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Introduction

Bovine milk-derived extracellular vesicles prevent
gut inflammation by regulating lipid and amino
acid metabolism+

Chunmei Du, @2 Suyu Quan, €2 ® Yiguang Zhao,? Xuemei Nan,? Ruipeng Chen,?
Xiangfang Tang*® and Benhai Xiong*®

Inflammatory bowel disease (IBD) is a global health problem in which metabolite alteration plays an
important pathogenic role. Bovine milk-derived extracellular vesicles (mEVs) have been shown to regulate
nutrient metabolism in healthy animal models. This study investigated the effect of oral mEVs on metab-
olite changes in DSS-induced murine colitis. We performed metabolomic profiling on plasma samples
and measured the concentrations of lipids and amino acids in both fecal samples and colonic tissues.
Plasma metabolome analysis found that mEVs significantly upregulated 148 metabolite levels and down-
regulated 44 metabolite concentrations (VIP > 1, and p < 0.05). In the fecal samples, mEVs significantly
increased the contents of acetate and butyrate and decreased the levels of tridecanoic acid (C13:0),
methyl cis-10-pentadecenoate (C15:1) and cis-11-eicosenoic acid (C20:1). Moreover, the concentrations
of eicosadienoic acid (C20:2), eicosapentaenoic acid (C20:5), and docosahexaenoic acid (C22:6) were
decreased in colonic tissues with mEV supplementation. In addition, compared with the DSS group, mEVs
significantly increased the content of L-arginine, decreased the level of L-valine in the fecal samples, and
also decreased the levels of L-serine and L-glutamate in the colonic tissues. Collectively, our findings
demonstrated that mEVs could recover the metabolic abnormalities caused by inflammation and provided
novel insights into mEVs as a potential modulator for metabolites to prevent and treat IBD.

Altered metabolites in numerous biological tissues, such as
feces, urine, blood, gut, liver, and cerebrospinal fluid, could

Inflammatory bowel disease (IBD), Crohn’s disease (CD), and
ulcerative colitis (UC) are collective terms for human gastroin-
testinal tract diseases." In the western world, the prevalence of
IBD is now up to 0.5% and is forecasted to reach 1% of the
population by 2030.>* In China, the incidence of IBD has
risen dramatically with the modernization of society. Given the
substantial effects of IBD on all aspects of individual lives and
the huge burden of overall health expenditure, research into
the treatment of IBD is urgently needed.’ Previous studies
have revealed that more than 200 susceptibility loci,® dysbiosis
of intestinal microbes, and metabolites alteration” contribute
to the development of IBD.
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explain the role of metabolites in disease development and
progress and provide novel candidate biomarkers for disease
diagnosis.>® In IBD patients, nutrient metabolism is signifi-
cantly changed, with a decrease in carbohydrate and nucleo-
tide metabolism in favor of increased lipid and amino acid
metabolism.'® Moreover, the potential link between lipid pro-
filing and colitis has been documented, which shows that the
balance between the pro-inflammatory and anti-inflammatory
bioactive lipid mediators is disrupted.''* The alteration of
amino acid profiles in biofluids and intestinal tissues is
closely related with the severity of disease in IBD patients."?
Previous studies reported that about 17 fecal amino acids were
higher in IBD patients compared with healthy individuals.**"
In brief, the regulation of lipid and amino acid metabolism is
believed to be a promising method to treat IBD.

Bovine milk-derived extracellular vesicles (mEVs), carrying
unique RNAs, proteins, lipids, and DNAs, have potential anti-
degradation, anti-oxidation, and anti-inflammatory biological
properties, with known therapeutic benefits in a murine
model of colitis."®*™® As a natural compound, mEVs have been
reported to regulate lipid and amino acid metabolism in
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healthy mice."® Although several studies have demonstrated
the anti-inflammatory effects and mechanism of mEVs by tran-
scription and microbiome in vivo,"”*° the potential mecha-
nism of mEVs to attenuate intestinal inflammation is still
unclear, especially from the perspective of lipid and amino
acid metabolism. Metabolomics can quantify small molecules
(<1500 Da) in body fluids or tissues and characterize the meta-
bolic profile of a biological system. Therefore, we performed
untargeted liquid chromatography-mass spectrometry (LC-
MS) and targeted metabolomics of plasma, feces, and tissues
in murine model of colitis offered mEVs, hoping to elucidate
the protective role and mechanism of mEVs against colitis.

Materials and methods
Ethics statement

All the experimental design and operations were performed
following the guidelines for Care and Use of Laboratory
Animals of the Chinese Academy of Agricultural Sciences and
was approved by the Animal Ethics Committee of Chinese
Academy of Agricultural Sciences (approval number: 1AS2021-
235).

