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Porcine milk exosomes modulate
the immune functions of CD14*
monocytes in vitro
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Exosomes mediate near and long-distance intercellular communication by transferring their molecular
cargo to recipient cells, altering their biological response. Milk exosomes (MEx) are internalized by
immune cells and exert immunomodulatory functions in vitro. Porcine MEx can accumulate in the
small intestine, rich in macrophages. No information is available on the immunomodulatory ability

of porcine MEx on porcine monocytes, which are known precursors of gut macrophages. Therefore,
this study aims at (1) assessing the in vitro uptake of porcine MEx by porcine monocytes (CD14+),

and (2) evaluating the in vitro impact of porcine MEx on porcine monocytes immune functions.

MEXx were purified by ultracentrifugation and size exclusion chromatography. The monocytes’
internalization of PKH26-labeled MEx was examined using fluorescence microscopy. Monocytes were
incubated with increasing exosome concentrations and their apoptosis and viability were measured.
Lastly, the ability of MEx to modulate the cells’immune activities was evaluated by measuring
monocytes’ phagocytosis, the capacity of killing bacteria, chemotaxis, and reactive oxygen species
(ROS) production. MEx were internalized by porcine monocytes in vitro. They also decreased their
chemotaxis and phagocytosis, and increased ROS production. Altogether, this study provides insights
into the role that MEx might play in pigs’ immunity by demonstrating that MEx are internalized by
porcine monocytes in vitro and exert immunomodulatory effects on inflammatory functions.

Exosomes are nano-sized extracellular vesicles (30-200 nm) with an endosome-derived limiting membrane that
mediate intercellular communication in physiological and pathological conditions'~*. They are produced by all
cell types, including immune cells, through the inward budding of the endosomal membrane, which mature
into multivesicular bodies (MVB) that when fusing with the plasma membrane release the exosomes through
exocytosis*.

As mediators of cell-to-cell communication, exosomes are secreted from donor cells to modulate short and
long-distance signalling events by carrying and transferring their cargo, which can include proteins, both trans-
membrane and cytosolic proteins, lipids, DNA, RNA (mRNA, miRNA, non-coding RNA) and metabolites'. The
exosomes’ cargo can then be transferred to recipient cells, altering their function™®. Several studies report that
immune cell-derived exosomes can indeed functionally transfer miRNA after their fusion with the acceptor
immune cells and modulate their gene expression”?.

Over the past two decades, accumulating evidence has reinforced the hypothesis that exosomes can induce,
amplify and/or modulate both innate and adaptive immune responses, including natural killer cells activa-
tion, macrophage differentiation and monocyte chemotaxis induction®, antigen presentation, T cell activation
and differentiation'®. Inmunosuppressive and anti-inflammatory roles of exosomes have also been described"'.
Indeed, mesenchymal stromal cells-derived exosomes exert immunomodulatory properties in human periph-
eral blood mononuclear cells (PBMC) and T cells, by increasing cell apoptosis, inducing the differentiation of
T helper type 1 (Th1) into T helper type 2 (Th2), suppressing the secretion of the proinflammatory cytokines
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tumor necrosis factor alpha (TNF-a) and IL-1p, and increasing the production of the anti-inflammatory cytokine
transforming growth factor beta (TGF-p)"2.

Exosomes are present in different body fluids such as blood, saliva, urine, semen, cerebrospinal fluid, bile, and
milk> 3. Milk exosomes (MEx) are part of the complex mechanism of transmission of immunity from the mother
to the offspring. By transferring immunoregulatory molecules, such as miRNA, exosomes may play an essential
role in developing the newborn immune system and growth'%. Indeed, human MEx resist digestion in vitro and
are internalized by intestinal cells, affecting their gene expression’®. Similarly, bovine MEx are internalized by
human and rat intestinal cells where they release their miRNA cargo'®.

Immune cells like human macrophages can also take up in vitro breast MEx, containing functional miRNA".
Inter-species exosome internalization has also been observed with bovine MEx, as they can enter humans'® and
murine macrophages, and splenocytes in vitro'®. Both, bovine and porcine MEx, including their cargo, can also
accumulate in piglets and mice peripheral tissues rich in immune cells such as the liver, spleen, lung and the
small intestine after suckling or oral administration®’. Therefore, MEx could modulate the animals’ immunity
after reaching the intestinal tract, as shown in vitro*'. As further supported by proteomic analysis, bovine MEx
proteins are mainly involved in immunological pathways such as Fc-gamma receptor-mediated phagocytosis,
antigen processing and presentation, lymphocyte receptor signalling, and NK cell-mediated cytotoxicity*>.

Porcine MEx have been shown to promote porcine intestinal epithelial cells proliferation in vitro?, and
the production of intestinal secretory immunoglobulinA (SIgA) levels in piglets in vivo?*. Moreover, porcine
colostral exosomes increased in vitro the proportion of cytototxic T cells in PBMC from suckling piglets, sug-
gesting a critical role in the developmemt of their cellular immunity®. Still, their effects on another important
innate immune cell population such as porcine monocytes—known precursors of gut macrophages—have been
so far unexplored. Therefore, this study aimed to investigate the in vitro effects of porcine MEx on some innate
immune functions of monocytes, including viability, apoptosis, chemotaxis, oxidative burst, phagocytosis, and
killing capacity.

Results

Purification and characterization of milk porcine exosomes

Nanoparticle tracking analysis (NTA) was performed to examine and determine the size distribution and con-
centration of the isolated LPS-depleted MEx (Supplementary Video 1, Supplementary Fig. 1A). According to
NTA data, the mode size of the purified porcine MEx was 155 nm + 8.9 nm (SEM) and the concentration was
2.55% 10! particles/mL (considering a dilution factor of 1:50).

The structural and morphological features of porcine LPS-depleted MEx were assessed by Transmission
electron microscopy (TEM) negative staining. The exosomes presented a round or cup shape (Supplementary
Fig. 1B) and were enclosed by a lipid bilayer membrane, which is more evident at higher magnifications (Sup-
plementary Fig. 1C).

The protein content of the LPS-depleted MEx was quantified with the BCA protein quantification kit, and a
total concentration of 147 pug/mL was obtained (data not shown). The presence of the exosome marker TSG-101
in MEx before and after LPS depletion was confirmed by Western blot analysis (Supplementary Fig. 1D). The
detected band for this cytosolic protein was observed at the reported molecular weight (44 kDa).

