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Prevotella copri alleviates sarcopenia via attenuating
muscle mass loss and function decline
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Abstract

Background The gut microbiome and fecal metabolites have been found to influence sarcopenia, but whether there are
potential bacteria that can alleviate sarcopenia has been under-investigated, and the molecular mechanism remains unclear.
Methods To investigate the relationships between the gut microbiome, fecal metabolites and sarcopenia, subjects were
selected from observational multi-ethnic study conducted in Western China. Sarcopenia was diagnosed according to the
criteria of the Asian Working Group for Sarcopenia 2014. The gut microbiome was profiled by shotgun metagenomic se-
quencing. Untargeted metabolomic analysis was performed to analyse the differences in fecal metabolites. We investigated
bacterium with the greatest relative abundance difference between healthy individuals and sarcopenia patients, and the
differences in metabolites associated with the bacteria, to verify its effects on muscle mass and function in a mouse model.
Results The study included 283 participants (68.90% females, mean age: 66.66 years old) with and without sarcopenia
(141 and 142 participants, respectively) and from the Han (98 participants), Zang (88 participants) and Qiang (97 partic-
ipants) ethnic groups. This showed an overall reduction (15.03% vs. 20.77%, P = 0.01) of Prevotella copri between the
sarcopenia and non-sarcopenia subjects across the three ethnic groups. Functional characterization of the differential bac-
teria showed enrichment (odds ratio = 15.97, P = 0.0068) in branched chain amino acid (BCAA) metabolism in non-sar-
copenia group. A total of 13 BCAA and their derivatives have relatively low levels in sarcopenia. In the in vivo experiment,
we found that the blood BCAA level was higher in the mice gavaged with live P. copri (LPC) (P < 0.001). The LPC mice
had significantly longer wire and grid hanging time (P < 0.02), longer time on rotor (P = 0.0001) and larger grip
strength (P < 0.0001), indicating better muscle function. The weight of gastrocnemius mass and rectus femoris mass
(P < 0.05) was higher in LPC mice. The micro-computed tomography showed a larger leg area (P = 0.0031), and a small
animal analyser showed a higher lean mass ratio in LPC mice (P = 0.0157), indicating higher muscle mass.
Conclusions The results indicated that there were lower levels of both P. copri and BCAA in sarcopenia individuals. In
vivo experiments, gavage with LPC could attenuate muscle mass and function decline, indicating alleviating sarcope-
nia. This suggested that P. copri may play a therapeutic potential role in the management of sarcopenia.
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Introduction

Sarcopenia is common in the elderly and is characterized by re-
ductions in both the mass and function of skeletal muscles, lead-
ing to decreased physical fitness and quality of life, falls, disabil-
ity, and possible death in geriatric patients." The prevalence
of sarcopenia ranges from 9.90% to 40.40% in elderly
communities.” As the pathogenesis of sarcopenia is not fully un-
derstood, research is required to elucidate the underlying mech-
anisms and develop effective interventions for the disorder.

The roles played by the gut microbiota in human health have
been increasingly recognized, including the “gut-muscle axis”
between the gut microbiome and skeletal muscles.? It has been
found that the gut microbiota and its metabolites impact the
muscles in various ways by influencing nutrient absorption, im-
mune inflammation, and energy metabolism. Metabolites of
the gut microbiota, including folic acid, vitamin B2, vitamin
B12, betaine, tryptophan, short-chain fatty acids, and urolithin
have been found to positively influence skeletal muscle mass
and function by different mechanisms.* In contrast, metabo-
lites such as indoxyl sulfate and p-cresol sulfate produced by
the gut microbiota are negatively correlated with skeletal mus-
cle mass and function.® Treatment of sarcopenia with
probiotics has further demonstrated the potentially protective
role of the gut microbiota in sarcopenia. However, the specific
relationships between the gut microbiota and sarcopenia are
still unclear and further investigation into the complex molecu-
lar mechanisms of this axis is required.

An animal study observed that the transplantation of
pathogen-free gut microbiota into germ-free mice increased
oxidative metabolism in the muscles of the recipients,
resulting in increased mass and reduced atrophy.” Another
cohort study observed that increased synthesis of the
short-chain fatty acid butyrate by gut microbes led to raised
levels of butyrate in the serum and an improved skeletal
muscle index.® [Correction added on 11 September 2023, af-
ter first online publication: In the preceding sentence, the
term ‘animal study’ has been corrected to ‘cohort study’ in
this current version.] Moreover, the administration of a pre-
biotic composed of inulin plus fructo-oligosaccharides was
shown to significantly improve exhaustion and handgrip
strength in elderly patients.® However, most current studies
have been conducted on animals with little consistency in
the type, dose, or duration of the probiotic treatment, mak-
ing it difficult to integrate research findings.

A systematic multi-omics data integrated analysis is necessary
to study the associations among the gut microbiome, fecal me-
tabolites, and muscle function. In addition, we were also curious
about which bacteria are responsible for attenuating sarcopenia
and thus explored the underlying molecular mechanisms. Here,
we used shotgun metagenomic sequencing, untargeted meta-
bolomics, and an animal model to investigate the influence of
the gut microbiome and its metabolites on sarcopenia.

Methods

The West China Health and Aging Trend cohort
and sarcopenia screening

.09pt?>To investigate the relationships among the gut
microbiome, fecal metabolites and sarcopenia, we collected
stool samples from both sarcopenia and healthy individuals
over 50 years old in the West China Health and Aging Trend
(WCHAT) aging cohort.’® Sarcopenia was defined according
to the criteria of the Asian Working Group for Sarcopenia
2014. Muscle mass was measured by the bioimpedance anal-
ysis method using an INbody720 body composition instru-
ment (cut-off values of the appendicular skeletal muscle
mass index were 7.0 kg/m? for men and 5.7 kg/m? for
women). Grip strength was measured using a dynamometer
(EH101; Camry, Zhongshan, China) to test the muscle
strength (cut-off value of 26 kg for men and 18 kg for
women). Gait speed was measured by walking speed over
four meters, with speeds below 0.8 m/s defined as associ-
ated with sarcopenia.

Study participants and fecal collection

This study used the baseline data of WCHAT study. In this
study, the inclusion criteria comprised (i) aged 50 years or
older, (ii) had lived in the present locality for at least
36 months, (iii) no communication difficulties and able to com-
plete a 50-min interview. Briefly, the exclusion criteria com-
prised (i) antibiotic treatment during the previous 3 months,
(i) the presence of serious diseases, including heart, liver,
and kidney disease, and respiratory failure, (iii) life expectancy
<6 months. Detailed information on the study design has
been described previously.’® We used a special collection con-
tainer provided by the Beijing Quantitative Health Co., Ltd.
company for stool. This contained a solution for preventing
the degradation of DNA. Among the DNA solution, 0.15-
0.35 mol/L disodium ethylenediaminetetraacetic acid, sodium
chloride and 12-28% dimethyl sulfoxide are dissolved, and the
pH is adjusted to 6.0-9.0. Fecal samples were obtained from
all recruited subjects for metagenomic sequencing and
non-targeted metabolomic detection. The methods for DNA
extraction and DNA library construction are provided in the
Supplementary Methods. The methods for sample prepara-
tions of metabolomic detection and metabolite profiling are
also provided in the supporting information.

