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Alzheimer’s disease (AD) not only affects cognition and neuropathology, but several other facets
capable of negatively impacting quality of life and potentially driving impairments, including
altered gut microbiome (GMB) composition and metabolism. Aged (20 + mo) female TgF344-AD
and wildtype rats were cognitively characterized on several tasks incorporating several cognitive
domains, including task acquisition, object recognition memory, anxiety-like behaviors, and
spatial navigation. Additionally, metabolic phenotyping, GMB sequencing throughout the intes-
tinal tract (duodenum, jejunum, ileum, colon, and feces), neuropathological burden assessment
and marker gene functional abundance predictions (PICRUSt2) were conducted. TgF344-AD rats
demonstrated significant cognitive impairment in multiple domains, as well as regionally specific
GMB dysbiosis. Relationships between peripheral factors were investigated using Canonical
Correspondence Analysis (CCA), revealing correlations between GMB changes and both cognitive
and metabolic factors. Moreover, communities of gut microbes contributing to essential metabolic
pathways were significantly altered in TgF344-AD rats. These data indicate dysbiosis may affect
cognitive outcomes in AD through alterations in metabolism-related enzymatic pathways that are
necessary for proper brain function. Moreover, these changes were mostly observed in intestinal
segments required for carbohydrate digestion, not fecal samples. These data support the targeting
of intestinal and microbiome health for the treatment of AD.

Background

Currently, nearly 6 million Americans are living with Alzheimer’s disease (AD), placing significant emotional and financial burden
on themselves and their caregivers [1]. Translation of interventions targeting AD have been largely unsuccessful thus far, demon-
strating great need for alternative strategies. Not only does AD impact cognitive function, but it also increases risk of metabolic
impairment by 65 % [2] and may lead to gut dysbiosis (i.e., disrupted microbiota composition and/or diversity) [3,4]. Gut health and
microbiome (MB) composition play a large role in energy homeostasis and metabolic function, which in turn greatly influence
cognitive performance [5-7]. Therefore, one potential avenue through which the gut may exert control over neurobiological health
along the gut-brain-axis [8,9] is through regulation of systemic metabolism, which itself strongly influences both of these organ
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systems [10,11]. Consequently, gut-derived impairments in peripheral and brain metabolic functioning may underlie cognitive im-
pairments associated with AD. Thus, we investigated cognitive and peripheral health status in an aged TgF344-AD rat model of AD
[12].

Significant pathology and altered cognitive status have been reported in these rats [12-15], and more recently some indicators of
metabolic health [16], an aspect of AD often missed in other transgenic models. Herein we expand upon these data by investigating
cognitive status, metabolic health, physical composition and gut microbiome composition in aged TgF344-AD rats. Though there is
evidence of impaired reversal learning [13], fear memory extinction in males [15], and spatial navigation [17], there is a dearth of
information regarding higher order tasks requiring the integration of information across several brain structures in these transgenic
rats. Long-range projection neurons that support such complicated cognitive loads are not only the most energetically costly neurons in
the brain, but are significantly impacted by age [18] and AD [19]. Therefore, we characterized the effects of AD and age on a working
memory/biconditional association task. This task is known to be vulnerable to aging and more sensitive than single-modality tasks like
the Morris water maze [20-23].

There are several avenues through which gut function and health influences cognition within or outside of the context of AD, which
may be the result of gut dysbiosis. This includes altered production and utilization of neurotransmitters and metabolites (such as short
chain fatty acids (SCFA)), or through changes in intestinal permeability. Only female subjects were utilized, as markers of glucose
metabolism and body composition differences were previously observed in females, but not males [16]. Moreover, due to the extreme
long-standing bias of the field towards the utilization of male subjects in medical research, there is much less known about the in-
fluence of AD-related peripheral health factors in females, despite the higher prevalence of AD in females than males [24-26].
Interestingly, individuals with AD have disrupted preference and intake of carbohydrates [27]. Carbohydrates are digested within the
small intestine (along with most nutrients) [11,28], yet fecal microbiome populations largely represent colonic GMB populations [29].
Therefore, it is imperative to not only investigate how the microbiome changes in distal large intestine, but portions of the small
intestine as well, as we hypothesized that alterations in the GMB differ along the length of the intestinal tract. Gut microbiome al-
terations with in the TgF344-AD rat model have, to our knowledge, never been characterized in any female subjects of advanced age
nor has the intestinal microbiome been described in a regionally-specific manner at any age or sex, though differences in middle and
advanced age male rats have been published [30]. Additionally, there are sex-specific effects in other transgenic rodent models of AD,
with transgenic AD mice displaying a greater disparity across sex than their wildtype counterparts [31]. Herein, we expand upon these
previous works by not only including females, but also by including analyses predicting the functional relevance of gut microbiome
alterations for the first time in this rat model, and relate this to cognitive and metabolic decline in AD.

Methods
Subjects and handling
Rats for this study were bred in-house utilizing a descendent from a breeding pair that was originally obtained from University of

Southern California [12] and wildtype dams from Envigo RMS LLC (Indianapolis, IN, USA). Heterozygotes harbor the human Swedish
mutation amyloid precursor protein (APP"®) and the presenilin-1 exon 9 deletion mutant (PS1E%) and express both tau and amyloid
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Fig. 1. Behavioral testing apparatus utilized for (A) continuous spatial alternations, (B) open arm assessment of anxiety-like phenotype on
continuous spatial alternation ability, (C) working memory object discrimination (WMOD), (D) working memory biconditional association task
(WMBAT), (E) simple object discrimination (SOD) and (F) novel object recognition tasks.
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pathology [12]. Genotype was confirmed at weaning and again postmortem by Transnetyx using real-time PCR.

Nine wildtype (WT) and 10 Transgenic-AD (TgAD) rats (average starting age = 16.7 months) were initially included in the study.
However, only 5 rats of each genotype survived until the end of the study (average age of rats that survived to the end of the study =
25.1 months at study conclusion, range = 24.9-25.8 months), and thus only these 10 rats were included in all analyses unless stated
otherwise. Each rat was housed individually and maintained on a 12-hr light/dark cycle with behavioral experiments performed
exclusively during the light phase of the cycle due to limitations in housing availability during COVID restrictions. All rats were
restricted to approximately 80-85 % of their free feeding body weight to encourage appetitive motivation in behavioral assays. While
on food deprivation, rats were weighed a minimum of 3 times weekly. All breeding and experimental procedures were performed in
accordance with National Institutes of Health guidelines and were approved by Institutional Animal Care and Use Committees at the
University of Alabama at Birmingham.