Characterization of exosomes immunomodulatory effects on porcine monocytes

Porcine monocytes internalized porcine MEx in vitro

To evaluate whether porcine monocytes can take up porcine MEx, the cells were co-cultured with 108 PKH26-
labeled MEx (LPS-depleted) for 22 h and then visualized using fluorescence microscopy. No fluorescence was
observed in the PKH26-labeled PBS (negative control) treated cells (Fig. 1A). Porcine PKH26-labeled MEx (in
red) were internalized by the monocytes (blue) in vitro, and they were mainly located in the cells’ cytoplasm,
surrounding the nucleus as shown in Fig. 1B,C (which is a magnification of Fig. 1B). These results were further
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Figure 1. Uptake of LPS-depleted porcine milk exosomes (MEx) by porcine monocytes in vitro. Cells were
incubated with 10% of PKH26-labeled MEx or PKH26-PBS (negative control) for 22 h, their nuclei stained with
Hoechst and examined by fluorescence microscopy: red, PKH26-labeled exosomes; blue, nuclei. Fluorescence
microscopy image of cells treated with (A) PKH26-PBS; (B, C) PKH26-labeled MEx [(C) shows a higher
magnification of the delineated area with white rectangle from (B)]; (D) Percentage of PKH26 positive cells that
internalize PKH26-labeled exosomes. Data are means = SEM of four experiments. Significance was declared at
P<0.05 (*). Scale bars: 100 and 50 pm, respectively.

Scientific Reports |

(2023) 13:21447 | https://doi.org/10.1038/541598-023-48376-y nature portfolio



www.nature.com/scientificreports/

confirmed when determining the percentage of PKH26-positive cells, which was higher (P=0.03) in the exosome
group than in the negative control (Fig. 1D), which presented some background signal.

Porcine MEx did not affect porcine monocytes’ spontaneous apoptosis and viability

To determine if the MEx could exert toxic effects on porcine monocytes, cells were incubated with increasing
numbers (10?, 10, 107, and 10%) of exosomes or with a complete medium only as control (no exosomes) for 12
and 22 h and their apoptosis and viability were measured. Increasing numbers of MEx showed no toxic effects
on porcine monocytes during the time, as neither their spontaneous apoptosis nor viability at 12 h (Fig. 2A,C)
and 22 h (Fig. 2B,D) were affected.

Porcine MEx decreased porcine monocytes’ chemotaxis

The chemotactic activity was measured after activating with the chemoattractant ZAS, the cells either treated
with porcine MEx or only medium (positive control). Porcine milk exosomes modulated monocyte chemotaxis
(P=0.05), as a decrease in the number of migrated cells was observed when compared with the positive control
without exosomes (Fig. 3).

Porcine MEx decreased porcine monocytes’ phagocytic capacity, but not their killing capacity

The capacity of monocytes to phagocyte (Fig. 4A) Escherichia coli bioparticles when treated with MEx (107) was
decreased (P=0.02) compared to the control. However, no effects were observed in their capacity to kill live E.
coli (Fig. 4B).
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Figure 2. In vitro effect of LPS-depleted porcine milk exosomes (MEx) on porcine monocytes’ apoptosis and
viability. Cells were treated with increasing numbers (10%,10°,10” and 108) of porcine MEx or only medium as
control (no exosomes), and apoptosis at (A) 12 h and (B) 22 h was measured. Cells’ viability at (C) 12 h and
(D) 22 h was also examined. Caspase-3/7 enzymatic activity and 2,5-diphenyl tetrazolium bromide (MTT)
reduction by metabolically active cells were measured for apoptosis and viability, respectively. The results are
expressed as fluorescence intensity (485/538 nm) for apoptosis and absorbance (OD 550 nm) for viability. Data
are means = SEM of five experiments. OD, optical density.
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Figure 3. In vitro effects of LPS-depleted porcine milk exosomes (MEx) on porcine monocytes chemotaxis.
MEx (107) and medium (positive control) pre-treated cells were both activated with the chemoattractant
Zymosan Activated Serum (ZAS) in the presence or absence of MEx, respectively for 2 h. Data are means+SEM
of five experiments. Significance was declared for P<0.05 (*).
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Figure 4. (A) Phagocytosis of fluorescein-labelled Escherichia coli bioparticles and (B) killing capacity of live
E. coli by porcine monocytes after 22 h incubation with LPS-depleted porcine milk exosomes (MEx) (107). Cells
treated with only medium (no exosomes) were considered as control. The results are expressed as fluorescence
intensity (485/538 nm) and as colony-forming units/mL (CFU/mL), respectively. Data are means + SEM of
seven and five experiments for phagocytosis and killing capacity, respectively. Significance was declared for
P<0.05 ().

Porcine MEx modulated porcine monocytes’ ROS production

The monocytes’ extracellular O, production under non-inflammatory and proinflammatory conditions was
also evaluated. Cells co-cultured with porcine LPS-depleted milk exosomes under non-inflammatory conditions
showed an increase in ROS production at 60 min (P=0.04) (Fig. 5A) as compared to control. Co-incubation with
MEXx also affected the ROS production of monocytes after inducing a proinflammatory challenge with PMA;
in detail, an increase after 90 min (P=0.03) and 120 min (P<0.01) was detected (Fig. 5B) when compared to
the control.
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Figure 5. In vitro effects of LPS-depleted porcine milk exosomes (MEx) on porcine monocytes’ extracellular
superoxide anion generation (O,") after the addition of cytochrome C, under (A) non-inflammatory conditions
or (B) proinflammatory conditions [phorbol myristate acetate (PMA) challenge]. Cells treated with only
medium (no exosomes) were considered as control. The results are expressed as absorbance values (OD

550 nm). Data are means + SEM of six experiments. Significance was declared at P<0.05 (*) and P<0.01 (**).
OD, optical density.

Discussion

Exosomes are important mediators of intercellular communication. They fulfil this critical role by transferring
their cargo of regulatory molecules (nucleic acids, proteins, lipids and metabolites) to recipient cells, altering their
biological response, including balancing of the immune response’. Exosomes’ immune regulation is thought to be
mainly due to: (1) the transfer and presentation of antigens, (2) DNA transfer-inducing cGAS-STING signaling
pathway-immune pathway that triggers the expression of inflammatory genes after sensing cytosolic DNA-, (3)
miRNA-mediated gene expression regulation, (4) induction of different signaling pathways by exosome surface
ligands', and (5) transport of soluble mediators such as cytokines and chemokines®.

