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From neurons to behavior and better health

Exercise mitigates the effects of a cafeteria diet on antidepressant-like behavior
associated with plasma and microbial metabolites in adult male rats

Minke H.C. Notal:2#, Sarah Nicolas!:2'#, Sebastian Dohm-Hansen®2, Erin P. Harris®, Tara Foley!, Olivia F. O'Leary:2'#, and Yvonne M. Nolan®2-#

A cafeteria diet high in saturated fat and sugar has been associated with increased anxiety-like and depressive-like behaviors and memory
impairments, whereas exercise has been shown to promote antidepressant-like effects and enhance cognitive function in rodents. The
mechanisms underlying the interactions between diet and exercise on mood, anxiety, and memory are not fully understood, but alterations in
adult hippocampal neurogenesis (AHN), gut-derived metabolites, or plasma metabolic hormones may play a role. This study investigated
whether voluntary exercise could mitigate the effects of concurrent exposure to a cafeteria diet on depression-like, anxiety-like, and cognitive
behaviors in young adult male rats. Associated changes in AHN, metabolic hormones, and gut-derived metabolites were examined to identify
potential mediators of behavioral changes. We found that exercise mitigated the cafeteria diet-induced increase in immobility in the forced
swim test. This antidepressant-like effect of exercise in rats exposed to a cafeteria diet was accompanied by an attenuation of cafeteria
diet-induced changes in plasma insulin and leptin, as well as in the abundance of caecal metabolites anserine, indole-3-carboxylate, and
deoxyinosine. Exercise modestly improved spatial learning in the Morris water maze, promoted AHN and increased circulating levels of GLP-1,
and these effects were blunted in animals exposed to a cafeteria diet suggesting that dietary composition plays a role in modulating the effects
of exercise. Correlation analyses revealed that specific caecal metabolites were associated with depression- and cognition-related behaviors,
independent of diet and exercise, highlighting the potential role of gut-derived metabolites in antidepressant-like behavior and cognitive
function. Together these findings provide insight into potential metabolite and hormone-mediated mechanisms underlying the effects of a

cafeteria diet and exercise on brain and behavior.
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Introduction

Increased availability of ultra-processed, energy-dense foods (1) and
the prevalence of sedentary lifestyles (2) contributes to rising global ill
health. A Western-style diet high in saturated fats and sugar, combined
with inactivity, alters metabolic hormone concentrations (3-5), which
causes obesity and increases the risk of depression, anxiety (6), and cog-
nitive impairment (7, 8).

Rodent studies show that cafeteria (high-fat and high-sugar) diets,
which mimic human Western-style diets, increase depression-like and
anxiety-like behavior (9, 10), and impair recognition (11) and spatial
memory (12). Conversely, exercise reduces anxiety-like and depression-
like behavior and enhances pattern separation and spatial learning and
memory (13-17). However, it remains unclear whether exercise can atten-
uate cafeteria diet-induced effects on depression-like, anxiety-like, and
cognitive behaviors.

Adult hippocampal neurogenesis (AHN), the birth of new neurons in
the dentate gyrus (DG) of the hippocampus, regulates anxiety-like behav-
ior (18), pattern separation (19, 20), and spatial memory (21, 22), and is
required for responses to antidepressants (23, 24). AHN is sensitive to ex-
ternal factors including diet and exercise (25), but these effects may be
associated with age or sex. For example, adolescent-initiated cafeteria
diet decreases AHN in male rats (26, 27), whereas the effects of adult-
initiated cafeteria diet on AHN are unclear. However, the pro-neurogenic
effects of exercise are well characterized in adult rodents (17, 28, 29).
Importantly, both diet and exercise alter concentrations of metabolic
hormones leptin (30), ghrelin (31), insulin (32), glucagon-like peptide
1 (GLP-1) (33), and fibroblast growth factor 21 (FGF-21) (34). These
hormones influence AHN, suggesting possible mechanisms of lifestyle-
mediated regulation of AHN and associated behaviors.

Diet and exercise are potent modulators of gut microbiota composi-
tion and microbial metabolism (35-39). Consumption of a cafeteria diet
decreased microbiota diversity (40), and altered caecal metabolite com-
position in adult male rats (41). Conversely, exercise increased microbiota
diversity (42, 43) and short-chain fatty acid (SCFA) production in the cae-
cum (44). Microbial-derived metabolites including SCFAs, essential amino
acids, and neurotransmitters (45) are now proposed as key mediators of
the microbiota-gut-brain axis, significantly affecting AHN (35, 36). No-
tably, chronic disruption of the gut microbiota with antibiotics in adult
male rats impaired AHN and associated behaviors (37), supporting previ-
ous evidence from germ-free mice of a role for gut microbiota in regulat-
ing AHN (38). Moreover, depression, anxiety, and Alzheimer's disease are
associated with altered composition of gut microbial metabolites, with
subsequent influences on AHN (46-49).

It remains unclear however if exercise attenuates the effects of cafete-
ria diet on AHN and associated behaviors. This study investigated if expo-
sure of young adult male rats to voluntary wheel running exercise altered
the effects of a cafeteria diet on AHN, depression-like, anxiety-like, and
cognitive behaviors. Results provide insight into potential gut-derived
or plasma-mediated metabolic mechanisms through which exercise may
mitigate the effects of a cafeteria diet on brain and behavior.

Results

Exercise attenuated cafeteria diet-induced increases in body weight
gain and adipose tissue

Both diet and exercise significantly affected body weight (Supplemen-
tary Figure S1A). Post-hoc analysis revealed that cafeteria diet increased
weight gain in sedentary (CTRL-SED vs. CAF-SED, p < 0.0001) and to
a lesser extent in exercising (CTRL-EX vs. CAF-EX, p < 0.01) animals.
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Interestingly, exercise significantly reduced body weight gain in cafe-
teria diet-fed animals (CAF-SED vs. CAF-EX, p < 0.01) but not in
standard chow-fed animals (CTRL-SED vs. CTRL-EX, p = 0.071). Re-
peated measures ANOVA (analysis of variance) showed a significant ef-
fect of time and a diet-time interaction on average weekly running
distance (Supplementary Figure S1B) but did not reveal a cafeteria
diet-induced difference at any given week. Diet, exercise, and their
interaction affected epidydimal white adipose tissue (eWAT) weight
(Supplementary Figure S1C). Cafeteria diet increased eWAT weight (CTRL-
SED vs. CAF-SED, p < 0.0001; CTRL-EX vs. CAF-EX, p < 0.01), while exer-
cise reduced it (CAF-SED vs. CAF-EX, p < 0.0001; CTRL-SED vs. CTRL-EX,
p < 0.01). Finally, both diet and exercise independently affected brown
adipose tissue (BAT) weight (Supplementary Figure S1D). Cafeteria diet
increased BAT weight only in sedentary animals (CTRL-SED vs. CAF-SED,
p < 0.01), and exercise reduced BAT weight gain in animals exposed to a
cafeteria diet (CAF-SED vs. CAF-EX, p < 0.05).

Exercise mitigated a cafeteria diet-induced increase in immobility

in the forced swim test and exerted a modest anxiolytic effect
irrespective of diet

Because an unhealthy diet has been linked to changes in emotional
behaviors, we tested whether exercise could influence the effect of a
cafeteria diet on despair, anxiety, anhedonia, and locomotor activity. To
measure antidepressant-like behaviors, animals underwent the forced
swim test (FST) as previously described (50) (Figure 1B). There was
a significant main effect of diet and exercise on the immobility score
(Figure 1B, left panel). Cafeteria diet increased immobility in sedentary
animals (CTRL-SED vs. CAF-SED, p < 0.05) which was mitigated in ex-
ercising rats (CAF-SED vs. CAF-EX, p < 0.05), suggesting an antidepres-
sant effect of exercise. Swimming behavior was significantly affected by
diet and exercise (Figure 1B, middle panel). Post-hoc analysis did not re-
veal significant differences between groups, although there was a trend
to decrease swimming by cafeteria diet in exercising animals (CTRL-EX
vs. CAF-EX, p = 0.060). Climbing behavior was not significantly affected
(Figure 1B, right panel). In the elevated plus maze (EPM), there was a
trend for an exercise-induced increase in the percentage of time spentin
the open arms (anxiolytic effect, Figure 1C). Similarly in the novelty sup-
pressed feeding (NSF), exercise alone significantly affected latency to eat
(Figure 1D). Post-hoc comparisons showed that exercise decreased the la-
tency to eatin standard chow-fed rats (CTRL-SED vs. CTRL-EX, p = 0.0185)
but not in cafeteria diet-fed animals. To control for food interest which
could confound the latency to eat, food intake was measured for each
animal during the 30 min posttest (Figure 1E). Cafeteria diet tended to
reduce posttest chow consumption in sedentary rats (CTRL-SED vs. CAF-
SED, p = 0.071) and significantly in exercising rats (CTRL-EX vs. CAF-EX,
p < 0.001). This suggests that supplementation with cafeteria diet de-
creased interest in standard chow. The lack of an exercise-induced ef-
fect on posttest chow consumption indicates that the reduced latency to
eat was not due to increased interest in standard chow, but rather de-
creased anxiety-like behavior. Finally, animals were tested for anhedonia
in the FUST (Figure 1F) and for locomotor activity and anxiety-like be-
havior in the open field test (OFT) (Figure 1G-H), yielding no significant
effects.

There was a modest effect of exercise but not a cafeteria diet on spatial
learning and memory

Pattern separation was evaluated in the modified spontaneous location
recognition (MSLR) test (Figure 2A). There were no effects of diet or exer-
cise in the large separation (low contextual overlap) test (Figure 2B, left
panel), but both interventions tended to affect performance in the small
separation [high contextual overlap (pattern separation)] test (Figure 2B,
right panel). In the novel object recognition (NOR) test used to assess
recognition memory, there were no effects of diet and exercise alone, al-
though a diet-exercise interaction significantly affected the discrimina-
tion ratio (Figure 2C). Time and the time-exercise interaction significantly
affected the latency to find the platform in the Morris water maze (MWM)
over the 4 training days (Figure 2D). During the probe trial of the MWM,
there were no effects of diet or exercise on the time spent in the target
quadrant (Figure 2E), but there was a significant difference in the latency
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to the first visit to target quadrant (Figure 2F). Post-hoc analysis indicated
that exercise increased the latency to reach the target quadrant in stan-
dard chow-fed (CTRL-SED vs. CTRL-EX, p < 0.01) but not in cafeteria diet-
fed animals (CTRL-EX vs. CAF-EX, p < 0.05). There was a main effect of ex-
ercise on average velocity in the probe trial (Figure 2G). Exercise showed
a trend to improve spatial learning and search strategies in the MWM in
response to cafeteria diet or exercise (see Supplementary Materials and
Supplementary Figure S2).

An exercise-induced increase in AHN is reduced by cafeteria diet
Neurogenesis was assessed across the longitudinal axis of the hippocam-
pus using immunohistochemical staining of DCX, a marker of immature
neurons in the DG (Figure 3B). There was a significant effect of exer-
cise, and a diet-exercise interaction on the number of DCX* cells/mm?2
(Figure 3A, left panel). Post-hoc analysis revealed that the diet blunted
(although not significantly) the number of DCX* cells/mm? in exercising
animals (CTRL-EX vs. CAF-EX, p = 0.086). Thus, the neurogenic effect of
exercise was observed only in standard chow-fed animals (CTRL-SED vs.
CTRL-EX, p < 0.001). In the dorsal DG, exercise and the diet-exercise in-
teraction significantly affected the number of DCX™ cells/mm? (Figure 3A,
middle panel),with post-hoc analysis showing that exercise significantly
increased the number of DCX* cells/mm? in chow-fed animals (CTRL-
SED vs. CTRL-EX, p < 0.001). In the ventral DG, there were significant
main effects of diet and exercise on the number of DCXT cells/mm?2
(Figure 3A, right panel). Post-hoc analysis revealed that cafeteria diet
blunted (nonsignificantly) the number of DCX* cells/mm? in exercising
animals only (CTRL-EX vs. CAF-EX, p = 0.068) and exercise significantly in-
creased the number of DCX™ cells/mm? in chow-fed animals (CTRL-SED vs.
CTRL-EX, p < 0.05).

Exercise attenuated a cafeteria diet-induced increase in the metabolic
hormones insulin and leptin in plasma

Changes in metabolic hormones like glucagon-like peptide (GLP) 1, in-
sulin, and leptin are linked with depression, anxiety and cognitive im-
pairment (33, 51, 52). The cafeteria diet significantly increased insulin
levels in sedentary animals in the current study (CTRL-SED vs. CAF-SED,
p < 0.001) (Figure 4A), which was mitigated by exercise (CAF-SED vs. CAF-
EX, p < 0.05). There was a significant increase in leptin after cafeteria
diet in both sedentary (CTRL-SED vs. CAF-SED, p < 0.0001) and exercis-
ing animals (CTRL-EX vs. CAF-EX, p < 0.01) (Figure 4B). Exercise reduced
leptin in standard chow (CTRL-SED vs. CTRL-EX, p < 0.01) and cafete-
ria diet-fed groups, (CAF-SED vs. CAF-EX, p < 0.0001). Cafeteria diet
modestly increased total ghrelin (Figure 4C) and C-peptide (Figure 4D)
in sedentary animals, with trends toward significance (ghrelin: CTRL-
SED vs. CAF-SED, p = 0.088; C-peptide: CTRL-SED vs. CAF-SED, p =
0.079). The cafeteria diet increased FGF-21 (Figure 4E) in both seden-
tary (CTRL-SED vs. CAF-SED, p < 0.001) and exercising animals (CTRL-
EX vs. CAF-EX, p < 0.001). On the other hand, total GLP-1 (Figure 4F)
was increased in response to exercise (CTRL-SED vs. CTRL-EX, p <
0.01), which was reduced by cafeteria diet (CTRL-EX vs. CAF-EX,
p < 0.05). Exercise elevated total PYY levels (Figure 4G) but in cafeteria
diet-fed animals only (CAF-SED vs. CAF-EX, p < 0.05). Finally, glucagon
(Figure 4H) was significantly reduced by cafeteria diet in exercising ani-
mals (CTRL-EX vs. CAF-EX, p < 0.01) and showed a trend toward reduction
in sedentary animals (CTRL-SED vs. CAF-SED, p = 0.085).

