' [ ] [ ) [ )
Wl hiomedicines
(<o =]

Article

Survival Bias and Crosstalk between Chronological and
Behavioral Age: Age- and Genotype-Sensitivity Tests Define
Behavioral Signatures in Middle-Aged, Old, and Long-Lived
Mice with Normal and AD-Associated Aging

Lydia Giménez-Llort 1-2-*

and Mar Hernandez-Guillamon

check for

updates
Citation: Giménez-Llort, L.;
Marin-Pardo, D.; Marazuela, P.;
Hernandez-Guillamén, M. Survival
Bias and Crosstalk between
Chronological and Behavioral Age:
Age- and Genotype-Sensitivity Tests
Define Behavioral Signatures in
Middle-Aged, Old, and Long-Lived
Mice with Normal and
AD-Associated Aging. Biomedicines
2021, 9, 636. https://doi.org/
10.3390/biomedicines9060636

Academic Editors: Masaru Tanaka

and Nora Torok

Received: 5 May 2021
Accepted: 24 May 2021
Published: 2 June 2021

Publisher’s Note: MDPI stays neutral
with regard to jurisdictional claims in
published maps and institutional affil-

iations.

Copyright: © 2021 by the authors.
Licensee MDPI, Basel, Switzerland.
This article is an open access article
distributed under the terms and
conditions of the Creative Commons
Attribution (CC BY) license (https://
creativecommons.org/licenses /by /
4.0/).

t

, Daniela Marin-Pardo 1'>*, Paula Marazuela 3
3

Institut de Neurociencies, Universitat Autonoma de Barcelona, E-08193 Barcelona, Spain;

daniela.marin@e-campus.uab.cat

Department of Psychiatry and Forensic Medicine, School of Medicine, Universitat Autonoma de Barcelona,

E-08193 Barcelona, Spain

3 Vall d’Hebron Research Institute (VHIR), E-08035 Barcelona, Spain; paula.marazuela@vhir.org (P.M.);
mar.hernandez.guillamon@vhir.org (M.H.-G.)

*  Correspondence: lidia.gimenez@uab.cat; Tel.: +34-93-581-23-78

t  First co-authorship.

Abstract: New evidence refers to a high degree of heterogeneity in normal but also Alzheimer’s
disease (AD) clinical and temporal patterns, increased mortality, and the need to find specific end-of-
life prognosticators. This heterogeneity is scarcely explored in very old male AD mice models due to
their reduced survival. In the present work, using 915 (432 APP23 and 483 C57BL/6 littermates) mice,
we confirmed the better survival curves in male than female APP23 mice and respective wildtypes,
providing the chance to characterize behavioral signatures in middle-aged, old, and long-lived male
animals. The sensitivity of a battery of seven paradigms for comprehensive screening of motor
(activity and gait analysis), neuropsychiatric and cognitive symptoms was analyzed using a cohort of
56 animals, composed of 12-, 18- and 24-month-old male APP23 mice and wildtype littermates. Most
variables analyzed detected age-related differences. However, variables related to coping with stress,
thigmotaxis, frailty, gait, and poor cognition better discriminated the behavioral phenotype of male
APP23 mice through the three old ages compared with controls. Most importantly, non-linear age- and
genotype-dependent behavioral signatures were found in long-lived animals, suggesting crosstalk
between chronological and biological /behavioral ages useful to study underlying mechanisms and
distinct compensations through physiological and AD-associated aging.

Keywords: survival; aging; Alzheimer’s disease; heterogeneity; long-life; gait analysis; cogni-
tion; BPSD

1. Introduction

Success in aging and increased life expectancy are historical achievements of the last
century. However, the fast rate of social aging and age-related chronic diseases urge a
bio-psycho-social safety net able to hamper the global burden that it is projected to happen
in the next decades [1-3]. In addition, the individual differences in the complex process
of aging leads to old age being the most heterogeneous period of life, thus demanding
multidisciplinary gerontology and geriatric approaches [4]. Concerning mental health,
World Health Organization (WHO)’s last report warns that the prevalence of psychiatric
and neurological disorders in older adults, which already account for 6.6% of the total
disability-adjusted life years (DALYs), will also increase [5]. Foremost, these disorders
are likely to happen in an already complex multimorbid scenario that in most cases will
include frailty and age-related medical conditions, strongly affecting the quality of life of
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old people and their caregivers. In this worrisome forecast, prevalence and correlates of
psychiatric disorders among nursing home residents without dementia are the topic of
interest of the systematic review and meta-analysis [6].

In this context, the syndromic nature of Alzheimer’s disease (AD), the most common
neurodegenerative disease representing more than 80% of the cases of dementia world-
wide in older people, exemplifies the challenges of such a complex scenario [7]. Thus,
besides progressive loss of judgment, memory, and high functions as clinical hallmarks
of AD, a wide array of neuropsychiatric symptoms (NPS), also referred to as ‘Behavioral
and Psychological Symptoms of Dementia (BPSD)” including behavioral and daily life
activity impairments, exacerbate the functional impairment of patients and the burden of
disease [8,9]. They are present in 90% of patients as the disease progresses, with noteworthy
prevalence, such as the 20-80% for agitation; 9-63% for delusion; 11-46% for aggression,
4-41% for hallucinations [10]. BSPD are also considered the core symptoms of different
dementia subtypes from early on in the case of dementia, with Lewy bodies or its behav-
ioral variant frontotemporal dementia, and is thus becoming essential for diagnosis [11].
Principal component analysis condensed cognitive /behavioral variables into seven factors,
namely: general-cognitive, constructional abilities, hyperactivity, psychosis, anxiety, mood-
excitement and mood-depression/apathy, concluding that cognition and other behavioral
aspects are independent dimensions [12,13]. Clinical management of BPSD is challenging,
requesting the support of non-pharmacological interventions [14,15], mostly in the case of
antipsychotics since they have been associated with an increased mortality risk [10,11,15,16]
as was also demonstrated in animal models [17]. Due to this complexity and heterogeneity
in the human manifestation of AD neuropathology, modeling the whole array of cogni-
tive and behavioral deficits in animal models has been a challenge during the last two
decades [18]. At the biological level, the neurobiological basis for the cognitive and behav-
ioral heterogeneity in Alzheimer’s disease reflects such a complexity [7]. Thus, besides
synaptic dysfunction, beta-amyloid, and tau neuropathological hallmarks of Alzheimer’s
disease, other key pathological factors such as brain oxidative stress, neuroinflammation,
neurovascular dysfunction, and neuroimmunoendocrine crosstalk have been associated
with it [19,20].

Recently, new evidence refers to a high degree of heterogeneity in the patterns and
temporal progression of clinical symptoms in Alzheimer’s disease, indicating several
subgroups of patients [21]. At the translational level, this heterogeneity has also been
demonstrated in animal models for the disease [22-24]. On the other hand, new perspec-
tives on psychological science also point at emerging data supporting the default-executive
coupling hypothesis of aging, where gains on cognitive aging fill the gap that results from
a framing effect and focus on losses in cognitive ability as hallmarks of aging [25,26]. In
this regard, experimental gerontologists highlight the relevance of using aged animals to
mimic the complexity of the physiological and multifactorial pathological aging processes
in humans [27,28]. This is most important when studying the age and disease interaction
effects in the expression of phenotypic characteristics of late-onset neurodegenerative
processes and the screening for drug discovery [18,29]. However, the number of research
works using old (+18 months of age) and very old (+21 months of age) or naturally long-
lived animals have to overcome the sparsity of studies [30-32], to confront methodological
difficulties due to the natural constraints of aged animals [33,34] and severe limitations
due to mortality bias [35,36]. Since BPSD are highly prevalent also in old people without
dementia [6], translational research using AD-models can also provide the benefit of the
observation of the age-matched old wildtype specimens as a source of knowledge of the
normal aging process, as is presented here.

Compared with aged control populations, dementia is associated with increased
mortality [37,38], and this vulnerability can be enhanced in some AD patients when atypical
antipsychotics are used for the management of their BPSD [10,14-16]. In this context, the
heterogeneity in the progress of clinical symptoms in the older AD patients is considered a
problem for public health planning that urgently needs prognostic indicators specific to this
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aged population [21,39]. Among them, comorbidity, functional disability, and demographic
characteristics such as older age, male gender, and low education are identified as those
increasing the risk of death [37,40,41]. Similarly, despite the females of several animal
models of AD exhibiting a worse neuropathological status than males [42,43], increased
mortality rates in males has been reported in many of them [35,44,45], and is related to
an impaired neuroimmunoendocrine system [19,35,46,47]. At the experimental level, this
reduced survival in males can result in a mortality bias in studies using old and very old
animals (by standard, 18 and 24 months of age, respectively), where male subjects with
worse life prognostics cannot be included because they are already dead [22,23,48].

Interestingly, in the APP23 model [49], we have observed that male mice harboring
APP23 mutations can reach old and very old ages and can therefore be a useful model
to elucidate unbiased age-dependent disease features in the male sex. Therefore, in the
present project, we first confirmed long-lived survival curves in male APP23 compared
to APP23 females and respective control wildtype (WT) mice that were grown and aged
under the same living conditions. Then, three cohorts of 12, 18, and 24 months of age male
APP23 mice were successively evaluated in a battery of seven behavioral tests [18] for the
comprehensive screening of exploratory activity and gait analysis, cognitive and NPS-like
symptoms, as compared to their WT counterparts, the gold-standard C57BL/6 mice strain,
with normal aging.

2. Materials and Methods
2.1. Animals

APP23 transgenic male mice (Hemizygote B6, D2-TgN[Thy-APP23]-23-Tg mice, No-
vartis, Basel, Switzerland) [49] overexpress the mutant human-type APP protein with the
Swedish mutation (K670M/N671L) under the control of the murine brain and neuron-
specific Thy-1 promoter (thymocyte antigen-1). Hemizygous APP23 mice were backcrossed
with the wildtype (WT) C57BL/6 mice (Janvier Labs, Le Genest-Saint-Isle, France), and the
APP genotype was tested by Transnetyx (Cordova, TN, USA). The APP23 mice and their
wild-type littermates were aged in the Rodent Platform—Lab Animal Service (LAS), the
Vall d’Hebron Research Institute animal facility to obtain the final study cohort. Animals
were maintained under standard laboratory conditions of food (SAFE A004, Panlab, S.L.,
Barcelona, Spain) and water ad libitum, 22 £ 2 °C, a 12-h dark/light cycle, 50-60% humidity.

