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Abstract
Alzheimer’s disease (AD) is a type of dementia characterized by the deposition of amyloid β, a causative protein of AD, in 
the brain. Shati/Nat8l, identified as a psychiatric disease related molecule, is a responsive enzyme of N-acetylaspartate (NAA) 
synthesis. In the hippocampi of AD patients and model mice, the NAA content and Shati/Nat8l expression were reported to 
be reduced. Having recently clarified the involvement of Shati/Nat8l in cognitive function, we examined the recovery effect of 
the hippocampal overexpression of Shati/Nat8l in AD model mice (5XFAD). Shati/Nat8l overexpression suppressed cognitive 
dysfunction without affecting the Aβ burden or number of NeuN-positive neurons. In addition, brain-derived neurotrophic 
factor mRNA was upregulated by Shati/Nat8l overexpression in 5XFAD mice. These results suggest that Shati/Nat8l over-
expression prevents cognitive dysfunction in 5XFAD mice, indicating that Shati/Nat8l could be a therapeutic target for AD.
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Introduction

Alzheimer’s disease (AD) is a dementia characterized by 
the depositions of senile plaques and neurofibrillary tangles 
in the brain [1, 2]. Since there are limited effective medica-
tions for AD, the development of novel therapeutic agents is 
one of the most urgent problems to be solved among aging 
populations. Amyloid β (Aβ), a major constituent of senile 
plaques, is produced from amyloid precursor protein (APP) 
through enzymatic cleavage by β- and γ-secretases [1, 3]. 
Mutations in APP, which increase the amount or toxicity 
of Aβ, cause familial AD [4]. A nationwide genomic study 
conducted in Iceland revealed that a single nucleotide poly-
morphism, which decreases Aβ production, reduces the risk 
of AD onset [5]. The genetic evidence strongly indicates that 
Aβ plays a role in the pathogenesis of AD. This notion is 
supported by accumulating reports of Aβ toxicity in neurons 
and synapses [6–10]. In addition, novel mouse models that 
overproduce human Aβ using a knock-in technique exhibit 
cognitive dysfunction [11, 12]. Therefore, Aβ greatly con-
tributes to the pathology that underlies AD and is a potential 
target for the treatment of this disease.

Shati/Nat8l was identified at our laboratory as one of the 
molecules upregulated in the nucleus accumbens of mice 
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upon receiving methamphetamine, which are one of mod-
els for mental disorders [13]. Shati/Nat8l, expressed in neu-
rons, is a responsive enzyme that catalyzes the synthesis 
of N-acetylaspartate (NAA) from aspartate and acetyl-CoA 
[14]. NAA is contained in a millimolar order in the brain 
tissue as an acetyl group donor [15]. We have previously 
reported on the significance of Shati/Nat8l in the pathogen-
esis of methamphetamine addiction and depression [16, 17]. 
In addition, systemic knockout of Shati/Nat8l resulted in 
cognitive impairment, suggesting that this protein plays a 
role in cognitive function [18]. Recently, studies of patients 
and rodent models have described an association between 
Shati/Nat8l and AD. Magnetic resonance spectroscopy 
revealed a reduction in NAA levels in the hippocampi of 
patients with AD [19, 20]. This is supported by the decrease 
in both the expression of the mRNA of Shati/Nat8l and NAA 
content in the hippocampi of AD model mice [21]. These 
reports suggest that the downregulation of Shati/Nat8l may 
play a pathological role in AD. Therefore, in the present 
study, we examined the protective effect of the recovery 
of Shati/Nat8l by hippocampus-specific overexpression by 
adeno-associated virus (AAV) against cognitive decline in 
AD model mice.

Materials and Methods

Animals

Hemizygous male 5XFAD mice (B6SJL-Tg (APPSwFILon, 
PSEN1*M146L*L286V) 6799Vas/Mmjax) (The Jackson 
Laboratory, ME, USA) and female B6SJF1/J mice (wild type 
[WT]; The Jackson Laboratory) were crossed to maintain the 
transgenic line. For the experiments, heterozygous 5XFAD 
and WT mice from the same litter genotype were determined 
by PCR on the tail genome using the following primer pairs: 
human APP pair, forward: 5ʹ-AGA GTA CCA ACT TGC ATG 
ACT ACG -3ʹ, reverse: 5ʹ-ATG CTG GAT AAC TGC CTT CTT 
ATC -3ʹ and human PS1 pair, forward: 5ʹ-GCT TTT TCC AGC 
TCT CAT TTA CTC -3ʹ, reverse: 5ʹ-AAA ATT GAT GGA ATG 
CTA ATT GGT -3ʹ. The mice were housed in plastic cages 
(13 × 15 × 22 cm) with 3–4 animals per cage under the fol-
lowing conditions: room temperature, 22 ± 2 °C; humidity, 
55 ± 10%; and constant illumination (7:00–19:00). The mice 
had free access to drinking water and pellets. The animal 
experiments were performed in accordance with the guidelines 
of the National Institutes of Health, the Animal Experiment 

Handling Regulations of the University of Toyama, and the 
Animal Experiment Regulations of the Ministry of Education, 
Culture, Sports, Science and Technology. The study protocol 
was approved by the Animal Experiment Committee of the 
University of Toyama (A2017INM-1, A2020INM-1) and the 
DNA Genetic Recombination Committee of the University of 
Toyama (G2016PHA-9, G2020PHA-5, G2018INM-1).

Microinjection of Mouse Shati‑AAV Vector 
into the Dorsal Hippocampal CA1 Region

AAV9 vectors were produced as previously described [22, 
23]. Gene expression was controlled using the cytomegalovi-
rus promoter. The AAV vector containing only the enhanced 
green fluorescent protein (EGFP) sequence (denoted as mock) 
was prepared as a control. The mice were anesthetized with 
a triple anesthetic (0.01 mL/g body weight, i.p.), includ-
ing 0.075 mg/mL medetomidine hydrochloride, 0.4 mg/mL 
midazolam, and 0.5 mg/mL butorphanol tartrate, and immo-
bilized in a stereotaxic instrument (Narishige, Tokyo, Japan). 
The AAV vectors were injected into the CA1 regions of the 
dorsal hippocampi bilaterally using a 701 N microsyringe 
(Hamilton Company, NV, USA) at a dose of 0.7 μL per side 
(anteroposterior =  − 1.6 mm, mediolateral =  ± 1.0 mm, dors-
oventral =  + 1.2 mm [24]) of the mice. These procedures were 
performed when the mice were 6 weeks old. The resultant 
WT mice or 5XFAD mice, which received mock injections, 
were represented by WT-mock or 5XFAD-mock, while those 
which received injections of Shati/Nat8l, were represented by 
WT-Shati and 5XFAD-Shati. Number of mice prepared for 
the behavioral analysis were 10 of WT-mock, 7 of WT-Shati, 
7 of 5XFAD-mock, 8 of 5XFAD-shati.

