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ABSTRACT

The purpose of the present study was to observe the depression-like behavior
induced by social isolation; detect the antidepressant effect of a recombinant adeno-
associated virus (AAV) expressing NAP on social isolation mice by intranasal delivery.
After construction of NT4-NAP/AAV, expression of NAP was confirmed in vitro.
3-week-old C57/BL mice were bred individually in cages as social isolation-rearing.
Six weeks later, the first subset of mice underwent behavioral tests and western blot;
the second was for enzyme-linked immunosorbent assay. NT4-NAP/AAV was delivered
quaque die by nasal administration for consecutive 10 days before behavioral test.
Several depression-like behaviors were observed in social isolation mice, including
decreased relative sucrose preference, longer immobility time in forced swimming
test, lower plasma corticosterone and decreased brain-derived neurotrophic factor
in hippocampus. Thus, social isolation procedure appears to be an animal model of
depression with good face and construct validity. What’'s more, the antidepressant
effect in social isolation-rearing mice was observed after intranasal administration
of NT4-NAP/AAV, suggesting that this might be a promising therapeutic strategy for
depressive disorder.

INTRODUCTION with an onset at different points in life and lasts for a
varying amount of time. Except for the genetic factors,
Major depressive disorder (MDD) is a environmental challenges appear to have a crucial

influence on the disease, either increasing or decreasing
the disease risks of depressive disorder patients [3]. A
wealth of evidence showed that adverse experiences
during early life, such as maternal separation (MS) or
social isolation (SI), could lead to the changes of brain

heterogeneous illness that manifests in a variety of
symptom sets including depressed mood, insomnia or
hypersomnia, feelings of worthlessness or excessive
or inappropriate guilt, markedly diminished interest or
pleasure and recurrent thoughts of death which bring a

lot of troubles to the victims [1]. The life time prevalence
of depressive disorder ranging between 15% and 20%][2],

development, neurochemical effects and adult behaviors
in rodents [4—6], which might be related to clinical core
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symptoms in patients with some certain neuropsychiatric
disorders. The abnormal behaviors induced by Sl-rearing
include aggressive behavior [7], anxiety-like behavior
[8], impairment of prepulse inhibition [9] and cognitive
deficits [7]. Although some researchers failed to detect the
obviously depression-like behavior in SI mice [10], it has
been increasingly recognized nowadays [6, 11, 12].

Dysregulation of hypothalamic-pituitary-adrenal
(HPA) axis, monoamine and hippocampal BDNF
insufficient were three cardinal hypotheses of pathogenesis
of depression. Based on the hypotheses of pathogenesis,
psychiatrists and neuroscientists have devoted themselves
to the treatment of depression for years, but the
therapeutic effect is less satisfactory than expected. In
clinic, a proportion of patients are not sensitive to the
anti-depressants currently in use. The effective cases
are always accompanied with a chronic administration,
delayed onset of clinical efficacy and unavoidable side-
effects [13, 14].

Recently, new therapeutic drugs and methods for
neuropsychitric disorder emerges one after another, and
NAP  (Asn-Ala-Pro-Val-Ser-Ile-Pro-Gln,NAPVSIPQ)
is one of the most outstanding representatives. It is an
eight-amino-acid peptide derived from activity dependent
neuroprotective protein (ADNP), was shown to have a
brain bioavailability and neuroprotective effects in a wide
variety of neurological disorders [15, 16]. /n vivo studies,
NAP has been readily delivered to brain by subcutaneous,
intranasal [17], iv and ip routes [15]. The neuroprotection
and cognitive enhancement by NAP exhibited not only in
disease models, but also in healthy animals [16]. However,
the reasearch of NAP on depressive disorder is still at an
ecarly stage. How to maintain the effective concentration of
NAP in brain and make cost down are issues that need to
be addressed urgently.

The gene therapy approach mediated by
recombinant adeno-associated virus (AAV) is getting more
and more popular because it could infect and transduce
postmitotic cells like neurons [18], provoke minimal
inflammatory response, and produce stable, long-term (at
least one year), episomal expression of viral transgene by
a few times’ treatment (usually once)[18-20]. It has been
applied successfully in many studies to transduce central
nervous system and other tissues [18-20]. Peripheral
administration of AAV through nose is an non-invasive
route which could avoid the adverse influence of central
administration, and take full advantages of AAV vector
[21, 22]. In our previous study, we have constructed a
recombinant AAV which could express neurotrophin 4
(NT4) and NAP in brain by intranasal delivery [22]. Anti-
depression effects on the normal female C57BL/6 mice
were observed in forced swimming test after 10 days’
administration [22].

Thus, there are two objectives in the current study.
Firstly, to detect whether Sl-rearing would induce the
depression-like behaviors in mice. Secondly, to observe

the anti-depression effect of recombinant NT4-NAP/AAV
on SI mice by intranasal delivery.

RESULTS

The construction and packaging of NT4-NAP/
AAV

Every step of NT4-NAP fusion gene construction
was qualified by specific restriction enzyme reactions and
agarose gel electrophoresis (AGE). After BamH I and
Xho I sites were added in the NAP cDNA by PCR, the
PCR product was identified with digesting by restriction
enzyme EcoR I followed by AGE. Meanwhile, a 297 bp
fragment can be observed when the recombinant plasmid
pSSCMV/NT4-NAP was digested by EcoR I followed by
AGE (Figure 1-A, 1B). The fusion gene, NT4-NAP, was
identified using the Sanger sequencing, and the produced
sequence was identical as the designed one (Figure 1-C).
Immunocytochemistry results showed that expression of
NAP can be observed in PC12 cells infected with NT4-
NAP/AAYV, while there was no expression in the control
group (Figure 1-D).