Metagenomic data analysis
Taxonomic profiles were characterized by Humann3.'* The

a-diversity (Shannon index) and B-diversity (Bray—Curtis dis-
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tance) were calculated using the vegan 2.6-4 package in R.
Principal coordinate analysis (PCoA) was performed on the
sample pairwise Bray—Curtis dissimilarity measures derived
from the relative abundance table of the taxa. The permuta-
tional multivariate analysis of variance test was performed in
vegan with 100 permutations to assess the significant factor
for explaining the variation in the gut microbial samples.
Enrichment of the abundant taxa between groups was per-
formed using the linear discriminant analysis effect size
(LEfSe, Galaxy Version 1.0) with an LDA log score cut-off of
2.2 To further confirm the difference assessed by LEfSe, we
also performed two-tailed unpaired Mann—Whitney U tests.
Considering the effects of potential confounders, such as
age, gender and ethnicity, a multivariable association analysis
was performed using the linear model in R. The plots were vi-
sualized using the ggplot2 package in R and modified from
EasyAmplicon.®

To investigate the functional attributes of gut microbiome,
valid reads were de novo assembled into contigs for each
sample. All coding regions (CDS) of metagenomic contigs
were predicted by MetaGeneMark v3.26.1* CDS sequences
of all samples were clustered by CD-HIT v4.6.1 to obtain
unigenes. The lowest common ancestor taxonomy of
unigenes was obtained by aligning them against the NCBI nr
database by DIAMOND v 0.9.14.*® Mann-Whitney U test
was carried out in R to find the differential genes, and the
P-value was adjusted by the Benjamini—-Hochberg procedure
(adjusted P-value < 0.05). After that, KEGG pathway enrich-
ment analysis was performed using the clusterProfiler v4.0
package (adjusted P-value < 0.05)° in R.

Data analysis of metabolites profiling

The online Human Metabolome Database 4.0 was used to an-
notate the metabolites by matching the exact molecular mass
data (m/z) of samples with those from database. Information
on the procedures after quality control was provided in the
supporting information.

Supervised partial least squares discriminant analysis
(PLS-DA) was conducted through metaX’ to discriminate
the different variables between groups. The variable
important for the projection value and coefficient variable
were calculated. Two-tailed unpaired Mann—-Whitney U tests
were conducted to detect differences in metabolite
concentrations between healthy individuals and sarcopenia
patients. The Benjaminin—Hochberg procedure was used to
adjust P values. To identify the differential metabolites
between healthy individuals and sarcopenia patients, the
criteria were (i) variable important for the projection > 1.0,
(i) coefficient variable < 0.3, (iii) ratio > 1.5 and (iv) adjusted
P-value < 0.05.

Bacteria strains, culture and preparation of
bacteria suspensions

We chose P. copri for the animal experiment as it was the
most differential species in healthy individuals compared
with sarcopenia patients. P. copri (DSM 18205) were pur-
chased from Beijing Biobw Biological Technology Co. Ltd.
(Beijing, China) and cultured in anaerobically sterilized PYG
liquid medium containing and Vitamin K1 under strict anaer-
obic conditions overnight. The bacteria were cultured in PYG
liguid medium (Qingdao hopebio Technology Co. Ltd., Qing-
dao, China) under anaerobic conditions. Bacterial suspen-
sions were washed with sterile PBS, centrifuged and resus-
pended in PBS to an OD600 = 1, which corresponds
approximately to 5 x 108 colony forming units (CFU)/100 pL.

Function validation of Prevotella copri in mice

Twenty-month-old female C57BL/6 mice (Beijing Hua Hukang
company) were housed in groups of five mice per cage (filter-
top cages), with free access to food and water under a strict
12-h/12-h light/dark cycle. Based on body weight, they were
randomly divided into four groups, namely, groups gavaged
with sterile PBS, branched chain amino acid (BCAA), live
P. copri (LPC) and heat-killed P. copri, respectively, with
P. copri doses of 5 x 10® CFUs/100 pL in sterile PBS, respec-
tively, three times a week for 8 weeks.

All the animal behaviour tests were measured before ga-
vage and at the end of the gavage experiment. The primers
of RT-PCR could be seen in Table S3. The animal composition
analysis and micro-computed tomography scan were tested
after the gavage. The specific procedures of all the above
tests were provided in the supporting information. The stool
samples were collected per each cage before gavage and at
the end of the gavage experiment and immediately stored
at —80°C before further analysis. The specific procedure of
tissue collection, blood BCAA measurement, gene expression
analysis, quantification of the abundance of P. copri in feces
and Sirius Red staining experiments could be seen in the
supporting information.

All  procedures were approved by the Animal Care
Committee of West China Hospital, Sichuan University (No.
20220704003). All the animal experiments were done in
the State Key Laboratory of Biotherapy, Cancer Center/
Collaborative Innovation Center for Biotherapy and Animal
Center, West China Hospital, Sichuan University.

Data analysis of mouse study
Mice study data were represented as means * standard error

of the mean. GraphPad Prism version 7.0 was used for image
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presentation. All statistical analyses were conducted in R ver-
sion v4.1.3. Comparisons among four groups were assessed
using one-way ANOVA for normally distributed data and
Wilcoxon rank sum test for non-normally distributed data.
Significance was set P < 0.05. The criteria for outlier elimina-
tion were as follows: For normally distributed data, any
values outside the range of the mean * 2 standard deviations
were removed. For non-normally distributed data, any values
outside the range of the quarter digit — 2IQR and quarter
digit + 2IQR were removed.

Results
Characteristics of participants

To study the relationships among the gut microbiome, fecal
metabolites and sarcopenia, we randomly selected 283 par-
ticipants, balanced between those with sarcopenia and
healthy controls, from the WCHAT aging cohort. In terms of
ethnicity, 98 of the participants were of Han ethnicity, 88
were Zang and 97 were Qiang. The WCHAT cohort included
7536 participants covering three ethnic groups (Han, Qiang
and Zang) spread over Western China.'® Sarcopenia was de-
fined according to the criteria of the Asian Working Group

for Sarcopenia 2014. The characteristics of the subjects are
shown in Table 1.

The mean age was 66.66 years old, and 68.90% of the
participants were female. Compared with subjects without
sarcopenia, sarcopenia sufferers tended to be older
(69.10 * 8.00 vs. 64.10 = 9.20 years old), with lower body
mass index (22.50 + 2.70 vs. 26.20 + 3.40 kg/m?), lower qual-
ity-of-life scores on the independent activity daily life scale
(13.00 £ 1.90 vs. 13.60 £ 1.10 scores) and the social support
rate scale (41.00 + 6.70 vs. 42.80 + 7.10 scores). There was also
a significant reduction in the albumin level in the sarcopenia
group (44.00 £ 2.90 vs. 44.80 * 2.70 g/L). Lastly, consistent with
the decreased muscle mass and function characteristic of sar-
copenia, individuals in the sarcopenia group showed significant
reductions in grip strength (17.50 + 6.50 vs. 18.70 + 5.10 kg)
and in skeletal mass index (SMI) values (5.60 + 0.70 vs.
6.0 + 0.80 kg/m?) (Figure 1A).