Novel Object Recognition Test

The novel object recognition (NOR) test of cognitive function 
was performed at 36 weeks of age, as previously [25]. Before 
the test, the mice were placed in a box (30 × 30 × 35 cm) for 
30 min for three consecutive days for habituation. On the 
fourth day, the mice were placed in and freely explored the 
same box, in which two similar objects (A and Aʹ) were placed. 
The total time for the nose to touch each object was measured 
for 10 min (acquisition phase). After the measurement, the 
mice were returned to their home cages. Twenty-four hours 
after the acquisition phase, the mice were placed in and freely 
explored the same box with two objects, one of which was 
replaced with a novel object (A and B). The time was meas-
ured in the same way for 10 min (test phase). The exploratory 
preference (%) was calculated using the following formula:

Exploratory preference(%) = Time to approach objectA�(or B)
/[

Time to approach objectA + Time to approach objectA�(or B)
]
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Collection of Brain Samples from Mice

After conducting the behavioral experiments (39 weeks of 
age), the mice were anesthetized with a triple mixture of 
anesthetics (0.01 mL/g body weight, i.p.). The heart was 
perfused with ice-cold phosphate-buffered saline (PBS) to 
remove blood from the mice. After removing the brain, the 
right hemisphere was soaked in 4% paraformaldehyde (PFA) 
for immunohistochemical analysis. The left hemisphere was 
dissected to nine slices with two mm thick from the olfac-
tory bulb by brain matrix, and the piece around the injection 
site was collected from the hippocampal CA1 region in the 
sixth section and stored in liquid nitrogen for real-time PCR 
(RT-PCR).

Quantitative RT‑PCR

Hippocampal tissues were homogenized in Isogen (Nip-
pon Gene Co. Ltd., Tokyo, Japan) using a pestle. RNA was 
extracted from the homogenate according to the manufac-
turer’s instructions. After extraction, the RNA solutions 
were treated with DNase (Promega Corporation, WI, USA) 
to remove genomic DNA. The final RNA solutions were 
subjected to reverse transcription using the PrimeScript 
RT Reagent kit (Takara Bio Inc., Kusatsu, Japan) to obtain 
cDNA. The temperature was controlled using a thermal 
cycler (Takara Bio Inc.). cDNA was used as the template 
for real-time PCR. The reaction was performed by Thun-
derbird SYBR qPCR Mix (Toyobo Co. Ltd., Osaka, Japan) 
with Mx3000P and Mx3005p (Agilent Technologies, CA, 
USA) and the following specific primer pairs of the targeted 
genes: mouse Shati/Nat8l pair, forward: 5ʹ-GTG ATT CTG 
GCC TAC CTG GA-3ʹ, reverse: 5ʹ-CCA CTG TGT TGT CCT 
CCT CA-3ʹ; mouse Bdnf pair, forward: 5ʹ-GCA AAC ATG 
TCT ATG AGG GTTCG-3ʹ, reverse: 5ʹ-ACT CGC TAA TAC 
TGT CAC ACACG-3ʹ; mouse Ngf pair, forward: 5′-TGT 
GCC TCA AGC CAG TGA AA-3′, reverse; CAC TGA GGT 
GAG CTT GGG TC; and mouse 36B4 pair, forward: 5ʹ-ACC 
CTG AAG TGC TCG ACA TC-3ʹ, reverse; 5ʹ-AGG AAG GCC 
TTG ACC TTT TC-3ʹ. 36B4, which is known for ribosomal 
protein, is used as a reference gene.

Immunohistochemistry

After fixation with 4% PFA overnight, the brains were 
soaked in 10%, 20%, and 30% sucrose solutions. The brains 
were embedded in an optimal cutting temperature compound 
(Sakura Finetek Inc., Tokyo, Japan) to prepare Sects. (14 μm 
thick) a microtome (Leica BioSystem, Wetzlar, Germany). 

The brain sections were subjected to antigen activation by 
autoclaving in 10 mM citric acid solution (pH 6.0) at 121 °C 
for 20 min. After washing three times with ice-cold PBS 
containing 0.1% Tween 20 (PBS-T), methanol containing 
0.1% hydrogen peroxide was used to inhibit endogenous per-
oxidases. After washing three times with ice-cold PBS-T, a 
blocking solution containing 10% normal goat serum (NGS) 
was for 1 h. Then, the primary antibody against Aβ (clone: 
6E10; BioLegend, CA, USA) or NeuN (clone: A60; Merck, 
Darmstadt, Germany) diluted with 5% NGS was exposed 
overnight at 4 °C. After washing three times with ice-cold 
PBS-T, the secondary antibody biotinylated anti-mouse IgG 
(Vector Laboratories Inc., CA, USA) diluted with 5% NGS 
solution was exposed, and the reaction was carried out for 
30 min. After washing three times with ice-cold PBS-T, the 
immune signals were amplified by the reaction mediated by 
avidin–biotin complex (VECTASTAIN ABC Standard Kit; 
Vector Laboratories Inc.) for 30 min. After three washes 
with ice-cold PBS-T, the reaction was carried out with a 
3,3′-diaminobenzidine solution for 10 min. After washing 
with running water for 15 min, the slices were soaked in 
hematoxylin solution for 2 min to stain the nuclei. After 
washing with running water for 5 min, the cells were dehy-
drated with 70%, 80%, 90%, 95%, and 100% ethanol and 
xylene, and sealed with Fluoromount (Diagnostic BioSys-
tems Inc., CA, USA). The level of Aβ was quantified using 
ImageJ version 2 (National Institutes of Health, MD, USA).

Statistical Analysis

The results are expressed as the mean ± standard error. 
Between-group comparisons were performed using the 
Student t-test. Comparisons among the four groups were 
performed using a two-way analysis of variance. The Bon-
ferroni test was used for multiple comparisons. The statisti-
cal analyses were performed using GraphPad Prism version 
7 (GraphPad Software, CA, USA). Statistical significance 
was defined as p < 0.05.

Results

Expression of Shati/Nat8l and Neurotrophic Factors 
in the Hippocampi of 5XFAD Mice

As previously reported [21], 5XFAD mice at 39 weeks of 
age were confirmed to exhibit downregulation of Shati/Nat8l 
in the hippocampus (p = 0.020), not in the cerebral cortex 
(p > 0.05) or striatum (p > 0.05) (Fig. 1a–c). To examine 
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neuronal resilience in the hippocampus, the gene expression 
of trophic factors was measured. The levels of the mRNA of 
Bdnf and Ngf, markers of neuronal resilience, were reduced 
in 5XFAD mice compared with WT mice (Bdnf, p = 0.029; 
Ngf, p = 0.0066) (Fig. 1d, e). These results are consistent 
with those of previous reports [26, 27].