Effect of NT4-NAP/AAV on the OFT

In the first 10 minutes (Figure 2-A), no significant
main effect was found for rearing condition (F=1.289,
P=0.266) or drug administration (F=0.017, P=0.897),
which was accordance with the results in total 60 minutes
(Figure 2-B) (F=0.121, P=0.731; F=0.044, P=0.835).

Effect of NT4-NAP/AAV on the SCT

The relative sucrose preference at baseline
showed no statistical differences among four groups
before SI started (F=0.387, p=0.763) (Figure 2-C).
After Sl-rearing and nasal administration, both rearing
condition (F=5.932, P=0.031) and drug administration
(F=4.414, P=0.045) had main effects on the relative
sucrose preference, while no significant interaction
effect between them was found (F=1.425, P=0.256). A
significant decrease of relative sucrose preference was
found in SI mice compared with GH mice (P<0.001),
which indicating the core symptom of anhedonia was
successfully derived. The administration of NT4-NAP/
AAV reversed the deficits of SI mice, with relative
sucrose preference almost return to the control values.
No apparent change was observed for GH mice between
those two administrations (Figure 2-D).

Effect of NT4-NAP/AAYV on the FST

In FST, both rearing condition (F=7.096, P=0.013)
and drug administration (F=7.014, P=0.013) had
significant effects on the immobility time. But no statistical
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differences of interaction effect between rearing condition
were found (F=0.094, P=0.761). For the empty AAV
group, the immobility time of SI mice was significantly
longer than that of the GH mice (P< 0.01). The NT4-NAP/
AAV treatment decreased the immobility time of SI mice
(P< 0.001), which indicating a potential anti-depression
efficacy. No apparent change was observed for GH mice
between those two administrations. (Figure 2-E).

Effect of NT4-NAP/AAV on plasma CORT

In the detection of plasma CORT, both rearing
condition (F=15.420, P=0.001) and drug administration
(F=4.918, P=0.035) had main effects on it, while
no significant interaction effect between them was
found (F=1.253, P=0.273). A significant decrease in
concentration of CORT was found in SI mice compared
with GH mice (P<0.01). However, the administration of
NT4-NAP/AAV reversed the deficits of SI mice, with
CORT concentration nearly return to the control values.
No apparent change was observed for GH mice between
those two administrations. (Figure 3).

Effect of NT4-NAP/AAV on hippocampus 5-HT

Neither rearing condition (F=1.354, P=0.255) nor
drug administration (F=0.359, P=0.554) had main effcets

A B

Lanel Lane2 Lanel Lane2 Lane3

5200 bp
AT
-we

on concentration of hippocampus 5-HT. No statistic
differences were found among the four groups.(Figure 4).

Effect of NT4-NAP/AAV on the expression of
BNDF in hippocampus

As shown in Figure 5, BDNF expression in
hippocampus was significantly decreased in SI mice
compared with the GH mice (P<0.01). The NT4-NAP/
AAV treatment enhanced the expression of BDNF in SI
mice (P<0.05), while no apparent change was observed in
GH mice (Figure 5).

DISCUSSION

In postnatal period, the developing brain is sensitive
to environmental events. Exposure to early social
deprivation, such as child neglect, abandonment or abuse,
might induce alterations in the normal development of the
neuroendocrine and neurobiological systems, which may
lead to increased risks related to dysphrenia disorders,
including MDD, schizophrenia and so on [23, 24]. SI
represents a lens through which the cellular, neural,
hormonal, behavioral, genetic and epigenetic mechanisms
of social species could be explored. As early as a quarter
century ago, a review of prospective epidemiological

Figure 1: Construction and identification of NT4-NAP/AAV. A, B. Identification of the NAP ¢cDNA with the added restriction
enzyme sites with EcoR. A: Lane 1 DNA Marker, Lane 2 PCR product. B: Lane 1 DNA Marker, Lane 2 Recombinant Plasmid pGEM-T
Easy after restriction enzyme reaction, Lane 3 Recombinant Plasmid pGEM-TEasy. C. Sanger sequencing. The produced sequence of the
fusion gene, NT4-NAP, was identical as the designed one. D. Immunocytochemistry result of PC12 cells. Compared with the control ones,

the infected PC12 cells showed high expression of NT4-NAP.
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studies pointed out that SI was a significant risk factor for
morbidity and mortality as obesity, smoking, high blood
pressure and sedentary lifestyle [25], which has been
proved subsequently by meta-analysis [26]. Experimental
researches in nonhuman social species indicate that
isolation has direct, detrimental physiological effects.
Except for the abnormal emotion [8], recognition and
social interaction [8], animal experiments have attested
that SI could lead to hyperactive locomotor response in

A

rats [27]; decrease open field activity in pigs [28]; delay
neurogenesis in adult rats [29]; and increase the activation
of the sympatho-adrenomedullary response to an acute
stress in rats [30]. However, it is still controversial that
whether SI should be proposed as a valid model for
depression.