Exercise attenuated a cafeteria diet-induced decrease in caecal
metabolites anserine, indole-3-carboxylate, and deoxyinosine

Because a cafeteria diet and exercise can differentially alter gut micro-
biota compositions (39, 53, 54), we investigated whether the two inter-
ventions affected the caecal metabolome. This was also motivated by
the observation that diet and exercise significantly affected the caecum
weight (Figure 5A).

Principal component analysis from an untargeted metabolomics
screen suggested an effect of cafeteria diet on the caecal metabolome
(Figure 5B). Differential expression analyses revealed that the diet in-
duced differential expression [false discovery rate (FDR)-adjusted p <
0.05] of 100/175 metabolites in sedentary animals (Figure 5C), while
in exercising animals, cafeteria diet induced differential expression
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Figure 1. Exercise mitigated a cafeteria diet-induced increase in immobility in the forced swim test and exerted a modest anxiolytic effect irrespective of diet.
(A) Experimental design. (B) Immobility: main effect of diet [F(1,43) = 10.41, p < 0.01] exercise [F(1,43) = 7.87, p < 0.01]; Swimming: main effects of diet
[F(1,43) =8.80, p < 0.001] and exercise [F(1,43) = 4.39, p < 0.05]; Climbing scores in the FST (n = 11-12). (C) Percentage of total time spent in EPM open arms
(n = 11-12); effect of exercise [F(1,43) = 3.69, p = 0.062]; (D) Latency (s) to eat standard chow pellet in the NSF test arena (n = 11-12); Main effect of exercise
[F(1,43) = 12.48, p < 0.001]; (E) Body weight-adjusted standard chow consumption (g) during NSF 30 min posttesting phase (n = 11-12); Main effect of diet
[F(1,42) = 30.14, p < 0.0001], diet-exercise interaction [F(1,42) = 3.70, p = 0.061]; (F) Urine preference as time spent sniffing urine/total sniffing time in the
FUST (n = 10-12). (G) Total distance travelled (m) in the OFT (n = 12). (H) Total time (s) spent in the center area of the OFT arena (n = 12). Data are expressed
as mean + SEM, p = 0.071, *p < 0.05 and ****p < 0.0001 versus corresponding standard chow-fed group; p = 0.060, p = 0.058, p = 0.056 and #p < 0.05 versus
corresponding sedentary group.
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Figure 2. There was a modest effect of exercise but not a cafeteria diet on spatial learning and memory. (A) Schematics of the large and small separation in
the MSLR task. (B) Discrimination ratio in the large and small separation of the MSLR ((novel (N) + familiar (F))/(N-F), n = 12). Small separation effect of diet
[F(1,43) = 3.69, p = 0.061] and exercise [F(1,43) = 3.98, p = 0.052]; (C) Discrimination ratio in the NOR task (N/(N + F), n = 12), diet-exercise interaction
[F(1,43) = 4.17, p < 0.05; (D, E). Average latency (s) to find the platform in the MWM, on (D) all training days; time [F(3,24) = 54.88, p < 0.001] and time-
exercise interaction [F(3,24) = 3.80, p < 0.05]; (E) Cumulative time (s) spent in the target quadrant during the probe trial (n = 12). (F) Average latency (s) to
reach the target quadrant during the probe trial (n = 11-12); [H(3) = 8.25, p < 0.05] ; (G) Average swimming velocity during the probe trial (n = 12), effect of
exercise [F(1,44) = 4.51, p < 0.05]. Data are expressed as mean + SEM, *p < 0.05 versus corresponding standard chow-fed group; p = 0.074, #p < 0.01 versus

corresponding sedentary group.

of 62/175 metabolites (Figure 5D). Conversely, exercise compared to
sedentary controls induced differential expression of 5/175 metabolites
in standard chow-fed animals (Figure 5E), and 4/175 metabolites in cafe-
teria diet-fed animals (Figure 5F). Supplemental Table S2 provides a com-
plete list of quantified features.

Three of the top differentially abundant metabolites were notably
affected by diet, exercise, and their interaction (Figure 5G-I). Cafete-
ria diet decreased the abundance of the dipeptide anserine (Figure 5G),
the indole derivative indole-3-carboxylate (Figure 5H), and the nucleo-
side deoxyinosine (Figure 51) in both sedentary (all FDR < 0.0001) and
exercising animals (FDR < 0.0001znserine]; FDR < 0.01[indole-3-carboxylatel
FDR < 0.05[geoyyinosine])- Interestingly, however, for all three metabolites,
exercise attenuated the cafeteria diet-related downregulation (FDR <
0-0001[anserine]; FDR < 0-05[indole—3—carb0xylate&deoxyinosine])-

The effect of cafeteria diet on the caecal metabolome mainly involved
amino acid metabolism and tRNA biosynthesis, as suggested by pathway
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enrichment analysis (Supplementary Table S3). Branched-chain amino
acid (BCAA), phenylalanine, and tryptophan biosynthesis were all affected
by dietin both sedentary and exercising animals. The tryptophan metabo-
lite kynurenine was increased following cafeteria diet but only in seden-
tary animals (FDR < 0.05), while kynurenic acid was increased in both
sedentary (FDR < 0.01) and exercising (FDR < 0.05) animals. Similarly,
cafeteria diet increased serotonin, 5-hydroxyindole-3-acetic acid, and n-
acetyl-5-hydroxytryptamine in sedentary (all FDR < 0.0001) and exer-
cising animals (FDR < 0.0001 _acetyl-5-hydroxytryptamine & serotonin]i FDR <
0.0015_pydroxyindole-3-acetic acid]): While kynurenine was increased with ex-
ercise but only in standard chow-fed animals (FDR < 0.05) (Supplemen-
tary Table S2).

Exercise had more limited effects on the metabolome independent of
diet. Moreover, we found no pathway enrichment among nominally sig-
nificant features. Beyond the top three features mentioned earlier
(Figure 5G-1), the abundance of the nucleotide CMP (cytidine
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Figure 3. An exercise-induced increase in AHN is reduced by cafeteria diet. (A) Immature neurons in the DG (DCX* cells/mm?, n = 6). Left panel: Total DG effect
of exercise [F(1,20) = 17.48, p < 0.001] and diet-exercise interaction [F(1,20) = 7.39, p < 0.05]; middle panel: dorsal DG, effect of exercise [F(1,20) = 15.33,
p < 0.001] and diet-exercise interaction [F(1,20) = 8.28, p < 0.01]; right panel: ventral DG, effect of diet [F(1,20) = 4.98, p < 0.05] and exercise [F(1,20) =
9.29, p < 0.01]. (B) Representative images of DCX™ DG neurons taken at 10x magnification. Data are expressed as mean 4 SEM, p = 0.086 and p = 0.068 versus

corresponding standard chow-fed group; #p < 0.05 and ###p < 0.001 versus corresponding sedentary group.

monophosphate) was decreased by exercise independent of diet (FDR
< 0.01; Supplementary Table S2). Only three other metabolites were
differentially abundant as an effect of exercise in chow-fed animals.
The amino acid catabolite 2/3-hydroxybutyric acid was decreased by
exercise (FDR < 0.05). Interestingly, it was also strongly decreased
by cafeteria diet in both sedentary (FDR < 0.0001) and exercising
(FDR < 0.01) animals, possibly related to BCAA metabolism. Finally, the B
vitamin pantothenic acid and amino sugar n-acetylneuraminic acid were
both increased by exercise (all FDR < 0.05).

Caecal metabolites independently correlate with behavior

To examine whether variations in individual caecal metabolites were as-
sociated with behavior, we carried out correlations between all caecal
metabolomic features and behavioral task outcome measures.

In general, caecal metabolites were most strongly correlated with
immobility time in the FST and the discrimination ratio in the MSLR
(Supplementary Table S4). Focusing on the top associations for each read-
out (Figure 6A-E), we found a positive relationship between caecal cyto-
sine levels and FST immobility score (o = 0.74, p < 0.001) (Figure 6A).
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Conversely, we found significant negative relationships between discrim-
ination ratio in the large separation of the MSLR and caecal levels of
2-aminopimelic acid (more commonly known as aminoadipic acid) (o =
—0.66, p < 0.01) (Figure 6B), 1-Phenylethyl acetate (0o = —0.68, p < 0.01)
(Figure 6C), 4-Vinylguaiacol (p = —0.66, p < 0.01) (Figure 6D), and the
serotonin metabolite 5-Hydroxyindole-3-aceticacid (o = —0.64, p < 0.01)
(Figure 6E). Some of these caecal metabholites were upregulated by cafe-
teria diet (Supplementary Table S2).

Discussion

In this study, we found that exercise attenuated cafeteria diet-induced
increased immobility in the FST, suggesting that exercise exerted
antidepressant-like effects in cafeteria diet-fed animals. Exercise had
modest anxiolytic effects and exerted mild improvements in spatial learn-
ing in the MWM independent of the dietary intervention, while the cafe-
teria diet blunted the exercise-induced increase in AHN. In the plasma,
exercise attenuated an increase in insulin and leptin resulting from cafe-
teria diet consumption, and both interventions differentially influenced
concentrations of other plasma metabolic hormones. At the level of the
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Figure 4. Exercise attenuated a cafeteria diet-induced increase in the metabolic hormones insulin and leptin in plasma. Plasma metabolic hormone concentra-
tions (n =9-10): (A) insulin (kIU/mL) [H(3) = 18.99, p < 0.001], (B) leptin (pg/mL), diet [F(1,35) = 36.11, p < 0.0001], exercise [F(1,35) = 38.01, p < 0.0001], (C)
total ghrelin (pg/mL), diet [F(1,36) = 5.11, p < 0.05], (D) C-peptide (pg/mL) diet [F(1,36) = 6.15, p < 0.05] and exercise [F(1,36) = 3.22, p = 0.081], (E) FGF-21
(pg/mL) [H(3) = 25.51, p < 0.001], (F) total GLP-1 (pM) [H(3) = 12.61, p < 0.01], (G) total PYY (pg/mL) diet [F(1,35) = 3.36, p = 0.075] and exercise [F(1,35)
= 13.24, p < 0.001] and (H) glucagon (pM), diet [F(1,36) = 18.09, p < 0.001]. Data are expressed as mean 4 SEM, p = 0.088, p = 0.085, p = 0.079, *p < 0.05,

**p < 0.01, ***p < 0.001 and ****p < 0.0001 versus corresponding standard chow-fed group; *p < 0.0

sedentary group.

caecal metabolome, exercise had few effects but attenuated a cafe-
teria diet-induced reduction in the abundance of anserine, indole-
3-carboxylate, and deoxyinosine. While these effects were not inde-
pendently associated with behaviors, several other caecal metabolites
displayed robust relationships with cognition- and mood-related tasks.
Our findings suggest that the cafeteria diet increased despair-like be-
haviors as observed by increased immobility in the FST. Previous studies
using hypercaloric (normal chow + industrialized animal lard and corn oil)
(55) or high-fat diets (56) have yielded varying results in the FST, indicat-
ing that the exact diet formulation may play a role. While we did not ob-
serve effects of exercise alone on behavior in the FST, in accordance with
prior literature (37, 57-59), when rats consumed a cafeteria diet, exercise
attenuated immobility in the FST suggesting an antidepressant-like ef-
fect. Comparable reductions in FST immobility have been reported follow-
ing 6-10 weeks treadmill exercise interventionsin rodents fed high-fat di-
ets for 20-22 weeks (60, 61). Interestingly, caecal levels of the nucleotide
cytosine were positively associated with residualized immobility score in
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5, #p < 0.01 and ##p < 0.0001 versus corresponding

the FST. Administration of cytidine (the nucleoside form of cytosine) has
previously been found to decrease immobility time in the FST (62). This
apparent discrepancy may be due to enzymatic metabolism of cytosine
to cytidine (63), possibly by gut microbes, accounting for this inverse re-
lationship with FST behavior. While cytidine was detected in our dataset,
it did not correlate with FST immobility score, nor did other pyrimidines
or their derivatives (data not shown). Thus, the possible role of gut micro-
biotain mediating a relationship between nucleic acids and mood-related
outcomes warrants further study.

