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In the protein nutrition strategy of middle-aged and elderly people, some

believe that low protein is good for health, while others believe high protein is

good for health. Facing the contradictory situation, the following hypothesis

is proposed. There is a process of change from lower to higher ratio of protein

nutritional requirements that are good for health in the human body after

about 50 years of age, and the age at which the switch occurs is around

65 years of age. Hence, in this study, 50, 25-month-old male rats were

randomly divided into five groups: Control (basal diet), LP (low-protein diet

with a 30% decrease in protein content compared to the basal diet), HP (high-

protein diet with a 30% increase in protein content compared to the basal

diet), Model 1 (switched from LP to HP feed at week 4), and Model 2 (switched

from LP to HP feed at week 7). After a total of 10 weeks intervention, the liver

and serum samples were examined for aging-related indicators, and a newly

comprehensive quantitative score was generated using principal component

analysis (PCA). The effects of the five protein nutritional modalities were

quantified in descending order: Model 1 > HP > LP > Control > Model 2.

Furthermore, the differential metabolites in serum and feces were determined

by orthogonal partial least squares discriminant analysis, and 15 differential

metabolites, significantly associated with protein intake, were identified by

Spearman’s correlation analysis (p < 0.05). Among the fecal metabolites, 10

were positively correlated and 3 were negatively correlated. In the serum,

tyrosine and lactate levels were positively correlated, and acetate levels were

negatively correlated. MetaboAnalyst analysis identified that the metabolic

pathways influenced by protein intake were mainly related to amino acid and

carbohydrate metabolism. The results of metabolomic analysis elucidate the

mechanisms underlying the preceding effects to some degree. These efforts
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not only contribute to a unified protein nutrition strategy but also positively

impact the building of a wiser approach to protein nutrition, thereby helping

middle-aged and older populations achieve healthy aging.

KEYWORDS

comprehensive quantitative score, metabolomics, aging, dietary patterns, nuclear
magnetic resonance

Introduction

The global prevalence of obesity has increased markedly,
almost tripling in the past few decades, and it has become
increasingly common in the elderly (1). Unhealthy lifestyles,
especially poor nutritional intake, are to blame. Nutritional
imbalances, especially excess food intake, are associated
with many severe aging-related diseases, such as diabetes,
cardiovascular disease, Alzheimer’s disease, and cancer (2–
4). Although dietary restriction may improve obesity in
older adults, prolonged dietary restriction is undoubtedly
unrealistic because of low adherence. Recent studies have
shown that dietary restriction delays aging because of protein
restriction rather than total dietary calorie restriction (5–
7). Malondialdehyde (MDA), total antioxidant capacity (T-
AOC), and interleukin-6 (IL-6) are typical biomarkers that
reflect the body’s aging status (8). Several randomized clinical
trials and animal studies have found that low-protein (LP)
diets are well suited to improve the body’s metabolic health
by increasing T-AOC levels, decreasing MDA levels, and
lowering IL-6 concentrations, thus demonstrating the benefits
of LP diets in combating oxidative stress and improving
inflammation levels (9–11). In addition, protein restriction can
lower serum insulin growth factor (IGF-1) and enhance insulin
sensitivity. Both animal and human studies have shown that
normal glucose metabolism, lower insulin levels, and higher
insulin sensitivity can constitute markers of healthy aging
and longevity (12). Insulin resistance can promote oxidative
stress and inflammation through multiple pathways (13), cause
cognitive dysfunction (14), accelerate cardiovascular aging (12),
and increase the risk of frailty in older populations (15).
Protein restriction can alter epigenetic modifications, and such
alterations may have long-term effects on gene expression
and organ function (16). In terms of epigenetic mechanisms,
protein restriction can improve health by affecting transcription
and translation as well as gene expression profile (17). For
example, protein restriction can inhibit tumor growth through
epigenetic modification and inhibition of the IGF/Akt/mTOR
pathway (18), and can mediate effects on stem cell function
through epigenetic changes (19). Thus, protein restriction
can also influence lifespan by affecting epigenetic programs.
Various dietary patterns that favor longevity have distinct

features of LP diets. In the Okinawan dietary pattern, the
proportion of carbohydrate energy supply is as high as 85%,
whereas protein accounts for only 9% (20). Low protein intake
is also a characteristic of the dietary longevity pattern of
Guangxi, China, which is being studied by our team for many
years (21).

However, contradictory phenomena have also been
observed. Robert et al. reported that protein malnutrition in
the elderly causes sarcopenia (22). Arthur et al. found that
protein deficiency in the elderly is associated with sarcopenic
obesity and cardiovascular diseases (23). Green et al. found
that protein restriction promotes metabolic health in mice,
but the specific benefits depend on sex, strain, restriction level,
and age (24). These results raise questions about whether
the elderly should also be on an LP diet. A growing body
of evidence suggests that starting or continuing an LP diet
later in life may be flawed for some adults over 65 years
of age. Morgan et al. studied the relationship between
protein intake and mortality from related diseases through
a questionnaire in the United States (25). They suggested
that “low protein intake in middle-aged people and high
protein intake in older people may be beneficial for health
and longevity.” In the face of conflicting research results,
years of exploration by a combined team led to the following
hypothesis: the nutritional protein requirements are not
constant after the age of 50, but there is a smooth change
from the need for a lower to higher content rates. The switch
occurs around the age of 65 years, and the drastic change is
detrimental to health.

Some studies have demonstrated that supplementation with
a high-protein (HP) diet in protein-malnourished older adults
can increase muscle mass (26, 27). However, a short-term switch
from an LP to an HP diet may negatively affect older adults
with relatively poor self-regulation. Long-term epidemiological
studies have shown that HP intake is associated with an
increased risk of cardiovascular diseases, diabetes, and mortality
(28, 29). The changes in metabolic function, the risk of kidney
disease (30), and the risk of age-related diseases such as cancer,
associated with abrupt dietary shifts indicate that the dietary
patterns of older adults need to be studied more intensively and
carefully (31). It is essential to understand the reasons behind
the “harmful” and “beneficial” results of recommended LP and
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HP diets in different age groups. What are the corresponding
changes in the body metabolism? Does the rapid transition
from an LP to HP diet cause metabolic disturbances in older
adults? Research on these questions has rarely been reported.
Therefore, it is necessary to explore the physical changes
in middle-aged and elderly populations when changing from
an LP to HP diet.