Overexpression of Shati/Nat8l in the Hippocampal 
CA1 Region of 5XFAD Mice by the AAV Vector

To examine the protective effect of the recovery of Shati/
Nat8l in the hippocampus of 5XFAD mice, Shati/Nat8l was 
overexpressed by local administration of the AAV vector 
of the mock or Shati/Nat8l (Fig. 2a). Microinjection was 
performed on WT or 5XFAD mice at 6 weeks of age to over-
express Shati/Nat8l before the start of Aβ plaque deposition. 
Since AD patients exhibit NAA reduction before diagno-
sis [19, 20], Shati overexpression on WT or 5XFAD mice 
started as early as 6 weeks of age. EGFP fluorescence from 
AAV vectors indicated proper injection in the hippocampus 

(Fig. 2b). Overexpression of Shati/Nat8l mRNA was con-
firmed by RT-PCR (p = 0.022) (Fig. 2c).

Effect of Hippocampal Overexpression of Shati/
Nat8l on Cognitive Dysfunction in 5XFAD Mice

To examine the effect of hippocampal-specific overexpres-
sion of Shati/Nat8l on cognitive dysfunction in 5XFAD 
mice, we performed the NOR test to evaluate cognitive func-
tion in the mice (WT-mock, WT-Shati, 5XFAD-mock, and 
5XFAD-Shati) at 36 weeks of age. In the acquisition phase, 
similar patterns of approach were observed for the objects 
in each group (Fig. 3a). In the test phase, the 5XFAD-mock 
group showed a significantly lower preference for the novel 
object than the WT-mock group, which confirmed the phe-
notype of 5XFAD mice. In contrast, the 5XFAD-Shati group 
exhibited a significantly higher preference for the novel 
object than the 5XFAD mice  (FInteraction(1, 28) = 7.77, p < 0.01; 
 Fgenotype(1, 28) = 3.88, p > 0.05;  FShati(1, 28) = 3.55, p > 0.05; 
WT-mock vs 5XFAD-mock, p = 0.013; 5XFAD-mock vs 

Fig. 1  Decreased gene expression in the hippocampus of 5XFAD 
mice. Quantitive RT-PCR analysis was performed to detect the 
changes of gene expression in 5XFAD mice (39 weeks of age). Shati/
Nat8l expression normalized by 36B4 in the cerebral cortex  (WT, 
100.00 ± 9.45, n = 9; 5XFAD, 100.20 ± 12.97, n = 8) (a), the hip-
pocampus  (WT, 100.00  ±  6.74, n  =  9; 5XFAD, 71.32  ±  8.90, 
n  =  8) (b), and the striatum (WT, 100.00 ± 8.44, n = 9; 5XFAD, 

87.23 ± 13.34, n = 8) (c). Bdnf (WT, 100.00 ± 6.02, n = 8; 5XFAD, 
80.42 ± 4.76, n = 7) (d), Ngf (WT, 100.00 ± 8.87, n = 8; 5XFAD, 
64.75 ± 5.74, n = 7) (e) expression normalized by 36B4 in the hip-
pocampal CA1 were significantly decreased in 5XFAD mice, 
compared to wild-type mice. Values represent the mean ± S.E.M. 
*p < 0.05, **p < 0.01 versus WT mice (Student’s t-test)
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5XFAD-Shati, p = 0.017) (Fig. 3b). These findings sug-
gest that overexpression of Shati/Nat8l prevented cognitive 
decline in 5XFAD mice.

Effects of Hippocampal‑Specific Overexpression 
of Shati/Nat8l on Aβ Pathology and Neuronal Loss

Considering that the cognitive dysfunction in 5XFAD mice 
is induced by the accumulation of Aβ in the brain, the Aβ 

burden was evaluated to clarify the mechanism underlying the 
suppressive effect of overexpression of Shati/Nat8l. Brain sec-
tions obtained from 5XFAD mice overexpressing the mock 
and Shati/Nat8l were stained with an antibody against Aβ 
(Fig. 4a, b). Accumulation of Aβ plaques were observed in the 
hippocampus of 5XFAD-mock mice. There were no signifi-
cant effects in the number and area occupied in the hippocam-
pus of 5XFAD-Shati mice compared with 5XFAD-mock 
mice (Fig. 4c, p > 0.05; Fig. 4d, p > 0.05). The average sizes 

Fig. 2  Overexpression of Shati/
Nat8l by AAV vector in the hip-
pocampal CA1. a Experiments 
were performed by following 
the diagram. b GFP fluores-
cence from the AAV vector in 
the dorsal hippocampus was 
observed using a fluorescence 
microscope. Scale bar indicates 
2 mm. Dotted line represents 
the outline of the hippocampus. 
c Expressions of Shati/Nat8l 
mRNA normalized by 36B4 in 
dorsal hippocampus of 5XFAD-
mock and 5XFAD-Shati mice 
(39 weeks of age) was detected 
(5XFAD-mock, 100.00 ± 11.59, 
n = 5; 5XFAD-Shati, 
944.92 ± 276.96, n = 7). Values 
represent the mean ± S.E.M. 
*p < 0.05 versus 5XFAD-mock 
mice (Student’s t-test)

Fig. 3  Cognitive evaluation of 5XFAD mice overexpressed Shati/
Nat8l in the hippocampal CA1 by NOR test. Exploratory prefer-
ence of approach time was measured in NOR test. a In acquisition 
phase, mice in four groups exhibited the similar preference. b In test 
phase, WT-mock mice exhibited a preference to the novel object; 
5XFAD-mock showed no preference, while 5XFAD-shati mice 

exhibited a preference to the novel object. (WT-mock, 60.03 ± 1.99, 
n = 10; WT-Shati, 58.07 ± 1.35, n = 7; 5XFAD-mock, 48.88 ± 1.44, 
n = 7; 5XFAD-Shati, 60.23 ± 2.54, n = 8). Values represent the 
mean ± S.E.M. *p < 0.05 versus WT-mock mice. #p < 0.05 versus 
5XFAD-mock mice (two-way ANOVA followed by Bonferroni’s 
post-hoc test). “n. s.” indicates no significance
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Fig. 4  Effect of Shati/Nat8l overexpression in the dorsal hippocam-
pus on amyloid pathology in 5XFAD mice. a, b Representative 
images of immunohistochemical staining of Aβ plaque by 6E10 in 
the hippocampus of 5XFAD-mock (a), 5XFAD-Shati mice (b). Scale 
bars indicate 500 μm. c–e Each graph shows the average number of 
Aβ plaques (5XFAD-mock, 126.62 ± 55.22, n = 5; 5XFAD-Shati, 