We investigated the behavioral modification of
Sl-rearing after weaning. The OFT showed the SI-
rearing mice exhibited no difference in locomotion in a
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Figure 2: The behavioral tests. A-B. Open field test. No differences were evoked by NT4-NAP/AAV administration in the first 10
minutes (A) and the total 60 minutes (B). C-D. Sucrose consumption test. No statistical differences among the four groups at baseline (C).
After conditional rearing, the SI mice showed decreased relative sucrose preference compared with GH mice in AAV group (P<0.001), and
the NT4-NAP/AAV treatment showed an significantly enhanced relative sucrose preference in SI mice (P< 0.05)(D). E. Forced swimming
test. SI mice showed longer immobility time compared with GH mice in AAV group (P< 0.01), and the NT4-NAP/AAV treatment showed

an anti-depression efficacy in SI mice (P<0.001).
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novel environment compared with GH mice, which was
consistent with previous studies on mice [6, 12, 22].
Under such conditions, the increase of immobility time
in the FST was considered as an effective screening test
to evaluate the behavioral despair induced by Sl-rearing
[6]. This depression-like behavior in FST was also found
by other researchers [31-33], and it could be reversed
by antidepressant [32]. Moreover, the decresed relative
sucrose preference derived in SCT has been proposed as
a measure of anhedonia, which was an core symptom and
corroborative evidence of depression [34].

Even  though numerous neurotransmitters
and pathways are assumed to be involved in the
pathophysiology of depression, the underlying
mechanisms for development and progression of

depression induced by Sl-rearing have not been fully
cleared. Three hypotheses of pathogenesis of depression
were adopted and validated in the present study, that is,
(1) dysregulation of hypothalamic-pituitary-adrenal (HPA)
axis, (ii) monoamine insufficient and (iii) hippocampal
BDNEF insufficient. Little was known about the biological
mechanisms underlying the depression-like behavior upon
Sl-rearing, therefore, we attempted to explore it based on
the three hypotheses mentioned above.

Abnormalities in HPA axis function seems to have
direct implication on depression. Lots of evidence indicate
that HPA axis activity is significantly enhanced in patients
or animals suffered from deperssion, compared with the
healthy controls [31, 33, 35, 36], while we found the lower
plasma CORT concentration in SI mice than GH mice.
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Figure 3: Detection of plasma CORT concentration by ELISA. SI mice showed lower plasma CORT concentration than GH
mice in AAV group (P<0.01). NT4-NAP/AAV treatment on SI mice reversed CORT decreasing, which nearly returned to GH control levels.
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Figure 4: Detection of hippocampal 5-HT concentration by ELISA. No statistic differences were found among the four groups.
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This discrepancy might be caused by three reasons. Firstly,
HPA axis activity could exhibit considerable variability
between individuals. In a meta-analysis including 18,454
individuals from 361 studies [35], only 64% of depressed
individuals have greater cortisol values than that of non-
depressed individuals. Second, HPA axis activity changes
depending on other stressor additional to SI-rearing. Basal
CORT levels are not altered [37], or even lowered [38] in
SI mice housed in standard cages. But it might be elevated
by more aversive stressors such as wire floor cages [39],
acute restraint stress [31] and forced swimmin stress [33]
after Sl-rearing. Thirdly, the time of blood sampling,
bodily fluid in which the hormone was measured and age
of participant were important moderators as well. Besides,
a decreased BDNF expression in hippocampus of SI mice
was observed, which was accordant with previous studies
[40, 41]. Therefore, we hold our opinion that Sl-rearing
could induce the depression-like behavior, and the possible
regulatory mechanism includes dysregulation of CORT
and hippocampal BDNF insufficient. However, we failed
to found any obvious evidence showed 5-HT dysbolism
was involved in this procedure.

Delivering antidepressant into the central
nervous system (CNS) is always a challenge because
of the impenetrable nature of blood brain barrier
(BBB). Intranasal administration is a noninvasive
route that provides a direct pathway from nose to CNS
via the olfactory apparatus [42]. It was reported that

GH-AAV ~ GH-NAP SI-AAV

BDNF -

administration of an AAV vector expressing target gene
could successfully penetrate olfactory mucosa and lead
to enhanced bioavailability of drugs [43, 44]. Although
favourable neuroprotective effects of NAP was obtained
in plenty of studies, it was not satisfying because of its’
half-life period was only 15 mins’ in vivo [45]. Thus, an
AAV vector with NAP was desinged and applied in our
study. Once administrated intranasally, the AAV vector
intruded and colonized into the olfactory mucosa cells,
consistently expressing the NAP like a small “perpetual
mobile”. This approach has been demonstrated of slower
rate of spreading with a time lag to reach the CNS [46].
This intriguingly explains the phenomenon in our present
and previous investigation [21, 22] that antidepressant
effects of AAV vectors emerged only after a relatively long
duration of intranasal administration.