Changes and trajectories in metabolic profiles can provide
direct and indirect information to explore alterations in
metabolism during dietary interventions (32). Therefore, it
is essential to use metabolomic techniques to explore the
metabolic impact of changes in protein intake. As a downstream
application of systems biology, metabolomics can accurately
capture changes in the state of the organism and identify
possible signals or biomarkers and has become an essential
tool for understanding the mechanisms of organismal health.
A growing number of studies have shown that metabolites
play crucial roles in physiological and pathological aging.
Aging and dietary interventions cause changes in metabolites,
and alterations in metabolites and metabolic pathways can
help to elucidate the mechanisms of diseases or treatments
(33). In addition, changes in multiple metabolites have been
associated with oxidative stress and inflammation. Several
biomarkers such as polyunsaturated fatty acids, glucose,
ornithine, arginine, and lactate are associated with dietary
habits, apoptosis, mitochondrial dysfunction, inflammation,
lipid metabolism, autophagy, and oxidative stress resistance
(34, 35), and thus can serve as biomarkers of aging to some
extent to reflect the aging status of individuals. Therefore,
analyzing metabolomic profiles of feces and serum can provide
comprehensive access to overall metabolic information and
a strong foundation to explore the effect of protein intake
shifts on aging.

Based on this, we aimed to explain the action pattern
of protein nutrition by mimicking the human aging process
in rats. Based on the intake of isocaloric diets, the diet
of rats was changed from LP to HP nutrition in different
groups and at different time points. By characterizing aging-
related indicators and analyzing non-targeted fecal and serum
metabolomic profiles, we verified the accuracy of the above
mentioned hypothesis, explored the physical changes in middle-
aged and elderly populations when changing from an LP to
HP diet, and provide new ideas and references for developing
healthy dietary patterns in middle-aged and elderly populations.

Materials and methods

Animals and experimental design

Fifty, 25-month-old, male SD rats (equivalent to human
age 62.5 years) were purchased from Ziyuan Lab Animal
Ltd. (Hangzhou, China) (36) (animal certification number

SCXK-2019-0004). All animal experiments were conducted in
accordance with the Animal Ethics Committee of Guangxi
University (Approval No. GXU-2022-248). The rats were
housed in a room with constant temperature (24 ± 2◦C),
maintained at a relative humidity of 60± 10%, controlled with a
12-h alternating day/night light/dark cycle, and fed ad libitum
with the same food and water during the acclimation period.
After 1 week of acclimatization, the rats were randomly divided
into five groups and received a 10-week dietary intervention
(10 rats per group): control group (basal diet), LP diet group
(LP diet with a 30% decrease in protein content compared to
the basal diet), HP diet group (HP diet with a 30% increase in
protein content compared to the basal diet), Model 1 (switched
from LP to HP feed at week 4), and Model 2 (switched from
LP to HP feed at week 7). Rat feed was purchased from Keao
Feed, Ltd. (Beijing, China). LP and HP diets were made from
the standard chow as the base, with corn starch, maltodextrin,
casein, L-cystine, sucrose, cellulose, lard, mixed vitamin V10037,
mixed mineral S10022G, and hydrocholine bitartrate as the
configuration ingredients, respectively. To ensure the same daily
calorie intake for each group of rats, the weights of the LP and
HP feeds were adjusted according to the ratio of total energy
to obtain special feeds with total energy consistent with the
standard feed. Body weight was measured weekly during the
10-week treatment by means of the ME10402 electronic balance
(METTLER TOLEDO Instruments Co., Shanghai, China). After
10 weeks, rat feces were collected. After testing the open-
field experiment, all rats were fasted for 12 h, and then
were anesthetized with isoflurane and sacrificed by cervical
dislocation, and serum and liver tissues were collected. The
experimental design, animal grouping, and composition of the
experimental diets are shown in Figure 1.

Open-field experiments

Open-field experiments were performed according to
literature (37), and the experiments can assess rats’ spontaneous
exploration, locomotor, and anxiolytic abilities in new
environments (38). The experimental setup consisted of
a 100 × 100 × 40 cm blue medical ABS plastic box and
SuperMaze animal behavior analysis software (XR-Xmaze,
Shanghai Xinruan Information Technology Co., Shanghai,
China) to monitor the behavioral trajectory of the rats.
The open-field experiment was conducted after 10 weeks of
dietary intervention and the rats were sacrificed on the day
after the open-field experiment. The rats were brought into
the experimental site 3 h in advance to adapt to the new
environment while maintaining low light illumination and
silence in the environment. Each rat was placed in the central
area of the open field. The average movement speed, number
of central area entries, and number of upright hind limbs
of rats in the open field were recorded for 5 min. The data
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FIGURE 1

Schematic diagram showing the experimental design, animal grouping, and composition of the experimental diet.

were analyzed using the SuperMaze software for statistical and
trajectory processing.

Quantification of liver tissue
malondialdehyde, serum total
antioxidant capacity, and interleukin-6

The liver was immediately frozen in liquid nitrogen and
stored at −80◦C. On the day of the assay, the liver tissue was
removed and weighed accurately for the assay. Add 4 times the
volume of saline by weight and homogenize mechanically in
an ice water bath to produce a liver tissue homogenate. MDA
in liver tissue and T-AOC in serum were measured using the
MDA assay kit (A003-1-1) and the T-AOC assay kit (A015-
1-2), respectively (Nanjing Jiancheng Bioengineering Institute,
Nanjing, Jiangsu, China), and serum inflammatory factor IL-6
was measured using a rat interleukin-6 ELISA test kit (JL20896)
(Shanghai Jianglai Biotechnology Co., Ltd., Shanghai, China).