Gut microbiome composition in the Han, Qiang
and Zang ethnic groups

In our permutational multivariate analysis of variance analy-
sis, we found that the ethnic group had a significant effect
(F = 3.88, P-value = 0.01) on gut microbiome. In WCHAT co-
hort, we found that sarcopenia was prevalent in three ethnic

Table 1 Comparisons of demographic characteristics, anthropometric measures, life-styles, chronic diseases of the study participants with and without

sarcopenia
Characteristics No sarcopenia (n = 142) Sarcopenia (n = 141) P-value
Age, year, mean (+SD) 64.1 (9.2) 69.1 (8.0) <0.001
Gender, N (%)
Male 37 (26.1) 51 (36.2) 0.073
Female 105 (73.9) 90 (63.8)
Ethnics group 0.325
Han, N (%) 43 (30.3) 55 (39.0)
Zang, N (%) 46 (32.4) 42 (29.8)
Qiang, N (%) 53 (37.3) 44 (31.2)
Anthropometric measures
BMI (kg/mz), mean (£SD) 26.2 (3.4) 22.5(2.7) <0.001
Grip strength (kg), mean (£SD) 18.7 (5.1) 17.5 (6.5) 0.077
Gait speed(m/s), mean (£SD) 0.8 (0.2) 0.7 (0.2) 0.139
SMI (kg/m?), mean (+SD) 6.7 (0.8) 5.6 (0.7) <0.001
The quality of life
ADL score, mean (=SD) 99.1 (2.7) 99.0 (3.0) 0.839
IADL score, mean (+SD) 13.6 (1.1) 13.0 (1.9) 0.003
SSRS score, mean (+SD) 42.8 (7.1) 41.0 (6.7) 0.026
Blood tests
Albumin (g/L), mean (£SD) 44.8 (2.7) 44.0 (2.9) 0.019
Vitamin D (ng/mL), mean (£SD) 18.0 (5.9) 17.1 (5.6) 0.173
Haemoglobin (g/L), mean (+SD) 146.4 (17.1) 146.3 (17.7) 0.960
Creatinine (umol/L) 81.0 (20.1) 79.1 (14.8) 0.391
Blood uric acid (umol/L) 328.4 (84.0) 316.0 (80.3) 0.217
Blood urea nitrogen (mmol/L) 5.7 (1.9) 5.4 (1.4) 0.184

Clinical and demographic parameters of enrolled subjects. Data are shown using % or mean (standard deviation). P values were calculated
with x? tests and Student's t tests for categorical and continuous variables, respectively.
ADL, Activity of Daily Living Scale; BMI, body mass index; IADL, independent activity daily life scale; SD, standard deviation; SSRS, social

support rate scale.
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Figure 1 Ethnics and gut microbiome. (A) Study sampling and participant flow diagram. (B) Shannon index of the gut microbiome from Han, Qiang and
Zang ethnic groups. The horizontal bars within boxes represent medians. The tops and bottoms of boxes represented the 75th and 25th percentiles,
respectively. The upper and lower whiskers extended to data no more than 1.5 x the interquartile range from the upper edge and lower edge of the
box, respectively. (C) Unconstrained PCoA (for principal coordinates PCol and PCo2) with Bray—Curtis distance showed that the gut microbiome of
Zang separate from Han and Qiang in the first axis and the second axis. Ellipses covered 50% of the data for each ethnic groups. (D, E) Genus-level
taxonomic distribution of the gut microbiome among ethnic groups at individual level (D) and on average (E). *P < 0.05; ** P < 0.01;

***p < 0.001; Wilcoxon rank-sum test.

groups.*® Therefore, we first investigated the microbiome
community structures in the three different ethnic groups.
Our analysis showed that the Zang ethnic group had a distinct
microbiome composition compared with individuals of Han
and Qiang ethnicity. a-Diversity was higher in the Zang group
(Figure 1B), and there was a clear separation between Zang
individuals and the other two ethnic groups on the PCoA
plots where the differences on the PCol and PCo2 axes were
both significantly different (Figure 1C), indicating a more dis-
tinct community structure.

In terms of specific taxonomy, we observed some shared
features. Specifically, Prevotella, Bacteroides, Roseburia,
Bifidobacterium, Lachnospiraceae, Faecalibacterium, Eubac-
terium, Alistipes and Blautia were major bacterial genera in
all the three ethnic groups. Prevotella and Bacteroides repre-
sented the two most abundant genera in microbiomes over
all three ethnic groups (Figure 1D,E).

LEfSe also identified different gut bacteria in the three
ethnic groups. Compared with Han and Qiang, the Zang
group had a greater abundance of Prevotella sp. CAG:5226,
Firmicutes bacterium CAG:170, Roseburia sp. CAG:309,
Lactococcus  raffinolactis, Bacteroides sp. CAG:530,
Ruminococcus sp. CAG:563, Firmicutes bacterium CAG:238

and Enterococcus durans, while compared with the Han and
Zang groups, the Qiang group showed greater numbers of
Alistipes finegold, Anaerostipes hadrus, Eggerthella lenta,
Phascolarctobacterium  faecium,  Firmicutes  bacterium
CAG:145 and Anaerotruncus colihominis. Furthermore, com-
pared with both Qiang and Zang, Han individuals had higher
levels of Firmicutes bacterium CAG:95 (Figure 2A,B). In sum-
mary, these findings demonstrated both shared and specific
features of gut microbiome across the Han, Zang and Qiang
groups.

Prevotella is less abundant in patients with
sarcopenia across three ethnic groups

As the gut microbiome can vary from one ethnic group to
another, we wanted to identify a common bacterium that
can affect sarcopenia across all the three ethnic groups.
To characterize the differences of the gut microbiome of
sarcopenia patients and healthy individuals, we compared
their ecological parameters and identified different taxa.
At the ecological level of the whole gut microbiome com-
munity, there was no difference between sarcopenia
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Figure 2 Gut microbiome differences of three ethnic groups. (A) LDA scores of the differentially abundant taxa in gut microbiome from three ethnic
groups (taxa with LDA score > 2 and a significance of a < 0.05 are shown). (B) Cladograms, generated from LEfSe analysis, represented taxa enriched in
gut microbiome among three ethnic groups. The central point represents the root of the tree (bacteria), and each ring represents the next lower tax-

onomic level (phylum to species).

patients and healthy individuals. Analysis of within-sample
species richness showed that there were no significant dif-
ferences in the a- and B-diversities between the groups
(Figure S1).