Bovine mEVs isolation and characterization

Isolation of bovine mEVs was carried out as previously
described.** All centrifugation was performed at 4 °C. Whole
milk samples were centrifuged at 3000g for 30 min and sub-
sequently at 12 000g for 60 min to remove fat globules, casein
aggregates, and residual chymosin. Then, the harvested milk
supernatants were centrifuged at 30 000g, 75 000g for 60 min
to further remove large particles and other impurities. Next,
whey was centrifuged at 120 000g for 90 min with a SW32Ti
rotor (Optima XPN-100; Beckman Coulter Instru-ments,
Fullerton, CA, USA) to obtain mEVs pellet. The pelleted mEVs
were resuspended in PBS, filtered by a 0.22 pm membrane
filter (Millipore, USA), and kept at —80 °C until use.

Western blotting (WB) was used to identify the positive
marker proteins on the mEVs surface, including HSP70,
TSG101, CD63, and CD9 (cat. no. ab275018, Abcam, UK). The
negative marker proteins on the mEVs surface were also veri-
fied (cat. no. ab275018, Abcam, UK). The morphology of mEVs
was observed using transmission electron microscopy (TEM)
(HT7700, Hitachi, Japan). The particle size and concentration
were measured by nanoparticle tracking analysis (NTA) with
ZetaView PMX 110 and ZetaView v8.04.02 SP2 software
(Particle Metrix, Meerbusch, Germany). The results of WB,
TEM, and NTA*' are presented in Fig. S1.f These results
demonstrated that mEVs were successfully extracted.

Induction of acute colitis

Six weeks old C57BL/6 male mice were originally purchased
from SPF Biotechnology Co., Ltd (Beijing, China). The mice
were housed under specific pathogen-free (SPF) environment
to adapt to the laboratory conditions, with free access to food
and water. For dextran sulfate sodium (DSS)-induced colitis
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(molecular weight 36 000-50 000 kDa; MP Biomedicals, CA,
USA), mice were provided 3.5% (w/v) DSS in their drinking
water for 7 days continuously. To test the role of mEVs on
colitis model, mice were orally administrated the mEVs for 30
days before the DSS treatment (3.0 x 10° particles per gram
body weight/mouse). Body weight was monitored daily.
Disease activity index (DAI) was evaluated by weight loss, stool
consistency, and presence of blood in the feces. Finally, mice
were euthanatized and sacrificed, and plasma, colon tissues,
and colon contents were obtained for the following experi-
ments. A portion of the collected colons was subjected to
further histology analysis.

Quantification of inflammatory cytokines in the plasma

Fresh blood was transferred into centrifuge tubes containing
heparin sodium and centrifuged at 3000g for 10 min at 4 °C to
obtain the plasma. The concentrations of cytokines including
IL-6 (cat. no. VAL604, R&D), IL-1f (cat. no. 1210122, Dakewe),
and IL-10 (cat. no. 1211002, Dakewe) in the plasma were
measured by ELISA according to the manufacturers’
recommendations.

Metabolite extraction and analysis

The thawed plasma (80 puL) was added with r-2-chlorophenyla-
lanine (20 pL) as the internal standard. The sample was mixed
by vortexing for 10 s and then addeded with 240 pL ice-cold
mixture of methanol and acetonitrile (2/1, v/v) to precipitate
protein. The mixture was vortexed for 30 s, ultrasonicated for
10 min in ice-water bath, and placed at —20 °C for 30 min.
Then, it was centrifuged at 15000g at 4 °C for 10 min. The
supernatant (200 pL) was transferred to a glass vial and dried
in a freeze concentration centrifugal dryer. About 120 pL of
reconstitution fluid (acetonitrile : water = 1: 4, v/v) was added
into the supernatant sample, followed by vortexing for 30 s,
ultrasonication for 3 min, and placed at —20 °C for 2 h. The
sample was then centrifugated at 15 000g at 4 °C for 10 min.
The extract was filtered by a 0.22 pm membrane filter
(Millipore, USA) and transferred to autosampler vials for
LC-MS analysis. The quality control (QC) samples were pre-
pared by mixing equal volumes of all the samples.

The extracted metabolites were conducted using an
ACQUITY UPLC I-Class Plus ultraperformance liquid tandem
QE high resolution mass spectrometer (Thermo Fisher
Scientific, Waltham, MA, USA), equipped with an Acquity
UPLC HSS T3 column (100 mm x 2.1 mm X 1.8 um; Waters
Corporation, Milford, USA). The mobile phase included
solvent A (water, 0.1% formic acid) and solvent B (acetonitrile,
0.1% formic acid), and the flow rate was 0.35 mL min~" with
2 pL injection volume. The optimal elution procedure gradient
was as follows: 0 min, 5% B; 2 min, 5% B; 4 min, 25% B;
8 min, 50% B; 10 min, 80% B; 14 min, 100% B; 15 min, 100%
B; 15.1 min, 5% and 16 min, 5% B.