Statistical analysis of comprehensive
health indicators and quantitative
evaluation of health indicators

To comprehensively characterize the effects of protein
nutrition on aging of experimental animals, a new
determination method termed as the comprehensive
quantitative evaluation was established based on the
multivariate statistical analysis theory. Principal component
analysis (PCA) was used to quantitatively analyze the health
status of the rats (39). This study selected five indicators:
T-AOC, MDA, IL-6, mean movement speed, and number of
upright hind limbs. To eliminate the effect of differences in the
data scale of different indicators, the raw data of each indicator
were standardized and transformed into dimensionless data.
MDA and IL-6 levels, two negative indicators of health status,
were normalized, and the control group data were used as
a reference to investigate the change in health status. The
health statuses of the rats were quantitatively expressed using
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comprehensive health evaluation indices. The overall evaluation
score (f sum) was calculated using the following equation:

fsum =
v1

M

(∑4

= 1
aiXi

)
+
v2

M

(∑4

= 1
biXi

)

+
v3

M

(∑4

= 1
ciXi

)
+
v4

M

(∑4

= 1
biXi

)
(1)

where Xi denotes the standardized values of the indicators
for each test group, ai, bi, ci, and di are the first, second,
third, and fourth principal component values for each group,
respectively, vi is the variance explained by the sample under
each principal component, and M is the cumulative variance
explained by the sample.

Fecal and serum untargeted
metabolomics analysis based on
1H-nuclear magnetic resonance

Fecal and serum sample preparation for
metabolomic analysis

Feces were collected from each group of rats at week 10
by the massage abdomen method and stored in an ultra-low
temperature refrigerator at −80◦C. Fifty milligrams of feces
were collected in a 2 ml centrifuge tube and 500 µl PBS/D2O
buffer (0.1 M, pH 7.4) containing 10% D2O (v/v) and 0.005%
sodium 3-(trimethylmethylsilyl)propionate (TSP) (w/v) was
added. The samples were vortexed and mixed for 15 s, and then
freeze-thawed three times repeatedly with liquid nitrogen. The
mixture was homogenized for 2 min in a S10 handheld high-
speed homogenizer (Ningbo Xinzhi Biotechnology Co., Ningbo,
Zhejiang, China), followed by centrifugation (12,000 g, 15 min,
4◦C). Supernatants were removed and the extraction procedure
was repeated. The supernatant obtained after extraction was
collected by centrifugation (12,000 g for 20 min at 4◦C).
The resulting supernatant (550 µl) was added to a 5 mm
nuclear magnetic resonance (NMR) tube and mixed well
for measurement.

The serum samples obtained were thawed on ice, and 200 µl
of serum was aspirated into a 2 ml sterile eppendorf tube
and 400 µl of PBS/D2O buffer (0.1 M, pH 7.4) containing
15% D2O (v/v) was added. The samples were mixed well and
centrifuged (12,000 g, 20 min, 4◦C). The supernatant (550 µl)
was slowly aspirated into a 5 mm NMR tube and mixed well
for measurement.

1H-nuclear magnetic resonance parameters for
metabolomics analysis

Prepared rat fecal and serum samples were placed on a
Bruker Avance 500 MHz NMR spectrometer (Bruker, Karlsruhe,
Germany) with a Prodigy liquid nitrogen cryogenic probe for
NMR mapping. The water peaks were suppressed by pre-
saturation with a NOESYPR1D pulse sequence (recycle delay −

90◦ − t1 − 90◦ − tm − 90◦ − acquisition) with the following
parameters: number of scans, 64; temperature, 25◦C; spectral
width, 10,000 Hz; measurement frequency, 500.13 MHz;
chirality delay, 2.0 s; sampling points, 65,536 points; sampling
time, 3.277 s; fixed echo time, 2 ms; number of cycles, 16.

Nuclear magnetic resonance data processing
and multivariate statistical analysis

After all tests, data from the fecal and serum samples
were imported into MestreNova 14.2 (Mestrelab Research
SL, Santiago de Compostela, Spain). An exponential window
function with a broadening factor of 0.3 Hz was multiplied
before performing the Fourier transform, and the phase was
manually adjusted with respect to the baseline. Fecal spectra
were calibrated using the methyl resonance at TSP (δ 0.0) as the
reference, and serum spectra were calibrated using the methyl
resonance at lactate (δ 1.33) as the reference. To eliminate the
spurious effect of water suppression, the water peak integral at δ

4.70–5.15 ppm in the fecal spectrum and the water peak integral
at δ 4.64–5.10 ppm in the serum spectrum were removed.
The region of chemical shift interval δ 0.00–9.00 ppm was
integrated into segments with δ 0.002, and the integration results
were normalized.

Multivariate statistical analysis of the data was performed
using MetaboAnalyst 5.0.1 PCA was performed to determine
the overall distribution of the samples. Orthogonal partial least
squares discriminant analysis (OPLS-DA) was performed to
identify differences between the groups, and the stability of
the model was ensured by cross-validating the parameters Q2,
R2, and variance analysis of the cross-validated residuals (CV-
ANOVA) (p < 0.05). Differential metabolites were screened
according to variable projective importance (VIP >1) and
independent sample t-tests (p < 0.05). Differential metabolites
with Spearman correlation coefficient | r| > 0.4 and p < 0.05
were considered metabolites correlated with protein intake.
The correlated differential metabolites were then subjected to
metabolic pathway analysis based on the Kyoto Encyclopedia of
Gene and Genomes (KEGG) database with an impact threshold
value >0.08 for metabolic pathways. The results with interaction
scores >0.4 were selected using Search Tool for Interactions of
Chemicals (STITCH) to construct a metabolic pathway network.

Statistical analysis

SPSS26.0 software (SPSS Inc., Chicago, IL, USA) was used
to statistically analyze the test data. The results are expressed
as mean ± SD. Differences in continuous variables, such as
body weight, were analyzed using repeated measures ANOVA
followed by Tamhane T2 test after performing sphericity test and
normality test to ensure the prerequisites for repeated measures

1 https://www.metaboanalyst.ca/
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ANOVA. The Wilcoxon nonparametric test was used to assess
differences in metabolites and biochemical indicators before
and after the intervention. Spearman’s correlation analysis was
used to examine the relationship between changes in metabolite
and protein intake.

Results

Effect of protein intake shift on
behavioral and physiological
parameters in rats

After dietary interventions, the physiological conditions of
the rats were characterized by examining the following seven
parameters: body weight, average movement speed during the
open-field experiment, number of upright hind limbs, number
of central region entries, liver MDA levels, serum T-AOC levels,
and serum inflammatory factor IL-6 levels. The body weight
results are shown in Figure 2A. The LP diet group lost 7.77% of
their body weight over a 9-week period. The HP diet and control
groups gained 4.86 and 6.67% of body weight, respectively. The
rats in both Model 1 and Model 2 groups regained weight after
switching the diet pattern. A 3.76% weight gain was observed
in Model 1, and a 3.75% weight gain was observed in Model 2
within 6 weeks after switching the diet. Significant differences
were found using repeated measures ANOVA between the LP
group and Model 2 and that between HP and control groups
(p < 0.001). The results indicated that the LP diet effectively
reduced the body weight of the aged rats.