The contribution of MEx to intercellular communication and regulation of cellular processes remains still
undisclosed. To the best of our knowledge, the present study reports for the first time the in vitro uptake of sows’
MEx by porcine monocytes (CD14+), and these exosomes’ ability in modulating monocytes’ immune activi-
ties, including chemotaxis, phagocytosis and ROS production. Our main findings were that porcine monocytes
internalized porcine MEx, and MEx modulated in vitro the cells’ chemotaxis, phagocytosis, and ROS production,
the latter under both, non-inflammatory and proinflammatory conditions.

In the initial phase of our study, we characterized LPS-depleted porcine MEx, revealing their size consistent
with the size range previously reported for exosomes (30-200 nm)?, and with the observed average size (152 nm)
of porcine MEx from different lactation stages”. Their concentration also aligned to that obtained previously in
porcine milk (2.4 x 10" particles/mL)*. TEM images displayed typical exosomal morphology, including round
and cup-shaped structures—the latter being related to the drying process for imaging analysis >—and confirmed
their lipid bilayer. Immunoblotting verified the presence of the exosome marker protein TSG-101 (tumour sus-
ceptibility gene 101), a cytosolic protein involved in the origin and biogenesis process of exosomes', commonly
used for defining bovine MEx** % and, more recently, used as a main marker for porcine MEx*. Moreover, in
the latter study, proteomics revealed additional exosome marker proteins, such as CD9 and CD63, in porcine
MEXx isolated using our method. Altogether, these results reinforce the validity of our isolation approach and the
use of the isolated MEx in the further studies.

The second part of the study evaluated the in vitro immunomodulatory activity of MEx on porcine monocytes
functions. In a first step, we examined if monocytes take up MEx. Our results revealed that indeed these nan-
ovesicles can be internalized by the cells and that they were located mainly in their cytoplasm near the nucleus,
as seen with fluorescence microscopy. These results agree with those of human'” and bovine MEx'¢, which can
also be taken up by human and murine macrophages'. In a second step, to rule out any potential toxic effects
of porcine MEx and determine their subtoxic working concentration, we evaluated the apoptosis and viability
of porcine monocytes. MEx did not affect the monocytes spontaneous apoptosis and viability during the time.
These results are consistent with previous studies on human PBMC, where exosomes derived from mesenchymal
stromal cells and breast milk did not affect the viability of the cells’®*!. Moreover, when co-incubated with other
cellular models, such as the porcine intestinal epithelial cells IPEC-J2, MEx have not shown detrimental effects
in vitro on the viability when measured with the MTT assay, enhancing their proliferation?®. However, our results
differ from the anti-apoptotic and protective effects that porcine MEx have produced on LPS-treated intestinal
epithelial cells, by attenuating their apoptosis and enhancing their viability®?, suggesting that exosomes do have
pleiotropic functions that may depend on the type of cell that produces the exosomes, of the cargo they carry
and transfer, and of the recipient cells.

For all the following experiments, a total of 107 exosomes, with a ratio of 200 exosomes/cell and an incubation
time of 22 h, were selected, as no toxic effects were observed in our preliminary experiments. This concentration
was based on a preliminary study®® that investigated the immunomodulatory effects after the internalizing of the
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exosomes on rhesus macaques PBMC and CD4+ T cells, using a similar range of 10°-10® exosomes. Moreover,
we decided to select the closest exosome concentration to that found physiologically in porcine milk that could
still be used in the in vitro assays.

Porcine MEx decreased monocyte chemotaxis by reducing their migration towards ZAS. To the best of the
authors’ knowledge, this is the first study reporting the MEx effects on this activity on porcine immune cells.
Proteomic analysis of MEx has confirmed the presence of exosome proteins involved in the migration and cell
movement, as pathways such as the chemokine signalling and leukocyte transendothelial migration were found
to be enriched*’. However, exosomes’ effects on chemotaxis likely depend on the source of the exosomes, and
the type of the delivered cargo since other contradictory effects of exosomes on chemotaxis have been previ-
ously reported®.

The monocytes’ phagocytic capacity was decreased by porcine MEx but did not affect their killing capac-
ity. These results could be explained by the immunosuppressive effects already attributed to MEx* and their
miRNA cargo® in downregulating murine macrophages phagocytosis via the suppression of nuclear factor-kB
(NF-kB)¥. Proteomic studies of bovine MEx also demonstrated that exosomal proteins were involved in Fcy
receptor-mediated phagocytosis, suggesting that MEx can modulate this inflammatory function®’. However, the
current information on the effects of MEx on phagocytosis is limited, and contradictory, as other studies reported
an effect of upregulating phagocytosis®.

Our findings show that porcine MEx increased the production of extracellular superoxide anion under non-
inflammatory conditions at 60 min in a transitory manner; and in proinflammatory conditions after 90 min of
PMA challenge, suggesting that they might play an important role in boosting monocytes’ response, specially in
an inflammatory setting. Similar effects have been previously reported in other models, where different sources
of exosomes and cellular targets were used, demonstrating that eosinophil-derived exosomes increased the ROS
production in patients with asthma®. In contrast, macrophage-derived exosomes induced the production of ROS
in injured neurons®. The molecules necessary for ROS production like NADPH oxidase*' and cytochrome P450*
were also found in platelet-derived exosomes and plasma exosomes, respectively. However, recent works have
instead pointed towards an antioxidant and protective role of exosomes against oxidative stress*. For example,
bovine MEx inhibit ROS production, increase activities of the antioxidant enzymes SOD and GPX*, and sup-
press murine macrophages ROS production under hypoxic conditions*.

