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ABSTRACT

Article history Introduction: Dementia is one of the problems faced by the aging
Received: 28 Jan 2024 population. It has been found that various types of exercise can be
ﬁsg?gsg:(}nsliw:yﬁ%ﬁ 2025 effective in reducing the risk of dementia and its complications.

- Considering that brain natriuretic peptide (BNP) is one of the plasma
Keywords biomarkers that increase in dementia, an attempt was made to evaluate
Cognitive training the effect of endurance and cognitive endurance sports training on the
Dementia plasma level of BNP in the present study.
Endurance training Materials and Methods: Mice were randomized into healthy control
Natriuretic peptide ) . S . '
Trihexyphenidyl dementia, endurance training (swimming), and cognitive endurance

training (Morris water maze) groups. Dementia model mice were
prepared by intraperitoneal injection of trihexyphenidyl. After
completing the exercise treatment courses, a plasma sample was
prepared, and its BNP level was measured using the sandwich enzyme
linked immunosorbent assay method.

Results: The results demonstrated that the plasma level of BNP
increased significantly in rats with dementia (p < 0.05). It was also
found that endurance and cognitive endurance exercises significantly
reduce BNP levels.

Conclusion: According to the present research findings, it is likely to
introduce endurance and cognitive endurance training as helpful
strategies for people with dementia.
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Introduction

The clinical term for dementia is characterized
as progressive cognitive deterioration that
impeds an individual's ability to function
independently [1]. The number of people with
dementia worldwide stands at around 47
million, and it is estimated to reach 131
million by 2050. The symptoms of dementia
are gradual, continuous, and progressive [2].
Dementia patients sustain changes in their
cognition, performance, and behavior. The
symptoms of dementia exhibit considerable
variation among individuals, leading to
cognitive deficits, including memory loss,
speech and language challenges, agnosia
(insufficient capacity to identify objects),
apraxia (incapacity to execute formerly acquired
activities), and impairment in executive function
(reasoning, evaluation, and planning). Damage to
the cerebral cortex is the cause of cognitive
impairment, which can be attributed to synaptic
dysfunction, inflammatory processes, and
alterations in brain metabolism [3].

Natriuretic peptides (NPs) are defined as a
group of cardiovascular hormones primarily
released by the atrium (ANP), brain (BNP), and
also by the endothelium or C-type natriuretic
peptide (CNP). These hormones have defensive
performance and play a critical role in the
cardiovascular system. Beyond their significant
participation in the pathophysiology, diagnosis,
prognostication, and treatment of cardiovascular
diseases (CVD), the role of BNP and ANP on
CVD has been robustly validated through
various population studies [4]. Higher amino-

terminal natriuretic peptides (NT-proBNP and

NT-proANP), considered more stable forms,
could signify future cardiovascular disasters.
The risk of cognitive decline increases with
high levels of BNP, a serum marker of
congestive heart failure. However, few studies
have examined this marker in various forms of
dementia [5].

As a non-pharmacological promising treatment,
exercise has been instrumental in mitigating
cognitive decline and improving the quality of
life of patients with cognitive impairment.
Several randomized controlled trials have
shown desirable outcomes of exercise on
cognitive  function and neuropsychiatric
symptoms in cognitive impairment patients
[6]. Neuroimaging studies have revealed that
exercise can enhance the functional flexibility
of the brain. Exercise can enhance growth
factors such as brain-derived neurotrophic
factor (BDNF) and insulin-like growth factor 1
(IGF-1). This, in turn, helps regulate
inflammatory cytokines, decrease oxidative
stress, improve cerebral blood flow, lower AB
concentration, and prevent tau phosphorylation.
These protective effects of exercise positively
impact cognitive function [7]. Prior research
has demonstrated that specific forms of
physical activity, including aerobic exercise
and resistance exercise, may function via
separate molecular processes and result in
varying magnitudes of effects. The type of
exercise prescribed by clinicians should be
considered while prescribing exercise to
prevent or slow down dementia [8, 9]. Due to

the lack of studies that compare various types of
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simultaneous exercise interventions, it is
ambiguous which exercise therapy is most
effective in preventing or slowing down
dementia. In this study, the effects of endurance
training and cognitive endurance training on
plasma BNP levels in dementia sample rats were
investigated.

Materials and Methods

Animal preparation

A total of 40 adult male Wistar rats, all in
good health, with an average weight of 250
grams, and of the same weight and age, were
acquired from the Pasteur Institute-Iran. The
animals were transferred to the animal facility
at the college, where they were subjected to a
temperature range of 20 to 22 °C, a humidity
range of 56% to 60%, and a light cycle
consisting of 12/12 hours of light/darkness.
Unrestricted access to water and rat food was
available to all animals. The animals had a
one-week acclimation period to prevent any
negative effects from environmental factors
such as relocation, temperature, light, and
humidity on the test outcomes. Daily handling
was provided to the animals throughout the
week to reduce any stress caused by their
involvement in the experiment.