In order to further explore the differences in the composi-
tion of gut microbiome, we used Humann3 to quantify the
relative abundance, and the results showed that at phylum
level, Bacteroidetes (47.7%), Firmicutes (39.8%), Actino-
bacteria (8.5%) and Proteobacteria (3.4%) were most abun-
dant across the three ethnic groups (Figure 3A). At the genus
level, Prevotella, Bacterioides, Roseburia and Bifidobacterium
were most abundant (Figure 3B). Interestingly, we discovered
that compositional profiles differed between the sarcopenia
patients and healthy individuals. LEfSe analysis identified sev-
eral different bacteria in each group. At the genus/species
level, the relative abundances of Bacteroides vulgatus,
Bifidobacterium, Roseburia and Faecalibacterium prausnitzii
were higher in sarcopenia patients. On the other hand,
Eubacterium retale (LDA = 3.71, P-value = 0.04) and P. copri
(LDA = 4.42, P-value = 0.01) were higher in healthy individuals
(Figure 3C). The cladogram showed that P. copri and its
higher taxonomy taxa were more abundant in healthy indi-
viduals (Figure 3D). Considering the limitation of LEfSe®®
and to identify a more reliable bacterium that could be
potentially used to produce beneficial effects, we used two-
tailed unpaired Mann—-Whitney U tests to determine whether
the relative abundance of E. retale and P. copri were signifi-
cantly different between sarcopenia patients and healthy in-
dividuals. We observed a significant reduction (20.77% vs.
15.03%, P-value = 0.01) in the average relative abundance
of P. copri in the sarcopenia group compared with the
healthy group (Figure 3E).

As age and gender are known factors influencing gut
microbiome composition®®?* and ethnic group also influence
gut microbiome composition, we have performed a multivar-
iate association analysis. After adjusting the factors of age,
gender and ethnic group, the genus Prevotella is still signifi-
cantly lower in sarcopenia patients compared with healthy in-
dividuals (B = —8.81, nominal P-value = 0.004). A different
but non-significant trend was observed for the species
P. copri; the lack of statistical significance (B = —5.44, nominal
P-value = 0.058) may have been due to the limited sample
size (Table S4).

We then investigated the potential contributions to biolog-
ical function between the two groups. We performed KEGG
annotation and enrichment analyses (Figure S2) of identified
differential genes, the results showed that several amino
acids biosynthesis and metabolism pathway were enriched,
including biosynthesis of BCAAs, amino acid metabolism, me-
tabolism of other amino acids (Figure 3F, Table S5).

In summary, we demonstrated that Prevotella, P. copri and
the potential to produce BCAA were less abundant in sarco-
penia patients across the three ethnic groups.

Branched chain amino acid fecal metabolite levels
are lower in sarcopenia patients

Metabolites produced by gut microbiota are documented to
influence the health and disease of the host. Because the
functions of the differential gut microbiome are related to
BCAA synthesis and metabolism, we investigated the rele-
vance of BCAAs to sarcopenia by analysis of the metabolome.
We investigated changes in the fecal metabolites using
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Figure 3 The relative abundance of Prevotella copri was higher in the healthy people compared with sarcopenia patients. (A, B) Phylum-level (A) and
genus-level (B) taxonomic distribution of the gut microbiome among healthy older people and sarcopenia patients on average. (C) LDA scores of the
differentially abundant taxa in gut microbiome from healthy people and sarcopenia patients (taxa with LDA score >2 and a significance of a < 0.05 are
shown). (D) Cladogram, generated from LEfSe analysis, represented gut microbiome taxa enriched in healthy people and sarcopenia patients. The cen-
tral point represents the root of the tree (bacteria), and each ring represents the next lower taxonomic level (phylum to genus). (E) Boxplot with notch
showed the relative abundance of P. copri. Boxes represent the IQRs between the first and third quartiles, and the line inside the box represents the
median. (F) Functional enrichment (KEGG) analysis showed the differential gene contact between healthy older people and SAR patients were enriched
in valine, leucine, and isoleucine biosynthesis and fatty acid degradation pathways. *P < 0.05; **P < 0.01; Wilcoxon rank-sum test.

ultra-performance liquid chromatography.?* To do a compre-
hensive search for differential metabolites, metabolites from
the fecal samples of the 141 sarcopenia patients and 142
healthy individuals were evaluated using both positive and
negative ion scan modes. In total, 1663 metabolites were
identified and then allocated to molecular classes using the

Human Metabolome Database (Table S1 and Table S2). To
ensure the stability of the instrument and good reproducibil-
ity of samples, PCoA analysis was performed showing
samples of fecal metabolites after quality control were aggre-
gated with good reproducibility in the positive and negative
ion modes, indicating that the testing system was stable
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(Figure 4A,B). The metabolic patterns of the gut microbiota
were evaluated using PLS-DA and orthogonal partial least
squares-discriminant analysis (OPLS-DA) (Figure S3).

We found that 216 out of 1663 (12.99%) metabolites were
significantly different between the sarcopenia and healthy
groups. Specifically, the sarcopenia group showed significantly
raised levels of 19 metabolites (Table S1) and significantly
reduced levels of 197 metabolites (Table S2) (Figure 4C). Lipids
and lipid-like molecules and organic acids and their derivatives
were two majority metabolite classes reduced in sarcopenia pa-
tients (Figure 4D). In addition, specific reductions in the levels of
several BCAAs and their metabolites observed in the sarcopenia
group, including isoleucyl-isoleucine, isoleucylproline, valyl-
valine, gamma-glutamylvaline, gamma-glutamylisoleucine
and serylvaline (Figure 4E).

Taken together, pathway associated with BCAA biosynthe-
sis were found to be enriched in the differential microbiota
with BCAA levels were lower in sarcopenia patients, poten-
tially originated from the gut microbiome.

Branched chain amino acid fecal levels were higher in
the blood of mice gavaged with live Prevotella copri

As P. copri showed the greatest differences in abundance
between sarcopenia patients and healthy individuals and path-

ways associated with BCAA biosynthesis were enriched
(Figure 3F) with higher BCAA levels in healthy individuals
(Figure 4E), we questioned whether P. copri can increase BCAA
levels and thus relieve the symptoms of sarcopenia. Then a mouse
model was then used to examine the possible protective role of P.
copri in the gut and the muscle mass and function of the host.

We gavaged 20-month-old mice with LPC, heat-killed P.
copri, BCAA and saline for 8 weeks (Figure 5A). To confirm
the successful gavage of LPC, we assessed fecal samples of
mice using qRT-PCR. The results showed there was a signifi-
cant increase of absolute abundance of P. copri in the live
bacteria group (Figure 5B) in each cage, indicating successful
colonization in the intestinal tracts of the mice by P. copri.
Then, we quantified the concentrations of BCAA in the
plasma and found that BCAA levels in mice gavaged with
LPC and BCAA group were higher than those gavaged with
PBS (Figure 5C). These results indicated that increasing the
abundance of P. copri in the gut might enhance the BCAA
levels in the circulation.