2.2. Experimental Design

The experimental design was defined in three steps. First, survival curves were
calculated based on the two colonies of 432 APP23 mice and 483 WT C57BL/6 mice.
After that, behavioral assessments were performed in 58 male mice, 29 APP23 mice and
their 29 WT C57BL /6 mice littermates. Three sets of animals of 12, 18, and 24 months of
age, were transferred to Servei d’Estabulari UAB, Universitat Autonoma de Barcelona,
which is located at a distance of 17.4 km from Vall d’"Hebron Research Institute (a 15 min
ride). All the animals were housed three to four per cage and maintained (Makrolon,
35 x 35 x 25 cm®) under standard laboratory conditions (12 h light/dark, cycle starting at
8:00 h, food and water available ad libitum, 22 & 2 °C, 50-60% humidity). One week after
arrival, the animals were successively assessed using a battery of seven tests to evaluate
four behavioral and functional dimensions: sensorimotor, cognitive, emotional, and daily
life activities. All procedures followed Spanish legislation on ‘Protection of Animals Used
for Experimental and Other Scientific Purposes’ and the EU Council directive (2010/63/EU)
on this subject. The protocol CEEAH 3588/DMAH 9452 was approved the 8th of March
2019 by Departament de Medi Ambient i Habitatge, Generalitat de Catalunya. The study
complies with the ARRIVE guidelines developed by the NC3Rs and aims to reduce the
number of animals used [50].
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2.3. Behavioral Assessments

Behavioral assessments [18] were performed from 9:00 h to 13:00 h, in a counterbal-
anced manner and blind to the experiment. Assessments were performed blind to the
experiment in a counterbalanced manner. The experimental groups were the following:
12m-WT (n = 10), 12m-APP23 (n = 9), 18m-WT (n = 10), 18m-APP23 (n = 11), 24m-WT
(n=9), and 24m-APP23 (n = 9).

2.3.1. Day 1. Corner and Open-Field Tests (CT and OF)

Animals were individually placed in the center of a clean standard home cage, filled
with wood shave bedding. Neophobia was evaluated in the corner test (CT) for 30 s
through the number of corners visited (CTc), latency to perform the first rearing (CTlatR),
and the number of rearings (CTr). Immediately after, mice were placed in the center of an
open-field (OF), beige metal drawer (metalwork, 50 x 40 x 25 cm) and were observed for
5 min. The sequence of behavioral events that define the animal’s ethogram was recorded
as follows: duration of freezing behavior (LatM, latency to move), latency to leave the
central square (LatC) and that of entering the peripheral ring (LatP), as well as latency and
total duration of self-grooming behavior (LatG and tG, respectively). Horizontal (crossings
of 10 x 10 squares) and vertical (rearings with wall support) locomotor activities were
also measured. Bizarre behaviors observed in this test (stereotyped stretching, stereotyped
rearing, backward movements, and jumps) were also measured according to previously
reported criterion [51]. During the tests, defecation boli and urination were also recorded.

In the present work, we propose gait analysis of locomotion in the open field to
measure the number of forward locomotion episodes (walking preceded and followed by
a rest) and the number of crossings covered on each, as complementary to measures to
horizontal and vertical activity time courses [18] and classical total counts.

2.3.2. Day 2. Recognition Tests (OF2 and OR)

The day after, the animals were retested in the open-field (OF2) to evaluate the behav-
ioral response when they confronted the same anxiogenic environment again. Analysis of
activity was done during the first minute of the test, the time period where we have previ-
ously described AD-genotype differences [52]. Immediately after, animals were moved to
a standard home cage, where they remained for one minute before being reintroduced to
the field where two objects were now allocated to administer the novel object recognition
test. The animals were assessed (4 h apart) for their ability to recognize a familiar object
(S, sample) from a new one (N). Each of these sessions consisted of a “sample trial” fol-
lowed by a “test trial.” In the sample trial, the animals were placed in the open-field (a
known environment) and left to explore (nose directed to the object not less than 1 cm)
two identical objects, S1 and S2 (glass bottles, 15 x 12 cm, 5 cm diameter), equally spaced
in the floor of the apparatus until they reached the criteria of exploration of both for 20 s.
The time required to reach the criteria was named “time 1.” One minute later, animals
were reintroduced in the apparatus for 5 min (test trial) where two different non-explored
objects were located: an identical copy of the sample object (S3) and a completely new
object (N, rectangular aluminum can, 15 x 10 cm, 4 cm high). Preference for the new object
was measured through the index TN—TS/TN+TS where TS and TN are the time spent
exploring “S3” and “N,” respectively.

2.3.3. Day 3. Spontaneous Alternation in the T-Maze (TM-SA)

On the third day, the black T-shaped maze (woodwork) consisted of two short arms of
25 x 8 cm and a long arm of 30 x 8 cm. The animals were placed inside the long arm of the
maze with its head facing the end wall. The latencies of the first movement, start walking,
arriving at the intersection of the arms, and completing the exploration of the maze were
recorded. Finally, defecation boli and urination were also recorded.
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2.3.4. Day 4 to 9. Morris Water Maze Test (MWM)

Mice were trained, four trials per day, spaced 30 min apart, to locate a platform (14 cm
diameter) in a circular pool for mice (120 cm diameter, 80 cm height, 25 °C opaque water),
and were covered with a completely black curtain. Mice were gently released (facing the
wall) from one randomly selected starting cardinal point and allowed to swim until they
escaped onto the platform. On the first day, a cue task (CUE, DAY 1) assessed the visual
perceptual learning and memory of a visible platform, elevated 1 cm above the water level
in the N position and indicated by a visible striped flag (5.3 x 8.3 x 15 cm). Extra maze
cues were absent in the black curtain. During the next four consecutive days (PT1-PT4,
DAY2-DAYS5), the mice searched for a hidden platform that was located in the middle
of the S quadrant. White geometric figures hung on each wall of the room were used as
external visual clues. In all trials, mice failing to find the platform were placed on it for
10 s, the same period as the successful animals. On the last day, 2 h after the last trial of
the place-learning task, a probe trial without the platform was administered during 60 s to
assess spatial memory for the previously trained platform location.

In all the learning tasks, the variables of time (escape latency), distance, and speed
were also recorded by a computerized tracking system (ANY-Maze v. 5.14, Stoelting,
Dublin, Ireland). The number of crossings over the removed platform position (annulus
crossings), the time spent, the distance traveled in each quadrant, and the swimming speed
were also analyzed.

2.4. Statistics

Statistical analyses were performed using GraphPad Prism 6 and SPSS Statistics 20.0
software. All data are presented as mean £ SEM or percentage. To evaluate the effects
of (S) sex, (G) genotype and (A) age factorial analysis design was applied. Differences
were studied through multivariate General Lineal Model analysis (mGLM), followed by
post-hoc Duncan’s test comparisons. Differences between (G) genotype and (A) age x (T)
time interval interactions in the different MWM tasks were analyzed by Repeated Measures
ANOVA (RMA). Cox regression was used for multivariate analysis of survival. In all cases,
statistical significance was considered at p < 0.05.

3. Results
3.1. Genotype and Sex-Dependent Increased Mortality Rates

Survival curve (see Figure 1) based on 916 cases and 220 events or natural deaths
showed genotype-dependent increased mortality in APP23 mice (G, *** p < 0.001), with a
severe initial drop of survival, mainly during the first two months of age. Although sex did
not influence the risk of mortality in WT littermates, the effect of APP23 genotype in the
overall survival was significantly different depending on the sex (S, *** p < 0.001). Mortality
risk in female APP23 mice was 12.3 times higher than female WT littermates and 2.1 times
higher than male littermates with their same AD-genotype. In the case of males, the ratio
was 3.6 times higher mortality in the APP23 genotype than male WT littermates.

3.2. Strong Contribution of Age and Specificity of Genotype Factor on Key Variables for
AD-Related Phenotype

As summarized in Table 1, the effect of age was shown in most behavioral variables
(A, *** p < 0.001) while genotype differences mainly were related to horizontal and vertical
activities, thigmotaxis, and coping with stress strategies. Overall, T-maze resulted in being
the most sensitive test to genotype effects.
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Kaplan Meier Survival Curve
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Figure 1. Survival—Effect of age and AD-genotype on survival. Data are expressed by mean and 95% CI, or percentage.

Table 1. Genotype and age factors and interaction effects on behavioral tests and variables from middle-age to long-life.

Behavioral Tests and Variables Statistics Genotype Age G xA Significance
Corner test
Total visited corners F(2,52) =7.392 - A - p=0.001
F(2,52)=4.126 G* - - p =0.047
Total numbers of rearings F (2,52) =13.374 - A - p =0.000
Latency of rearing (s) F (2,52) =10.210 - A - p =0.000
Open field test
Freezing—Latency of first movement (s) F (2,52) = 13.362 - A - p =0.000
F (2,52) = 3.664 - - GxA* p =0.032
Latency to exit the center (s) F (2,52) = 6.640 - A** - p =0.003
F (2,52) = 11.169 G** - - p =0.002
Latency of rearing (s) F(2,52) =2.905 - - GxA® p =0.064
F (2,52) = 2.649 - A - p =0.080
Latency of self-grooming (s) F(2,52) =5.917 G* - - p=0.018
Total horizontal activity (n crossings) F (2,52) =12.909 - A - p =0.000
F(2,52) = 6.043 G* - - p=0.017
“in the center (1 crossings) F (2,52) =3.044 - - GxA(® p =0.056
“in the periphery (1 crossings) F (2,52) = 11.655 - A - p =0.000
F (2,52) =9.404 G** - - p =0.003
Total vertical activity (n of rearings) F (2,52) = 18.966 - A - p =0.000
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Table 1. Cont.

Behavioral Tests and Variables Statistics Genotype Age G xA Significance

Context and object recognition tests

Latency to enter into the periphery F(2,52) = 13.448 - A - p =0.000

Total horizontal activity

“in the center (1 of crossings) F(2,52) = 3.325 - A* - p=0.044

“in the periphery (1 of crossings) F(2,52) =3.339 - A - p=0.043

Time exploring new object (s) F(2,52) =3.746 - A* - p=0.030

T-maze

Latency to cross the intersection (s) F(2,51) =27.978 G *** - - p =0.000

Total time exploring both arms (s) F(2,51) = 6.005 - A ** - p =0.005

F(2,51) =4.107 G* - - p =0.048

Total time to complete the test (s) F(2,51) =19.484 G *** - - p =0.000

Total number of errors (1) F(2,51) =3.139 - A®) - p=0.052

Total vertical activity (n of rearings) F(2,51) =9.700 G** - - p=10.003

F(2,51) = 3.631 - - GXxA* p=0.034

Statistical analysis: Factorial analysis, G, genotype, A, age, * p < 0.05, ** p < 0.01, *** p < 0.001; (*) one-tailed.

In the corner test, the horizontal locomotor activity, as measured by the number of
visited corners (Figure 2A), was higher in APP23 mice as compared to WT animals (G¥,
p < 0.05). However, an age effect pointed at 12 and 24 month animals being more active in
comparison with those of 18 months of age (p < 0.05, in both cases). In the case of vertical
activity, the latency to perform the first rearing (Figure 2C) progressively increased with age
(A**, p <0.001). Conversely, the total number of rearings (Figure 2B) recorded decreased as
well (A***, p < 0.001). Both variables indicated that vertical activity dramatically decreased
in the 24-month-old APP23 mice compared to the WT littermates (* p < 0.05), unveiling a
genotype difference at this age.

The ethogram describing the temporal sequence of behavioral events of animals in
the open-field test (Figure 2D) showed that the actions exhibited had a strong effect on age,
together with genotype or genotype x age interaction effects. That is, the latency of the first
movement (OFlatm) and to leave the central area (OFlatc) were strongly dependent on age
(A***, p <0.001 and A**, p < 0.01, respectively) but also modulated by genotype (OFlatm,
A x G* p <0.05; OFlatc, p < 0.01). The performance of the first vertical exploration in the
periphery was modulated by age (A*, p < 0.05) and age x genotype interaction (A x G¥*,
p < 0.05) with shorter latencies in the APP23 mice as compared to WT littermates due to
the presence of stereotyped vertical rearing (without wall support). Self-grooming was
affected by genotype with shorter latency.