Conclusions

The results of this study demonstrated that LPS-depleted porcine MEx modulate some immune functions of
porcine monocytes in vitro. Specifically, MEx decreased monocytes’ phagocytosis and chemotaxis, while increas-
ing their ROS production under non-inflammatory and proinflammatory conditions, suggesting they can exert
pleiotropic functions on the cells, as both immunosuppressive and/ or immune-enhancing effects were observed.
To the best of our knowledge, we also demonstrated for the first time that monocytes take up MEx in vitro,
which could potentially explain the way exosomes exert their immunomodulation. However, our study does not
provide evidence on the exact molecular mechanisms underlying such effects. Their elucidation using OMIC
technologies like transcriptomics and proteomics would help us to better understand the biological significance
in experimental in vivo systems. Moreover, to further elucidate the underlying molecular mechanisms of exo-
some uptake, it would also be of great interest to perform further in vitro experiments using antibodies to block
ligand/receptor interactions or chemical inhibitors of phagocytosis and/or endocytosis (known mechanisms used
by cells for exosome internalization).Finally, our results also suggest a potentially critical role of porcine MEx in
the sow-to-piglet transmission of regulatory molecules, immunomodulation, and ultimately in the development
of the suckling piglet immune system.

Methods

Ethics statement

No living animal was used to collect blood samples. The procedures for the blood collection were carried out
during routine slaughtering procedures, during the exsanguinating phase. Milk for isolating exosomes was
collected at the Teaching and Research Farm Frankenforst of the University of Bonn. This farm holds a permit
according to the statutory provisions of the European and German animal welfare law (Art 11, Para 1, Clause
laTierschG) for breeding and keeping farm animals (cattle, sheep, pigs, chicken, and quail). The milk samples
were non-invasively obtained during the naturally occurring milk-let down reflex when the piglets were suckled,
without using oxytocin injections. For these reasons, following both German and Italian current legislations,
which reflect the EU current legislation, the experimental protocols were not required to be submitted to the
named institutional Ethical committee.

Purification and characterization of porcine MEx

Purification of MEx from sows

Exosomes were purified through differential ultracentrifugation and size exclusion chromatography (SEC), as
previously reported for porcine MEx with some minor modifications?”’. Milk from multiparous healthy sows
(Teaching and Research Farm Frankenforst, University of Bonn) was collected during natural milk ejection.
Briefly, sows’ skimmed milk (7.5 mL) was centrifuged at 10,000 g for 30 min at 4 °C to remove the remaining fat,
cellular debris and microvesicles. The supernatant was diluted with double-filtered (0.22 uM) sterile PBS to reach
a final volume of 12.5 mL and then it was transferred to Ultra-clear quick seal ultracentrifuge tubes (Beckman
Coulter, Indianapolis, CA, USA) and ultracentrifuged at 100,000g for 1 h at 4 °C, using a fixed rotor (Beckman
Coulter TY65 fixed angle rotor, Pasadena, CA, USA). The collected exosomes (2 mL) were thoroughly mixed
with the pipette and further purified through SEC, using the gEVOriginal columns from Izon (Izon Science,
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Oxford, UK), following the manufacturer’s instructions. After the void volume (3 mL), 4 fractions of 500 pL
each were collected. The fractions expected to contain the exosomes were pooled and depleted from lipopoly-
saccharides (LPS) for in vitro studies, using the ToxinEraser Endotoxin Removal Kit (GenScript, Piscataway,
NJ, USA) and following the manufacturer’s instructions. The quality of the purification was assessed by NTA,
TEM and identification of exosome marker protein by western blotting. The purified LPS-depleted exosomes
were stored at — 80 °C until use.

Nanoparticle tracking analysis (NTA)

The Nanoparticle Tracking Analysis (NTA) was conducted using a Nanosight NTA 3.3 (Amesbury, United King-
dom) instrument as per the manufacturer’s instructions. The MEx were diluted in double-filtered PBS (1:50),
loaded into the chip and the particles were visualized and analyzed with the NTA 3.3 Dev Build 3.3.301 software.
For the analysis, the instrument was set up to operate at 22 °C, with a syringe pump speed of 30 arbitrary units
(AU) and for each sample, 5 videos of 60 s each were recorded. Results (mean of 5 measurements) are expressed
as exosome size (nm) and concentration (particles/mL).

Transmission electron microscopy (TEM)

MEx (2.5 pL) were applied to glow-discharged carbon-coated formvar copper grids, negatively stained with 2%
uranyl acetate, air-dried for 10 min and observed in an FEI Talos 120 kV transmission electron microscope (FEI
Company, Netherlands). Images of exosomes were acquired by a 4 kx4 K Ceta CMOS camera.

Identification of exosome marker protein by western blotting

The milk exosome protein concentration was first determined with the Pierce Bicinchoninic acid (BCA) protein
assay kit (Thermo Fisher Scientific, Rockford, IL, USA), following the manufacturer’s instructions. Exosomal
proteins (2 ug) of fractions before and after removal of LPS from exosomes were loaded on sodium dodecyl
sulphate—polyacrylamide gel electrophoresis (SDS-PAGE) gel and Western blotted on nitrocellulose membrane,
using Trans-Blot Turbo Midi 0.2 um Nitrocellulose Transfer Packs (Bio-Rad Laboratories, Hercules, CA, USA),
and the Trans-Blot Turbo Transfer System (Bio-Rad Laboratories). The membranes were blocked for 1 h with
ROTI’Block 1X (Carl Roth, GmbH Co.KG, Schoemperlen, Germany) and incubated with the primary antibody
rabbit anti-human TSG-101 (1:2000) (ab225877, Abcam, Cambridge, UK)—a known exosome marker”-*—for
2 h at room temperature, and then with the secondary antibody polyclonal anti-rabbit peroxidase (1:3000) (Vec-
tor Laboratory, Inc.30, Burlingame, CA, USA) for 1 h at room temperature. The immunodetection of the reactive
bands was performed using the Immobilion Western chemiluminescent HRP substrate (Millipore Corporation,
Billerica MA, WA, USA).

