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Abstract

The brain is the regulatory center of the body; it responds to the environment and
continuously adapts via plasticity, the structural reconstruction of neuronal cells.
Together with dendritic branching and synaptic formation in existing neurons, new
neurons are generated in the dentate gyrus and subventricular zone of the
hippocampus and lateral ventricle, respectively. Anatomical hippocampal plasticity
is associated with learning and memory. Mild cognitive impairment in
neurodegenerative diseases, including Alzheimer’s disease, is caused by a
reduction in neural plasticity. Understanding the mechanism of continuous
neurogenesis and the replacement of old granule cells will shed light on
neurodegenerative diseases.

Proliferating and differentiating cells are susceptible to endogenous and
exogenous factors, such as hormones, minerals, stress, diet, toxic materials, and
drugs. Diets with a high fat content and a sedentary lifestyle are primary risk
factors for obesity and subsequent metabolic syndrome. Dietary control and
exercise are commonly prescribed lifestyle therapies to ameliorate the harmful
effects of obesity and metabolic syndrome. Exercise is an effective intervention
and considered as a polypill with multiple functions, such as anti-obesity, anti-
aging, and anti-inflammation. To date, the effect of combining diet and exercise on
the hippocampus in models of obesity has not been clearly established. In addition
to lifestyle factors, aging is also risk factor for the development of obesity or
metabolic syndrome; recent studies have noted that obesity and metabolic
syndrome accelerate the senescence of brain.

Obesity- and aging-induced hippocampal functional deficits are related to



impairments in neurogenesis. In addition, synaptogenesis is important for proper
hippocampal functioning. In the adult hippocampus, newly generated neurons
integrate into neuronal circuits via synapse formation. Synaptophysin is located at
the synapse in the presynaptic vesicular membrane and N-methyl-D-aspartate
receptor (NMDAR) is inserted in the postsynaptic membrane. Synaptophysin is a
marker of presynaptic plasticity and synaptogenesis. Glutamate is released from the
presynaptic membrane and mediates the activation of NMDARs. NMDARs
participate in new synapse formation and the maturation of newly generated
neurons.

The aim of the present study was to investigate the effect of combined dietary
change and exercise intervention on hippocampal neurogenesis and synaptogenesis
in high fat diet (HFD)-fed obese mice. Additionally, we used a chemical-induced
brain aging model to establish the coexistence of aging and obesity. D-galactose
(D-gal) generates reactive oxygen species (ROS) and chronic treatment of D-gal
induces a brain aging-associated phenotype. We used immunohistochemistry and
western blot analysis to reveal changes in neurogenic and synaptic marker proteins.

In the first experiment, we investigated the effects of dietary change and/or
exercise on hippocampal structural plasticity of HFD-fed obese mice. First, we
confirmed the negative effects of HFD-feeding on adult neurogenesis in the dentate
gyrus: eight weeks of HFD-feeding decreased the expression of nestin, Ki67, and
doublecortin (DCX) positive cells. Interestingly, synaptophysin and NMDAR
expression in the hippocampus was not significantly altered by a HFD. In addition,
exercise was more effective at increasing neurogenic and synaptic proteins;
however, a simple dietary change to normal chow diet did improve neurogenesis in

the dentate gyrus. The positive effects of exercise are widely recognized but we



found that combining dietary change and exercise synergistically improved
hippocampal neurogenesis. We confirmed that both dietary change and exercise
increased the expression of brain-derived neurotrophic factor (BDNF) and
phosphorylated cAMF-response element binding protein (pCREB) and these
interventions had a synergistic effect when combined. In addition, we investigated
changes in oxidative stress-related markers. Both dietary change and exercise
reduced the accumulation of 4-hydoxynonenal (4-HNE) via an increase in
defensive antioxidant superoxide dismutasel (SOD1).

In the second experiment, we investigated the effect of D-gal-induced aging on
hippocampal neural plasticity in HFD-fed obese mice. Both HFD-feeding and D-
gal-treatment reduced nestin, Ki67, and DCX positive cells. In the combined model
of aging and obesity, these parameters were significantly reduced and synaptic
marker proteins showed similar pattern of change. We further investigated the
effect of exercise on the combined model of aging and obesity. Treadmill exercise
attenuated the negative effects of HFD-feeding and D-gal-induced aging. In
addition, exercise increased nestin-positive neural stem cells, their proliferation,
and neuronal differentiation in the dentate gyrus. Furthermore, exercise increased
synaptic proteins in the whole hippocampus. The proposed mechanism for this
change was changes in BDNF-pCREB signaling and 4-HNE-SOD1 production. We
confirmed that D-gal-induced aging and HFD-feeding reduced BDNF-pCREB
signaling and increased the accumulation of 4-HNE via SOD1 exhaustion. Exercise
increased BDNF-pCREB signaling and reduced 4-HNE production by SOD1
induction in both models.

In summary, HFD-feeding aggravates hippocampal structural plasticity and

dietary change was effective at ameliorating this impairment. Combined dietary



change and exercise treatment synergistically improved HFD-induced impairments.
Furthermore, D-gal-induced aging in HFD-fed obese mice aggravated the
impairment in hippocampal plasticity and exercise showed anti-aging and anti-
obese effects in the hippocampus. We suggest that changes in the number of neural
stem cells, their proliferation, and the differentiation of neuroblasts is correlated
with an upregulation in BDNF-pCREB signaling and SOD1 with a concurrent
downregulation of 4-HNE. Furthermore, dietary change and exercise treatment
attenuated the reduction in neurogenic and synaptic proteins by inducing BDNF-

pCREB signaling and reducing 4-HNE via SOD1.

Keywords: High fat diet, exercise, dietary change, D-galactose, hippocampus,
neural plasticity
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Introduction

Hippocampal plasticity

The hippocampus is crucial for memory and learning (Deng et al. 2010, Zatorre
et al. 2012). Hippocampal structural plasticity, including neurogenesis and
synaptogenesis, is important for the proper functioning of the hippocampus. After
brain development, the adult brain can continuously generate new neurons in
restricted areas of the brain: the subgranular zone of the hippocampal dentate gyrus
and subventricular zone of the lateral ventricle (Deng et al. 2010, Hack et al. 2005).
Neural stem cells reside in the neurogenic region and their activation is followed
by proliferation, differentiation, maturation, and integration into neuronal circuits.
The generation of new neurons in the dentate gyrus of the adult hippocampus has
been reported across many mammalian species, including rodents, dogs, primates,
and humans (Eriksson et al. 1998, Gould et al. 1999, Kuhn et al. 1996, Siwak-Tapp
et al. 2007). Activation, proliferation, and neuronal differentiation of neural stem
cells are more susceptible to environmental factors when compared with the
resistant mature granule cells in the dentate gyrus (Danzer 2008).

While their susceptibility makes newly generated cells more easily degenerate
because of harmful factors, newly generated neurons have a lower threshold for the
induction of long-term potentiation (LTP) and are suited for experience-dependent
plasticity (Hernéndez-Rabaza et al. 2009). Along with neurogenesis,
synaptogenesis or dendritic sprouting makes the hippocampus highly plastic and
reactive to environmental stimuli and these processes are important for learning

and memory (Deng et al. 2009, Fischer et al . 2004, Ramirez-Amaya et al. 2001,



Toni et al. 2007). Recently, much evidence has shown that obesity, and subsequent
metabolic syndrome, are highly correlated with cognitive malfunction (Dinel et al.
2011, Farr et al. 2008, Kanoski and Davidson 2011). In particular, eating behaviors,
such as preference for a diet with a high fat content, and a sedentary lifestyle are
the primary causes of obesity and metabolic syndrome (Wagner et al. 2012).
Therefore, anatomical plasticity, such as neurogenesis and synaptogenesis, should
be studied in the context of obesity because of their importance in hippocampus-
dependent memory and learning. The aim of the present study was to investigate
the effect of high fat diet (HFD)-induced obesity on anatomical plasticity in the

adult hippocampus.

Neurogenic markers

We used nestin, Ki67, and doublecortin (DCX) as neurogenic markers. Nestin is
a class IV intermediate filament protein that is expressed in neural stem cells and
progenitor cells of the central nervous system (Wiese et al. 2004). Ki67 is nuclear
protein that is expressed in proliferating cells during all active phases of the cell
cycle except Gy resting phase (Kee et al. 2002). DCX is a microtubule-associated
protein expressed in migrating neuroblasts or immature neurons (Brown et al.
2003). Nestin is expressed in type-1, 2a, and 2b stem/progenitor cells. Type 2a and
2b cells are negative and positive for DCX, respectively. Putative transiently
amplifying progenitors proceed from type-2 to type-3 cells and lose nestin
expression. On the other hand, type-3 cells express DCX and polysialated form of
neural cell adhesion molecule (PSA-NCAM) (Kempermann et al. 2004). DCX

expression persists in the next postmitotic stage. With maturation, immature



neurons lose DCX expression and begin to express NeuN, which initiates the

terminal differentiation of the neuron (Mullen et al. 1992).

Synaptic proteins

We selected synaptophysin and N-methyl-D-aspartate receptor (NMDAR) as
markers for synaptic plasticity. Synaptophysin is located in the presynaptic
vesicular membrane and regulates activity-dependent synapse formation (Tarsa and
Goda 2002). NMDAR is a glutamatergic ionotropic receptor expressed in the
postsynaptic membrane. When activated, NMDAR allows calcium ion
translocation and the subsequent generation of synaptic plasticity (LTP and long-
term depression). The NMDAR consists of heterodimers that differ in subunit
composition dependent upon brain region and developmental period (Paoletti et al.
2013). The subunit composition affects the activity of NMDAR channels and
synaptic plasticity is controlled by the composition (Barria and Malinow 2005).
There are seven documented different subunits; NMDAR1, NMDAR2A, and
NMDAR2B are predominantly detected in adult hippocampus (Kim et al. 2005).
NMDAR1 is an essential component of the NMDAR complex and
NMDAR2A/NAMDR2B determines the function of the receptor complex (Paoletti
et al. 2013).

BDNF-pCREB signaling

As mediator of neural plasticity, brain-derived neurotrophic factor (BDNF) acts
as key molecule in synaptic plasticity, neuroprotection, and neuronal survival

(Beck et al. 1994, Leal et al. 2014). BDNF signaling induces phosphorylation of



transcription factor cAMP-response element binding protein (CREB). pCREB
binds to the CRE site in DNA, which results in the binding of the CREB-binding

protein and subsequent transcription of target genes (Wood et al. 2006).

Oxidative stress

We investigated changes in the expression of the oxidative stress-related markers,
4-hydroxynonenal (4-HNE) and superoxide dismutase 1 (SOD1), as an additional
mechanism of neural plasticity changes caused by HFD-induced obesity and/or D-
galactose (D-gal) treatment-induced aging. During the development of obesity and
aging, oxidative stress accumulates and generates by-products via lipid
peroxidation, protein carbonylation, and the oxidization of DNA nucleotides
(Radak et al. 2011). We focused on lipid peroxidation because the brain contains a
large proportion of lipids and is susceptible because it has a shortage of
antioxidants (Butterfield et al. 2002). The superoxide is the most abundant free
radical and initiates biological membrane destruction via lipid peroxidation (Mici¢
et al. 2003, Southorn et al 1988). 4-HNE is the end-product of lipid peroxidation
and its accumulation is involved in structural and functional impairments in the
hippocampus. Superoxides are catalyzed to hydrogen peroxide by SOD.
Cytoplasmically located SOD1 contains a Cu/Zn catalytic center and its deficiency
is related with age-related muscle loss, cataract, hepatocellular carcinoma, and a

shortened lifespan (Muller et al. 2007).

Few studies have investigated the effect of a combined intervention, such as

dietary change and exercise, on hippocampal neurogenesis and synaptogenesis. In



addition, to the best of our knowledge, no study has reported the effect of D-gal-
induced aging on these parameters in the HFD-induced obesity model. Moreover,
the alterations in BDNF-pCREB and 4-HNE-SOD1 expression need to be
investigated to elucidate the mechanism of the present interventions.

In present study, we first established HFD-induced obese mice with/without
dietary change and/or exercise treatment. Following this, a D-gal-induced chemical
aging model was established with/without HFD-feeding and/or exercise treatment.
To investigate the expression of neurogenic markers, synaptic proteins, BDNF, and
4-HNE in the hippocampus, we performed immunohistochemistry and immunoblot
analysis.

In the first experiment, we focused on lifestyle interventions, such as dietary
control and exercise, which are prescribed to ameliorate the onset or harmful
effects of metabolic syndrome. Both dietary control and exercise are effective in
reversing an obesity induced phenotype, for example increased body weight,
glucose level, and insulin resistance (Pan et al. 1997, Ross et al. 2004). Regular
exercise is regarded as a polypill as it targets multiple organs with numerous
beneficial effects, such as anti-aging, anti-obesity, and anti-inflammation (Fiuza-
Luces et al. 2013). Natural materials that mimic the beneficial effects of exercise
are currently being investigated. Synthetic materials, such as AICAR, that target a
signal pathway affected by exercise, have been developed and studied (Kobilo et al.
2014, Momken et al. 2011). In recent animal and human studies, obesity-induced
insulin resistance is related with increased susceptibility to Alzheimer’s disease
(AD) (Talbot et al. 2013). HFD-feeding aggravates AD-related brain pathology in a
transgenic mouse model of AD (Julien et al. 2010). Exercise and/or dietary

replacements ameliorate amyloid deposition and the metabolic index in this model
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(Maesako et al. 2012). Furthermore, exercise is more effective than dietary change
at controlling amyloid deposition and memory impairments (Maesako et al. 2012).

Diabesity has been the focus of scientific researchers as risk factor for AD and
vascular dementia. Aging is the important causative factor of dementia and cognitive
malfunction; however, the diabesity pandemic is prevalent and its development rises
with increasing age. Age-dependent increases in the rate of metabolic syndrome are
peripherally related to decreased glucose tolerance, insulin secretion, insulin
insensitivity, and sarcopenic obesity (Lim et al. 2010, Stevic et al. 2007). In addition,
obesity promotes age-related cognitive decline (Elias et al. 2005).

In the second experiment, we focused on brain aging. Many studies have
assessed the effect of aging or obesity alone; however, the combined effects of
aging and obesity on hippocampal neurogenesis and synaptogenesis are yet to be
elucidated. Polyphagia and physical inactivity cause overweight, which may result
in a progressive reduction in physical activity (Butte et al. 2007), and aging is
related to a progressive reduction in physical activity. Forced treadmill exercise is
an effective behavioral intervention to ameliorate obesity and the age-induced
reduction of physical activity. The accumulation of oxidative stress has been
targeted to understand the biology of aging and slow or reverse the aging process
(Salmon et al. 2010). The brain is susceptible to oxidative stress-induced lipid
peroxidation because it has a high content of polyunsaturated fatty acid, high
metabolic rate, and low antioxidant level (Butterfield and Lauderback 2002,
Reynolds et al. 2007). Subsequently, there has been a great deal of attention on
physical exercise as a method of rejuvenation in the age-related brain phenotype.

Adult hippocampal neurogenesis exponentially decreases with increasing age;

however, there is a controversy related to the age-related deforestation of the neural
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stem cell pool. Aging negatively affects neural stem cell activation, proliferation,
and neuronal differentiation (Gil-Mohapel et al. 2013, Lugert et al. 2010, van Praag
et al. 2005). The rate of proliferation slows and gliogenesis increases in an age-
dependent manner (van Praag et al. 2005). Naturally aged mice are the ideal model
to study aging because all body systems exhibit age-related alterations together;
however, aging animals is expensive and time consuming. Genetically engineered
transgenic or chemical-induced models can be used as alternatives. We choose the
D-gal-injected mouse as the candidate model of aging. D-gal-injected mice have
been used as a chemical-induced aging model since their establishment by Gong
Guoging in 1991 (Guoging and Fuben 1991). In brief, D-gal is a reducing sugar,
and an overdose results in the accumulation of galactitol and the formation of
reactive oxygen species (ROS) and advanced glycation end products (AGE) (Ho et
al. 2003, Song et al. 1999). In brain, an aging phenotype is produced by chronic
treatment of D-gal for 6-10 weeks (Lei et al. 2008, Xu et al. 2002). D-gal-elicits an
aging phenotype, for example a reduction in adult neurogenesis (Cui et al. 20086,
Nam et al. 2014c), learning and memory impairments (Cui et al. 2006, Nam et al.
2013), motor skill acquisition and locomotion impairments (Ma et al. 2014b), and
impairments in inhibitory GABAergic neurons (Gu et al. 2013). Additionally, D-gal
treatment shows progressive energy metabolism failure in the cortex and
hippocampus (Zhang et al. 2008). To determine whether treatment of D-gal
aggravated the brain phenotype in obese mice, we established a combined model of
aging and obesity. The effect of treadmill exercise on hippocampal neural plasticity
has not been demonstrated in this combined model; therefore, we sought to
investigate the effect of forced physical exercise on hippocampal neurogenic and

synaptic marker proteins.



Materials and Methods

Experimental design

In experimental design 1, we investigated the effect of dietary change and/or
treadmill exercise in HFD-fed obese mice (Fig. 1A). In experimental design 2, we
investigated the effect of D-gal-induced brain aging and/or treadmill exercise in the

hippocampal dentate gyrus of HFD-fed obese mice (Fig. 1B).

Experimental animals

We choose C57BL/6J mice because they are most susceptible strain to HFD
induced obesity among several strains of mice (Rossmeisl et al. 2003). Four-week
to five-week-old male C57BL/6J mice were purchased from Japan SLC, Inc.
(Shizuoka, Japan). The animals were placed in a mouse cage (5 mice/cage) in a
conventional condition and they were maintained under controlled temperature
(23<C) and humidity (60%) on a 12-h light-dark cycle. Food and water were freely
available. The procedures for handling and caring of animals followed the Guide
for the Care and Use of Laboratory Animals issued by Institute of Laboratory
Animal Resources, USA, 1996, and the experimental protocol was approved by the
Institutional Animal Care and Use Committee (IACUC) of Seoul National
University (approval no. SNU-120305-5 and SNU-131223-2). All experiments
were conducted to minimize the number of animals used and the suffering caused

by the procedures used in this study.



Diet and exercise treatment

Four-week-old mice were acclimated to laboratory conditions for 1 week and the
animals (n = 30 in each group) were divided into sedentary (Sed) and exercised
(Ex) groups. The Sed and Ex groups were further divided into 3 subgroups as CD-
Sed/Ex, HFD-Sed/Ex, and HFD-CD-Sed/Ex group (n = 10 in each group),
respectively. The animals were fed a commercially available CD (chow diet,
16.71% calorie from fat, Purina 5008 diet, Purina Korea, Korea) or HFD (60%
calorie from fat, D12492i, Research Diets, NJ, USA) for 8 weeks. In the HFD-CD-
fed groups, HFD were provided for 4 weeks, after then, diet was changed to CD
until the end of the experiment. During the last 3 days of 4th week of dietary
treatment, Ex and Sed groups were familiarized with treadmill (Model 1050 Exer
3/6; Columbus Instruments, Columbus, OH, USA) for 3 days. In order to facilitate
the adaptation to treadmill running, speed and durations were 10 m/min, 20 min for
the first day, with an increment of 20 min/day until reaching 60 min/day to fulfill
the 70% of maximal oxygen consumption (Wu et al. 2008). After becoming
familiarized with the treadmill, electrical shock to stimulate the mice to run was
discontinued to avoid pain stress and gentle prodding with a soft brush was used.
The running duration was 60 min/day, and the running speed was increased
gradually from 10 to 11 m/min. The speed was accelerated 1 m/min every 2 weeks.
The sedentary mice were put on the treadmill without running for 1 h/session/day
for 4 weeks before sacrifice (Fig. 1A).