Caecal metabolome analysis showed that cafeteria diet in-
creased tryptophan, serotonin, kynurenine, kynurenic acid and 4,8-
dihydroxyquinoline-2-carboxylic acid (xanthurenic acid), suggesting en-
hanced peripheral conversion of tryptophan into metabolites that cannot
cross the blood-brain barrier. This likely reduces the availability of tryp-
tophan in the brain for local serotonin production (64). A previous study
showed that a 4-week cafeteria diet affects S5HT1A receptor expression
in the hippocampus, suggesting an effect of cafeteria diet on serotonin
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Figure 5. Exercise attenuated a cafeteria diet-induced decrease in caecal metabolites anserine, indole-3-carboxylate, and deoxyinosine. (A) Effects of cafeteria
diet and exercise on body weight-adjusted caecum weight (g/kg, n = 12), effect of diet [F(1,44) = 73.80, p < 0.0001] and exercise [F(1,44) = 43.98, p < 0.0001],
Data are expressed as mean 4 SEM, ****p < 0.0001 versus corresponding standard chow-fed group; ##p < 0.001 versus corresponding sedentary group. (B)
Principal component analysis (PCA) with 95% concentration ellipses showing effects of cafeteria diet and exercise on caecal metabolomes (n = 10). (C-F) Volcano
plots of quantified caecal metabolites (n = 175 features), comparing (C) cafeteria diet (CAF) versus standard chow (CTRL) in sedentary (SED) animals, (D)
CAF versus CTRL in exercising (EX) animals, (E) EX versus SED in CTRL-fed animals, and (F) EX versus SED in CAF-fed animals. Highlighted features represent
upregulated metabolites (p-value adjusted for false discovery rate (FDR) < 0.05). (G-1) Violin and box- and whisker plot (median represented by horizontal line)
of the normalized peak area of caecal metabolites (G) anserine, (H) indole-3-carboxylate, and (I) deoxyinosine (all n = 10, FDR-adjusted p-values; *p < 0.05,
**p < 0.01, and ****p < 0.0001 versus corresponding standard chow-fed group; p = 0.094, #*p < 0.05, and ##p < 0.001 versus corresponding sedentary group).
Full list of quantified metabolites available in Supplemental Table S2. Abbreviations: fold change (FC), generalized logarithm base 2 (glogs).
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Figure 6. Caecal metabolites independently correlate with behavior. (A-E) Spearman correlations between residualised caecal metabolite abundance (ver-
tical axes) and behavioral readouts (horizontal axes) significant at the FDR < 0.1 level. (A) Caecal cytosine and forced swim test (FST) immobility score.
(B) Caecal 2-aminopimelic acid (also known as aminoadipic acid) and discrimination ratio in the large separation of the MSLR. (C) Caecal 1-Phenylethyl ac-
etate and discrimination ratio in the large separation of the MSLR. (D) Caecal 4-Vinylguaiacol and discrimination ratio in the large separation of the MSLR.
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scales (either normalized peak areas for caecal metabolites or stated units for behavioral readouts) after regressing out the effect of experimental condition
using linear regression. Spearman’s rho and nominal p-value are stated for each association.

signaling (65). Our analysis revealed that caecal 5-hydroxyindole-3-
acetic acid, the main metabolite of serotonin, negatively associated with
discrimination ratio in the MSLR independently of experimental condi-
tion, but its abundance also increased with cafeteria diet. Aminoadipic
acid displayed the same relationship with discrimination ratio and cafete-
ria diet. Produced peripherally as part of lysine catabolism, aminoadipic
acid is a substrate of kynurenine aminotransferase, which catalyzes
the conversion of kynurenine to kynurenic acid (66). Intrahippocampal
aminoadipic acid administration decreases endogenous kynurenine
levels in rats (66), and aminoadipic acid along with BCAA concentrations
are increased in plasma of prediabetic, insulin-resistant rats (67). Fur-
thermore, kynurenine metabolites negatively associate with cognitive
impairmentin middle-aged prediabetic and type-2 diabetic patients (68).
In our study, lysine and BCAA metabolism were increased by cafeteria
diet, suggesting a greater presence of precursors of aminoadipic acid. We
speculate that the metabolic state associated with a cafeteria diet alters
tryptophan and kynurenine metabolism dynamics, making them less
available centrally and contributing to memory deficits. However, to what
extent these changes affect serotonin production in the brain remains to
be elucidated. While treadmill exercise increases serotonin production
in the dorsal raphe nucleus in rats (69), supporting an antidepressant-
like effect, further investigation is needed to understand the complex
interactions between a cafeteria diet and exercise on tryptophan and
serotonin metabolism. Finally, two metabolites of exogenous origin,
4-Vinylguaiacol (70) and 1-Phenylethyl acetate (71), correlated with
MSLR discrimination ratio. As these metabolites are used industrially
as flavoring agents, the source of exposure is likely from the cafeteria
diet. The link to episodic memory is not immediately obvious, and these
correlations may instead reflect variations in metabolism that depend
on individual physiological factors such as cardiorespiratory fitness, lean
body mass, and gut microbiota composition (72), rather than a direct
causal relationship with memory performance.

The cafeteria diet did not induce an anxiety-like phenotype in the
EPM, NSF test, and OFT. Similarly, a study in male Wistar rats found no
effects of a 10-week cafeteria diet on anxiety-like behavior in the EPM
(73). Voluntary wheel running decreased the latency to eat in the NSF
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test, and showed a tendency to increase the time spent in the open arms
of the EPM by standard-chow-fed animals, indicating a potential anxi-
olytic effect of exercise which affirms previous findings in male rodents
(14, 37,58).

We found that pattern separation (large and small configuration) was
not altered by the cafeteria diet, despite a previous study describing that
a transgenerational cafeteria diet (eight generations) decreased pattern
separation (medium configuration) using touchscreen operant chambers
(74). This suggests that long-term dietary exposure may be necessary for
cognitive deficits to emerge. Short-term recognition memory has been re-
ported to be impaired by a 6-week cafeteria diet (75), which we did not
observe in the NOR in this study. Previous studies similarly report spa-
tial learning and memory impairments in the MWM due to a cafeteria diet
(26, 76), but we did not replicate these findings. It is important to note
that in these studies, rats also had access to 10% sucrose solutions or
soft drinks alongside the diet, whereas in the current study rats had ac-
cess to water only. Moreover, previous studies comparing the effects of
exercise or a high-fat (but not high-sugar) diet on behavior in MWM re-
ported that spatial learning and memory alterations were observed only
when interventions beganin adolescence and not adulthood (77, 78). This
suggests that adult rodents are more resistant to diet and exercise in-
terventions than their younger counterparts (16, 78). However, analysis
of search strategies employed by the adult rats in the current study re-
vealed that exercise mitigated a decrease in circling behavior in rats with
access to the cafeteria diet. Interestingly, employment of spatially impre-
cise search strategies has been shown to be related to age and neurogenic
capacity (79). While we did not observe effects of a cafeteria diet alone on
AHN, exercise increased hippocampal DCX* neuron density in chow-fed
animals in line with previous reports (29, 37). The cafeteria diet blunted
this pro-neurogenic effect of exercise. As previously reported, a cafeteria
diet provided to rats from adolescence decreased AHN (26), and treadmill
exercise during adolescence mitigated a high fat diet-induced decrease in
AHN (77), suggesting that a cafeteria diet and/or exercise during adoles-
cence rather than in adulthood may have a greater impact on AHN.

In agreement with previous literature (80-83), cafeteria diet-fed
sedentary animals displayed elevated plasma insulin and leptin, which
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were attenuated by exercise. Previous studies show that markers of in-
sulin resistance were reversed by treadmill or swimming exercise in rats
fed a high-fat/high-carbohydrate diet or cafeteria diet (84, 85). While
leptin and insulin may promote AHN and cognitive behaviors (30, 51, 52),
resistance to these hormones following prolonged elevation has been as-
sociated with depression-like behaviors and cognitive impairment (52,
86). Leptin and hippocampal insulin resistance have been shown to in-
crease immobility in the FST (87, 88) and worsen spatial learning in the
MWM (84). Therefore, attenuation of cafeteria diet-induced increases in
insulin and leptin by exercise may have contributed to the mitigating ef-
fects of exercise on cafeteria diet-induced immobility in the FST in the
current study. This hormonal normalization likely resulted from exercise-
induced decreases in adipose tissue, given that white adipose tissue re-
leases leptin and regulates insulin sensitivity (89, 90). The cafeteria diet
did not decrease tGLP-1 in sedentary animals, which contrasts with a pre-
vious study (91), potentially due to differences in dietary intervention du-
ration. However, exercise increased plasma tGLP-1 concentrations, mir-
roring observations in human studies (92, 93), but this was blunted in
rats fed a cafeteria diet. Activation of the GLP-1 receptor via exendin-4
has been shown to enhance AHN (33). Thus, it is possible that attenua-
tion of the exercise-induced increase in AHN by a cafeteria diet observed
here may be mediated by circulating concentrations of tGLP-1. Exercise
also increased plasma PYY concentrations consistent with human stud-
ies (94, 95). Increased anxiety-like behaviors in the EPM and immobil-
ity in the FST were previously reported in PYY knockout mice (96), and
centrally administered PYY decreased anxiety-like behaviors in the EPM
(97). Therefore, the exercise-induced increase in PYY in the cafeteria-
diet fed animals potentially contributed to its anxiolytic effects observed
here.

Studies show that metabolic dysregulation is accompanied by shifts
in gut microbiota (98, 99) like increased taxa related to fat deposi-
tion (99) and obesity (98, 100). Microbial metabolism is largely deter-
mined by gut microbial composition and indeed we found that caecal
metabolite abundance was significantly altered by cafeteria diet and
attenuated by exercise. Exercise attenuated a cafeteria diet-induced
decrease in caecal abundance of the metabolite anserine, a histidine-
containing dipeptide which is deficient in aged mice and associated
with depression-like behaviors (101). Supplementation with anserine
in combination with other dipeptides is associated with a reduction
in depression scores (102) and improved cognitive function in humans
(103, 104) and improved hippocampal integrity in mice (105). Exer-
cise also attenuated a cafeteria diet-induced decrease in caecal deoxyi-
nosine and indole-3-carboxylate. Interestingly, hippocampal deoxyino-
sine was reportedly decreased in a mouse model of depression (106),
whereas chronic variable stress increased urine concentrations of indole-
3-carboxylate (107). Indole-3-carboxylate is biochemically related to
tryptophan, a precursor of serotonin, which is negatively correlated with
depression scores (108, 109). However, these three metabolites were not
associated with behavior independently of diet and exercise in our study.
Instead, their regulation may be related to chow/cafeteria diet consump-
tion, since they are food-derived as annotated by the human metabolome
database (110).

Taken together, exercise attenuated depression-like behaviours and
an increase in plasma concentrations of insulin and leptin in rats fed
a cafeteria diet. This was coupled with an exercise-induced attenua-
tion of a reduced abundance of caecal metabolites anserine, deoxyino-
sine and indole-3-carboxylate due to the cafeteria diet. These circulat-
ing hormones and caecal metabolites may be instrumental in mediating
the interaction between the effects of a cafeteria diet and exercise on
depression-like behaviour. Interestingly, we found that a standard healthy
diet is necessary for exercise to increase AHN. These results suggest that
dietary quality may determine whether exercise can enhance hippocam-
pal neurogenesis. Finally, the findings provide insight into potential
gut-mediated mechanisms and the involvement of circulating metabolic
hormones underlying the effects of a cafeteria diet and exercise on
hippocampal function. This has important implications for the develop-
ment of lifestyle interventions targeting mood and cognition.
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Methods

Animals

Male Sprague-Dawley rats obtained from Envigo Laboratories (United
Kingdom) at approximately 7 weeks old (225-250 g) were housed in
groups of four in standard conditions (22 + 1°C, 50% relative humidity)
ona12-hlight-dark cycle (lights on at 7:00 a.m.), with ad libitum access to
food and water. At the start of the experiment, at approximately 9 weeks
old, animals were pair-housed for the duration of the study. All animal
procedures were performed under licenses issued by the Health Products
Regulatory Authority (AE19130/P123, HPRA, Ireland), in accordance with
the European Communities Council Directive (2010/63/EU) and approved
by the Animal Experimentation Ethics Committee of University College
Cork (2019/025).

Experimental design

At pair-housing, animals were randomly divided into four experimental
groups; sedentary animals with access to standard chow (CTRL-SED, n =
12), sedentary animals with access to cafeteria diet (CAF-SED, n=12), an-
imals with voluntary access to running wheels and standard chow (CTRL-
EX, n = 12), and animals with voluntary access to running wheels and
cafeteria diet (CAF-EX, n = 12, Figure 1A). Standard chow (Envigo, UK)
consisted of 6.2% fat (of which 0% saturated fat), 44.2% carbohydrates
(of which 0% sugar), 18.6% protein, and 3.5% fibre (Supplementary Table
S1). The cafeteria diet consisted of several different food items high in fat
and/or sugar, with two high-fat and two high-sugar items given each day
in rotation in addition to standard chow, for the duration of the exper-
iment (7.5 weeks), as previously described (111) (Supplementary Table
S1). All food was provided in excess, ad libitum. Exercising animals had
continuous access to a running wheel (Techniplast, UK) for the duration of
the experiment. Running distance (km) was recorded in 24 h increments.
Weight gain was calculated as % weight gain = &9 Wes‘f'ahrmfxggﬁtwe‘ght x
100. Weights were not significantly different between groups at the start
of the experiment.

Four weeks following intervention onset, anxiety-like behavior was as-
sessed in the EPM, NSF test, and OFT, anhedonia in the female urine sniff-
ing test (FUST), and antidepressant-like behavior in the FST (Figure 1A).
In a second cohort of rats randomly allocated to the same experimental
groups (CTRL-SED, n = 12; CAF-SED, n = 12; CTRL-EX, n = 12; CAF-EX,
n=12), pattern separation, recognition memory, and spatial learning and
memory were assessed in the MSLR, NOR and MWM tests, respectively
(Figure 1A), 4 weeks following intervention onset.

Behavioral testing

Elevated plus maze Anxiety-like behavior was assessed in the EPM
(112). Animals were habituated to a dimly lit (red light, 5 lux) room 1 h
prior to testing. The maze consisted of two opposed open (50 x 10 cm)
and two opposed closed (50 x 10 cm, 40 cm walls) arms mounted at 90°
angles facing a central platform (10 x 10 cm), elevated 50 cm above the
floor. Each animal was placed on the central platform facing an open arm
and left to explore freely for 5 min, then returned to its home cage. Be-
havior was monitored and video tracked. The maze was cleaned using 70%
ethanol between each animal to eliminate olfactory cues. Time spent in
open arms was scored manually, blinded to experimental groups. Arm en-
tries were recorded when all paws of the animal crossed an arm border.
Data are presented as the percentage of total test time in open arms.