The results of the open-field experiment are shown in
Figures 2B–D. Unlike the LP group, the HP group showed
significant increases of 47.74 and 226.39% in the mean
movement speed (Figure 2B) and the number of upright hind
limbs (Figure 2C), respectively (p < 0.05). In contrast, although
there was an increase in the Model 1 group, the difference was
insignificant. In addition, the number of upright hind limbs
and the number of passes through the center of the open
field (Figure 2D) could also indicate the anxiety levels of the
experimental animals. The higher the number of upright hind
limbs and the higher the number of passes through the open
field center, the lower were their anxiety. Although the number
of times the rats passed through the center of the open field
did not vary significantly among the groups (p > 0.05), it was
evident that the members of the LP group crossed the center of
the open field least, reflecting a higher level of anxiety. Overall,
the LP diet increased the anxiety levels of the aging rats, while
the HP diet reversed the high anxiety level of rats that were
earlier on the LP diet. This also suggests that an LP diet that does
not consider the demand pattern is detrimental to the health of
the organism.

Malondialdehyde levels in the liver tissue (Figure 2E) were
significantly decreased by 46.55% in the LP diet group compared

to that in HP diet group (p = 0.003) and by 30.18 and 18.32%
compared to those in the Model 1 and Model 2 groups,
respectively, but the differences were not significant. Serum
T-AOC levels (Figure 2F) were significantly higher by 186.78%
(p = 0.001), and serum IL-6 levels (Figure 2G) were significantly
lower by 35.77% (p = 0.003) in the LP group than in the HP diet
group. Compared with HP diet group, T-AOC levels increased
by 94.3 and 80.8%, and IL-6 levels decreased by 22.02 and
13.88% in Model 1 and Model 2, respectively, with no significant
differences.

To comprehensively characterize the effects of protein
nutrition on aging of experimental animals, the following five
indices were selected: average movement speed, number of
upright hind limbs, liver MDA levels, serum T-AOC levels, and
serum inflammatory factor IL-6 levels. The above indicators
were first scored comprehensively and quantitatively using PCA,
and four principal components were extracted according to a
cumulative variance contribution rate greater than 85%. The
contribution of each variable and the factor-loading matrix are
shown in Figure 2H, and the cumulative variance contribution
rate reached 98.73%. The standardized indicators and factor
loading matrix were substituted into Equation 1, and the violin
plot of the obtained results is shown in Figure 2I. The results
showed that Model 1 had the highest combined quantitative
score, followed by the HP and LP groups, while Model 2 had
the lowest combined quantitative score. Compared with total LP
and HP diets, the switch from an LP to an HP diet produced two
extreme divisions. Model 1 with the highest score, indicates that
the switch from LP to HP nutrition can help healthy aging in test
rats after a certain period of adaptation. Model 2 with the lowest
score, indicates that a sudden switch from LP to HP nutrition
can negatively impact on the health of the body in a short period
(3 weeks).

Nuclear magnetic resonance
metabolic profile of rat feces and
serum

The fecal and serum metabolites of rats were identified based
on the chemical shifts and signal diversity of each metabolite,
combined with coupling information from the public database
BMRB2 and 2D NMR profiles from authentic literature (32,
40–42). Forty-three metabolites were detected in rat feces
(Figure 3A), and forty were detected in rat serum (Figure 3B).
The assignments of major metabolites from fecal and serum
samples of rats are shown in Supplementary Tables 1, 2.
These metabolites include amino acids (e.g., tyrosine and
valine), carbohydrates (e.g., glucose and xylose), intermediates
of the TCA cycle (e.g., citrate, fumarate, and succinate),

2 http://www.bmrb.wisc.edu

Frontiers in Nutrition 06 frontiersin.org

https://doi.org/10.3389/fnut.2022.1051964
http://www.bmrb.wisc.edu
https://www.frontiersin.org/journals/nutrition
https://www.frontiersin.org/


fnut-09-1051964 November 4, 2022 Time: 10:34 # 7

Zheng et al. 10.3389/fnut.2022.1051964

FIGURE 2

Basic physiological parameters of rats and the comprehensive assessment of aging status. (A) Body weight, (B) mean movement speed of rats in
the open field experiment, (C) number of upright hind limbs of rats in the open field experiment, (D) number of central region entries of rats in
the open field experiment, (E) liver MDA level, (F) serum T-AOC level, and (G) serum inflammatory factor IL-6 level. All values above are
expressed as mean ± SD (n = 10), *p < 0.05, **p < 0.01, ***p < 0.001. (H) Factor loading matrix of the principal components of the health index.
(I) Violin plot of Fsum scores of rats in each group.

energy metabolites (e.g., pyruvate and lactate), short-chain fatty
acids (SCFA) (e.g., acetate and butyrate), ketone bodies (e.g.,
acetone and 3-hydroxybutyrate), intestinal flora metabolites
(e.g., dimethylamine and trimethylamine), glycoproteins (e.g.,
N-acetylglucosamine), and other substances.

Differential metabolites in rat fecal and
serum samples

Fecal and serum 1H-NMR data were analyzed to determine
the variability of the metabolites between the groups. The
unsupervised PCA scores of feces and serum are shown in
Supplementary Figures 1A, 2A, respectively. The p-value of
the PERMANOVA test for fecal and serum PCA was less
than 0.001, which implied that the intervention of different

protein nutritional modalities had a significant effect on the
metabolic status of the rats. However, there were groups with
non-significant differences in the Adonis paired test for PCA,
suggesting that PCA did not completely distinguish between all
groups of rats. To achieve maximum separation of fecal and
serum metabolites in each group of rats, further analysis was
performed using the OPLS-DA model. The OPLS-DA score
plots and VIP score rankings for feces and serum are shown
in Supplementary Figures 1B–E, 2B–E, respectively. The Q2Y
of all groups were close to one [R2 > 0.4, p(CV) < 0.05]. The
results of the model parameters indicated that the model fit was
highly reliable and could effectively separate the fecal and serum
metabolites of each group of rats.