The total activity exhibited in the open field test on Day 1 (Figure 2E-H) indicated that
the main effects were attributed to age factor (A***, p < 0.001) in both the total horizontal
(Figure 2E) and vertical (Figure 2F) activities, with a progressive reduction of both variables
with aging. Genotype differences were also found in the horizontal activity exhibited
on the first day (Figure 2E, G*, p < 0.05), with a higher total number of crossing shown
by APP23 mice than WT littermate mice. Statistically significant differences were mainly
shown at 12 and 24 months of age, and they were due to the activity performed in the
periphery (Figure 2G, G**, p < 0.05). At 12 months of age, the genotype-dependent increase
of activity was observed in both the periphery and the central area, while at the older ages,
the APP23 mice showed lower activity in the center as compared to WT, albeit that these
differences did not reach the statistical significance until the second day of the test (see
Figure 3B; G*, p < 0.05; A*, p < 0.05).
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Figure 2. NPS-like behaviors and gait analysis in the corner and open-field test—Effect of age and AD-genotype on the
neophobia and exploratory activity elicited in a new home cage (corner test, (A—-C)) and the open-field test (D-I) at 12, 18,
and 24 months of age. Data are expressed by Mean £+ SEM. WT: wildtype mice; APP: APP23 mice. Corner test: Visited
corners (A), number (B), and latency of rearings (C). Open field test: Ethogram, the temporal sequence of behavioral events
in the open field test, Variables: OFlatm, latency of the first movement; OFlatc, latency to leave the central area; OFlatp,
latency to enter into the periphery; OFlatR, latency of the first rearing; OFlatG, latencies of the first grooming (D). Total
horizontal (E) and vertical (F) activity in the open-field test. Total horizontal activity in the periphery (G) and the central
area (H). Gait analysis: Total number of pauses (I) and mean number of crossings in each time interval and in the total time
of the open field test. Analysis of variance 2 x 3: Effects of genotype (G), Age (A) * p < 0.05, ** p < 0.01, *** p < 0.001. Post-hoc
analysis: * p < 0.05 vs. 12 months of age, # p < 0.05, vs. 18 months of age; * p < 0.05 vs. the corresponding WT control group.
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Figure 3. Context and novel object recognition tasks. Data are expressed by mean 3 SEM. Time course of the horizontal
activity (number of crossings) exhibited in the periphery (A) and the center (B) of the open-field test on Day 1 and 2, in 12-,
18- and 24-month-old WT (white squares) and APP23 (black squares). (C) Total horizontal activity (number of crossings) in
the periphery on Day 2, in 12-, 18- and 24-month-old WT (white bars) and APP23 mice (black bars), (D) Total horizontal
activity (number of crossings) in the center on Day 2, in 12-, 18- and 24-month-old WT (white bars) and APP23 mice (black
bars). (E) Total time of exploration of the novel object (seconds) in the object recognition test in 12-, 18- and 24-month-old
WT (white bars) and APP23 mice (black bars). Analysis of variance 2 x 3: Effects of genotype (G), Age (A), * p < 0.05.

Post-hoc analysis:

* p <0.05 vs. 12 months of age.

The increased horizontal activity of APP23 mice compared to WT was further ex-
amined through a gait analysis as illustrated in Figure 2I. The performance also showed
genotype effects. Thus, at 12 months of age, the increased total activity of APP23 mice did
not result from a walking performance covering a greater number of crossings per unit of
movement per se, but due to a higher number of walking episodes per interval of time.
The total number of episodes was significantly higher as well (G*, p < 0.05). With aging,
the number of episodes was reduced. At 24 months of age, the variable that evidenced the
genotype effects was the number of crossings covered, which was higher in APP23 than
their WT littermate group (* p < 0.05).
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The two recognition tasks performed during the novel object recognition test adminis-
tered on Day 2 are illustrated in Figure 3. That is, the horizontal activity exhibited when
the animals were re-exposed to the open field test (Figure 3A-D) and the discrimination of
a novel object in the novel object recognition test (Figure 3E). As shown, when the animals
were introduced in the corner of the periphery, both genotypes performed a similar loco-
motor activity. However, the comparison with their performances on their first experience
in the open field test (18 months of age, OFD2-OFD1, minute 1) as well as the before-after
activity levels unveiled genotype differences at 12 (Figure 3A) and 18 (Figure 3B) months
of age. In the next part, the novel object recognition test showed a low sensitivity to the
genotype, only noticed at the oldest age by a lower difference in the latency to explore the
novel and familiar objects than WT littermates.

In the T-maze (Figure 4), at all the ages studied and as compared to WT littermates,
the APP23 mice took a longer time to reach the intersection of the vertical arm (not shown)
and once there to cross it (Figure 4A, G***, p < 0.001). In addition, they also spent more
time in both arms (Figure 4B, G*, p < 0.05) and required more time to complete the test
(Figure 4C, G***, p < 0.001). The factor age was also a determinant for the time spent in
the arms (Figure 4B, A**, G*, p < 0.01). The analysis of errors revisiting the arms that had
been already explored indicated a significant age effect (A*, p < 0.05) with a decrease at 18
and 24 months of age as compared to 12 months (p < 0.05). Furthermore, a decrease in the
number of rearings in the APP23 mice, with a genotype x age interaction (G x A*, p < 0.05),
was found.

To further clarify the results and explain the interrelationships among the various
tasks, correlation analyses were performed using data from all the animals in this study
(not shown). In the animals’ sensorimotor activity measurements, the most prominent
correlation was between the open field activity, more specifically on the crossings in the
periphery, and the exploration activity obtained in the test corners (p < 0.005). Additionally,
there was a correlation between the crosses in the periphery of the open field and the
exploration time of the arms of the T-maze (p < 0.005). On the other hand, a correlation was
obtained between the number of corners visited and the amount of exploratory activity
performed on the first day of the open field (p < 0.05).

Figure 5 illustrates the performance of animals in three paradigms of the Morris water
maze, namely, the cue, place task, and probe trial. No differences between groups were
found in the first CUE task for visual perceptual learning in any of the variables studied.
However, a trial-by-trial analysis of their first performance in the maze showed distinct
behaviors depending on the age. Thus, both groups performed equally at 12 months of
age and tended to differentiate at 18 months and finally did it at a very old age. After
that, genotype x day interactions were found in the mean escape latencies in the place
task for spatial reference memory, at the three ages studied (Figure 5A-C: G x D*, all
F’s [3,45] = 3.30, p < 0.05). Thus, the acquisition curves of both genotypes differed through
the four days of the test, with a worse performance of APP23 mice as compared to the
WT littermates shown as a longer delay to find the platform on the third (PT3, * p < 0.05)
and fourth (PT4, * p < 0.05) day of the test. Genotype differences in swimming speed were
shown at 12 months of age (Figure 5G, G**, F [1,15] = 10.79, p < 0.01), with a slower pattern
in APP23 mice. Therefore, distances covered to reach the platform were also calculated
(Figure 5D) but showed a smother distinction in the temporal course between genotypes. At
older ages, both groups of mice slowed their navigation speeds, and genotype differences
were lost (Figure 5H,I). Statistically significant differences observed in escape latency
translated into the variable of distance only at 24 months of age (Figure 5F, PT4, * p < 0.05).
In the probe trial (Figure 5]-L), independent of genotype, preference for the target vs.
opposed quadrant was only shown at 12 and 24 months of age, while in the 18-month-old
groups, the time of permanence was biased to the adjacent left quadrant. Surprisingly, the
preference of 24-month-old APP23 mice for the target quadrant was significantly higher
than their WT littermate counterparts (Figure 5L, * p < 0.05).



Biomedicines 2021, 9, 636 11 of 22

A Ga** B Gt A*w
__40 - 15 1
2 .
@ 30 A W
N * N &%10 .
=20 - < [
'_ -
< 5 -
=N
9
g0 0 ‘ ‘
WT APP WT APP WT APP WT APP WT APP WT APP
12 18 24 12 18 24
c D
e A‘

80 - e g9
- " . * i
= 60 S 1.0 4 ¢
W 40 { 2
3 E 0.5
=3 : I

0 : . Z 00

WTAPP  WTAPP WT APP WTAPP WT APP WT APP
12 18 24 12 18 24
E G*** GrA*
3 -

%]
L

Rearings (n)

s s

WTAPP WTAPP WT APP
12 18 24

Figure 4. Coping with stress strategies, risk assessment, and spontaneous alternation in the T-Maze.
(A) Latency to cross the intersection; (B) Total time invested in the exploration of the left and right
arms; (C), Time to complete the exploration of the maze; (D), Total number of errors performed during
the exploration of the maze; (E) Vertical exploratory activity. Data are expressed by means 4= SEM.
WT: wildtype mice; APP: APP23 mice. Analysis of variance 2 x 2: Effects of genotype (G), age (A),
genotype x age (G x A),*p <0.05, ** p < 0.01, ** p < 0.001. Post-hoc analysis: ¢ p < 0.05 vs. 12 months
of age; * p < 0.05 vs. the corresponding WT control group.
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MORRIS WATER MAZE
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Figure 5. Quantitative analysis of the performance of wildtype (WT) and APP23 mice at 12, 18, and 24 months of age in
three paradigms of the MWM. Data are expressed by means + SEM. Day-by-day quantitative analysis of the CUE and
PT place leaning task by means of (A—C) mean escape latency, (D-F) distance and (G-I) swimming speed. Open squares
or bars: WT mice; Solid squares or bars: APP23 mice. ANOVA, D, day factor; G, genotype factor, Post-hoc Student ¢-test;
*p <0.05, ** p < 0.01 vs. the corresponding control group. (J-L) Probe trial for short term memory assessed by means of
the time in each quadrant; adjacent right (Ar), Opposite, Target and adjacent left (Al) quadrants. Statistics: Student t-test;
* p < 0.05 vs. the corresponding control group. Target vs. opposite vs. # p < 0.05, ## p < 0.01.
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4. Discussion

In the present work, we determined the age and AD-genotype sensitivity of a battery
of behavioral tests in APP23 mice of male sex at middle (12 months), old (18 months), and
very old (24 months) ages, and compared them to age-matched C57BL/6 mice with normal
aging. First, we confirmed that survival curves of APP23 mice were those suitable to assess
long-lived animals, since the scarcity of the literature comparing male animals from middle
to very old ages is due to increased mortality risk in this sex, increased heterogeneity in the
aging process, and also in AD at end-of-life dementia stages.

Genetically engineered AD models, primarily based on the overexpression of presinilinl
or APP mutant human genes causing early-onset Familial AD (FAD), are used to study
hallmark behavioral and neuropathological mechanisms of SAD, the sporadic and most
common form of Alzheimer’s disease despite some gaps [53,54]. For instance, the APP23
mice, overexpressing the mutant human-type APP protein with the Swedish mutation
(K670M/N671L), is a widely used animal model of AD since it genetically develops
amyloidosis and presents cognitive and behavioral symptoms similar to those found
in patients [55]. However, both SAD and FAD models are limited by the difficulty to
fully recapitulate the complexity and progression of this neurodegenerative disease in
humans [18,30,54]. Most importantly, this consideration also refers to the challenge to
unveil the factors that may underlie the heterogeneity described at end-of-life dementia
and the individuals’ survival. The neuro-immuno-endocrine hypothesis could explain the
morbidity—mortality paradox among sexes that also accounts for AD [56-58], and we have
already described it in mice [19,35,46]. However, more recently, distinct genotype and sex
differences in life expectancy among different mouse models of AD and inbred strains have
been reported in comprehensive reviews [44,45].