The raw LC-MS data were treated by Progenesis QI V2.3 soft-
ware (Nonlinear, Dynamics, Newcastle, UK) for baseline filter-
ing, peak identification, retention time correction, peak align-
ment, and normalization. The extracted data removed the
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peaks with a missing value (ion intensity = 0) of more than
50% in groups and filtrated based on the qualitative results of
the compounds. Human metabolome database (HMDB), and
Metlin database were used to do qualitative analysis. The data
matrix was imported into the R to perform principal com-
ponent analysis (PCA) and orthogonal partial least squares dis-
criminant analysis (OPLS-DA). Variable importance of projec-
tion (VIP) values obtained from the OPLS-DA analysis and
Student’s t-test were used to screen differential metabolites
(VIP > 1 and p < 0.05). Differential metabolites were mapped to
Kyoto Encyclopedia of Genes and Genomes (KEGG) database
and gained enriched pathways.

Amino acid profile analysis

The feces and colonic tissues samples were mixed with a 10%
sulfosalicylic acid solution to deproteinize and placed at 4 °C
for overnight. Thereafter, the supernatant of the sample was
transferred into a new tube and added with methanolina1:1
(v/v) ratio. The mixed solution was centrifuged at 12 000g for
10 min and filtrated by a 0.2 pm Millipore filter. Finally, the
extracted supernatant was transferred into vials for free amino
acid analysis.

The amino acid profile was analyzed using ultrahigh-per-
formance liquid chromatography-tandem mass spectrometry
(UHPLC-MS/MS) method performed by the Agilent 6470 triple
quadrupole mass spectrometer system, furnished with a
G1312B Agilent 1290 Infinity binary pump, a G7129A Agilent
1290 Infinity autosampler, a G1316A Agilent 1290 Infinity
thermos tatted column compartment, and Agilent Jet Stream
Electrospray ionization source (Agilent Technologies, CA, USA).
The type of the chromatography (HILIC)-Z column was Agilent
InfinityLab Poroshell 120 (2.1 mm x 100 mm x 2.7 pm, Agilent
Technologies, CA, USA). The UPLC-MS/MS system was con-
ducted with eluent A and eluent B. The flow rate of the former
was 0.8 mL min~" using 20 mM ammonium formate in water,
whereas the latter was 20 mM ammonium formate in 9:1
acetonitrile/water (v/v). The gradient of eluent B was as follows:
0 min, 100%, 11.5 min, ramped to 70%, and 12 min, ramped
to 100%. The column temperature was 30 °C, injection volume
was 1 pL, and the run time was 15 min. The amino acids’ stan-
dard curves were converted into corresponding amino acid
concentrations by an external standard method according to
the instruction of the manufacturer (Sigma-Aldrich, St Louis,
MO, USA).

Fatty acid profile analysis

The feces and colonic tissues samples were added with
methanol : acetylchloride (8:1, v/v) and methyl undecacarbo-
nate was added as the internal standard. Then, the mixture
was homogenized and placed at 95 °C for 2 h. Hexane and
12% potassium carbonate solution were added to the mixture,
respectively. After vortexing, the samples were centrifuged at
5000g for 3 min to collect the supernatant.

A gas chromatograph (Agilent 8890, CA, USA) equipped
with an SP-2560 column (100 m x 0.25 mm x 0.20 pm;
Supelco) was used to separate and detect fatty acids in the
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extracted samples. The temperature of the column oven was
140 °C for 5 min, then increased up to 180 °C by 12 °C min™*
for 6 min, increased up to 210 °C by 2.5 °C min~" for 20 min,
and increased up to 230 °C by 4 °C min™"' for 10 min; the
detector and injector temperatures were 260 °C and 250 °C,
respectively. The flow rate was 1 mL min~' and the injection
volume was 1 pL.

Short-chain fatty acid (SCFAs) profile analysis

The thawed feces were dissolved in distilled water and centri-
fuged at 10000g at 4 °C for 10 min. The supernatant was
added to 25% metaphosphoric acid solution (10:1, v/v) and
held for 30 min at room temperature. Then, the mixture was
centrifuged at 10 000g at 4 °C for 15 min. Finally, the solution
was transferred into brown tubes and measured by an Agilent
8890 gas chromatograph (Agilent Technologies, Inc, Palo Alto,
CA, USA) equipped with a capillary column (30 m x 0.25 mm x
0.25 pm; DB-FFAP, Agilent Technologies, USA).