Twenty and 13 differential metabolites were screened
in feces and serum, respectively, compared to controls
based on a combination of VIP values (VIP >1) and
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FIGURE 3

Representative 1H-NMR metabolic profiles of rat feces and serum. (A) Representative 1H-NMR metabolic profiles of rat feces. 1, lipid; 2, butyrate;
3, isoleucine; 4, leucine; 5, valine; 6, propionate; 7, ethanol; 8, lactate; 9, alanine; 10, citrulline; 11, arginine; 12, acetate; 13, proline; 14,
N-acetylglucosamine; 15, glutamate; 16, methionine; 17, glutamine; 18, pyruvate; 19, succinate; 20 PUFA; 21, aspartate; 22, dimethylamine; 23,
trimethylamine; 24, asparagine; 25, histidine; 26, choline; 27, β-xylose; 28, taurine; 29, betaine; 30, phenylalanine; 31, methanol; 32, α-glucose;
33, β-glucose; 34, inositol; 35, glycine; 36, threonine; 37, glycolate; 38, α-xylose; 39, uracil; 40, fumarate; 41, 3-hydroxyphenyl propionic acid;
42, tyrosine; 43, hypoxanthine. (B) Representative 1H-NMR metabolic profiles of rat serum. 1, lipid; 2, isoleucine; 3, leucine; 4, valine; 5,
isobutyrate; 6, 3-hydroxybutyrate; 7, lactate; 8, alanine; 9, lysine; 10, acetate; 11, N-acetylglucosamine; 12, glutamate; 13, glutamine; 14, O-acetyl
glycoprotein; 15, acetone; 16, acetoacetate; 17, pyruvate; 18, succinate 19, carnitine; 20, citrate; 21, dimethylamine; 22, trimethylamine; 23,
creatine; 24, choline; 25, phosphorylcholine; 26, β-glucose; 27, trimethylamine oxide; 28, betaine; 29, scyllo-inositol; 30, α-glucose; 31, glycine;
32, threonine; 33, propanetriol; 34, inositol; 35, arginine; 36, 1-methylhistidine; 37, histidine; 38, tyrosine; 39, phenylalanine; 40, formate.

the Wilcoxon nonparametric test results (p < 0.05). The
differential metabolites identified in the feces and serum
and their correlation coefficients are shown in Tables 1, 2,
respectively. Among fecal metabolites, the levels of amino acids
(arginine, histidine, glycine, leucine, tyrosine, glutamate, and
threonine), hypoxanthine, and lipids were reduced while lactate,
N-acetylglucosamine, and pyruvate levels were elevated in the
LP diet group. In contrast, arginine, valine, and acetate levels
were increased and the levels of succinate, polyunsaturated fatty
acids, uracil, lipids, α-xylose, and N-acetylglucosamine were
decreased in the HP diet group. Among the serum metabolites,

the levels of alanine, lactate, and pyruvate increased and that
of 3-hydroxybutyrate decreased in the LP diet group. Acetate,
phenylalanine, tyrosine, and glutamate levels were increased and
N-acetylglucosamine levels were decreased in the HP diet group.

To illustrate the changes in serum and fecal metabolites
and the differences in metabolite levels between the groups of
rats, we produced metabolite hierarchical clustering heat maps
for feces and serum, as shown in Figures 4A,B, respectively.
The graphs show that the variation of metabolites in response
to diet was greater in feces than in serum. More differential
metabolites were identified in feces, and the magnitude of
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TABLE 1 Correlation coefficients of fecal differential metabolites between different paired comparison groups.

Metabolites FC

Model 1 vs. control Model 2 vs. control LP vs. control HP vs. control

α-Xylose −0.63536 −1.2312

Acetate +0.31746

Arginine −0.85319

Asparagine −0.60505

Glutamate −0.62497 −0.81163

Glycine −0.59124 −0.57278 −0.75023

Histidine −0.52255 −0.9696 −1.5287

Hypoxanthine −0.4194 −0.55583

Lactate +1.2126 +1.2757 +0.96242

Leucine −0.91305 −1.324 −2.3603

Lipid −0.75249 −0.71621 −0.83976 −0.65864

N-acetylglucosamine +0.71973 −0.75979

PUFA −1.3631 −1.5501

Pyruvate +1.0634

Succinate −1.4668 −1.8356

Threonine −1.3134 −0.9945

Trimethylamine −0.35337

Tyrosine −1.302

Uracil −0.83561 −0.75283 −1.1564

Valine +0.66537

FC (fold change) indicates the fold change of metabolites between two groups as the logarithmic value of the mean ratio between two groups with a base of 2; + and− indicate the increase
or decrease of metabolite concentration in the previous group, respectively.

TABLE 2 Correlation coefficients of serum differential metabolites between different paired comparison groups.

Metabolites FC

Model 1 vs. control Model 2 vs. control LP vs. control HP vs. control

3-Hydroxybutyrate −0.32961 −0.52644 −0.27046

Acetate +0.3388 +0.6747

Alanine +0.29435 +0.2173 +0.51014

Choline +0.44545

Glutamate +0.69206

Glycine −0.33434 −0.48691

Isobutyrate +0.75203 +1.2462

Lactate +0.60182 +0.83173 +0.90002 +0.4537

Lysine +0.53865

N-acetylglucosamine −0.58918

Phenylalanine +1.3653 +0.97413

Pyruvate +0.90236

Tyrosine +0.65458

FC (fold change) indicates the fold change of metabolites between two groups as the logarithmic value of the mean ratio between two groups with a base of 2; + and− indicate the increase
or decrease of metabolite concentration in the previous group, respectively.

the metabolite changes was greater. The HP diet significantly
increased the levels of amino acids and their derivatives and
decreased the levels of carbohydrate metabolic intermediates
in both feces and serum. The LP diet was found to have an

effect opposite to that of the HP diet: the levels of amino
acids and their derivatives were reduced, and the levels of
carbohydrate metabolic intermediates were increased. Although
the only difference between Model 1 and the high-protein group
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was the 3-week LP diet intervention, the metabolite clustering
heat map showed a significant difference between the metabolite
concentrations of the two groups.