93.72 ± 14.47, n = 6) (c), occupying area by Aβ plaque area (5XFAD-
mock, 0.016 ± 0.0080, n = 5; 5XFAD-Shati, 0.015 ± 0.0030, n = 6) 
(d), the average size of Aβ plaques (5XFAD-mock, 116.48 ± 19.70, 
n = 5; 5XFAD-Shati, 155.84 ± 18.00, n = 6) (e) in the hippocampus. 
Values represent the mean ± S.E.M. “n. s.” indicates no significance

Fig. 5  Effect of Shati/Nat8l 
overexpression in the dorsal 
hippocampus on neuronal loss 
in 5XFAD mice. The neurons in 
the CA1 region from a 5XFAD-
mock mice and b 5XFAD-shati 
mice were stained by anti-NeuN 
antibody by immunohistochem-
istry. The areas outlined by red 
dotted lines in the upper images 
were enlarged and shown in the 
lower images. The Scale bars 
represent 200 μm in the upper 
images and 100 μm in the lower 
images
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of the plaques were also unaltered in the 5XFAD-Shati mice 
compared with the 5XFAD-mock mice (Fig. 4e, p > 0.05). 
Although 5XFAD mouse are reported to exhibit neuronal loss 
[8], no alteration of NeuN positive cells were observed CA1 
region in the hippocampus (Fig. 5). These results suggest that 
overexpression of Shati/Nat8l does not affect the Aβ pathology 
or neuronal loss in the hippocampi of 5XFAD mice.

Hippocampal‑Specific Overexpression of Shati/Nat8l 
Alters Gene Expression in 5XFAD Mice

We recently reported that Shati/Nat8l upregulates Bdnf 
gene with histone acetylation in its promoter region under 
stress condition [28]. Since neurotrophic factors including 
brain-derived neurotrophic factor (BDNF) are involved in 
the regulation of neuronal activity, synapse formation and 
function [29–31], these gene expressions in 5XFAD-Shati 
mice were examined. As shown in Fig. 1, downregulation 
of Bdnf and Ngf was observed in 5XFAD mice compared 
to WT mice. In contrast, Bdnf, not Ngf, was significantly 
upregulated in the hippocampus upon overexpression of 
Shati/Nat8l in 5XFAD mice (Fig. 6a, p = 0.047; Fig. 6b, 
p > 0.05). Thus, this suggests that the recovery of neuronal 
resilience by the increased expression of Bdnf gene mediates 
cognitive improvement induced by Shati/Nat8l overexpres-
sion in 5XFAD mice.

Discussion

We previously identified Shati/Nat8l and clarified its physio-
logical and pathological roles in the central nervous system. 
In the present study, focusing on the involvement of Shati/
Nat8l in cognitive function, we investigated the effects of 
Shati/Nat8l overexpression on AD pathology in mouse mod-
els. Consistent with previous reports on patients and model 
mice, Shati/Nat8l was downregulated in the hippocampi, 
neither cerebral cortex nor striatum, of 5XFAD mice [20, 
21]. The regional specificity of the reduction of Shati/Nat8l 
expression would be caused by vulnerabilities of hippocam-
pus to the stressors. Recent report also indicated hippocam-
pus-specific reduction of Shati/Nat8l in aged mice [32]. In 
a previous report, Shati/Nat8l reduction was observed prior 
to neurodegeneration in 5XFAD mice, suggesting that the 
decrease in Shati/Nat8l is not due to neuronal loss [21]. 
Shati/Nat8l overexpression in the hippocampi of 5XFAD 
mice, achieved by local injection of AAV, suppressed cogni-
tive decline assessed using the NOR test without affecting 
Aβ pathology or neuronal loss. In addition, there is a pos-
sibility that Shati/Nat8l overexpression enhance the neu-
rogenesis to suppress cognitive decline. However, activity 
status of neurogenesis in AD model mice is controversial. 
That is, increased proliferation in APP-overexpression J20 
mice [33] and decreased proliferation in APPswe/PS1dE9 
mice [34]. On the other hand, the expressions of the genes 
of neurotrophic factors in the hippocampus, which were 
reduced in 5XFAD mice, were upregulated by overexpres-
sion of Shati/Nat8l. These findings suggest that Shati/Nat8l 

Fig. 6  Altered gene expression in dorsal hippocampus of 5XFAD 
mice by overexpression of Shati/Nat8l. Quantitive RT-PCR analy-
sis was performed to detect the changes of gene expression in each 
group (39 weeks of age). Bdnf (5XFAD-mock, 100.00 ± 8.66, n = 5; 
5XFAD-Shati, 122.10 ± 5.54, n = 7) (a) and Ngf (5XFAD-mock; 

100.00 ± 13.70, n = 5; 5XFAD-Shati; 119.00 ± 9.51, n = 7) (b) expres-
sion normalized by 36B4 in the dorsal hippocampus were signifi-
cantly increased in 5XFAD-Shati mice, compared with 5XFAD-mock 
mice. Values represent the mean ± S.E.M. *p < 0.05 versus 5XFAD-
mock (Student’s t-test). “n. s.” indicates no significance
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overexpression ameliorated cognitive dysfunction in 5XFAD 
mice, possibly mediated by neurotrophic factor upregulation.

Glutamatergic transmission plays an essential role 
in cognitive function. Two major glutamate receptors, 
N-methyl-D-aspartic acid (NMDA) and α-amino-3-
hydroxy-5-methyl-4-isoxazolepropionic acid (AMPA) 
receptors, located on the dendritic spine, are modulated by 
various enzymes to regulate synaptic transmission. These 
receptors are primarily involved in long-term potentiation 
(LTP), a critical step in memory formation. LTP is a type 
of synaptic plasticity in which highly frequent presynap-
tic stimulation enhances the efficacy of synaptic transmis-
sion [35, 36]. Studies of AD model mice have clarified the 
deregulation of synaptic transmission, including LTP, in 
AD pathology [37, 38]. Aβ has been reported to decrease 
LTP by promoting the removal of NMDA receptors from 
the postsynaptic surface [39] and disturbing the trans-
port of AMPA receptors to the postsynaptic membrane 
[40]. Conversely, neurotrophic factors such as BDNF 
and NGF have protective effects on synaptic transmis-
sion [29]. BDNF application to primary cultured neurons 
increases neuronal activity and synaptic transmission [30, 
31]. BDNF also facilitates LTP induction in hippocampal 
slices [41]. These effects are mediated by the activation 
of NMDA receptor subunits [42] and upregulation of the 
AMPA receptor subunit [43]. In the present study, over-
expression of Shati/Nat8l increased Bdnf gene expression. 
The preventive effect of Shati/Nat8l overexpression on 
cognitive dysfunction in 5XFAD mice could be mediated 
by the restoration of synaptic activity by BDNF.