Behavioral analysis

Testing apparatus and habituation

All behavioral analysis, excluding novel object recognition and elevated plus maze, were conducted on a continuous alternation
maze (CAM) with object choice platforms (Fig. 1). This maze allows for simultaneous assessment of spatial navigation and awareness
with object recognition and multimodal association tasks [21-23,32]. Rats were habituated to the maze for 10 min per day for 2
consecutive days, during which froot loops (Kellogg Company, Battle Creek, MI) were scattered throughout the maze and rats were
encouraged to explore the entirety of the maze.

Spatial alternation and anxiety-like behavioral assessments

Following maze habituation, rats were trained to alternate between the left and right arms of the maze (Fig. 1A). Correct turns were
rewarded with a froot loop placed randomly in one of the wells within the correct arm. Incorrect turns were not rewarded. Rats were
trained on this task until they were alternating correctly > 80 % of the time on 2 consecutive days.

Following this criterion alternation performance, an anxiety-like phenotype was then measured in two ways. Firstly, the walls were
removed from one arm of the maze (counterbalanced across rats) and rats were returned to the alternation task (Fig. 1B). Correctly
alternating continued to result in a froot loop reward, thus rats were incentivized to equally traverse the open ‘risky’ arm and the closed
‘safe’ arm. Secondly, rats were placed in the center of an elevated plus maze (EPM) and allowed to freely ambulate throughout the
apparatus for 5 min. Activity was recorded with an overhead camera using the tracking system Ethovision XT (Noldus Information
Technology Inc., Wageningen, the Netherlands).

Object discrimination-based behavioral assessment

Once rats were again alternating correctly > 80 % of the time on 2 consecutive days, rats progressed to a series of tasks requiring
object discriminations of varying difficulty [21,22] with persistent alternation throughout the maze. The Working Memory Object
Discrimination (WMOD) task was administered for 3 days. For this task, rats were presented with a unique pair of objects within each
arm (i.e. objects A and B in left arm, objects C & D in right arm). One object was always correct within each arm, regardless of which
well they were positioned over (Fig. 1C). Rats were trained on this task until they achieved > 80 % on 2 consecutive days. The number
of incorrect trials required to reach criterion performance was recorded as a measure of learning ability.

Once criterion performance was achieved on the WMOD task, rats progressed to the Working Memory/Biconditional Association
task (WMBAT). This task required not only spatial alternation, spatial awareness and object recognition, but the integration of each of
these modalities (Fig. 1D). Rats were trained until they achieved > 80 % correct (with a minimum of 75 % within each individual arm
on at least one of those days) on 2 consecutive days or for a maximum of 60 days of testing. The number of incorrect trials required to
reach criterion performance, or maximum trial allowance, was recorded as a measure of learning ability. Specifically, these data
demonstrate the rats’ ability to form and recall associative memories.

Finally, a simple object discrimination task (SOD) was conducted to investigate the potential for physical impairments in rats’
ability to perform the tasks. To do so, one arm was blocked off and rats were rehabituated to the maze for one day (Fig. 1E). During
testing, rats ambulated throughout the maze in a continuous loop with an object choice on each trial, during which rats were presented
with two objects, with one of the objects always rewarded regardless of where it was presented.

Novel object recognition task

To investigate a simple measure of object recognition memory, a novel object recognition (NOR) paradigm was conducted. Rats
were first habituated to a 51 cm x 36 cm x 32 cm arena for 10 min per day for two days immediately prior to testing. Additionally, rats
were habituated to the testing room for 30 min each day prior to habituation and testing. Lighting conditions were kept low and a
white noise machine was utilized for the duration. Rats were tested on the novel object recognition task twice on two consecutive days.
One session had no delay between the sample and test phase and the other session had a one-hour delay (counterbalanced across
groups) between sessions. The rats’ behavior in the arena was monitored by an overhead video camera and activity was monitored
utilizing Ethovision software. Two sessions, sample and test, were conducted each day. During the sample session, two identical objects
were presented. During the test session, one object was replaced with an identical triplicate object while the other was replaced with an
entirely novel object. Different objects were utilized for the no-delay and one-hour delay sessions. Exploration of an object is defined as
directing the nose less than 2 cm to the object and actively exploring it. A discrimination index was calculated using the time spent
exploring each object for each test session as ([novel object time-familiar object time]/ [novel object time + familiar object time]) to
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control for differences in exploration duration.
Metabolic biomarker analysis

Glucose and insulin tolerance tests

Prior to both insulin and glucose tolerance tests (ITT/GTT), rats were fasted overnight, and there was a 48-hour washout period
between ITT and GTT. Prior to injection, a small incision towards the end of the tail was made with a sterile surgical scalpel, and
baseline (time 0) blood glucose levels were measured using an accu-check (Care Touch Blood Glucose Monitoring System). Rats were
then immediately injected intraperitoneally with insulin (0.75 U/kg) or glucose (2 g/kg) and additional blood glucose values were
obtained 15, 30, 60, and 90 min from the injection time.

Body composition analysis

Body composition was determined prior to behavioral analysis to avoid confounding effects of modest food restriction on fat mass.
To determine body composition, time-domain nuclear magnetic resonance (TD-NMR) in restrained but awake and alert rats (TD-NMR
Minispec, Bruker Optics) was used. Rats were placed into a sample holder which was then fit to their body size, secured with Velcro,
and placed into the machine. Each scan lasted approximately 90 s and was run twice per animal. The average grams of lean body mass
and fat mass from both runs was determined and compared against the body weight of the animal to determine lean and fat percent,
respectively.