Novelty suppressed feeding The NSF test was used to measure anxiety-
like behavior (37). The day before the test (6 p.m.), all food was re-
moved from the home cage. Animals were food-deprived for no more than
16 h. The day of the test, animals were habituated to the experimental
room for 1 h and then placed in a brightly lit (1000 lux) circular arena
(90 cm diameter) with bedding. A food pellet was placed on a white plastic
baseinthe centre. Latency (s) to begin eating was recorded during 10 min.
Once the rat began eating, or the 10-min time limit was reached, the rat
was removed from the arena and returned to its home cage with access to
preweighed standard chow. After 30 min, chow was removed and weighed
to determine the amount consumed adjusted to body weight (g/kg). The
arena and food platform were cleaned using 70% ethanol between each
animal to eliminate olfactory cues.
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Female urine sniffing test Anhedonia was measured using the FUST ac-
cording to (113). Urine was collected from adult female Sprague-Dawley
rats in oestrous. Oestrous cycle was determined by observing vaginal se-
cretion (collected with a plastic transfer pipette, tip diameter < 1 mm)
under a light microscope.

Experimental male animals were habituated to the testing room for
15 min, then to a clean, dry cotton bud inside the cage for 45 min. The
cotton bud was removed and replaced with a new cotton bud with dH,0
for 3 min, which was again removed. After 45 min, each animal was ex-
posed to another cotton bud with female oestrus urine for 3 min. Each
exposure was recorded by video camera. Time spent sniffing the cotton
buds was scored manually, blinded to experimental groups. Preference

to sniff urine compared to water was calculated as urine preference =
time spent sniffing urine
time spent sniffing urine +water *

Forced swimtest The modified FST was used to measure antidepressant-
like behavior (114). In the preswim, rats were individually exposed to a
water tank for 15 min (21 cm diameter, filled to 30 cm with 23-25°C
water). Twenty-four hours later, rats were placed back in the water tank
for 5 min. Behavior during the 5 min test was video recorded. Following
testing, rats were removed from the tank, gently towel-dried and returned
to their home cage. Active (climbing and swimming) and passive (immo-
bility) behaviors during the test were scored manually, blinded to experi-
mental groups, in 5 s bins as previously described (50).

Open field General locomotor activity was assessed in the OFT. Animals
were habituated to the testing room for 1 h before testing. Animals were
placed in a brightly lit (1000 lux) circular arena (90 cm diameter), al-
lowed to explore for 10 min, and returned to their home cage. Distance
moved (m) and time in centre (s) were analyzed using Noldus EthoVision
XT 11.5 tracking software. Centre area diameter was set at 45 cm accord-
ing to (115). The arena was cleaned using 70% ethanol between each an-
imal exposure to eliminate olfactory cues.

Modified spontaneous location recognition test Pattern separation,
the ability to discriminate between highly similar memories which is
associated with AHN, was assessed in the MSLR test according to
(115). Animals were habituated to a dimly lit circular arena (~20 lux,
90 cm diameter) with bedding for 10 min per day for 5 consecutive days
prior to testing. External cues were placed in the testing room for spa-
tial navigation. Following habituation, during acquisition, animals were
allowed to explore three identical objects (33 cl glass beer bottles, or
soda cans) for 10 min, once for the large separation (LS) and once for
the small separation (SS) test. For LS, the objects were separated by 120°
(Figure 2A). For SS, two of the objects (A1 and A2) were separated by 50°
with the third object (A3) at an equal distance between them (Figure 2A).
Twenty-four hours after acquisition, animals were allowed to explore
two of the objects from the acquisition phase for 5 min. The famil-
iar (A4) was placed in the same location as A3, while the novel (A5)
was placed between the locations of Al and A2 (Figure 2A). Separa-
tion order, object type, and object location were randomized across
tests. Behavior was recorded and videos were analyzed blinded to ex-
perimental groups to determine exploration time with novel and fa-
miliar objects. The discrimination ratio (DR) was calculated as DR =
(time exploring novel object — familiar object) Objects were cleaned using 70%

(time exploring novel object + familiar object)
ethanol between each animal to eliminate olfactory cues.

Novel object recognition Recognition memory was measured in the
NOR test. Animals were habituated to a dimly lit circular arena with-
out bedding (~20 lux, 90 cm diameter) for 10 min. The next day, an-
imals were allowed to explore two identical objects (ceramic mug, or
250 ml graduated borosilicate bottle) in the arena for 10 min. Twenty-
four hours after acquisition, one object was replaced with a novel ob-
ject (the object not used during acquisition), and animals were allowed
to explore for 5 min. Behavior was recorded and videos were analyzed
blinded to experimental groups to determine exploration time with novel
and familiar objects in the 5 min test. The DR was calculated as DR =
(timeexpf::rl]jiﬁ:ant))l\zm%j[:ez\t/e«:ggﬁicl?arobject)' The arena and objects were cleaned
using 70% ethanol between each animal to eliminate olfactory cues.
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Morris water maze Hippocampal-dependent spatial learning and mem-
ory were assessed in the MWM as previously described (116). Animals
were habituated to the room for 1 h before testing. A circular pool
(180 cm diameter) was filled with water (22 4 1°C). A transparent plat-
form was placed 1-2 cm below the water surface at a fixed location in the
north-west quadrant, 15 cm from the pool wall. External cues were placed
in the testing room for spatial navigation. During training (days 1-4), an-
imals were placed in the pool at one of four release points (NE, E, S, and
SW), each point used once per day. Animals underwent four daily trials for
4 consecutive days. If the animal found the platform within 120 s, they
were left on the platform for 10 s before continuing to the next trial. If the
animal failed to reach the platform within 120 s, they were guided to the
platform and remained there for 30 s before continuing to the next trial.
Trials were recorded and analyzed using Noldus EthoVision XT 11.5 track-
ing software. On day 5 (probe trial), the platform was removed and ani-
mals allowed to explore the pool for 60 s starting at the SE point. Latency
to enter and time spent in the platform quadrant (s), and average veloc-
ity were analyzed using Noldus EthoVision XT 11.5 tracking software to
assess spatial memory. Learning performance and search strategies were
assessed as described in Supplementary Methods.

Blood and tissue collection

One day after the last behavioral test, 1-3 h after cessation of the diet
and exercise exposures, half of the animals per group (n = 6) were
weighed and euthanized by rapid decapitation during the light cycle to
collect fresh tissues. Trunk blood was collected in 3 mL EDTA-coated tubes
(Vacuette, Greiner Bio-One) and centrifuged for 10 min (3220 x g, 4°C) to
collect plasma, which was stored at -80°C until used for measurement of
metabolic hormones (Supplementary Methods). eWAT and BAT were dis-
sected and weighed. Whole caecum (n = 12) was collected and weighed.
Caecum content (n = 10) was snap frozen using dry ice and stored
at -80°C until preparation for metabolomic analysis (Supplementary
Methods).

Half of the animals per group (n = 6) of the first cohort were weighed
and transcardially perfused 1-3 h after cessation of the diet and ex-
ercise exposures to assess immature hippocampal neuron counts as a
measure of AHN. Sodium pentobarbital (90 mg/kg) was injected intraperi-
toneally as anaesthetic overdose. Sufficient anesthesia depth was identi-
fied by loss of toe pinch reflex. Animals were pinned in a dorsal recum-
bent position and their thorax was opened to insert a catheter into the
heart left ventricle. Ice-cold phosphate-buffered saline (PBS) was per-
fused by pump (35-40 mL/min) until efflux ran clear, followed by 4%
paraformaldehyde (PFA) in PBS. During PBS perfusion, eWAT was dis-
sected and weighed to determine adiposity. Whole brains were postfixed
in 4% PFA in PBS for 24 h, transferred to 30% sucrose in PBS until fully
sunken, snap frozen in isopentane using liquid nitrogen, and stored at —
80°C until sectioning. Brains were sectioned coronally at 40 pm using a
Leica CM1950 cryostat, collected free-floating in a series of 12 in cry-
oprotectant (25% 0.1M PBS, 30% ethylene glycol, 25% glycerol, and 20%
dH,0) and stored at — 20°C until immunohistochemical staining.

Immunohistochemistry

Forimmunohistochemical staining of doublecortin (DCX, n =6 per group),
a marker of immature neurons, sections were washed in 0.1M PBS (3 x
5 min) and blocked with 10% donkey serum in 0.5% Triton X-100 in PBS
(PBS-T) for 2 h at room temperature (RT). Sections were incubated in pri-
mary antibody (rabbit anti-DCX; Abcam, AB18723, 1:5000) for 48 h at 4°C.
Antibodies were diluted in 5% donkey serum in 0.5% PBS-T. Sections were
washed in 0.5% Tween in PBS (PBS-Tw, 3 x 20 min), incubated in sec-
ondary antibody (Alexa Fluor 488-conjugated donkey anti-rabbit, Invitro-
gen, AB21206, 1:500) for 2 h at RT and washed in PBS-Tw. Sections were
incubated in 4',6-diamidino-2-phenylindole (DAPI) (5 mg/mL, 1:50,000 in
PBS) for 3 min, washed in PBS, mounted onto Superfrost Plus slides and
cover-slipped using Dako fluorescent mounting media.

Microscopy and image analysis

The DG was imaged using an Olympus BX53 Upright Research Microscope
at 20x magnification for DCX. DCX™ cells were counted blinded to exper-
imental groups in every 12th section using Imagel. DG area (mm?2) was
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measured using Image] on 10x magnification images of DAPI and cell
counts were expressed as cells/mm?2. The dorsal hippocampus (dHi) was
defined as anterior-posterior (AP): Bregma — 1.8 to — 5.2, and ventral hip-
pocampus (vHi) as AP: —5.2to — 6.7 (112,117, 118). Sections at AP — 5.2
were only considered vHI if ventral DG was clearly present at the bottom
of the section (117). Note: in coronally sectioned rat brain, rostral sections
typically only contain dHi, whereas caudal sections containing vHi may
also contain portions of dHi and intermediate hippocampus (119, 120).
Three dorsal and three ventral sections were analyzed, selecting sections
of similar AP coordinates from Bregma for all animals where possible.

Bioinformatic analysis

Differential expression analyses were limited to non-drug-related fea-
tures (metabolites) annotated at the highest confidence levels 1 and 2a
(caecal features, n = 212) and performed in R (version 4.1.1). Raw fea-
ture peak area values below their associated detection limit (as reported
by MS-Omics) were considered missing (i.e., set to “NA"); only features
with maximum 25% missingness per condition were retained for quan-
tification (features remaining, n = 201). To remove features displaying
high technical variance, only metabolites with < 10% relative standard
deviation in the pooled quality control samples were retained (features
remaining, n = 175). Data were subsequently normalized with variance
stabilising normalization (VSN), using the "vsn" package (allowing de-
fault 10% outliers). While originally developed for microarray data (121),
VSN has successfully been applied in untargeted (122) and simulated
(123) metabolomics of comparable dataset size to the one herein, cap-
italizing on similar mean-variance relationships (124) and error mod-
els (125). The generalized logarithm base 2 (glog,) transformation em-
ployed in VSN approximates the standard log, function for values »0.
The “limma" package was used for differential expression analysis, with
trend = TRUE and robust = TRUE in the eBayes function (126). Result-
ing feature p values were adjusted for multiple comparisons with the
Benjamini-Hochberg method, with a 5% FDR threshold for significance.
Pathway over-representation analysis with nominally (p < 0.05) differ-
entially abundant caecal metabolites was performed using MetaboAn-
alystR (v 4.0), with Rattus norvegicus Kyoto Encyclopedia of Genes and
Genomes (KEGG) pathways and hypergeometric tests (127). For corre-
lations between behavioral tasks (20 rats for each behavioral measure)
and all caecal metabolomic features, the effect of experimental condition
was first regressed out using linear models (“lmFit" in “limma" or "lm" in
the “stats" R packages). Spearman correlations were performed with the
"Hmisc" package in R. Resulting p values were then adjusted by FDR sep-
arately for each readout. Correlations were considered significant at the
FDR < 0.1 level. For a complete list of R packages used in this study, see
Supplementary Table S5.

Statistical analysis

Data were checked for outliers using the Grubbs outlier test, and for
normality using Shapiro-Wilk. Identified outliers were removed from
analyses. Except for running distance and MWM training, data were
analyzed using two-way ANOVA in GraphPad Prism and SPSS. Run-
ning distance data were analyzed using two-way ANOVA with repeated
measures, with post-hoc analysis comparing each week using Sidak's mul-
tiple comparisons test. MWM training outcomes were analyzed using two-
way ANOVA with repeated measures, with post-hoc analysis on individ-
ual training days using two-way ANOVA and Tukey's multiple comparisons
test. Post-hoc analyses of other two-way ANOVAs were performed using
Tukey's multiple comparisons test. Non-normally distributed data were
analyzed for differences in group distributions using Kruskal-Wallis with
pairwise Mann-Whitney U post-hoc comparisons. Statistical significance
was set at p < 0.05, with data presented as means + standard error of the
mean (SEM). For two-way ANOVA results, diet-exercise interactions are
reported only when statistically significant.

Data availability
All data are available upon request.

Acknowledgments
The authors thank Dr. Anna Golubeva and Dr. Gerard Moloney for their
technical assistance.

Research Article
Nota et al.