Correlation analysis between
differential metabolites and protein
intake

The differences in protein intake among the different
groups of rats during the dietary intervention led to significant
differences in the fecal and serum metabolites between these
groups. Therefore, it was necessary to further investigate the
correlation between protein intake and differential metabolites
in rats using Spearman’s correlation analysis. The selection
criteria to identify correlated differential metabolites was set as
| r| > 0.4 and p < 0.05. The normalized peak area box plots
of all correlated differential metabolites are shown in Figure 5.
The results showed that some essential amino acids (leucine
and valine), conditionally essential amino acids (arginine
and histidine), and some essential amino acids involved in
physiological metabolic regulation (glutamate, tyrosine, alanine,
and glycine) in feces were positively correlated with protein
intake. In addition, asparagine and hypoxanthine levels were
positively correlated with protein intake. In contrast, pyruvate,
succinate, and N-acetylglucosamine levels were negatively
correlated with protein intake. Serum tyrosine and acetate levels
were positively correlated with protein intake, whereas lactate
levels were negatively correlated with protein intake.

Metabolic pathway analysis

To clarify the effects of differential protein intake on
biochemical pathways, we further mapped the newly identified
differentially correlated metabolites to metabolic pathways
using MetPA (Metabolomics Pathway Analysis). The results
are shown in Figure 6A. Changes in protein intake mainly
affected amino acid synthesis and metabolism, such as
arginine biosynthesis; phenylalanine, tyrosine, and tryptophan
biosynthesis; histidine metabolism; alanine, aspartate, and
glutamate metabolism; arginine and proline metabolism;
glycine, serine, and threonine metabolism; and glutathione
metabolism. In addition, metabolic pathways related to
carbohydrate metabolism, such as glycolysis/gluconeogenesis,
glyoxylate, and dicarboxylate metabolism, pyruvate metabolism,
and the TCA cycle, were also identified.

To explore the interaction between the correlated
differential metabolites in these metabolic pathways, we
constructed a metabolic network of correlated differential
metabolites using STITCH. The results are shown in Figure 6B.
The results indicate that all correlated differential metabolites
interact with each other, directly or indirectly. The remaining

differential metabolites were closely related, with the exception
of hypoxanthine and N-acetylglucosamine. Strong interactions
were observed between the amino acids alanine, glycine,
arginine, histidine, glutamate, leucine, and asparagine and
the metabolites lactate, pyruvate, succinate, and acetate
(all interaction scores >0.9). This reflects the strong role
of amino acid metabolism in the formation of essential or
non-essential amino acids in organisms through amino-acid
conversion and the interaction between amino acid and
carbohydrate metabolisms. To better understand this situation,
we generalized the metabolic pathways disturbed by protein
intake. The results are shown in Figure 6C.

Discussion

Currently, there are different views on protein nutrition
requirements in middle-aged and elderly people (43–45). To
understand and reveal the underlying mechanisms, this study
explored this issue using rat models to mimic the human
aging process. The effects of different protein nutritional
intakes on health status were examined comprehensively by
characterizing aging-related indicators in rat models combined
with non-targeted fecal and serum metabolomic changes.
A comprehensive quantitative evaluation of behavioral factors,
antioxidant capacity, and inflammatory factors in rats showed
that a dietary pattern shift from low to high protein had better
anti-aging effects after a certain period of adaptation compared
to long-term LP or HP diets. The results of the metabolomic
analysis also revealed the mechanisms underlying these effects.

Comprehensive quantitative
assessment of aging status

This study found that an LP diet reduces body weight,
oxidative stress, and inflammation. The HP diet compensated
for the weight loss that occurred with the LP diet and maintained
the exercise capacity of the rats. In a study by Mitchell et al.,
protein restriction was found to improve levels of oxidative
stress and inflammation in mice (46). In the study by Mitsuishi
et al., weight and exercise capacity were increased in older
adults by a HP dietary intervention (47). These results are
consistent with the findings in our study. A new quantitative
method was established to characterize the health status of
rats as scientific and comprehensive as possible. Through
PCA, multiple analytical terms were converted into several
key generalized indicators. A composite score was obtained
using the component scores and variance interpretation rates
to comprehensively assess aging status. Model 1 had a higher
composite score than the long-term LP and HP diet groups,
and Model 2 had the lowest composite score probably because
of a 3-week difference in the duration of the HP diet. Walrand
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FIGURE 4

Hierarchical clustering heatmap of metabolite concentrations. (A) Hierarchical clustering heatmap of metabolite concentrations in rat feces.
(B) Hierarchical clustering heatmap of metabolite concentrations in rat serum.

et al. found that a brief HP diet for 10 days increased
systemic amino acid uptake, but not muscle protein synthesis
in older adults (48). Thus, the Model 2 group may have failed
to enhance their exercise capacity sufficiently owing to the
short duration of the HP intervention, while oxidative stress
and inflammation levels were elevated. In a study by Hahn
et al., mortality and inflammation levels were reduced in mice
subjected to pre-restricted diet followed by free diet compared
to those administered free diet for longer periods (49). Protein
restriction, a significant cause of anti-aging effect in restricted
diets, produced similar results. The members of the Model 1
group, with low protein during the initial period and high
protein in the subsequent period, were able to maintain lower
levels of oxidative stress and inflammation with enhanced
exercise capacity, which would better meet the physiological
requirements of the organism for dynamic changes in protein
during the natural aging process. As shown in Figure 1, Model
1 and Model 2 showed significant differences in health status

when their diets were switched from low to high protein at
64.8 and 66.5 years of age, respectively. During a physical
examination at 68.3 years of age, Model 1 scored high and
Model 2 scored low. This shows that the health status of an
organism at this age is susceptible to changes in protein content
in food. These results provide more than sufficient support for
the validity of the hypotheses in this study. After approximately
50 years of age, there is a smooth change in protein requirement
from lower to higher rates that can be beneficial to health. The
critical point is estimated to be around 65 years, and a smooth
transition is required as drastic changes may be detrimental to
health.