Additionally in experiment 2, five-week-old mice were acclimated for 1 week to
laboratory conditions, the animals (n = 40 in each group) were divided into

sedentary (Sed) and exercised (Ex) groups. The Sed and Ex groups were further
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divided into 3 subgroups as CD-Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-
gal-Sed/Ex group (n = 10 in each group), respectively. The animals were fed a CD
(chow diet, Purina 5008 diet) or HFD (D12492i, Research Diets) for 6 weeks. D-
gal was subcutaneously administered to 6 week-old mice at concentration of
100mg/kg per day. Ex and Sed groups were familiarized with treadmill (Model
1050 Exer 3/6; Columbus Instruments) for 1 week at 6 week-old. In order to
facilitate the adaptation to treadmill running, we carried out exercise according to
the protocol used in previous study (Nam et al. 2014c). Speed and durations were
10 m/min, 20 min for the first day, with an increment of 10 min/day until reaching
60 min/day to fulfill the 70% of maximal oxygen consumption. After becoming
familiarized with the exercise, electrical shock to stimulate the mice to run was
discontinued to avoid pain stress and gentle prodding with a soft brush was used.
The running duration was 60 min/day, and the running speed was increased
gradually from 10 to 12 m/min. The speed was accelerated 1 m/min every 2 weeks.
The sedentary mice were put on the treadmill without running for 1 h/session/day

for 6 weeks before sacrifice (Fig. 1B).

Check for body weight, food intake, and non-fasting blood glucose level

Body weight was measured on Monday morning of every week and at the end of
the experiment. Food intake was measured, and corrected for spillage by weighing
the jars containing food every week between a.m. 9.00 to a.m. 10.00 h. Data are
expressed as kilocalorie (kcal)/mouse/day. To measure non-fasting blood glucose
level, blood was sampled on Monday morning for last 5 weeks in experiment 1 or

last 3 weeks in experiment 2 before sacrifice by ‘‘tail nick’’ and analyzed by using
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a glucometer device (ACCU-CHEK® GO; Roche, Mannheim, Germany).

Intraperitoneal glucose tolerance test (IPGTT)

To determine the effect of HFD-feeding, dietary change, and exercise on glucose
tolerance, we conducted IPGTT. All mice were fasted for overnight (12 h) at the
last day of the 8th week of the experiment 1. Glucose (29 per body weight kg) was
intraperitoneally injected to each mouse with sterile syringe. Blood sample were
collected from tail vein. Plasma glucose levels were measured immediately before
and 15, 30, 60, and 120 min after glucose loading. To determine blood glucose
levels, we used glucometer device (ACCU—CHEK® GO; Roche, Mannheim,
Germany). Then, mice were fed ad libitum and exercised during another 3 days

according to the experimental design.

Tissue processing

For histology, at the end of the experiment, the mice in all experimental groups
(n =5 per group) were anesthetized with 30 mg/kg Zoletil 50® (Virbac, Carros,
France) and perfused transcardially with 0.1 M phosphate-buffered saline (PBS, pH
7.4) followed by 4% paraformaldehyde in 0.1 M phosphate-buffer (PB, pH 7.4).
The brains were removed and post-fixed in the same fixative for 24 h. For
immunohistochemical staining, brain tissues were cryoprotected by infiltration
with 30% sucrose overnight. Thirty-um thick brain sections were serially cut in the
coronal plane using a cryostat (Leica, Wetzlar, Germany). The sections were

collected in six-well plates containing PBS and stored in storage solution until
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further processing.

Immunohistochemistry

In order to obtain accurate data for immunohistochemistry, free floating sections
were carefully processed under the same conditions to obtain accurate data for
immunohistochemistry. The tissue sections were selected between 1.46 mm and
2.46 mm posterior to the bregma for each animal with reference to a mouse atlas
(Franklin and Paxinos 1997). Five sections in 180 um apart from each other were
sequentially treated with 0.3% hydrogen peroxide (H,O,) in 0.1 M PBS and 10%
normal goat or rabbit serum in 0.1 M PBS. Then, they were incubated with diluted
mouse anti-nestin antibody (1:200; Millipore, Temecula, CA, USA), rabbit anti-
Ki67 antibody (1:1,000; Millipore, Temecula, CA), or goat anti-DCX antibody
(1:50; Santa Cruz Biotechnology, Santa Cruz, CA) overnight, and subsequently
exposed to FITC-conjugated anti-rat 1gG (1:200; Vector Labs., Burlingame, CA),
biotinylated goat anti-chicken, rabbit anti-goat, goat anti-rabbit or horse anti-mouse
IgG (diluted 1:200; Vector Labs.) and streptavidin peroxidase complex (diluted
1:200, Vector Labs.). Then, the sections were visualized by reaction with 3,3’-
diaminobenzidine tetrahydrochloride (Sigma, St. Louis, MO).

To elucidate the effects of dietary change and/or exercise, the corresponding
areas of the dentate gyrus were measured from five sections per animal. The
number of Ki67-positive cells in all groups was counted using an image analysis
system equipped with a computer-based CCD camera (Optimas 6.5 software,
CyberMetrics, Scottsdale, AZ).

The region of interest (ROI) in the dentate gyrus was analyzed using an image
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analysis system. Images were calibrated into an array of 512 x 512 pixels
corresponding to a total dentate gyrus (100x primary magnification). Pixel
resolution was 256 gray levels. The intensity of nestin, DCX immunoreactivity was
evaluated by means of a relative optical density (ROD), which was obtained after
transforming the mean gray level using the formula: ROD = log (256/mean gray
level). ROD of the background was determined in unlabeled portions using NIH
Image 1.59 software and the value was subtracted for correction, yielding high
ROD values in the presence of preserved structures and low. The ROD ratio of was

calibrated as a percentage.

Western blot analysis

To confirm the expression pattern of nestin, DCX, BDNF, NMDARL,
NMDAR2A, NMDAR2B, synaptophysin and 4-HNE change in the hippocampus, 5
mice from each group were killed and used for western blot analysis. After
euthanizing the mice and removing their brains, the hippocampi were dissected out
with a surgical blade. Tissues were homogenized in 50 mM PBS (pH 7.4) containing
0.1 mM ethylene glycol bis (2-aminoethyl Ether)-N,N,N' N’ tetraacetic acid (EGTA)
(pH 8.0), 0.2% Nonidet P-40, 10 mM ethylendiamine-tetraacetic acid (EDTA) (pH
8.0), 15 mM sodium pyrophosphate, 100 mM B-glycerophosphate, 50 mM NaF, 150
mM NaCl, 2 mM sodium orthovanadate, 1 mM phenylmethylsulfonyl fluoride
(PMSF) and 1 mM dithiothreitol (DTT). After centrifugation, the protein level was
determined in the supernatants using a Micro BCA protein assay kit using bovine
serum albumin as the standard (Pierce Chemical, Rockford, IL). Aliquots containing

50 pg of total protein were boiled in a loading buffer that contained 150 mM Tris
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(pH 6.8), 3 mM DTT, 6% SDS, 0.3% bromophenol blue and 30% glycerol. The
aliquots were then loaded onto a polyacrylamide gel. After electrophoresis, the
proteins were transferred from the gel to nitrocellulose transfer membranes (Pall
Corp., East Hills, NY). To reduce background staining, the membranes were
incubated with 5% non-fat dry milk in PBS containing 0.1% Tween 20 for 45 min,
followed by incubation with mouse anti-nestin antibody (1:200; Millipore, Temecula,
CA, USA), goat anti-DCX antibody (1:50; Santa Cruz Biotechnology, Santa Cruz,
CA), rabbit anti-BDNF (1:1,000; Nowvus, Littleton, CO), anti-NMDAR1 (1:1,000;
Millipore, Temecula, CA), anti-NMDAR2A (1:1,000; Thermo Fisher Scientific,
Rockford, IL), anti-NMDAR2B (1:1,000; Millipore, Temecula, CA), anti-pCREB
(1:10,000; Millipore, Temecula, CA), anti-SOD1 (1:1,000; StressMarq Biosciences
Inc, Victoria, BC, Canada), anti-synaptophysin (1:10,000; Abcam, Cambridge, UK),
and mouse anti-4-HNE (1:1,000; Alpha Diagnostic International, San Antonio, TX),
peroxidase-conjugated anti-rabbit 1gG or anti-mouse IgG and an enhanced luminol-
based chemiluminescent (ECL) kit (Pierce Chemical). The blot was
densitometrically scanned for the quantification of ROD of each band using NIH

Image 1.59 software.

Statistical analysis

Data represent the means of experiments performed for each experimental area.
Differences among the means were statistically analyzed by two-way analysis of
variance followed by Bonferroni’s post-tests using GraphPad Prism 5.0 software
(GraphPad Software Inc., La Jolla, CA) in order to elucidate differences between

dietary change x exercise. A p < 0.05 was considered significant.
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Fig. 1. Schematic presentation of the experimental design. (A) Effect of dietary

change and/or treadmill exercise in HFD-fed obese mice, (B) effect of aging and/or

treadmill exercise in the HFD-fed obese mice. N = 10 mice per group, 5 mice used

for immunohistochemistry and immunoblot analyses, respectively. CD, chow diet;

HFD, high fat diet; D-gal, D-galactose; Ex, treadmill exercise.
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Results

Experimental design 1

Effects of dietary change and/or exercise on body weight, food intake,

non-fasting blood glucose level and glucose tolerance

The results showed differential changes in physiological parameters that were
dependent on dietary change or exercise. Body weight and food intake tended to be
higher in the HFD group than in the CD or HFD- CD groups, and these differences
persisted until the end of the experiment. Body weight and food intake in the HFD-
CD group was reduced after dietary intervention to CD and this decreased food
intake was restored to the level of the CD group over time (Fig. 2A and 2B). Non
fasting-blood glucose levels showed a similar pattern to body weight. Blood
glucose increased in the HFD-fed groups, while the glucose level in the HFD-CD
groups continuously decreased to the level of the CD group (Fig. 2C). In addition,
the glucose tolerance test showed that diet intervention from HFD to CD was
effective at enhancing the body’s glucose tolerance (Fig. 2D).

After exercise, there was a significant difference between exercise-induced
reductions in body weight, non-fasting blood glucose, and enhancement of glucose
tolerance in the HFD-Ex group and the sedentary group (HFD-Sed) (Fig. 2). In
CD-Ex or HFD-CD-EXx groups, exercise-induced changes were not significant from
those in their respective sedentary groups (Fig. 2). Interestingly, a combination of

dietary change and exercise was more effective at restoring these parameters than
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exercise alone in the continuous HFD-feeding (Fig. 2).
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Fig. 2. Changes in body weight (A), food intake (B), non-fasting blood glucose
level (C), and blood glucose during glucose tolerance test of the CD-Sed/Ex, HFD-
Sed/Ex, and HFD-CD-Sed/Ex groups. Data are presented as the mean * the

standard error of the mean (SEM).
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Effects of dietary change and/or exercise on neural stem cells

In the CD-Sed group, nestin immunoreactive cells and fibers were detected in
the subgranular zone and granule cell layer of the dentate gyrus (Fig. 3A). Nestin
immunoreactivity and protein levels in this group were used as the standard value.
In the CD-Ex group, the number nestin-immunoreactive cells and fibers was
prominently increased when compared with that in the CD-Sed group (Fig. 3B).
There was also a significant increase to 133.63% (P < 0.05) and 160.79% (P <
0.01) in nestin immunoreactivity and protein levels, respectively, of the CD-Sed
group (Fig. 2G, 5A, and 5B). In HFD-Sed group, nestin immunoreactive cells and
fibers were decreased but this did not reach statistical significance (Fig. 3C). In this
group, nestin immunoreactivity and protein levels were decreased to 61.40% (P <
0.05) and 84.95% (P > 0.05), respectively, of the CD-Sed group (Fig. 3G, 6A, and
6B). In the HFD-EXx group, nestin immunoreactive cells and fibers increased when
compared with that in the HFD-Sed group (Fig. 3D). In this group, nestin
immunoreactivity and protein levels were increased significantly to 176.65% (P <
0.05) and 198.15% (P < 0.01), respectively, of the HFD-Sed group. Interestingly,
there was no significant difference between the HFD-Ex and CD-Ex groups (P >
0.05; Fig. 3G, 6A, and 6B). In the HFD-CD-Sed group, dietary change increased
the number of nestin-immunoreactive cells and fibers to 159.22% (P < 0.01) of the
HFD-Sed group (97.77% of the CD-Sed group; Fig. 3E and 3G). Hippocampal
nestin levels were not significantly different between the HFD-CD-Sed and HFD-
Sed (HFD-CD-Sed: 121.86% of HFD-Sed; P > 0.05) or CD-Sed (103.47%; Fig. 6A
and 6B) groups. However, nestin immunoreactivity and protein levels were

significantly increased in the HFD-CD-Ex group to 127.90% (P < 0.05) and
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165.98% (P < 0.01) of the HFD-CD-Sed group, respectively (Fig. 3G, 6A, and 6B).
There was no statistically significant difference in nestin-related parameters

between the exercise groups (P < 0.01; Fig. 3G, 6A, 6B, and Table 1).
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Fig. 3. Immunohistochemistry for nestin in the dentate gyrus of the CD-Sed (A)
CD-Ex (B), HFD-Sed (C), HFD-Ex (D), HFD-CD-Sed (E), and HFD-CD-Ex (F)
groups. Nestin-immunoreactive cell bodies are located in the subgranular zone and
their fibers are found in the granule cell layer. Note that nestin-immunoreactivity is
significantly decreased in the HFD-Sed group and dietary change ameliorated the
reduction in the HFD-CD-Sed group. However, physical exercise was effective in
improving the nestin immunoreactive cells and fibers in all exercised groups
compared to their respective sedentary groups. GCL, granule cell layer; PoL,
polymorphic layer; ML, molecular layer. Bar = 50 um. (G) Relative optical density
(ROD) demonstrated as percentages of CD-Sed in nestin-immunoreactivity per
section in each groups (°P < 0.05, between CD vs. HFD groups, °P < 0.05, between
sedentary vs. exercise groups, ‘P < 0.05, between HFD vs. HFD-CD groups). All

data are shown as the mean + SEM.
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Effects of dietary change and/or exercise on cell proliferation

In the CD-Sed group, In the CD-Sed group, Ki67-immunoreactive nuclei were
located mainly in the subgranular zone of the dentate gyrus (Fig. 4A). The mean
number of Ki67-immunoreactive nuclei per section in this group was used as the
standard value. After exercise, Ki67-immunoreactive nuclei were significantly
increased in the CD-Ex group to 129.72% of the CD-Sed group (P < 0.01; Fig. 4B
and 4G). Ki67-immunoreactive nuclei were dramatically decreased in the HFD-Sed
group to 58.04% of CD-Sed group (P < 0.01; Fig. 4C and 4G). Ki67-
immunoreactive nuclei were increased in the HFD-Ex group to 141.57% of the
HFD-Sed group (P < 0.05); however, this was 63.34% lower than the CD-Ex group
(P < 0.01 ; Fig. 4D and 4G). In the HFD-CD-Sed group, Ki67-immunoreactive
nuclei were increased to 142.77% of the HFD-Sed group (P < 0.05 ; Fig. 4E and
4G). In this group, the average number was 82.87% lower than the CD-Sed group.
In addition, Ki67-immunoreactive cells were increased in HFD-CD-Ex group to
118.57% of the HFD-CD-Sed group (P < 0.05; Fig. 4F and 4G). The average
number of Ki67-immunoreactive nuclei in this group was similar to the HFD-Ex
group (P > 0.05) and this number was still low when compared with that in the CD-

Ex group (Fig. 4F, 4G, and Table 1).
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Fig. 4. Immunohistochemistry for Ki67 in the dentate gyrus of the CD-Sed (A)
CD-Ex (B), HFD-Sed (C), HFD-Ex (D), HFD-CD-Sed (E), and HFD-CD-Ex (F)
groups. Ki67-immunoreactive cells are located in the subgranular zone. Note that
Ki67-immunoreactive cells are significantly decreased in the HFD-Sed group and
dietary change ameliorated the reduction in the HFD-CD-Sed group. However,
physical exercise is effective in improving the cell proliferation in all exercised
groups compared to their respective sedentary groups. GCL, granule cell layer;
PoL, polymorphic layer; ML, molecular layer. Bar = 50 um. (G) The mean number
of Ki67-immunoreactive cells per section in each groups (°P < 0.05, between CD
vs. HFD groups, "P < 0.05, between sedentary vs. exercise groups, ‘P < 0.05,

between HFD vs. HFD-CD groups). All data are shown as the mean + SEM.
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Effects of dietary change and/or exercise on neuroblast differentiation

In the CD-Sed group, the cell bodies of DCX-immunoreactive neuroblasts were
detected in the subgranular zone of the dentate gyrus and their dendrites extended
into to the molecular layer of the dentate gyrus (Fig. 5A). In the CD-Ex group,
DCX immunoreactivity and the number of DCX-immunoreactive neuroblasts were
highest when compared to the other groups (125.44% and 115.89%, respectively,
of the CD-Sed group; P < 0.01; Fig. 5G and 5H). The dendrites of neuroblasts were
highly developed in this group when compared to the CD-Sed group (Fig. 5B).
DCX protein levels were significantly increased in the CD-Ex group (162.48% of
the CD-Sed group; P < 0.01; Fig. 6A and 6C). In the HFD-Sed group, DCX
immunoreactivity and the number of DCX-immunoreactive neuroblasts were
reduced to 62.11% and 76.13%, respectively, when compared with that in the CD-
Sed group (P < 0.01; Fig. 5G and 5H). In this group, dendritic branching showed
an uncomplicated shape when compared with that in the CD-Sed group (Fig. 5C).
DCX protein levels in the HFD-Sed group were significantly decreased to 59.88%
of the CD-Sed group (P < 0.01; Fig. 6A and 6C). In the HFD-Ex group, DCX
immunoreactivity and the average number of DCX-immunoreactive neuroblasts
were higher than that in the HFD-Sed group (159.54%, P < 0.01; 123.42%, P <
0.05, respectively; Fig. 5G and 5H). DCX protein levels in this group were
210.95% of the HFD-Sed group (P < 0.01; Fig. 6A and 6C). DCX
immunoreactivity in the HFD-CD-Sed group was increased to 139.22% of the
HFD-Sed group (P > 0.05; 81.50% of the CD-Sed group; Fig. 5G). In the HFD-
CD-Sed group, the number of DCX-immunoreactive neuroblasts was increased to

116.81% of the HFD-Sed group (P < 0.05). In addition, the complexity of dendrites
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was enhanced (Fig. 5E and 5H). DCX protein levels were increased to 151.64% of
the HFD-Sed group (P < 0.05; 90.80% of the CD-Sed group; Fig. 6A and 6C).
While we observed an increase in DCX-related parameters, their levels were lower
than observed in the CD-Sed group. Finally, DCX immunoreactivity and the
number of DCX-immunoreactive neuroblasts in the HFD-CD-Ex group were
higher than that in the HFD-CD-Sed group (Fig. 5G and 5H). DCX
immunoreactivity in the HFD-CD-Ex group was increased to 134.77% (P < 0.01)
and 110.84% (P > 0.05) of the HFD-CD-Sed or HFD-Ex groups, respectively
(109.84% of the CD-Sed group; Fig. 5G). In the HFD-CD-Ex group, the number of
DCX-immunoreactive neuroblasts was increased to 115.68% (P < 0.05) and
109.41% (P > 0.05) of the HFD-CD-Sed and HFD-Ex groups, respectively, with
enhanced dendritic complexity (Fig. 5F and 5H). Hippocampal DCX protein levels
were significantly enhanced in this group: 178.40% and 128.26% of the HFD-CD-
Sed and HFD-Ex groups (P < 0.01), respectively (Fig. 6A and 6C). These results
indicate that the combined intervention of dietary change and exercise can enhance

neuronal differentiation (Table 1).
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Fig. 5. Immunohistochemistry for doublecortin (DCX) in the dentate gyrus of the
CD-Sed (A) CD-Ex (B), HFD-Sed (C), HFD-Ex (D), HFD-CD-Sed (E), and HFD-
CD-Ex (F) groups. DCX-immunoreactive neuroblasts are detected in the
subgranular zone of the dentate gyrus. Note that DCX-immunoreactive neuroblasts
are significantly reduced in the HFD-Sed group and dietary change ameliorates the
reduction in the HFD-CD-Sed group. DCX-immunoreactive neuroblasts increase in
the CD-Ex, HFD-Ex, and HFD-CD-Ex groups compared to those in their
respective sedentary groups. GCL, granule cell layer; PoL, polymorphic layer; ML,
molecular layer. Bar = 50 pm. (G) Relative optical density (ROD) demonstrated as
percentages of CD-Sed in DCX immunoreactivity per section in all groups. (H)
The mean number of DCX-immunoreactive neuroblasts per section in each groups
(°P < 0.05, between CD vs. HFD groups, P < 0.05, between sedentary vs. exercise
groups, °P < 0.05, between HFD vs. HFD-CD groups). All data are shown as the

mean + SEM.
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Effects of dietary change and/or exercise on BDNF expression

The mean BDNF protein level in the CD-Sed group was used as the standard
value. In the CD-Ex group, there was significantly increased level, to 187.63% of
the CD-Sed group (P < 0.01; Fig. 6A and 6D). In the HFD-Sed group, BDNF was
significantly decreased to 40.10 % of the CD-Sed group (P < 0.01; Fig. 6A and 6D).
In the HFD-Ex group, BDNF was significantly increased to 338.27% of the HFD-
Sed group (P < 0.01; Fig. 6A and 6D). BDNF in the HFD-Ex group was lower
(72.29%) than the CD-Ex group (P < 0.01; Fig. 6A and 6D). Hippocampal BDNF
in the HFD-CD-Sed group was increased to 182.56% of the HFD-Sed group (P <
0.05) and its level was 73.20% of the CD-Sed group (Fig. 6A and 6D). However,
BDNF in the HFD-CD-Ex group was increased to a similar level to the CD-Ex
group, which was significantly higher than that in the HFD-CD-Sed (233.78%, P <
0.01) and HFD-Ex (125.89%, P < 0.05) groups (Fig. 6A, 6D, and Table 1).