Statistical analysis

The significant difference of body weights, DAI, and histo-
logical score of colons were performed by one-way analysis of
variance (ANOVA), followed by Duncan test for multiple com-
parison (SPSS v22. IBM Corp). The data of cytokines, amino
acids, fatty acids, and SCFAs were analyzed using unpaired
Student’s #test (SPSS v22. IBM Corp). The PCA scores plot of
the metabolome was used to reveal the presence of outliers
outside the 95% significance level of Hotelling’s T2 ellipse.
The significantly different metabolites between the groups
were determined by VIP > 1 and p < 0.05. All data were pre-
sented as the mean + standard error of the mean (SEM) and
drawn by GraphPad Prism 8.0 (GraphPad Software, Inc. San
Diego, USA). p < 0.05 indicated significant difference.

Results
Effect of mEVs supplementation on cytokine concentrations

As expected, mEVs treatment significantly prevented weight
loss (Fig. 1A) and DAI score (Fig. 1B) in DSS-induced colitis.”*
Histological analysis found that mEVs significantly decreased
the infiltration of inflammatory cells, mucosal injury, and
overall histology score® (Fig. 1C and D). Moreover, mEVs sig-
nificantly decreased the concentrations of pro-inflammatory
cytokines (IL-6 and IL-1f) and increased the level of anti-
inflammatory cytokine IL-10 (p < 0.05) (Fig. 1E). The above
results indicated that mEVs treatment significantly amelio-
rated DSS-induced colitis.

Effect of mEVs supplementation on plasma metabolites

LC-MS technology was used to investigate the metabolite pro-
files in plasma samples. PCA presented obvious separation of
metabolic features after oral mEVs in DSS-induced colitis
(Fig. 2A). Heat map analysis found that mEVs feeding resulted
in a distinct cluster of metabolites in mouse plasma (Fig. 2B). A
total number of 192 metabolites were significantly changed in

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 Bovine milk-derived (mEVs) treatment alleviated the clinical symptoms of DSS-induced colitis. (A) The body weight. (B) Disease activity index
(DAI) assessment. (C) The histology score. (D) Hematoxylin and eosin (H&E)-stained analysis, scale bar = 500 pm (top) and 100 pm (bottom). (E) The
concentrations of cytokines in the plasma. Data represent the mean + SEM, n = 12, * p < 0.05, ** p < 0.01, *** p < 0.001. * p < 0.05 versus DSS group;
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Fig. 2 Bovine milk-derived (mEVs) altered metabolic profiling in DSS-induced colitis. (A) Principal component analysis (PCA) of metabolites in
plasma samples from DSS and DSS + mEVs groups. (B) Heat map of significantly altered metabolites in plasma samples. (C) Volcano plots of differen-

tially changed metabolites in plasma samples. n = 6.

plasma samples, with 148 upregulated and 44 downregulated
(VIP > 1, and p < 0.05) (Fig. 2C and Table S17}). Besides, the top
10 significantly increased metabolites in response to mEVs were
Cer(d18:1/24:1(15Z)), PGP(18:0/18:0), oxitropium, Nb-palmitoyl-
tryptamine, C17 sphinganine, pristanic acid, isopentenyladeno-
sine-5-diphosphate, nalbuphone, forasartan, and PC(P-15:0/0:0)
(Table S11). mEVs also improved the concentrations of certain
phosphatidylcholine (PC), phosphatidic acid (PA), sphingomye-
lin (SM), and lysophospholipid (LysoPE), specifically PC(20:3
(82,112,142)/20:4(52,82,11Z,14Z)), ~ PC(P-15:0/0:0),  PC(22:2

This journal is © The Royal Society of Chemistry 2023

(132,162)/22:2(132,162)), PC(22:5(4Z,7Z,10Z,13Z,16Z)/16:0), PA
(22:4(72,102,132,16Z)/14:0), PA(16:0/22:2(13Z,16Z)), SM(d18:2
(4E,142)/24:0), LysoPE(18:3(9Z,127,152)/0:0), and LysoPE(0:0/
20:3(52,8Z,1127)) (Table S1f). In addition, mEVs also signifi-
cantly improved the level of other inflammation-related metab-
olites, such as gabapentin, p-lapachone, formononetin, umbelli-
ferone, and noscapine (Table S17).