Besides, we have constructed fusion gene NT4-
NAP attempting to overcome the challenges that the
NAP protein was hard to pass through the cell membrane
alone. The nonfunctional prepro region of NT4, a well
characterized neuroprotective protein, was attached to
the 5° end of NAP ¢cDNA. On one hand, it made up the
lacking of prepro region of NAP and benefited its post-
translational modification and secretion [47]. On the
other hand, this fusion of NT4 and NAP consisted of
an N-linked glycosylation site and a dibasic cleavage
site, which ensuring its cleavage intracellularly after
peptide translation before its secretion into extracellular
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Figure 5: Western-blot analysis for hippocampal BDNF espression. Compared with the GH mice, SI mice showed a decreased
expression of BDNF in hippocampus (P<0.01). The NT4-NAP/AAV treatment enhanced the BDNF expression in SI mice (P<0.05) but not

in GH mice.
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space [48]. At this point, we have established a long-
lasting secretory system by AAV vector with fusion
gene. Once the cells of peripheral tissue were transfected
effectively, adequate neuroprotective peptid would be
synthesize and secrete, which had the therapeutic effect
on neurodegenerative disease.

According to our immunocytochemistry results in
vitro, the expression of NAP can be successfully observed
in PC12 cells infected with NT4-NAP/AAV. As well,
the stable and long-term antidepressant efficacy was
also confirmed, which has been rarely studied before.
Abundant studies amassed a compelling case for a
diverse role for NAP against different endogenous and
environmental factors [49]. Divinski et al. found NAP
was internalized into neurons and neuronal-like cells
and co-localized with microtubules [50]. The protein
tubulin, constituting the microtubule backbone, was
considered as a target of NAP and its related peptides
[50]. NAP was also shown to enhance interaction between
microtubules and microtubule associated proteins, and
the microtubule polymerization [51]. NAP treatment
protected microtubules from colchicine by inhibiting
hyperphosphorylation of protein tau [52]. Moreover,
microtubule is an essential component of the cytoskeleton
that supports dendrite and provides platforms for
intracellular transport. Dendritic spine pathology is
associated with many psychiatric diseases [53-55]. For
example, depression is associated with the structural
and molecular remodeling of dendritic spines in the
hippocampus, prefrontal cortex, amygdala, and nucleus
accumbens [55-57]. Antidepressants have reversed some
of these structural changes observed in animal models
of depression [57, 58]. Therefore, we speculate that
the stabilization fortification of microtubules by NAP
treatment might play a part in its anti-depression efficacy.

Overall, we have provided evidence that SI
procedure appears to be at least as valid as any other
animal model of depression. The model has good face
validity (phenomenological similarities between the model
and patients, including anhedonia, the core symptom of
the melancholic subtype of major depressive disorder) and
construct validity (the reasonable theoretical rationales
such as dysregulation of CORT and hippocampal BDNF
insufficient). What’s more, the antidepressant effect in
SI group was observed after intranasal administration of
NT4-NAP/AAV, suggesting that this might be a promising
therapeutic strategy for major depressive disorder.

MATERIALS AND METHODS

Construction and production of NT4-NAP/AAV

The AAV Helper-Free System (Stratagene) was used
for the viral vector preparation. The AAV used in our present
study are based on serotype 2. According to sequence of
NAP c¢cDNA (TTACGAGGTCAAAGGTAGGGAGTT),

the forward primer (5’CGGATCCATGCTCCCTCTCC
CCTCATGC3’) and the reverse primer (5’CGGGATCC
CTCGAGTCATTGAGGAATGGAAACTGG3’) were
designed. Restriction enzyme sites (BamH I and Xho I, at
upstream and downstream respectively) were added in the
NAP cDNA by PCR. The product was linked to Plasmid
pGEM-T Easy which was then transferred into recipient
bacterium. The successfully transferred bacterial colony
was selected by enzyme identification and was cultured
to generate the NAP cDNA with the added restriction
enzyme sites. Then NT4-NAP was obtained from pGEM-T
Easy/NT4-NAP and linked to vector plasmid pSSCMV.
pSSCMV/NT4-NAP was then obtain by alkaline lysis
method. Three plasmids (pAAV/Ad, pAAV/Ad cofactor
PSSCMV/NT4-NAP) were transfected into HEK293 cells
to generate virus NT4-NAP/AAV. NAP expression was
confirmed by immunocytochemistry after transfectted on
PC12 cells.

Animals and drug administration

C57 BL/6J mice (aged: 3 weeks; average body
weight: 9 + 2 g) were used for experiment. All the mice
were purchased from Vital River Laboratories (Beijing, PR
China) and only male mice were used. All experimental
procedures were approved by the Animal Care and Use
Committee of Xi’an Jiaotong University. All efforts were
made to minimize the number of animals used and their
suffering.

32 mice were divided into two groups: social
isolation (SI) and group housed (GH). For SI group,
the 3-week-old mice were bred individually in cages
(26x18x13 cm) for six weeks, while GH mice were
bred on normal conditions (four per cage) in cages
(26x18x13 cm) for six weeks. There were two subsets
in both SI and GH group, separately. The first subset
underwent behavioral tests (open field test, sucrose
consumption test and forced swimming test) and western
blot, the second was for enzyme-linked immuno sorbent
assay.Finally, there were eight mice in each subset. All
the mice were rearing under standard animal housing
conditions in 12-hour/12-hour light-dark cycle (lights on
at 7:00 A.M.) at a room temperature of 22 = 1°C and 55
+ 5 % humidity. Mice were given free access to water
and food.