Characterization of porcine milk exosomes’ immunomodulatory effects on porcine monocytes
Purification of porcine monocytes

Peripheral blood (100 mL) from twenty 60-100 kg healthy pigs (TOPIGS) was collected during routine slaughter-
ing procedures in sterile flasks containing 0.2% of EDTA (Sigma-Aldrich, St. Louis, MO, USA) as an anticoagu-
lant. PBMC were isolated first through Ficoll density gradient centrifugation, as previously described for bovine
blood*. Briefly, blood was first centrifuged at 1260 g for 30 min at 18 °C to obtain the buffy coat. The buffy coat
was diluted 1:5 in cold sterile Dulbecco’s PBS without Ca** and Mg**+2 mM EDTA (Sigma-Aldrich) and care-
fully layered onto 3 mL of Ficoll-Paque Plus (1.077 g/mL) (GE Healthcare Bio-Sciences AB, Uppsala, Sweden).
Cells were then centrifuged at 1700 g (without brakes) for 30 min at 4 °C to obtain the PBMC ring. PBMC were
collected at the interface, washed twice with cold sterile PBS without Ca** and Mg** + 2 mM EDTA, centrifuged
at 500 g for 7 min at 4 °C and incubated with Red Blood Cell Lysis (Roche Diagnostics GmbH, Mannheim, Ger-
many) buffer for 3 min at room temperature to remove the red blood cells. Three consequent washes with cold
sterile PBS +2 mM EDTA were performed to remove contaminant platelets. CD14+ monocytes were further
purified from PBMC through magnetic-activated cell sorting technique (MACS), using CD14 MicroBeads, LS
(large size) columns and 30 mm pre-separation filters (Miltenyi-Biotech, Bergisch Gladbach, Germany), as previ-
ously described for bovine samples?, and following the manufacturer’s instructions. Monocytes were counted
using an automatic cell counter (TC20™, BioRad), and cells were resuspended in complete medium Roswell Park
Memorial Institute 1640 medium (RPMI) with L-glutamine +25 mM HEPES + 1% P/S + 1% non-essential amino
acids and 10% exosome-depleted Fetal Bovine Serum (FBS), purchased from Sigma-Aldrich.

Exosome uptake assay

To evaluate if porcine monocytes could internalize porcine MEx, monocytes of healthy animals (four biological
replicates) were treated with LPS-depleted MEx and visualized using fluorescence microscopy. First, 108 LPS-
depleted exosomes (ratio of 200 exosomes/cell) were labelled with the PKH26 Red Fluorescent Cell Linker Mini
(Sigma-Aldrich), following the manufacturer’s instructions with minor modifications. Briefly, LPS-depleted MEx
or PBS (negative control) were mixed with 250 pL of Diluent C and then rapidly added to a PKH26 dye solution
in diluent C (0.04 x 107 final concentration), which was prepared immediately before staining. The exosomes
were incubated with periodic mixing for 5 min in dark, and then 10% of exosome depleted serum was added to
stop the staining and allow the binding of excess dye. The excess of unincorporated dye was further removed with
the Exosome Spin Columns (MW3000) (Invitrogen, Waltham, MA, USA), following the manufacturer’s instruc-
tions. Before cell seeding, the sterile 4-well Nunc Lab-Tek II Chamber Slides w/Cover RS Glass Slide (Thermo
Fisher Scientific, Waltham, MA, USA) were treated with 100 uL of Poly-p-lysine (50 ug/mL) (Sigma-Aldrich)
for 2 h, to enhance the cells’ adherence, and washed with pyrogen-free water. Then, 5% 10°> monocytes, purified
from 4 animals, were seeded and co-incubated with 10° PKH26-labeled exosomes (150 pL) or PBS as a negative
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control for 22 h at 39 °C in a humidified atmosphere and 5% CO,. After the incubation, cells were fixed with
4% paraformaldehyde (PFA) for 30 min at room temperature and the nuclei were stained with Hoechst 33,342
(Sigma-Aldrich) (1 pg/mL) for 15 min. Finally, a drop of Invitrogen™ProLong™ Diamond Antifade Mountant
(Thermo Fisher Scientific) was added to the slides and the cells were visualized using a fluorescence microscope
(Eclipse E600; Nikon). The images were then analyzed with the Image]J/Fiji software. The percentage of PKH26-
exosome positive cells was determined by calculating the ratio between the cells positive for the red fluorescent
dye and the total number of cells observed in each field, multiplied by 100. Results are expressed as the mean
percentage of three different fields.

Viability assay

The viability assay was performed to assess the potential cytotoxicity of LPS-depleted MEx on porcine monocytes
by using the Cell proliferation kit I (MTT) (Roche Diagnostics) as already reported for bovine monocytes®. A
total amount of 1 x 10° cells (25 uL) per well, was seeded in duplicate in sterile 96-well plates (Becton Dickinson
and Company, Franklin Lakes, NJ, USA). The plates were incubated for 12 h and 22 h at 39 °C in a humidified
atmosphere and 5% CO, with increasing numbers (10%, 10°, 107, and 10®) of LPS-depleted MEx (25 pL) or with
the medium as control (no exosomes). The study was carried out on an average of five biological replicates. To
measure the cells’ viability, 10 uL of the MTT labeling reagent were added to each well and incubated at 39 °C
for 4 h, following the manufacturer’s instructions. The formazan crystals were solubilized by adding 100 pL
of solubilizing buffer and incubating the plates overnight at 39 °C. The absorbance was read at 550 nm with a
LabSystem Multiskan plate reader Spectrophotometer (LabX, Midland, Canada).

Apoptosis assay

To evaluate whether MEx could affect porcine monocytes’ apoptosis, the enzymatic activity of Caspase-3/7 was
measured. Briefly, 5x 10* cells (12.5 uL) were seeded in duplicate in sterile 384-well black plates (Corning Inc.,
Kennebunk, ME, USA), as previously described for bovine samples*. The study was carried out on an average
of five biological replicates. The cells were incubated for 12 h and 22 h at 39 °C in a humidified atmosphere and
5% CO, with increasing numbers (10, 10°,107, and 10°) of LPS-depleted porcine MEx (12.5 uL) or the medium
as control (no exosomes). The apoptosis assay was carried out using the Apo-ONE® reagent Homogeneous
Caspase-3/7 kit (Promega, Madison, WI, USA), following the manufacturer’s instructions. The fluorescence of
485/538 nm (absorbance/emission) was measured with a fluorescence plate reader Fluoroscan Ascent (Thermo
Fisher Scientific).

Chemotaxis assay

The monocytes’ chemotaxis towards zymosan activated serum (ZAS)—a known chemoattractant—was measured
as previously reported, with some minor changes*’. The study was carried out on an average of five biological
replicates. Briefly, ZAS was prepared as previously described*®, and 50 pl of purified monocytes (1 x 10°) were
seeded in duplicate in the upper chamber of a sterile 24-well Transwell migration plates (Corning Inc.), equipped
with an 8 pm pore size membrane. Cells were then pretreated with 2 x 107 LPS-depleted MEx (a ratio of 200
exosomes/cell), in the absence of a chemoattractant, for 22 h at 39 °C and 5% CO,. After the incubation, ZAS
(3 mg/mL) was added as chemoattractant in the lower chamber, and the cells were incubated either in the pres-
ence of MEx or only medium (RMPI-1640 with 1% of exosome-depleted FBS) as positive control (no exosomes)
again for 2 h at 39 °C and 5% CO,. Finally, non-migrated cells were gently removed with a swab moistened with
PBS, and migrated cells were stained with Diff-Quick (Sigma-Aldrich) and counted in 10 different fields, using
light microscopy (inverted microscope).