Effects of dietary change and/or exercise on pCREB expression

The mean pCREB protein level in the CD-Sed group was used as the standard
value. In the CD-Ex group, pCREB level was increased to 136.47% of the CD-Sed
group (P < 0.01; Fig. 6A and 6E). In the HFD-Sed group, pPCREB was decreased to
66.28% of the CD-Sed group (P < 0.05; Fig. 6A and 6D); however, hippocampal
pCREB in the HFD-Ex group was increased to 137.69% of the HFD-Sed group (P
< 0.05) and reduced to 66.87% of the CD-Ex group (P < 0.01; 91.26% of the CD-
Sed group; Fig. 6A and 6D). In the HFD-CD-Sed group, pCREB was enhanced to
125.43% of the HFD-Sed group (P > 0.05) and reduced to 83.13% of the CD-Sed
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group, although this did not reach significance (Fig. 6A and 6D). Furthermore,
pCREB levels were increased in the HFD-CD-Ex group to 136.85% (P < 0.01) and
124.65% (P < 0.05) of the HFD-CD-Sed and HFD-Ex groups, respectively (Fig.
6A and 6D). pCREB level in the HFD-CD-Ex group was 83.36% of the CD-Ex
group (Fig. 6A, 6D, and Table 1).
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Fig. 6. Western blot analysis of Nestin, DCX, BDNF, and pCREB in the
hippocampus of the CD-Sed/Ex, HFD-Sed/Ex, HFD-CD-Sed/Ex groups (A). The
relative optical density (ROD) of the immunoblot bands is demonstrated as percent
values of CD-Sed in nestin (B), DCX (C), BDNF (D), and pCREB (E) in the whole
hippocampus of the CD-Sed/Ex, HFD-Sed/Ex, HFD-CD-Sed/Ex groups (*P < 0.05,
between CD vs. HFD groups, °P < 0.05, between sedentary vs. exercise groups, ‘P

< 0.05, between HFD vs. HFD-CD groups). All data are shown as the mean + SE.
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Effects of dietary change and/or exercise on synaptophysin expression

The mean synaptophysin protein level in the CD-Sed group was used as the
standard value. In the CD-Ex group, synaptophysin was reduced as 76.41% of the
CD-Sed group (P < 0.05; Fig. 7A and 7B). In the HFD-Sed group, synaptophysin
levels were decreased to 79.48% of the CD-Sed group (P < 0.05; Fig. 7A and 7B);
however, hippocampal synaptophysin levels in the HFD-Ex group were increased
to 121.84% of the HFD-Sed group (P > 0.05) and not changed (96.84%) when
compared with those in the CD-Sed group (Fig. 7A and 7B). In the HFD-CD-Sed
group, synaptophysin was restored to 97.64% of the CD-Sed group and increased
to 122.85% of the HFD-Sed group (P > 0.05; Fig. 7A and 7B). In addition,
synaptophysin was at a similar level to the HFD-CD-Sed and HFD-EXx groups in
the HFD-CD-Ex group (Fig. 7A and 7B). The synaptophysin level in the HFD-CD-
Ex group was increased when compared when the CD-Ex group (129.95%; Fig. 7A,
7B, and Table 1).

Effects of dietary change and/or exercise on NMDAR1, NMDARZ2A,
and NMDARZ2B expression

The mean NMDAR1, NMDAR2A, and NMDAR2B protein expression in the
CD-Sed group were used as the standard value. The expression level of three
subunits of the NMDAR protein was not significantly changed in the HFD-Sed and
HFD-CD-Sed groups when compared with those in the CD-Sed group (P > 0.05;
Fig. 7A, 7C, 7D, and 7E). The level of these proteins was changed compared to

those in the respective sedentary groups after exercise. In CD-Ex group, the protein
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expression of NMDAR1, NMDAR2A, and NMDAR2B subunits increased to
149.30%, 163.90%, and 152.14%, respectively, of the expression in the CD-Sed
group (P < 0.01; Fig. 7A, 7C, 7D, and 7E). The expression of all three NMDAR
subunits was increased in the HFD-Ex group to 160.31% (P < 0.01), 157.90% (P <
0.01), and 132.41% (P < 0.05) of the NMDAR1, NMDAR2A, and NMDAR2B,
respectively, in the HFD-Sed group (Fig. 7A, 7C, 7D, and 7E). The protein
expression of NMDARs in the HFD-Ex group was not statistically different from
the CD-Ex group (P > 0.05; Fig. 7A, 7C, 7D, and 7E). Additionally, the expression
of NMDAR1, NMDAR2A, and NMDAR2B in whole hippocampus was increased
in HFD-CD-Ex group (150.47%, P < 0.01; 160.67%, P < 0.01; 133.07%, P < 0.05,
respectively) of the HFD-CD-Sed group (Fig. 7A, 7C, 7D, and 7E). Furthermore,
the expression of NMDARs in this group was not significantly different from the

HFD-Ex and CD-Ex groups (Fig. 7A, 7C, 7D, 7E, and Table 1).
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Fig. 7. Western blot analysis of synaptophysin, NMDAR1, NMDARZ2A, and
NMDAR2B in the hippocampus of the CD-Sed/Ex, HFD-Sed/Ex, HFD-CD-
Sed/Ex groups (A). The relative optical density (ROD) of the immunoblot bands is
demonstrated as percent values of CD-Sed in synaptophysin (B), NMDARL1 (C),
NMDAR2A (D), and NMDAR2B (E) in the whole hippocampus of the CD-Sed/EX,
HFD-Sed/Ex, HFD-CD-Sed/Ex groups (°P < 0.05, between CD vs. HFD groups, °P
< 0.05, between sedentary vs. exercise groups, ‘P < 0.05, between HFD vs. HFD-

CD groups). All data are shown as the mean + SE.
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Effects of dietary change and/or exercise on 4-HNE expression

The mean 4-HNE protein level in the CD-Sed group was used as the standard
value. 4-HNE was decreased in the CD-Ex group to 73.88% of CD-Sed group (P <
0.01; Fig. 8A and 8B). 4-HNE protein expression was significantly increased in the
HFD-Sed group to 128.43% of the CD-Sed group (P < 0.01; Fig. 8A and 8B). In
the HFD-Ex group, 4-HNE protein expression was significantly reduced to 77.99%
of the HFD-Sed group (P < 0.01) and it was unchanged when compared with that
in the CD-Ex group (P < 0.01; 135.58%; Fig. 8A and 8B). In the HFD-CD-Sed
group, 4-HNE was reduced when compared with that the HFD-Sed group (89.61%)
and it was higher than that in the CD-Sed group (115.08%; Fig. 8A and 8B). In
addition, 4-HNE was 86.73% of the HFD-CD-Sed group in HFD-CD-Ex group (P
< 0.05) and at a level to the HFD-Ex group (Fig. 8A and 8B). Furthermore, the
expression of 4-HNE protein in HFD-CD-Ex group was higher (135.11%) than in
the CD-Ex group and at a similar level to the CD-Sed group (99.81%; Fig. 8A, 8B,
and Table 1).

Effects of dietary change and/or exercise on SOD1 expression

The mean SOD1 protein level in the CD-Sed group was used as the standard
value. In the CD-Ex group, SOD1 was prominently increased to 135.26% of the
CD-Sed group (P < 0.01; Fig. 8A and 8C). In the HFD-Sed group, SOD1
expression was significantly decreased to 54.59% of that in the CD-Sed group (P <
0.01; Fig. 8A and 8C); however, hippocampal expression of SODL1 in the HFD-Ex
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group was significantly increased to 205.12% of that in the HFD-Sed group (P <
0.01) and decreased to 82.78% of that in the CD-Ex group (P < 0.01; 111.97% of
the CD-Sed group; Fig. 8A and 8C). In the HFD-CD-Sed group, SOD1 was
enhanced to 152.34% of the HFD-Sed group (P < 0.01) and 83.22% the CD-Sed
group (Fig. 8A and 8C). Moreover, in the HFD-CD-Ex group, SOD1 was increased
to 181.82% and 135.13% of the HFD-CD-Sed and HFD-Ex groups (P < 0.01),
respectively (Fig. 8A and 8C). SOD1 level in the HFD-CD-Ex group was lower
than in the CD-Ex group (111.86% vs CD-Ex; 151.30 % of the CD-Sed group ; Fig.
8A, 8C, and Table 1).
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Fig. 8. Western blot analysis of 4-HNE, and SODL1 in the hippocampus of the CD-
Sed/Ex, HFD-Sed/Ex, HFD-CD-Sed/Ex groups (A). The relative optical density
(ROD) of the immunoblot bands is demonstrated as percent values of CD-Sed in 4-
HNE (B) and SOD1 (C) in the whole hippocampus of the CD-Sed/Ex, HFD-
Sed/Ex, HFD-CD-Sed/Ex groups (°P < 0.05, between CD vs. HFD groups, °P <
0.05, between sedentary vs. exercise groups, °P < 0.05, between HFD vs. HFD-CD

groups). All data are shown as the mean + SE.
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Experiment 1

Target

HFD-induced

Dietary change

Treadmill exercise

obesity
» ~(THC) ++ (THC) + ~++ (THC)
SEsun + (WB) + (WB) ++ (WB)
Neurogenic
markers Ki67 - (IHC) + (IHC) + (IHC)
DX — (IHC) + ~ + (IHC) +~++ (IHC)
- — (WB) + ~++ (WB) ++ (WB)
BDNF - (WB +(WB ++(WB
Neurotrophic WB) WB) WB)
factor . . .
pCREB —~-(WB) + -+ (WB) ++ (WB)
Synaptophysin - (WB) +(WB) -~+(WB)
NMDARI1 +(WB +(WB ++(WB
Synaptic WB) (WE) (WE)
protein . . .
NMDAR2ZA + (WB) + (WB) ++ (WB)
NMDAR2B + (WB) + (WB) +~++ (WB)
4-HNE ++(WB = (WB -~-(WB
Oxidative (WB) (WB) WB)
stress i . . .
SOD1 —(WB) ++ (WB) ++ (WB)




Table 1. Summary of immunohistochemical and immunaoblot results in the experiment about dietary change and/or treadmill
exercise to HFD-fed obese mice (-- strongly negative; - moderatetly negative; + weakly negative or positive; + moderately

positive; ++ strongly positive).
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Experimental design 2

Effects of D-gal-induced aging and/or exercise on body weight, food

intake, and non-fasting blood glucose levels in HFD-induced obese mice

The results of experiment 1 showed differences in physiological parameters that
were dependent on dietary choice or exercise treatment. Body weight and food
intake tended to be higher in the HFD groups when compared with that in the CD
groups, and these differences persisted until the end of present experiment (Fig. 9A
and 9B). Body weight in the HFD-Ex and HFD-D-gal-Ex groups was reduced after
exercise and food intake in these groups was not significantly different from HFD-
Sed and HFD-D-gal-Sed groups (Fig. 9A and 9B). Non fasting-blood glucose
levels showed a similar pattern to body weight (Fig. 9C). Blood glucose increased
in the HFD-fed sedentary groups, while glucose levels in the HFD-fed exercised
groups continuously decreased to a level similar to the CD-Sed group (Fig. 9C).
However, there were no significant differences in above physiological parameters

between saline- and D-gal-treated groups (Fig. 9).
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Fig. 9. Changes in body weight (A), food intake (B), non-fasting blood glucose
level (C), and blood glucose during glucose tolerance test of the CD-Sed/Ex, D-
gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-Sed/Ex groups. Data are presented as

the mean =+ the standard error of the mean (SEM).
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Effects of D-gal-induced aging and/or exercise on neural stem cells in

HFD-induced obese mice

In the CD-Sed group, nestin immunoreactive cells and fibers were detected in
the subgranular zone and granule cell layer of dentate gyrus (Fig. 10A). In the CD-
Ex group, nestin-immunoreactive cells and fibers were higher than that in the CD-
Sed group (Fig. 10B). In this group, nestin immunoreactivity increased
significantly to 128.04% of the CD-Sed group (P < 0.05) (Fig. 10I). In addition,
hippocampal nestin protein levels were significantly increased to 248.23% of the
CD-Sed group (P < 0.01; Fig. 13A and 13B). In the D-gal-Sed group, very few
nestin immunoreactive cells and fibers were detected in the dentate gyrus (Fig.
10C). In this group, nestin immunoreactivity and protein level decreased to 74.34%
(P > 0.05) and 71.57% (P < 0.05), respectively, of the CD-Sed group (Fig. 101). In
the D-gal-Ex group, the number of nestin immunoreactive cells and fibers was
higher than that in the D-gal-Sed group (Fig. 10D). In this group, nestin
immunoreactivity and protein was increased to 125.61% (P > 0.05) and 148.02%
(P < 0.05), respectively, of the D-gal-Sed group, however, their levels were still
lower as 72.93% (P < 0.05) and 70.32% (P < 0.01) of those in the CD-Ex group,
respectively (Fig. 101, 13A, and 13B). In the HFD-Sed group, nestin
immunoreactivity and protein levels were not significantly different when
compared with those in the CD-Sed group (87.17% and 109.93% of the CD-Sed
group, respectively; P > 0.05; Fig. 101, 13A, and 13B). In the HFD-Ex group, early
exercise treatment increased the number of nestin immunoreactive cells and fibers
to 130.78% (P > 0.05) when compared with that in the HFD-Sed group (114.00%
of the CD-Sed group; Fig. 10F and 10I). Nestin was increased to 182.85% (P <
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0.01) of the HFD-Sed group (201.02% of the CD-Sed group; Fig. 13A and 13B). In
this group, nestin immunoreactivity and protein expression was 89.04% and
80.98%, respectively, of the CD-Ex group (P > 0.05; Fig. 13A and 13B). The
number of nestin immunoreactive cells and fibers was lowest in the HFD-D-gal-
Sed group (76.90% and 90.17% of the HFD-Sed and D-gal-Sed groups,
respectively; P > 0.05; Fig. 10G and 101). Nestin expression was the lowest when
compared with that in all other groups (HFD-Sed: 55.05%, P < 0.01; D-gal-Sed:
84.55%, P > 0.05; Fig. 13A and 13B). Finally, in the HFD-D-gal-Ex group, nestin
immunoreactivity and protein expression was increased as 161.95% (P < 0.05) and
241.63% (P < 0.01), respectively of the HFD-D-gal-Sed group (Fig. 101, 13A, and
13B). In addition, nestin immunoreactivity in this group was 95.22% (P > 0.05)
and 116.25% (P > 0.05) of the HFD-Ex and D-gal-Ex groups, respectively (84.78%
when compared with that in the CD-Ex group; Fig. 101). Furthermore, nestin
expression was 72.75% (P < 0.01) and 138.02% (P > 0.05) of the HFD-Ex and D-
gal-Ex groups, respectively (58.91% of the CD-Ex group; Fig. 13A, 13B, and
Table 2).
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Fig. 10. Immunohistochemistry for nestin in the dentate gyrus of the CD-Sed (A)
CD-Ex (B), D-gal-Sed (C), D-gal-Ex (D), HFD-Sed (E), HFD-Ex (F), HFD-D-gal-
Sed (G), and HFD-D-gal-Ex (H) groups. Nestin-immunoreactive cell bodies are
located in the subgranular zone and their fibers are found in the granule cell layer.
Note nestin-immunoreactivity is decreased in the D-gal-Sed, HFD-Sed, and HFD-
D-gal-Sed groups. However, physical exercise was effective in enhancing the
nestin immunoreactivity in exercised groups compared to their respective sedentary
groups. GCL, granule cell layer; PoL, polymorphic layer; ML, molecular layer. Bar
= 50 pum. (I) Relative optical density (ROD) demonstrated as percentages of CD-
Sed in nestin-immunoreactivity per section in each groups. (J) ROD of the
immunoblots is demonstrated as percent values (°P < 0.05, indicates a significant
difference from D-gal treatment. °P < 0.05, indicates a significant difference from
exercise treatment. ‘P < 0.05, indicates a significant difference from HFD

treatment). Data are presented as the mean + SEM.
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Effects of D-gal-induced aging and/or exercise on cell proliferation in

HFD-induced obese mice

In the CD-Sed group, Ki67-immunoreactive nuclei were located mainly in the
subgranular zone of the dentate gyrus (Fig. 11A). In this group, the mean number
of Ki67-immunoreactive nuclei was used as the standard value. After exercise
treatment, Ki67-immunoreactive nuclei were increased in the CD-Ex group and the
average number was highest as 146.84% of that in the CD-Sed group (P < 0.01)
(Fig. 11B and 111). Ki67-immunoreactive nuclei were dramatically decreased in
the D-gal-Sed group with the average number as 65.82% of that in the CD-Sed
group (P < 0.05) (Fig. 11C and 111). In the D-gal-Ex group, Ki67-immunoreactive
nuclei were increased and the level was higher than that of D-gal-Sed (P < 0.01)
and lower than that of CD-Ex (P < 0.01) groups (as 149.04% and 67.67% of that in
the D-gal-Sed and CD-Ex groups, respectively) (Fig. 11D and 111). In the HFD-
Sed group, the number of Ki67-immunoreactive nuclei was significantly decreased
compared to the CD-Sed group, with the average number of Ki67-immunoreactive
nuclei being 67.09% of the CD-Sed group (P < 0.05) (Fig. 11E and 11I). In the
HFD-Ex group, the average number Ki67-immunoreactive nuclei was prominently
increased as 166.04% of that in the HFD-Sed group (P < 0.01) and its level was
lower than that of CD-Ex groups (as 75.86% of CD-Sed group, P < 0.05) (Fig. 11F
and 111). In the HFD-D-gal-Sed group, Ki67-immunoreactive nuclei were lowest
as 46.84% of that in the CD-Sed group (Fig. 11G and 11I). In this group, average
number was decreased compared to the HFD-Sed (as 69.81% of the HFD-Sed
group, P < 0.05) and D-gal-Sed (as 71.15% of the D-gal-Sed group, P > 0.05) (Fig.
11G and 111). In the HFD-D-gal-Ex group, the average number of Ki67-
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immunoreactive nuclei was transparently increased compared to that in the HFD-
D-gal-Sed group (163.51% of that of the HFD-D-gal-Sed group, P < 0.05) (Fig.
11H and 11I). However, the average number of Ki67-immunoreactive nuclei in this
group was lower compared to those in the HFD-Ex (68.75% of HFD-Ex group, P <
0.01) and D-gal-Ex (78.06% of D-gal-Ex group, P > 0.05) groups (Fig. 111 and
Table 2).
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Fig. 11. Immunohistochemistry for Ki67 in the dentate gyrus of the CD-Sed (A)
CD-Ex (B), D-gal-Sed (C), D-gal-Ex (D), HFD-Sed (E), HFD-Ex (F), HFD-D-gal-
Sed (G), and HFD-D-gal-Ex (H) groups. Ki67-immunoreactive cells are located in
the subgranular zone. Note that Ki67-immunoreactive cells are significantly
decreased in the D-gal-Sed, HFD-Sed, and HFD-D-gal-Sed groups. However,
physical exercise was effective in inducing the cell proliferation in the exercised
groups compared to their respective sedentary groups. GCL, granule cell layer;
PoL, polymorphic layer; ML, molecular layer. Bar = 50 pm. (G) The mean number
of Ki67-immunoreactive cells per section in each groups (°P < 0.05, indicates a
significant difference from D-gal treatment. P < 0.05, indicates a significant
difference from exercise treatment. ‘P < 0.05, indicates a significant difference

from HFD treatment). Data are presented as the mean + SEM.