LC-MS analysis of fecal short chain fatty acids

Fecal samples (0.1 g) were lyophilized and 10 mg weighed portions were mixed with ice-cold methanol (2 mL) containing the
internal standard '3C4-butyric acid (0.05 ug/ml) to precipitate proteins [33]. The samples were centrifuged for 10 min at 14,000 x g
and supernatants were collected. Each supernatant (80 pl) was added to 1-Ethyl-3-(3-dimethylaminopropyl) carbodiimide (10 pl, 0.25
M) and 10 pl of 0.1 M O-benzylhydroxylamine (o-BHA, 10 pl, 0.1 M) to chemically modify SCFAs with o-BHA. The resulting mixture
was derivatized for 1 h at room temperature. Samples were diluted 20-fold in 50 % methanol. The diluted samples (200 pl) were
subject to liquid-liquid extraction with dichloromethane (DCM, 600 pl). Samples were vortexed for 1 min and phases were allowed to
separate. A portion of the DCM phase (40 pl) was transferred to a glass tube and dried under N5 gas [34]. Samples were reconstituted in
30 % methanol (200 pl) and then transferred to loading vials. SCFA standards (MilliporSigma, CRM46957, Burlington, MA) were
processed in the same manner as samples. Concentrations from 0.1-5,000 uM were used to create standard curves for each SCFA.
Samples were analyzed by tandem HPLC-MS utilizing a 20A HPLC (Shimadzu, Kyoto, Japan) and an API 4000 triple quadrupole mass
spectrophotometer (SCIEX, Framingham, MD). Instrument control and data acquisition utilized Analyst 1.6.2 (SCIEX). Authentic
standards and samples were analyzed as previously described [53] with slight alterations. A Kinetex C;g reverse-phase column (2.6 pM
100 x 3.0 mm ID, Phenomenex, Torrance, CA) was employed for gradient separation. Mobile phase B was altered to 20 % isopropanol/
80 methanol/0.1 % formic acid. MultiQuant 1.3.2 (SCIEX) was used for post-acquisition data analysis; peaks in all standards and
plasma extracts were normalized to the 3C4-butyric acid internal standard signal. Each standard curve was regressed linearly with 1/

x? weighting.

Alzheimer’s disease-related pathology

Tissue collection

Rats were placed in a DecapiCone (DecapiCones®, Braintree Scientific Inc., Braintree, MA) and rapidly killed by decapitation.
Brains were immediately extracted and hemisected. The left prefrontal cortex and hippocampus were isolated, and flash frozen in
liquid nitrogen. Fecal samples were collected directly from the distal colon, placed in Para-Pak (Meridian Bioscience Inc., Cincinnati,
OH, USA). A piece of each intestinal segment (duodenum, jejunum, ileum, and colon) was also isolated and stored in Para-Pak. All
instruments and gloves were disinfected or changed between subjects and between tissue types within the same subject, though
collections were under non-sterile conditions. All tissues were stored at —80 °C until use.

Protein quantification

Protein was quantified using an automated capillary electrophoresis based western blotting system (Jess, ProteinSimple, San Jose,
CA, USA) in brain (hippocampus and prefrontal cortex) and intestinal (duodenum, jejunum, ileum and colon) samples. This system has
been shown to be as (if not more) reliable than traditional western blotting [35]. Protein homogenate, extracted with Tissue Protein
Extraction Reagent (T-PER; Thermo Scientific) and Halt Protease and Phosphatase Inhibitor Cocktail (Thermo Scientific), was mixed
with the simple western sample buffer, denatured for 5 min at 95 °C and loaded onto the 12-230 kDa Jess Separation Module, 25
capillary cartridge (ProteinSimple, SM-W003) with the protein normalization module (ProteinSimple, DM-PN02). Target antibodies
for f-Amyloid (p-Amyloid 1-16, clone 6E10, BioLegend Cat# 803002 and Af42, clone H31L21, ThermoFisher Cat# 700254) were
diluted to 1:20. Phospho-Tau Thr231 (Invitrogen Cat# MN1020) was diluted1:10. The assay was completed per manufacturer’s
protocols, utilizing the Protein Normalization Module (cat# AM-PNO1). Outputs were quantified via Compass, the accompanying
software from ProteinSimple.
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Statistical analysis

Behavioral analysis was conducted with an ANOVA by genotype or ANOVA-RM by genotype with the task type as a repeated factor.
Biological variables, including weight, body fat, lean mass and fasted glucose were analyzed with an ANOVA by genotype. Metabolic
tolerance tests were analyzed via ANOVA-RM across genotypes with timepoint as the repeated factor. Short chain fatty acid was
analyzed as a 2-way ANOVA with genotype and SCFA as factors. Neuropathology was analyzed as 2-way ANOVAs with genotype and
brain region as factors. Lifespan and WMBAT learning were assessed via Kaplan-Meier curve analysis. All analyses were performed
with GraphPad Prism version 10.0.2 for Windows (GraphPad Software, San Diego, California USA, https://www.graphpad.com).
Statistical significance was considered at p-values less than 0.05 unless otherwise stated. See below for details of microbiome analysis.

Microbiome analysis

Sample collection and microbiome analysis

At the conclusion of the behavioral test battery, animals were euthanized via rapid decapitation. A sample was collected from the
duodenum, jejunum, ileum and colon and a fecal sample was removed directly from the distal colon. All samples were stored in
commercially available preservative Para-Pak (Meridian Bioscience Inc., Cincinnati, OH), and immediately frozen and stored at
—80 °C. Samples were processed for taxonomic analysis by the UAB Microbiome core as previously described [36,37]. Briefly, 16S-
based polymerase chain reaction (PCR) procedures with unique bar-coded primers to amplify the V4 region of the 16S rRNA was
utilized to create an amplicon library. Following electrophoresis, UV illumination as utilized to visualize the PCR product, which was
excised and purified. Paired-end reads of approximately 250 bp from the V4 region of 16S rDNA were analyzed. Following quantitation
with Pico Green, Fastq was utilized to convert raw data files after de-multiplexing. Sequences were grouped into amplicon sequence
variants (ASV) and fecal microbiota composition and abundance were analyzed. ASVs were then filtered, clustered and summarized at
different hierarchical levels (e.g., phylum, class, etc.). The taxonomic identification of the ASVs sequences was obtained using Mothur
and compared with daSILVA 16S database. Data were analyzed utilizing R (version 4.3.0), primarily using the Phyloseq package in
addition to ape, genefilter, HTSSIP, and ggpicrust2 packages [ 38-43]. Alpha diversity was calculated utilizing the microbiome package in
R [44], and beta diversity was calculated utilizing the Phyloseq package in R [38] via permutational multivariate analysis of variance
(PERMANOVA). Analysis of Compositions of Microbiomes (ANCOM) with Bias Correction was used to test for differential abundance
of microbial communities between groups using modified versions of previously published ANCOM scripts with a detection limit of 0.7
[45-47]. LEfSe method was utilized to explore differences between taxonomic groupings across genotypes [48]. Finally, PICRUSt2 was
used to predict the abundance of functional pathways from 16S expression data, and to compare the abundance of these pathways
between groups [49]. Briefly, PICRSt2 was executed in python using Mamba version 1.4.2, and PICRUSt2 version 2.3.0_b as down-
loaded from the bioconda repository, following instructions on the official PICRUSt2 github wiki. The full PICRUSt2 pipeline was then
run using all defaults. Results of the PICRUSt2 analysis were analyzed for significantly differential expression of functional pathways
using ALDEX2 and LinDA analyses as implemented in the R package ggpicrust2.
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Fig. 2. TgF344-AD rats exhibited poorer health. (A) Lifespan was significantly shorter for TgF344-AD rats than their wildtype counterparts. There
was also a trend for (B) higher body weight (p = 0.07), (B) higher body fat percentage (p = 0.11) and (C) lower lean mass percentage (p = 0.08),
though none of these factors reached significance with the small sample size that survived until the end of the study. All data in B-D represent group
means + SEM.
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CCA ordinations using vegan