Phagocytosis assay

The phagocytosis assay was carried out by measuring the fluorescence of fluorescein-labelled Escherichia coli (E.
coli) K-12 strain bioparticles (Invitrogen) as previously performed®. The study was carried out on an average of
seven biological replicates. Opsonisation of fluorescein-labelled E. coli bioparticles (K-12 strain) was performed
by incubating 80 uL of bacteria suspension (5x 10° E.coli/uL) with 20% of exosome-depleted FBS (20 pL) for
30 min at 39 °C. The suspension was centrifuged at 800xg for 15 min and suspended in PBS. A total of 3x 10°
monocytes (100 uL) were seeded in duplicate in 96-well plates and treated with 100 uL of LPS-depleted MEx
(ratio of 200 exosomes/cell) or with the medium as control (no exosomes). Cells were then incubated at 39 °C
and 5% CO, for 22 h. The cells were washed with PBS and fluorescein-labeled E. coli bioparticles with a ratio
of 45 particles/cell were added and co-incubated for 2 h at 39 °C. Cells were washed with PBS to remove non-
internalized bioparticles and incubated with 50 uL trypan blue 0.4% for 1 min at room temperature to remove
and quench the fluorescence of the non-internalized bacteria, respectively. After removal of the trypan blue,
the fluorescence (485/538 nm) was measured using the microplate reader Fluoroscan Ascent (Thermo Fisher
Scientific).

Killing capability assay

The intracellular bacterial killing capacity was determined as reported previously™. The E. coli American Type
Culture Collection (ATCC) 25,922 (strain Seattle 1946; LCG Standards Ltd., Teddington, UK) were opsonized
with 20% exosome depleted FBS (20 pL), incubated at 37 °C for 30 min. The bacteria were washed twice by
centrifugation at 1500 g for 10 min at 4 °C and suspended with PBS. A total of 3 x 10° monocytes (100 pL) was
seeded in duplicate in cryogenic vials. The study was carried out on an average of five biological replicates. Cells
were then treated with 6 x 107 LPS-depleted MEx (100 pL), in a ratio of 200 exosomes/cell, or with the medium
as control (no exosomes) and were incubated for 22 h at 39 °C and 5% CO,. After the incubation, cells were
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incubated for 1 h at 39 °C and 5% CO, with 1 x 107 opsonized live E. coli. The unbound bacteria were removed by
centrifugation and by further treating the cells with 100 pg/mL of gentamicin for 1 h. Gentamicin was eliminated
by washing the cells with PBS and centrifuging at 110xg for 5 min. Finally, cells were lysed with 0.5% Triton
x-100 (Sigma-Aldrich) on ice for 10 min, and after overnight incubation at 37 °C, the colonies forming units
(CFU) of surviving bacteria were counted on MacConkey agar plates. Results were then expressed as CFU/mL.

Reactive oxygen species (ROS) production assay

As previously described, the production of extracellular superoxide anions (O,”) was determined with the
cytochrome C reduction assay®’. The study was carried out on an average of seven biological replicates. A total
of 1 x 10° monocytes (50 puL) was seeded in complete medium without phenol red in triplicate in 96-well sterile
plates and co-incubated for 22 h at 39 °C + 5% CO, with 2 x 107 exosomes (50 pL) in a ratio of 200 exosomes/cell.
After the incubation period, the production of O,” was measured under non-inflammatory and proinflammatory
conditions when challenged with phorbol myristate acetate (PMA). In the non-inflammatory conditions, 10 uL
of Cytochrome C from the equine heart (1 mM), (Sigma-Aldrich) were added; while to mimic a proinflam-
matory challenge 10 pL of Cytochrome C and 2 pL PMA (2.5 pg/mL final concentration; Sigma-Aldrich) were
added. Medium without phenol red was added to all wells to have a final volume of 200 uL. The absorbance was
measured every 30 min for 4 h at 550 nm with a LabSystem Multiskan plate reader spectrophotometer (LabX).

Statistical analyses

Statistical analyses were performed in GraphPad Prism 8.0.2. Data normality was assessed with the Shapiro
Wilk test. Repeated measures one-way ANOVA and Tukey’s multiple comparison tests were used for normally
distributed samples from viability and apoptosis at 22 h assays. In contrast, a Friedman test and Dunn’s multiple
comparisons tests were applied for apoptosis at 12 h. Paired t-tests were used for phagocytosis, killing capacity,
chemotaxis, ROS production and exosome uptake assays. Statistical differences were accepted at P<0.05.

Data availability
The datasets generated during and/or analyzed during the current study are available from the corresponding
author on reasonable request.

Received: 29 July 2023; Accepted: 25 November 2023
Published online: 05 December 2023