As shown in Fig. 3A, at the superclass level, 192 metabolites
could be categorized into more than 18 different super classes,
and the predominant super classes included lipids and lipid-

Food Funct., 2023, 14, 2212-2222 | 2215
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Fig. 3 The pie chart of the classification of significantly different metabolites at superclass (A) and class (B) level. (C) Pathway enrichment analysis of
the significantly altered metabolites. The x-axis represents the pathway impact, and the y-axis represents the pathway enrichment.

like molecules (33.85%), organic acids and derivatives (12.5%),
organoheterocyclic compounds (8.85%), organic oxygen com-
pounds (5.73%), benzenoids (5.73%), and phenylpropanoids
and polyketides (3.13%). At the class level, fatty acyls (13.02%),
carboxylic acids and derivatives (9.90%), prenol lipids (6.25%),
organooxygen compounds (6.25%), and glycerophospholipids
(6.25%) were the main components (Fig. 3B).

These phenotype-associated metabolites were significantly
enriched in 10 KEGG pathways, including citrate cycle (TCA
cycle), glucagon signaling pathway, central carbon metabolism
in cancer, glyoxylate and dicarboxylate metabolism, pyruvate
metabolism, renal cell carcinoma, neurotrophin signaling
pathway, AGE-RAGE signaling pathway in diabetic compli-
cations, and leishmaniasis and adipocytokine signaling
pathway (Fig. 3C). It is noteworthy that TCA cycle, glyoxylate
and dicarboxylate metabolism, and pyruvate metabolism were
the central hubs of nutrient metabolism.

Effect of mEVs supplementation on lipid metabolism

In the current study, we determined the fecal concentration of
SCFAs, saturated fatty acids (SFAs), monounsaturated fatty
acids (MUFAs), and polyunsaturated fatty acids (PUFAs)
between the DSS group and DSS + mEVs group. Among SCFAs,
mEVs significantly improved the levels of acetate and butyrate,
with no apparent difference in the propionate level (Fig. 4A-C).
In contrast, the tridecanoic acid (C13:0) content was signifi-

2216 | Food Funct,, 2023, 14, 2212-2222

cantly decreased in response to mEVs. The proportions of
methyl cis-10-pentadecenoate (C15:1) and cis-11-eicosenoic
acid (C20:1) were reduced in the mEVs group. Moreover, mEVs
tended to decrease the level of a-linolenic acid (C18:3) and had
no significant effect in other PUFAs concentrations.

Table 1 presented the SFAs, MUFAs, and PUFAs levels in
colonic tissue samples. Compared with the DSS group, myris-
toic acid (C14:0), palmitic acid (C16:0), and nervonic acid
(C24:1) were significantly decreased in the colonic tissues with
mEVs supplementation. Among PUFAs, the contents of linoleic
acid (C18:2w-6), eicosadienoic acid (C20:2), eicosapentaenoic
acid (C20:5), and docosahexaenoic acid (C22:6) were signifi-
cantly reduced in colonic tissues with mEVs supplementation.

Effect of mEVs supplementation on amino acid metabolism

We also determined the levels of amino acids in colonic
tissues and fecal samples between the two groups (Table 2).
Compared with the DSS group, mEVs significantly increased
the content of r-arginine and decreased r-valine in the fecal
samples. However, fecal glycine, r-alanine, r-serine, r-proline,
t-threonine, i-isoleucine, i-leucine, r-aspartate, r-glutamate,
t-methionine, r-histidine, r-tyrosine, and r-cystine were not
affected by mEVs. In the colon tissues, the level of glycine was
significantly increased by oral gavage of mEVs, the levels of
L-serine and r-glutamate were significantly decreased, while
the other amino acids remained unchanged.

This journal is © The Royal Society of Chemistry 2023
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Fig. 4 Bovine milk-derived (mEVs) treatment changed the production of SCFAs in the feces. (A) Acetate, (B) propionate, (C) butyrate. Mean values +
SEM are presented. Different letters in each figure panel indicate significant difference (p < 0.05). n = 6.

Table 1 mEVs treatment altered the fatty acids profile in colitis mice

Items Metabolites Compound ID DSS DSS + mEVs SEM P
Fecal sample (g per 100 g)

SFA

C13:0 Tridecanoic acid HMDB00910 0.442 0.336 0.4742 0.047
C14:0 Myristoic acid HMDBO00806 0.038 0.010 0.0215 0.237
C15:0 Methyl pentadecanoate 23518 0.012 0.005 0.0043 0.117
C16:0 Palmitic acid HMDB0000220 0.377 0.146 0.1653 0.201
C17:0 Methyl heptadecanoate LMFA07010473 0.005 0.004 0.0013 0.527
C18:0 Octadecanoic acid HMDB0010737 0.174 0.093 0.1038 0.452
C20:0 Eicosanoic acid HMDBO0006740 0.005 0.004 0.0009 0.356
C22:0 Behenic acid HMDB0000944 0.005 0.006 0.0007 0.214
C24:0 Tetracosanoic acid HMDB0002003 0.004 0.005 0.0008 0.309
MUFA