Prevotella copri mitigated decreases in muscle
function in old mice

As blood BCAA level was closely related with muscle
function,?® we were wondering what the influence of P. copri
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Figure 4 BCAAs were enriched in the healthy people. (A, B) PCoA analysis showed remarkable stability of the instrument and good reproducibility of
samples in positive ion mode (A) and negative ion mode (B). (C) Volcano plot showed the differentially regulated metabolites in gut from healthy older
people and SAR patients (VIP > 1; CV < 0.3; ratio > 1.5 or <1/1.5; Wilcox BH P < 0.05). (D) Heatmap showed the differentially regulated metabolites
in two main classes. (LD: lipids and lipid-like molecules; OD: organic acids and derivatives). (E) Boxplot showed the differentially regulated
branched-chain amino acids and their derivatives.
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Figure 5 BCAA level was higher in old mice gavaged with live P. copri. (A) Schematic diagram of the mouse experiments. Live P. copri (LPC) was ad-
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on muscle function in old mice. To ensure the consistency of
muscle mass and function in the baseline, we obtained base-
line measurements of weight, wire hanging time, number of
rod turns, rod speed to fall, time on rotor, grid hanging time,
forelimb grip strength and four limb grip strength, and no
significant differences were observed (Figure S4).

After gavage intervention, it was found that the group of
mouse gavaged with LPC had significantly longer wire hang-
ing time (P = 0.0018), longer time on rotor (P = 0.0001), lon-
ger grid hanging time (P = 0.0169), larger forelimb grip
strength (P < 0.0001) and larger limb grip strength
(P < 0.0001), indicating gavage with LPC mitigated muscle
function decline (Figure 6A—F).

In addition, we also conducted Sirius Red staining, for it
can reflect the staining of collagen fibres in muscle. We
observed a significant higher content in Collagen | (red) and
Collagen IIl (green) in the soleus muscle (Figure S5a and
Figure 5b) and rectus femoris in the group gavaged with
LPC (Figure S5c,d). These results suggested improved muscle
activity efficiency, improved the muscle contraction, and
endurance.

All these results indicated gavaged with LPC mitigated
muscle function decline, implying that it can delay sarcopenia.

Prevotella copri mitigated muscle mass loss in old
mice

To explore the factors underlying the observed better mus-
cle function in mice gavaged with LPC, we further assessed
the muscle mass in mice. We conducted the body compo-
sition test and micro-computed tomography scan. It
showed that the lean muscle mass percentage
(P = 0.0157) and the leg area was higher (P = 0.0031) in
the group gavaged with LPC (Figure 7C,D). While the fat
mass percentage showed no difference among the four
groups (Figure S6f). Besides, we found the weight of rectus
femoris (P = 0.0168) and gastrocnemius muscle
(P = 0.0335) was greater than the control group after dis-
section (Figure 7A,B). All the results showed that LPC treat-
ment attenuated muscle mass loss in old mice.

To investigate the underlining mechanisms of LPC treat-
ment mitigated muscle mass loss in old mice, we tested the
expression of muscle protein synthesis and degradation
genes in skeletal muscle. As Atrogin and MURF 1 are both im-
portant regulators of ubiquitin-mediated protein degradation
in skeletal muscle, they are key markers of muscle loss and
disuse muscle atrophy.?* To determine the impact of LPC on
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Figure 6 Muscle function was improved in old mice gavaged with live P. copri. (A) There was no difference of the body weight among the four groups.
(B) The wire hanging time was longer in the group of LPC and BCAA compared with the control group. (C) The time on the rotor was longer in the group
of LPC and BCAA compared with the control group. (D) The grid hanging time was longer in the group of LPC and BCAA compared with the control
group. (E, F) The forelimb grip strength and four limb grip strength adjusted by weight were stronger in the group of LPC and BCAA compared with
the control group. N = 8-10, *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001. One way ANOVA test.

protein degradation, we quantified the expression of these
protein degradation genes using qRT-PCR. Our results indi-
cated lower expression of MURF 1 (P = 0.0104) and a non-
significant decrease in Atrogin (P = 0.0603) in the skeletal
muscle tissue of mice gavaged with LPC (Figure 7E,F). Corre-
sponding to it, we also investigated the expression of muscle
protein synthesis genes such as MCK, MHC-1 and MHC-2B,
but there was no significant difference observed among the
four groups (Figure S6a—c).

Taken together, LPC treatment significantly mitigated
muscle function and mass decline, indicating that P. copri
may play therapeutic potential role to attenuate sarcopenia.

Discussion

This study demonstrated and verified changes in the human
gut microbiome and metabolome associated with sarcopenia
using an integrated multi-omic framework in a multi-ethnic
cross-sectional study. Many differences in the microbiome
compositions between individuals with sarcopenia and those
without were observed. Specifically, the abundance of
Bifidobacterium was higher in the sarcopenia group while
that of Prevotella was higher in healthy individuals. In
addition, BCAA levels were reduced in the sarcopenia group.
Gavage with LPC protected mice against muscle loss and
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Figure 7 Muscle mass was greater in old mice gavaged with live P. copri. (A) The weight of gastrocnemius was higher in the group of LPC and BCAA
after dissection. (B) The weight of rectus femoris was higher in the group of LPC and BCAA after dissection. (C) Lean mass ratio was higher in the group
of LPC and BCAA tested by small animal body composition analyser. (D) The largest muscle area of the mice leg was greater in the group of LPC and
BCAA measured by micro-computed tomography. (E) The group gavaged with BCAA had lower relative mRNA expression of Atrogin compared with the
control group. (F) The group gavaged with live P. copri had lower relative mRNA expression of MURF 1 compared with the control group. * P < 0.05;
**p < 0.01; *** p < 0.001 (A-F: one way ANOVA test; G-H: Wilcoxon rank sum test).

enhanced muscle function. These findings suggested that
there is an association between the microbiome and sarcope-
nia and that targeting the gut microbiota might be an effec-
tive way to treat sarcopenia.

There is accumulating evidence of a relationship between
the gut microbiota and sarcopenia. A recently published
(1 October 2022) paper showed that the abundance of
Prevotella and P. copri was significantly lower (P-value = 0.021
and P-value = 0.018, respectively) in 27 older adults with sar-
copenia and 33 without sarcopenia from large-independent
cohorts of European individuals (both male and female).?®
These results are consistent with our findings that the
abundance of Prevotella and P. copri were higher in healthy in-
dividuals. However, some studies discovered different results.

For example, a study in Xiangya Hospital included 1417
participants with 10% prevalence of sarcopenia, and they
found that sarcopenia patients had higher relative abundance
of Desulfovibrio piger, Clostridium symbiosum, Hungatella
effluvii, Bacteroides fluxus, Absiella innocuum, Coprobacter
secundus and Clostridium citroniae than healthy individuals.?®
In addition, researchers from Peking Union Medical College
Hospital observed an overall reduction in microbial diversity
in sarcopenia. And the genera Lachnospira, Fusicantenibacter,
Roseburia, Eubacterium and Lachnoclostridium  were
significantly less abundant in sarcopenia.?’” The BIOSPHERE
study from Italy found a reduced abundance of Eubacterium
in frail elderly patients while that of Bifidobacterium was
increased.?® In addition, another study observed higher levels
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of Bifidobacterium longum in sarcopenia patients compared
with the healthy individuals, although the difference was not
statistically significant.?