The results of the present study indicate that Shati/Nat8l 
enhances Bdnf gene expression in the hippocampus. Shati/
Nat8l synthesizes NAA, which is enzymatically converted to 
N-acetylaspartyl glutamate (NAAG) [14, 44]. The resultant 
NAAG is released into the synaptic cleft to exert an agonis-
tic effect on metabotropic glutamate receptor 3 (mGluR3) 
and located on the surface of neurons and astrocytes [45]. 
Previously, stimulation of mGluR3 was reported to increase 
astrocytic BDNF expression [46] and nerve growth fac-
tor (NGF) release [47]. We have previously reported that 
overexpression of Shati/Nat8l significantly increases the 
expression of NAA and NAAG [48]. Since overexpression 
of Shati/Nat8l in the hippocampus was confirmed to increase 
regional NAA levels, the elevated expression of Bdnf might 
be mediated by the stimulation of mGluR3. Another possible 
mechanism underlying the upregulation of Bdnf is epigenetic 
modification. Bdnf gene expression is modulated in epige-
netic manners, including histone methylation and acety-
lation, and DNA methylation [49, 50]. Our recent report 
indicates Shati/Nat8l regulates Bdnf mRNA expression by 
histone acetylation at H3K9 related to the Bdnf promotor 

[28]. There are some reports that Ngf mRNA expression is 
regulated by histone acetylation such as H4 [51, 52], which 
are possibly different from the regulation mechanism of 
Bdnf by Shati/Nat8l. Taken together, enhanced expression 
of Bdnf by overexpression of Shati/Nat8l probably mediated 
by histone acetylation or increased levels of NAA and its 
metabolites.

Currently, there are limited effective medications for 
AD. Furthermore, it is difficult for patients with dementia 
to maintain fine compliance with daily medicines. An AAV 
vector, whose benefit is a stable treatment effect by sustained 
expression, has already been applied clinically to patients. 
Onasemnogene abeparvovec, a gene therapy medication of 
the AAV vector, can be used to treat spinal muscular atrophy 
in a single dose [53]. Shati/Nat8l overexpression by the AAV 
vector could be applicable for future therapeutic strategy for 
AD. In this study, AAV9 vectors were utilized for gene over-
expression. Since AAV9 vectors were reported to robustly 
transduce genes to the neurons in the adult mice [54], Shati/
Nat8l is probably overexpressed in the neurons. Previously, 
gene delivery of aromatic L-amino acid decarboxylase to 
the into the putamen of PD patients by AAV2 was success-
fully improved the clinical symptom in the phase I study 
[55]. Further investigations for the choice of AAV serotype 
is necessary for clinical applications.

Acknowledgements We thank Naomi Takino and Mika Ito (Jichi Med-
ical University, Shimosuke, Japan) for technical assistance in producing 
the Shati/Nat8l AAV vectors.

Funding This work was supported by the grant-in-aid for Scientific 
Research (KAKENHI) (B) [JSPS KAKENHI JP26293213] (to SM) 
[21H02632] (to AN), [JP22H04922] (to AN) from the Japan Society 
for the Promotion of Science, Kobayashi Foundation (to AN), and SRF 
Grant for Biomedical Research and Foundation, Japan (to AN and NI).

 Data Availability The raw data supporting the conclusions of this arti-
cle will be made available by the authors, without undue reservation.

Declarations 

Conflict of interest The authors declare that the research was con-
ducted in the absence of any commercial or financial relationships that 
could be construed as a potential conflict of interest.

Ethical Approval Animal experiments were performed in accordance 
with the guidelines of the National Institutes of Health, the Animal 
Experiment Handling Regulations of the University of Toyama, and the 
Animal Experiment Regulations of the Ministry of Education, Culture, 
Sports, Science and Technology. Animal experimental protocols were 
approved by the Animal Care and Use Committee of the University 
of Toyama (Approval number A2017INM-1, A2020INM-1) and con-
ducted in accordance with the Institutional Animal Experiment Han-
dling Rules of the University of Toyama. DNA Genetic Recombination 
Committee of the University of Toyama (G2016PHA-9, G2020PHA-5, 
G2018INM-1).



2813Neurochemical Research (2022) 47:2805–2814 

1 3

References

 1. Haass C, Selkoe DJ (2007) Soluble protein oligomers in neurode-
generation: lessons from the Alzheimer’s amyloid beta-peptide. 
Nat Rev Mol Cell Biol 8:101–112. https:// doi. org/ 10. 1038/ nrm21 
01

 2. Bateman RJ, Xiong CJ, Benzinger TLS, Fagan AM, Goate A, 
Fox NC et al (2012) Clinical and biomarker changes in domi-
nantly inherited Alzheimer’s disease. N Engl J Med 367:795–804. 
https:// doi. org/ 10. 1056/ NEJMo a1202 753

 3. Tomita T, Iwatsubo T (2013) Structural biology of presenilins and 
signal peptide peptidases. J Biol Chem 288:14673–14680. https:// 
doi. org/ 10. 1074/ jbc. R113. 463281

 4. Citron M, Oltersdorf T, Haass C, McConlogue L, Hung AY, Seu-
bert P et al (1992) Mutation of the beta-amyloid precursor protein 
in familial Alzheimer’s disease increases beta-protein production. 
Nature 360:672–674. https:// doi. org/ 10. 1038/ 36067 2a0

 5. Jonsson T, Atwal JK, Steinberg S, Snaedal J, Jonsson PV, Bjorns-
son S et al (2012) A mutation in APP protects against Alzheimer’s 
disease and age-related cognitive decline. Nature 488:96–99. 
https:// doi. org/ 10. 1038/ natur e11283

 6. Benilova I, Karran E, Strooper BD (2012) The toxic Aβ oligomer 
and Alzheimer’s disease: an emperor in need of clothes. Nat Neu-
rosci 15:349–357. https:// doi. org/ 10. 1038/ nn. 3028

 7. Izuo N, Kasahara C, Murakami K, Kume T, Maeda M, Irie K 
et al (2017) A toxic conformer of Aβ42 with a turn at 22–23 is a 
novel therapeutic target for Alzheimer’s disease. Sci Rep 7:11811. 
https:// doi. org/ 10. 1038/ s41598- 017- 11671-6

 8. Oakley H, Cole SL, Logan S, Maus E, Shao P, Craft J et al (2006) 
Intraneuronal β-Amyloid aggregates, neurodegeneration, and 
neuron loss in transgenic mice with five Familial Alzheimer’s 
disease mutations: potential factors in amyloid plaque formation. J 
Neurosci 26:10129–10140. https:// doi. org/ 10. 1523/ JNEUR OSCI. 
1202- 06. 2006

 9. Tohda C, Urano T, Umezaki M, Nemere I, Kuboyama T (2012) 
Diosgenin is an exogenous activator of 1,25D3-MARRS/
Pdia3/ERp57 and improves Alzheimer’s disease pathologies in 
5XFAD mice. Sci Rep 2:535. https:// doi. org/ 10. 1038/ srep0 0535