-5 -



Effects of D-gal-induced aging and/or exercise on neuroblast

differentiation in HFD-induced obese mice

In the CD-Sed group, the cell body of DCX-immunoreactive neuroblasts were
observed in the subgranular zone of the dentate gyrus and their dendrites were
well-developed with extension to the molecular layer of the dentate gyrus (Fig.
12A). In the CD-Ex group, the number of DCX-immunoreactive neuroblasts was
highest among all groups as 124.67% of that in the CD-Sed group (P < 0.01) and
pattern of dendritic branching was complex compared to that in the CD-Sed group
(Fig. 12B and 12J). In this group, the DCX immunoreactivity and protein levels
were 144.30% and 130.89% of those in the CD-Sed group, respectively (P < 0.01)
(Fig. 121, 13A, and 13C). In D-gal-Sed group, the number of DCX-immunoreactive
neuroblasts were reduced as 84.11% of that in the CD-Sed group (P < 0.05) and
dendritic branching showed uncomplicated shape compared to that in the CD-Sed
group (Fig. 12C and 12J). DCX immunoreactivity and its protein level of D-gal-
Sed group were reduced to the level of 69.83% (P < 0.01) and 54.86% (P < 0.01) of
the CD-Sed group, respectively (Fig. 121, 13A, and 13C). In the D-gal-Ex group,
the mean number of DCX-immunoreactive neuroblasts was increased as 114.45%
of the D-gal-Sed group (P < 0.05) (Fig. 12J). In addition, its immunoreactivity and
protein level were increased to 129.48% (P < 0.01) and 130.20% (P < 0.05) of
those in the D-gal-Sed group (Fig. 121, 13A, and 13C). In this group, the number of
DCX-immunoreactive neuroblasts and their immunoreactivity/protein level were
lower compared to those in CD-Ex group (P < 0.01) (Fig. 121, 12J, 13A, and 13C).
In HFD-Sed group, the number of DCX-immunoreactive neuroblasts was

decreased as 88.36% of that in the CD-Sed group (P < 0.05) (Fig. 12E and 12J).
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DCX immunoreactivity and protein level were 76.01% (P < 0.05) and 85.11% (P <
0.01) of those in the CD-Sed group (Fig. 121, 13A, and 13C). In the HFD-EXx group,
the number of DCX-immunoreactive neuroblasts was significantly increased as
126.51% (P < 0.01) of that in the HFD-Sed group (Fig. 12F and 12J). In this group,
the number of DCX-immunoreactive neuroblasts was still lower as 89.66% of CD-
Ex group (P < 0.01) (Fig. 12J). DCX-immunoreactivity and protein level was
161.05% (P < 0.01) and 145.06% (P < 0.01) of those in the HFD-Sed groups,
respectively (Fig. 121, 13A, and 13C). The immunoreactivity and protein level of
DCX in this group was 84.84% (P > 0.05) and 94.32% (P < 0.01) of those in the
CD-Ex group (Fig. 12I). There is no significant difference in the degree of
reduction between D-gal-Sed and HFD-Sed groups. However, there is transparent
difference between D-gal-Ex and HFD-Ex groups in DCX-related parameters. In
the HFD-D-gal-Sed group, the number of DCX-immunoreactive neuroblasts was
lowest as 70.06% of the CD-Sed group (Fig. 12G and 12J). In this group, the
number of DCX-immunoreactive neuroblasts was decreased as 83.29% and
79.29% of that in the D-gal-Sed (P > 0.05) and HFD-Sed (P < 0.05) groups,
respectively (Fig. 121, 13A, and 13C). Additionally, DCX immunoreactivity in the
HFD-D-gal-Sed group was lowest as 54.30% of the CD-Sed group (77.76%, P <
0.05 and 71.44%, P < 0.05 of the D-gal-Sed and HFD-Sed groups, respectively)
(Fig. 121). In this group, dendritic branches were shortest and uncomplicated shape
compared to those in other groups (Fig. 12G). In the HFD-D-gal-Sed group, the
protein level was of DCX-immunoreactive neuroblasts was also lowest as 43.06%
of the CD-Sed group (78.49%, P > 0.05 and 50.60%, P < 0.01 of the D-gal-Sed and
HFD-Sed groups, respectively) (Fig. 13A and 13C). Finally, in the HFD-D-gal-Ex

group, the average number of DCX-immunoreactive neuroblasts was prominently
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increased as 121.63% of that in the HFD-D-gal-Sed group (P < 0.05) (Fig. 12H and
12J). Their immunoreactivity and protein levels were also increased to 153.10% (P
< 0.01) and 154.36% (P < 0.01) of those in the HFD-D-gal-Sed group (DCX
immunoreactivity; 91.95%, P > 0.05 and 67.92%, P < 0.01 of the D-gal-Ex and
HFD-Ex groups, DCX protein level; 93.06%, P > 0.05 and 53.84%, P < 0.01 of the
D-gal-Ex and HFD-Ex groups, respectively) (Fig. 121, 13A, 13C, and Table 2).
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Fig. 12. Immunohistochemistry for doublecortin (DCX) in the dentate gyrus of the
CD-Sed (A) CD-Ex (B), D-gal-Sed (C), D-gal-Ex (D), HFD-Sed (E), HFD-Ex (F),
HFD-D-gal-Sed (G), and HFD-D-gal-Ex (H) groups. DCX-immunoreactive
neuroblasts are detected in the subgranular zone of the dentate gyrus. Note that
DCX-immunoreactive neuroblasts in the D-gal-Sed, HFD-Sed, and HFD-D-gal-
Sed decreased compared to the CD-Sed group. DCX-immunoreactive neuroblasts
were improved by exercise in the CD-Ex, D-gal-Ex, HFD-EX, and HFD-D-gal-Ex
groups compared to their sedentary groups. GCL, granule cell layer; PoL,
polymorphic layer; ML, molecular layer. Bar = 50 um. (I) ROD demonstrated as
percentages of CD-Sed in DCX immunoreactivity per section in all groups. (J) The
mean number of DCX-immunoreactive neuroblasts per section in each groups (°P
< 0.05, indicates a significant difference from D-gal treatment. P < (.05, indicates
a significant difference from exercise treatment. P < 0.05, indicates a significant

difference from HFD treatment). Data are presented as the mean + SEM.
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Effects of D-gal-induced aging and/or exercise on BDNF expression in

HFD-induced obese mice

Mean BDNF protein level of the CD-Sed group was used as the standard value.
In the CD-Ex group, its level was significantly increased as 119.34% of that in the
CD-Sed group (P < 0.01) (Fig. 13A and 13D). In the D-gal-Sed group, BDNF
protein expression was significantly decreased to 66.41% of that in the CD-Sed
group (P < 0.01). In the D-gal-Ex group, BDNF protein expression was slightly
increased to 108.70% of that in the D-gal-Sed group (P > 0.05) (Fig. 13A and 13D).
However, the level of BDNF in D-gal-Ex was low as 60.48% of that in the CD-EXx
(P < 0.01) (Fig. 13A and 13D). In HFD-Sed group, BDNF protein expression was
reduced as 84.89% of that in the CD-Sed group (P < 0.05) (Fig. 13A and 13D).
After exercise treatment, the level of BDNF in HFD-Ex group was significantly
increased to the level of 130.13% of the HFD-Sed group (P < 0.01) and still lower
compared to that in the CD-Ex group (92.56% of the CD-Ex group, P < 0.05) (Fig.
13A and 13D). The BDNF protein level in the hippocampus of the HFD-D-gal-Sed
group was lowest among all groups as 35.02% of the CD-Sed group and it was
52.73% and 41.25% of those in the D-gal-Sed and HFD-Sed groups (P < 0.01),
respectively. After exercise treatment, BDNF level in HFD-D-gal-Ex group was
reversely changed as 203.95% of that in the HFD-D-gal-Sed group (P < 0.01) (Fig.
13A and 13D). Additionally, its level was 98.95% (P > 0.05) and 64.65% (P <
0.01) of that in the HFD-D-gal-Ex and HFD-Ex groups, respectively (Fig. 13A,
13D, and Table 2).

Effects of D-gal-induced aging and/or exercise on pCREB expression in
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HFD-induced obese mice

Mean pCREB protein level of the CD-Sed group was used as the standard value.
In the CD-Ex group, the pCREB protein expression was prominently increased as
139.31% of that in the CD-Sed group (P < 0.01) (Fig. 13A and 13E). In the D-gal-
Sed group, pCREB protein expression was significantly decreased to 71.31% of
that in the CD-Sed group (P < 0.01) (Fig. 13A and 13E). In the D-gal-Ex group,
pCREB protein expression was significantly increased to 152.18% of that in the D-
gal-Sed group (P < 0.05) (Fig. 13A and 13E). However, the level of pCREB in D-
gal-Ex was low as 78.03% of that in the CD-Ex (P < 0.01) (108.51% of that in the
CD-Sed group) (Fig. 13A and 13E). In the HFD-Sed group, the pCREB protein
expression was decreased to 84.25% of that in the CD-Sed group (P < 0.01) (Fig.
13A and 13E). However, the pCREB protein level in the hippocampus of the HFD-
Ex group was increased as 153.65% of HFD-Sed group (P < 0.01) (Fig. 13A and
13E). Its level was 93.08% of that in the CD-Ex group (P > 0.05) (129.45% of that
in the CD-Sed group) (Fig. 13A and 13E). In the HFD-D-gal-Sed group, the
expression level of the pCREB protein was reduced to 68.64% and 58.09% of that
in the D-gal-Sed and HFD-Sed group, respectively (P < 0.01) (Fig. 13A and 13E).
Protein level of pCREB was lowest as 48.94% of that in the CD-Sed group (Fig.
13A and 13E). Furthermore, in the HFD-D-gal-Ex group, the protein level of
pCREB was significantly increased as 201.14% of that in the HFD-D-gal-Sed
group (P < 0.01) and it was 90.72% (P > 0.05) and 76.05% (P < 0.01) of that in the
D-gal-Ex and HFD-Ex groups, respectively (Fig. 13A and 13E). The pCREB level
of HFD-D-gal-Ex group was low as 70.78% of the CD-Ex group and it was
restored to the level of the CD-Sed group (Fig. 13A, 13E, and Table 2).
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Fig. 13. Western blot analysis of Nestin, DCX, BDNF, and pCREB in the
hippocampus of the CD-Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-
Sed/Ex groups (A). The relative optical density (ROD) of the immunoblot bands is
demonstrated as percent values of CD-Sed in nestin (B), DCX (C), BDNF (D), and
pCREB (E) in the whole hippocampus of the CD-Sed/Ex, D-gal-Sed/Ex, HFD-
Sed/Ex, and HFD-D-gal-Sed/Ex groups (°P < 0.05, indicates a significant
difference from D-gal treatment. °P < 0.05, indicates a significant difference from
exercise treatment. ‘P < 0.05, indicates a significant difference from HFD

treatment). Data are presented as the mean + SE.
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Effects of D-gal-induced aging and/or exercise on synaptophysin

expression in HFD-induced obese mice

Mean synaptophysin protein level of the CD-Sed group was used as the standard
value. In the CD-Ex group, the level of synaptophysin protein was slightly
increased as 112.95% of CD-Sed group (P > 0.05) (Fig. 14A and 14B). In the D-
gal-Sed, synaptophysin protein expression was significantly decreased to 48.05%
of that in the CD-Sed group (P < 0.01) (Fig. 14A and 14B). After treadmill exercise
treatment, the level of synaptophysin in D-gal-Ex group was 141.52% of that in the
D-gal-Sed group (P > 0.05) (Fig. 14A and 14B). The synaptophysin level in this
group was 60.21% lower than the CD-Ex group (P < 0.01) (Fig. 14A and 14B). In
the HFD-Sed group, its level was not significantly different from CD-Sed group (as
94.11% of CD-Sed group) (Fig. 14A and 14B). In the HFD-Ex group,
synaptophysin protein level was 114.69% of that in the HFD-Sed group and
95.55% of that in the CD-Ex group (P > 0.05) (Fig. 14A and 14B). There is no
significant difference between CD-Ex and HFD-Ex groups. Additionally, the
hippocampal protein level of synaptophysin in the HFD-D-gal-Sed group was
lowest at 41.86% of the CD-Sed group and it was 87.11% (P > 0.05) and 44.48%
(P < 0.01) of that in D-gal-Sed and HFD-Sed groups, respectively (Fig. 14A and
14B). After exercise treatment, the level of synaptophysin in HFD-D-gal-Ex was
significantly increased to 192.40% of that in the HFD-D-gal-Sed group (P < 0.01).
Additionally, its level in this group was 118.43% (P > 0.05) and 74.63% (P < 0.05)
of that in D-gal-Ex and HFD-Ex groups, respectively (Fig. 14A and 14B). Finally,
it was 71.31% of that in the CD group (Fig. 14A, 14B, and Table 2).
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Effects of D-gal-induced aging and/or exercise on NMDARI1,
NMDAR2A, and NMDARZ2B expression in HFD-induced obese mice

Mean level of NMDAR1, NMDAR2A, and NMDAR2B proteins in the CD-Sed
group was used as the standard value. After exercise treatment all three subunits of
NMDAR were increased as 170.91% (NMDAR1, P < 0.01), 138.76% (NMDAR2A,
P < 0.01), and 117.72% (NMDAR2B, P > 0.05) of those in the CD-Sed groups,
respectively (Fig. 14A, 14C, 14D, and 14E). D-gal treatment reduced NMDAR1
and NMDARZ2B to the level of 61.31% and 26.48% of those in the CD-Sed groups
(P < 0.01) (Fig. 14A, 14C, 14D, and 14E). However, the protein level of the
NMDAR2A was not changed compared to the CD-Sed group. In D-gal-Ex group,
the expression of the NMDAR1, NMDARZ2A, and NMDAR2B was increased as
153.74% (P < 0.05), 122.11% (P > 0.05), and 289.91% (P < 0.01) of those in the
D-gal-Sed group (Fig. 14A, 14C, 14D, and 14E). In this group, the level of
NMDAR1 and NMDAR2B was low as 55.15% and 65.22% of those of the CD-Ex
group, respectively (P < 0.01) (NMDAR2A; 92.49%, P > 0.05 of the CD-Ex
group) (Fig. 14A, 14C, 14D, and 14E). HFD-feeding did not significantly affect the
expression level of the NMDAR1, NMDAR2A, and NMDAR2B compared to
those in the CD-Sed group (P > 0.05) (Fig. 14A, 14C, 14D, and 14E). After
treadmill exercise, the protein level of NMDAR1, NMDAR2A, and NMDAR2B
was 154.07% (P < 0.01), 125.80% (P < 0.05), and 133.54% (P < 0.05) of those in
the HFD-Sed group, respectively (Fig. 14A, 14C, 14D, and 14E). Additionally, in
the HFD-D-gal-Sed group, their NMDAR1, NMDAR2A, and NMDARZ2B levels
were determined as 62.75% (NMDARZ1; 102.36%, P > 0.05 and 53.32%, P < 0.01
of the D-gal-Sed and HFD-Sed groups, respectively), 84.76% (NMDARZ2A;
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80.65%, P > 0.05 and 75.00%, P < 0.05 of the D-gal-Sed and HFD-Sed groups,
respectively), and 32.04% (NMDAR2B; 120.98%, P > 0.05 and 36.86%, P < 0.01
of the D-gal-Sed and HFD-Sed groups, respectively) of those in the CD-Sed group
(Fig. 14A, 14C, 14D, and 14E). Finally, in the HFD-D-gal-Ex group, the
expression level of the NMDAR1, NMDAR2A, and NMDAR2B was significantly
increased as 259.16%, 173.27%, and 333.38% of those in the HFD-D-gal-Sed
group (P <0.01) (Fig. 14A, 14C, 14D, and 14E). Further, the protein level of threes
subunits showed pattern of increase compared to those in the D-gal-Ex group (as
172.54%, P < 0.01 of NMDAR1, 114.44%, P > 0.05 of NMDAR2A, and 139.12%,
P < 0.01 of NMDARZ2B in the D-gal-Ex group, respectively) (Fig. 14A, 14C, 14D,
and 14E). However, their levels in the HFD-D-gal-Ex group were not significantly

different from those in HFD-Ex group (Table 2).
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Fig. 14. Western blot analysis of synaptophysin, NMDAR1, NMDAR2A, and
NMDAR2B in the hippocampus of the CD-Sed/Ex, D-gal-Sed/Ex, HFD-Sed/EX,
and HFD-D-gal-Sed/Ex groups (A). The relative optical density (ROD) of the
immunoblot bands is demonstrated as percent values of CD-Sed in synaptophysin
(B), NMDAR1 (C), NMDAR2A (D), and NMDAR2B (E) in the whole
hippocampus of the CD-Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-
Sed/Ex groups (°P < 0.05, indicates a significant difference from D-gal treatment.
°P < 0.05, indicates a significant difference from exercise treatment. °P < 0.05,
indicates a significant difference from HFD treatment). Data are presented as the

mean + SE.
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Effects of D-gal-induced aging and/or exercise on 4-HNE expression in

HFD-induced obese mice

Mean 4-HNE protein level of the CD-Sed group was used as the standard value.
In the CD-EX group, its level was not significantly changed as 88.12% of CD-Sed
group (P > 0.05) (Fig. 15A and 15B). In the D-gal-Sed group, 4-HNE protein
expression was significantly increased to 120.71% of that in the CD-Sed group (P
< 0.01) (Fig. 15A and 15B). In the D-gal-Ex group, 4-HNE protein expression was
significantly reduced to the 88.23% of that in the D-gal-Sed group (P < 0.05) and it
was high as 120.87% of the CD-Ex group (P < 0.01) (Fig. 15A and 15B). Similarly
to the protein expression of 4-HNE in the D-gal-Sed group, HFD-Sed group
showed prominent increase in 4-HNE protein as 114.46% of that in the CD-Sed
group (P < 0.05) (Fig. 15A and 15B). However, in HFD-Ex group, the 4-HNE level
was decreased to 78.56% of that in the HFD-Sed group (P < 0.01) (Fig. 15A and
15B). In this group, the protein level of the 4-HNE was reduced to the similar level
to the CD-Ex group. On the other hand, in the HFD-D-gal group, 4-HNE level was
increased as 116.23% of the CD-Sed groups (Fig. 15A and 15B). In this group, the
protein level of 4-HNE was not significantly different from that in the D-gal-Sed
and HFD-Sed group (P > 0.05) (Fig. 15A and 15B). Additionally, the level of 4-
HNE in the HFD-D-gal-Ex group was significantly decreased as 82.36% of the
HFD-D-gal-Sed group (P < 0.05) (Fig. 15A and 15B). Further, 4-HNE level in this
group was not significantly different from both D-gal-Ex and HFD-Ex groups (P >
0.05) (108.63% of the CD-Ex group) (Fig. 15A, 15B, and Table 2).