It is particularly important to note that this study found that
in the period equivalent to the human age of 62.5–68.3 years, the
most beneficial way of protein nutrition for a long and healthy
life is a gradual change in demand from low to high (Model 1),
and simple low and high protein nutrition are not as effective
as this. In the reality of several countries, people in that period

Frontiers in Nutrition 11 frontiersin.org

https://doi.org/10.3389/fnut.2022.1051964
https://www.frontiersin.org/journals/nutrition
https://www.frontiersin.org/


fnut-09-1051964 November 4, 2022 Time: 10:34 # 12

Zheng et al. 10.3389/fnut.2022.1051964

FIGURE 5

Correlation difference metabolite normalized peak area box plots for Model 1, Model 2, chronic low protein, and chronic high protein diet
model groups. (A) Alanine, (B) arginine, (C) asparagine, (D) glutamate, (E) glycine, (F) histidine, (G) hypoxanthine, (H) leucine,
(I) N-acetylglucosamine, (J) pyruvate, (K) succinate, (L) tyrosine, (M) valine, (N) acetate, and (O) lactate. Data are expressed as mean ± SD.
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FIGURE 6

(A) Summary plot of pathway analysis of correlated differential metabolites using MetPA. (B) Chord diagram showing the relationship between
correlated differential metabolites. (C) Summary diagram of metabolic pathways associated with protein intake.

have just retired, are financially well-off, still in good health,
and have a simple concept of health care, among other reasons,
contributing to the excessive protein intake of many people. This
will harm many issues such as their pre-retirement performance,
healthy longevity, and health care expenses. Therefore, it is
considered necessary to further explore protein nutrition in
people around the age of menopause to 70 years based on this
finding. This is not only a scientific issue, but should also be a
far-reaching social issue that needs to be addressed urgently.

Non-targeted fecal and serum
metabolomics and metabolites

Next, non-targeted fecal and serum metabolomics were
performed in this study to reveal the nutritional effects and
mechanisms of action of proteins. Non-targeted fecal and serum
metabolomic analyses identified 15 differential metabolites
relevant to protein intake. The changes in fecal and serum
metabolomic profiles were mainly enriched in amino acid and
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carbohydrate metabolism. The intervention with an LP diet in
the early years can improve the metabolic profile if followed up
with an HP diet in the later years and thus positively impact
health according to the appropriately chosen period. A middle-
aged LP followed by an elderly HP diet can enhance amino
acid metabolism while maintaining carbohydrate metabolism,
thus preventing mitochondrial dysfunction and frailty. This
metabolomic analysis provides a theoretical basis for the shift
from a low-protein to a high-protein nutritional approach in
middle-aged and older adults from a metabolic perspective.

Amino acid metabolism
As protein intake increased, fecal levels of leucine, valine,

arginine, histidine, glutamate, tyrosine, and glycine increased,
positively correlating with protein intake. Contents of stool
samples are directly related to dietary patterns and health
status, and changes in fecal metabolites can reflect potential
mechanisms in the colon-systemic axis of food metabolism
(50). Studies have shown that increased levels of amino
acids in fecal metabolism increase the risk of developing
diseases such as obesity and diabetes during the aging
process in middle-aged adults. Levels of branched-chain
amino acids, such as leucine and valine, are associated with
metabolic syndromes, such as obesity and diabetes mellitus
(51). Significant increases in glutamate, leucine, and valine
levels have been found in stools of patients (52). Studies
in diabetic mice have also found a significant upregulation
of amino acids among fecal metabolites (phenylalanine, a
precursor of tyrosine metabolism, and aspartate, a precursor
of glutamate metabolism) (53). Therefore, increased levels
of branched-chain amino acids, glutamate, and tyrosine in
feces can harm the health of elderly individuals. Correlation
analysis found that the levels of the relevant amino acids
decreased in both Model 1 and Model 2 groups after different
LP intervention durations in the first period. This implies
that, by intervening with an LP diet upfront, the excessive
elevation of amino acid levels in the gut can be limited at
a later stage, thus reducing the negative effects of an HP
diet on the health of the elderly population in terms of
metabolic diseases.

In addition, we found an increase in tyrosine, glutamate, and
phenylalanine levels in the serum following HP intervention.
Serum metabolites indicate nutrient bioavailability and
reflect individual metabolic changes (54). Glutamate is
central to the processing of the daily protein load, and
arginine, ornithine, proline, histidine, and glutamine require
conversion to glutamate to enter the metabolic cycle with
significant metabolic versatility (55). Glutamate can increase
the synthesis of glutamine, which serves as an important
component of muscle proteins and contributes to muscle
repair and strengthening (56). Studies in adults, pigs, and
preterm infants have found that glutamate is metabolized
primarily in the gastrointestinal tract and that serum glutamate

concentrations return to normal within 2 h, even when
high doses of monosodium glutamate are ingested (57).
However, during HP dietary intervention in elderly men,
the plasma metabolic profile showed significant increase
in glutamate levels (58). This may imply that as the body
ages, the ability to catabolize glutamate decreases, affecting
multiple metabolic pathways, such as gluconeogenesis,
carbohydrate metabolism, and glutathione metabolism.
Additionally, frailty in the elderly population includes not
only a decrease in motor capacity but also a decrease in
cognitive ability (59). Tyrosine and phenylalanine play multiple
biological roles. Increased protein intake has been shown to
increase tyrosine and phenylalanine concentrations in the
brain, stimulating the production of catecholamines, which
function in active excitatory neurons (60). This process is
influenced by the availability of amino acids in the blood.
The correlation analysis results from our study showed that
tyrosine serum metabolites were positively correlated with
protein intake. Serum tyrosine levels in the Model 1 and Model
2 groups increased after later HP intervention, suggesting
that the elevated protein intake in the later period enhanced
serum amino acid metabolism, which may play a positive
role in maintaining young muscle synthesis and cognitive
ability in the elderly.

Carbohydrate metabolism
Pyruvate, succinate, and lactate are important components

of the carbohydrate metabolism. Among fecal metabolites,
pyruvate and succinate levels were negatively correlated with
protein intake, and among serum metabolites, lactate level was
negatively correlated with protein intake. A significant increase
in pyruvate level was found in the fecal and serum metabolites
of the LP group. Because an isocaloric dietary intervention was
used, the increase in pyruvate, succinate, and lactate levels in
the LP group was more likely due to the increased proportion
of carbohydrates in the diet. Accelerated TCA cycling following
high-carbohydrate intake has been associated with various
diseases in the elderly, such as cancer and atherosclerosis
(61). However, other reports have demonstrated that reduced
pyruvate metabolism and TCA cycle capacity during aging
lead to mitochondrial dysfunction (62). It also interferes with
ATP production, impairs cellular function, and leads to tissue
dysfunction (63). In addition, some inflammatory responses of
microglia are associated with dysregulated glucose metabolism
(64). Correlation analysis revealed that both Model 1 and
Model 2 groups showed a significant increase in pyruvate,
succinate, and lactate levels after HP diet following a pre-
LP intervention compared to HP group levels. Therefore,
it can be hypothesized that a pre-LP dietary intervention
can contribute to healthy aging in the elderly population
by improving the dysregulation of glucose metabolism and
maintaining an optimal level of glucose metabolism after HP
dietary intervention.
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Intestinal fatty acid metabolism and other
metabolic pathways