BRAIN MEDICINE
Genomic Press 62

bm.genomicpress.com

Author contributions

MHCN conducted and designed experiments, collected and analyzed the
data, prepared the figures, acquired funding and wrote the manuscript.
SN conducted and designed experiments, collected and analyzed the
data, prepared figures and wrote the manuscript. SD-H analyzed the
data, prepared figures and wrote the manuscript. EPH conducted experi-
ments. TF conducted experiments. OFO designed experiments, supervised
MHCN and EPH, oversaw analysis and interpretation of data, acquired
funding and wrote the manuscript. YMN designed experiments, super-
vised MHCN and SD-H, oversaw analysis and interpretation of data, ac-
quired funding and wrote the manuscript.

The manuscript has been read and approved by all authors. All authors
take full responsibility for all data, figures, and text and approve the con-
tent and submission of the study. No related work is under consideration
elsewhere. All authors state that all unprocessed data are available, and
all figures provide accurate presentations of the original data.

Corresponding author: YMN takes full responsibility for the submis-
sion process and may be contacted about any aspect of the work.

Funding sources

MHCN was a recipient of an Irish Research Council Ph.D. Scholarship
(GOIPG/2019/4514). This work was supported by Research Ireland (for-
mally Science Foundation Ireland) under Grant Number 19/FFP/6820 and
the Health Research Board Ireland [ILP-POR-2017-033].

Author disclosures

The study funders, Irish Research Council, Research Ireland and Health Re-
search Board had no role in the data collection, analysis, interpretation, or
writing of the report. YMN and OFO have received funding from Marigot
Limited. YMN has received honoraria from Yakult as an invited speaker
and OFO has received funding for unrelated contract research from Alk-
ermes plc. and an honorarium as an invited speaker at a meeting orga-
nized by Janssen. All other contributors have confirmed that no conflict
of interest exists.

References

1. da Costa GG, da Conceicdo NG, da Silva Pereira A, Simdes BFT. Worldwide di-
etary patterns and their association with socioeconomic data: an ecological
exploratory study. Global Health. 2022;18(1):31. DOI: 10.1186/s12992-022-
00820-w. PMID: 35279165; PMCID: PMC8917745

2. Park JH, Moon JH, Kim HJ, Kong MH, Oh YH. Sedentary lifestyle: overview of up-
dated evidence of potential health risks. Korean J Fam Med. 2020;41(6):365-
73.DOI: 10.4082/kjfm.20.0165. PMID: 33242381; PMCID: PMC7700832

3. Rakhra V, Galappaththy SL, Bulchandani S, Cabandugama PK. Obesity and the
Western diet: how we got here. Mo Med. 2020;117(6):536-8. PMID: 33311784
PMCID: PMC7721435

4. Silveira EA, Mendonga CR, Delpino FM, Elias Souza GV, Pereira de Souza Rosa
L, de Oliveira C, et al. Sedentary behavior, physical inactivity, abdominal obe-
sity and obesity in adults and older adults: a systematic review and meta-
analysis. Clin Nutr ESPEN. 2022;50:63-73. DOI: 10.1016/j.clnesp.2022.06.001.
PMID: 35871953

5. Singla P, Bardoloi A, Parkash AA. Metabolic effects of obesity: a review. World
J Diabetes. 2010;1(3):76-88. DOI: 10.4239/wjd.v1.i3.76. PMID: 21537431,
PMCID: PMC3083889

6. Hryhorczuk C, Sharma S, Fulton S. Metabolic disturbances connecting obesity
and depression. Front Neurosci. 2013;7:177. DOI: 10.3389/fnins.2013.00177.
PMID: 24109426; PMCID: PM(C3791387

7. Duarte JMN. Metabolic alterations associated to brain dysfunction in diabetes.
Aging Dis. 2015;6(5):304-21. DOI: 10.14336/AD.2014.1104. PMID: 26425386;
PMCID: PMC4567214

8. Kordestani-Moghadam P, Assari S, Nouriyengejeh S, Mohammadipour F,
Pourabbasi A. Cognitive impairments and associated structural brain changes
in metabolic syndrome and implications of neurocognitive intervention. J Obes
Metab Syndr. 2020;29(3):174-9. DOI: 10.7570/jomes20021. PMID: 32747611,
PMCID: PMC7539347

9. Maciel Reis CG, Rocha-Gomes A, Escobar Teixeira A, de GOliveira D, Oliveira San-
tiago CM, Alves da Silva A, et al. Short-term cafeteria diet is associated with
fat mass accumulation, systemic and amygdala inflammation, and anxiety-
like behavior in adult male Wistar rats. Neuroscience. 2023;515:37-52. DOI:
10.1016/j.neuroscience.2023.02.001. PMID: 36773840

10. Li Y, Cheng Y, Zhou Y, Du H, Zhang C, Zhao Z, et al. High fat diet-

induced obesity leads to depressive and anxiety-like behaviors in mice via

https://doi.org/10.61373/bm025a.0116

/0" y/Aq/sesus0l|/B10"suowwooaAneaI0//:sdny 0y A9 D0 "$S800y uadQ BIA 90-1 L-GZ0Z 1e /woo Alojoeignd:pold-swiid yewssiem-pd-awiid//:sdiy Woll papeojumo(]


https://bm.genomicpress.com
https://doi.org/10.1186/s12992-022-00820-w
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8917745
https://doi.org/10.4082/kjfm.20.0165
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7700832
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7721435
https://doi.org/10.1016/j.clnesp.2022.06.001
https://doi.org/10.4239/wjd.v1.i3.76
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3083889
https://doi.org/10.3389/fnins.2013.00177
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3791387
https://doi.org/10.14336/AD.2014.1104
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4567214
https://doi.org/10.7570/jomes20021
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7539347
https://doi.org/10.1016/j.neuroscience.2023.02.001
https://doi.org/10.61373/bm025a.0116

bm.genomicpress.com

11.

12.

13.

14,

15.

16.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

27.

28.

Research Article
Nota et al.

AMPK/mTOR-mediated autophagy. Exp Neurol. 2022;348:113949. DOI: 10.
1016/j.expneurol.2021.113949. PMID: 34902357

Morris MJ, Hasebe K, Shinde AL, Leong MKH, Billah MM, Hesam-Shariati S,
et al. Time-restricted feeding does not prevent adverse effects of palat-
able cafeteria diet on adiposity, cognition and gut microbiota in rats. ]
Nutr Biochem. 2024;134:109761. DOI: 10.1016/j.jnutbio.2024.109761. PMID:
39251144

Abbott KN, Arnott CK, Westbrook RF, Tran DMD. The effect of high fat, high
sugar, and combined high fat-high sugar diets on spatial learning and memory
in rodents: a meta-analysis. Neurosci Biobehav Rev. 2019;107:399-421. DOI:
10.1016/j.neubiorev.2019.08.010. PMID: 31454627

Caruso MG, Nicolas S, Lucassen PJ, Mul ID, O'Leary OF, Nolan YM. Ageing, cogni-
tive decline, and effects of physical exercise: complexities, and considerations
from animal models. Brain Plasticity. 2024;9(1-2): 43-73. DOI: 10.3233/BPL-
230157. PMID: 38993577; PMCID: PMC11234681

Duman CH, Schlesinger L, Russell DS, Duman RS. Voluntary exercise pro-
duces antidepressant and anxiolytic behavioral effects in mice. Brain Res.
2008;1199:148-58. DOI: 10.1016/j.brainres.2007.12.047. PMID: 18267317;
PMCID: PM(C2330082

Liu YF, Chen H-i, Wu CL, Kuo YM, Yu L, Huang AM, et al. Differential effects
of treadmill running and wheel running on spatial or aversive learning and
memory: roles of amygdalar brain-derived neurotrophic factor and synapto-
tagmin I: treadmill running and wheel running affect aversive memory differ-
ently. J Physiol. 2009;587(13):3221-31. DOI: 10.1113/jphysiol.2009.173088.
PMID: 19451201; PMCID: PMC2727033

O'Leary 1D, Hoban AE, Cryan JF, O'Leary OF, Nolan YM. Differential ef-
fects of adolescent and adult-initiated voluntary exercise on context and
cued fear conditioning. Neuropharmacology. 2019;145:49-58. DOI: 10.1016/
j.neuropharm.2018.05.007. PMID: 29793890

O'Leary D, Hoban AE, Murphy A, O’Leary OF, Cryan JF, Nolan YM. Differential ef-
fects of adolescent and adult-initiated exercise on cognition and hippocampal
neurogenesis. Hippocampus. 2019;29(4):352-65. DOI: 10.1002/hip0.23032.
PMID: 30844139

Revest IM, Dupret D, Koehl M, Funk-Reiter C, Grosjean N, Piazza PV, et al. Adult
hippocampal neurogenesis is involved in anxiety-related behaviors. Mol Psy-
chiatry. 2009;14(10):959-67. DOI: 10.1038/mp.2009.15. PMID: 19255582
Bekinschtein P, Kent BA, Oomen CA, Clemenson GD, Gage FH, Saksida LM, et al.
Brain-derived neurotrophic factor interacts with adult-born immature cells in
the dentate gyrus during consolidation of overlapping memories. Hippocam-
pus. 2014;24(8):905-11. DOI: 10.1002/hip0.22304. PMID: 24825389; PMCID:
PM(C4312906

Clelland CD, Choi M, Romberg C, Clemenson GD, Fragniere A, Tyers P, et al. A
functional role for adult hippocampal neurogenesis in spatial pattern sepa-
ration. Science. 2009;325(5937):210-3. DOI: 10.1126/science.1173215. PMID:
19590004; PMCID: PM(C2997634

Shimazu K, Zhao M, Sakata K, Akbarian S, Bates B, Jaenisch R, et al. NT-3 fa-
cilitates hippocampal plasticity and learning and memory by regulating neu-
rogenesis. Learn Mem. 2006;13(3): 307-15. DOI: 10.1101/lm.76006. PMID:
16705139; PMCID: PM(C1475811

Zhang CL, Zou Y, He W, Gage FH, Evans RM. A role for adult TLX-positive
neural stem cells in learning and behaviour. Nature. 2008;451(7181):1004-7.
DOI: 10.1038/nature06562. PMID: 18235445

Santarelli L, Saxe M, Gross C, Surget A, Battaglia F, Dulawa S, et al. Require-
ment of hippocampal neurogenesis for the behavioral effects of antidepres-
sants. Science. 2003;301(5634):805-9. DOI: 10.1126/science.1083328. PMID:
12907793

Surget A, Tanti A, Leonardo ED, Laugeray A, Rainer Q, Touma C, et al. Antide-
pressants recruit new neurons to improve stress response regulation. Mol Psy-
chiatry. 2011;16(12):1177-88. DOI: 10.1038/mp.2011.48. PMID: 21537331;
PMCID: PM(C3223314

Hueston CM, Cryan JF, Nolan YM. Stress and adolescent hippocampal
neurogenesis: diet and exercise as cognitive modulators. Transl Psychia-
try. 2017;7(4):e1081. DOI: 10.1038/tp.2017.48. PMID: 28375209; PMCID:
PM(C5416690

Ferreira A, Castro JP, Andrade JP, Dulce Madeira M, Cardoso A. Cafeteria-diet
effects on cognitive functions, anxiety, fear response and neurogenesis in the
juvenile rat. Neurobiol Learn Mem. 2018;155:197-207. DOI: 10.1016/j.nlm.
2018.07.014. PMID: 30075193

Liskiewicz AD, Liskiewicz D, Marczak &, Przybyta M, Grabowska K, Student S,
et al. Obesity-associated deterioration of the hippocampusis partially restored
after weight loss. Brain Behav Immun. 2021;96:212-26. DOI: 10.1016/j.bbi.
2021.05.030. PMID: 34087424

van Praag H, Kempermann G, Gage FH. Running increases cell proliferation and
neurogenesis in the adult mouse dentate gyrus. Nat Neurosci. 1999;2(3):266-
70.DO0I:10.1038/6368. PMID: 10195220

29

30.

31.

32

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44,

45,

46.

47.