Rat models of dementia

Following one week of acclimating the animals
to their new surroundings, the mice were
randomly allocated into four groups, each
consisting of ten individuals. There were four
groups: healthy controls, dementia groups,
endurance groups, and endurance-cognitive
groups. The chemical trihexyphenidyl was used

to impair the memory of mice and induce

dementia temporarily. The Rats were given 250
mg per kg of their body weight intravenously for
five days.

Endurance training

Rat models of dementia were subjected to an
endurance training protocol, which involved
swimming in a rodent pool for 3 weeks, 5 days
per week. The endurance training group rats
utilized a unique pool of 50x50x100 cm to
engage in daily swimming sessions five days a
week. The initial swimming training program
commenced with a duration of 30 minutes,
which was progressively augmented by an
additional five minutes each day, culminating in
a total of 60 minutes during the second week.
The 60-minute time limit was in place until the
end of the third week. Training overload during
swimming was achieved by manipulating the
intensity and velocity of the water. This
approach was consistently maintained
throughout the entire training adaptation week.
Throughout the training weeks, the velocity and
intensity of the water current escalated from 7 to
15 liters per minute while maintaining a
consistent duration of 60 minutes [10].
Cognitive-endurance training

The cognitive-endurance training group
implemented a training protocol of
administering Morris water maze training
sessions to each rat for three weeks. The
training took place biweekly, consisting of
four daily sessions, with a ten-minute interval
between sessions. The Morris water maze
device used contained a cylindrical basin with
a diameter of 136 cm and a height of 60 cm.
Water with a temperature of 20 °C was added

to the basin until it reached a height of 25 cm.
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The center of the southwest quadrant of the
circle had a black-painted metal platform that
was 10 cm in diameter and 1 cm below the
water's surface. The studies were conducted in
a dimly lit space with visible markers on all
four sides. The animal used these markers to
locate the hidden platform. The mouse was
released haphazardly from one of the
guadrants of the pond, and the scientist
recorded the time it took for the mouse to
locate the platform. In each experiment, the
animal was introduced into the water from a
specific beginning point (north, south, east, or
west) while its face was directed towards the
wall of the cylinder. In every rotation, one of
the four initial spots was utilized. The
experiment concludes when the mouse reaches
the platform or when 90 seconds have elapsed.
Subsequently, 30 seconds was assigned to the
animal, followed by the commencement of the
subsequent experiment. The experimenter
relocated the rats that could not locate the
platform to the platform itself, where they
were permitted to remain for 30 seconds. Upon
completion of the fourth trial, the mice were
removed from the pond [11].

Measurement of plasma BNP

The concentration of BNP in the plasma of rats
was quantified using the sandwich enzyme-
linked immunosorbent assay  (ELISA)
approach. To achieve this objective, blood
samples were collected from various groups'
rats after the training session concluded. The
blood samples were then transferred into tubes
containing  Ethylenediaminetetraacetic acid.
Separating plasma was achieved Dby

centrifuging the blood samples for 10 minutes

at 400 xg. The plasma sample was kept in a
freezer at -80 °C until further tests were carried
out. The sandwich ELISA assay was
conducted using the specialized kit [E-EL-
MO0204] to quantify BNP. To achieve this
objective, 40 ul of each plasma sample was
added to the wells containing the specific
monoclonal antibody for brain natriuretic
factor. The wells were poured with 10 pl of
BNP antibody conjugated with biotin and 50
ul of streptavidin-HRP. After incubating the
wells at 37 °C for an hour, they were rinsed
and treated with 50 pl of two chromogen
solvents. Following a 10-minute re-incubation
at 37 °C, the reaction-blocking solvent was
introduced into the wells. In the end, light
absorption was measured at 450 nm

wavelength using an ELISA reader [12].
Results

Plasma measurement of BNP

The findings demonstrated a significant increase
in plasma BNP levels in demented rats belonging
to the sham group as compared to the control
group (p < 0.05). It has been found that engaging
in endurance training and endurance-cognitive
training leads to decreased BNP levels.
Endurance-cognitive training Yyielded superior
outcomes in this aspect, leading to a more

significant reduction in BNP level (Fig. 1).
Discussion

In this study, it was found that the level of
BNP in rats of the sham (dementia) group was
significantly higher than that in the control
group. Both endurance and cognitive-

endurance exercise led to a decrease in BNP.
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Fig. 1. Comparison of BNP plasma level in different groups (*p < 0.001)

The effect of endurance-cognitive training on
reducing BNP was somewhat higher than that
of endurance training, but this difference was
not statistically significant.

