#® ROYAL SOCIETY

Nanoscale
P OF CHEMISTRY

Advances

View Article Online
View Journal | View Issue,

REVIEW

The emerging role of medical foods and
therapeutic potential of medical food-derived
exosomes

i ") Check for updates ‘

Cite this: Nanoscale Adv., 2024, 6, 32

Jin-Young Hur,? SeonHyung Lee,® Woo-Ri Shin,?° Yang-Hoon Kim*@
and Ji-Young Ahn @ *2

Medical food is consumed for the purpose of improving specific nutritional requirements or disease
conditions, such as inflammation, diabetes, and cancer. It involves partial or exclusive feeding for fulfilling
unique nutritional requirements of patients and is different from medicine, consisting of basic nutrients,
such as polyphenols, vitamins, sugars, proteins, lipids, and other functional ingredients to nourish the
patients. Recently, studies on extracellular vesicles (exosomes) with therapeutic and drug carrier
potential have been actively conducted. In addition, there have been attempts to utilize exosomes as
medical food components. Consequently, the application of exosomes is expanding in different fields
with increasing research being conducted on their stability and safety. Herein, we introduced the current

trends of medical food and the potential utilization of exosomes in them. Moreover, we proposed Medi-
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Accepted 8th November 2023 Exo, a exosome-based medical food. Furthermore, we comprehensively elucidate various disease

aspects (Medi-Exo)
bionanocomposites. This review highlights the therapeutic challenges regarding Medi-Exo and its
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1. Introduction

In late 2019, the COVID-19 pandemic began to spread globally
after the first confirmed human infection. This catastrophe
prompted increased global health awareness, which increased
the production and demand for healthy diet, medicines, and
vaccines.>* However, the pandemic also caused disruptions in
the distribution channels of these products. In addition, the
probability of contracting the infectious disease was higher for
people with other underlying diseases and once contracted they
were more severely affected. Accordingly, people started to show
interest in substances that are healthy to eat and in being
healthy. Furthermore, they became focused on not contracting
COVID-19 as was seen from the increased consumption of
nutritional medical supplements and foods.?

Medical food is consumed or administered under the
supervision of a physician.®” Specifically, it is food with unique
nutritional requirements determined by medical evaluation for
the purpose of managing a specific diet for a disease or condi-
tion.*® The first medical food to be released was Lofenalac
(Lofenala®) in 1958, which was initially classified as a drug by
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the FDA and then reclassified as medical food in 1972. Similar
to Lofenala, early medical foods were mostly intended to meet
special nutritional needs. Recently, the range of medical food
has been expanded to include medical foods to manage various
diseases, such as inflammation, osteoporosis, and venous
insufficiency, and it is subdivided into different categories, such
as functional foods, nutraceuticals, and dietary supplements.”
Functional foods are naturally occurring and modified foods
with bio-functionalities. Alternatively, nutraceuticals are ingre-
dients or food bio-actives with bio-functionality.' Medical
foods are consumed in the form of food and thus are different
from medicines consumed in the form of pills. The medical
foods in each of the above-mentioned categories can be classi-
fied according to the health status of the body and the purpose
of administration. Dietary supplements, such as vitamins,
amino acids, probiotics, and natural products, are added in
medical food for various purposes.®

Recently, efforts have been made to use nanovesicles, such
as liposomes and exosomes, as supplements for medical foods.
All cells export extracellular vesicles (exosomes) containing
different components and are classified according to their
biosynthesis mechanisms."* Various exosomes inherit the
characteristics of their cell origin, given that they include some
of its components.*'> Exosomes are produced in the inner core
of cells and contain nucleic acids, proteins, and lipids with
a small size of 40 to 100 nm, and thus they can perform various
functions and be naturally absorbed by cells.** Due to the
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advantages of exosomes, they are used in various fields such as
drug delivery, diagnosis, and treatment."*** Firstly, exosomes
are in the spotlight in the medical community due to their high
homologous and low immune responses to avoid their
decomposition in animals or patients. Secondly, exosomes can
load various cargoes. In addition, the presence of a phospho-
lipid bilayer is beneficial for fusion with the membranes of
receptor cells. The structure of exosomes protects them from
harsh conditions such as the digestive tract, including the
acidic environment of the stomach, and in particular, exosomes
derived from food can be absorbed from the intestine. They are
transferred to other organs through the bloodstream and can
function. Exosomes are also present in actual cooked or pro-
cessed foods and are common and derived from various sour-
ces, ranging from grapes to human cells.” Exosomes have
gained popularity due to their biocompatibility and low
immunogenicity as effective delivery systems for therapeutics.
Medical-purpose exosomes (Medi-Exo) with therapeutic poten-
tial are being applied for the treatment of inflammation, cancer,
and cardiovascular disease as natural bionanocomposites.

In this review, we discuss the current trend of medical food
components used for the treatment and prevention of different
types of diseases. To address the limitations of conventional
medical food, medical food-derived exosomes (Medi-Exo) are
suggested as medical food (or additives) for the treatment of
various diseases and health benefits (Scheme 1). Finally, the
integration of food with extracellular vesicle (e.g., exosomes)
technology is at the forefront of this field.