NT4-NAP/AAV was delivered quaque die by
nasal administration for consecutive 10 days before the
beginning of test. The volume of 10 pl (about 8.32 x 10
7 genome copies of AAV vector) for each mouse was
applied according to the titer test. Meanwhile, the same
dose of empty AAV vector was used as control. The
blinding method was applied in the experiment, that is,
the nasal administration, operation of behavior test and
the analysis of data were conducted by different people
individually. This procedure has been described in
Materials and methods.
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Open field test (OFT)

Mice were placed individually into an open field
chamber (45 x 45 x 45 cm) under a dim light (25 1x) for
1 hour and the tracks were recorded by a video tracking
system (SMART, Panlab SL, Barcelona, Spain).

Sucrose consumption test (SCT)

Mice were deprived of water for 14 h before the
test, and the test was carried out in the next morning at 10
a.m. The sucrose was dissolved with distilled water at the
concentration of 1% (mass/volume). Mice were provided
with one bottle of sucrose solution and another bottle of
distilled water during one hour period. Relative sucrose
preference= sucrose preference (%)/ weight (g). Sucrose
preference= sucrose intake/(sucrose intake+ distilled
water intake)*100%. The baseline was measured before
SI started, and another test was applied after OFT.

Forced swimming test (FST)

After one day’s interval, mice were placed into a
Plexiglas barrel (15 cm diameter, 25 cm height) filled with
10 cm of water at room temperature (22 + 1 °C) for 6
min. The mice were dried immediately and returned to the
home cage after test. The immobility time was calculated
by an observer without knowing the grouping.

Enzyme-linked immuno-sorbent assay (ELISA)

Blood samples and hippocampus were obtained
from the second subset of mice. Plasma corticosterone
(CORT) and hippocampus 5-hydroxytryptamine (5-
HT) were measured using mouse ELISA Kit (Shanghai
Hushang Biotechnology, Shanghai, China) following
standard procedures as instruction. The optical density
(OD) of the sample was determined at 450 nm using
a Metertech microplate reader (BioTek Instruments.
Winooski. USA) after the reader was zeroed using the
blank well. Then the concentration of each sample was
extrapolated from a standard curve. Each determination
was done in duplicate. The variation between duplicate
values was less than 5%.

Werstern blot

Hippocampal brain-derived neurotrophic factor
(BDNF) was evaluated by western blot. Mice were
sacrificed after FST. The hippocampus was isolated on ice.
The use of primary antibodies for BDNF (3160-1, 1:1000,
rabbit polyclonal, Epitomics) and B-actin (C4, 1:5000,
mouse monoclonal, Santa Cruz Biotech) was describled
in our previous study detailly. The Quantity One software
(Bio-Rad, Hercules, CA, USA) was used for quantification
analysis.

Statistical analysis

All data were expressed as mean + standard error of
mean (SEM), using SPSS13.0 software for data processing
and analysis. The data normally distributed were analyzed
using two-way analysis of variance (ANOVA) with rearing
condition and drug administration as between-subject
factors. ANOVA was conducted among the four groups,
followed by a LSD post hoc test. P values < 0.05 were
considered to be statistically significant.

CONFLICTS OF INTEREST

We declare that there are no conflicts of interest.

GRANT SUPPORT

The project was supported by the National Science
Foundation of China (NSFC No. 81371473 to Yong-Hui
Dang and No. 81271487 to Cheng-ge Gao), and Natural
Science Basic Research Plan in Shaanxi Province of China
(No. 2016JM8078 to Yong-Hui Dang).

REFERENCES

1. Nestler EJ, Barrot M, DilLeone RJ, Eisch AJ, Gold SJ,
Monteggia LM. Neurobiology of depression. Neuron. 2002;
34: 13-25. doi:

Wittchen HU, Jacobi F. Size and burden of mental disorders
in Europe--a critical review and appraisal of 27 studies. Eur
Neuropsychopharmacol. 2005; 15: 357-76. doi: 10.1016/j.
euroneuro.2005.04.012.

3. Schmidt MV, Wang XD, Meijer OC. Early life stress
paradigms in rodents: potential animal models of
depression? Psychopharmacology (Berl). 2011; 214: 131-
40. doi: 10.1007/s00213-010-2096-0.

Mirescu C, Peters JD, Gould E. Early life experience alters
response of adult neurogenesis to stress. Nat Neurosci.
2004; 7: 841-6. doi: 10.1038/nn1290.

5. Fone KC, Porkess MV. Behavioural and neurochemical
effects of post-weaning social isolation in rodents-relevance
to developmental neuropsychiatric disorders. Neurosci
Biobehav Rev. 2008; 32: 1087-102. doi: 10.1016/.
neubiorev.2008.03.003.

Koike H, Ibi D, Mizoguchi H, Nagai T, Nitta A, Takuma K,
Nabeshima T, Yoneda Y, Yamada K. Behavioral abnormality
and pharmacologic response in social isolation-reared
mice. Behav Brain Res. 2009; 202: 114-21. doi: 10.1016/j.
bbr.2009.03.028.

Ibi D, Takuma K, Koike H, Mizoguchi H, Tsuritani K,
Kuwahara Y, Kamei H, Nagai T, Yoneda Y, Nabeshima T,
Yamada K. Social isolation rearing-induced impairment
of the hippocampal neurogenesis is associated with
deficits in spatial memory and emotion-related behaviors

www.impactjournals.com/oncotarget

10110

Oncotarget



11.

12.

14.

15.

17.

18.

in juvenile mice. J] Neurochem. 2008; 105: 921-32. doi:
10.1111/.1471-4159.2007.05207..x.