In a recent study, it was demonstrated, for the
first time, that gradual variations in NT-
proBNP levels over time can be used to
forecast the onset of dementia in a Caucasian
population [13]. They found that baseline NT-
proBNP levels were linked to the progression
of cognitive dysfunction in the future.
Significantly, an increase in NT-proBNP
levels during 3 years was correlated with a
higher risk of developing dementia in the
future, while a decline in NT-proBNP levels
was related to a lower danger of dementia.
When cardiovascular  risk  factors and
comorbidities such as renal dysfunction,
hypertension, diabetes mellitus, smoking, and
atherosclerosis are present, having high levels
of NT-proBNP could be a possible focus for
preventing dementia [14, 15]. This research
established that prompt intervention of these

risk conditions and adequate preventive

measures for cardiovascular diseases can
prevent the onset of dementia in the elderly.
Significantly, an elevated level of circulating
BNP appears to be a reliable indicator for
implementing effective intervention strategies
for these risk factors and for effectively
preventing the progression of cognitive
impairment and dementia. Hilal et al.'s study
shows a significant correlation between NT-
proBNP and cognitive impairment only when
cerebrovascular disease is present. It is
important to consider NT-proBNP as a marker
of ischemic brain damage [16]. These studies
confirm that circulating markers of cardiac
dysfunction can indicate silent brain damage
or systemic vascular damage.

Kondziella et al. tested the hypothesis that
BNP significantly correlates with vascular
dementia. Plasma BNP was measured in 15
subcortical vascular dementia patients, 19
Alzheimer's patients without evidence of
vascular disorder, and in the matched control
group. According to their findings, BNP was

elevated in subcortical vascular dementia
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when compared to the control group, but there
was no modification in Alzheimer's disease.
Ultimately, subcortical vascular dementia is
indeed linked to high BNP levels, which
cannot be demonstrated for Alzheimer's
disease. This is probably due to the greater
cardiovascular burden of BNP in patients with
subcortical vascular dementia [17].

Conversely, few studies have indicated that
elevated NPs in dementia may occur
independently of cardiovascular disease risk
factors. Additionally, higher NT-proBNP
levels have been identified as an independent
risk marker for dementia, particularly among
men. This evidence indicates that BNP may be
a direct marker of neuronal damage and a
brain pathogenic process. This hypothesis was
supported by the correlation of plasma BNP
levels with amyloid beta levels in
cerebrospinal fluid [18]. The study by
Tynkkynen et al. [19] indicates a correlation
between NT-proBNP levels and dementia in a
population without CVD. It shows that
neurodegenerative alterations begin early in
the development of CVD, as seen by the early
changes in  NT-proBNP levels. The
information demonstrated by Ferguson et al. in
a middle-aged population further supports, at
least to some extent, a positive relationship
between BNP and brain damage [20]. Based
on the Sabayan et al. study, higher levels of
NT-proBNP were correlated to changes in
brain conformation and function, independent
of cardiac output and its damage risk factors,
proffering that NT-proBNP may be directly
related to structural changes and age-related

brain function, including reduction of brain

volume, cognitive impairment, and depression
[21]. Therefore, the BNP level may serve as a
potential biomarker for timely preventive and
therapeutic interventions aimed at averting the
future onset of dementia [22].

In the current study, it was demonstrated that
rats with dementia exhibit an elevated plasma
level of BNP. Additionally, it was observed
that engaging in endurance and cognitive
endurance exercises can lower BNP levels in
these rats to match those of healthy control
rats. The role of exercise on BNP levels in
individuals suffering from dementia has not
been extensively studied. Ohba et al. (2001)
conducted a study on 10 healthy men to
examine the impact of exercise on the levels of
plasma ANP, BNP, catecholamines, lactate,
and serum cardiac troponin T (cTnT) before
and after a 100 km marathon. All variables
experienced a significant increase after the
race. However, there was a particularly strong
correlation between the increase in ANP and
BNP levels and the increase in cTnT levels.
The blood levels of ¢cTnT exceeded the upper
reference limit in 9 out of 10 males after the
race. The activity led to a substantial increase
in ANP and BNP levels in healthy males, with
this increase being partly linked to myocardial
injury during the race [23].

Aengevaeren et al. (2017) conducted a study to
examine the exercise-induced increases in
BNP levels between healthy individuals and
individuals with cardiovascular risk factors
CVD. Their findings demonstrated that
engaging in regular, moderate-intensity
walking exercise for a prolonged period leads

to an elevation in BNP levels among
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individuals with CVD. However, in
individuals with cardiovascular risk factors
and healthy individuals, the increase in BNP
was minimal and did not progressively accrue

with consecutive days of activity [24].
Conclusions

The type of exercise may play a role in BNP
levels. In the present research, endurance and
cognitive endurance exercises were used, and
the results confirmed that these exercises
reduce BNP in rats with dementia. This study
is believed to be the first to examine the
impact of exercise training on BNP levels in
dementia. The results of the present research
report that endurance and cognitive endurance
exercises are non-pharmacological solutions to
reduce BNP levels. These exercises can be
combined with other treatment solutions. Also,

further research is required to explore the
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