BRAIN MEDICINE
Genomic Press 63

. Nokia MS, Lensu S, Ahtiainen JP, Johansson PP, Koch LG, Britton SL, et al. Phys-
ical exercise increases adult hippocampal neurogenesis in male rats provided
it is aerobic and sustained. J Physiol. 2016;594(7):1855-73. DOI: 10.1113/
JP271552. PMID: 26844666; PMCID: PM(C4818598

Calié ML, Mosini AC, Marinho DS, Salles GN, Massinhani FH, Ko GM, et al. Lep-
tin enhances adult neurogenesis and reduces pathological features in a trans-
genic mouse model of Alzheimer's disease. Neurobiol Dis. 2021;148:105219.
DOI: 10.1016/j.nbd.2020.105219. PMID: 33301880

Moon M, Kim S, Hwang L, Park S. Ghrelin regulates hippocampal neurogenesis
in adult mice. Endocr J. 2009;56(3):525-31. DOI: 10.1507/endocrj.KO9E-089.
PMID: 19506321

Bayram P, Billur D, Kizil S, Caliskan H, Can B. Alterations in hippocampal neuro-
genesis and hippocampal insulin signaling pathway in rat with metabolic syn-
drome. Iran J Basic Med Sci. 2022;25(11):1308-16. DOI: 10.22038/ijbms.2022.
64917.14295. PMID: 36474571; PMCID: PM(C9699955

Isacson R, Nielsen E, Dannaeus K, Bertilsson G, Patrone C, Zachrisson O, et al.
The glucagon-like peptide 1 receptor agonist exendin-4 improves reference
memory performance and decreases immobility in the forced swim test. Eur
J Pharmacol. 2011;650(1):249-55. DOI: 10.1016/j.ejphar.2010.10.008. PMID:
20951130

Wang Q, YuanJ, Yu Z, LinL, Jiang Y, Cao Z, et al. FGF21 attenuates high-fat diet-
induced cognitive impairment via metabolic regulation and anti-inflammation
of obese mice. Mol Neurobiol. 2018;55(6):4702-17. DOI: 10.1007/s12035-
017-0663-7. PMID: 20951130

Guzzetta KE, Cryan JF, O'Leary OF. Microbiota-gut-brain axis regulation
of adult hippocampal neurogenesis. Brain Plasticity (Amsterdam, Nether-
lands). 2022;8(1):97-119. DOI: 10.3233/BPL-220141. PMID: 36448039;
PMCID: PM(C9661352

Morais LH, Schreiber HL, Mazmanian SK. The gut microbiota-brain axis
in behaviour and brain disorders. Nat Rev Microbiol. 2021;19(4):241-55.
DOI: 10.1038/s41579-020-00460-0. PMID: 33093662

Nicolas S, Dohm-Hansen S, Lavelle A, Bastiaanssen TFS, English JA, Cryan JF,
et al. Exercise mitigates a gut microbiota-mediated reduction in adult hip-
pocampal neurogenesis and associated behaviours in rats. Transl Psychia-
try. 2024;14(1):195. DOI: 10.1038/s41398-024-02904-0. PMID: 38658547;
PMCID: PMC11043361

Ogbonnaya ES, Clarke G, Shanahan F, Dinan TG, Cryan JF, O'Leary OF. Adult
hippocampal neurogenesis is regulated by the microbiome. Biol Psychiatry.
2015;78(4):e7-9. DOI: 10.1016/j.biopsych.2014.12.023. PMID: 25700599
Nota MHC, Nicolas S, O'Leary OF, Nolan YM. Outrunning a bad diet: inter-
actions between exercise and a Western-style diet for adolescent mental
health, metabolism and microbes. Neurosci Biobehav Rev. 2023;149:105147.
DOI: 10.1016/j.neubiorev.2023.105147. PMID: 36990371

de la Garza AL, Martinez-Tamez AM, Mellado-Negrete A, Arjonilla-Becerra S,
Pefia-Vazquez Gl, Marin-Obispo LM, et al. Characterization of the cafeteria diet
as simulation of the Human western diet and its impact on the lipidomic pro-
file and gut microbiota in obese rats. Nutrients. 2023;15(1):86. DOI: 10.3390/
nul5010086. PMID: 36615745; PMCID: PM(9823988

Fouesnard M, Zoppi J, Pétéra M, Le Gleau L, Migné C, Devime F, et al. Dietary
switch to Western diet induces hypothalamic adaptation associated with gut
microbiota dysbiosis in rats. Int J Obes. 2021;45(6):1271-83. DOI: 10.1038/
s41366-021-00796-4. PMID: 33714973

Mitchell CM, Davy BM, Hulver MW, Neilson AP, Bennett BJ, Davy KP. Does
exercise alter gut microbial composition? A Systematic Review. Med Sci
Sports Exerc. 2019;51(1):160. DOI: 10.1249/MSS.0000000000001760. PMID:
30157109

XuY, Zhong F, Zheng X, Lai HY, Wu C, Huang C. Disparity of gut microbiota com-
position among elite athletes and young adults with different physical activity
independent of dietary status: a matching study. Front Nutr. 2022;9:843076.
DOI: 10.3389/fnut.2022.843076. PMID: 35369075; PMCID: PMC8975590
Barton W, Penney NC, Cronin O, Garcia-Perez |, Molloy MG, Holmes E, et al.
The microbiome of professional athletes differs from that of more seden-
tary subjects in composition and particularly at the functional metabolic
level. Gut. 2018;67(4):625-33. DOI: 10.1136/gutjnl-2016-313627. PMID:
28360096

Krautkramer KA, Fan J, Backhed F. Gut microbial metabolites as multi-kingdom
intermediates. Nat Rev Microbiol. 2021;19(2):77-94. DOI: 10.1038/s41579-
020-0438-4. PMID: 32968241

Cryan JF, O'Riordan KJ, Cowan CSM, Sandhu KV, Bastiaanssen TFS, Boehme
M, et al. The microbiota-gut-brain axis. Physiol Rev. 2019;99:1877-2013.
DOI: 10.1152/physrev.00018.2018. PMID: 31460832

Donoso F, Cryan JF, Olavarria-Ramirez L, Nolan YM, Clarke G. Inflammation,
lifestyle factors, and the microbiome-gut-brain axis: relevance to depression
and antidepressant action. Clin Pharmacol Ther. 2023;113(2):246-59. DOI:
10.1002/cpt.2581. PMID: 35278334; PMCID: PM(C10084001

https://doi.org/10.61373/bm025a.0116

/0" y/Aq/sesus0l|/B10"suowwooaAneaI0//:sdny 0y A9 D0 "$S800y uadQ BIA 90-1 L-GZ0Z 1e /woo Alojoeignd:pold-swiid yewssiem-pd-awiid//:sdiy Woll papeojumo(]


https://bm.genomicpress.com
https://doi.org/10.1016/j.expneurol.2021.113949
https://doi.org/10.1016/j.jnutbio.2024.109761
https://doi.org/10.1016/j.neubiorev.2019.08.010
https://doi.org/10.3233/BPL-230157
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC11234681
https://doi.org/10.1016/j.brainres.2007.12.047
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2330082
https://doi.org/10.1113/jphysiol.2009.173088
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2727033
https://doi.org/10.1016/j.neuropharm.2018.05.007
https://doi.org/10.1002/hipo.23032
https://doi.org/10.1038/mp.2009.15
https://doi.org/10.1002/hipo.22304
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4312906
https://doi.org/10.1126/science.1173215
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2997634
https://doi.org/10.1101/lm.76006
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC1475811
https://doi.org/10.1038/nature06562
https://doi.org/10.1126/science.1083328
https://doi.org/10.1038/mp.2011.48
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3223314
https://doi.org/10.1038/tp.2017.48
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5416690
https://doi.org/10.1016/j.nlm.2018.07.014
https://doi.org/10.1016/j.bbi.2021.05.030
https://doi.org/10.1038/6368
https://doi.org/10.1113/JP271552
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4818598
https://doi.org/10.1016/j.nbd.2020.105219
https://doi.org/10.1507/endocrj.K09E-089
https://doi.org/10.22038/ijbms.2022.64917.14295
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC9699955
https://doi.org/10.1016/j.ejphar.2010.10.008
https://doi.org/10.1007/s12035-017-0663-7
https://doi.org/10.3233/BPL-220141
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC9661352
https://doi.org/10.1038/s41579-020-00460-0
https://doi.org/10.1038/s41398-024-02904-0
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC11043361
https://doi.org/10.1016/j.biopsych.2014.12.023
https://doi.org/10.1016/j.neubiorev.2023.105147
https://doi.org/10.3390/nu15010086
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC9823988
https://doi.org/10.1038/s41366-021-00796-4
https://doi.org/10.1249/MSS.0000000000001760
https://doi.org/10.3389/fnut.2022.843076
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8975590
https://doi.org/10.1136/gutjnl-2016-313627
https://doi.org/10.1038/s41579-020-0438-4
https://doi.org/10.1152/physrev.00018.2018
https://doi.org/10.1002/cpt.2581
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC10084001
https://doi.org/10.61373/bm025a.0116

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

Research Article
Nota et al.

Grabrucker S, Marizzoni M, SilajdZi¢ E, Lopizzo N, Mombelli E, Nicolas S, et al.
Microbiota from Alzheimer's patients induce deficits in cognition and hip-
pocampal neurogenesis. Brain. 2023;146(12):4916-34. DOI: 10.1093/brain/
awad303. PMID: 37849234; PMCID: PMC10689930

Capocchi JK, Figueroa-Romero C, Dunham SJB, Faraci G, Rothman JA, Whiteson
KL, et al. Symposium: what does the microbiome tell us about prevention and
treatment of AD/ADRD? J Neurosci. 2024;44(41):e1295242024. DOI: 10.1523/
JNEUROSCI.1295-24.2024. PMID: 39384409; PMCID: PMC11466070

Slattery DA, Cryan JF. Using the rat forced swim test to assess antidepressant-
like activity in rodents. Nat Protoc. 2012;7(6):1009-14. DOI: 10.1038/nprot.
2012.044. PMID: 22555240

Zou X, ZhongL, Zhu C,Zhao H, Zhao F, Cui R, et al. Role of leptin in mood disorder
and neurodegenerative disease. Front Neurosci. 2019;13:378. DOI: 10.3389/
fnins.2019.00378. PMID: 31130833; PMCID: PMC6510114

Spinelli M, Fusco S, Grassi C. Brain insulin resistance and hippocampal
plasticity: mechanisms and biomarkers of cognitive decline. Front Neu-
rosci. 2019;13:788. DOI: 10.3389/fnins.2019.00788. PMID: 31417349; PMCID:
PMC6685093

Monda V, Villano I, Messina A, Valenzano A, Esposito T, Moscatelli F, et al. Ex-
ercise modifies the gut microbiota with positive health effects. Oxid Med Cell
Long. 2017;2017:3831972. DOI: 10.1155/2017/3831972. PMID: 28357027;
PMCID: PMC5357536

Ramirez-Maldonado LM, Guerrero-Castro J, Rodriguez-Mejia JL, Cardenas-
Conejo Y, Bonales-Alatorre EO, Valencia-Cruz G, et al. Obesogenic cafete-
ria diet induces dynamic changes in gut microbiota, reduces myenteric neu-
ron excitability, and impairs gut contraction in mice. Am J Physiol Gastroin-
test Liver Physiol 2025;328(1):G32-48. D0I: 10.1152/ajpgi.00198.2024. PMID:
39499253

Malheiros RT, Delgado HO, Felber DT, Kraus S, dos Santos ARS, Manfredini
V, et al. Mood disorders are associated with the reduction of brain derived
neurotrophic factor in the hypocampus in rats submitted to the hipercaloric
diet. Metab Brain Dis. 2021;36(1):145-51. DOI: 10.1007/s11011-020-00625-
z. PMID: 33025299

Woodruff JL, Bykalo MK, Loyo-Rosado FZ, Maissy ES, Sadek AT, Hersey M, et al.
Differential effects of high-fat diet on endocrine, metabolic and depressive-
like behaviors in male and female rats. Appetite. 2024;199:107389. DOI: 10.
1016/j.appet.2024.107389. PMID: 38697221; PMCID: PMC11139556
Gilak-Dalasm M, Peeri M, Azarbayjani MA. Swimming exercise decreases
depression-like behaviour and inflammatory cytokines in a mouse model of
type 2 diabetes. Exp Physiol. 2021;106(9):1981-91. DOI: 10.1113/EP089501.
PMID: 34347905

Morgan JA, Singhal G, Corrigan F, Jaehne EJ, Jawahar MC, Baune BT. The ef-
fects of aerobic exercise on depression-like, anxiety-like, and cognition-like
behaviours over the healthy adult lifespan of C57BL/6 m ice. Behav Brain Res.
2018;337:193-203. DOI: 10.1016/j.bbr.2017.09.022. PMID: 28912012
Sigwalt AR, Budde H, Helmich I, Glaser V, Ghisoni K, Lanza S, et al. Molec-
ular aspects involved in swimming exercise training reducing anhe donia in
a rat model of depression. Neuroscience. 2011;192:661-74. DOI: 10.1016/j.
neuroscience.2011.05.075. PMID: 21712072

Bulmus O, Ercan Z, Kacar E, Serhatlioglu I, Yasar A, Kelestimur H. Treadmill
exercise training improves the high-fat diet-induced behavioral changes in
the male rats. Biologia Futura. 2022;73(4):483-93.D0I1: 10.1007/s42977-022-
00144-1. PMID: 36495402

Park HS, Lee JM, Cho HS, Park SS, Kim TW. Physical exercise ameliorates
mood disorder-like behavior on high fat diet-induced obesity in mice. Psy-
chiatry Res. 2017;250:71-77. DOI: 10.1016/j.psychres.2017.01.012. PMID:
28142069

Carlezon WA, Pliakas AM, Parow AM, Detke MJ], Cohen BM, Renshaw PF.
Antidepressant-like effects of cytidine in the forced swim test in rats. Biol
Psychiatry. 2002;51(11):882-9.D0I:10.1016/s0006-3223(01)01344-0. PMID:
12022961

El-Sayed ASA, Mohamed NZ, Yassin MA, Amer MM, El-Sharkawy R, El-Sayed
N, et al. Microbial cytosine deaminase is a programmable anticancer pro-
drug mediating enzyme: antibody, and gene directed enzyme prodrug ther-
apy. Heliyon. 2022;8(9):e10660. DOI: 10.1016/j.heliyon.2022.e10660. PMID:
36164544; PMCID: PM(C9508425

Pardridge WM. Blood-brain barrier carrier-mediated transport and brain
metabolism of amino acids. Neurochem Res. 1998;23(5):635-44. DOI: 10.
1023/a:1022482604276. PMID: 9566601

Beilharz JE, Kaakoush NO, Maniam J, Morris MJ. Cafeteria diet and probiotic
therapy: cross talk among memory, neuroplasticity, serotonin receptors and
gut microbiota in the rat. Mol Psychiatry. 2018;23(2):351-61. DOI: 10.1038/
mp.2017.38. PMID: 28289278

Han Q, Cai T, Tagle DA, Robinson H, Li J. Substrate specificity and structure
of human aminoadipate aminotransferase/kynurenine aminotransferase II.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

BRAIN MEDICINE
Genomic Press 64

bm.genomicpress.com

Biosci Rep. 2008;28(4):205-15. D0I: 10.1042/BSR20080085. PMID: 18620547;
PMCID: PMC2559858