Effects of D-gal-induced aging and/or exercise on SOD1 expression in
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HFD-induced obese mice

Mean SOD1 protein level of the CD-Sed group was used as the standard value. In
the CD-Ex group, the SOD1 protein level was increased to 112.76% of that in the
CD-Sed group with no significant difference (P > 0.05) (Fig. 15A and 15C). In the
D-gal-Sed group, SOD1 protein expression was significantly decreased to 75.09%
of that in the CD-Sed group (P < 0.05) (Fig. 15A and 15C). In the D-gal-Ex group,
SOD1 protein expression was prominently increased to 125.26% of that in the D-
gal-Sed group (P < 0.05) (Fig. 15A and 15C). However, the protein level of SOD1
in D-gal-Ex was low as 83.42% of that in the CD-Ex and was similar to that in the
CD-Sed group (P > 0.05) (Fig. 15A and 15C). In the HFD-Sed group, the SOD1
protein expression was decreased to 87.93% of that in the CD-Sed group (P > 0.05)
(Fig. 15A and 15C). However, the SOD1 protein level in the hippocampus of the
HFD-Ex group was significantly increased as 126.96% of HFD-Sed group (P <
0.01) (Fig. 15A and 15C). The protein level in this group was similar to that in the
CD-Ex group (P > 0.05) (111.65% of that in the CD-Sed group) (Fig. 15A and
15C). In the HFD-D-gal-Sed group, the SOD1 protein was reduced to 60.30% and
51.49% of that in the D-gal-Sed and HFD-Sed group, respectively (P < 0.01) (Fig.
15A and 15C). Protein level of SOD1 was 45.28% of that in the CD-Sed group
(Fig. 15C). Additionally, the protein level of SOD1 in the HFD-D-gal-Ex group
was prominently increased as 203.97% of that in the HFD-D-gal-Sed group (P <
0.01) (Fig. 15A and 15C). Its level was significantly reduced as 89.80% of the
HFD-Ex group (P < 0.05) and it level was similar to the D-gal-Ex group (P > 0.05)
(Fig. 15A and 15C). The SOD1 level of HFD-D-gal-Ex group was still lower as

88.91% of the CD-Ex group and it was similar to the level of the CD-Sed group
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(Fig. 15A, 15C, and Table 2).
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Fig. 15. Western blot analysis of 4-HNE, and SODL1 in the hippocampus of the CD-
Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-Sed/Ex groups (A). The
relative optical density (ROD) of the immunoblot bands is demonstrated as percent
values of CD-Sed in 4-HNE (B) and SOD1 (C) in the whole hippocampus of the
CD-Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-Sed/Ex groups (°P <
0.05, indicates a significant difference from D-gal treatment. P < 0.05, indicates a
significant difference from exercise treatment. ‘P < 0.05, indicates a significant

difference from HFD treatment). Data are presented as the mean + SE.
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Table. 2. Summary of immunohistochemical and immunaoblot results in the experiment about D-gal and/or treadmill exercise
to HFD-fed obese mice (-- strongly negative; - moderatetly negative; + weakly negative or positive; + moderately positive;

++ strongly positive).
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Discussion

Effects of dietary change and/or treadmill exercise in HFD-induced

obese mice

In the present study, we first investigated the effect of separate or combined
dietary change and treadmill exercise on hippocampal neurogenic and synaptic
proteins in HFD-fed obese mice.

Initially, we observed changes in body weight, non-fasting blood glucose level,
and glucose tolerance in CD-Sed/Ex, HFD-Sed/Ex, and HFD-CD-Sed/Ex groups.
Body weight was highest in HFD-Sed group and dietary change and/or exercise
were effective in reducing body weight. Non-fasting blood glucose level also
showed similar pattern of change after HFD feeding and dietary change and/or
exercise were effective in regulating blood glucose levels. The IPGTT results
indicate that dietary change and/or exercise positively acting by enhancing glucose
tolerance in obese mice. The combined treatment of dietary change and exercise
was most efficient in regulating above physiological parameters. However, whether
the diet intervention from HFD to CD is effective in enhancing those parameters
even after long-term HFD feeding is not known and further studies are required.

Next, we investigated changes in neurogenic markers in the dentate gyrus
following dietary change and exercise. As reported in previous studies (Hwang et
al. 2008, Nam et al. 2014c, van Praag et al. 1999), we confirmed the negative effect
of HFD and positive effect of exercise on neurogenesis. In this study, we revealed
that dietary change and/or exercise is effective and the combined therapy was more

efficient in restoring the HFD-induced reduction in neurogenesis. Enhancement of
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adult hippocampal neurogenesis is connected with consequent functional
improvement in learning and memory (Nam et al. 2014a, van Praag et al. 1999).
Interestingly, previous studies have reported that both dietary change and exercise
are useful for improving HFD-induced memory deficit (Lafenétre et al. 2010,
Maesako et al. 2012). Neurogenesis is also highly correlated with synaptic
plasticity for the reason that in their first 4-6 weeks, new neurons are major
mediators of plasticity (Ge et al. 2007, Saxe et al. 2006). Specifically, the increase
in cell proliferation and neuronal differentiation was similar between the HFD-Ex
and HFD-CD-Sed groups. Therefore, we suggest that exercise is as effective as
dietary change in increasing neural stem cells, their proliferation, and
differentiation when there is no dietary control. As the mechanism for enhancement
in the hippocampal neurogenesis, we speculate that dietary change may eliminate
the effect of a HFD and could have induced the similar effect of calorie restriction.
Calorie restriction is reported to promote cell survival (Lee et al. 2000) and dietary
change may act positively on survival of newly generated cells at the time point of
dietary challenge in HFD-CD-Sed compared with those in the HFD-Sed group.
Additionally, exercise is reported exert its effects by the activation of quiescent
neural stem cells, their proliferation, and differentiation into neurons (Lugert et al.
2010, Nam et al. 2014c, Wu et al. 2008). We confirmed that the exercise-induced
increase of neural stem cells was significant in the present results. However,
additional studies are required to reveal the underlying mechanism and to
determine which treatment should be used in the process of dietary change or
exercise-induced enhancement of adult hippocampal neurogenesis. The results
presented here suggest that a combined therapy of dietary change and exercise is

most effective in improving hippocampal neurogenesis.
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Several factors, including hyperglycemia, increased levels of glucocorticoids,
pro-inflammatory cytokines, down-regulation of BDNF, insulin resistance, and
oxidative stress have been suggested as possible candidate mechanisms for the
HFD-induced reduction in adult hippocampal neurogenesis. Among them, we
primarily focused on the multifunctional neurotrophin, BDNF, because it exerts
neuroprotective effects via mechanisms of anti-inflammation, anti-oxidative stress,
and normalization of glucose metabolism (Joosten et al. 2004, Noble et al. 2011,
Numakawa et al. 2010). As a downstream transcriptional factor of BDNF signaling,
we investigated changes in the phosphorylation of CREB. HFD-induced obesity
reduced BDNF and pCREB expression in the hippocampus and their reduction was
restored after dietary change and/or exercise treatment. Others have also reported
that diet with high fat content reduces hippocampal BDNF (Molteni et al. 2002a,
Park et al. 2010). BDNF functions as mediator of hippocampal neurogenesis and
synaptogenesis (Ambrogini et al. 2013, Lee et al. 2000, Marlatt et al. 2012,
Mattson 1998). Conversely, reduced BDNF levels are related to hippocampal
structural impairments (Gray et al. 2006). The manipulation of CREB results in a
decrease in cell proliferation (Nakagawa et al. 2002) and it also involved in the
enhancement of hippocampal neurogenesis and synaptogenesis (Tchantchou et al.
2009). Physical exercise stimulates endogenous BDNF-pCREB signaling, which
results in cognitive improvement (Marlatt et al. 2012, Nam et al. 2014c, Vaynman
et al. 2004). These results corroborate the hypothesis that the BDNF-pCREB
pathway and adult hippocampal neurogenesis are closely associated. Moreover, we
suggest that the activation of the BDNF-pCREB pathway mediated the dietary
change- and/or exercise-induced improvement of adult hippocampal neurogenesis.

Along with neurogenesis and BDNF-pCREB changes in hippocampus, we
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further investigated the changes of pre- and postsynaptic membrane proteins to
reveal the effect of dietary change and/or exercise on the synaptic plasticity. Pre-
synaptic synaptophysin is a synaptic vesicle membrane protein and its increase is
related to the enhancement of synapse formation (Bamji et al. 2006). A separate
treatment of dietary change and exercise increased its expression in HFD-fed mice;
however, combined therapy did not additively act to ameliorate the HFD-induced
reduction. This is in line with previous studies that have demonstrated HFD-
feeding-induced reductions and exercise-induced enhancements in the expression
of presynaptic proteins (Ahlskog et al. 2011, Molteni et al. 2004). We hypothesized
that BDNF may be related with changes in the expression of synaptophysin. BDNF
is reported to be involved in the mobilization of synaptophysin-inserted synaptic
vesicles and synapse formation (Bamiji et al. 2006). In addition, synaptophysin can
regulate the availability of synaptic vesicles (Kwon et al. 2011). We suggest that
dietary change- and/or exercise-induced changes in BDNF and synaptophysin may
be correlated.

Post-synaptic NMDAR is a glutamate-binding ionotropic receptor with
ubiquitous distribution across several regions of the brain. It allows calcium ion
translocation and plays a vital role in new synapse formation, synaptic plasticity,
learning, and memory (Liu et al. 2000, Liu et al. 2004, Xu et al. 2010). Among the
three subfamilies of the NMDAR subunit (NMDAR1, NMDAR2 and NMDAR3),
an essential subunit is NMDARZ1, which composes the heterodimer NMDAR
assembly predominantly with NMDAR2A and/or NMDAR2B in the adult
hippocampus (Liu et al. 2004). In present study, HFD-induced obesity and dietary
change did not significantly affect the expression of the three subunits of NMDAR

and exercise increased their expression in diet-treatment independent way.
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Interestingly, other studies have shown that HFD treatment results in the
desensitization of NMDAR and a reduction in NMDA-induced plasticity
(Valladolid-Acebes et al. 2012). Brain inflammation caused by HFD-induced
obesity is a candidate mechanism for the reduction in the three subunits of
NMDAR (Ma et al. 2014a).

It is hard to connect NMDAR expression directly with HFD- or dietary change-
induced changes in neurogenesis; however, we can speculate that the exercise-
induced increase in neurogenesis may be partially related to NMDAR expression.
A previous study using transgenic mice reported that the NMDAR is involved in
the regulation of newly generated neuron (Tashiro et al. 2006). An in vitro
experiment of hippocampal neural progenitor cells showed that NMDAR activation
leads to an increase in proliferation and neuronal differentiation (Joo et al. 2007).
Another study suggests that NMDAR2B and NMDAR2A are related to cell
proliferation and migration, respectively, in the postnatal brain (Fan et al. 2012).
Voluntary wheel running-induced neurogenesis is suppressed in NMDAR2A
knockout mice (Kitamura et al. 2003). NMDAR2A null mice showed severe
impairments in the synaptic and dendritic morphology of mature granule cells
(Kannangara et al. 2014). Additionally, NMDAR2B is regarded as irreplaceable for
its instructive role in synaptic plasticity of adult-borne neurons (Ge et al. 2007).

The dietary change- or exercise-induced effect on synaptic protein expression
suggests that these interventions can improve the expression of these proteins in the
hippocampus. Synaptogenesis and concurrent synaptic plasticity are observed in
the process of integrating adult-borne neurons into the circuit that mediates spatial
information processing and memory formation. Glutamate-BDNF interactions

regulate hippocampal synaptogenesis and synaptic plasticity (Mattson 2008).
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Antagonist-induced suppression of NMDAR subsequently down-regulates the
expression of BDNF in the hippocampus (Wang et al. 2014b). On the other hand,
BDNF can potentiate synaptic transmission in hippocampal neurons via NMDARs
(Song et al. 1998). Cognitive impairments in the aged or demented brain can be
delayed or enhanced via exercise-induced enhancements in synaptic plasticity
(Ahlskog et al. 2011, Molteni et al. 2004). Environmental enrichment-induced
restoration of cognitive impairment is mediated by un-regulating NMDAR1 and
BDNF (Sun et al. 2010). Maternal care increases NMDAR with subsequent BDNF
elevation (Liu et al. 2000). Taken together, our results suggest that dietary change
and/or exercise are protective against HFD-induced synaptic impairment.

The accumulation of 4-HNE can lead to neuronal dysfunction and death
(Kruman et al. 1997, Mattson 1998). The high content of lipids, high oxygen
consumption, and lack of an antioxidant system make the brain susceptible to
oxidative stress-induced lipid peroxidation (Butterfield et al. 2002). Our data
matches those in previous reports, showing that HFD-feeding-induced obesity
increases the end-product of lipid peroxidation, 4-HNE or malondialdehyde, in the
hippocampus (Hwang et al. 2009, Jeon et al. 2012, Park et al. 2010). Although
endogenously generated reactive oxygen species play essential role in the process
of neurogenesis, oxidative stress overwhelming body’s protective ability is an
important mechanism of brain dysfunction (Jeon et al. 2012, Park et al. 2010).
From the results presented here, we confirm that change in 4-HNE negatively
correlated with hippocampal neurogenesis. Though further studies are required to
demonstrate whether the present lifestyle intervention-induced improvement in
hippocampal neural plasticity is mediated by a stabilization of cell membrane from

oxidative stress, we suggest that both dietary change and exercise are effective in
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ameliorating lipid peroxidation.

Finally, we examined the dietary change- and/or exercise-induced difference in
SOD1 expression in the hippocampus of HFD-fed mice. Antioxidant SOD1 is
located in the cytoplasm and regarded as the first-line defense to free radical
toxicity. In present study, we observed that SOD1 positively correlated with
neurogenesis and partially with exercise-induced changes in synaptic proteins.
However, SOD1 expression was conversely changed when compared with 4-HNE
in the hippocampus. A shortage of SOD1 in mutant mice and a surplus of SOD1
via exogenous treatment negatively affect the cell proliferation and neuronal
differentiation in the adult hippocampus (Fishman et al. 2009, Yoo et al. 2012).
More studies are required to elucidate the direct correlation between SOD1 and
neurogenesis. The results presented here suggest that HFD-induced oxidative stress
exhausted SOD1 and dietary change and/or exercise induced-SODL1 attenuated the
accumulation of 4-HNE in the hippocampus. We suggest that SOD1 may affect
hippocampal neurogenesis by maintaining the homeostasis from oxidative stresses.

Taken together, we have confirmed the negative effect of eight weeks of HFD-
feeding-induced obesity on neural plasticity in adult hippocampus. Dietary change
and/or exercise treatment in the early stage of HFD-induced obesity reversed
structural impairments via increasing BDNF and reducing oxidative stress.
Moreover, the combined therapy was more efficient at restoring the obesity-

induced hippocampal impairments.

Effects of D-galactose-induced brain aging and/or treadmill exercise in

the hippocampus of HFD-induced obese mice
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Our question regarding the effect of aging on the hippocampus in HFD-fed
obese mice has not been fully answered; therefore, we additionally established a
combined model of brain aging and obesity. To reduce the time required to gain
naturally aged mice, we used D-gal-induced brain aging model. Previously, we
already revealed that a six-week D-gal treatment induced a brain aging phenotype
and its effects are ameliorated by exercise (Nam et al. 2014c). As a follow-up study,
we investigated the effects of exercise in the combined model of HFD-induced
obesity and D-gal-induced aging in the aspect of hippocampal neurogenic and
synaptic protein expression.

We observed changes in body weight and non-fasting blood glucose level in CD-
Sed/Ex, D-gal-Sed/Ex, HFD-Sed/Ex, and HFD-D-gal-Sed/Ex mice groups. The
body weight was highest in HFD-Sed and HFD-D-gal-Sed groups and exercise was
effective at reducing body weight. Non-fasting blood glucose levels showed a
similar pattern of change after HFD-feeding and exercise was effective in
preventing the increase of blood glucose level. However, there were no significant
differences between saline- and D-gal-treated groups. HFD-feeding influenced the
physiological parameters and exercise ameliorated the negative effects of HFD.
Interestingly, maternal HFD-feeding induced age-dependent metabolic dysfunction
(glucose tolerance) in the offspring and exercise prevented this impairment (Laker
et al. 2014).

Next, we investigated the change of neurogenic markers that were associated
with D-gal-induced aging and/or exercise treatment in the dentate gyrus of HFD-
fed obese mice. As reported in previous studies (Hwang et al. 2008, Nam et al.
2014c, van Praag et al. 2005), we confirmed the negative effect of the separate

conditions of aging or a HFD on neurogenesis. Furthermore, we revealed that
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exercise can reverse the reduction in neurogenic markers in D-gal-induced aging
and/or HFD-induced obese mice. The D-gal-induced aging in HFD-fed obese mice
aggravated the reduction of neurogenic markers and exercise was efficient in
restoring the impairment in the hippocampal neurogenesis. However, we did
observe a difference in the efficiency of the exercise treatment between the HFD-
Ex and D-gal-Ex groups. Exercise was more effective in the HFD-Ex group,
possibly because of HFD-induced hyperglycemia that was prevented by an early
exercise intervention. We speculate that the differences are derived from the
different mechanisms by which HFD and D-gal treatment reduce the expression of
neurogenic markers. According to the previous studies, the accumulation of
oxidative stress is commonly observed after D-gal and HFD treatment, but the
cause of oxidative stress can be different. While D-gal-induced oxidative stress is
elicited by galactitol, HFD-induced oxidative stress is mainly caused by increase of
free fatty acid or hyperglycemia. In present study, HFD-induced hyperglycemia
was delayed or prevented by early exercise treatment. Moreover, previous studies
have reported that physical exercise promotes the consumption of free fatty acid by
increasing its modulation (Marques et al. 2010, Sato et al. 2007).

We can speculate from the results presented here that implementation of exercise
treatment at the early stages of obesity is effective at restoring adult hippocampal
neurogenesis. In addition, the combined model of obesity and aging showed a
transparent negative effect on neurogenesis. HFD-feeding in naturally aged mice
induces a cognitive impairment via increased oxidative stress and decreased
antioxidant response (Morrison et al. 2010). Voluntary wheel running in naturally
aged mice ameliorates the decline in neurogenesis and spatial learning (van Praag

et al. 2005). Exercise is also involved in the activation of quiescent neural stem
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cells and increases the number of neural stem cells in aged mice (Blackmore et al.
2009, Lugert et al. 2010.).