Canonical correspondence analyses (CCA) of rarefied operational taxonomic unit (OTU) counts, PICRUSt2 predicted metabolic
pathways, and behavioral, and biological predictors was carried out in R using version 2.5-7 of the vegan package [41]. This method
allows for the exploration of correlations between OTU counts (or abundance of predicted metabolic pathways), and sample groups
(here, samples were grouped by rat genotype), while also including outside explanatory variables as constraints on these correlations.
Four CCAs were performed for this study. The first two included either behavioral scores (WMOD and WMBAT) and bodyweight as
predictors, or amino acid concentration data as the predictors and OTUs as the outcomes. The second two included the same predictors,
but used the PICRUSt2 predicted metabolic pathways as the outcomes. All CCAs allowed samples to be grouped by their genotype
(Alzheimer’s vs wild type). Correlations between OTUs/pathway abundances and samples were scaled with calculated eigenvalues
(vegan::cca(scl = 3)). The significance of predictors in each CCA was tested using permutation tests (vegan::envfit(permutations =
999)).

Results
Lifespan and healthspan differ in TgF344-AD rats relative to wildtype

While only 5 wt and 5 TgAD rats survived through the end of the study and thus were included in all other data analysis, the study
began with 9 wt and 10 TgAD rats. A survival analysis of all rats that did not reach the end of the study indicates the proportions
significantly differed across genotype (X%l] =5.69; p = 0.02; Fig. 2A), such that WT rats survived significantly longer than TgAD rats.

Prior to food deprivation for behavioral analysis, there was a strong trend for TgAD rats to weigh more than their WT counterparts
(trs] = 2.05; p = 0.07; Fig. 2B). Moreover, body composition analysis similarly indicated a trend towards TgAD rats having higher body
fat percentage (t;g; = 1.78; p = 0.11; Fig. 2C) and lower lean mass percentage (t;g; = 2.02; p = 0.08; Fig. 2D) than their WT
counterparts.
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Fig. 3. Alternation ability in TgF344-AD rats is more affected by interfering stimuli than WT counterparts. There were no initial differences in
interest or ability to alternate on the first day of exposure to the maze, as measured by both (A) percent correct turns and (B) side/turn bias.
Moreover, (C) the number of incorrect trials performed until criterion alternation performance was reached did not differ. However, the removal of
walls from one arm of the maze significantly impaired (D) percent correct turns and (E) side bias for TgF344-AD rats, but not WT rats, relative to
their performance on the normal version of the task on the day prior. (F) Similarly, the first presentation of objects significantly impaired alternation
ability in TgF344-AD rats, but not WT counterparts. All data represent group means + SEM; * indicates p < 0.05, ** indicates p < 0.01, *** indicates
p < 0.001.



A.R. Hernandez et al. Neurobiology of Aging Science 5 (2024) 100119
TgF344-AD rats are cognitively impaired relative to wildtype

Ability to alternate is impaired in TgF344-AD rats with added interference, but not in wild type rats

On the first day of alternation training within the continuous alternation maze (CAM), there was no significant effect of genotype on
the rats’ innate ability to alternate between the two arms of the maze when comparing the percent of correct turns (tjg) = 0.42; p =
0.69; Fig. 3A) nor the side bias (t;g; = 0.71; p = 0.50; Fig. 3B). Moreover, the number of training trials rats underwent before learning to
correctly alternate did not significantly differ across groups (t;g) = 0.08; p = 0.94; Fig. 3C). These data suggest there are no differences
in motivation to explore and alternate throughout the CAM without the interference of additional task measures.

To assess the influence of anxiety on the ability to correctly alternate throughout the CAM, the walls of one arm were removed and
the rats were retested on alternation ability. Rats in both groups were performing equally well on alternations on the day prior to wall
removal (tjg; = 1.09; p = 0.31; Fig. 3D). However, when the walls were removed, the TgF344-AD rats performed significantly worse
than the day prior (tj16] = 4.89; p = 0.001), whereas the wildtype rats did not experience the same decline in performance (t[16] = 2.32;
p = 0.22). Prior to removing the walls, rats were not biased towards the arm in which walls would be removed (p > 0.07 for both
groups; Fig. 3E). However, there was a significant effect of removing the walls on side bias (F[1,16) = 29.01; p < 0.001). Post hoc
analyses revealed that while TgF344-AD rats were significantly more biased towards the closed arm (t;;67 = 4.79; p = 0.001), wildtype
rats were not significantly more biased towards the closed arm than they were when the walls were still present, though data trended
towards significance (t[;6) = 2.8; p = 0.07).

In addition to assessing the effect of wall removal on alternation ability, the effect of introducing an object discrimination task on
alternation performance was evaluated. Relative to the percent correct alternations on the day prior to the first object task (WM/OD),
TgF344-AD rats alternated significantly worse (tj167 = 5.375; p < 0.001), but WT rats did not (t;16; = 1.22; p = 0.81; Fig. 3F).
Moreover, TgF344-AD rats alternated significantly worse than their WT counterparts when objects were introduced (t;;6) = 0.98; p =
0.92), despite similar performance on the day prior (tj16) = 3.18; p = 0.03). These data indicate that the cognitive performance of
TgF344-AD rats was significantly more impaired by the removal of the walls than their wildtype counterparts.
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Fig. 4. TgF344-AD rats are impaired at associative learning, but not object recognition. (A) TgF344-AD rats required significantly more incorrect
trials before reaching criterion performance on the working memory biconditional association (WMBAT) task. (B) In fact, most TgF344-AD rats did
not reach criterion performance within the 60 training days allotted. (C) TgF344-AD rats adopt a more side-based bias during training, whereas (D)
WT rats adopt an object-centric bias. (E) All rats, regardless of genotype, were able to complete an easier working memory object discrimination
(WMOD) task, demonstrating that they were not only able to handle the walking load of the task, but the walking and alternating did not interfere
with their ability to perform object discriminations in general. Similarly, (F) a simple object discrimination (SOD) task and a novel object
discrimination (NOR) task did not indicate group differences, demonstrating a lack of physical inability to discriminate objects. All data represent
group means + SEM; * indicates p < 0.05.
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TgF344-AD rats are impaired at complex associative tasks, but not object recognition and discrimination