Wei XY, Yang JY, Dong YX, Wu CF. Anxiolytic-like effects
of oleamide in group-housed and socially isolated mice.
Prog Neuropsychopharmacol Biol Psychiatry. 2007; 31:
1189-95. doi: 10.1016/j.pnpbp.2007.04.008.

Day-Wilson KM, Jones DN, Southam E, Cilia J, Totterdell
S. Medial prefrontal cortex volume loss in rats with
isolation rearing-induced deficits in prepulse inhibition of
acoustic startle. Neuroscience. 2006; 141: 1113-21. doi:
10.1016/j.neuroscience.2006.04.048.

Hall FS, Huang S, Fong GF, Pert A. The effects of social
isolation on the forced swim test in Fawn hooded and
Wistar rats. J Neurosci Methods. 1998; 79: 47-51. doi:

Li X, XuF, Xie L, JiY, Cheng K, Zhou Q, Wang T, Shively
C, Wu Q, Gong W, Fang L, Zhan Q, Melgiri ND, et al.
Depression-like behavioral phenotypes by social and social
plus visual isolation in the adult female Macaca fascicularis.
PLoS One. 2013; 8: €73293. doi: 10.1371/journal.
pone.0073293.

Dang YH, Liu P, Ma R, Chu Z, Liu YP, Wang JB, Ma XC,
Gao CG. HINT1 is involved in the behavioral abnormalities
induced by social isolation rearing. Neurosci Lett. 2015;
607: 40-5. doi: 10.1016/j.neulet.2015.08.026.

. Verwijk E, Comijs HC, Kok RM, Spaans HP, Stek ML,

Scherder EJ. Neurocognitive effects after brief pulse and
ultrabrief pulse unilateral electroconvulsive therapy for
major depression: a review. J Affect Disord. 2012; 140:
233-43. doi: 10.1016/j.jad.2012.02.024.

Rosenzweig-Lipson S, Beyer CE, Hughes ZA, Khawaja X,
Rajarao SJ, Malberg JE, Rahman Z, Ring RH, Schechter
LE. Differentiating antidepressants of the future: efficacy
and safety. Pharmacol Ther. 2007; 113: 134-53. doi:
10.1016/j.pharmthera.2006.07.002.

Gozes 1, Divinsky I, Pilzer I, Fridkin M, Brenneman DE,
Spier AD. From vasoactive intestinal peptide (VIP) through
activity-dependent neuroprotective protein (ADNP) to
NAP: a view of neuroprotection and cell division. J Mol
Neurosci. 2003; 20: 315-22. doi: 10.1385/jmn:20:3:315.
Magen I, Gozes I. Davunetide: Peptide therapeutic in
neurological disorders. Curr Med Chem. 2014; 21: 2591-
8. doi:

Gozes 1, Giladi E, Pinhasov A, Bardea A, Brenneman
DE. Activity-dependent neurotrophic factor: intranasal
administration of femtomolar-acting peptides improve
performance in a water maze. J Pharmacol Exp Ther. 2000;
293:1091-8. doi:

Pascual-Lucas M, Viana da Silva S, Di Scala M, Garcia-
Barroso C, Gonzalez-Aseguinolaza G, Mulle C, Alberini
CM, Cuadrado-Tejedor M, Garcia-Osta A. Insulin-like
growth factor 2 reverses memory and synaptic deficits in
APP transgenic mice. EMBO Mol Med. 2014; 6: 1246-62.
doi: 10.15252/emmm.201404228.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Stieger K, Schroeder J, Provost N, Mendes-Madeira A,
Belbellaa B, Le Meur G, Weber M, Deschamps JY, Lorenz
B, Moullier P, Rolling F. Detection of intact rAAV particles
up to 6 years after successful gene transfer in the retina
of dogs and primates. Mol Ther. 2009; 17: 516-23. doi:
10.1038/mt.2008.283.

Murphy SR, Chang CC, Dogbevia G, Bryleva EY, Bowen
Z, Hasan MT, Chang TY. Acatl knockdown gene therapy
decreases amyloid-beta in a mouse model of Alzheimer's
disease. Mol Ther. 2013; 21: 1497-506. doi: 10.1038/
mt.2013.118.

Ma XC, Liu P, Zhang XL, Jiang WH, Jia M, Wang CX,
Dong YY, Dang YH, Gao CG. Intranasal Delivery
of Recombinant AAV Containing BDNF Fused with
HAZ2TAT: a Potential Promising Therapy Strategy for Major
Depressive Disorder. Sci Rep. 2016; 6: 22404. doi: 10.1038/
srep22404.

Ma XC, Chu Z, Zhang XL, Jiang WH, Jia M, Dang YH,
Gao CG. Intranasal Delivery of Recombinant NT4-NAP/
AAV Exerts Potential Antidepressant Effect. Neurochem
Res. 2016; 41: 1375-80. doi: 10.1007/s11064-016-1841-0.

Veenema AH. Early life stress, the development of
aggression and neuroendocrine and neurobiological
correlates: what can we learn from animal models? Front
Neuroendocrinol. 2009; 30: 497-518. doi: 10.1016/.
yfrne.2009.03.003.

Zhao X, Sun L, Jia H, Meng Q, Wu S, Li N, He S. Isolation
rearing induces social and emotional function abnormalities
and alters glutamate and neurodevelopment-related
gene expression in rats. Prog Neuropsychopharmacol
Biol Psychiatry. 2009; 33: 1173-7. doi: 10.1016/j.
pnpbp.2009.06.016.