BDNF can influence neurogenesis, neuronal protection, synaptogenesis, synaptic
transmission, and synaptic plasticity (Ambrogini et al. 2013, Caldeira et al. 2007,
Leal et al. 2014, Mattson et al. 2004). In agreement with previous studies, we
confirmed that HFD-feeding reduced BDNF expression in the hippocampus (Pistell
et al. 2010). It has also been reported that there is an age-dependent reduction in
hippocampal BDNF levels (Nam et al. 2014c, Liu et al. 2006). The combined
treatment of HFD and D-gal robustly reduced the expression of BDNF. After
exercise, BDNF expression was increased in CD-Ex, D-gal-Ex, HFD-Ex and HFD-
D-gal-Ex groups when compared with expression in their respective sedentary
groups. In accordance with our present results, aerobic exercise-induced BDNF in
aged rats or obese mice subsequently improved hippocampal function (Aguiar et al.
2011, Noble et al. 2014). We confirmed that physical exercise is an effective
intervention to revert obesity and/or aging-related decline of BDNF levels. Results
from mice with BDNF truncation or val66met polymorphic BDNF (valine to
methionine substitution at position 66) demonstrate the importance of BDNF on
hippocampal neurogenesis (Bath et al. 2012, Waterhouse et al. 2012). In addition,
we confirmed that pPCREB was changed in a manner similar to BDNF. pCREB is a
downstream molecule of BDNF signaling that mediates the transcription of target
genes (Yang et al. 2014). CREB mutation experiments have demonstrated that
pCREB plays an important role in adult neurogenesis (Nakagawa et al. 2002). Ji et
al. (2014) have reported that exercise-induced activation of BDNF-pCREB
signaling can attenuate reduce hippocampal neurogenesis by irradiation. In addition,

CREB is a mediator of the membrane-depolarization-dependent BDNF induction
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and a gain-of-function study has revealed that CREB-induced BDNF is related
with a subsequent improvement in memory (Suzuki et al. 2011, Tao et al. 1998).
Taken together, these results support our hypothesis that BDNF-pCREB signaling
is involved in adult hippocampal neurogenesis and exercise used this signal as one
of the mechanism to attenuate HFD- and D-gal-mediated reduction.

Along with the effect of obesity and/or aging on neurogenesis, we investigated
their effects on synaptic proteins. First, we examined the change pattern of
presynaptic vesicular protein, synaptophysin, and found that it changed similarly to
the neurogenic markers. Synaptophysin is highly correlated with synaptic plasticity
and its changes are associated with presynaptic plasticity and synaptogenesis
(Ujike et al. 2002). The pattern of change in the present results confirmed the
negative effect of D-gal or combined treatment of D-gal/HFD. Six weeks of HFD-
feeding was not enough to change synaptophysin expression in the hippocampus;
however, HFD-feeding from pregnancy to post-weaning impairs the expression of
synaptophysin (Page et al. 2014). Consistent to our result, Liu et al. (2006) reported
that synaptophysin and 43-kDa growth-associated protein (GAP-43) were
significantly reduced in the hippocampus of naturally aged rats. Interestingly,
exercise treatment, in accordance with previous research, increased the expression
of synaptophysin (Vaynman et al. 2006). Antibody treatment against the BDNF
receptor attenuated the exercise-induced increase of synaptophysin (Vaynman et al.
2006). We speculate that obesity- and/or age-induced changes in BDNF and
synaptophysin in the hippocampus are highly correlated.

Glutamate is excitatory neurotransmitter and after its release from the
presynaptic membrane, it binds to glutamatergic receptors on the post-synaptic

membrane. Among these receptors, ionotropic NMDAR is closely related with
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neurogenesis, synaptogenesis, and BDNF synthesis (Bernabeu and Sharp 2000,
Hardingham 2009, Marosi and Mattson 2014). In addition, synaptic plasticity is
closely related with NMDAR-induced signal transduction (Hardingham 2009).
There are four types of NMDAR2 subunits and NMDAR2A and NMDAR2B
subtypes are predominantly expressed in the adult hippocampus. They form a
heterodimer complex with the essential subtype NMDARL1 (Kim et al. 2005). The
present results are consistent with those of previous studies showing that D-gal
treatment on CD-fed or HFD-fed mice reduces the expression of the three subunits
of NMDAR and exercise restores their expression (Nam et al. 2014b). Long-term
HFD-feeding- and/or aging-induced reduction in NMDAR expression is regarded
as one of the causes of impairment in hippocampus-dependent learning and
memory (Brim et al. 2013, Yilmaz et al. 2011, Wang et al. 2014a). In addition to
hippocampal function, NMDAR is positively involved in the migration, survival of
newly generated neurons, and following new circuit formation (Namba et al. 2011,
Tashiro et al. 2006). However, the characterization of NMDAR in terms of cell
proliferation is not clearly defined and remains controversial state; therefore,
further studies are required. The mechanism of obesity- and/or aging-induced
changes in the NMDAR subunits was not examined in our present study; however,
Ma et al., (2014a) suggested that brain inflammation is candidate one to elicit the
reduction in three subunit of NMDAR. Chronic oxidative stress is also suggested
as mechanism of NMDAR reduction (Yilmaz et al. 2011).

Specifically, we observed that the pattern of change was similar between
NMDAR1 and NMDAR2B subunits. While D-gal-induced brain aging reduced
NMDAR2B in the CD-fed and HFD-fed sedentary groups, NMDAR2A was

changed only in the HFD-D-gal-Sed group. Our present results are supported by
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previous studies showing that natural aging reduced NMDAR1 and NMDAR2B in
the hippocampus; however, the effect of aging on NDMAR2A expression is not
clearly defined (Magnusson et al. 2002, Wang et al. 2014a). Though six weeks of
HFD-feeding did not cause a significant change in NMDAR2A and NMDAR2B
subunits, Yilmaz et al. (2011) have reported that both NMDAR2A and NMDAR2B
subunits are negatively affected by long-term HFD-feeding. A previous microarray
study supports our present findings by demonstrating exercise as effective way to
recover aging-induced reduction of NMDAR (Molteni et al. 2002b). Indeed,
exercise or in vivo gene transfer induced an increase in hippocampal NMDAR2B
enhanced memory in Alzheimer’s disease (AD) model or aged mice, respectively
(Brim et al. 2013, Revilla et al. 2014). We therefore speculate from our and other
results that exercise is protective against obesity and/or aging-induced impairment
by positively regulating NMDAR.

We found a positive correlation between synaptic proteins and BDNF expression
from results presented here. Others have also reported that BDNF can enhance
synaptogenesis by stimulating the production of synaptic proteins (Ambrogini et al.
2013, Leal et al. 2014). Glutamate-mediated activation of NMDAR evoked
neuronal activation of BDNF gene and BDNF subsequently increases NMDARL,
NMDAR2A, and NMDAR2B subunits (Marosi and Mattson 2014, Caldeira et al.
2007). Functionally, BDNF-induced synaptic activity is NMDAR dependent and
impaired NMDAR resulted in defective response to BDNF in Tau transgenic (Tg)
mice (Burnouf et al. 2013). In our present study, exercise was effective in
increasing presynaptic synaptophysin and we confirmed positive effects on three
subunits of NMDAR. Physical exercise was also beneficial in 3xTg-AD model

mice by reversing decreased hippocampal level of synaptophysin and NMDAR
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(Revilla et al. 2014). Collectively, these results suggest that the effect of physical
exercise in ameliorating obesity and/or aging-induced reduction of synaptic
proteins is highly correlated with BDNF expression.

Furthermore, we investigated the expression of 4-HNE, protein-conjugated lipid
peroxidation product, in the whole hippocampus. HFD-induced obesity and/or D-
gal-induced aging increased the level of 4-HNE and treadmill exercise reduced its
accumulation. As oxidative stress accumulates, the resulting by-products are
produced via lipid peroxidation, protein carbonylation, and oxidization of DNA
nucleotide (Radak et al. 2011). From the results of present study, we can observe
that the expression pattern of 4-HNE was negatively correlated with neurogenic
and synaptic marker proteins. Consistently, in vivo and in vitro experiments
support this correlation by showing that ROS negatively affects the process of
neurogenesis from hippocampal neural stem cells (Limoli et al. 2006, Rivas-
Arancibia et al. 2010). 4-HNE is also regarded as mediator of oxidative stress-
induced neuronal apoptosis (Kruman et al. 1997). 4-HNE increases NMDAR-
mediated neurotoxicity by accelerating mitochondrial dysfunction (Choi et al.
2013). Lipid peroxidation causes a reduction in NMDAR via a change in
membrane organization (Yilmaz et al. 2011). Accordingly, we suggest that obesity
and/or aging is harmful with respect to lipid peroxidation and exercise can reduce
4-HNE production in the hippocampus.

In correlation with 4-HNE production in the hippocampus, we further examined
the effect of the D-gal-induced aging and treadmill exercise on the expression of
SOD1 in the hippocampus of HFD-fed mice. SODL is the cytoplasmic antioxidant
that catalyzes the conversion of superoxide into hydrogen peroxide. Hydrogen

peroxide causes reversible oxidative damage while superoxide resulted in
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irreversible damage (Lee et al. 2011). In the present study, SOD1 was inversely
changed from 4-HNE and positively associated with exercise-induced
improvement in hippocampal neurogenic and synaptic proteins. A study employing
an Alzheimer’s disease mouse model corroborates our findings by showing that
voluntary wheel running was effective at reducing oxidative stress via the
induction of antioxidants (Herring et al. 2010). We suggest that exercise-induced
SODL1 attenuated 4-HNE accumulation in the hippocampus of the D-gal and/or
HFD-treated mice. Additionally, we can draw that SOD1 may partially affected
hippocampal structural plasticity by regulating oxidative stress.

Taken together, D-gal-induced brain aging in the HFD-fed obesity model
aggravates the impairment of adult hippocampal neural plasticity. Treadmill
exercise-mediated improvement in the neural plasticity seems to be attributable to
the activation of BDNF-pCREB signaling and SOD1-mediated reduction of lipid

peroxidation.

The limit of present thesis is that we could not differentiate the change of subunit
composition of NMDAR in relation with their location in subregions (CAl, CA3,
and DG) of hippocampus or extrasynaptic/synaptic membranes; therefore, more
thoroughly designed further studies to elucidate these relations are required.
NMDAR is activated by its substrate binding and function of NMDAR is regulated
by protein kinases (Chen and Roche 2007). An investigation into the
phosphorylation of the NMDAR subunits is required to elucidate whether lifestyle
interventions can affect this. The early exercise treatment in HFD-fed obese mice
was effective at restoring the impaired neural plasticity. However, we could not

determine the critical point that lifestyle interventions cannot recover from the
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HFD-induced impairment to the control level in present study. A longer period of
the HFD-feeding treatment is required to determine the irreversible point of HFD-
induced hippocampal neural plasticity. Woo et al. (2013) have reported that after
13 weeks of HFD-feeding, diet change and/or exercise treatment improved BDNF-
pCREB signaling. In addition, exercise, but not diet alone, was effective at
improving cognitive function. At 18-24 months old, naturally aged rats showed
loss of synaptic density and synaptic counts in the dentate gyrus of the
hippocampus (McWilliams and Lynch 1984). Dietrich et al. (2008) additionally
reported that exercise increases hippocampal synaptogenesis, therefore, further
electron microscopic studies are required to determine the effect of HFD-feeding,
combined lifestyle interventions, and D-gal-induced aging on the formation of
synapse.

In summary, we evaluated the effect of dietary change, aging, and exercise
treatment in the HFD-induced obesity model. Combined treatment of dietary
change and exercise was efficient in improving weight, glucose control. However,
D-gal-induced aging did not affect these physiological parameters. Both dietary
change and exercise are positive mediators of hippocampal plasticity. With
combined intervention, the improvement in neural plasticity was transparent in
HFD-fed obese mice. In addition, D-gal treatment aggravated the impairment of
neural plasticity in the HFD-fed obese mice and forced treadmill exercise showed

anti-aging and anti-obesity effects in the hippocampus of HFD-fed mice.
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Conclusion

The aim of this thesis was to investigate the effect of lifestyle intervention on
adult hippocampal plasticity of the HFD-fed obese mice. In particular, we focused
on the proliferation and differentiation of neural stem cells in the dentate gyrus of
hippocampus. We changes in synaptic protein expression, such as synaptophysin
and NMDAR.

In this thesis, we identified that long-term exposure to HFD reduced cell
proliferation and neuronal differentiation in adult hippocampus. Dietary change or
exercise treatment improved the expression of marker proteins in neural plasticity
in the hippocampus of the HFD-fed mice. The earlier start of diet control or
exercise intervention was efficient in reversing HFD-induced impairment in neural
plasticity in the hippocampus. The BDNF-pCREB signaling was down-regulated in
the hippocampus by HFD-feeding. The 4-HNE was reversely changed compared to
the antioxidant SOD1. Interestingly, combined dietary control and exercise
intervention showed synergistic effects when compared with the monotherapy. The
enhancement of the hippocampal neural plasticity was highly correlated with the
up-regulation of the BDNF-pCREB signaling and SOD1-induced reduction of 4-
HNE accumulation.

Furthermore, we established a combined model of aging and obesity by D-gal
and HFD treatment. Importantly, the reduction of adult hippocampal neural
plasticity was aggravated by D-gal treatment in the HFD-fed obese mice. Physical
exercise was effective in ameliorating D-gal and/or HFD-induced reduction in
neural plasticity. We identified that BDNF-pCREB signaling was severely

downregulated in the combined aging and obesity model, and treadmill exercise
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used this pathway to attenuate the aging and obesity-induced impairments in the
hippocampus. The oxidative stress-induced accumulation of 4-HNE was also
aggravated by D-gal and/or HFD treatment with a reverse correlation with
antioxidant SOD1. In addition, the exercise intervention in the combined model of
aging and obesity showed anti-aging and anti-obesity effects via SOD1-mediated
reduction of 4-HNE.

These results indicate that combined dietary change and exercise intervention is
effective in attenuating obesity-induced change in hippocampal neural plasticity.
Additionally, the coexistence of aging and obesity aggravated the impairment in
hippocampal neuroplasticity. The enhancement of BDNF-pCREB signaling and
reduction of 4-HNE accumulation via the induction of SOD1 are thought to be
common mechanisms between dietary change and exercise interventions. Therefore,
lifestyle therapies are helpful protecting hippocampal neural plasticity via

amelioration of obesity or aging-related changes.

- 89 -



References

Aguiar AS Jr, Castro AA, Moreira EL, Glaser V, Santos AR, Tasca ClI, Latini A,
Prediger RD. 2011. Short bouts of mild-intensity physical exercise improve
spatial learning and memory in aging rats: involvement of hippocampal
plasticity via AKT, CREB and BDNF signaling. Mech. Ageing. Dev. 132: 560-
567.

Ahlskog JE, Geda YE, Graff-Radford NR, Petersen RC. 2011. Physical exercise as
a preventive or disease-modifying treatment of dementia and brain aging.
Mayo Clin. Proc. 86: 876-884.

Ambrogini P, Lattanzi D, Ciuffoli S, Betti M, Fanelli M, Cuppini R. 2013. Physical
exercise and environment exploration affect synaptogenesis in adult-generated
neurons in the rat dentate gyrus: possible role of BDNF. Brain Res. 1534: 1-12.

Bamji SX, Rico B, Kimes N, Reichardt LF. 2006. BDNF mobilizes synaptic
vesicles and enhances synapse formation by disrupting cadherin-p-catenin
interactions. J. Cell Biol. 174: 289-299.

Barria A, Malinow R. 2005. NMDA receptor subunit composition controls synaptic
plasticity by regulating binding to CaMKII. Neuron 48: 289-301.

Bath KG, Jing DQ, Dincheva I, Neeb CC, Pattwell SS, Chao MV, Lee FS, Ninan I.
2012. BDNF Val66Met impairs fluoxetine-induced enhancement of adult
hippocampus plasticity. Neuropsychopharmacology 37: 1297-1304.

Beck T, Lindholm D, Castrén E, Wree A. 1994. Brain-derived neurotrophic factor
protects against ischemic cell damage in rat hippocampus. J. Cereb. Blood
Flow Metab. 14: 689-692.

Bernabeu R, Sharp FR. 2000. NMDA and AMPA/kainate glutamate receptors

- 90 -



modulate dentate neurogenesis and CA3 synapsin-I in normal and ischemic
hippocampus. J. Cereb. Blood Flow Metab. 20: 1669-1680.

Blackmore DG, Golmohammadi MG, Large B, Waters MJ, Rietze RL. 20009.
Exercise increases neural stem cell number in a growth hormone-dependent
manner, augmenting the regenerative response in aged mice. Stem Cells 27:
2044-2052.

Brim BL, Haskell R, Awedikian R, Ellinwood NM, Jin L, Kumar A, Foster TC,
Magnusson KR. 2013. Memory in aged mice is rescued by enhanced
expression of the GIuN2B subunit of the NMDA receptor. Behav. Brain Res.
238: 211-226.

Brown JP, Couillard-Després S, Cooper-Kuhn CM, Winkler J, Aigner L, Kuhn HG.
2003. Transient expression of doublecortin during adult neurogenesis. J. Comp.
Neurol. 467: 1-10.

Burnouf S, Martire A, Derisbourg M, Laurent C, Belarbi K, Leboucher A,
Fernandez-Gomez FJ, Troquier L, Eddarkaoui S, Grosjean ME, Demeyer D,
Muhr-Tailleux A, Buisson A, Sergeant N, Hamdane M, Humez S, Popoli P,
Buée L, Blum D. 2013. NMDA receptor dysfunction contributes to impaired
brain-derived neurotrophic factor-induced facilitation of hippocampal synaptic
transmission in a Tau transgenic model. Aging Cell 12: 11-23.

Butte NF, Christiansen E, Sgrensen TI. 2007. Energy imbalance underlying the
development of childhood obesity. Obesity 15: 3056-3066.

Butterfield DA, Castegna A, Pocernich CB, Drake J, Scapagnini G, Calabrese V.
2002. Nutritional approaches to combat oxidative stress in Alzheimer's disease.
J. Nutr. Biochem. 13: 444-461.

Butterfield DA, Lauderback CM. 2002 Lipid peroxidation and protein oxidation in

- 01 -



Alzheimer's disease brain: potential causes and consequences involving
amyloid beta-peptide-associated free radical oxidative stress. Free Radic. Biol.
Med. 32: 1050-1060.

Caldeira MV, Melo CV, Pereira DB, Carvalho RF, Carvalho AL, Duarte CB. 2007.
BDNF regulates the expression and traffic of NMDA receptors in cultured
hippocampal neurons. Mol. Cell. Neurosci. 35: 208-219.

Chen BS, Roche KW. 2007. Regulation of NMDA receptors by phosphorylation.
Neuropharmacology 53: 362-368.

Choi I, Lim JH, Kim C, Song HY, Ju C, Kim WK. 2013. 4-Hydroxy-2(E)-nonenal
facilitates NMDA-induced neurotoxicity via triggering mitochondrial
permeability transition pore opening and mitochondrial calcium overload. Exp.
Neurobiol. 22: 200-207.

Cui X, Zuo P, Zhang Q, Li X, Hu Y, Long J, Packer L, Liu J. 2006. Chronic
systemic D-galactose exposure induces memory loss, neurodegeneration, and
oxidative damage in mice: protective effects of R-a-Lipoic acid. J. Neurosci.
Res. 83: 1584-1590.

Danzer SC. 2008. Postnatal and adult neurogenesis in the development of human
disease. Neuroscientist 14: 446-458.

Dinel AL, André C, Aubert A, Ferreira G, Layé S, Castanon N. 2011. Cognitive and
emotional alterations are related to hippocampal inflammation in a mouse
model of metabolic syndrome. PL0S One 6: €24325.

Deng W, Aimone JB, Gage FH. 2010. New neurons and new memories: how does
adult hippocampal neurogenesis affect learning and memory? Nat. Rev.
Neurosci. 11: 339-350.

Deng W, Saxe MD, Gallina IS, Gage FH. 2009. Adult-born hippocampal dentate

- 092 -



granule cells undergoing maturation modulate learning and memory in the
brain. J. Neurosci. 29:13532-13542.

Dietrich MO, Andrews ZB, Horvath TL. 2008. Exercise-induced synaptogenesis in
the hippocampus is dependent on UCP2-regulated mitochondrial adaptation. J.
Neurosci. 28: 10766-10771.