Survival—The survival analysis was based on a total of 916 cases from our APP23 and
wildtype cohorts with the same gold-standard C57BL/6 genetic background. It showed
genotype and sex-dependent increased mortality rates in the mutant mice, with a severe
initial drop of survival during the first two months of age, which was more dramatic in
APP23 females. Interestingly, APP/PS1 males also exhibit longer lifespans than females [59].
Survival curves demonstrated that APP23 males were able to reach a long life span, rending
this animal model suitable for studying the impact of the disease in a male aging scenario.
That is, 12- 18- and 24-month-old subjects would serve to study the disease at the middle,
old, and very old ages, respectively, and as compared to age-matched C57BL/6 wildtype
mice. There is a chance that it is strongly restricted in other genetically engineered AD
models where mortality rates of males are a limiting point to address advanced aging
in AD [17,22]. As mentioned before, the study of the age-matched wildtype mice also
contributed to provide data to the scarcely reported normal aging process in the gold-
standard C57BL/6 mice strain, from middle, old, and very-old ages.

Factorial effects and battery of tests—In this research, the behavioral profiles of APP23
and WT mice with normal aging were evaluated through a battery of seven tests. Namely,
the corner test, open field test, the novel object recognition test, the T-maze, and three
paradigms in the Morris water maze determine the effects of genotype and aging process
on their motor, emotional, and cognitive functions. On a general basis, aging was shown as
the most determinant factor for most behavioral variables studied, achieving the strongest
statistically significant values, whereas genotype factor was specific of those variables
related to dysfunctional impairment in AD. This is in agreement with previous results
reported by our laboratory using another animal model of AD. There, the age factor
from adulthood to maturity (7 to 11 months of age) was also a determinant for variables
related to sensory and motor function, while genotype differences specifically pointed at
cognitive and BPSD-hallmarks of disease [51]. After the mean life span, the factor of age
was shadowing the genetic differences, and a mortality bias was also noted [17,22]. In
the present work, the great majority of the variables that were found to be age-sensitive
belong to the corner test and the open field, in agreement with the worsening of fear
and anxiety-like symptoms with the progress of the disease. Here, genotype differences
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selectively pointed at hyperactive horizontal activity patterns, in decrement of vertical
exploration, resembling those described in 3xTg-AD mice [18].

Corner and open-field tests—Fear and anxiety-like behaviors are the most common
neuropsychiatric-like alterations associated with dementia that can be studied in mice
models of AD [18] since they appear in their early stages, worsen with the progress of the
disease, and most standard behavioral tests can record their presence [60]. Therefore, the
battery of tests started with the corner and open-field tests to record the quantitative and
qualitative features of these behaviors elicited in these two anxiogenic enclosures. When
the APP23 mice were introduced in a new home cage of transference to the open field, the
mild neophobia recorded was increased compared to that exhibited by WT littermates and
worsened with age. Thus, the mutant mice performed a greater number of visited corners,
and the reduction of vertical activity at 24 months of age was more severe, unveiling
genotype differences in this variable.

This response was in agreement with the subsequent behavioral sequence of events
observed in the open-field, illustrated as an ethogram likeminded with the sequence of
‘action programs” described by Lat in 1973 [61]. The APP23 animals showed increased
latencies to develop the ethogram immediately after direct exposure to the open and
illuminated arena. They differed in the momentary freezing, with a longer fear response
when confronting the new environment. Furthermore, they differed in the flight-to-fight
copying with a stress strategy developed that elicited the early presence of bizarre vertical
behaviors (stereotyped rearing without walk support, as described in [51] and anticipatory
self-grooming indicative of increased anxiety [18]). With aging, the overall activity and the
thigmotaxis behavior showed a reduction in all the groups. This effect was more notorious
in the mutant mice. Thus, while 12-month-old APP23 mice were more active than their
WT littermates in all (the central and peripheral) areas of the field, the activity of 18- and
24-month-old APP23 mice was strongly reduced in the center, indicating a worsening
of anxiety in the elder ages/stages of the disease. In contrast, the increased allocentric
exploration close to the protected areas of the mutants was persistent from middle-age
until the oldest age. Age and genotype differences were lost the next day, as assessed in the
open-field retest. When confronting the open field for the first time, the hyperactive pattern
shown is consistent with previous studies describing hyperactivity in APP23 mice when
assessed in this test and a Y-labyrinth [62]. However, other laboratories have reported a
hypoactive pattern in this animal model [63]. The discrepancies may correspond to the
specific anxiogenic conditions elicited by the tests, similarly to hyperactivity of 3xTg-AD
mice when assessed under soft light conditions in activity cages. In contrast, they exhibited
a clear anxiogenic hypoactive pattern in the open and illuminated open field, the dark
lightbox, and the elevated T-maze [17,18].

Gait analysis of locomotor activity—The quantitative and qualitative assessment of
locomotion, with distinction of inactivity, and slow and fast movements, allows discrim-
inating patterns of hyperactivity [64]. Here, based on that, the analysis of locomotion
measured the walking speed (crossings per interval of time) and its time course through
the 5 min of the test [18] and contrasted is to the classical total counts. For the first time,
in the present work, we propose measuring two more features of ambulation: the pace
(mean distance covered in each walk) and the number of walking episodes. These variables
allowed distinguishing the locomotor performance of APP23 mice from the normal gait
phenotype of their WT littermate counterparts. Thus, the mean walking distance of a pace
during the different minutes of the open-field test was about three—four crossings. This
agrees with the number of crossings the animal needs to cover to move from one corner
to the closest one, or to cross the arena without reaching the center. Here, all through the
test, 24-months-old APP23 performed longer walking distances than their age-matched
counterparts and the other groups, probably due to their lower activity in the center. It is
important to note that the increased total activity of APP23 mice at 12 and 18 months of
age did not result from a walking performance covering a greater number of crossings per
pace, but due to a higher number of paces, walking episodes per interval of time.
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On the other hand, in the three mutant groups, the total paces per interval of time
were also increased at several time points of their temporal courses, and the value trend
decreased with age. This variable related to kinetics was more sensitive to discriminate
mutants at 12 months of age from their age-matched counterparts. The homologous, the
swimming speed in the Morris water maze, also allowed unveiling genotype differences at
12 months of age, though in that case, APP23 mice were swimming slower than controls.
Interestingly, longitudinal population-based studies have shown a decline in spontaneous
or so-called preferred walking speed (PWS) in older people associated with brain structural
changes in gray and white matter volumes [65]. At the clinical level, a slower fast-walking
speed (FWS) is used as a marker of frailty and mortality [66-69]. Besides, the slowest
PWS and FWS, and a smaller walking speed reserve (the difference between both) have
been associated with poorer cognitive stage [70]. Furthermore, recently, an international
cross-sectional gait and Alzheimer interaction tracking study has consistently described an
abnormal gait phenotype since the earliest stages of dementia [71]. The Spatio-temporal
gait parameters are worse in woman patients and at advanced /severe stages of dementia,
although they seem more relevant to non-amnestic forms of cognitive impairment and
non-AD dementias [70].

Cognitive function: Habituation and Recognition tests—In the present work, the
hyperactivity pattern of APP23 was consistently apparent from middle to very old ages.
Hyperactivity can reflect an altered ability to habituate [72], as shown in the psychostim-
ulant effects of caffeine [73] and AR knockout mutant mice [74]. In fact, habituation is
considered as a form of rudimentary learning and memory process for recent events [61],
and where an animal learns to ignore stimulus with no predictive value [74]. Several
other aspects of the cognitive profile were analyzed during the following days through
different paradigms.

First, we wanted to assess the cognitive function involved in other recognition tasks.
As we have previously shown, the performance of young and adult 3xTg-AD animals
in the first minute of a repeated open-field test is sensitive to AD-genotype [52]. In fact,
the re-exposure to a fearful environment is the basis of many conditioned memory tests
(i.e., [75]). Therefore, on the second day of tests, we assessed the recognition of the open
and illuminated field and, after that, the preference for a novel object from one previously
inspected was recognized as familiar. The performance on the first minute of the open field
repeated test closely resembled the neophobia response previously shown by the same
animals in the corner test. Animals maintained their locomotor activity in the periphery
and slightly increased the one performed in the center. Overall, that resulted in the loss of
genotype differences previously found on the first exposure to the open field. Concerning
the novel object recognition test per se, no significant differences were detected between
any of the groups as well. The most found was a genotype difference in 24-months-old
APP23 mice, with worse latency to explore the novel object than the familiar, but this was
due to a better performance in the WT mice. The lack of AD sensitivity of these recognition
tasks regarding their use to assess learning and memory could be related to the animal’s
anxiety-like phenotype and/or a reduced interest for exploration, the two main potential
confounds that can bias the animal’s cognitive performance. This would agree with the
genotype and age-dependent reduction of vertical exploratory activity already shown on
the first experience in the open field test and the hyperactive horizontal locomotor pattern.

T-maze—Whereas the open field allowed us to observe significant differences as-
sociated with age, and to a lesser degree with the genotype, the assessment of animals
in the T-maze provided the most AD-sensitive variables. This T-shaped labyrinth is a
scenario mainly used to evaluate spatial working memory [76] with the involvement of
the hippocampus, septum, prefrontal cortex, and the basal forebrain [77-79]. In addition,
the latency to reach the intersection of the maze differs according to coping-with-stress
strategies expressed by the animal. This is to the extent that this variable was used for psy-
chological selection of prematurely accelerated aging mice (PAM) and non-PAM mice after
demonstrating that it correlates with a worse neuro-immunoendocrine function, indicators
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of accelerated aging, and premature death [80]. We have also extensively shown that the
spontaneous alternation in the black corridors resembling burrows is able to unveil the
nuances of cognitive function and anxious-like profiles in both male and female mice, from
young to old age under healthy and diverse neuropathological conditions [81-83]. More
recently, some authors have dissected other cognitive aspects [84].

Since the beginning of the test, the ethogram or sequence of behavioral events exhib-
ited by APP23 mice in this maze was strongly affected by genotype. Thus, from a ‘facing
the wall’ starting position, the latencies to turn, reach the T-intersection, and cross it with
the four paws were significantly delayed in the mutants. The mean time to explore the
two arms was increased with age and the AD-genotype. However, this delay was not due
to time invested in the vertical exploratory activity, as it was poor and worse with the
AD-genotype already since middle age. As a result, APP23 mice took a longer to complete
the test as compared to their age-matched wildtype mice, a variable that exhibited a clear
and robust genotype effect too. The contribution of errors re-entering an already visited
arm was also scarce, with 18- and 24-months-old groups performing slightly better than
middle-aged groups. At these ages, there was a trend of worse performance in APP23 mice.
In other AD models, such as the 3xTg-AD mice, no differences in the number of execution
errors were also found at middle age, but the efficiency to complete the different phases
of the test is diminished in 3xTg-AD mice and slightly is affected by long-term treatment
with the antipsychotic risperidone [17].