In addition, the mechanism of the gut-muscle-axis was
investigated in mouse model in some studies. In a study
on aged mice, researchers found that an altered Sutterella
to Barneseilla ratio was linked to skeletal muscle function.*
In addition, Lactobacillus casei Shirota supplementation was
found to attenuate age-related sarcopenia in SAMP8 mice®!
while Bindels et al. reported that oral supplementation with
Lactobacillus species decreased the symptoms of sarcopenia
in a mouse model of acute leukaemia.®? While according to
a recent meta-analysis about gut microbiota and sarcopenia,
Bacteroides fragilis gnotobiotic mice showed higher function
and muscle mass compared with germ-free mice. Besides,
Lactobacillus and Bifidobacterium strains restored age-
related muscle loss. Other studies reported seven probiotic
supplements Saccharomyces boulardii (SB), Lactobacillus
casei LC122 (LC122), Bifidobacterium longum BL986
(BL986), Lactobacillus paracasei PS23 (LPPS23), Lactobacillus
salivarius SA-03 (SA-03), Lactobacillus plantarum TWK10
(LP10) and Bifidobacterium longum OLP-01 (OLP-01) were
beneficial to muscle growth and function in animal
models.®® To clearly study the effect of gut microbiome on
sarcopenia, more studies are required to clarify the mecha-
nism underlying the regulation of the gut-muscle axis in
animal models.

The detailed knowledge of P. copri, which was found to be
significantly decreased in the sarcopenia group in our study,
is relatively limited due to both difficulties in culturing and
its non-pathogenicity.>* It is a common human gut bacterium
in non-westernized populations, and its role in health and
disease remains controversial. Fielding et al. tested the gut
microbiota of elderly individuals with differing physical abili-
ties twice with a one-month interval using the short physical
performance battery test and found that there was a steady
increase in Prevotella in the microbiomes of highly active
elderly individuals.3®> After transplanting the gut microbiota
of the two groups of elderly patients into mice, the authors
found an increased abundance of Prevotellaceae and
Prevotella in the intestines of mice transplanted with feces
from the physically active group, with increases in grip
strength of 6.4%.%° However, some studies found significant
reductions in Prevotella have also been found in the feces
of frail older adults.>”*® These contradictory results may be
due to the huge strain difference of P. copri with distinct
gene repertoires. Besides, distinct genetic and functional
traits of human intestinal P. copri strains were associated
with different habitual diets.*®

Animal studies have found that feeding prebiotics can
increase the abundance of Prevotellaceae and Prevotella in
the gut of obese mice, along with increased muscle mass
and decreased fat mass.*® Chen et al. observed a positive
association between P. copri abundance in the microbiome

and fat accumulation in pigs fed on a formula diet as well
as with the concentrations of obesity-related metabolites in
serum such as lipopolysaccharides, aromatic amino acids,
BCAA and arachidonic acid metabolites.®® These authors also
reported activation of chronic inflammation mediated by
TLR4 and mTOR signalling after P. copri colonization in
germ-free mice, suggesting that P. copri could upregulate
the expression of genes associated with lipogenesis and fat
deposition.®® In our research, we found that P. copri gavage
in mice could increase the muscle mass and function with de-
creased expression of protein degradation genes. However,
the exact mechanism between P. copri and muscle mass
needs more research.

Importantly, our findings suggested the potential of
treating sarcopenia patients through regulation of the gut
microbiota. Further investigations into the molecular mecha-
nisms in which the gut microbiota and BCAA influence muscle
mass and function were required.

Limitations

This study also had some limitations. First, our metagenomic
and metabolomic analyses were carried out specifically in
western China. Therefore, our results may not necessarily
be generalized to other populations. Secondly, the population
was small with only 283 samples, more samples was needed
to do validation. But we did animal studies to verify the
mechanism of the differential bacteria we found. Thirdly,
we did not adjust dietary habits of the different ethnic groups
as it was difficult to quantify.

Conclusions

Using metagenomic and metabolomic analyses, our study
showed that the level of P. copri and BCAA were lower in sar-
copenia patients across three ethnic groups in WCHAT study.
Gavaged with LPC in mice can diminish muscle mass loss
function decline and further attenuate sarcopenia. Our study
demonstrates previously unknown associations between the
gut microbiota, circulating branched-chain amino acids, and
sarcopenia, suggesting the possibility of targeting the gut
microbiota for sarcopenia treatment.

Acknowledgements

The authors of this paper wish to express their sincere
appreciation and gratitude to the study participants of the
cohort for donating their samples and time. The authors of
this manuscript certify that they comply with the ethical
guidelines for authorship and publishing in the Journal of

Journal of Cachexia, Sarcopenia and Muscle 2023; 14: 2275-2288
DOI: 10.1002/jcsm.13313

85U8017 SUOLILLOD dAHERID 3|dedljdde auy Ag peusenob afe sejoe VO ‘8sN Jo Se|nJ Joj Aleiq)T8UlUQ A8]IM UO (SUOTIPUOD-PUB-SWLBY W0 A8 | 1M AlRIq 1 BU1 [UO//:SANY) SUORIPUOD PUe SWe 1 84} 885 *[1202/T0/20] Uo ARiqiT8uluO AB|IM ‘SpPUelIBUIRN 8UR.IL420D AQ ETEET WSI/Z00T 0T/I0pAW0D A8 |1 AfeIq1jUl|UO//ScNY WOy papeojumod ‘S ‘€202 ‘600906TZ6ESET



Prevotella copri alleviates sarcopenia

2287

Cachexia, Sarcopenia and Muscle.** We would like to thank
four anonymous reviewers for insightful comments that
helped to improve this manuscript.

Conflict of interest

None declared.

Funding

This work was funded by the National Natural Science
Foundation of China (No. 82101653 and No. 32100927),
Project of the Sichuan Province Science and Technology
(No. 2021YFS0158), National Clinical Research Center for Ge-
riatric, West China Hospital, Sichuan University (Z2018B09),
West China Hospital Postdoctoral Fund (2020HXBHO011),
1.3.5 Project for Disciplines of Excellence,West China Hospi-
tal, Sichuan University (ZYGD20010, 19HXFHO012 and
ZYJC21005), Project of Max Cynader Academy of Brain Work-
station, WCHSCU (HXYS19005), Chengdu Science and Tech-
nology Bureau Major Science and Technology Application
Demonstration Project (2019YFO900083SN), China Scholar-
ship Council (CSC 202108510037), Dutch Heart Foundation
IN-CONTROL (CVON2018-27), the ERC Consolidator Grant
(grant agreement No. 101001678), NWO-VICI Grant (VI.
C.202.022), and The Netherlands Organ-on-Chip Initiative,
an NWO Gravitation Project (024.003.001). Chinese National
Science & Technology Pillar Program (2020YFC2005600,
2018YFC2000305, 2018YFC 2002400 and 2017YFC0840101),

References

Sichuan Science and Technology Program (2021YFS0136).
[Correction added on 9 September 2023, after first online
publication: Additional funding information by the Chinese
National Science & Technology Pillar Program, Sichuan
Science and Technology Program has been added in this
current version.]