Elias MF, Elias PK, Sullivan LM, Wolf PA, D'Agostino RB. 2005. Obesity,
diabetes and cognitive deficit: The Framingham Heart Study. Neurobiol. Aging
26: 11-16.

Eriksson PS, Perfilieva E, Bjork-Eriksson T, Alborn AM, Nordborg C, Peterson DA,
Gage FH. 1998. Neurogenesis in the adult human hippocampus. Nat. Med. 4:
1313-1317.

Fan H, Gao J, Wang W, Li X, Xu T, Yin X. 2012. Expression of NMDA receptor
and its effect on cell proliferation in the subventricular zone of neonatal rat
brain. Cell Biochem. Biophys. 62: 305-316.

Farr SA, Yamada KA, Butterfield DA, Abdul HM, Xu L, Miller NE, Banks WA,
Morley JE. 2008. Obesity and hypertriglyceridemia produce cognitive
impairment. Endocrinology 149: 2628-2636.

Fischer A, Sananbenesi F, Wang X, Dobbin M, Tsai LH. 2007. Recovery of
learning and memory is associated with chromatin remodelling. Nature 447:
178-182.

Fishman K, Baure J, Zou Y, Huang TT, Andres-Mach M, Rola R, Suarez T,
Acharya M, Limoli CL, Lamborn KR, Fike JR. 2009. Radiation-induced
reductions in neurogenesis are ameliorated in mice deficient in CuZnSOD or
MnSOD. Free Radic. Biol. Med. 47: 1459-1467.

Fiuza-Luces C, Garatachea N, Berger NA, Lucia A. 2013. Exercise is the real

- 03 -



polypill. Physiology 28: 330-358.

Franklin KBJ, Paxinos G. 1997. The mouse brain in stereotaxic coordinates. 1st ed.,
Academic Press, San Diego.

Gallou-Kabani C, Vigé A, Gross MS, Rabés JP, Boileau C, Larue-Achagiotis C,
Tomé D, Jais JP, Junien C. 2007. C57BL/6J and A/J mice fed a high-fat diet
delineate components of metabolic syndrome. Obesity 15: 1996-2005.

Ge S, Yang CH, Hsu KS, Ming GL, Song H. 2007. A critical period for enhanced
synaptic plasticity in newly generated neurons of the adult brain. Neuron 54:
559-566.

Gil-Mohapel J, Brocardo PS, Choquette W, Gothard R, Simpson JM, Christie BR.
2013. Hippocampal neurogenesis levels predict WATERMAZE search
strategies in the aging brain. PLoS One 8: e75125.

Gould E, Reeves AJ, Fallah M, Tanapat P, Gross CG, Fuchs E. 1999. Hippocampal
neurogenesis in adult Old World primates. Proc. Natl. Acad. Sci. USA 96:
5263-5267.

Gray J, Yeo GS, Cox JJ, Morton J, Adlam AL, Keogh JM, Yanovski JA, El
Gharbawy A, Han JC, Tung YC, Hodges JR, Raymond FL, O'rahilly S,
Farooqgi 1S. 2006. Hyperphagia, severe obesity, impaired cognitive function,
and hyperactivity associated with functional loss of one copy of the brain-
derived neurotrophic factor (BDNF) gene. Diabetes 55: 3366-3371.

Gu X, Zhou Y, Hu X, Gu Q, Wu X, Cao M, Ke K, Liu C. 2013. Reduced numbers
of cortical GABA-immunoreactive neurons in the chronic D-galactose
treatment model of brain aging. Neurosci. Lett. 549: 82-86.

Guoging G, Fuben X. 1991. Study of aging model in mice. J. China Pharm. Uni.
22:101-103.

- 94 -



Hack MA, Saghatelyan A, de Chevigny A, Pfeifer A, Ashery-Padan R, Lledo PM,
Go6tz M. 2005. Neuronal fate determinants of adult olfactory bulb neurogenesis.
Nat. Neurosci. 8: 865-872.

Hardingham GE. 2009. Coupling of the NMDA receptor to neuroprotective and
neurodestructive events. Biochem. Soc. Trans. 37: 1147-1160.

Hernandez-Rabaza V, Llorens-Martin M, Velazquez-Sanchez C, Ferragud A,
Arcusa A, Gumus HG, Gomez-Pinedo U, Pérez-Villalba A, Rosellé J, Trejo JL,
Barcia JA, Canales JJ. 2009. Inhibition of adult hippocampal neurogenesis
disrupts contextual learning but spares spatial working memory, long-term
conditional rule retention and spatial reversal. Neuroscience 159: 59-68.

Herring A, Blome M, Ambree O, Sachser N, Paulus W, Keyvani K. 2010.
Reduction of cerebral oxidative stress following environmental enrichment in
mice with Alzheimer-like pathology. Brain Pathol. 20: 166-175.

Ho S, Liu J, Wu R. 2003. Establishment of the mimetic aging effect in mice caused
by D-galactose. Biogerontology 4: 15-18.

Hwang IK, Kim 1Y, Kim DW, Yoo KY, Kim YN, Yi SS, Won MH, Lee IS, Yoon
YS, Seong JK. 2008. Strain-specific differences in cell proliferation and
differentiation in the dentate gyrus of C57BL/6N and C3H/HeN mice fed a
high fat diet. Brain Res. 1241: 1-6.

Hwang IK, Kim 1Y, Kim YN, Yi SS, Park IS, Min BH, Doo HK, Ahn SY, Kim YS,
Lee IS, Yoon YS, Seong JK. 2009. Comparative study on high fat diet-induced
4-hydroxy-2E-nonenal adducts in the hippocampal CAl region of C57BL/6N
and C3H/HeN mice. Neurochem. Res. 34: 964-972.

Jeon BT, Jeong EA, Shin HJ, Lee Y, Lee DH, Kim HJ, Kang SS, Cho GJ, Choi WS,

Roh GS. 2012. Resveratrol attenuates obesity-associated peripheral and central

- 05 -



inflammation and improves memory deficit in mice fed a high-fat diet.
Diabetes 61: 1444-1454.

JiJF, Ji SJ, Sun R, Li K, Zhang Y, Zhang LY, Tian Y. 2014. Forced running exercise
attenuates hippocampal neurogenesis impairment and the neurocognitive
deficits induced by whole-brain irradiation via the BDNF-mediated pathway.
Biochem. Biophys. Res. Commun. 443: 646-651.

Joo JY, Kim BW, Lee JS, Park JY, Kim S, Yun YJ, Lee SH, Lee SH, Rhim H, Son
H. 2007. Activation of NMDA receptors increases proliferation and
differentiation of hippocampal neural progenitor cells. J. Cell Sci. 120: 1358-
1370.

Joosten EA, Houweling DA. 2004. Local acute application of BDNF in the
lesioned spinal cord anti-inflammatory and anti-oxidant effects. Neuroreport
15: 1163-1166.

Julien C, Tremblay C, Phivilay A, Berthiaume L, Emond V, Julien P, Calon F. 2010.
High-fat diet aggravates amyloid-beta and tau pathologies in the 3xTg-AD
mouse model. Neurobiol. Aging 31: 1516-1531.

Kannangara TS, Bostrom CA, Ratzlaff A, Thompson L, Cater R, Gil-Mohapel J,
Christie BR. 2014. Deletion of the NMDA receptor GIUN2A subunit
significantly decreases dendritic growth in maturing dentate granule neurons.
PL0S One 9: e103155.

Kanoski SE, Davidson TL. 2011. Western diet consumption and cognitive
impairment: links to hippocampal dysfunction and obesity. Physiol. Behav.
103: 59-68.

Kee N, Sivalingam S, Boonstra R, Wojtowicz JM. 2002. The utility of Ki-67 and

BrdU as proliferative markers of adult neurogenesis. J. Neurosci. Methods

- 96 -



115: 97-105.

Kempermann G, Jessberger S, Steiner B, Kronenberg G. 2004. Milestones of
neuronal development in the adult hippocampus. Trends Neurosci. 27: 447-452.

Kim MJ, Dunah AW, Wang YT, Sheng M. 2005. Differential roles of NR2A- and
NR2B-containing NMDA receptors in Ras-ERK signaling and AMPA receptor
trafficking. Neuron 46: 745-760.

Kitamura T, Mishina M, Sugiyama H. 2003. Enhancement of neurogenesis by
running wheel exercises is suppressed in mice lacking NMDA receptor €l
subunit. Neurosci. Res. 47: 55-63.

Kobilo T, Guerrieri D, Zhang Y, Collica SC, Becker KG, van Praag H. 2014.
AMPK agonist AICAR improves cognition and motor coordination in young
and aged mice. Learn. Mem. 21:119-126.

Kruman I, Bruce-Keller AJ, Bredesen D, Waeg G, Mattson MP. 1997. Evidence that
4-hydroxynonenal mediates oxidative stress-induced neuronal apoptosis. J.
Neurosci. 17: 5089-5100.

Kuhn HG, Dickinson-Anson H, Gage FH. 1996. Neurogenesis in the dentate gyrus
of the adult rat: age-related decrease of neuronal progenitor proliferation. J.
Neurosci. 16: 2027-2033.

Kwon SE, Chapman ER. 2011. Synaptophysin regulates the kinetics of synaptic
vesicle endocytosis in central neurons. Neuron 70: 847-854.

Lafenétre P, Leske O, Ma-Hbogemeie Z, Haghikia A, Bichler Z, Wahle P, Heumann
R. 2010. Exercise can rescue recognition memory impairment in a model with
reduced adult hippocampal neurogenesis. Front. Behav. Neurosci. 3: 34.

Laker RC, Lillard TS, Okutsu M, Zhang M, Hoehn KL, Connelly JJ, Yan Z. 2014.

Exercise prevents maternal high-fat diet-induced hypermethylation of the

- 97 -



Pgc-la. gene and age-dependent metabolic dysfunction in the offspring.
Diabetes 63: 1605-1611.

Leal G, Comprido D, Duarte CB. 2014. BDNF-induced local protein synthesis and
synaptic plasticity. Neuropharmacology 76: 639-656.

Lee J, Duan W, Long JM, Ingram DK, Mattson MP. 2000. Dietary restriction
increases the number of newly generated neural cells, and induces BDNF
expression, in the dentate gyrus of rats. J. Mol. Neurosci. 15: 99-108.

Lee WH, Kumar A, Rani A, Herrera J, Xu J, Someya S, Foster TC. 2011. Influence
of viral vector-mediated delivery of superoxide dismutase and catalase to the
hippocampus on spatial learning and memory during aging. Antioxid. Redox
Signal. 16: 339-350.

Lei M, Hua X, Xiao M, Ding J, Han Q, Hu G. 2008. Impairments of astrocytes are
involved in the d-galactose-induced brain aging. Biochem. Biophys. Res.
Commun. 369: 1082-1087.

Lim S, Kim JH, Yoon JW, Kang SM, Choi SH, Park YJ, Kim KW, Lim JY, Park
KS, Jang HC. 2010. Sarcopenic obesity: prevalence and association with
metabolic syndrome in the Korean Longitudinal Study on Health and Aging
(KLoSHA). Diabetes Care 33: 1652-1654.

Limoli CL, Giedzinski E, Baure J, Rola R, Fike JR. 2006. Altered growth and
radiosensitivity in neural precursor cells subjected to oxidative stress. Int. J.
Radiat. Biol. 82: 640-647.

Liu D, Diorio J, Day JC, Francis DD, Meaney MJ. 2000. Maternal care,
hippocampal synaptogenesis and cognitive development in rats. Nat. Neurosci.
3:799-806.

Liu J, He QJ, Zou W, Wang HX, Bao YM, Liu YX, An LJ. 2006. Catalpol increases

- 08 -



hippocampal neuroplasticity and up-regulates PKC and BDNF in the aged rats.
Brain Res. 1123: 68-79.

Liu L, Wong TP, Pozza MF, Lingenhoehl K, Wang Y, Sheng M, Auberson YP,
Wang YT. 2004. Role of NMDA receptor subtypes in governing the direction
of hippocampal synaptic plasticity. Science 304: 1021-1024.

Lugert S, Basak O, Knuckles P, Haussler U, Fabel K, Gtz M, Haas CA,
Kempermann G, Taylor V, Giachino C. 2010. Quiescent and active
hippocampal neural stem cells with distinct morphologies respond selectively
to physiological and pathological stimuli and aging. Cell Stem Cell 6: 445-456.

Ma J, Choi BR, Chung C, Min SS, Jeon WK, Han JS. 2014a. Chronic brain
inflammation causes a reduction in GIuUN2A and GIuN2B subunits of NMDA
receptors and an increase in the phosphorylation of mitogen-activated protein
kinases in the hippocampus. Mol. Brain 7: 33.

Ma K, Wu A, Yang T, Sheng D, Chen L, Li L, Liu K. 2014b. Progressive
impairment of motor skill learning in a D-galactose-induced aging mouse
model. Pakistan J. Zool. 46: 215-221.

Maesako M, Uemura K, Kubota M, Kuzuya A, Sasaki K, Hayashida N, Asada-
Utsugi M, Watanabe K, Uemura M, Kihara T, Takahashi R, Shimohama S,
Kinoshita A. 2012. Exercise is more effective than diet control in preventing
high fat diet-induced pB-amyloid deposition and memory deficit in amyloid
precursor protein transgenic mice. J. Biol. Chem. 287: 23024-23033.

Magnusson KR, Nelson SE, Young AB. 2002. Age-related changes in the protein
expression of subunits of the NMDA receptor. Mol. Brain Res. 99: 40-45.

Marosi K, Mattson MP. 2014. BDNF mediates adaptive brain and body responses

to energetic challenges. Trends Endocrinol. Metab. 25: 89-98.

- 99 -



Marques CM, Motta VF, Torres TS, Aguila MB, Mandarim-de-Lacerda CA. 2010.
Beneficial effects of exercise training (treadmill) on insulin resistance and
nonalcoholic fatty liver disease in high-fat fed C57BL/6 mice. Braz. J. Med.
Biol. Res. 43: 467-475.

Marlatt MW, Potter MC, Lucassen PJ, van Praag H. 2012. Running throughout
middle-age improves memory function, hippocampal neurogenesis, and BDNF
levels in female C57BL/6J mice. Dev. Neurobiol. 72: 943-952.

Mattson MP. 1998. Modification of ion homeostasis by lipid peroxidation: roles in
neuronal degeneration and adaptive plasticity. Trends Neurosci 21: 53-57.

Mattson MP. 2008. Glutamate and neurotrophic factors in neuronal plasticity and
disease. Ann. N. Y. Acad. Sci. 1144: 97-112.

Mattson MP, Maudsley S, Martin B. 2004. BDNF and 5-HT: a dynamic duo in age-
related neuronal plasticity and neurodegenerative disorders. Trends Neurosci.
27: 589-594.

McWilliams JR, Lynch G. 1984. Synaptic density and axonal sprouting in rat
hippocampus: stability in adulthood and decline in late adulthood. Brain Res.
294: 152-156.

Mic¢i¢ DV, Petronijevi¢ ND, Vuceti¢ SS. 2003. Superoxide dismutase activity in
the mongolian gerbil brain after acute poisoning with aluminum. J. Alzheimers
Dis. 5: 49-56.

Molteni R, Barnard RJ, Ying Z, Roberts CK, Gomez-Pinilla F. 2002a. A high-fat,
refined sugar diet reduces hippocampal brain-derived neurotrophic factor,
neuronal plasticity, and learning. Neuroscience 112: 803-814.

Molteni R, Wu A, Vaynman S, Ying Z, Barnard RJ, Gomez-Pinilla F. 2004.

Exercise reverses the harmful effects of consumption of a high-fat diet on

- 100 -



synaptic and behavioral plasticity associated to the action of brain-derived
neurotrophic factor. Neuroscience 123: 429-440.

Molteni R, Ying Z, Gomez-Pinilla F. 2002b. Differential effects of acute and
chronic exercise on plasticity-related genes in the rat hippocampus revealed by
microarray. Eur. J. Neurosci. 16: 1107-1116.

Momken 1, Stevens L, Bergouignan A, Desplanches D, Rudwill F, Chery I,
Zahariev A, Zahn S, Stein TP, Sebedio JL, Pujos-Guillot E, Falempin M,
Simon C, Coxam V, Andrianjafiniony T, Gauquelin-Koch G, Picquet F, Blanc S.
2011. Resveratrol prevents the wasting disorders of mechanical unloading by
acting as a physical exercise mimetic in the rat. FASEB J. 25: 3646-3660.

Morrison CD, Pistell PJ, Ingram DK, Johnson WD, Liu Y, Fernandez-Kim SO,
White CL, Purpera MN, Uranga RM, Bruce-Keller AJ, Keller JN. 2010. High
fat diet increases hippocampal oxidative stress and cognitive impairment in
aged mice: implications for decreased Nrf2 signaling. J. Neurochem. 114:
1581-1589.

Mullen RJ, Buck CR, Smith AM. 1992. NeuN, a neuronal specific nuclear protein
in vertebrates. Development 116: 201-211.

Muller FL, Lustgarten MS, Jang Y, Richardson A, Van Remmen H. 2007. Trends
in oxidative aging theories. Free Radic. Biol. Med. 43: 477-503.

Nakagawa S, Kim JE, Lee R, Malberg JE, Chen J, Steffen C, Zhang YJ, Nestler EJ,
Duman RS. 2002. Regulation of neurogenesis in adult mouse hippocampus by
CAMP and the cAMP response element-binding protein. J. Neurosci. 22: 3673-
3682.

Nam SM, Choi JH, Yoo DY, Kim W, Jung HY, Kim JW, Kang SY, Park J, Kim DW,

Kim WJ, Yoon YS, Hwang IK. 2013. Valeriana officinalis extract and its main

- 101 -



component, valerenic acid, ameliorate D-galactose-induced reductions in
memory, cell proliferation, and neuroblast differentiation by reducing
corticosterone levels and lipid peroxidation. Exp. Gerontol. 48: 1369-1377.

Nam SM, Choi JH, Yoo DY, Kim W, Jung HY, Kim JW, Yoo M, Lee S, Kim CJ,
Yoon YS, Hwang IK. 2014a. Effects of curcumin (Curcuma longa) on learning
and spatial memory as well as cell proliferation and neuroblast differentiation
in adult and aged mice by upregulating brain-derived neurotrophic factor and
CREB signaling. J. Med. Food 17: 641-649.

Nam SM, Chung TH, Kim JW, Jung HY, Yim HS, Kim DW, Yoo DY, Nam H, Choi
JH, Hwang IK, Suh JG, Yoon YS. 2014b. Comparison of N-methyl-D-aspartate
receptor subunit 1 and 4-hydroxynonenal in the hippocampus of natural and
chemical-induced aging accelerated mice. Neurochem. Res. 39: 1702-1708.

Nam SM, Kim JW, Yoo DY, Yim HS, Kim DW, Choi JH, Kim W, Jung HY, Won
MH, Hwang IK, Seong JK, Yoon YS. 2014c. Physical exercise ameliorates the
reduction of neural stem cell, cell proliferation and neuroblast differentiation in
senescent mice induced by D-galactose. BMC Neurosci. 15: 116.

Namba T, Ming GL, Song H, Waga C, Enomoto A, Kaibuchi K, Kohsaka S,
Uchino S. 2011. NMDA receptor regulates migration of newly generated
neurons in the adult hippocampus via Disrupted-In-Schizophrenia 1 (DISC1). J.
Neurochem. 118: 34-44.

Noble EE, Billington CJ, Kotz CM, Wang C. The lighter side of BDNF. 2011. Am.
J. Physiol. Regul. Integr. Comp. Physiol. 300: R1053-1069.

Noble EE, Mavanji V, Little MR, Billington CJ, Kotz CM, Wang C. 2014. Exercise
reduces diet-induced cognitive decline and increases hippocampal brain-

derived neurotrophic factor in CA3 neurons. Neurobiol. Learn. Mem. 114: 40-

- 102 -



50.