To assess cognitive differences across genotypes, the working memory biconditional association task (WMBAT) was used. TgF344-
AD rats required a significantly greater number of incorrect trials to reach a criterion performance than their wildtype counterparts
(trg] = 2.69; p = 0.03; Fig. 4A). Moreover, only 1 out of 5 TgF344-AD rats was actually able to achieve criterion performance (>80 %
object choices correct on 2 consecutive days) within 60 days of training, whereas all wildtype rats achieved criterion within 40 days.
Therefore, in addition to the aforementioned analysis that has been traditionally used to analyze learning on this specific task, a
Kaplan-Meier curve was used to analyze behavioral performance, which also demonstrated significantly impaired performance in
TgF344-AD rats relative to WT counterparts (3> ~ 7.43; p = 0.006; Fig. 4B).

While the wildtype rats demonstrated a bias towards a particular side on the first day of WMBAT training (t;4) = 3.295, p = 0.03),
this bias was insignificant on their final testing day (t;4; = 2.15, p = 0.10), demonstrating their ability to overcome this biased strategy.
Interestingly, TgF344-AD rats did not demonstrate a significant side bias on the first day (t;4) = 1.65, p = 0.17), but became more
biased throughout training such that on their final day of testing they were significantly biased towards one side (t;4; = 3.93, p = 0.02;
Fig. 4C). While both wildtype (t;4; = 3.96; p = 0.02) and TgF344-AD rats (tj4; = 3.35; p = 0.03) demonstrated a bias towards one
particular object on day 1, this object-bias persisted on the final day of testing for the WT rats only (tj4; = 3.53; p = 0.02) and not the
TgF344-AD rats (tj4; = 2.15; p = 0.10; Fig. 4D). Together, these data demonstrate that WT and TgF344-AD rats utilize different
strategies for completing an associative object task.

To assess whether the alternation task increased the cognitive load so much so that rats are not able to do an easy object
discrimination task, a working memory object discrimination (WMOD) task was administered. There was no significant effect of
genotype on the number of incorrect trials required to reach criterion performance on this task (t;g) = 0.79; p = 0.45; Fig. 4E),
indicating that any differences observed in the more challenging WMBAT task were due to the cognitive load of the biconditional task
and not from an inability to perform due to the interfering alternation task. The lack of difference in the average time to complete this
task across groups (tj4) = 10.64; p = 0.29; data not shown) also demonstrates no physical inability to perform a task requiring this
amount of walking.
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Fig. 5. TgF344-AD rats and WT counterparts exhibit altered metabolic processes. (A) While there was no difference in fasted glucose levels, both (B)
glucose tolerance testing (GTT) and (C) Insulin Tolerance Testing (ITT) indicate altered glucose clearance in response to metabolic stimuli. (D)
TgF344-AD rats had significantly higher levels of short chain fatty acids (SCFAs) in their feces than their WT counterparts. (E) Amyloid, but not pTau
pathology, is significantly greater in TgF344-AD hippocampal (HPC) and prefrontal cortical (PFC) tissue than WT littermates. Amyloid deposition
was significantly higher in TgF344-AD rats when quantified using both the 6E10 and H31L21 clones. Total Phosphorylated Tau (AT8 clone) did not
differ in either brain region between TgF344-AD rats and WT littermates. All data represent group means + SEM; * indicates p < 0.05, ** indicates
p < 0.01.
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To rule out the possibility that impairments in cognitive performance are due to an inability to see or discriminate between objects,
several control tasks were conducted. A simple object discrimination (SOD) task in which rats are not required to perform the addi-
tional working memory task, and without a spatial component, was utilized. There were no significant effects across genotype on the
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Fig. 6. Microbiome composition differs across intestinal region and genotype at 25 + months of age. (A) Chaol index of alpha diversity significantly
differed across intestinal region (p < 0.001), but not genotype (p = 0.93). (B) Similarly, beta diversity significantly differed by region (p = 0.001)
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scores computed for features differentially abundant between wildtype and TgF344-AD rats indicate regional specificity to differences observed.
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SOD task (t;g; = 0.80; p = 0.45; Fig. 4F), indicating no motor or physical impairments prevented rats of either genotype from suc-
cessfully completing any of the object discrimination tasks. Finally, there were no differences in ability to recognize novel stimuli as
determined by novel object recognition (NOR). When no delay was imposed, both WT and AD rats were able to recognize a novel
object and there was no difference in performance across genotype (tf11] = 0.20; p > 0.99; Fig. 4G). When a 1-hour delay was imposed,
neither genotype was able to differentiate between the novel and familiar objects, again there was no difference in performance across
genotypes (tr11] = 0.81; p = 0.97).

TgF344-AD rats demonstrate a different metabolic phenotype than their wildtype counterparts

Glucose and insulin tolerance tests were conducted to assess peripheral metabolic health. The average fasted glucose level at time
0 was averaged across each test day for all rats, and there was no significant influence of genotype on baseline glucose (tfsj =1.43; p =
0.19; Fig. 5A). However, following an intraperitoneal injection of glucose, there was a significant effect of genotype on circulating
glucose levels (Fj1 401 = 4.54, p = 0.04; Fig. 5B), though genotype did not significantly interact with timepoint (Fy4,407 = 0.36, p =
0.83), suggesting they did receive and respond to the glucose bolus. Similarly, the insulin injection resulted in significantly different
responses across genotype (F[q,30; = 8.87, p < 0.01; Fig. 5C) but genotype did not significantly interact with timepoint (Ff4,30; = 0.31,
p = 0.87). While there was a significant effect of timepoint (Fp4,30) = 2.70, p = 0.049), the values obtained are lower than traditionally
observed following ITT, indicating that the concentration utilized herein may have been insufficient to substantially drive glucose
clearance.

As an additional measure of metabolic differences across genotypes, several short chain fatty acids were quantified from fecal
waste. Not only were there significant differences in the quantity of each of the SCFAs analyzed (Fg 631 = 32.35; p < 0.01), there was
also a significant effect of genotype (F[1,6) = 4.88; p = 0.03) such that TgF344-AD rats had significantly greater abundance than
wildtype rats (Fig. 5A). However, this only reached significance in post hoc pairwise analyses for acetic acid (t[s3; = 3.65; p < 0.01) and
no other SCFAs (p > 0.81 for all other comparisons).