 10. Kuboyama T, Hirotsu K, Arai T, Yamasaki H, Tohda C (2017) 
Polygalae radix extract prevents axonal gegeneration and mem-
ory deficits in a transgenic mouse model of Alzheimer’s disease. 
Front Pharmacol 14(8):805. https:// doi. org/ 10. 3389/ fphar. 2017. 
00805

 11. Saito T, Matsuba Y, Mihira N, Takano J, Nilsson P, Itohara S et al 
(2014) Single App knock-in mouse models of Alzheimer’s dis-
ease. Nat Neurosci 17:661–663. https:// doi. org/ 10. 1038/ nn. 3697

 12. Izuo N, Murakami K, Fujihara Y, Maeda M, Saito T, Saido TC 
et al (2019) An App knock-in mouse inducing the formation of a 
toxic conformer of Aβ as a model for evaluating only oligomer-
induced cognitive decline in Alzheimer’s disease. Biochem Bio-
phys Res Commun 515:462–467. https:// doi. org/ 10. 1016/j. bbrc. 
2019. 05. 131

 13. Niwa M, Nitta A, Mizoguchi H, Ito Y, Noda Y, Nagai T et al 
(2007) A Novel molecule “Shati” is involved in methampheta-
mine-induced hyperlocomotion, sensitization, and conditioned 
place preference. J Neurosci 27:7604–7615. https:// doi. org/ 10. 
1523/ JNEUR OSCI. 1575- 07. 2007

 14. Ariyannur PS, Moffett JR, Manickam P, Pattabiraman N, Arun 
P, Nitta A (2010) Methamphetamine-induced neuronal protein 
NAT8L is the NAA biosynthetic enzyme: implications for spe-
cialized acetyl coenzyme a metabolism in the CNS. J Neurosci 
27:7604–7615. https:// doi. org/ 10. 1016/j. brain res. 2010. 04. 008

 15. Moffett JR, Arun P, Ariyannur PS, Namboodiri AMA (2013) 
N-Acetylaspartate reductions in brain injury: impact on post-
injury neuroenergetics, lipid synthesis, and protein acetylation. 

Front Neuroenergy 5:11. https:// doi. org/ 10. 3389/ fnene. 2013. 
00011

 16. Haddar M, Uno K, Azuma K, Muramatsu SI, Nitta A (2020) 
Inhibitory effects of Shati/Nat8l overexpression in the medial 
prefrontal cortex on methamphetamine-induced conditioned 
place preference in mice. Addict Biol 25:e12749. https:// doi. org/ 
10. 1111/ adb. 12749

 17. Miyamoto Y, Iegaki N, Fu K, Ishikawa Y, Sumi K, Azuma S et al 
(2017) Striatal N-acetylaspartate synthetase Shati/Nat8l regulates 
depression-like behaviors via mGluR3-mediated serotonergic sup-
pression in mice. Int J Neuropsychopharmacol 20:1027–1035. 
https:// doi. org/ 10. 1093/ ijnp/ pyx078

 18. Sumi K, Uno K, Noike H, Tomohiro T, Hatanaka Y, Furukawa-
Hibi Y et al (2017) Behavioral impairment in SHATI/NAT8L 
knockout mice via dysfunction of myelination development. Sci 
Rep 7:16872. https:// doi. org/ 10. 1038/ s41598- 017- 17151-1

 19. Ackl N, Ising M, Schreiber YA, Atiya M, Sonntag A, Auer DP 
(2005) Hippocampal metabolic abnormalities in mild cognitive 
impairment and Alzheimer’s disease. Neurosci Lett 384:23–28. 
https:// doi. org/ 10. 1016/j. neulet. 2005. 04. 035

 20. Wang H, Tan L, Wang HF, Liu Y, Yin RH, Wang WY et al (2015) 
Magnetic resonance spectroscopy in Alzheimer’s disease: system-
atic review and meta-analysis. J Alzheimers Dis 46:1049–1070. 
https:// doi. org/ 10. 3233/ JAD- 143225

 21. Zaroff S, Leone P, Markov V, Francis JS (2015) Transcriptional 
regulation of N-acetylaspartate metabolism in the 5xFAD model 
of Alzheimer’s disease: evidence for neuron-glia communication 
during energetic crisis. Mol Cell Neurosci 65:143–152. https:// 
doi. org/ 10. 1016/j. mcn. 2015. 03. 009

 22. Iida A, Takino N, Miyauchi H, Shimazaki K, Muramatsu S (2013) 
Systemic delivery of tyrosine-mutant AAV vectors results in 
rodent transduction of neurons in adult mice. Biomed Res Int 
2013:974819. https:// doi. org/ 10. 1155/ 2013/ 974819

 23. Krzyzosiak A, Szyszka-Niagolov M, Wietrzych M, Gobaille S, 
Muramatsu S, Krezel W (2010) Retinoid X receptor gamma con-
trol of affective behaviors involves dopaminergic signaling mice. 
Neuron 66:908–920

 24. Frankin K, Paxinos G (2008) The mouse brain in stereotaxic coor-
dinates, compact, 3rd edn. Academic Press, Cambridge

 25. Fu K, Miyamoto Y, Sumi K, Saika E, Muramatsu SI, Uno K 
et al (2017) Overexpression of transmembrane protein 168 in the 
mouse nucleus accumbens induces anxiety and sensorimotor gat-
ing deficit. PLoS ONE 12:e0189006. https:// doi. org/ 10. 1371/ journ 
al. pone. 01890 06

 26. Kimura R, Devi L, Ohno M (2010) Partial reduction of BACE1 
improves synaptic plasticity, recent and remote memories in Alz-
heimer’s disease transgenic mice. J Neurochem 113:248–261. 
https:// doi. org/ 10. 1111/j. 1471- 4159. 2010. 06608.x

 27. Hongpaisan J, Sun MK, Alkon DL (2011) PKC ε activation pre-
vents synaptic loss, Aβ elevation, and cognitive deficits in Alz-
heimer’s disease transgenic mice. J Neurosci 31:630–643. https:// 
doi. org/ 10. 1523/ JNEUR OSCI. 5209- 10. 2011

 28. Miyanishi H, Muramatsu S, Nitta A (2021) Striatal Shati/Nat8l-
BDNF pathways determine the sensitivity to social defeat stress 
in mice epigenetic regulation. Neuropsycopharmacology. https:// 
doi. org/ 10. 1038/ s41386- 021- 01033-2

 29. Schuman EM (1999) Neurotrophin regulation of synaptic trans-
mission. Curr Opin Neurobiol 9:105–109. https:// doi. org/ 10. 1016/ 
s0959- 4388(99) 80013-0

 30. Lessmann V, Gottmann K, Heumann R (1994) BDNF and NT-4/5 
enhance glutamatergic synaptic transmission in cultured hip-
pocampal neurons. NeuroReport 6:21–25. https:// doi. org/ 10. 1097/ 
00001 756- 19941 2300- 00007