Cutler JL, Harding KJ, Mozian SA, Wright LL, Pica AG,
Masters SR, Graham MJ. Discrediting the notion "working

m.

with 'crazies' will make you 'crazy"': addressing stigma
and enhancing empathy in medical student education. Adv
Health Sci Educ Theory Pract. 2009; 14: 487-502. doi:

10.1007/510459-008-9132-4.

Holt-Lunstad J, Smith TB, Layton JB. Social relationships
and mortality risk: a meta-analytic review. PLoS Med.
2010; 7: €1000316. doi: 10.1371/journal.pmed.1000316.

Varty GB, Paulus MP, Braff DL, Geyer MA. Environmental
enrichment and isolation rearing in the rat: effects on
locomotor behavior and startle response plasticity. Biol
Psychiatry. 2000; 47: 864-73. doi:

Kanitz E, Tuchscherer M, Puppe B, Tuchscherer A,
Stabenow B. Consequences of repeated early isolation
in domestic piglets (Sus scrofa) on their behavioural,
neuroendocrine, and immunological responses. Brain Behav
Immun. 2004; 18: 35-45. doi:

Stranahan AM, Khalil D, Gould E. Social isolation delays
the positive effects of running on adult neurogenesis. Nat
Neurosci. 2006; 9: 526-33. doi: 10.1038/nn1668.

www.impactjournals.com/oncotarget

10111

Oncotarget



30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Dronjak S, Gavrilovic L, Filipovic D, Radojcic MB.
affect
system and pituitary-adrenocortical

Immobilization and cold stress sympatho-
adrenomedullary
axis of rats exposed to long-term isolation and crowding.
Physiol Behav. 2004; 81: 409-15. doi: 10.1016/.

physbeh.2004.01.011.

Jahng JW, Yoo SB, Ryu V, Lee JH. Hyperphagia and
depression-like behavior by adolescence social isolation
in female rats. Int J Dev Neurosci. 2012; 30: 47-53. doi:
10.1016/j.ijdevneu.2011.10.001.

Haj-Mirzaian A, Amiri S, Kordjazy N, Rahimi-Balaei
M, Marzban H, Aminzadeh A, Dehpour AR, Mehr SE.
Blockade of NMDA receptors reverses the depressant, but
not anxiogenic effect of adolescence social isolation in
mice. Eur J Pharmacol. 2015; 750: 160-6. doi: 10.1016/j.
ejphar.2015.01.006.

Amiri S, Shirzadian A, Haj-Mirzaian A, Imran-Khan M,
Rahimi Balaei M, Kordjazy N, Dehpour AR, Mehr SE.
Involvement of the nitrergic system in the proconvulsant
effect of social isolation stress in male mice. Epilepsy
Behav. 2014; 41: 158-63. doi: 10.1016/j.yebeh.2014.09.080.

Willner P. Validity, reliability and utility of the chronic mild
stress model of depression: a 10-year review and evaluation.
Psychopharmacology (Berl). 1997; 134: 319-29. doi:

Stetler C, Miller GE. Depression and hypothalamic-
pituitary-adrenal activation: a quantitative summary of four
decades of research. Psychosom Med. 2011; 73: 114-26.
doi: 10.1097/PSY.0b013¢31820ad12b.

Belvederi Murri M, Pariante C, Mondelli V, Masotti M,
Atti AR, Mellacqua Z, Antonioli M, Ghio L, Menchetti
M, Zanetidou S, Innamorati M, Amore M. HPA axis and
aging in depression: systematic review and meta-analysis.
Psychoneuroendocrinology. 2014; 41: 46-62. doi: 10.1016/j.
psyneuen.2013.12.004.

Schrijver NC, Bahr NI, Weiss IC, Wurbel H. Dissociable
effects of isolation rearing and environmental enrichment
on exploration, spatial learning and HPA activity in adult
rats. Pharmacol Biochem Behav. 2002; 73: 209-24. doi:

Gentsch C, Lichtsteiner M, Feer H. Locomotor activity,
defecation score and corticosterone levels during an
openfield exposure: a comparison among individually
and group-housed rats, and genetically selected rat lines.

Physiol Behav. 1981; 27: 183-6. doi:

Heidbreder CA, Weiss IC, Domeney AM, Pryce C,
Homberg J, Hedou G, Feldon J, Moran MC, Nelson
P. Behavioral, neurochemical and endocrinological
characterization of the early social isolation syndrome.

Neuroscience. 2000; 100: 749-68. doi:

Scaccianoce S, Del Bianco P, Paolone G, Caprioli
D, Modafferi AM, Nencini P, Badiani A. Social
isolation selectively reduces hippocampal brain-
derived neurotrophic factor without altering plasma
corticosterone. Behav Brain Res. 2006; 168: 323-5. doi:
10.1016/j.bbr.2005.04.024.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

. Pisu MG, Dore R, Mostallino MC, Loi M, Pibiri F, Mameli

R, Cadeddu R, Secci PP, Serra M. Down-regulation of
hippocampal BDNF and Arc associated with improvement
in aversive spatial memory performance in socially isolated
rats. Behav Brain Res. 2011; 222: 73-80. doi: 10.1016/].
bbr.2011.03.021.