The present results define an altered ethogram in the T-maze and point at the de-
lay to cross the intersection as the most AD-sensitive variable. This variable suggests a
worse decision-making process, mainly depending on the prefrontal cortex, which could
result from this model’s extensive cortical neuropathology. Compared, the delays in the
performance of the 3xTg-AD mice are also found to turn and reach the intersection of the
T-maze, but once there, the delay in crossing is not so enhanced, as shown here for the
APP23 mice. However, a similar delay suggesting chances in risk assessment is seen in
this model when the spontaneous choice of entering an anxiogenic white and lit enclosure
is assessed in the dark-light box [18,48,60]. Interestingly, that variable was improved by
early postnatal handling, an early life intervention based on a tactile sensorial stimulation
experience known to modulate cognitive and anxiety-like behaviors in rodents [51]. The
APP/PS1 [85] and Tg2576 [86] mice, as well as selective dopaminergic receptors, cause a
blockade in the pre-limbic region of the prefrontal cortex [86] or STOP-null mice modeling
schizophrenia [87], also show a reduction of spontaneous alternation, suggesting its relation
to frontal hypofunctionality. In the present work, the correlation analysis of the variables
of T-maze with other tests indicated that the performance in the maze was strongly related
to the variables of the other tests referring to increased emotivity/anxiety (self-grooming,
navigation speeds) and apathy (latency of vertical and object exploration).

Cognitive function: Morris water maze—Finally, in the Morris Water maze, short- and
long-term spatial reference learning and memory were assessed [88]. The performances
of animals in two learning and memory tasks administered during five consecutive days
were evaluated through the classical mean escape latency and the distance covered to
reach the platform since a genotype effect was found in the swimming speed at 12 months
of age. All animals performed equally in the cued learning, an easy task that assesses
visual perceptual learning. Still, it is interesting to note that the performance in their first
experience in the maze differed with aging, as very old APP23 confronted the stressful
situation of being immersed in a water tank with faster latencies and shorter distances
than their WT littermate counterparts. As mentioned before, the navigation was slower
in APP23 at middle age but not after that. Here, the impact of aging could explain that
the swimming speed be reduced in old and very old animals as compared to the younger
groups. If so, the slow swimming speeds of middle-aged APP23 mice compared to their
WT littermate group but similar to the speed shown at 18 and 24 months of age, would
suggest that they were performing as older than expected for their chronological age.
Although the anxious profile of 3xTg-AD mice explains their faster swimming speeds from



Biomedicines 2021, 9, 636

17 of 22

early stages of the disease [89], we have previously shown a similar situation regarding
AD-behavioral performances being similar to those corresponding to WT at older ages,
both at the biological [90] and behavioral level [19]. In contrast, the genotype differences
become strikingly smoother in long-term AD mice survivors due to a mortality bias (death
of the worse animals) on one hand and age-dependent impoverished performances in the
WT groups on the other [22]. Here, the performances of 24-month-old animals were not
as bad as could be expected in a progression from 18 months of age, whereas cognitive
impairment was a salient behavior and followed the expected deterioration.

After the removal of the platform, the performance of animals did not indicate differ-
ences in short-term memory per se. This lack of genotype differences in the probe trial two
hours after the last trial of the place task was surprising as expected from the worse perfor-
mance of mutants in the last or two last days of this task that involves the contribution of
long-term but also short-term learning and memory. However, it is noteworthy to mention
that the lack of sensitivity of probe trial to the genotype in APP23 mice is in agreement
with previous results reported by other laboratory experts in this animal model [55,91].
On the other hand, we have recently demonstrated a mortality bias, with animals that
died during the behavioral assessments or those with worse life prognostics who had been
excluded from the final analysis, explaining the lack of expected results in 16-month-old
3xTg-AD males [17]. However, cognitive deficits in the Morris water maze were the salient
behavior in 18-month-old survivor females despite a flat phenotype, not distinguishable
from their control strain [22]. Here, the distinct preferences for the adjacent areas indicate,
for instance, less-focused goal-directed swimming strategies at 18 months of age [91]. This
suggests that a swimming strategy analysis would further understand the compensatory
behavioral mechanism that resulted in such a paradox probe trial report [91].

Limitations—The main limitation of the present study is intrinsic to the heterogeneity
of the aging process and the extreme difficulties to obtain the desired sample size of
old and very old animals, not only of mutants with such high mortality rates, but also
of their wildtype littermates with normal aging. In order to counteract the age-related
heterogeneity, important efforts were needed to obtain concurrent middle-aged (12-month-
old), aged (18-month-old) and very old (24-month-old) animals with the APP23 and WT
genotypes, so they shared the same living conditions; moreover, to adapt research agendas
so that the cohorts could be assessed within a narrow frame of time in the calendar. On
the other hand, as discussed, the use of a battery of tests must assume that carry-over
effects cannot be discarded, despite the benefits that assessing the same construct (i.e.,
anxiety) in tests differing in the level of anxiogenic conditions has to ensure convergent
validity of results. These efforts resulted in a low intra- and inter-group variability, and we
have reproduced the findings in subsequent experimental research in a consistent manner.
However, interlaboratory reliability would be needed to confirm that the results obtained in
our colonies can be reproduced in the colonies of other research institutions. An important
limitation would refer to gender medicine demands for the concurrent comparative study
of males and females, so future efforts should be devoted to achieve this goal despite the
difficulty that it may represent when handling very old ages and survivors.

5. Conclusions and Future Directions

In the present work, the behavioral profiles at 12, 18, and 24 months of age of male
APP23 mice and non-transgenic (WT C57BL/6) littermate counterparts with normal aging
were assessed using three independent cohorts but in a narrow temporal frame in the
calendar. Animals were successively evaluated in a battery of seven behavioral tests to
screen motor, non-cognitive and cognitive-like symptoms comprehensively. Presence of ‘Be-
havioral and Psychological Symptoms of Dementia’ (BPSD)-like behaviors in APP23 mice
was confirmed in three classical unconditioned tests evaluating locomotion, exploration,
anxiety-like behaviors, and emotionality under three different anxiogenic conditions.

The main findings can be summarized in five points as follows:



Biomedicines 2021, 9, 636

18 of 22

(1). Survival curves of 920 mice of APP23 and WT C57BL/6 littermates confirmed geno-
type and sex-dependent increased mortality rates, and long-living males.

(2). Compared to WT littermates, the APP23 mice showed an increased number of visited
corners but decreased vertical exploratory activity, evidencing increased neophobia
in the corner test. Similarly, APP23 groups showed increased latencies to develop
the ethogram of behaviors immediately after the direct exposure to an open and
illuminated field (not shown) and increased locomotion, with increased thigmotaxis
(or search for the protected peripheral area), primarily noticeable at 12 months of age.

(3). Inthe T-maze, a black T-shaped corridor resembling burrows, the latency to reach the
intersection was consistently shown to be increased at all ages and the longer time
required for APP23 mice to complete the exploration of all the arms of the maze. As
part of the differences in the status of their cognitive functions exhibited during the
exploration of new environments, we assessed APP23 mice for putative cognitive
deficits in discriminative tasks (novelty/familiarity) for context (remembering the
anxiogenic open field scenario) and object recognition.

(4). The novel object recognition test showed low sensitivity to the genotype, only noticed
at the oldest age through the lowest difference in the delay in exploring the novel and
familiar objects compared to WT littermates.

(5). Cognitive deficits in Spatial reference learning and memory were assessed in the
Morris water maze through a 4-day place learning task using a hidden platform
followed by a probe trial for long-term memory where the platform had been removed.
Worse performance of 12-month-old APP23 mice was shown as compared to WT
littermates during the progress of acquisition (learning and memory) in the place task,
while differences were scarce in the older groups. In the probe trial, the worse spatial
memory discrimination of the trained quadrant compared to the opposed quadrant
was shown at 18 months of age but independently of the genotype. As we have
reported in other mice models for AD, a conspicuous BPSD-like profile and age as a
biological factor may result in confounding factors in an aquatic maze, considered an
anxiogenic environment for mice.

In summary, most of the variables analyzed were able to show age-related differences,
and those presented here are among those that, under our experimental conditions and in
our hands, better discriminate the behavioral phenotype of female APP23 mice through
their aging process, from middle-age (12 months of age) and old (18 months of age)
to very old (24 months of age), as compared to their respective WT littermates. Most
importantly, non-linear age- and genotype-dependent behavioral signatures were found
in 24-month-old mice, suggesting the existence of a crosstalk between chronological and
biological/behavioral ages in long-lived animals useful to study underlying mechanisms
and distinct compensations through natural physiological aging and, maybe also, long-term
AD-associated aging male survivors.

Author Contributions: Conceptualization, L.G.-L.; colony and survival curves, PM.; behavioral
performance and data, L.G.-L.; behavioral and statistical analysis, D.M.-P,; writing—original draft:
L.G.-L.; scientific discussion and review of the manuscript: all the authors. Project and funding
acquisition, M.H.-G. All authors have read and agreed to the published version of the manuscript.

Funding: This work was funded by the BrightFocus Foundation, US (A2017243S). The Neurovascular
Research Laboratory is part of the INVICTUS+network, Instituto de Salud Carlos III (ISCIII), Spain
[RD16/0019/0021], co-financed by the European Regional Development Fund FEDER. PM. held a
predoctoral fellowship from the Vall d"Hebron Research Institute.

Institutional Review Board Statement: The study was conducted according to the guidelines of the
Declaration of Helsinki, and approved by the Ethics Committee of Departament de Medi Ambient i
Habitatge, Generalitat de Catalunya (CEEAH 3588/DMAH 9452) the 8 March 2019.

Informed Consent Statement: Not applicable.



Biomedicines 2021, 9, 636 19 of 22

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: Acknowledgement is made to the donors of Alzheimer’s Disease Research, a
program of BrightFocus Foundation, for support of this research.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or
in the decision to publish the results.

References

1. Brookmeyer, R.; Johnson, E.; Ziegler-Graham, K.; Arrighi, H.M. Forecasting the global burden of Alzheimer’s disease. Alzheimer’s
Dement. 2007, 3, 186-191. [CrossRef] [PubMed]

2. Jin, K,; Simpkins, ].W.; Ji, X.; Leis, M.; Stambler, I. The Critical Need to Promote Research of Aging and Aging-related Diseases to
Improve Health and Longevity of the Elderly Population. Aging Dis. 2015, 6, 1-5. [CrossRef] [PubMed]

3. World Health Organization (WHO); United Nations (UN). Population Prospects: The 2017 Revision, Key Findings and Advance Tables;
Working Paper No. ESA /P/WP/248; United Nations Department of Economic and Social Affairs/Population Division: Nairobi,
Kenya, 2017.

4.  Arai, H.; Ouchi, Y.;; Yokode, M.; Ito, H.; Uematsu, H.; Eto, F.; Oshima, S.; Ota, K.; Saito, Y.; Sasaki, H.; et al. Toward the realization
of a better aged society: Messages from gerontology and geriatrics. Geriatr. Gerontol. Int. 2011, 12, 16-22. [CrossRef] [PubMed]

5. WHO. Mental Health of Older Adults 2016. Available online: https:/ /www.who.int/news-room/fact-sheets/detail /mental-
health-of-older-adults (accessed on 27 December 2020).