References
. Kalluri, R. & LeBleu, V. S. The biology, function, and biomedical applications of exosomes. Science (80) 367, eaau977 (2020).
. Becker, A. et al. Extracellular vesicles in cancer: Cell-to-cell mediators of metastasis. Cancer Cell 30, 836-848 (2016).
. Yi, Y. W. et al. Advances in analysis of biodistribution of exosomes by molecular imaging. Int. J. Mol. Sci. 21, 665 (2020).
. Wen, C. et al. Biological roles and potential applications of immune cell-derived extracellular vesicles. J. Extracell. Vesicles 6, 1-19
(2017).
. Raposo, G. & Stoorvogel, W. Extracellular vesicles: Exosomes, microvesicles, and friends. J. Cell Biol. 200, 373-383 (2013).
6. Chow, A. et al. Macrophage immunomodulation by breast cancer-derived exosomes requires Toll-like receptor 2-mediated activa-
tion of NF-x B. Sci. Rep. 4, 5750 (2014).
7. Montecalvo, A. et al. Mechanism of transfer of functional microRNAs between mouse dendritic cells via exosomes. Blood 119,
756-766 (2012).
8. Mittelbrunn, M. et al. Unidirectional transfer of microRNA-loaded exosomes from T cells to antigen-presenting cells. Nat. Com-
mun. 2,282 (2011).
9. Dalvi, P, Sun, B, Tang, N. & Pulliam, L. Inmune activated monocyte exosomes alter microRNAs in brain endothelial cells and
initiate an inflammatory response through the TLR4/MyD88 pathway. Sci. Rep. 7, 1-12 (2017).
10. Raposo, G. et al. B lymphocytes secrete antigen-presenting vesicles. J. Exp. Med. 183, 1161-1172 (1996).
11. Chaput, N. & Théry, C. Exosomes: Immune properties and potential clinical implementations. Semin. Immunopathol. 33, 419-440
(2011).
12. Chen, W. et al. Inmunomodulatory effects of mesenchymal stromal cells-derived exosome. Immunol. Res. 64, 831-840 (2016).
13. Admyre, C. et al. Exosomes with immune modulatory features are present in human breast milk. J. Immunol. 179, 1969-1978
(2007).
14. Zhou, Q. et al. Immune-related microRNAs are abundant in breast milk exosomes. Int. J. Biol. Sci. 8, 118-123 (2012).
15. Lonnerdal, B., Du, X,, Liao, Y. & Li, J. Human milk exosomes resist digestion in vitro and are internalized by human intestinal
cells. FASEB J. 29, 1213.3 (2015).
16. Wolf, T, Baier, S. R. & Zempleni, ]. The intestinal transport of bovine milk exosomes is mediated by endocytosis in human colon
carcinoma Caco-2 cells and rat small intestinal IEC-6 cells. J. Nutr. 145, 2201-2206 (2015).
17. Lasser, C. et al. Human saliva, plasma and breast milk exosomes contain RNA: Uptake by macrophages. J. Transl. Med. 9,9 (2011).
18. Izumi, H. et al. Bovine milk exosomes contain microRNA and mRNA and are taken up by human macrophages. J. Dairy Sci. 98,
2920-2933 (2015).
19. Arntz, O.]. et al. Oral administration of bovine milk derived extracellular vesicles attenuates arthritis in two mouse models. Mol.
Nutr. Food Res. 59, 1701-1712 (2015).
20. Manca, S. et al. Milk exosomes are bioavailable and distinct microRNA cargos have unique tissue distribution patterns. Sci. Rep.
8,1-11 (2018).
21. Ascanius, S. R., Hansen, M. S., Ostenfeld, M. S. & Rasmussen, J. T. Milk-derived extracellular vesicles suppress inflammatory
cytokine expression and nuclear factor-xB activation in lipopolysaccharide-stimulated macrophages. Dairy 2, 165-178 (2021).
22. Reinhardt, T. A., Lippolis, J. D., Nonnecke, B. J. & Sacco, R. E. Bovine milk exosome proteome. J. Proteomics 75, 1486-1492 (2012).
23. Chen, T. et al. Porcine milk-derived exosomes promote proliferation of intestinal epithelial cells. Sci. Rep. 6, 1-12 (2016).
24. Zeng, B. et al. Porcine milk-derived small extracellular vesicles promote intestinal immunoglobulin production through pIgR.
Animals 11, 1522 (2021).
25. Miura, H. et al. Effect of porcine colostral exosomes on T cells in the peripheral blood of suckling piglets. Anim. Open Access J.
MDPI 12,2172 (2022).

W N

v

Scientific Reports |

(2023) 13:21447 | https://doi.org/10.1038/541598-023-48376-y nature portfolio



www.nature.com/scientificreports/

26. Yanez-Mo, M. et al. Biological properties of extracellular vesicles and their physiological functions. J. Extracell. Vesicles 4, 27066
(2015).

27. Ferreira, R. F. et al. Comparative proteome profiling in exosomes derived from porcine colostrum versus mature milk reveals
distinct functional proteomes. J. Proteomics https://doi.org/10.1016/j.jprot.2021.104338 (2021).

28. Samuel, M. et al. Bovine milk-derived exosomes from colostrum are enriched with proteins implicated in immune response and
growth. Sci. Rep. 7, 5933 (2017).

29. Vaswani, K. ef al. A method for the isolation of exosomes from human and bovine milk. J. Nutr. Metab. 2019, 5764740 (2019).

30. Khare, D. et al. Mesenchymal stromal cell-derived exosomes affect mRNA expression and function of B-lymphocytes. Front.
Immunol. 9, 3053 (2018).

31. Admyre, C., Johansson, S. M., Paulie, S. & Gabrielsson, S. Direct exosome stimulation of peripheral human T cells detected by
ELISPOT. Eur. J. Immunol. 36, 1772-1781 (2006).

32. Xie, M.-Y. et al. Porcine milk exosome MiRNAs attenuate LPS-induced apoptosis through inhibiting TLR4/NF-xB and p53 path-
ways in intestinal epithelial cells. J. Agric. Food Chem. 67, 9477-9491 (2019).

33. Hong, X., Schouest, B. & Xu, H. Effects of exosome on the activation of CD4+ T cells in rhesus macaques: A potential application
for HIV latency reactivation. Sci. Rep. 7, 15611 (2017).

34. Li, X. et al. Cholangiocyte-derived exosomal IncRNA H19 promotes macrophage activation and hepatic inflammation under
cholestatic conditions. Cells 9, 190 (2020).

35. Ahn, G, Kim, Y.-H. & Ahn, J.-Y. Multifaceted effects of milk-exosomes (Mi-Exo0) as a modulator of scar-free wound healing.
Nanoscale Adv. 3, 528-537 (2021).

36. Melnik, B. C., Stremmel, W., Weiskirchen, R., John, S. M. & Schmitz, G. Exosome-derived microRNAs of human milk and their
effects on infant health and development. Biomolecules 11, 851 (2021).

37. Zhu, E, Yue, W. & Wang, Y. The nuclear factor kappa B (NF-kB) activation is required for phagocytosis of staphylococcus aureus
by RAW 264.7 cells. Exp. Cell Res. 327, 256-263 (2014).

38. Singhto, N., Kanlaya, R., Nilnumkhum, A. & Thongboonkerd, V. Roles of macrophage exosomes in immune response to calcium
oxalate monohydrate crystals. Front. Immunol. 9, 316 (2018).