Wijekoon EP, Skinner C, Brosnan ME, Brosnan JT. Amino acid metabolism in
the Zucker diabetic fatty rat: effects of insulin resistance and of type 2 dia-
betes. Can J Physiol Pharmacol. 2004;82(7):506-14. DOI: 10.1139/y04-067.
PMID: 15389298

Bakker L, Ramakers IHGB, van Boxtel MPJ, Schram MT, Stehouwer CDA, van
der Kallen CJH, et al. Associations between plasma kynurenines and cogni-
tive function in individuals with normal glucose metabolism, prediabetes and
type 2 diabetes: the Maastricht Study. Diabetologia. 2021;64(11):2445-57.
DOI: 10.1007/s00125-021-05521-4. PMID: 34409496; PMCID: PM(8494700
Kim TW, Ji ES, Kim TW, Lee SW, Lee CY, Lee SJ, et al. Postnatal treadmill ex-
ercise attenuates prenatal stress-induced apoptosis through enhancing sero-
tonin expression in aged-offspring rats. J Exerc Rehabil. 2015;11(1):12-9. DOI:
10.12965/jer.150180. PMID: 25830139; PMCID: PM(C4378343

Detering T, Mundry K, Berger RG. Generation of 4-vinylguaiacol through a
novel high-affinity ferulic acid decarboxylase to obtain smoke flavours without
carcinogenic contaminants. PLoS One. 2020;15(12):e0244290. DOI: 10.1371/
journal.pone.0244290. PMID: 33347481; PMCID: PMC7751879

Bitterling H, Schafer U, Krammer G, Meier L, Briickner SlI, Hartmann B, et al.
Investigations into the natural occurrence of 1-phenylethyl acetate (Styral-
lyl Acetate). J Agric Food Chem. 2020;68(32):8613-20. DOI: 10.1021/acs.jafc.
0c02758. PMID: 32662269

Kasperek MC, Mailing L, Piccolo BD, Moody B, Lan R, Gao X, et al. Exercise
training modifies xenometabolites in gut and circulation of lean and obese
adults. Physiol Rep. 2023;11(6):e15638. DOI: 10.14814/phy2.15638. PMID:
36945966; PMCID: PMC10031301

Pini RTB, Ferreira do Vales LDM, Braga Costa TM, Almeida SS. Effects of cafe-
teria diet and high fat diet intake on anxiety, learning and memory in adult
male rats. Nutr Neurosci. 2017;20(7):396-408. DOI: 10.1080/1028415X.2016.
1149294. PMID: 28277186

Lange KW, Stollberg E, Nakamura Y, Hauser J. Behavioral assessment of hip-
pocampal function following dietary intervention. Food Sci Hum Wellness.
2018;7(3):229-33. DOI: 10.1016/j.fshw.2018.07.001

Leigh SJ, Kaakoush NO, Bertoldo MJ, Westbrook RF, Morris MJ. Intermit-
tent cafeteria diet identifies fecal microbiome changes as a predictor of
spatial recognition memory impairment in female rats. Transl Psychia-
try. 2020;10(1):1-12. DOI: 10.1038/s41398-020-0734-9. PMID: 32066702;
PMCID: PMC7026185

Lewis AR, Singh S, Youssef FF. Cafeteria-diet induced obesity results in im-
paired cognitive functioning in a rodent model. Heliyon. 2019;5(3):e01412.
DOI: 10.1016/j.heliyon.2019.e01412

Han TK, Leem YH, Kim HS. Treadmill exercise restores high fat diet-induced
disturbance of hippo campal neurogenesis through 2-adrenergic receptor-
dependent induction of thioredoxin-1 and brain-derived neurotrophic fac-
tor. Brain Res. 2019;1707:154-63. DOI: 10.1016/j.brainres.2018.11.035. PMID:
30496734

Klein C, Jonas W, Iggena D, Empl L, Rivalan M, Wiedmer P, et al. Exercise pre-
vents high-fat diet-induced impairment of flexible memory expression in the
water maze and modulates adult hippocampal neurogenesis in mice. Neu-
robiol Learn Mem. 2016;131:26-35. DOI: 10.1016/j.nlm.2016.03.002. PMID:
26968656

Gil-Mohapel J, Brocardo PS, Choquette W, Gothard R, Simpson IM, Christie
BR. Hippocampal neurogenesis levels predict WATERMAZE search strategies
in the aging brain. PLoS One. 2013;8(9):e75125. DOI: 10.1371/journal.pone.
0075125. PMID: 24086453; PMCID: PMC3781090

De Schepper J, Zhou X, De Bock S, Smitz J, Louis O, Hooghe-Peters E, et al. Study
of serum leptin in cafeteria-diet-overfed rats. Horm Res. 1998;50(5):271-275.
DOI: 10.1159/000023289. PMID: 9873195

Higa TS, Spinola AV, Fonseca-Alaniz MH, Evangelista FS. Comparison between
cafeteria and high-fat diets in the induction of me tabolic dysfunction in mice.
Int J Physiol Pathophysiol Pharmacol. 2014;6(1):47-54. PMID: 24665358;
PMCID: PMC3961101

MacEdo IC, Medeiros LF, Oliveira C, Oliveira CM, Rozisky JR, Scarabelot VL,
et al. Cafeteria diet-induced obesity plus chronic stress alter serum leptin lev-
els. Peptides. 2012;38(1):189-96.D0I: 10.1016/j.peptides.2012.08.007. PMID:
22940203

Higa TS, Spinola AV, Fonseca-Alaniz MH, Evangelista FS. Remodeling of
white adipose tissue metabolism by physical training pre vents insulin re-
sistance. Life Sci. 2014;103(1):41-8. DOI: 10.1016/j.1fs.2014.02.039. PMID:
24631137

Luvuno M, Khathi A, Mabandla MV. The effects of exercise treatment on learn-
ing and memory ability, and cognitive performance in diet-induced predia-
betes animals. Sci Rep. 2020;10(1):15048. DOI: 10.1038/s41598-020-72098-
0. PMID: 32929110; PMCID: PMC7490284

https://doi.org/10.61373/bm025a.0116

/0" y/Aq/sesus0l|/B10"suowwooaAneaI0//:sdny 0y A9 D0 "$S800y uadQ BIA 90-1 L-GZ0Z 1e /woo Alojoeignd:pold-swiid yewssiem-pd-awiid//:sdiy Woll papeojumo(]


https://bm.genomicpress.com
https://doi.org/10.1093/brain/awad303
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC10689930
https://doi.org/10.1523/JNEUROSCI.1295-24.2024
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC11466070
https://doi.org/10.1038/nprot.2012.044
https://doi.org/10.3389/fnins.2019.00378
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6510114
https://doi.org/10.3389/fnins.2019.00788
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6685093
https://doi.org/10.1155/2017/3831972
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5357536
https://doi.org/10.1152/ajpgi.00198.2024
https://doi.org/10.1007/s11011-020-00625-z
https://doi.org/10.1016/j.appet.2024.107389
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC11139556
https://doi.org/10.1113/EP089501
https://doi.org/10.1016/j.bbr.2017.09.022
https://doi.org/10.1016/j.neuroscience.2011.05.075
https://doi.org/10.1007/s42977-022-00144-1
https://doi.org/10.1016/j.psychres.2017.01.012
https://doi.org/10.1016/s0006-3223(01)01344-0
https://doi.org/10.1016/j.heliyon.2022.e10660
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC9508425
https://doi.org/10.1023/a:1022482604276
https://doi.org/10.1038/mp.2017.38
https://doi.org/10.1042/BSR20080085
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2559858
https://doi.org/10.1139/y04-067
https://doi.org/10.1007/s00125-021-05521-4
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8494700
https://doi.org/10.12965/jer.150180
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4378343
https://doi.org/10.1371/journal.pone.0244290
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7751879
https://doi.org/10.1021/acs.jafc.0c02758
https://doi.org/10.14814/phy2.15638
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC10031301
https://doi.org/10.1080/1028415X.2016.1149294
https://doi.org/10.1016/j.fshw.2018.07.001
https://doi.org/10.1038/s41398-020-0734-9
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7026185
https://doi.org/10.1016/j.heliyon.2019.e01412
https://doi.org/10.1016/j.brainres.2018.11.035
https://doi.org/10.1016/j.nlm.2016.03.002
https://doi.org/10.1371/journal.pone.0075125
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3781090
https://doi.org/10.1159/000023289
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3961101
https://doi.org/10.1016/j.peptides.2012.08.007
https://doi.org/10.1016/j.lfs.2014.02.039
https://doi.org/10.1038/s41598-020-72098-0
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7490284
https://doi.org/10.61373/bm025a.0116

bm.genomicpress.com

85

86.

87.

88.

89.

90.

91.

92.

93.

94,

95.

96.

97.

98.

99.

100.

102.

103.

. Brandt N, De Bock K, Richter EA, Hespel P. Cafeteria diet-induced insulin re-
sistance is not associated with decreased insulin signaling or AMPK activity
and is alleviated by physical training in rats. Am J Physiol Endocrinol Metab.
2010;299(2):E215-24. DOI: 10.1152/ajpendo.00098.2010. PMID: 20484011
Van Doorn C, Macht VA, Grillo CA, Reagan LP. Leptin resistance and hip-
pocampal behavioral deficits. Physiol Behav. 2017;176:207-13. DOI: 10.1016/
j.physbeh.2017.03.002. PMID: 28267584; PMCID: PMC10538552

Macht VA, Vazquez M, Petyak CE, Grillo CA, Kaigler K, Enos RT, et al. Lep-
tin resistance elicits depressive-like behaviors in rats. Brain Behav Immun.
2017;60:151-60. DOI: 10.1016/j.bbi.2016.10.008. PMID: 27743935

Reagan LP, Cowan HB, Woodruff JL, Piroli GG, Erichsen JM, Evans AN, et al.
Hippocampal-specific insulin resistance elicits behavioral despair and hip-
pocampal dendritic atrophy. Neurobiol Stress. 2021;15:100354. DOI: 10.1016/
j.ynstr.2021.100354. PMID: 34258333; PMCID: PM(8252121

Guerre-Millo M. Adipose tissue hormones. J Endocrinol Invest. 2002;25(10):
855-61. DOI: 10.1007/BF03344048. PMID: 12508947

Smith U, Kahn BB. Adipose tissue regulates insulin sensitivity: role of adipoge-
nesis, de novo lipogenesis and novel lipids. J Intern Med. 2016;280(5):465-75.
DOI: 10.1111/joim.12540. PMID: 27699898; PMCID: PM(C5218584

Virtuoso A, Forkman B, Sarruf DA, Tveden-Nyborg P, Sgrensen DB. A cafeteria
diet alters the decision making strategy and metabolic markers in Sprague-
Dawley male rats. Applied Animal Behaviour Science. 2018;199:35-44. DOI: 10.
1016/j.applanim.2017.10.012

Ataeinosrat A, Haghighi MM, Abednatanzi H, Soltani M, Ghanbari-Niaki A,
Nouri-Habashi A, et al. Effects of three different modes of resistance training
on appetite Ho rmones in males with obesity. Front Physiol. 2022;13:827335.
DOI: 10.3389/fphys.2022.827335. PMID: 35264977; PMCID: PMC8900747
Hazell T, Townsend LK, Hallworth JR, Doan J, Copeland JL. Sex differences in
the response of total PYY and GLP-1 to moderate-intensity continuous and
sprint interval cycling exercise. Eur J Appl Physiol. 2017;117(3):431-40. DOI:
10.1007/s00421-017-3547-7. PMID: 28154977

Broom DR, Batterham RL, King JA, Stensel DJ. Influence of resistance and aero-
bic exercise on hunger, circulating levels of acylated ghrelin, and peptide YY in
healthy males. Am J Physiol Regul Integr Comp Physiol. 2009;296(1):R29-35.
DOI: 10.1152/ajpregu.90706.2008. PMID: 18987287

Cooper JA, Watras AC, Paton CM, Wegner FH, Adams AK, Schoeller DA. Impact of
exercise and dietary fatty acid composition from a high-fat diet on markers of
hunger and satiety. Appetite. 2011;56(1):171-8. DOI: 10.1016/j.appet.2010.
10.009. PMID: 21035513; PMCID: PM(C4131288

Painsipp E, Herzog H, Holzer P. The gut-mood axis: a novel role of the gut hor-
mone peptide YY on emotional-affective behaviour in mice. BMC Pharmacol.
2009;9(Suppl 2):A13. DOI: 10.1186/1471-2210-9-52-A13

Broqua P, Wettstein JG, Rocher MN, Gauthier-Martin B, Junien JL. Behav-
joral effects of neuropeptide Y receptor agonists in the elevated plus-maze
and fear-potentiated startle procedures. Behav Pharmacol. 1995;6(3):215-22.
DOI: 10.1097/00008877-199504000-00001

Gual-Grau A, Guirro M, Boqué N, Arola L. Physiological, metabolic and microbial
responses to obesogenic cafeteria diet in rats: the impact of strain and sex. J
Nutr Biochem. 2023;117:109338. DOI: 10.1016/j.jnutbio.2023.109338. PMID:
36997035

Tseng YC, Fu LC, Chong HC, Tang ST, Yang SC, Huang WC, et al. Consumption of a
Taiwanese cafeteria diet induces metabolic disorders and fecal flora changes
in obese rats. Nutrition. 2024;117:112230. DOI: 10.1016/j.nut.2023.112230.
PMID: 37897986

De Marco P, Henriques AC, Azevedo R, Sa Sl, Cardoso A, Fonseca B, et al. Gut
microbiome composition and metabolic status are differently affected by early
exposure to unhealthy diets in a rat model. Nutrients. 2021;13(9):3236. DOI:
10.3390/nu13093236. PMID: 34579113; PMCID: PMC8469890

. Braga JD, Komaru T, Umino M, Nagao T, Matsubara K, Egusa A, et al. Histidine-
containing dipeptide deficiency links to hyperactivity and depression-like be-
haviors in old female mice. Biochem Biophys Res Commun. 2024;729:150361.
DOI: 10.1016/j.bbrc.2024.150361. PMID: 38972141

Kabthymer RH, Saadati S, Lee M, Hariharan R, Feehan ], Mousa A, et al.
Carnosine/histidine-containing dipeptide supplementation improves depres-
sion and quality of life: systematic review and meta-analysis of randomized
controlled trials. Nutr Rev. 2025;83(2):e54-64. DOI: 10.1093/nutrit/nuae021
Caruso G, Godos J, Castellano S, Micek A, Murabito P, Galvano F, et al. The
therapeutic potential of carnosine/anserine supplementation against cog-
nitive decline: a systematic review with meta-analysis. Biomedicines. 2021;
9(3):1-17. DOI: 10.3390/biomedicines9030253. PMID: 33806459; PMCID:
PM(C7998783

104. SzczeSniak D, Budzen S, Kope¢ W, Rymaszewska J. Anserine and carnosine
supplementation in the elderly: effects on cognitive functioning and physical
capacity. Arch Gerontol Geriatr. 2014;59(2):485-90. DOI: 10.1016/j.archger.
2014.04.008. PMID: 24880197

Research Article

Nota et al.