 31. Levine ES, Dreyfus CF, Black IB, Plummer MR (1995) Brain-
derived neurotrophic factor rapidly enhances synaptic transmis-
sion in hippocampal neurons via postsynaptic tyrosine kinase 

https://doi.org/10.1038/nrm2101
https://doi.org/10.1038/nrm2101
https://doi.org/10.1056/NEJMoa1202753
https://doi.org/10.1074/jbc.R113.463281
https://doi.org/10.1074/jbc.R113.463281
https://doi.org/10.1038/360672a0
https://doi.org/10.1038/nature11283
https://doi.org/10.1038/nn.3028
https://doi.org/10.1038/s41598-017-11671-6
https://doi.org/10.1523/JNEUROSCI.1202-06.2006
https://doi.org/10.1523/JNEUROSCI.1202-06.2006
https://doi.org/10.1038/srep00535
https://doi.org/10.3389/fphar.2017.00805
https://doi.org/10.3389/fphar.2017.00805
https://doi.org/10.1038/nn.3697
https://doi.org/10.1016/j.bbrc.2019.05.131
https://doi.org/10.1016/j.bbrc.2019.05.131
https://doi.org/10.1523/JNEUROSCI.1575-07.2007
https://doi.org/10.1523/JNEUROSCI.1575-07.2007
https://doi.org/10.1016/j.brainres.2010.04.008
https://doi.org/10.3389/fnene.2013.00011
https://doi.org/10.3389/fnene.2013.00011
https://doi.org/10.1111/adb.12749
https://doi.org/10.1111/adb.12749
https://doi.org/10.1093/ijnp/pyx078
https://doi.org/10.1038/s41598-017-17151-1
https://doi.org/10.1016/j.neulet.2005.04.035
https://doi.org/10.3233/JAD-143225
https://doi.org/10.1016/j.mcn.2015.03.009
https://doi.org/10.1016/j.mcn.2015.03.009
https://doi.org/10.1155/2013/974819
https://doi.org/10.1371/journal.pone.0189006
https://doi.org/10.1371/journal.pone.0189006
https://doi.org/10.1111/j.1471-4159.2010.06608.x
https://doi.org/10.1523/JNEUROSCI.5209-10.2011
https://doi.org/10.1523/JNEUROSCI.5209-10.2011
https://doi.org/10.1038/s41386-021-01033-2
https://doi.org/10.1038/s41386-021-01033-2
https://doi.org/10.1016/s0959-4388(99)80013-0
https://doi.org/10.1016/s0959-4388(99)80013-0
https://doi.org/10.1097/00001756-199412300-00007
https://doi.org/10.1097/00001756-199412300-00007


2814 Neurochemical Research (2022) 47:2805–2814

1 3

receptors. Proc Natl Acad Sci USA 92:8074–8077. https:// doi. 
org/ 10. 1073/ pnas. 92. 17. 8074

 32. Miyanishi H, Kitazawa A, Izuo N, Muramatsu SI, Nitta A (2022) 
N-acetyl transferase, Shati/Nat8l, in the dorsal hippocampus sup-
presses aging-induced impairment of cognitive function in mice. 
Neurochem Res. https:// doi. org/ 10. 1007/ s11064- 022- 03594-0

 33. López-Toledano MA, Shelanski ML (2007) Increased neurogen-
esis in young transgenic mice overexpressing human APP(Sw, 
Ind). J Alzheimers Dis 12:229–240. https:// doi. org/ 10. 3233/ 
jad- 2007- 12304

 34. Taniuchi N, Niidome T, Goto Y, Akaike A, Kihara T, Sugimoto 
H (2007) Decreased proliferation of hippocampal progenitor cells 
in APPswe/PS1dE9 transgenic mice. NeuroReport 18:1801–1805. 
https:// doi. org/ 10. 1097/ WNR. 0b013 e3282 f1c9e9

 35. Miyamoto E (2006) Molecular mechanism of neuronal plasticity: 
induction and maintenance of long-term potentiation in the hip-
pocampus. J Pharmacol Sci 100:433–442. https:// doi. org/ 10. 1254/ 
jphs. cpj06 007x

 36. Park P, Kang H, Sanderson TM, Bortolotto ZA, Georgiou J, Zhuo 
M et al (2018) The role of calcium-permeable AMPARs in long-
term potentiation at principal neurons in the rodent hippocampus. 
Front Synap Neurosci 10:42. https:// doi. org/ 10. 3389/ fnsyn. 2018. 
00042

 37. Kimura R, Ohno M (2009) Impairments in remote memory sta-
bilization precede hippocampal synaptic and cognitive failures 
in 5XFAD Alzheimer mouse model. Neurobiol Dis 33:229–235. 
https:// doi. org/ 10. 1016/j. nbd. 2008. 10. 006

 38. Pei YA, Davies J, Zhang M, Zhang HT (2020) The role of synaptic 
dysfunction in Alzheimer’s disease. J Alzheimers Dis 76:49–62. 
https:// doi. org/ 10. 3233/ JAD- 191334

 39. Snyder EM, Nong Y, Almeida CG, Paul S, Moran T, Choi EY et al 
(2005) Regulation of NMDA receptor trafficking by amyloid-beta. 
Nat Neurosci 8:1051–1058. https:// doi. org/ 10. 1038/ nn1503

 40. Gu Z, Liu W, Yan Z (2009) b-Amyloid impairs AMPA receptor 
trafficking and function by reducing Ca2+/calmodulin-dependent 
protein kinase II synaptic distribution. J Biol Chem 284:10639–
10649. https:// doi. org/ 10. 1074/ jbc. M8065 08200

 41. Figurov A, Pozzo-Miller LD, Olafsson P, Wang T, Lu B (1994) 
Regulation of synaptic responses to high-frequency stimulation 
and LTP by neurotrophins in the hippocampus. Nature 381:706–
709. https:// doi. org/ 10. 1038/ 38170 6a0

 42. Suen PC, Wu K, Levine ES, Mount HT, Xu JL, Lin SY et al 
(1997) Brain-derived neurotrophic factor rapidly enhances phos-
phorylation of the postsynaptic N-methyl-D-aspartate receptor 
subunit 1. Proc Natl Acad Sci USA 94:8191–8195. https:// doi. 
org/ 10. 1073/ pnas. 94. 15. 8191

 43. Narisawa-Saito M, Carnahan J, Araki K, Yamaguchi T, Nawa H 
(1999) Brain-derived neurotrophic factor regulates the expression 
of AMPA receptor proteins in neocortical neurons. Neuroscience 
88:1009–1014. https:// doi. org/ 10. 1016/ s0306- 4522(98) 00496-5

 44. Becker I, Lodder J, Gieselmann V, Eckhardt M (2010) Molecular 
characterization of N-acetylaspartylglutamate synthetase. J Biol 
Chem 285:29156–29164. https:// doi. org/ 10. 1074/ jbc. M110. 
111765