6.  Fornaro, M.; Solmi, M.; Stubbs, B.; Veronese, N.; Monaco, F.; Novello, S.; Fusco, A.; Anastasia, A.; De Berardis, D.; Carvalho, A.E;
et al. Prevalence and correlates of major depressive disorder, bipolar disorder and schizophrenia among nursing home residents
without dementia: Systematic review and meta-analysis. Br. |. Psychiatry 2019, 216, 6-15. [CrossRef] [PubMed]

7. Cummings, ].L. Cognitive and behavioral heterogeneity in Alzheimer’s disease: Seeking the neurobiological basis. Neurobiol.
Aging 2000, 21, 845-861. [CrossRef]

8.  Reisberg, B.; Ferris, S.H.; Franssen, E.H.; Shulman, E.; Monteiro, I.; Sclan, S.G.; Steinberg, G.; Kluger, A.; Torossian, C.; De
Leon, M.].; et al. Mortality and Temporal Course of Probable Alzheimer’s Disease: A 5-Year Prospective Study. Int. Psychogeriatr.
1996, 8, 291-311. [CrossRef] [PubMed]

9.  Kumar, A;; Singh, A. Ekavali A review on Alzheimer’s disease pathophysiology and its management: An update. Pharmacol. Rep.
2015, 67, 195-203. [CrossRef]

10. Jeste, D.V,; Blazer, D.; Casey, D.; Meeks, T.; Salzman, C.; Schneider, L.; Tariot, P,; Yaffe, K. ACNP White Paper: Update on Use of
Antipsychotic Drugs in Elderly Persons with Dementia. Neuropsychopharmacology 2007, 33, 957-970. [CrossRef]

11. Magierski, R.; Sobow, T.; Schwertner, E.; Religa, D. Pharmacotherapy of Behavioral and Psychological Symptoms of Dementia:
State of the Art and Future Progress. Front. Pharmacol. 2020, 11, 1168. [CrossRef]

12.  Mirakhur, A ; Craig, D.; Hart, D.J.; Mcllroy, S.P.; Passmore, A.P. Behavioural and psychological syndromes in Alzheimer’s disease.
Int. ]. Geriatr. Psychiatry 2004, 19, 1035-1039. [CrossRef]

13. Spalletta, G.; Baldinetti, F.; Buccione, I.; Fadda, L.; Perri, R.; Scalmana, S.; Serra, L.; Caltagirone, C. Cognition and behaviour are
independent and heterogeneous dimensions in Alzheimer?s disease. |. Neurol. 2004, 251, 688-695. [CrossRef] [PubMed]

14. Giménez-Llort, L.; Johansson, B. Editorial: Pharmacology of BPSD (Behavioral and Psychological Symptoms of Dementia). Front.
Pharmacol. Neuropharmacol. 2021. [CrossRef]

15.  Yunusa, I; El Helou, M.L. The Use of Risperidone in Behavioral and Psychological Symptoms of Dementia: A Review of
Pharmacology, Clinical Evidence, Regulatory Approvals, and Off-Label Use. Front. Pharmacol. 2020, 11, 596. [CrossRef] [PubMed]

16. Piersanti, M.; Capannolo, M.; Turchetti, M.; Serroni, N.; De Berardis, D.; Evangelista, P.; Costantini, P.; Orsini, A.; Rossi, A.;
Maggio, R. Increase in mortality rate in patients with dementia treated with atypical antipsychotics: A cohort study in outpatients
in Central Italy. Riv Psichiatr. 2014, 49, 34—40. [PubMed]

17. Torres-Lista, V.; Lopez-Pousa, S.; Giménez-Llort, L. Impact of Chronic Risperidone Use on Behavior and Survival of 3xTg-AD
Mice Model of Alzheimer’s Disease and Mice With Normal Aging. Front. Pharmacol. 2019, 10, 1061. [CrossRef] [PubMed]

18. Giménez-Llort, L.; Blazquez, G.; Cariete, T.; Johansson, B.; Oddo, S.; Tobefia, A.; LaFerla, F.; Fernandez-Teruel, A. Modeling
behavioral and neuronal symptoms of Alzheimer’s disease in mice: A role for intraneuronal amyloid. Neurosci. Biobehav. Rev.
2007, 31, 125-147. [CrossRef]

19. Gimenez-Llort, L.; Torres-Lista, V.; Fuente, M. Crosstalk between Behavior and Immune System during the Prodromal Stages of
Alzheimer’s Disease. Curr. Pharm. Des. 2014, 20, 4723-4732. [CrossRef] [PubMed]

20. Jimenez-Altayo, E; Sanchez-Ventura, J.; Vila, E.; Giménez-Llort, L. Crosstalk between Peripheral Small Vessel Properties and
Anxious-like Profiles: Sex, Genotype, and Interaction Effects in Mice with Normal Aging and 3xTg-AD mice at Advanced Stages
of Disease. |. Alzheimer’s Dis. 2018, 62, 1531-1538. [CrossRef]

21. Komarova, N.L.; Thalhauser, C.J. High Degree of Heterogeneity in Alzheimer’s Disease Progression Patterns. PLoS Comput. Biol.

2011, 7, €1002251. [CrossRef]


http://doi.org/10.1016/j.jalz.2007.04.381
http://www.ncbi.nlm.nih.gov/pubmed/19595937
http://doi.org/10.14336/AD.2014.1210
http://www.ncbi.nlm.nih.gov/pubmed/25657847
http://doi.org/10.1111/j.1447-0594.2011.00776.x
http://www.ncbi.nlm.nih.gov/pubmed/22188494
https://www.who.int/news-room/fact-sheets/detail/mental-health-of-older-adults
https://www.who.int/news-room/fact-sheets/detail/mental-health-of-older-adults
http://doi.org/10.1192/bjp.2019.5
http://www.ncbi.nlm.nih.gov/pubmed/30864533
http://doi.org/10.1016/S0197-4580(00)00183-4
http://doi.org/10.1017/S1041610296002657
http://www.ncbi.nlm.nih.gov/pubmed/8994898
http://doi.org/10.1016/j.pharep.2014.09.004
http://doi.org/10.1038/sj.npp.1301492
http://doi.org/10.3389/fphar.2020.01168
http://doi.org/10.1002/gps.1203
http://doi.org/10.1007/s00415-004-0403-6
http://www.ncbi.nlm.nih.gov/pubmed/15311344
http://doi.org/10.3389/fphar.2021.704421
http://doi.org/10.3389/fphar.2020.00596
http://www.ncbi.nlm.nih.gov/pubmed/32528275
http://www.ncbi.nlm.nih.gov/pubmed/24572582
http://doi.org/10.3389/fphar.2019.01061
http://www.ncbi.nlm.nih.gov/pubmed/31607916
http://doi.org/10.1016/j.neubiorev.2006.07.007
http://doi.org/10.2174/1381612820666140130205500
http://www.ncbi.nlm.nih.gov/pubmed/24588823
http://doi.org/10.3233/JAD-171019
http://doi.org/10.1371/journal.pcbi.1002251

Biomedicines 2021, 9, 636 20 of 22

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.
41.

42.

43.

44.

45.

46.

47.

48.

Torres-Lista, V.; De La Fuente, M.; Giménez-Llort, L. Survival Curves and Behavioral Profiles of Female 3xTg-AD Mice Surviving
to 18-Months of Age as Compared to Mice with Normal Aging. J. Alzheimer’s Dis. Rep. 2017, 1, 47-57. [CrossRef]

Ramirez-Boix, P.; Giménez-Llort, L. Comorbid sensorimotor and emotional profiles in the forced swim test immobility and
predictive value of a single assay in very old female mice. Exp. Gerontol. 2019, 120, 107-112. [CrossRef] [PubMed]

Muntsant, A.; Giménez-Llort, L. Impact of Social Isolation on the Behavioral, Functional Profiles, and Hippocampal Atrophy
Asymmetry in Dementia in Times of Coronavirus Pandemic (COVID-19): A Translational Neuroscience Approach. Front.
Psychiatry 2020, 11, 572583. [CrossRef]

Spreng, R.N.; Turner, G.R. The Shifting Architecture of Cognition and Brain Function in Older Adulthood. Perspect. Psychol. Sci.
2019, 14, 523-542. [CrossRef] [PubMed]

Amer, T.; Giovanello, K.S.; Grady, C.L.; Hasher, L. Age differences in memory for meaningful and arbitrary associations: A
memory retrieval account. Psychol. Aging 2018, 33, 74-81. [CrossRef]

Turner, R.C.; Seminerio, M.].; Naser, Z.].; Ford, ].N.; Martin, S.J.; Matsumoto, R.R.; Rosen, C.L.; Huber, ].D. Effects of aging on
behavioral assessment performance: Implications for clinically relevant models of neurological disease. J. Neurosurg. 2012, 117,
629-637. [CrossRef]

Mitchell, S.J.; Scheibye-Knudsen, M.; Longo, D.L.; De Cabo, R. Animal Models of Aging Research: Implications for Human Aging
and Age-Related Diseases. Annu. Rev. Anim. Biosci. 2015, 3, 283-303. [CrossRef]

Puzzo, D.; Gulisano, W.; Palmeri, A.; Arancio, O. Rodent models for Alzheimer’s disease drug discovery. Expert Opin. Drug
Discov. 2015, 10, 703-711. [CrossRef]

Pietropaolo, S.; Feldon, J.; Yee, B.K. Age-dependent phenotypic characteristics of a triple transgenic mouse model of Alzheimer
disease. Behav. Neurosci. 2008, 122, 733-747. [CrossRef] [PubMed]

Mastrangelo, M.; Bowers, W.J. Detailed immunohistochemical characterization of temporal and spatial progression of Alzheimer’s
disease-related pathologies in male triple-transgenic mice. BMC Neurosci. 2008, 9, 81. [CrossRef] [PubMed]

Fahlstrom, A.; Zeberg, H.; Ulfhake, B. Changes in behaviors of male C57BL/6] mice across adult life span and effects of dietary
restriction. Age 2012, 34, 1435-1452. [CrossRef] [PubMed]

Giménez-Llort, L.; Ramirez-Boix, P.; De La Fuente, M. Mortality of septic old and adult male mice correlates with individual
differences in premorbid behavioral phenotype and acute-phase sickness behavior. Exp. Gerontol. 2019, 127, 110717. [CrossRef]
Torres-Lista, V.; Giménez-Llort, L. Persistence of behaviours in the Forced Swim Test in 3xTg-AD mice at advanced stages of
disease. Behav. Process. 2014, 106, 118-121. [CrossRef]

Giménez-Llort, L.; Arranz, L.; Maté, I.; De La Fuente, M. Gender-Specific Neuroimmunoendocrine Aging in a Triple-Transgenic
3xTg-AD Mouse Model for Alzheimer’s Disease and Its Relation with Longevity. Neuroimmunomodulation 2008, 15, 331-343.
[CrossRef] [PubMed]

Muntsant, A.; Jiménez-Altayo, E; Puertas-Umbert, L.; Jiménez-Xarrie, E.; Vila, E.; Giménez-Llort, L. Sex-Dependent End-of-
Life Mental and Vascular Scenarios for Compensatory Mechanisms in Mice with Normal and AD-Neurodegenerative Aging.
Biomedicines 2021, 9, 111. [CrossRef]

Van Dijk, P.T.; Dippel, D.W.; Habbema, ].D.F. Survival of Patients with Dementia. . Am. Geriatr. Soc. 1991, 39, 603—-610. [CrossRef]
Zeng, A; Song, X.; Dong, J.; Mitnitski, A.; Liu, J.; Guo, Z.; Rockwood, K. Mortality in Relation to Frailty in Patients Admitted to a
Specialized Geriatric Intensive Care Unit. J. Gerontol. Ser. A Boil. Sci. Med. Sci. 2015, 70, 1586-1594. [CrossRef] [PubMed]