A significant increase in acetate level was observed in feces
of rats following an HP diet, and a significant increase in lactate
level was observed in those following an LP diet. It is possible
that changes in the proportion of proteins in the diet altered
the composition and abundance of intestinal flora. Acetate and
lactate in feces are mainly produced by the fermentation of
undigested carbohydrates by intestinal microorganisms (65).
Acetate accounts for the highest percentage of SCFA produced
by the intestinal flora and can regulate intestinal pH and
maintain intestinal stability (66). Human and animal models
following HP diets have demonstrated an elevation in SCFA (67,
68). HP diets cause an increase in the proportion of proteins that
remain incompletely digested after passing through the small
intestine, allowing microorganisms to produce more SCFA and
other protein fermentation products, mainly using peptides as
a carbon source (69). These SCFA and protein fermentation
products can regulate protein homeostasis in muscle cells and
promote muscle anabolism (70), implying that protein intake
can counteract muscle loss in the elderly through the intestinal
flora. In the current study, lactate levels in fecal metabolites were
significantly increased not only in the LP diet group but also
in Model 1 and Model 2 groups. Lactate in the gut is a pro-
and anti-inflammatory regulator that reduces inflammation by
decreasing damage to cells in the intestinal wall and inhibiting
the release of pro-inflammatory cytokines, such as IL-6 (71).
This may be an underlying mechanism by which an LP diet
upfront and an HP diet later can positively affect intestinal
health and reduce inflammation in the elderly population by
maintaining intestinal wall integrity.

We also observed a positive correlation between
hypoxanthine levels in feces and protein intake. Due to
increased protein intake, the amino acids involved in de novo
synthesis increased. Gut microbes have an enhanced ability to
synthesize purines de novo, thus producing more hypoxanthine
(72). The lack of significant increase in hypoxanthine levels in
the serum metabolites following an HP diet may be due to the
conversion of hypoxanthine to uric acid, prompted by the high
activity of xanthine oxidoreductase in rats (73). Many studies
have shown that an HP diet leads to an increase in uric acid
levels and increases the risk of gout and hyperuricemia in the
elderly population (58, 74), which is caused by the abnormal
metabolism of uric acid due to decreased renal function in the
elderly population (75). This implies that elderly people with
renal insufficiency, diabetes, and gout attacks must be more
cautious when adopting an HP diet. Compared to the fecal
hypoxanthine levels in the HP group, they were reduced in
both the Model 1 and Model 2 groups, and the initial LP diet
had inhibited excessive uric acid production. This suggests that
introducing an LP diet in the first phase and an HP diet in the
second phase have a wider range of applicability and should be a
more scientific and rational way to promote a long and healthy

life than introducing a long-term HP diet to prevent muscle
loss in old age.

This study has some limitations: (1) A non-targeted 1H-
NMR method for metabolomic analysis was used. To gain a
more comprehensive understanding of the overall metabolic
process of initial LP diet followed by an HP diet, new methods
such as proteomics and lipid metabolomics can be applied in
future to investigate the mechanism of anti-aging and effects
of such a diet. (2) The indices covered by the comprehensive
quantitative evaluation in this study may not fully represent
the health status of the organism. In future studies, it will
be necessary to include more indices for testing. If the
parameters of histological analysis are unified into the system
of comprehensive quantitative scoring, more representative data
information can be obtained. (3) Only male rats were selected
for study in our experiments. Sex differences in aging occur in
many animal species, including sex differences in lifespan, onset
and progression of age-related decline, and physiological and
molecular markers of aging (76). And both the immune system
and the aging process in adult mammals are sexually dimorphic,
suggesting that aging studies should be stratified according to
sex (77, 78). Therefore, to make this model of protein diet
based on age-differentiated nutritional strategies applicable to
a broader population, it is necessary to include the sex system
in future studies. (4) This study was conducted in rats. In
subsequent experiments, it is necessary to recruit middle-aged
and elderly volunteers for dietary intervention experiments
with increased group sizes, decreased intensity of protein level
changes, and extended intervention duration. Thus, we can
further investigate the effect of protein diets on different ages,
nutrition strategies, and the health status of middle-aged and
elderly people to provide scientific and technological support for
human health and longevity.

Conclusion

Comprehensive quantitative scoring of the overall health
of the rats and 1H-NMR-based metabolomic analysis showed
that the amount of protein intake, the timing of intake, and
the duration of dietary intervention are key factors affecting
fitness. Protein supplementation in food should closely match
the increased physiological demand for protein that occurs with
natural aging of the organism, and a sudden increase in protein
intake is detrimental to the health of the organism. Mechanistic
studies have found that LP dietary interventions in the middle-
age can compensate to some extent for the damage caused
by an HP diet in old age, in terms of oxidative damage and
inflammation. The later HP diet then helps compensate for
the lack of muscle synthesis capacity of the earlier LP diet,
thus reducing the risk of protein malnutrition in the elderly
population. Fecal and serum metabolomic analyses identified
43 and 40 metabolites, respectively, among which 20 and 13
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were identified as differential metabolites, respectively. Eight
amino acids and two other substances in feces were significantly
positively associated with protein intake, and three substances,
including pyruvate, were significantly negatively associated.
Serum tyrosine and lactate levels were positively correlated with
protein intake, whereas acetate levels were negatively correlated.
Metabolic pathway analysis revealed that the LP diet activated
carbohydrate metabolism and accelerated the TCA cycle. The
HP diet increased energy metabolism more than amino acid
metabolism, thus preventing muscle loss in older age groups due
to reduced protein synthesis capacity. In summary, the results
of combined quantitative scoring and metabolomics analysis
supports the hypothesis from different perspectives. After about
50 years of age, there is a change in the nutritional requirements
of protein for health from a lower to a higher rate. This study
brings together different opinions on protein nutrition strategies
and provides an important reference to construct a scientific and
rational approach to protein nutrition. This will be significant in
helping middle-aged and elderly populations to improve their
physical fitness and achieve healthy aging.
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