 45. Ferraguti F, Shigemoto R (2006) Metabotropic glutamate recep-
tors. Cell Tissue Res 326:483–504. https:// doi. org/ 10. 1007/ 
s00441- 006- 0266-5

 46. Liberto VD, Bonomo A, Frinchi M, Belluardo N, Mudò G (2010) 
Group II metabotropic glutamate receptor activation by agonist 
LY379268 treatment increases the expression of brain derived 
neurotrophic factor in the mouse brain. Neuroscience 165:863–
873. https:// doi. org/ 10. 1016/j. neuro scien ce. 2009. 11. 012

 47. Ciccarelli R, Iorio PD, Bruno V, Battaglia G, D’Alimonte I, 
D’Onofrio M et al (1999) Activation of A(1) adenosine or mGlu3 
metabotropic glutamate receptors enhances the release of nerve 
growth factor and S-100beta protein from cultured astrocytes. Glia 
27:275–281

 48. Miyamoto Y, Ishikawa Y, Iegaki N, Sumi K, Fu K, Sato K et al 
(2014) Overexpression of Shati/Nat8l, an N-acetyltransferase, in 
the nucleus accumbens attenuates the response to methampheta-
mine via activation of group II mGluRs in mice. Int J Neuropsy-
chopharmacol 17(8):1283–1294. https:// doi. org/ 10. 1017/ S1461 
14571 40001 1X

 49. Tsankova NM, Berton O, Renthal W, Kumar A, Neve RL, Nes-
tler EJ (2006) Sustained hippocampal chromatin regulation in a 
mouse model of depression and antidepressant action. Nat Neu-
rosci 9:519–525. https:// doi. org/ 10. 1038/ nn1659

 50. Dong E, Tueting P, Matrisciano F, Grayson DR, Guidotti A (2016) 
Behavioral and molecular neuroepigenetic alterations in prenatally 
stressed mice: relevance for the study of chromatin remodeling 
properties of antipsychotic drugs. Transl Psychiatry 6:e711

 51. Noh H, Seo H (2014) Age-dependent effects of valproic acid in 
Alzheimer’s disease (AD) mice are associated with nerve growth 
factor (NGF) regulation. Neuroscience 266:255–265. https:// doi. 
org/ 10. 1016/j. neuro scien ce. 2014. 02. 012

 52. Tao W, Zhou W, Wang Y, Sun T, Wang H, Zhang Z et al (2016) 
Histone deacetylase inhibitor-induced emergence of synaptic 
δ-opioid receptors and behavioral antinociception in persistent 
neuropathic pain. Neuroscience 339:54–63. https:// doi. org/ 10. 
1016/j. neuro scien ce. 2016. 09. 015

 53. Matesanz SE, Battista V, Flickinger J, Jones JN, Kichula EA 
(2021) Clinical experience with gene therapy in older patients 
with spinal muscular atrophy. Pediatr Neurol 118:1–5. https:// doi. 
org/ 10. 1016/j. pedia trneu rol. 2021. 01. 012

 54. Iida A, Takino N, Miyauchi H, Shimazaki K, Muramatsu SI 
(2013) Systemic delivery of tyrosine-mutant AAV vectors results 
in robust transduction of neurons in adult mice. Biomed Res Int 
2013:974819. https:// doi. org/ 10. 1155/ 2013/ 974819

 55. Muramatsu SI, Fujimoto K, Kato S, Mizukami H, Asari S, Ike-
guchi K et al (2010) A phase I study of aromatic L-amino acid 
decarboxylase gene therapy for Parkinson’s disease. Mol Ther 
18:1731–1735. https:// doi. org/ 10. 1038/ mt. 2010. 135

Publisher's Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

https://doi.org/10.1073/pnas.92.17.8074
https://doi.org/10.1073/pnas.92.17.8074
https://doi.org/10.1007/s11064-022-03594-0
https://doi.org/10.3233/jad-2007-12304
https://doi.org/10.3233/jad-2007-12304
https://doi.org/10.1097/WNR.0b013e3282f1c9e9
https://doi.org/10.1254/jphs.cpj06007x
https://doi.org/10.1254/jphs.cpj06007x
https://doi.org/10.3389/fnsyn.2018.00042
https://doi.org/10.3389/fnsyn.2018.00042
https://doi.org/10.1016/j.nbd.2008.10.006
https://doi.org/10.3233/JAD-191334
https://doi.org/10.1038/nn1503
https://doi.org/10.1074/jbc.M806508200
https://doi.org/10.1038/381706a0
https://doi.org/10.1073/pnas.94.15.8191
https://doi.org/10.1073/pnas.94.15.8191
https://doi.org/10.1016/s0306-4522(98)00496-5
https://doi.org/10.1074/jbc.M110.111765
https://doi.org/10.1074/jbc.M110.111765
https://doi.org/10.1007/s00441-006-0266-5
https://doi.org/10.1007/s00441-006-0266-5
https://doi.org/10.1016/j.neuroscience.2009.11.012
https://doi.org/10.1017/S146114571400011X
https://doi.org/10.1017/S146114571400011X
https://doi.org/10.1038/nn1659
https://doi.org/10.1016/j.neuroscience.2014.02.012
https://doi.org/10.1016/j.neuroscience.2014.02.012
https://doi.org/10.1016/j.neuroscience.2016.09.015
https://doi.org/10.1016/j.neuroscience.2016.09.015
https://doi.org/10.1016/j.pediatrneurol.2021.01.012
https://doi.org/10.1016/j.pediatrneurol.2021.01.012
https://doi.org/10.1155/2013/974819
https://doi.org/10.1038/mt.2010.135

	ShatiNat8l Overexpression Improves Cognitive Decline by Upregulating Neuronal Trophic Factor in Alzheimer’s Disease Model Mice
	Abstract
	Introduction
	Materials and Methods
	Animals
	Microinjection of Mouse Shati-AAV Vector into the Dorsal Hippocampal CA1 Region
	Novel Object Recognition Test
	Collection of Brain Samples from Mice
	Quantitative RT-PCR
	Immunohistochemistry
	Statistical Analysis

	Results
	Expression of ShatiNat8l and Neurotrophic Factors in the Hippocampi of 5XFAD Mice
	Overexpression of ShatiNat8l in the Hippocampal CA1 Region of 5XFAD Mice by the AAV Vector
	Effect of Hippocampal Overexpression of ShatiNat8l on Cognitive Dysfunction in 5XFAD Mice
	Effects of Hippocampal-Specific Overexpression of ShatiNat8l on Aβ Pathology and Neuronal Loss
	Hippocampal-Specific Overexpression of ShatiNat8l Alters Gene Expression in 5XFAD Mice

	Discussion
	Acknowledgements 
	References