TgF344-AD rats have increased amyloid, but not tau

Amyloid and Tau burden were assessed within the prefrontal cortex and hippocampus via protein quantification. For both amyloid
antibodies utilized (Fig. 5E), TgF344-AD rats had significantly higher amyloid across both brain regions (6E10: Fyy 121 =7.77; p = 0.02;
H31L21: Fyy,12] = 186.4; p < 0.001). While there was no difference across PFC and HPC for the 6E10 clone (F[1,12) = 0.34; p = 0.57),
there was significantly higher amyloid deposition within the HPC for the H31L21 clone (F[1,121 = 31.09; p < 0.001) than the PFC. pTau
was not significantly different across genotypes in either region (F[y,12) = 0.14; p = 0.71), though there was significantly higher levels
of pTau within the PFC than the HPC (Fjy,12) = 20.71; p < 0.001; Fig. 5E). Our observation of relatively high AT8 in WT rats matches
previous reports of age-related increases in phospho-tau [50].

TgF344-AD rats have region-specific gut dysbiosis

Gut microbiome diversity did not differ by genotype

Several measures of alpha diversity, or diversity across samples, were utilized to investigate regional and genotypic differences in
microbiome composition. While Chaol, an estimate of total richness based on abundance, significantly differed across regions (F4,40;
= 11.48; p < 0.0001), there was no significant main effect of genotype (F[1,40; = 0.01; p = 0.93) and region did not significantly
interact with genotype (F[4 401 = 0.52; p = 0.72; Fig. 6A). Moreover, there were no significant effects of neither region nor genotype on
Shannon or Simpson indices (p > 0.38 for all comparisons; data not shown).

Beta diversity, a measure of diversity within samples, was conducted using Unweighted UniFrac Analysis. PERMANOVA analysis
revealed beta diversity significantly differed across intestinal region (Fi4,401 = 5.27; p = 0.001), but not genotype Fp; 401 = 1.23; p =
0.21) and there was no significant interaction between the two (Fp440) = 0.66; p = 0.95; Fig. 6B). Bray Curtis dissimilarity and
Weighted UniFrac analyses revealed the same conclusions (data not shown).

Relative abundance significantly differs across genotype

Differences in taxonomic abundance across genotypes were investigated at the phylum (Fig. 6C) and genus (Fig. 6D) levels utilizing
three different analyses, as differences in differential abundance methods vary within the same population [51]. Each region was
examined independently, as diversity between regions significantly differed (see above). Firstly, differences in taxa across the two
genotype groups were analyzed via Linear Discriminant Analysis Effect Size (LEfSe) [52] for each anatomical region. Significantly
enriched taxa are described in Supplementary Table 1 and depicted in Fig. 6D.

Secondly, ANOVA-Like Differential Expression (ALDEX2) was utilized [53]. Significantly enriched taxa are described in Supple-
mentary Table 1 and depicted in Fig. 6E. Importantly, for both methods, each intestinal region demonstrated unique changes in taxa,
indicating that genotype-dependent changes in microbiome populations are specific to individual microbiome niches.

Lastly, Analysis of Compositions of Microbiomes (ANCOM) with Bias Correction was used to test for differentially expressed taxa
across genotypes using modified versions of previously published ANCOM scripts with a detection limit of 0.7 [45-47,54]. However,
regional analysis revealed no significant differences across genotypes for any taxa. Though a complete lack of effect was surprising,
ANCOM is the most stringent of the three methodologies utilized [51]and thus it is logical it would yield the fewest differences among
taxa. When ANCOM was run on all samples regardless of region, however, 11 phyla and 111 genera significantly differed across groups
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Fig. 7. Several functionally relevant enzyme classifications, found using MetaCyc database, were significantly altered by genotype as identified by
(A) ALDEX2 and (B) LinDA. (C) PCA of enzyme pathway abundance by genotype.
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(Supplementary Table 2).

Functional effects of gut microbiome alterations differed across genotype

While taxonomic differences are an important step in understanding genotype-specific shifts in gut microbe populations, the in-
fluence of these changes in functional outcomes is imperative to understanding the importance of these alterations. Therefore, marker
gene sequences were utilized to predict functional abundances using Phylogenetic Investigation of Communities by Reconstruction of
Unobserved States (PICRUSt2) [49] with the MetaCyc database [55]. As shown in Fig. 7, ALDEX2 (Fig. 7A) and LinDA (Fig. 7B)
analyses revealed dozens of significantly altered enzyme pathways across genotype (only significantly altered pathways are shown), as
well as significantly different pathway PCAs (Fig. 7C).

Several enzyme pathways of note were significantly altered across genotypes. Firstly, gut microbiome populations associated with
the glutathione transferase enzyme pathway were significantly reduced in TgF344-AD rats relative to WT rats. This finding aligns with
parallel findings in human AD patients, who display decreased glutathione transferase activity, as well as depleted levels of glutathione
s-transferase protein, within the brain relative to age-matched control subjects [56]. Secondly, gut microbiome populations associated
with the fumarylacetoacetase enzyme pathway are significantly decreased in TgF344-AD rats relative to their WT counterparts. These
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Fig. 8. A) CCA of genotype, bodyweight, WMOD, and WMBAT scores against OTU counts. B) CCA of genotype, and amino acid concentrations
against OTU counts. C) CCA of genotype, bodyweight, WMOD, and WMBAT scores against metabolic pathways. D) CCA of genotype, and amino acid
concentrations against metabolic pathways. Green points represent OTUs or metabolic pathways, blue and purple points and ellipses represent AD
and WT samples and 95% confidence intervals respectively. (For interpretation of the references to colour in this figure legend, the reader is referred
to the web version of this article.)
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results again parallel humans with AD, as patients with late-onset Alzheimer’s had a significant downregulation of the fumar-
ylacetoacetate hydrolase domain containing 2A (FAHD2A) gene [57]. The FAHD2A gene is part of the larger FAH superfamily that
plays a role in the degradation of tyrosine and phenylalanine, though the specific function of FAHD2A is not well-understood [58].
Thirdly, gut microbiome populations associated with the NAD(P)H dehydrogenase (quinone) pathway were significantly increased in
TgF344-AD rats relative to WT rats. AD patients have a significantly increased ratio of frontal to cerebellar NAD(P)H Quinone De-
hydrogenase 1 (NQO1) enzymatic activity compared to controls [59]. These findings indicate that the TgF344-AD rat model of AD is
not only able to recapitulate cognitive and neuropathological effects of AD, but also alterations in metabolic function. Moreover, these
alterations of previously unknown origins may be a direct result of altered gut microbiome composition.