C15:1 Methyl cis-10-pentadecenoate 6112358 0.158 0.072 0.0374 0.041
C16:1 Palmitoleic acid HMDBO0003229 0.004 0.003 0.0013 0.646
C20:1 cis-11-Eicosenoic acid HMDB0002231 0.015 0.008 0.0027 0.030
PUFA

C18:20-6 Linoleic acid HMDBO0000673 0.086 0.074 0.0128 0.351
C18:3w-3 a-Linolenic acid HMDBO0001388 0.007 0.004 0.0013 0.078
C20:50-3 Eicosapentaenoic acid HMDB0001999 0.020 0.014 0.1190 0.626
C20:40-6 Arachidonic acid HMDB0001043 0.014 0.015 0.0042 0.866
C22:60-3 Docosahexaenoic acid HMDB0002183 0.007 0.007 0.0016 0.857
®-6/w-3 Omega-6/omega-3 ratio 3.425 3.864 0.6520 0.273
Colonic tissue (g per 100 g)

SFA

C14:0 Myristoic acid HMDBO0000806 0.025 0.015 0.0030 0.005
C16:0 Palmitic acid HMDB0000220 0.683 0.424 0.1113 0.045
C16:1 Palmitoleic acid HMDB0003229 0.066 0.040 0.0143 0.093
C18:0 Octadecanoic acid HMDBO0000827 0.389 0.281 0.0822 0.246
C22:0 Behenic acid HMDB0000944 0.011 0.009 0.0018 0.258
MUFA

C18:1 Oleic acid HMDB0000207 0.289 0.248 0.0573 0.498
C20:1 cis-11-Eicosenoic acid HMDB0002231 0.015 0.010 0.0032 0.186
C22:1 Methyl cis-13-docosenoate 87145151 0.028 0.031 0.0041 0.479
C24:1 Nervonic acid HMDBO0002368 0.020 0.012 0.0022 0.005
PUFA

C18:20-6 Linoleic acid HMDB0000673 0.378 0.233 0.6544 0.047
C20:20-6 Eicosadienoic acid HMDBO0005060 0.010 0.006 0.0009 0.004
C20:50-3 Eicosapentaenoic acid HMDB0001999 0.067 0.029 0.0117 0.017
C20:40-6 Arachidonic acid HMDB0001043 0.127 0.113 0.008 0.104
C22:60-3 Docosahexaenoic acid HMDB0002183 0.066 0.052 0.0051 0.025
®-6/00-3 Omega-6/0omega-3 ratio 4.326 4.487 0.3683 0.165

mEVs: milk-derived extracellular vesicles; DSS: dextran sodium sulfate; SEM = standard error of mean; SFA: saturated fatty acid; MUFA:
monounsaturated fatty acid; PUFA: polyunsaturated fatty acids; compound ID: based on Human metabolome database (HMDB) database or
Pubchem database; n=7.

Discussion

Previous literature investigated that mEVs could avoid diges-
tion treatment and are assimilated by intestinal cells
through endocytosis, remaining bioavailable systemically.>

This journal is © The Royal Society of Chemistry 2023

Meanwhile, mEVs can also exert direct effects on intestinal

cells on absorption.

22

Evidence also documented that the

cargos in mEVs, in particular RNAs, were delivered to circulat-

ing immune cells in the host.

23,24

In addition, mEVs also carry

abundant proteins, wherein lactadherin plays an important
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Table 2 mEVs treatment altered the amino acids profile in colitis mice

Items DSS DSS + mEVs SEM P
Fecal sample (mmol L")

Glycine 0.051 0.061 0.0139 0.500
L-Alanine 0.102 0.127 0.0329 0.464
L-Serine 0.067 0.080 0.0225 0.578
L-Proline 0.024 0.026 0.0042 0.773
1-Valine 0.052 0.035 0.00741 0.042
L-Threonine 0.268 0.313 0.0907 0.628
t-Isoleucine 0.020 0.023 0.0041 0.478
L-Leucine 0.040 0.067 0.0216 0.242
L-Aspartate 0.028 0.030 0.0099 0.895
1-Glutamate 0.043 0.057 0.0139 0.331
1-Methionine 0.019 0.021 0.0028 0.516
L-Histidine 0.016 0.017 0.0018 0.693
L-Arginine 0.021 0.041 0.0083 0.034
L-Tyrosine 0.035 0.036 0.0075 0.909
L-Cystine 0.014 0.003 0.0099 0.284
Colonic tissue (mmol L")