105.

106.

107.

108.

109.

110.

111.

112

113.

114.

115.

11e.

118.

119.

120.

121.

122.

123.

BRAIN MEDICINE
Genomic Press

Kaneko J, Enya A, Enomoto K, Ding Q, Hisatsune T. Anserine (beta-alanyl-
3-methyl-L-histidine) improves neurovascular-uni t dysfunction and spa-
tial memory in aged ABPPswe/PSEN1dE9 Alzheimer's- model mice. Sci
Rep.2017;7(1):12571. DOI: 10.1038/s41598-017-12785-7. PMID: 28974740;
PMCID: PMC5626714

LuZLiS, AaN, ZhangY, Zhang R, Xu C, et al. Quantitative analysis of 20 purine
and pyrimidine metabolites by HILIC-MS/MS in the serum and hippocampus of
depressed mice. J Pharm Biomed Anal. 2022;219:114886. DOI: 10.1016/j.jpba.
2022.114886. PMID: 35715372

Su ZH, Li SQ, Zou GA, Yu CY, Sun YG, Zhang HW, et al. Urinary metabonomics
study of anti-depressive effect of Chaihu-Shu-Gan-San on an experimental
model of depression induced by chronic variable stressin rats. J Pharm Biomed
Anal. 2011;55(3):533-9. DOI: 10.1016/j.jpba.2011.02.013. PMID: 21398066
Delgado PL. Serotonin function and the mechanism of antidepressant action:
reversal of antidepressant-induced remission by rapid depletion of plasma
tryptophan. Arch Gen Psychiatry. 1990;47(5):411. DOI: 10.1001/archpsyc.
1990.01810170011002. PMID: 2184795

Gertsman |, Gangoiti JA, Nyhan WL, Barshop BA. Perturbations of tyrosine
metabolism promote the indolepyruvate pathwa y via tryptophan in host and
microbiome. Mol Genet Metab. 2015;114(3):431-7. DOI: 10.1016/j.ymgme.
2015.01.005. PMID: 25680927

Wishart DS, Guo A, Oler E, Wang F, Anjum A, Peters H, et al. HMDB 5.0: the Hu-
man Metabolome Database for 2022. Nucleic Acids Res. 2022;50(D1):D622-
31.D0I: 10.1093/nar/gkab1062. PMID: 34986597; PMCID: PM(C8728138
Nicolas S, Léime €SO, Hoban AE, Hueston CM, Cryan JF, Nolan YM. Enduring
effects of an unhealthy diet during adolescence on systemic but not neu-
robehavioural measures in adult rats. Nutr Neurosci. 2022;25(4):657-69. DOI:
10.1080/1028415X.2020.1796041. PMID: 32723167

Harris EP, McGovern AJ, Melo TG, Barron A, Nolan YM, O’'Leary OF. Juve-
nile stress exerts sex-independent effects on anxiety, antidepressant-like be-
haviours and dopaminergic innervation of the prelimbic cortex in adulthood
and does not alter hippocampal neurogenesis. Behav Brain Res. 2022;421:
113725.D0I: 10.1016/j.bbr.2021.113725. PMID: 34929235

Harris EP, Villalobos-Manriquez F, Melo TG, Clarke G, O'Leary OF. Stress
during puberty exerts sex-specific effects on depressive-like behavior and
monoamine neurotransmitters in adolescence and adulthood. Neurobiol
Stress. 2022;21:100494. DOI: 10.1016/j.ynstr.2022.100494. PMID: 36532376;
PMCID: PM(C9755021

Porsolt RD, Anton G, Blavet N, Jalfre M. Behavioural despair in rats:
a new model sensitive to antidepressant treatments. Eur J Pharmacol.
1978;47(4):379-91. DOI: 10.1016/0014-2999(78)90118-8. PMID: 204499
Kozareva DA, Foley T, Moloney GM, Cryan JF, Nolan YM. TLX knockdown in the
dorsal dentate gyrus of juvenile rats differentially affects adolescent and adult
behaviour. Behav Brain Res. 2019;360:36-50. DOI: 10.1016/j.bbr.2018.11.034.
PMID: 30481511

Hoban AE, Moloney RD, Golubeva AV, Neufeld KAM, O'Sullivan O, Patterson E,
et al. Behavioural and neurochemical consequences of chronic gut microbiota
depletion during adulthood in the rat. Neuroscience. 2016;339:463-77. DOI:
10.1016/j.neuroscience.2016.10.003. PMID: 27742460

. Brummelte S, Galea LAM. Chronic high corticosterone reduces neurogene-

sis in the dentate gyrus of adult male and female rats. Neuroscience. 2010;
168(3):680-90. DOI: 10.1016/j.neuroscience.2010.04.023. PMID: 20406669
Ramos Costa AP, Levone BR, Gururajan A, Moloney G, Hoeller AA,
Lino-de-Oliveira C, et al. Enduring effects of muscarinic receptor activa-
tion on adult hippocampal neurogenesis, microRNA expression and behaviour.
Behav Brain Res. 2019;362:188-98. DOI: 10.1016/j.bbr.2018.12.043. PMID:
30650342

O'Leary OF, Cryan JF. A ventral view on antidepressant action: roles for adult
hippocampal neurogenesis along the dorsoventral axis. Trends Pharmacol Sci.
2014;35(12):675-87. DOI: 10.1016/j.tips.2014.09.011. PMID: 25455365
Tanti A, Belzung C. Neurogenesis along the septo-temporal axis of the hip-
pocampus: are depression and the action of antidepressants region-specific?
Neuroscience. 2013;252:234-52. DOI: 10.1016/j.neuroscience.2013.08.017.
PMID: 23973415

Huber W, von Heydebreck A, Sultmann H, Poustka A, Vingron M. Variance sta-
bilization applied to microarray data calibration and to the quantification of
differential expression. Bioinformatics. 2002;18(Suppl 1):596-104. DOI: 10.
1093/bioinformatics/18.suppl_1.596. PMID: 12169536

Li B, Tang J, Yang Q, Cui X, Li S, Chen S, et al. Performance evaluation and on-
line realization of data-driven normalization methods used in LC/MS based
untargeted metabolomics analysis. Sci Rep. 2016;6(1):38881. DOI: 10.1038/
srep38881. PMID: 27958387; PMCID: PMC5153651

Jauhiainen A, Madhu B, Narita M, Narita M, Griffiths J, Tavaré S. Normalization
of metabolomics data with applications to correlation maps. Bioinformatics.
2014;30(15):2155-61. DOI: 10.1093/bioinformatics/btul75. PMID: 24711654

https://doi.org/10.61373/bm025a.0116
65

/0" y/Aq/sesus0l|/B10"suowwooaAneaI0//:sdny 0y A9 D0 "$S800y uadQ BIA 90-1 L-GZ0Z 1e /woo Alojoeignd:pold-swiid yewssiem-pd-awiid//:sdiy Woll papeojumo(]


https://bm.genomicpress.com
https://doi.org/10.1152/ajpendo.00098.2010
https://doi.org/10.1016/j.physbeh.2017.03.002
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC10538552
https://doi.org/10.1016/j.bbi.2016.10.008
https://doi.org/10.1016/j.ynstr.2021.100354
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8252121
https://doi.org/10.1007/BF03344048
https://doi.org/10.1111/joim.12540
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5218584
https://doi.org/10.1016/j.applanim.2017.10.012
https://doi.org/10.3389/fphys.2022.827335
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8900747
https://doi.org/10.1007/s00421-017-3547-7
https://doi.org/10.1152/ajpregu.90706.2008
https://doi.org/10.1016/j.appet.2010.10.009
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4131288
https://doi.org/10.1186/1471-2210-9-S2-A13
https://doi.org/10.1097/00008877-199504000-00001
https://doi.org/10.1016/j.jnutbio.2023.109338
https://doi.org/10.1016/j.nut.2023.112230
https://doi.org/10.3390/nu13093236
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8469890
https://doi.org/10.1016/j.bbrc.2024.150361
https://doi.org/10.1093/nutrit/nuae021
https://doi.org/10.3390/biomedicines9030253
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC7998783
https://doi.org/10.1016/j.archger.2014.04.008
https://doi.org/10.1038/s41598-017-12785-7
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5626714
https://doi.org/10.1016/j.jpba.2022.114886
https://doi.org/10.1016/j.jpba.2011.02.013
https://doi.org/10.1001/archpsyc.1990.01810170011002
https://doi.org/10.1016/j.ymgme.2015.01.005
https://doi.org/10.1093/nar/gkab1062
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC8728138
https://doi.org/10.1080/1028415X.2020.1796041
https://doi.org/10.1016/j.bbr.2021.113725
https://doi.org/10.1016/j.ynstr.2022.100494
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC9755021
https://doi.org/10.1016/0014-2999(78)90118-8
https://doi.org/10.1016/j.bbr.2018.11.034
https://doi.org/10.1016/j.neuroscience.2016.10.003
https://doi.org/10.1016/j.neuroscience.2010.04.023
https://doi.org/10.1016/j.bbr.2018.12.043
https://doi.org/10.1016/j.tips.2014.09.011
https://doi.org/10.1016/j.neuroscience.2013.08.017
https://doi.org/10.1093/bioinformatics/18.suppl_1.S96
https://doi.org/10.1038/srep38881
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5153651
https://doi.org/10.1093/bioinformatics/btu175
https://doi.org/10.61373/bm025a.0116

124. van den Berg RA, Hoefsloot HC, Westerhuis JA, Smilde AK, van der Werf MJ.
Centering, scaling, and transformations: improving the biological information
content of metabolomics data. BMC Genomics. 2006;7(1):142. DOI: 10.1186/
1471-2164-7-142. PMID: 16762068; PMCID: PMC1534033

125. Rocke DM, Durbin B. A model for measurement error for gene expression ar-
rays. J Comput Biol. 2001;8(6):557-69. DOI: 10.1089/106652701753307485.
PMID: 11747612

126. Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, et al. limma powers dif-
ferential expression analyses for RNA-sequencing and microarray studies. Nu-
cleic Acids Res. 2015;43(7):e47. DOI: 10.1093/nar/gkv007. PMID: 25605792;
PMCID: PMC4402510

127. Chong J, Wishart DS, Xia J. Using MetaboAnalyst 4.0 for comprehensive
and integrative metabolomics data analysis. Curr Protoc Bioinformatics.
2019;68(1):e86. DOI: 10.1002/cpbi.86. PMID: 31756036

Publisher’s note: Genomic Press maintains a position of impartiality and neutrality
regarding territorial assertions represented in published materials and affiliations
of institutional nature. As such, we will use the affiliations provided by the authors,

Research Article
Nota et al.

BRAIN MEDICINE
Genomic Press 66

bm.genomicpress.com

without editing them. Such use simply reflects what the authors submitted to us and
it does not indicate that Genomic Press supports any type of territorial assertions.

Open Access. This article is licensed to Genomic Press under the Cre-

5v ative Commons Attribution 4.0 International Public License (CC BY
4.0). The license requires: (1) Attribution — Give appropriate credit (creator name,
attribution parties, copyright/license/disclaimer notices, and material link), link
to the license, and indicate changes made (including previous modifications) in
any reasonable manner that does not suggest licensor endorsement. (2) No addi-
tional legal or technological restrictions beyond those in the license. Public do-
main materials and statutory exceptions are exempt. The license does not cover
publicity, privacy, or moral rights that may restrict use. Third-party content follows
the article’s Creative Commons license unless stated otherwise. Uses exceeding li-
cense scope or statutory regulation require copyright holder permission. Full de-
tails: https://creativecommons.org/licenses/by/4.0/. License provided without war-
ranties.

https://doi.org/10.61373/bm025a.0116

/0" y/Aq/sesus0l|/B10"suowwooaAneaI0//:sdny 0y A9 D0 "$S800y uadQ BIA 90-1 L-GZ0Z 1e /woo Alojoeignd:pold-swiid yewssiem-pd-awiid//:sdiy Woll papeojumo(]


https://bm.genomicpress.com
https://doi.org/10.1186/1471-2164-7-142
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC1534033
https://doi.org/10.1089/106652701753307485
https://doi.org/10.1093/nar/gkv007
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4402510
https://doi.org/10.1002/cpbi.86
https://creativecommons.org/licenses/by/4.0/
https://doi.org/10.61373/bm025a.0116