Manda P, Kushwaha AS, Kundu S, Shivakumar HN, Jo
SB, Murthy SN. Delivery of ziconotide to cerebrospinal
fluid via intranasal pathway for the treatment of chronic
pain. J Control Release. 2016; 224: 69-76. doi: 10.1016/j.
jeonrel.2015.12.044.

Limberis MP, Adam VS, Wong G, Gren J, Kobasa D, Ross
TM, Kobinger GP, Tretiakova A, Wilson JM. Intranasal
antibody gene transfer in mice and ferrets elicits broad
protection against pandemic influenza. Sci Transl Med.
2013; 5: 187ra72. doi: 10.1126/scitranslmed.3006299.
Adam VS, Crosariol M, Kumar S, Ge MQ, Czack SE,
Roy S, Haczku A, Tretiakova A, Wilson JM, Limberis MP.
Adeno-associated virus 9-mediated airway expression of
antibody protects old and immunodeficient mice against
influenza virus. Clin Vaccine Immunol. 2014; 21: 1528-33.
doi: 10.1128/cvi.00572-14.

Bassan M, Zamostiano R, Davidson A, Pinhasov A,
Giladi E, Perl O, Bassan H, Blat C, Gibney G, Glazner
G, Brenneman DE, Gozes 1. Complete sequence of a
novel protein containing a femtomolar-activity-dependent
neuroprotective peptide. J Neurochem. 1999; 72: 1283-93.
doi:

Illum L. Transport of drugs from the nasal cavity to the
central nervous system. Eur J Pharm Sci. 2000; 11: 1-18.
doi:

Zheng Y, Zeng H, She H, Liu H, Sun N. Expression of
peptide NAP in rat retinal Muller cells prevents hypoxia-
induced retinal injuries and promotes retinal neurons
growth. Biomed Pharmacother. 2010; 64: 417-23. doi:
10.1016/j.biopha.2010.01.016.

Ip NY, Ibanez CF, Nye SH, McClain J, Jones PF, Gies DR,
Belluscio L, Le Beau MM, Espinosa R, 3rd, Squinto SP,
et al. Mammalian neurotrophin-4: structure, chromosomal
localization, tissue distribution, and receptor specificity.
Proc Natl Acad Sci U S A. 1992; 89: 3060-4. doi:

Sari Y, Gozes 1. Brain deficits associated with fetal alcohol
exposure may be protected, in part, by peptides derived
from activity-dependent neurotrophic factor and activity-
dependent neuroprotective protein. Brain Res Rev. 2006;
52: 107-18. doi: 10.1016/j.brainresrev.2006.01.004.

I, Holtser-Cochav M, Vulih-Schultzman I,
Steingart RA, Gozes . Peptide neuroprotection through

Divinski

specific interaction with brain tubulin. J Neurochem. 2006;
98:973-84. doi: 10.1111/j.1471-4159.2006.03936.x.

Oz S, Ivashko-Pachima Y, Gozes 1. The ADNP derived
peptide, NAP modulates the tubulin pool: implication for

neurotrophic and neuroprotective activities. PLoS One.
2012; 7: 51458. doi: 10.1371/journal.pone.0051458.

www.impactjournals.com/oncotarget

10112

Oncotarget



52.

53.

54.

55.

Jouroukhin Y, Ostritsky R, Assaf' Y, Pelled G, Giladi E,
Gozes 1. NAP (davunetide) modifies disease progression
in a mouse model of severe neurodegeneration: protection
against impairments in axonal transport. Neurobiol Dis.
2013; 56: 79-94. doi: 10.1016/j.nbd.2013.04.012.

Fenelon K, Xu B, Lai CS, Mukai J, Markx S, Stark KL, Hsu
PK, Gan WB, Fischbach GD, MacDermott AB, Karayiorgou
M, Gogos JA. The pattern of cortical dysfunction in a mouse
model of a schizophrenia-related microdeletion. J Neurosci.
2013; 33: 14825-39. doi: 10.1523/jneurosci.1611-13.2013.

Penzes P, Cahill ME, Jones KA, VanLeeuwen JE, Woolfrey
KM. Dendritic spine pathology in neuropsychiatric
disorders. Nat Neurosci. 2011; 14: 285-93. doi: 10.1038/
nn.2741.

Qiao H, Li MX, Xu C, Chen HB, An SC, Ma XM.
Dendritic Spines in Depression: What We Learned from

56.

57.

58.

Animal Models. Neural Plast. 2016; 2016: 8056370. doi:
10.1155/2016/8056370.

Marsden WN. Synaptic plasticity in depression:
molecular, cellular and functional correlates. Prog
Neuropsychopharmacol Biol Psychiatry. 2013; 43: 168-84.
doi: 10.1016/j.pnpbp.2012.12.012.

Czeh B, Simon M, Schmelting B, Hiemke C, Fuchs E.
Astroglial plasticity in the hippocampus is affected by
chronic psychosocial stress and concomitant fluoxetine
treatment. Neuropsychopharmacology. 2006; 31: 1616-26.
doi: 10.1038/sj.npp.1300982.

Rocher C, Spedding M, Munoz C, Jay TM. Acute stress-
induced changes in hippocampal/prefrontal circuits in rats:
effects of antidepressants. Cereb Cortex. 2004; 14: 224-9.
doi:

www.impactjournals.com/oncotarget

10113

Oncotarget