A Brown, M.; Sampson, E.L.; Jones, L.; Barron, A.M. Prognostic indicators of 6-month mortality in elderly people with advanced
dementia: A systematic review. Palliat. Med. 2012, 27, 389—-400. [CrossRef] [PubMed]

Pike, C.J. Sex and the development of Alzheimer’s disease. J. Neurosci. Res. 2017, 95, 671-680. [CrossRef]

Rezzani, R.; Franco, C.; Rodella, L.F. Sex differences of brain and their implications for personalized therapy. Pharmacol. Res. 2019,
141, 429-442. [CrossRef]

Sturchler-Pierrat, C.; Staufenbiel, M. Pathogenic Mechanisms of Alzheimer’s Disease Analyzed in the APP23 Transgenic Mouse
Model. Ann. N. Y. Acad. Sci. 2006, 920, 134-139. [CrossRef]

Hirata-Fukae, C.; Li, H.-F; Hoe, H.-S.; Gray, A.].; Minami, S.S.; Hamada, K.; Niikura, T.; Hua, F.; Tsukagoshi-Nagai, H.; Horikoshi-
Sakuraba, Y.; et al. Females exhibit more extensive amyloid, but not tau, pathology in an Alzheimer transgenic model. Brain Res.
2008, 1216, 92-103. [CrossRef]

Rae, E.A.; Brown, R.E. The problem of genotype and sex differences in life expectancy in transgenic AD mice. Neurosci. Biobehav.
Rev. 2015, 57, 238-251. [CrossRef]

Kane, A.E; Shin, S.; Wong, A.A.; Fertan, E.; Faustova, N.S.; Howlett, S.E.; Brown, R.E. Sex Differences in Healthspan Predict
Lifespan in the 3xTg-AD Mouse Model of Alzheimer’s Disease. Front. Aging Neurosci. 2018, 10, 172. [CrossRef]

Giménez-Llort, L.; Maté, I.; Manassra, R.; Vida, C.; De La Fuente, M. Peripheral immune system and neuroimmune communication
impairment in a mouse model of Alzheimer’s disease. Ann. N. Y. Acad. Sci. 2012, 1262, 74-84. [CrossRef] [PubMed]
Montacute, R.; Foley, K.; Forman, R.; Else, K.J.; Cruickshank, S.M.; Allan, S.M. Enhanced susceptibility of triple transgenic
Alzheimer’s disease (3xTg-AD) mice to acute infection. J. Neuroinflamm. 2017, 14, 1-13. [CrossRef] [PubMed]

Garcia-Mesa, Y.; Giménez-Llort, L.; Lépez, L.C.; Venegas, C.; Cristofol, R.; Escames, G.; Acufia-Castroviejo, D.; Sanfeliu, C.
Melatonin plus physical exercise are highly neuroprotective in the 3xTg-AD mouse. Neurobiol. Aging 2012, 33, 1124.e13-1124.e29.
[CrossRef]


http://doi.org/10.3233/ADR-170011
http://doi.org/10.1016/j.exger.2019.03.004
http://www.ncbi.nlm.nih.gov/pubmed/30878642
http://doi.org/10.3389/fpsyt.2020.572583
http://doi.org/10.1177/1745691619827511
http://www.ncbi.nlm.nih.gov/pubmed/31013206
http://doi.org/10.1037/pag0000220
http://doi.org/10.3171/2012.5.JNS112224
http://doi.org/10.1146/annurev-animal-022114-110829
http://doi.org/10.1517/17460441.2015.1041913
http://doi.org/10.1037/a0012520
http://www.ncbi.nlm.nih.gov/pubmed/18729626
http://doi.org/10.1186/1471-2202-9-81
http://www.ncbi.nlm.nih.gov/pubmed/18700006
http://doi.org/10.1007/s11357-011-9320-7
http://www.ncbi.nlm.nih.gov/pubmed/21989972
http://doi.org/10.1016/j.exger.2019.110717
http://doi.org/10.1016/j.beproc.2014.05.001
http://doi.org/10.1159/000156475
http://www.ncbi.nlm.nih.gov/pubmed/19047809
http://doi.org/10.3390/biomedicines9020111
http://doi.org/10.1111/j.1532-5415.1991.tb03602.x
http://doi.org/10.1093/gerona/glv084
http://www.ncbi.nlm.nih.gov/pubmed/26400736
http://doi.org/10.1177/0269216312465649
http://www.ncbi.nlm.nih.gov/pubmed/23175514
http://doi.org/10.1002/jnr.23827
http://doi.org/10.1016/j.phrs.2019.01.030
http://doi.org/10.1111/j.1749-6632.2000.tb06915.x
http://doi.org/10.1016/j.brainres.2008.03.079
http://doi.org/10.1016/j.neubiorev.2015.09.002
http://doi.org/10.3389/fnagi.2018.00172
http://doi.org/10.1111/j.1749-6632.2012.06639.x
http://www.ncbi.nlm.nih.gov/pubmed/22823438
http://doi.org/10.1186/s12974-017-0826-5
http://www.ncbi.nlm.nih.gov/pubmed/28284226
http://doi.org/10.1016/j.neurobiolaging.2011.11.016

Biomedicines 2021, 9, 636 21 of 22

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

Sturchler-Pierrat, C.; Abramowski, D.; Duke, M.; Wiederhold, K.-H.; Mistl, C.; Rothacher, S.; Ledermann, B.; Biirki, K.; Frey, P.;
Paganetti, P.A.; et al. Two amyloid precursor protein transgenic mouse models with Alzheimer disease-like pathology. Proc. Natl.
Acad. Sci. USA 1997, 94, 13287-13292. [CrossRef]

Kilkenny, C.; Browne, W.J.; Cuthill, I.C.; Emerson, M.; Altman, D.G. Improving Bioscience Research Reporting: The ARRIVE
Guidelines for Reporting Animal Research. PLoS Biol. 2010, 8, €1000412. [CrossRef] [PubMed]

Baeta-Corral, R.; Giménez-Llort, L. Bizarre behaviors and risk assessment in 3xTg-AD mice at early stages of the disease. Behav.
Brain Res. 2014, 258, 97-105. [CrossRef]

Torres-Lista, V.; Parrado-Fernandez, C.; Alvarez-Montoén, I.; Frontifian-Rubio, J.; Duran-Prado, M.; Peinado, J.R.; Johansson, B.;
Alcain, EJ.; Giménez-Llort, L. Neophobia, NQO1 and SIRT1 as premorbid and prodromal indicators of AD in 3xTg-AD mice.
Behav. Brain Res. 2014, 271, 140-146. [CrossRef]

Chen, Y,; Liang, Z.; Blanchard, ]J.; Dai, C.-L.; Sun, S.; Lee, M.H.; Grundke-Igbal, L; Igbal, K.; Liu, E; Gong, C.-X. A Non-transgenic
Mouse Model (icv-STZ Mouse) of Alzheimer’s Disease: Similarities to and Differences from the Transgenic Model (3xTg-AD
Mouse). Mol. Neurobiol. 2013, 47, 711-725. [CrossRef] [PubMed]

Bernier, G.; Nardini, E.; Hogan, R.; Flamier, A. Alzheimer’s disease: A tale of two diseases? Neural Regen. Res. 2021, 16, 1958-1964.
[CrossRef] [PubMed]

Lalonde, R.; Lewis, T.; Strazielle, C.; Kim, H.; Fukuchi, K. Transgenic mice expressing the  APP695SWE mutation: Effects on
exploratory activity, anxiety, and motor coordination. Brain Res. 2003, 977, 38—45. [CrossRef]

Sinforiani, E.; Citterio, A.; Zucchella, C.; Bono, G.; Corbetta, S.; Merlo, P.; Mauri, M. Impact of Gender Differences on the Outcome
of Alzheimer’s Disease. Dement. Geriatr. Cogn. Disord. 2010, 30, 147-154. [CrossRef] [PubMed]

Mielke, M.; Vemuri, P.; Rocca, W. Clinical epidemiology of Alzheimer’s disease: Assessing sex and gender differences. Clin.
Epidemiol. 2014, 6, 37-48. [CrossRef]

Mazure, C.M.; Swendsen, J. Sex differences in Alzheimer’s disease and other dementias. Lancet Neurol. 2016, 15, 451-452.
[CrossRef]

Pugh, PL.; Richardson, J.C.; Bate, S.T.; Upton, N.; Sunter, D. Non-cognitive behaviours in an APP/PS1 transgenic model of
Alzheimer’s disease. Behav. Brain Res. 2007, 178, 18-28. [CrossRef]

Giménez-Llort, L.; Blazquez, G.; Cafete, T.; Rosa, R.; Vivo, M.; Oddo, S.; Navarro, X.; LaFerla, EM.; Johansson, B.; Tobena, A.; et al.
Modeling neuropsychiatric symptoms of Alzheimer’s disease dementia in 3xTg-AD mice. In Alzheimer’s Disease: New Advances;
Igbal, K., Winblad, B., Avila, J., Eds.; Medimond SRL: Pianoro, Italy, 2006; pp. 513-516.

Lat, J. The analysis of habituation. Acta Neurobiol. Exp. 1973, 33, 771-789.

King, D.L.; Arendash, G.W. Behavioral characterization of the Tg2576 transgenic model of Alzheimer’s disease through 19
months. Physiol. Behav. 2002, 75, 627-642. [CrossRef]

Dumont, M; Strazielle, C.; Staufenbiel, M.; Lalonde, R. Spatial learning and exploration of environmental stimuli in 24-month-old
female APP23 transgenic mice with the Swedish mutation. Brain Res. 2004, 1024, 113-121. [CrossRef] [PubMed]

Giménez-Llort, L.; Ferre, S.; Martinez, E. Effects of the systemic administration of kainic acid and NMDA on exploratory activity
in rats. Pharmacol. Biochem. Behav. 1995, 51, 205-210. [CrossRef]

Callisaya, M.L.; Beare, R.; Phan, T.G.; Chen, J.; Srikanth, V.K. Global and Regional Associations of Smaller Cerebral Gray and
White Matter Volumes with Gait in Older People. PLoS ONE 2014, 9, e84909. [CrossRef] [PubMed]

Studenski, S.; Perera, S.; Patel, K.; Rosano, C.; Faulkner, K.; Inzitari, M.; Brach, J.; Chandler, J.; Cawthon, P.; Connor, E.B.; et al.
Gait speed and survival in older adults. JAMA 2011, 305, 50-58. [CrossRef] [PubMed]

Middleton, A.; Fulk, G.D.; Beets, M.W.; Herter, T.M.; Fritz, S.L. Self-Selected Walking Speed Is Predictive of Daily Ambulatory
Activity in Older Adults. J. Aging Phys. Act. 2016, 24, 214-222. [CrossRef] [PubMed]

Artaud, F,; Singh-Manoux, A.; Dugravot, A.; Tzourio, C.; Elbaz, A. Decline in Fast Gait Speed as a Predictor of Disability in Older
Adults. |. Am. Geriatr. Soc. 2015, 63, 1129-1136. [CrossRef] [PubMed]

Sabia, S.; Dumurgier, ].; Tavernier, B.; Head, J.; Tzourio, C.; Elbaz, A. Change in Fast Walking Speed Preceding Death: Results
from a Prospective Longitudinal Cohort Study. J. Gerontol. Ser. A Boil. Sci. Med. Sci. 2013, 69, 354-362. [CrossRef]