Numakawa T, Suzuki S, Kumamaru E, Adachi N, Richards M, Kunugi H. 2010.
BDNF function and intracellular signaling in neurons. Histol. Histopathol. 25:
237-258.

Page KC, Jones EK, Anday EK. 2014. Maternal and postweaning high-fat diets
disturb hippocampal gene expression, learning, and memory function. Am. J.
Physiol. Regul. Integr. Comp. Physiol. 306: R527-537.

Pan XR, Li GW, Hu YH, Wang JX, Yang WY, An ZX, Hu ZX, Lin J, Xiao JZ, Cao
HB, Liu PA, Jiang XG, Jiang YY, Wang JP, Zheng H, Zhang H, Bennett PH,
Howard BV. 1997. Effects of diet and exercise in preventing NIDDM in people
with impaired glucose tolerance. The Da Qing IGT and Diabetes Study.
Diabetes Care 20: 537-544.

Paoletti P, Bellone C, Zhou Q. 2013. NMDA receptor subunit diversity: impact on
receptor properties, synaptic plasticity and disease. Nat. Rev. Neurosci. 14:
383-400.

Park HR, Park M, Choi J, Park KY, Chung HY, Lee J. 2010. A high-fat diet impairs
neurogenesis: involvement of lipid peroxidation and brain-derived
neurotrophic factor. Neurosci. Lett. 482: 235-239.

Pistell PJ, Morrison CD, Gupta S, Knight AG, Keller JN, Ingram DK, Bruce-Keller
AJ. 2010. Cognitive impairment following high fat diet consumption is
associated with brain inflammation. J. Neuroimmunol. 219: 25-32.

Radak Z, Zhao Z, Goto S, Koltai E. 2011. Age-associated neurodegeneration and
oxidative damage to lipids, proteins and DNA. Mol. Aspects Med. 32: 305-315.

Ramirez-Amaya V, Balderas |, Sandoval J, Escobar ML, Bermudez-Rattoni F. 2001.

Spatial long-term memory is related to mossy fiber synaptogenesis. J. Neurosci.

- 103 -



21: 7340-7348.

Revilla S, Sufiol C, Garcia-Mesa Y, Giménez-Llort L, Sanfeliu C, Cristofol R. 2014.
Physical exercise improves synaptic dysfunction and recovers the loss of
survival factors in 3xTg-AD mouse brain. Neuropharmacology 81: 55-63.

Reynolds A, Laurie C, Mosley RL, Gendelman HE. 2007. Oxidative stress and the
pahogenesis of neurodegenrative disorders. Int. Rev. Neurobiol. 82: 297-325.

Rivas-Arancibia S, Guevara-Guzman R, Lépez-Vidal Y, Rodriguez-Martinez E,
Zanardo-Gomes M, Angoa-Pérez M, Raisman-Vozari R. 2010. Oxidative stress
caused by ozone exposure induces loss of brain repair in the hippocampus of
adult rats. Toxicol. Sci. 113: 187-197.

Rossmeisl M, Rim JS, Koza RA, Kozak LP. 2003. Variation in type 2 diabetes--
related traits in mouse strains susceptible to diet-induced obesity. Diabetes 52:
1958-1966.

Ross R, Janssen |, Dawson J, Kungl AM, Kuk JL, Wong SL, Nguyen-Duy TB, Lee
S, Kilpatrick K, Hudson R. 2004. Exercise-induced reduction in obesity and
insulin resistance in women: a randomized controlled trial. Obes. Res. 12: 789-
798.

Salmon AB, Richardson A, Pérez V1. 2010. Update on the oxidative stress theory
of aging: does oxidative stress play a role in aging or healthy aging? Free
Radic. Biol. Med. 48: 642-655.

Sato Y, Nagasaki M, Kubota M, Uno T, Nakai N. 2007. Clinical aspects of physical
exercise for diabetes/metabolic syndrome. Diabetes Res. Clin. Pract. 77: S87-
S91.

Saxe MD, Battaglia F, Wang JW, Malleret G, David DJ, Monckton JE, Garcia AD,
Sofroniew MV, Kandel ER, Santarelli L, Hen R, Drew MR. 2006. Ablation of

- 104 -



hippocampal neurogenesis impairs contextual fear conditioning and synaptic
plasticity in the dentate gyrus. Proc. Natl. Acad. Sci. USA 103: 17501-17506.

Siwak-Tapp CT, Head E, Muggenburg BA, Milgram NW, Cotman CW. 2007.
Neurogenesis decreases with age in the canine hippocampus and correlates
with cognitive function. Neurobiol. Learn. Mem. 88:249-259.

Song DK, Choe BK, Bae JH, Park WK, Han IS, Ho WK, Earm YE. 1998. Brain-
derived neurotrophic factor rapidly potentiates synaptic transmission through
NMDA, but suppresses it through non-NMDA receptors in rat hippocampal
neuron. Brain Res. 799: 176-179.

Song X, Bao M, Li D, Li Y. 1999. Advanced glycation in D-galactose induced
mouse aging model. Mech. Aging Dev. 108: 239-251.

Southorn PA, Powis G. 1988. Free radicals in medicine. 1. Chemical nature and
biologic reactions. Mayo Clin. Proc. 63: 381-389.

Stevic R, Zivkovic TB, Erceg P, Milosevic D, Despotovic N, Davidovic M. 2007.
Oral glucose tolerance test in the assessment of glucose-tolerance in the elderly
people. Age Ageing 36: 459-462.

Sun H, Zhang J, Zhang L, Liu H, Zhu H, Yang Y. 2010. Environmental enrichment
influences BDNF and NR1 levels in the hippocampus and restores cognitive
impairment in chronic cerebral hypoperfused rats. Curr. Neurovasc. Res. 7:
268-280.

Suzuki A, Fukushima H, Mukawa T, Toyoda H, Wu LJ, Zhao MG, Xu H, Shang Y,
Endoh K, lwamoto T, Mamiya N, Okano E, Hasegawa S, Mercaldo V, Zhang Y,
Maeda R, Ohta M, Josselyn SA, Zhuo M, Kida S. 2011. Upregulation of
CREB-mediated transcription enhances both short- and long-term memory. J.

Neurosci. 31: 8786-9802.

- 105 -



Talbot K, Wang HY, Kazi H, Han LY, Bakshi KP, Stucky A, Fuino RL, Kawaguchi
KR, Samoyedny AJ, Wilson RS, Arvanitakis Z, Schneider JA, Wolf BA,
Bennett DA, Trojanowski JQ, Arnold SE. 2012. Demonstrated brain insulin
resistance in Alzheimer's disease patients is associated with IGF-1 resistance,
IRS-1 dysregulation, and cognitive decline. J. Clin. Invest. 122: 1316-1338.

Tao X, Finkbeiner S, Arnold DB, Shaywitz AJ, Greenberg ME. 1998. Ca®* influx
regulates BDNF transcription by a CREB family transcription factor-dependent
mechanism. Neuron 20: 709-726.

Tarsa L, Goda Y. 2002. Synaptophysin regulates activity-dependent synapse
formation in cultured hippocampal neurons. Proc. Natl. Acad. Sci. USA
99:1012-1016.

Tashiro A, Sandler VM, Toni N, Zhao C, Gage FH. 2006. NMDA-receptor-
mediated, cell-specific integration of new neurons in adult dentate gyrus.
Nature 442: 929-933.

Tchantchou F, Lacor PN, Cao Z, Lao L, Hou Y, Cui C, Klein WL, Luo Y. 2009.
Stimulation of neurogenesis and synaptogenesis by bilobalide and quercetin
via common final pathway in hippocampal neurons. J. Alzheimers Dis. 18:
787-798.

Toni N, E Teng EM, Bushong EA, Aimone JB, Zhao C, Consiglio A, van Praag H,
Martone ME, Ellisman MH, Gage FH. 2007. Synapse formation on neurons
born in the adult hippocampus. Nat. Neurosci. 10: 727-734.

Ujike H, Takaki M, Kodama M, Kuroda S. 2002. Gene expression related to
synaptogenesis, neuritogenesis, and MAP kinase in behavioral sensitization to
psychostimulants. Ann. N. Y. Acad. Sci. 965: 55-67.

Valladolid-Acebes I, Merino B, Principato A, Fole A, Barbas C, Lorenzo MP,

- 106 -



Garcia A, Del Olmo N, Ruiz-Gayo M, Cano V. 2012. High-fat diets induce
changes in hippocampal glutamate metabolism and neurotransmission. Am. J.
Physiol. Endocrinol. Metab. 302: E396-402.

van Praag H, Christie BR, Sejnowski TJ, Gage FH. 1999. Running enhances
neurogenesis, learning, and long-term potentiation in mice. Proc. Natl. Acad.
Sci. USA 96: 13427-13431.

van Praag H, Shubert T, Zhao C, Gage FH. 2005. Exercise enhances learning and
hippocampal neurogenesis in aged mice. J. Neurosci. 25: 8680-8685.

Vaynman SS, Ying Z, Gomez-Pinilla F. 2004. Hippocampal BDNF mediates the
efficacy of exercise on synaptic plasticity and cognition. Eur. J. Neurosci. 20:
2580-2590.

Vaynman SS, Ying Z, Yin D, Gomez-Pinilla F. 2006. Exercise differentially
regulates synaptic proteins associated to the function of BDNF. Brain Res.
1070: 124-130.

Wagner A, Dallongeville J, Haas B, Ruidavets JB, Amouyel P, Ferriéres J, Simon C,
Arveiler D. 2012. Sedentary behaviour, physical activity and dietary patterns
are independently associated with the metabolic syndrome. Diabetes Metab.
38: 428-435.

Wang D, Jacobs SA, Tsien JZ. 2014a. Targeting the NMDA receptor subunit NR2B
for treating or preventing age-related memory decline. Expert Opin. Ther.
Targets 18: 1121-1130.

Wang Y, Hameed MQ, Rakhade SN, Iglesias AH, Muller PA, Mou DL, Rotenberg
A. 2014b. Hippocampal immediate early gene transcription in the rat fluid
percussion traumatic brain injury model. Neuroreport 25: 954-959.

Waterhouse EG, An JJ, Orefice LL, Baydyuk M, Liao GY, Zheng K, Lu B, Xu B.

- 107 -



2012. BDNF promotes differentiation and maturation of adult-born neurons
through GABAergic transmission. J. Neurosci. 32: 14318-14330.

Wiese C, Rolletschek A, Kania G, Blyszczuk P, Tarasov KV, Tarasova Y, Wersto RP,
Boheler KR, Wobus AM. 2004. Nestin expression - a property of multi-lineage
progenitor cells? Cell. Mol. Life Sci. 61: 2510-2522.

Woo J, Shin KO, Park SY, Jang KS, Kang S. 2013. Effects of exercise and diet
change on cognition function and synaptic plasticity in high fat diet induced
obese rats. Lipids Health Dis. 12: 144,

Wood MA, Attner MA, Oliveira AM, Brindle PK, Abel T. 2006. A transcription
factor-binding domain of the coactivator CBP is essential for long-term
memory and the expression of specific target genes. Learn. Mem. 13: 609-617.

Wu CW, Chang YT, Yu L, Chen HI, Jen CJ, Wu SY, Lo CP, Kuo YM. 2008.
Exercise enhances the proliferation of neural stem cells and neurite growth and
survival of neuronal progenitor cells in dentate gyrus of middle-aged mice. J.
Appl. Physiol. 105: 1585-1594.

Xu XH, Zhang J, Wang YM, Ye YP, Luo QQ. 2010. Perinatal exposure to
bisphenol-A impairs learning-memory by concomitant down-regulation of N-
methyl-D-aspartate receptors of hippocampus in male offspring mice. Horm.
Behav. 58: 326-333.

Xu XH, Zhao TQ. 2002. Effects of puerarin on D-galactose-induced memory
deficits in mice. Acta Pharmacol. Sin. 23: 587-590.

Yang JL, Lin YT, Chuang PC, Bohr VA, Mattson MP. 2014. BDNF and exercise
enhance neuronal DNA repair by stimulating CREB-mediated production of
apurinic/apyrimidinic endonuclease 1. Neuromol. Med. 16: 161-174.

Yilmaz N, Vural H, Yilmaz M, Sutcu R, Sirmali R, Hicyilmaz H, Delibas N. 2011.

- 108 -



Calorie restriction modulates hippocampal NMDA receptors in diet-induced
obese rats. J. Recept. Signal Transduct. 31: 214-219.

Yoo DY, Shin BN, Kim IH, Kim W, Kim DW, Yoo KY, Choi JH, Lee CH, Yoon YS,
Choi SY, Won MH, Hwang IK. 2012. Effects of Cu,Zn-superoxide dismutase
on cell proliferation and neuroblsast differentiation in the mouse dentate gyrus.
Neurochem. Res. 37: 261-267.

Zatorre RJ, Fields RD, Johansen-Berg H. 2012. Plasticity in gray and white:
neuroimaging changes in brain structure during learning. Nat. Neurosci. 15:
528-536.

Zhang XL, An LJ, Bao YM, Wang JY, Jiang B. 2008. D-galactose administration
induces memory loss and energy metabolism disturbance in mice: protective

effects of catalpol. Food Chem. Toxicol. 46: 2888-2894.

- 109 -



.......

7o/ _l_l .__IO_H TO =
= 3 o o M N T o 2 —_—
O T »A1_ 0 = T = HE o Un_ @
— —_ ~ V N &' = L ‘DI E._ my m — o H_T
wﬁw;ﬁo@méﬁ%ﬂm ﬂmo_em%wrﬁm,mﬁg ) L
a8 5 T N T ol o T o 1 o % T © h B N o N w A _
R T o~ o = K = 0 o % W O ° g
Mbu%ﬁumﬂm;}o,m\ N R No ooy o OF o o o« 8 =
= 5 K FS X T o= ! (8 g i
Bl C . — K| o o] N —, T = 3o
> o = L XK o X NowK A o 5
_zflmﬁ,ﬁimq © U o ® ERNGITU
%Wufmﬂ.m%m_awmﬂﬁm%ﬂmvo@ﬂzﬁﬂﬂ,%
g ﬂm:_zo_L_Oavwﬂwmm%igzn o
[e} - @ — — — = X 1jo
%u_so__momqoLoMVo mucL__E_EEﬁ_L@%%w
1jo - :_E X 75 S — " X ﬂ.x_ \_.l_.ﬁ E_u_ > K Py O_ ey < I 'S
AT X 20 2 & T 3 B 5 o 8 T =2 =
o N o B ¢ X o B a4 F o5 o3 3T HooW oo B
N ow = o T o x M M o o R = 2 W = %0 — ©°
r < O_ 1 Jl e X m .._.7,.0 o : ﬁo ‘.% w O_ il e — ]L_I .._l._.AO n:26) 7.A w
p Foeos ow Lo I g oo ¥ % R W 2
oo EoEm o o W RE oy w0 gy B0 o o oo < g
o_o o ~ (&) il N ._ ..__1_ ol = \Eﬁ Gl o —_— ]
=7 2 < 2 o < o) ) © ot Ko T S S
o R 7o B T M 5 2 A M I B p 2 e o7 =
m M- S =K o] @ H W o= ™5 o I W T o Xy 2 ;
w - © Mm ORI 1_%0| 5 &8 W B - X d T e =
T 4 K 5 - o z2 o W v 5B oW Wg
ﬂﬂ.ﬂ%ﬂém_xﬁmm%o m By "o Mg
T _ = T - Z
T ivigiazifETaln bk ¥ w2
7 3 K oo ¥ T E NS S T w N W oRog
ﬂ%ﬂﬂmx%|mﬁzﬁomamomx? g LW E
o Wﬂg)ﬂm;wﬁﬁw@o_eym@o_eo}@ g
70 moﬂ ~r ‘mﬁ ‘m m E._ m o ;AO ML o JI = ﬁo .l.uu —_ ._1mU ‘.W_H O_ﬂ_ QVuJ
wome ™ X N s 2 8 of g M oy | J 2R H o o s WMoy
—_ 5 T 9 Ko = Mo X oM RS = =
™ < T S W e T = 2 N . <
oo BN e g5 g _ g <M ool = IS o
oo Ho = YT = @ E XN _ 0z do = - AT 5 o=
m_a_eaﬂm%mu@%mﬁu_xﬂ_&ﬂﬂaiﬂ%g K
- Le2? — [Ile} 1
= m - m° o __.!D_ m“._o ‘wm__w ® of W T
X' < H 5 B W



(NMDAR) E3H AHAZAT ABAZA T As1t Aol Zroie

£ S8l HT=

%E—@- % =2 ’ = JELIR Y r"0
7tagol ojmet = vlIxle AE FH¥eIA sdr Tali, Ko
=3} phenotypes §3l= D-galactose (D-gal) o RS &, v]7ty}

p
wHE SAol §EsUL @, slute] AAria4ol of®A Walelm,

gujeh, st gzt e 250l st A7 g BE R 'Sl

AH A Aol A= TR AFE (high fat diet, 60% calorie from fat)E 8%

5o Folg njwt oA AZAEAA B ol o] Zas

—_

AtZ (normal cow diet, 16.71%

lo
g
l_
XN,
]I
ok
>~
ﬁd
m
N
N
4
o
Q_[L
k1
ne
e

Sol A AAAEAY B ol g

252 AAS BE OFAA AEZEEY tpAQ Kie7 X AZRAE
(neuroblast)2] m}A Q1 doublecortin®] =717} EQIE| Q). A7 A T AIAY O
7140l thst Q=2 s)ute] brain-derived neurotrophic factor (BDNF) =
phophorylated cAMP-response element binding protein ()CREB)ol| t 3t XAIS
Rqstod, AAEHE 2 *F 25 BDNFpCREB A5 HEE o]&3dhH,
AARAEN 252 FAlo ART OFAAM /WA a7t 7B FE

Eol AlHA Ao g RALE 7
33t Ax, dvigtet R EoE doe Alfa 2] ' Azt

EE25R] PO}, synaptophysink® & N-methyl-D-aspartate  receptors
A

|

(NMDARs) THigo] Alg gt 4 252 HAIT AxFAEE0] 5=

ol Ae S7tEe Ade FJdside. Z2(i, BigE

N

w3l A x ]



SIAE# A (oxidative

mjn

stress)7} o] Al

1k 4tet(lipid

9]

4-hydroxynonenal (4-HNE)& Z+A X171,

T

_*nmo

XA

|

o

=1
=

8

4

peroxidation)

A3} g 4 superoxide dismutase 1

5t
[e}

g7}

o,

o
O
1o

2 Aglst

0|

T

__On_u

T
il

ZWAZ oW, & 7HA|

=

o

o
=

(SOD1)

H

mK

H

fi’e)

mj

A Ad¥olME D-gal

any

=
’T‘I:l

]

fjle]
o
o
|

ol

Bt 2o H]sj

]

BDNF-pCREB #1357

A 7Ee

Flglon, HAUESCE

27} walmimtel o

]

LIRS ReRE rds s

5|

-
lo)

R
<

Bl

o
o
ol
‘L
1))

7}+E]

Ko

SOD17}

simbe) £z

=0l&

H, TAGAE O

H

= gzt

T2 74 A7

ol—oozl Sk

=
-

11—
—

o]

1=
L

el

el

4

ol

A
my
T
ol
1

ﬂo

Al

i
E

o

)

ojfl
O

—_
o

oyl

.......

- 112 -



M_H

L exercise-mimetic} Z+-&

A
% 9

=)

R
i

.X.__l
ol

—

1A

Keywords:

Student Number : 2010-21640

- 113 -



	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	References
	Abstract in Korean


<startpage>14
Introduction 1
Materials and Methods 8
Results 16
Discussion 72
Conclusion 88
References 90
Abstract in Korean 110
</body>