Data availability statement

All the data that support the findings of this study are
available from the corresponding author upon reasonable re-
quest. The raw sequence data reported in this paper have
been deposited in the Genome Sequence Archive (Genomics,
Proteomics $ Bioinformatics 2021%%) in National Genomics
Data Center (Nucleic Acids Res 2022*%), China National
Center for Bioinformation/Beijing Institute of Genomics,
Chinese Academy of Sciences (GSA-Human: HRA003953)
that are publicly accessible at https://ngdc.cncb.ac.cn/
search/?dbld=hra&q=HRA003953&page=1. The accession
number was subPR0020223 and the project number was
PRJCA013598. All code is available at https://github.com/
JigiuWu/SAR_2023.

Online supplementary material

Additional supporting information may be found online in the
Supporting Information section at the end of the article.

. Cruz-Jentoft AJ, Jean Pierre B, Bauer JM,
Yves B, Tommy C, Francesco L, et al.

by inducing the oxidative stress-mediated

expression of myostatin and atrogin-1. Sci
Rep 2016;6:32084.

X, et al. Cohort profile: West China Health

and Aging Trend (WCHAT). J Nutr Health
Aging 2020;25:302-310.

Sarcopenia: European consensus on defini- 6. Koppe L, Pillon NJ, Vella RE, Croze ML, 11. Franzosa EA, Mclver LJ, Rahnavard G.
tion and diagnosis: Report of the European Pelletier CC, Chambert S, et al. p-Cresyl sul- Species-level  functional  profiling  of
Working Group on Sarcopenia in Older fate promotes insulin resistance associated metagenomes and metatranscriptomes,
People. Age Ageing 2010;39:412-423. with CKD. J Am Soc Nephrol 2013;24:88-99. Vol. 15; 2018. p 962-968.

. Petermann-Rocha F, Balntzi V, Gray SR 7. Lahiri S, Kim H. The gut microbiota influ- 12. Segata N, lzard J, Waldron L, Gevers D,
(2021) Global prevalence of sarcopenia ences skeletal muscle mass and function Miropolsky L, Garrett WS, et al. Metage-
and severe sarcopenia: a systematic review in mice, Vol. 11; 2019. nomic biomarker discovery and explana-
and meta-analysis. 8. Lv WQ, Lin X, Shen H, Liu HM, Qiu X, Li BY, tion. Genome Biol 2011;12:R60.

. Ticinesi A, Lauretani F, Milani C, Nouvenne et al. Human gut microbiome impacts skel-  13. Liu Y-X, Chen L, Ma T, Li X, Zheng M, Zhou
A. Aging gut microbiota at the cross-road etal muscle mass via gut microbial synthe- X, et al. An easy-to-use, open-source, re-
between nutrition, physical frailty, and sis of the short-chain fatty acid butyrate producible, and community-based pipeline
sarcopenia: is there a gut-muscle axis? among healthy menopausal women, Vol. for amplicon data analysis in microbiome
2017.p 9. 12; 2021. p 1860-1870. research. EasyAmplicon 2023;iMeta 2:e83.

. Liu C, Cheung WH, Li J, Chow SK, Yu J, 9. Buigues C, Fernandez-Garrido J, 14. Zhu W, Lomsadze A, Borodovsky M. Ab
Wong SH, et al. Understanding the gut mi- Pruimboom L, Hoogland AJ, Navarro- initio gene identification in metagenomic
crobiota and sarcopenia: a systematic re- Martinez R, Martinez-Martinez M, et al. sequences. Nucleic Acids Res 2010;38:
view. J Cachexia Sarcopenia Muscle 2021; Effect of a prebiotic formulation on el32.

12:1393-1407. frailty syndrome: a randomized, 15. Buchfink B, Xie C, Huson DH. Fast and sen-

. Enoki Y, Watanabe H, Arake R, Sugimoto R, double-blind clinical trial. Int J Mol Sci sitive protein alignment using DIAMOND.
Imafuku T, Tominaga Y, et al. Indoxyl sul- 2016;17:932. Nat Methods 2015;12:59-60.
fate potentiates skeletal muscle atrophy 10. Hou L, Liu X, Zhang Y, Zhao W, Xia X, Chen  16. Wu T, Hu E, Xu S, Chen M, Guo P, Dai Z,

et al. clusterProfiler 40: a universal enrich-

Journal of Cachexia, Sarcopenia and Muscle 2023; 14: 2275-2288

DOI: 10.1002/jcsm.13313

85U8017 SUOLILLOD dAHERID 3|dedljdde auy Ag peusenob afe sejoe VO ‘8sN Jo Se|nJ Joj Aleiq)T8UlUQ A8]IM UO (SUOTIPUOD-PUB-SWLBY W0 A8 | 1M AlRIq 1 BU1 [UO//:SANY) SUORIPUOD PUe SWe 1 84} 885 *[1202/T0/20] Uo ARiqiT8uluO AB|IM ‘SpPUelIBUIRN 8UR.IL420D AQ ETEET WSI/Z00T 0T/I0pAW0D A8 |1 AfeIq1jUl|UO//ScNY WOy papeojumod ‘S ‘€202 ‘600906TZ6ESET


https://ngdc.cncb.ac.cn/search/?dbId=hra%26q=HRA003953%26page=1
https://ngdc.cncb.ac.cn/search/?dbId=hra%26q=HRA003953%26page=1
https://github.com/JiqiuWu/SAR_2023
https://github.com/JiqiuWu/SAR_2023

2288

X. Liu et al.

17.

18.

19.

20.

21.

22.

23.

24,

25.

26.

ment tool for interpreting omics data. Inno-
vation (Cambridge (Mass)) 2021;2:100141.
Wen B, Mei Z, Zeng C, Liu S. metaX: a flexible
and comprehensive software for processing
metabolomics data. BMC Bioinformatics
2017;18:183.

Liu X, Hao Q, Hou L, Xia X, Zhao W, Zhang Y,
et al. Ethnic groups differences in the prev-
alence of sarcopenia using the AWGS
criteria. J Nutr Health Aging 2020;24:
665—671.

Nearing JT, Douglas GM, Hayes MG,
MacDonald J, Desai DK, Allward N, et al.
Microbiome differential abundance
methods produce different results across
38 datasets. Nat Commun 2022;13:342.
Claesson MJ, Jeffery 1B, Conde S, Power SE,
O’Connor EM, Cusack S, et al. Gut microbi-
ota composition correlates with diet and
health in the elderly. Nature 2012;488:
178-184.