Callisaya, M.L.; Launay, C.P; Srikanth, V.K,; Verghese, J.; Allali, G.; Beauchet, O. Cognitive status, fast walking speed and walking
speed reserve—the Gait and Alzheimer Interactions Tracking (GAIT) study. GeroScience 2017, 39, 231-239. [CrossRef]

Allali, G.; Annweiler, C.; Blumen, H.M.; Callisaya, M.L.; De Cock, A.-M.; Kressig, R.W,; Srikanth, V.; Steinmetz, ].-P,; Verghese, J.;
Beauchet, O. Gait phenotype from mild cognitive impairment to moderate dementia: Results from the GOOD initiative. Eur. J.
Neurol. 2016, 23, 527-541. [CrossRef] [PubMed]

Nehlig, A.; Daval, J.-L.; DeBry, G. Caffeine and the central nervous system: Mechanisms of action, biochemical, metabolic and
psychostimulant effects. Brain Res. Rev. 1992, 17, 139-170. [CrossRef]

Giménez-Llort, L.; Masino, S.A.; Diao, L.; Fernandez-Teruel, A.; Tobefia, A.; Halldner, L.; Fredholm, B.B. Mice lacking the
adenosine Al receptor have normal spatial learning and plasticity in the CA1 region of the hippocampus, but they habituate
more slowly. Synapse 2005, 57, 8-16. [CrossRef] [PubMed]

King, D.L.; Arendash, G.W. Maintained synaptophysin immunoreactivity in Tg2576 transgenic mice during aging: Correlations
with cognitive impairment. Brain Res. 2002, 926, 58-68. [CrossRef]


http://doi.org/10.1073/pnas.94.24.13287
http://doi.org/10.1371/journal.pbio.1000412
http://www.ncbi.nlm.nih.gov/pubmed/20613859
http://doi.org/10.1016/j.bbr.2013.10.017
http://doi.org/10.1016/j.bbr.2014.04.055
http://doi.org/10.1007/s12035-012-8375-5
http://www.ncbi.nlm.nih.gov/pubmed/23150171
http://doi.org/10.4103/1673-5374.308070
http://www.ncbi.nlm.nih.gov/pubmed/33642366
http://doi.org/10.1016/S0006-8993(03)02694-5
http://doi.org/10.1159/000318842
http://www.ncbi.nlm.nih.gov/pubmed/20733307
http://doi.org/10.2147/CLEP.S37929
http://doi.org/10.1016/S1474-4422(16)00067-3
http://doi.org/10.1016/j.bbr.2006.11.044
http://doi.org/10.1016/S0031-9384(02)00639-X
http://doi.org/10.1016/j.brainres.2004.07.052
http://www.ncbi.nlm.nih.gov/pubmed/15451372
http://doi.org/10.1016/0091-3057(94)00420-N
http://doi.org/10.1371/journal.pone.0084909
http://www.ncbi.nlm.nih.gov/pubmed/24416309
http://doi.org/10.1001/jama.2010.1923
http://www.ncbi.nlm.nih.gov/pubmed/21205966
http://doi.org/10.1123/japa.2015-0104
http://www.ncbi.nlm.nih.gov/pubmed/26371593
http://doi.org/10.1111/jgs.13442
http://www.ncbi.nlm.nih.gov/pubmed/26096387
http://doi.org/10.1093/gerona/glt114
http://doi.org/10.1007/s11357-017-9973-y
http://doi.org/10.1111/ene.12882
http://www.ncbi.nlm.nih.gov/pubmed/26662508
http://doi.org/10.1016/0165-0173(92)90012-B
http://doi.org/10.1002/syn.20146
http://www.ncbi.nlm.nih.gov/pubmed/15858837
http://doi.org/10.1016/S0006-8993(01)03294-2

Biomedicines 2021, 9, 636 22 of 22

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

Espania, J.; Giménez-Llort, L.; Valero, J.; Mifiano, A.; Rdbano, A.; Rodriguez-Alvarez, J.; LaFerla, EM.; Saura, C.A. Intraneuronal
-Amyloid Accumulation in the Amygdala Enhances Fear and Anxiety in Alzheimer’s Disease Transgenic Mice. Biol. Psychiatry
2010, 67, 513-521. [CrossRef]

Thompson, R. The comparative effects of anterior and posterior cortical lesions on maze retention. J. Comp. Physiol. Psychol. 1959,
52,506-508. [CrossRef]

Zhang, W.-N.; Pothuizen, H.; Feldon, J.; Rawlins, J. Dissociation of function within the hippocampus: Effects of dorsal, ventral
and complete excitotoxic hippocampal lesions on spatial navigation. Neuroscience 2004, 127, 289-300. [CrossRef] [PubMed]
Deacon, R.M.].; Rawlins, ].N.P. T-maze alternation in the rodent. Nat. Protoc. 2006, 1, 7-12. [CrossRef] [PubMed]
Giménez-Llort, L.; Schiffmann, S.N.; Shmidt, T.; Canela, L.; Camon, L.; Wassholm, M.; Canals, M.; Terasmaa, A.; Fernandez-
Teruel, A.; Tobefia, A.; et al. Working memory deficits in transgenic rats overexpressing human adenosine A2A receptors in the
brain. Neurobiol. Learn. Mem. 2007, 87, 42-56. [CrossRef]

Guayerbas, N.; Puerto, M.; Ferrdndez, M.D.; De La Fuente, M. A diet supplemented with thiolic anti-oxidants improves leucocyte
function in two strains of prematurely ageing mice. Clin. Exp. Pharmacol. Physiol. 2002, 29, 1009-1014. [CrossRef]
Giménez-Llort, L.; Garcia, Y.; Buccieri, K.; Revilla, S.; Sufiol, C.; Cristofol, R.; Sanfeliu, C. Gender-Specific Neuroimmunoendocrine
Response to Treadmill Exercise in 3xTg-AD Mice. Int. |. Alzheimer’s Dis. 2010, 2010, 1-17. [CrossRef]

Garcia-Mesa, Y.; Lopez-Ramos, ].C.; Giménez-Llort, L.; Revilla, S.; Guerra, R.; Gruart, A.; LaFerla, EM.; Cristofol, R.; Delgado-
Garcia, ].M.; Sanfeliu, C. Physical Exercise Protects Against Alzheimer’s Disease in 3xTg-AD Mice. J. Alzheimer’s Dis. 2011, 24,
421-454. [CrossRef] [PubMed]

Ariza, L.; Giménez-Llort, L.; Cubizolle, A.; Pages, G.; Garcia-Lareu, B.; Serratrice, N.; Cots, D.; Thwaite, R.; Chillén, M.;
Kremer, E.J.; et al. Central Nervous System Delivery of Helper-Dependent Canine Adenovirus Corrects Neuropathology and
Behavior in Mucopolysaccharidosis Type VII Mice. Hum. Gene Ther. 2014, 25, 199-211. [CrossRef] [PubMed]

Sanderson, D.J.; Bannerman, D.M. The role of habituation in hippocampus-dependent spatial working memory tasks: Evidence
from GluA1 AMPA receptor subunit knockout mice. Hippocampus 2012, 22, 981-994. [CrossRef]

Tempier, A.; He, J.; Zhu, S.; Zhang, R.; Kong, L.; Tan, Q.; Luo, H.; Kong, J.; Li, X.-M. Quetiapine Modulates Conditioned Anxiety
and Alternation Behavior in Alzheimer’s Transgenic Mice. Curr. Alzheimer Res. 2013, 10, 199-206. [CrossRef] [PubMed]
Rinaldi, A.; Mandillo, S.; Oliverio, A.; Mele, A. D1 and D2 Receptor Antagonist Injections in the Prefrontal Cortex Selectively
Impair Spatial Learning in Mice. Neuropsychopharmacology 2006, 32, 309-319. [CrossRef] [PubMed]

Delotterie, D.; Ruiz, G.; Brocard, J.; Schweitzer, A.; Roucard, C.; Roche, Y.; Suaud-Chagny, M.-F; Bressand, K.; Andrieux, A.
Chronic administration of atypical antipsychotics improves behavioral and synaptic defects of STOP null mice. Psychopharmacology
2010, 208, 131-141. [CrossRef]

Morris, R.G.M. Developments of a water-maze procedure for studying spatial learning in the rat. J. Neurosci. Methods 1984, 11,
47-60. [CrossRef]

Giménez-Llort, L.; Rivera-Herndndez, G.; Marin-Argany, M.; Sanchez-Quesada, J.L.; Villegas, S. Early intervention in the 3xTg-AD
mice with an amyloid B-antibody fragment ameliorates first hallmarks of Alzheimer disease. mAbs 2013, 5, 665-864. [CrossRef]
Baeta-Corral, R.; Giménez-Llort, L. Persistent hyperactivity and distinctive strategy features in the Morris water maze in 3xTg-AD
mice at advanced stages of disease. Behav. Neurosci. 2015, 129, 129-137. [CrossRef] [PubMed]

Lalonde, R.; Dumont, M.; Staufenbiel, M.; Strazielle, C. Neurobehavioral characterization of APP23 transgenic mice with the
SHIRPA primary screen. Behav. Brain Res. 2005, 157, 91-98. [CrossRef]


http://doi.org/10.1016/j.biopsych.2009.06.015
http://doi.org/10.1037/h0043301
http://doi.org/10.1016/j.neuroscience.2004.05.007
http://www.ncbi.nlm.nih.gov/pubmed/15262320
http://doi.org/10.1038/nprot.2006.2
http://www.ncbi.nlm.nih.gov/pubmed/17406205
http://doi.org/10.1016/j.nlm.2006.05.004
http://doi.org/10.1046/j.1440-1681.2002.03758.x
http://doi.org/10.4061/2010/128354
http://doi.org/10.3233/JAD-2011-101635
http://www.ncbi.nlm.nih.gov/pubmed/21297257
http://doi.org/10.1089/hum.2013.152
http://www.ncbi.nlm.nih.gov/pubmed/24299455
http://doi.org/10.1002/hipo.20896
http://doi.org/10.2174/1567205011310020010
http://www.ncbi.nlm.nih.gov/pubmed/22950914
http://doi.org/10.1038/sj.npp.1301176
http://www.ncbi.nlm.nih.gov/pubmed/16900106
http://doi.org/10.1007/s00213-009-1712-3
http://doi.org/10.1016/0165-0270(84)90007-4
http://doi.org/10.4161/mabs.25424
http://doi.org/10.1037/bne0000027
http://www.ncbi.nlm.nih.gov/pubmed/25730122
http://doi.org/10.1016/j.bbr.2004.06.020

	Introduction 
	Materials and Methods 
	Animals 
	Experimental Design 
	Behavioral Assessments 
	Day 1. Corner and Open-Field Tests (CT and OF) 
	Day 2. Recognition Tests (OF2 and OR) 
	Day 3. Spontaneous Alternation in the T-Maze (TM-SA) 
	Day 4 to 9. Morris Water Maze Test (MWM) 

	Statistics 

	Results 
	Genotype and Sex-Dependent Increased Mortality Rates 
	Strong Contribution of Age and Specificity of Genotype Factor on Key Variables for AD-Related Phenotype 

	Discussion 
	Conclusions and Future Directions 
	References

