014) Rapid antidepressant effects and abuse
liability of ketamine. Psychopharmacology (Berl) 231:2041–2042

Yang C, Shirayama Y, Zhang JC, Ren Q, Hashimoto K (2015a) Regional
differences in brain-derived neurotrophic factor levels and dendritic
spine density confer resilience to inescapable stress. Int J
Neuropsychopharmacol 18:pyu121

Yang C, Shirayama Y, Zhang JC, Ren Q, Yao W, Ma M, Dong C,
Hashimoto K (2015b) R-ketamine: a rapid-onset and sustained an-
tidepressant without psychotomimetic side effects. Transl Psychiatry
5:e632

Yang C, Han M, Zhang JC, Ren Q, Hashimoto K (2016) Loss of
parvalbumin-immunoreactivity in mouse brain regions after

repeated intermittent administration of esketamine, but not R-keta-
mine. Psychiatry Res 239:281–283

Zarate CA Jr, Singh JB, Carlson PJ, BrutscheNE, Ameli R, Luckenbaugh
DA, Charney DS, Manji HK (2006) A randomized trial of an N-
methyl-D-aspartate antagonist in treatment-resistant major depres-
sion. Arch Gen Psychiatry 63:856–864

Zarate CA Jr, Brutsche NE, Ibrahim L, Franco-Chaves J, Diazgranados
N, Cravchik A, Selter J, Marquardt CA, Liberty V, Luckenbaugh
DA (2012) Replication of ketamine's antidepressant efficacy in bi-
polar depression: a randomized controlled add-on trial. Biol
Psychiatry 71:939–946

Zhang JC, Li SX, Hashimoto KJ (2014) R(−)-ketamine shows greater
potency and longer lasting antidepressant effects than S(+)-keta-
mine. Pharmacol Biochem Behav 116:137–141

Zhang JC, Wu J, Fujita Y, Yao W, Ren Q, Yang C, Li SX, Shirayama Y,
Hashimoto K (2015a) Antidepressant effects of TrkB ligands on
depression-like behavior and dendritic changes in mice after inflam-
mation. Int J Neuropsychopharmacol 18:pyu077

Zhang JC, YaoW, Dong C, Yang C, Ren Q, MaM, HanM, Hashimoto K
(2015b) Comparison of ketamine, 7,8-dihydroxyflavone, and ANA-
12 antidepressant effects in the social defeat stress model of depres-
sion. Psychopharmacology (Berl) 232:4325–4335

Psychopharmacology (2016) 233:3647–3657 3657

http://dx.doi.org/10.1016/j.biopsych.2015.10.018
http://dx.doi.org/10.1016/j.biopsych.2015.10.018

	Comparison of R-ketamine and rapastinel antidepressant effects in the social defeat stress model of depression
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Materials and methods
	Animals
	Drugs and drug administration
	Social defeat procedure
	Behavioral tests
	Western blot analysis of proBDNF, BDNF, TrkB, p-TrkB, PSD-95, and GluA1
	Statistical analysis

	Results
	Effects of i.p. administration of R-ketamine and rapastinel in the social defeat stress model
	Levels of proBDNF and BDNF proteins in the brain regions after i.p. administration of R-ketamine or rapastinel
	Levels of TrkB and p-TrkB proteins in the brain regions after i.p. administration of R-ketamine or rapastinel
	Levels of PSD-95 and GluA1 in selected mouse brain regions after i.p. administration of R-ketamine or rapastinel
	Effects of i.v. administration of R-ketamine and rapastinel in the social defeat stress model

	Discussion
	References