CCA ordinations using vegan demonstrate relationships between operational taxonomic units/metabolic pathways and several key biological
variables

Our ordinations showed significant relationships between both behavioral (Fig. 8A&C) and biological (Fig. 8B&D) variables and
bacterial community structure. The first CCA (Fig. 8A) using behavioral variables on operational taxonomic unit (OTU) counts found
that the first two canonical axes accounted for roughly 67 % of the variation observed in bacterial community structure, and this
structure was found to be significantly related to both WMBAT scores (p < 0.001) and weight (p < 0.001), but not WMOD scores (p =
0.969). Rat genotype was also seen to significantly improve the fit of the model (r* = 0.38, p = 0.007). When the outcome was
metabolic pathway (Fig. 8C), we saw similar results with the first two axes accounting for roughly 76 % of the variation, and both
WMBAT (p = 0.01) and weight (p < 0.001) but not WMOD scores (p = 0.868) significantly explaining community structure, though rat
genotype did not significantly improve model fit at the 0.05 « level (r*> = 0.27, p = 0.06).

In our second CCA (Fig. 8B), using amino acid concentrations, the first two canonical axes accounted for roughly 45 % of the
bacterial community variation, and we saw significant relationships between community structure and concentrations of Acetic (p =
0.005), Propionic (p = 0.020), Isobutyric (p = 0.026), Isovaleric (p = 0.033), Butyric (p = 0.039) and Valeric (p = 0.015) acids.
However, we saw no significant effect of 4-methylvaleric (p = 0.664), n-Heptanoic (p = 0.125), or Hexanoic (p = 0.063) acids. Unlike
the first model, we saw here that the inclusion of rat genotype did not significantly improve the fit of this model (r* = 0.06, p = 0.688).
When the outcome was changed to metabolic pathway, we saw quite different results (Fig. 8D). The first two canonical axes repre-
sented roughly 75 % of metabolic pathway variation, and there was a significant relationship between metabolic pathway abundance
and Proprionic acid (p = 0.049), but not Acetic (p = 0.075), Isobutyric (p = 0.100), Isovaleric (p = 0.083), Butyric (p = 0.148), Valeric
(p = 0.095), 4-methylvaleric (p = 0.609), n-Heptanoic (p = 0.141), or Hexanoic (p = 0.162) acids. We also saw that rat genotype did
not significantly improve model fit (r> = < 0.01, p = 0.991).

Discussion

Alzheimer’s disease (AD) impacts neuropathology and cognitive function, as well as several periphral correlates, including
metabolic impairment [2] and gut dysbiosis [3]. Gut health and microbiome composition play a large role in energy homeostasis,
which in turn greatly influences cognition [5-7]. Thus, one potential avenue through which the gut may exert control over neuro-
biological health along the gut-brain-axis [8,9] is through regulation of metabolism, which strongly influences both of these organ
systems [10,11]. Consequently, gut-derived impairments in peripheral and brain metabolism may underlie cognitive impairments
associated with AD. Therefore, the current study examined associative memory, metabolic impairments and gut microbiome alter-
ations in a rat model of AD bearing mutant human APP and PS1 (line TgF344-AD) [12].

Subjects utilized herein were all aged female rats, as aged females are the population are the most likely to suffer from AD and
metabolic phenotypes in this rat model are sexually dimorphic [16]. While AD has long been associated with impaired metabolic
processes, few rodent models have been shown to mimic neuropathological and cognitive impairments with metabolic perturbations.
Moreover, it is currently underexplored whether the gut microbiome (GMB) influences the relationship between metabolic and
neurobiological health.

Our data indicate that aged female TgF344-AD rats are impaired at the working memory biconditional association task (WMBAT).
While their wildtype (WT) littermates were able to obtain the object-place association rule required for task completion, which is
consistent with similarly aged rats from previously published work [20-22], the TgF344-AD rats were unable to do so. Cognitive
differences were evident despite the challenges posed by the low survival rate known to occur in this model [60]. These data also
demonstrate that while the WT rats progressively adopt a rule-based approach, the TgF344-AD rats demonstrate a location-based
approach throughout training. This indicates TgF344-AD rats may not be able to adapt response strategies appropriately, such as
utilizing an object-in-place rule, and perseverate on an unsuccessful strategy. While a strong side bias during early training is normal
on this task [20], even aged subjects can typically overcome this bias to utilize an object-place association strategy to receive food
reward [20,22], but not the TgF344-AD rats.

Moreover, TgF344-AD rats were significantly impacted by the addition of objects into the maze, as their previously acquired ability
to correctly alternate was significantly impaired by the addition of these objects, which was not the case for WT rats. This impairment
can be interpreted in several ways. Firstly, the increased cognitive load of a second task (alternation + object discrimination) could be
too high a burden for the TgF344-AD rats to overcome. A second possibility is that while WT rats were still able to hold recent
memories of location in mind, the investigation of objects caused too much interference in the TgF344-AD rats’ working memory to
maintain this information. While less cognitively challenging tasks, such as novel object recognition (NOR) are widely used in rodent
studies, high variability across a low number of trials means the number of subjects required to detect differences in recognition
memory is often insurmountably high [61]. While other aged rats can perform NOR with a one-hour delay, our WT rats were not able to
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demonstrate recognition memory at this timepoint, though all rats were successful when no delay was imposed. These data demon-
strate recognition memory on simple object discrimination tasks does not differ across groups. This reinforces the notion that more
cognitively challenging tasks, such as WMBAT, are more appropriately attuned to detect cognitive differences in aging and age-related
disease [20].

In addition to cognitive differences, in aged, female TgF344 rats, peripheral metabolism is impaired. While body weight and body
fat percentage did not reach statistical significance across groups in this cohort, there were strong trends for TgF344-AD rats to be fatter
than their WT counterparts. These data are in line with previous reports of excess weight and body fat in female TgF344-AD rats at
younger ages, who also demonstrated impaired glucose clearance and reduced insulin sensitivity [15,16]. Intriguingly, despite poorer
peripheral health overall, this specific cohort of rats did not demonstrate impaired glucose clearance. This is in contrast to other
cohorts in our lab and published by others, as well as in contrast to data demonstrating hypometabolism utilizing FDG-PET [16,62].
This may indicate that cognitive and enzymatic impairments are present prior to overt peripheral metabolic impairment in these
subjects. Conversely, this may indicate that these subjects exhibit an enhanced level of glucose clearance as a compensatory mech-
anism for declining peripheral and metabolic health, which is no longer feasible at later ages. Our data also demonstrate significantly
higher amyloid within the hippocampus and prefrontal cortex of these subjects relative to WT controls as previously established [12].
However, no significant tau (AT8) burden was observed in our subjects as others have also previously reported [12,63].