Markle JG, Frank DN, Mortin-Toth S, Rob-
ertson CE, Feazel LM, Rolle-Kampczyk U, et
al. Sex differences in the gut microbiome
drive hormone-dependent regulation of au-
toimmunity. Science 2013;339:1084-1088.
Want EJ, Wilson ID, Gika H, Theodoridis G,
Plumb RS, Shockcor J, et al. Global meta-
bolic profiling procedures for urine using
UPLC-MS. Nat Protoc 2010;5:1005-1018.
Kamei Y, Hatazawa Y, Uchitomi R,
Yoshimura R, Miura S. Regulation of skele-
tal muscle function by amino acids. Nutri-
ents 2020;12:261.

Shin YJ, Kwon ES, Lee SM, Kim SK, Min KW,
Lim JY, et al. A subset of microRNAs in the
DIk1-Dio3 cluster regulates age-associated
muscle atrophy by targeting atrogin-1. J Ca-
chexia Sarcopenia Muscle 2020;11:1336-1350.
Lee YA, Song SW, Jung SY, Bae J, Hwang N,
Kim HN. Sarcopenia in community-dwelling
older adults is associated with the diversity
and composition of the gut microbiota. Exp
Gerontol 2022;167:111927.

Wang Y, Zhang Y, Lane NE, Wu J, Yang T, Li
J, et al. Population-based metagenomics

28.

29.

30.

31.

32.

33.

analysis reveals altered gut microbiome in
sarcopenia: data from the Xiangya Sarco-
penia Study. J Cachexia Sarcopenia Muscle
2022;13:2340-2351.

. Kang L, Li P, Wang D, Wang T, Hao D, Qu X.

Alterations in intestinal microbiota diver-
sity, composition, and function in patients
with sarcopenia. Sci Rep 2021;11:4628.
Picca A, Ponziani FR. Gut microbial, inflam-
matory and metabolic signatures in older
people with physical frailty and sarcopenia:
results from the BIOSPHERE Study, Vol. 12;
2019.

Ticinesi A, Mancabelli L, Tagliaferri S. The
gut-muscle axis in older subjects with low
muscle mass and performance: a proof of
concept study exploring fecal microbiota
composition and function with shotgun
metagenomics sequencing; 2020. p 21.
Siddharth J, Chakrabarti A, Pannérec A,
Karaz S, Morin-Rivron D, Masoodi M,
et al. Aging and sarcopenia associate with
specific interactions between gut mi-
crobes, serum biomarkers and host physi-
ology in rats. Aging (Albany NY) 2017;9:
1698-1720.

Chen LH, Chang SS, Chang HY, Wu CH, Pan
CH, Chang CC, et al. Probiotic supplementa-
tion attenuates age-related sarcopenia via
the gut-muscle axis in SAMP8 mice. J Ca-
chexia Sarcopenia Muscle 2022;13:515-531.
Bindels LB, Beck R, Schakman O, Martin JC,
De Backer F, Sohet FM, et al. Restoring
specific lactobacilli levels decreases inflam-
mation and muscle atrophy markers in an
acute leukemia mouse model. PLoS ONE
2012;7:e37971.

Liu C, Cheung WH, Li J, Chow SK, Yu J,
Wong SH, et al. Understanding the gut mi-
crobiota and sarcopenia: a systematic re-
view. J Cachexia Sarcopenia Muscle 2021;
12:1393-1407.

Tett A, Pasolli E, Masetti G. Prevotella di-
versity, niches and interactions with the
human host. Nat Rev Microbiol 2021;19:
585-599.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Fielding RA, Reeves AR, Jasuja R, Liu C,
Barrett BB, Lustgarten MS. Muscle strength
is increased in mice that are colonized with
microbiota from high-functioning older
adults. Exp Gerontol 2019;127:110722.
Chen C, Fang S, Wei H, He M, Fu H, Xiong X,
et al. Prevotella copri increases fat accumu-
lation in pigs fed with formula diets.
Microbiome 2021;9:175.

Xu'Y, Wang Y, Li H, Dai Y, Chen D, Wang M,
et al. Altered fecal microbiota composition
in older adults with frailty. Front Cell Infect
Microbiol 2021;11:696186.

van Tongeren SP, Slaets JP, Harmsen HJ,
Welling GW. Fecal microbiota composition
and frailty. Appl Environ Microbiol 2005;
71:6438-6442.

De Filippis F, Pasolli E, Tett A, Tarallo S,
Naccarati A, De Angelis M, et al. Distinct
Genetic and Functional Traits of Human In-
testinal Prevotella copri Strains Are Associ-
ated with Different Habitual Diets. Cell
Host Microbe 2019;25:444—-453.e3.
Everard A, Lazarevic V, Derrien M, Girard
M, Muccioli GG, Neyrinck AM, et al. Re-
sponses of gut microbiota and glucose
and lipid metabolism to prebiotics in ge-
netic obese and diet-induced leptin-resis-
tant mice. Diabetes 2011;60:2775-2786.
von Haehling S, Morley JE, Coats AJS, Anker
SD. Ethical guidelines for publishing in the
Journal of Cachexia, Sarcopenia and Mus-
cle: update 2017. J Cachexia Sarcopenia
Muscle 2017;8:1081-1083.

The Genome Sequence Archive Family. To-
ward explosive data growth and diverse
data types. Genomics Proteomics Bioinfor-
matics 2021;19:578-583.

Database Resources of the National Geno-
mics Data Center. China National Center
for Bioinformation in 2022. Nucleic Acids
Res 2022;50:D27-D38.

Journal of Cachexia, Sarcopenia and Muscle 2023; 14: 2275-2288

DOI: 10.1002/jcsm.13313

85U8017 SUOLILLOD dAHERID 3|dedljdde auy Ag peusenob afe sejoe VO ‘8sN Jo Se|nJ Joj Aleiq)T8UlUQ A8]IM UO (SUOTIPUOD-PUB-SWLBY W0 A8 | 1M AlRIq 1 BU1 [UO//:SANY) SUORIPUOD PUe SWe 1 84} 885 *[1202/T0/20] Uo ARiqiT8uluO AB|IM ‘SpPUelIBUIRN 8UR.IL420D AQ ETEET WSI/Z00T 0T/I0pAW0D A8 |1 AfeIq1jUl|UO//ScNY WOy papeojumod ‘S ‘€202 ‘600906TZ6ESET



	Prevotella copri alleviates sarcopenia via attenuating muscle mass loss and function decline
	Introduction
	Methods
	The West China Health and Aging Trend cohort and sarcopenia screening
	Study participants and fecal collection
	Metagenomic data analysis
	Data analysis of metabolites profiling
	Bacteria strains, culture and preparation of bacteria suspensions
	Function validation of Prevotella copri in mice
	Data analysis of mouse study

	Results
	Characteristics of participants
	Gut microbiome composition in the Han, Qiang and Zang ethnic groups
	Prevotella is less abundant in patients with sarcopenia across three ethnic groups
	Branched chain amino acid fecal metabolite levels are lower in sarcopenia patients
	Branched chain amino acid fecal levels were higher in the blood of mice gavaged with live Prevotella copri
	Prevotella copri mitigated decreases in muscle function in old mice
	Prevotella copri mitigated muscle mass loss in old mice

	Discussion
	Limitations
	Conclusions
	Conflict of interest
	Funding
	Data availability statement

	References