39. Canas, J. A. et al. Exosomes from eosinophils autoregulate and promote eosinophil functions. J. Leukoc. Biol. 101, 1191-1199
(2017).

40. Hervera, A. et al. Reactive oxygen species regulate axonal regeneration through the release of exosomal NADPH oxidase 2 com-
plexes into injured axons. Nat. Cell Biol. 20, 307-319 (2018).

41. Janiszewski, M. et al. Platelet-derived exosomes of septic individuals possess proapoptotic NAD(P)H oxidase activity: A novel
vascular redox pathway*. Crit. Care Med. 32, 818 (2004).

42. Kumar, S. et al. Specific packaging and circulation of cytochromes P450, especially 2E1 isozyme, in human plasma exosomes and
their implications in cellular communications. Biochem. Biophys. Res. Commun. 491, 675-680 (2017).

43. Bodega, G., Alique, M., Puebla, L., Carracedo, J. & Ramirez, R. M. Microvesicles: ROS scavengers and ROS producers. J. Extracell.
Vesicles 8, 1626654 (2019).

44. Wang, L. et al. Protective effects of bovine milk exosomes against oxidative stress in IEC-6 cells. Eur. J. Nutr. 60, 317-327 (2021).

45. Matic, S. Stability of bovine milk exosomes and their effect on proliferation of raw 264.7 cells. M.Sc. Thesis, TRACE: Tennessee
Research and Creative Exchange (2019). Available at https://trace.tennessee.edu/utk_gradthes/5416.

46. Ceciliani, F et al. al-Acid glycoprotein modulates apoptosis in bovine monocytes. Vet. Immunol. Immunopathol. 116, 145-152
(2007).

47. Avila, G. et al. In vitro effects of conjugated linoleic acid (CLA) on inflammatory functions of bovine monocytes. J. Dairy Sci. 103,
8554-8563 (2020).

48. Lecchi, C. et al. Bovine alpha-1 acid glycoprotein can reduce the chemotaxis of bovine monocytes and modulate CD18 expression.
Vet. Res. 39, 1 (2008).

49. Lecchi, C,, Rota, N,, Vitali, A., Ceciliani, F & Lacetera, N. In vitro assessment of the effects of temperature on phagocytosis, reactive
oxygen species production and apoptosis in bovine polymorphonuclear cells. Vet. Immunol. Immunopathol. 182, 89-94 (2016).

50. Lecchi, C. et al. al-Acid glycoprotein modulates phagocytosis and killing of Escherichia coli by bovine polymorphonuclear leu-
cocytes and monocytes. Vet. J. 196, 47-51 (2013).

Acknowledgements

We acknowledge the support of Valentina Lodde of the Dipartimento di Scienze Veterinarie per la Salute, la
Produzione Animale e la Sicurezza Alimentare at the Universita Degli Studi di Milano, Italy; and Carlotta Catozzi
of the Microbiota and Antitumor Immunity group at the Istituto Europeo di Oncologia, Italy, for their valuable
support in the microscopic evaluation and digital imaging acquisition in the exosome uptake experiment. We
also thank Samantha Milanesi from the Laboratorio di Biologia dei Leucociti from the Istituto Clinico Humani-
tas, Italy, for performing the NTA analysis; and Andrea Raimondi from the ALEMBIC, Experimental Imaging
Center at the IRCCS San Raffaele Scientific Institute for the TEM analysis.

Author contributions

G.A. and EC. conceived and designed the experiments and provided the original idea of the study. A.A. and
M.C. provided the pig’s blood to carry out the monocytes purification. H.S. provided the sow’s milk for the
purification of the milk exosomes and contributed to the experimental design and planning of the studies. G.A.,
D.D., J.S. carried out the porcine monocytes isolation and performed the in vitro assays. R.F. developed and set
up the protocol for porcine milk exosomes purification, and G.A. with the collaboration of R.E performed the
isolation of the exosomes from sows” milk. G.A. performed the characterization of the milk exosomes by western
blotting. The characterization with TEM and NTA was partially conducted by G.A., with the collaboration of
the specialized platforms offering these services. G.A. performed the statistical analysis, and G.A. wrote the first
draft of the manuscript. All authors reviewed and approved the final draft of the manuscript.

Funding

This work was supported with the European Union’s Horizon 2020 research and innovation programme H2020-
MSCA- ITN-2017- EJD: Marie Sktodowska-Curie Innovative Training Networks (European Joint Doctorate)
[Grant agreement n°: 765423, 2017] - MANNA.

Competing interests
The authors declare no competing interests.

Scientific Reports |

(2023) 13:21447 | https://doi.org/10.1038/s41598-023-48376-y nature portfolio


https://doi.org/10.1016/j.jprot.2021.104338
https://trace.tennessee.edu/utk_gradthes/5416

www.nature.com/scientificreports/

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.org/
10.1038/541598-023-48376-y.

Correspondence and requests for materials should be addressed to G.A.M.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2023

Scientific Reports |

(2023) 13:21447 | https://doi.org/10.1038/541598-023-48376-y nature portfolio


https://doi.org/10.1038/s41598-023-48376-y
https://doi.org/10.1038/s41598-023-48376-y
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Porcine milk exosomes modulate the immune functions of CD14+ monocytes in vitro
	Results
	Purification and characterization of milk porcine exosomes
	Characterization of exosomes immunomodulatory effects on porcine monocytes
	Porcine monocytes internalized porcine MEx in vitro
	Porcine MEx did not affect porcine monocytes’ spontaneous apoptosis and viability
	Porcine MEx decreased porcine monocytes’ chemotaxis
	Porcine MEx decreased porcine monocytes’ phagocytic capacity, but not their killing capacity
	Porcine MEx modulated porcine monocytes’ ROS production


	Discussion
	Conclusions
	Methods
	Ethics statement
	Purification and characterization of porcine MEx
	Purification of MEx from sows
	Nanoparticle tracking analysis (NTA)
	Transmission electron microscopy (TEM)
	Identification of exosome marker protein by western blotting

	Characterization of porcine milk exosomes’ immunomodulatory effects on porcine monocytes
	Purification of porcine monocytes
	Exosome uptake assay
	Viability assay
	Apoptosis assay
	Chemotaxis assay
	Phagocytosis assay
	Killing capability assay
	Reactive oxygen species (ROS) production assay

	Statistical analyses

	References
	Acknowledgements