In line with established alterations in GMB composition within human AD patients [64-66], we observed significant alterations in
GMB composition within the TgF344-AD rats relative to their WT counterparts. Intriguingly, many of the microbes that are signifi-
cantly reduced in the ileum of TgF344-AD rats are known to be pro-inflammatory, including Proteobacteria [67], Gammaproteo-
bacteria [68], Escherichia coli [69], and Pseudomonas [70]. This may suggest that regionally specific microbial subpopulations in
TgF344-AD rats reorganize in a compensatory fashion. It is possible that TgF344-AD rats have earlier impairments in microbial
function that are overcompensated for in later adulthood, but the WT rats slowly experience altered dysbiosis with increasing age-
related inflammation. Interestingly, the only other group to previously report of GMB alterations in this model reported an increase
in the genus Lachnoclostridium, an anti-inflammatory microbe [71], in male TgF344-AD rats at 14 months of age [30]. Future lon-
gitudinal studies can further assess the time course of these regionally specific alterations in microbial populations as well as inves-
tigate the relationship between these microbes and degree of inflammation across tissue types and in the circulation. While alterations
in diversity and specific taxa have been previously published in this transgenic model [30], we have expanded upon this data by
including GMB populations from not only fecal samples, but also several intestinal segments (duodenum, jejunum ileum and colon). As
predicted, the microbial populations within each intestinal segment significantly differed. Not only do fecal and intestinal metab-
olomes differ significantly in humans [72], but the functional relevance of alterations across different intestinal regions have impli-
cations for the altered metabolism observed in AD. Fecal microbiome populations are largely representative of colonic GMB
composition and thus do not indicate whether alterations within other intestinal segments occur. This is particularly important in AD,
as patients with dementia demonstrate an increased preference for a high carbohydrate diet [27,73] as well as an impaired ability to
metabolize carbohydrates [74], which takes place in the small intestine [75]. Nutritional metabolism can regulate brain bioenergetics,
influencing AD-risk [76]. Increased carbohydrate consumption is also associated with higher degrees of neuropathology [77] and
poorer cognitive performance [78]. Moreover, the undigested fiber products that make it past the small intestine are converted to short
chain fatty acids (SCFA) in the large intestine by a distinct set of gut microbes [79]. Alterations in the GMB populations specifically
contributing to these functions would be missed with fecal sample analysis alone.

Our data also expands upon the previous work through the use of aged female subjects, which have not yet been explored in this
manner. Sex is not only an important factor in AD, but changes in GMB populations are sex dependent, particularly when exploring the
relationship between visceral fat and GMB [80]. Advanced age is also associated with shifts in GMB composition [81]. Additionally,
our analysis not only includes descriptive taxonomic classification, but includes a prediction of functional alterations as a result of the
altered GMB population, which has not been explored in this model for any age or sex. There is evidence of reduced glucose utilization
in AD subjects within affected brain regions [82,83], often referred to as brain hypometabolism, which is thought to occur early in the
disease process. This may impair the function of dehydrogenases involved in glucose metabolism, such as those in the glycolytic
pathway and the pentose phosphate pathway. Therefore, we utilized PICRUSt2 to investigate changes in enzyme pathways via Met-
aCyc, which determined several significantly affected pathways, indicating metabolism may be an intermediary process between the
gut and brain in neurodegeneration. This analysis demonstrates that the alterations in GMB observed in the TgF344-AD rats, relative to
their WT counterparts, can directly influence metabolism. Several enzyme pathways that significantly affect metabolic function
systemically were significantly different across groups (see Fig. 7).

Notably, several of these alterations may impact neurotransmitter levels, which can influence neuronal signaling and therefore
neurobiological function. For example, the Phenylalanine 4-monooxygenase pathway was significantly downregulated in AD rats,
which could indicate decreased levels of dopamine or other catecholamines, as this enzyme is critical for the conversion of phenyl-
alanine to tyrosine. Additionally, alterations in nitrate reductase can influence nitric oxide levels, which also has implications for
altered neurotransmission. Succinylglutamate-semialdehyde dehydrogenase (SGSD), which is involved in the catabolism of lysine, was
also downregulated in AD rats. In addition to its influence on neurotransmitter levels, SGSD can influence glucose metabolism. In fact,
several of these dysregulated pathways are critical for metabolism of energy sources required for neurons to fire, including gluconate 2-
dehydrogenase, UDP-sugar diphosphatase, Malonate-semialdehyde dehydrogenase (acetylating) and NAD(P)H dehydrogenase
(quinone). Lastly, DNA ligase (ATP or NAD(+)) pathway activity was significantly altered by genotype. While not directly involved in
glucose metabolism, altered DNA repair processing may have implications for many avenues of cellular function, including metabolic
processes.

Following the characterization of the gut microbiome composition, the relationship between observed changes in operational
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taxonomic units (OTUs) with behavioral and biological variables were assessed via canonical correspondence analyses (CCA). These
analyses demonstrate genotype, cognition, and body weight all significantly related to bacterial community structure. Moreover,
bacterial community variation was also significantly related to concentrations of several short chain fatty acids in fecal samples. These
data suggest that not only is there gut dysbiosis occurring in aged TgF334-AD rats, but that these alterations are in fact related to the
behavioral and metabolic phenotypes observed.

This work was limited by several factors, including the fact that this animal model is a model of familial AD, whilst the vast majority
of AD cases are sporadic. Alterations in the GMB of AD patients are independent of genotype [84], suggesting there is more to gut
dysbiosis in AD than presented herein. Secondly, the decreased lifespan of these rats may inhibit the ability to assess the interaction of
aging with the expression of AD-related genes. Cross breeding the TgF344-AD rats with Brown Norway rats may provide a heartier
model of AD in a FBN-AD-F1 rat. While future work could benefit from increased subjects, particularly both males and females
throughout the lifespan, the data described herein lay the groundwork for leveraging the GMB in AD-related treatments, as these types
of interventions are more easily translatable to human populations than pharmacological interventions targeting brain function
directly.
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