Glycine 0.008 0.017 0.0031 0.048
L-Alanine 0.102 0.103 0.0033 0.936
L-Serine 0.418 0.094 0.0716 0.002
L-Proline 0.006 0.011 0.0032 0.176
1-Valine 0.006 0.007 0.0010 0.108
L-Threonine 0.003 0.004 0.0006 0.358
t-Isoleucine 0.009 0.123 0.0023 0.215
L-Leucine 0.009 0.011 0.0024 0.402
L-Aspartate 0.011 0.015 0.0036 0.316
L-Lysine 0.006 0.007 0.0017 0.320
1-Glutamate 0.029 0.015 0.0059 0.039
L-Methionine 0.007 0.009 0.0019 0.250
t-Histidine 0.007 0.007 0.0004 0.284
t-Phenylalanine 0.005 0.008 0.0030 0.467
L-Arginine 0.004 0.007 0.0017 0.185
L-Tyrosine 0.004 0.006 0.0009 0.126
L-Cystine 0.031 0.037 0.0144 0.709

mEVs: milk-derived extracellular vesicles; DSS: dextran sodium sulfate;
SEM = standard error of mean; n = 7.

role in serving intestinal epithelium health.>>?® In addition,
mEVs have abundant lipids such as phosphatidylcholine (PC),
phosphatidylserine (PS), phosphatidylethanolamine (PE), and
sphingomyelin (SM).”” Some lipidic fractions of mEVs were
found to be beneficial against intestinal inflammation.>* In
the current study, we found the protective and therapeutic
functions of mEVs on the animal model, as evidenced by the
reduction in body weight loss, DAI score, and histology score.
Further, higher concentration of anti-inflammatory cytokines
(IL-10) and lower concentrations of pro-inflammatory (IL-6 and
IL-1p) were determined in the plasma of mice offered mEVs,
indicating that mEVs could alleviate colitis by inhibiting pro-
inflammatory cytokine production and promote anti-inflam-
matory cytokine production.

Lipids and lipid-like molecules

Lipids play a critical role in the regulation of barrier per-
meability and could inhibit the development of colitis because
it could change the cell membrane tight junction complex,
fluidity, and gene expression of epithelial cells. However, these
effects depend on the type of fatty acids. Sugiol is a diterpe-
noid and has been demonstrated to have anti-inflammatory

2218 | Food Funct, 2023, 14, 2212-2222
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effect by inhibiting NF-xB and MAPK signaling pathways and
reducing the inflammatory markers such as TNF-a, IL-1p, and
IL-6.>% p-Ionone, a precursor of carotenoids, could be con-
verted to retinol and retinal.”® The anti-inflammatory effect of
f-ionone was that it could suppress Akt and MAPK activation
in LPS-induced inflammation.?® Oleic acid, a type of MUFA,
might play an anti-inflammatory role due to its ability to
inhibit the enzymes responsible for the formation of arachido-
nic acid, with strong pro-inflammatory properties.>! A recent
study reported that serum oleic acid was decreased in the
colitis mice compared to the control group.’® Therefore, the
increased levels of sugiol, p-ionone, and oleic acids in plasma
by mEVs is beneficial for suppressing inflammation.

In our study, mEVs supplementation promotes the utiliz-
ation of n-3 PUFAs such as docosahexaenoic acid (DHA) and
eicosapentaenoic acid (EPA) in the colonic tissue of colitis
mice, which are beneficial to alleviate the inflammatory symp-
toms. DHA is the origin of the D-series resolvins, protectins,
and maresins, while EPA constitutes the family of E-series
resolvins.”> Recently, DHA and EPA were demonstrated to
maintain intestinal barrier function by regulating the
expressions of occludin, ZO-1, and MUC2.*? Besides, they also
decrease the production of TNF-a, LTB4, and COX-2 by inhibit-
ing NF-xB activity in a colitis model.>* The anti-inflammatory
effect of DHA and EPA is associated with the activation of
PPAR-y agonists, which contributed to the alleviation of intes-
tinal inflammation in IBD.** Moreover, a study presented that
the level of blood DHA is significantly decreased in the active
inflammatory UC relative to UC remission.>> However, mEVs
could improve the content of DHA in plasma, which is useful
for colitis remission. In addition, mEVs promote the absorp-
tion of n-6 PUFAs such as eicosadienoic acid (EDA) in colonic
tissues. EDA play an important role in pain initiation and anti-
inflammatory role in IBD.*® Above all, mEVs promoted the
intake of PUFAs, which was considered as a potential anti-
inflammatory and health benefiting function.

Amino acids

Amino acids are required for intestinal growth and mucosal
integrity, which are involved in intestinal inflammation, epi-
thelial barrier, and energy homeostasis of the host.
Compelling evidences indicate that amino acids play a crucial
role in attenuating inflammation, oxidative stress, and the con-
tents of pro-inflammatory cytokines.*””*® Firstly, a previous
study reported that the blood level of glycine was decreased in
DSS-induced colitis;*® however, mEVs could improve the
plasma glycine level. Glycine has been reported to have anti-
inflammatory effect in DSS-induced colitis,** which may be
related to promoting glutathione synthesis in cells, inactivat-
ing inflammatory cells in the lamina propria, and suppressing
the secretion of pro-inflammatory cytokines.**

Secondly, colonic glutamate level was significantly
decreased by mEVs, indicating that mEVs promoted the
absorption of glutamate. Li et al. found that the microinjection
of glutamate into hypothalamic paraventricular nucleus (PVN)
facilitated cell proliferation, improved antioxidant levels, sup-

This journal is © The Royal Society of Chemistry 2023
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pressed apoptosis, and the expression of pro-inflammatory
cytokines (TNF-a and IL-1) in a colitis model.*”> Moreover,
tissue serine showed higher values in UC,**** and mEVs could
reverse this symptom, with the higher uptake of serine.
Accumulating studies elucidated that serine supplementation
had beneficial effects on intestinal integrity, gut microbiota
composition, and cell apoptosis inhibition in DSS-induced
colitis.***

Finally, we also found several different fecal amino acids in
response to mEVs. Valine belongs to branched chain amino
acids, and the increased level in fecal samples was demon-
strated to have positive association with the severity of IBD."
Arginine was decreased in IBD patients,"* while mEVs
increased its concentration in our results. Arginine, a semi-
essential amino acid, is the precursor of nitric oxide (NO) and
polyamines, which played a vital role in B-cell maturation,
T-cell proliferation, and cytokine production.*® Besides, argi-
nine supplementation effectively increased the abundance of
anti-inflammatory gut microbes, decreased the pro-inflamma-

tory factor and protected the intestinal
47,48

expression,
mucosa.

According to previous studies, the increase and decrease of
specific amino acids in blood, and increases in all tissues and
feces might be owing to malabsorption in the intestinal or
colonic leakage driven by inflammation.***° In the current
study, mEVs could reverse the higher concentrations of certain
amino acids in tissues and feces caused by inflammation, indi-
cating that mEVs promoted the absorption of amino acids and
were conducive to alleviating colitis.

Other metabolites

In this study, we also found that mEVs increased other inflam-
mation-related metabolites in plasma. Gabapentin was able to
reduce the number of mast cell count and degranulated mast
cells in the colonic tissue, with the release of pro-inflammatory
cytokines TNF-o and IL-1B.°" In addition, gabapentin could
also activate the PPAR-y receptor, which in turn inactivated
NF-kB and consequently reduced the expression of inflamma-
tory genes.”" p-Lapachone, a derivative of the naturally occur-
ring element lapachol, plays an anti-inflammatory role by
repressing the expression of iNOS, COX-2, and pro-inflamma-
tory cytokines (IL-6, IL-1f, and TNF-a) in LPS-induced inflam-
mation.”* Also, P-lapachone could inhibit LPS-stimulated
protein tyrosine phosphorylation and NF-kB binding action in
macrophages.”” Formononetin, an isoflavone, has anti-inflam-
matory effect by inhibiting the NLRP3 inflammasome
pathway.>® Umbelliferone is a potential anti-inflammatory and
antioxidant coumarin derivative.>® Moreover, umbelliferone
might be suitable for therapeutic application in colitis because
it could alleviate the symptoms through the regulation of
TLR4/NF-kB-p65/iNOS and SIRT1/PPARy signaling pathways.>*
Noscapine is a plant-derived non-toxic alkaloid with anti-
inflammatory properties.>® In summary, the increased levels of
the above metabolites in the mEVs group might contribute to
exerting anti-inflammatory function.

This journal is © The Royal Society of Chemistry 2023
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Conclusion

In conclusion, our results indicated that bovine mEVs shifted
metabolomic profiles in the DSS-induced murine colitis,
especially increased the levels of lipid anti-inflammatory
metabolites, and reduced the levels of fecal amino acids,
which could be a major driving force of mEVs in the remission
of colitis. These findings provided novel insights into the
effects of mEVs in suppressing inflammation by regulating the
metabolism of nutrients, which might contribute to the devel-
opment of new methods for the treatment of colitis.
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