2. Current knowledge of medical
food

Medical food is a specialized type of food that has been developed
specifically to address the treatment or management of specific

diseases or health conditions. It serves various purposes,
including the treatment of conditions such as Alzheimer's disease
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Scheme 1 The overview of Medi-Exo contents and its health benefits.
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and metabolic diseases, enhancing the quality of life for cancer
patients, and even preventing certain conditions such as high risk
of pre-eclampsia (Fig. 1). Based on its intended use, medical food
can be categorized into three main groups, i.e., supportive medical
food, therapeutic medical food, and preventable medical food.
Firstly, support medical food aims to improve the quality of life of
patients by enhancing their immunity and supports their treat-
ment indirectly. Secondly, the goal of treatment with medical food
is to heal patients and help them regain their health. Finally, the
prevention medical food can help high-risk people from getting
sick (Table 1). Each category serves a distinct purpose in sup-
porting the health needs and addressing specific medical condi-
tions of individuals.

2.1 Support of diseases through medical food

Chemotherapy is a common treatment for cancer patients, but
it has critical drawbacks. It can have effects not only on cancer
cell but also normal cells, thus reducing immunity by
decreasing the number of white blood cells.>** Increasing
immunity is essential to overcome the decreased immunity
caused by cancer to protect patients from viral infections.”®*
Firstly, due to the increasing immunity by nutrition,**** proper
nutriment supply can help both reduce the risk of infection and
aid in overall treatment.*»** Secondly, the muscle mass of
cancer patients affects their life after chemotherapy.** Cancer
patients maintaining a good weight, muscle index, and muscle
density have been shown to have an increased average survival
period by approximately three times compared with a decrease
in the above-mentioned characteristics in cancer patients (28.4
months and 8.4 months, respectively).* Particularly, the elderly
often become unable to move gradually as they are confined to
a bed for a long time. They may experience a decline in mobility
as their muscles weaken and their strength decreases. Eventu-
ally, it becomes difficult for them to move again, and compli-
cations, such as pneumonia and pressure ulcers, are repeated,
making it easier for their condition to gradually deteriorate.*®
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Medical Target

inflammation; Iype 2 Diabetes Sardiovasc Cancer: Alzheimerss disease; Bre=eclampsia
Omega-3 Ellagic acid Puerarin Astaxanthin Vitamins B L-arginine
Fish Barberry Arrow root Crab, shrimp, etc. Milk, avocado, etc. Fish, red meat, etc.
Resveratrol Naringenin Rutin Canthaxanthin Omega-3 Antioxidant vitamins

Grape, peanut, etc.

Orange, yuja, etc.

Apple, mulberry, etc.

Egg, paprika, etc.

Fish, nuts, etc.

Broccoli, spinach, etc.

Curcumin Berberine Baicallin Lycopene choline Lycopene
Curcuma Hop, po::sgranate, Golden herb Tomato, apricot, etc. Egg yolks, Soy, etc. Tomato, apricot, etc.
. . .
* L . . . .
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Fig. 1 Medical food and key compounds to treat diseases. The foods
illustrated to show which diseases they can be used to treat.

Faber J. et al. examined the effects of a medical food rich in
protein, leucine, fish oil, and certain oligosaccharides on 38
cancer patients receiving radiation therapy in a randomized,
double-blind trial. The results showed that the group
consuming the medical food had significantly higher levels of
EPA and DHA integration in their white blood cells and reduced
levels of the inflammatory medium PGE2 within a week."” Nic-
olaas E. P. Deutz et al. investigated how medical foods manu-
factured with high leucine and protein content could stimulate
muscle protein synthesis in cancer patients, and the results
showed that the medical foods increased the FSR muscle
protein by 0.024% per hour compared to the beginning.*®
Chronic stable angina is a type of angina caused by chronic
stenosis due to arteriosclerosis.”” The main objectives of

Table 1 Classification of medical foods and the treatment of diseases

allergy

used as medical foods and the main ingredients contained in them are

treatment are to control symptoms, prevent myocardial infarc-
tion or sudden death, and manage coronary risk factors.’®
Proper management of blood pressure and blood sugar, weight,
and cholesterol levels is important for managing chronic stable
angina.** Many risk factors in CAD are associated with the
reduction of nitrogen monoxide (NO). Hence, increasing the
resistance to thrombosis and atherosclerosis by restoring NO
activity using medical foods containing r-arginine and addi-
tional nutrients was investigated. Maxwell Andrew J. et al.
divided their study into two treatment weeks and four recovery
weeks.” Subsequently, they measured different metrics,
including treadmill work, walking ECG readings, and quality of
life ratings. The treadmill exercise capacity throughout the
treatment period increased by 20% compared to the placebo

Disease

Substances contained in medical food

Reference

(i) Support of diseases through medical food
Cancer

High in protein and leucine and enriched with emulsified fish oil (containing EPA 17

and DHA) and a specific oligosaccharide mixture

Cancer

40 g protein, based on casein and whey protein and enriched with 10% free leucine 18

and other specific components

Angina secondary to atherosclerotic coronary artery r-Arginine 19
disease (CAD)

(ii) Treatment of diseases through medical food

Aware of the PKU (phenylketonuria) LNAA (large neutral amino acids) 20
pathogenesis Cow's milk allergy (CMA) Hydrolyzed rice formula 21
Unaware of the ~ MS(motion sickness) in G. simplicifolia, containing high concentrations of 5-HTP 22
pathogenesis childhood periodic syndrome

Mild Alzheimer's disease

Phosphatide precursors, vitamins B (for endogenous choline), vitamins C, vitamins 23

E, selenium, and phospholipids

(iii) Prevention of diseases through medical food
Population with high risk of pre-eclampsia
Anemia in pregnancy
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L-Arginine and antioxidant vitamins 24
L-Methylfolate and high-dose vitamin B(12) 25
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period. After two weeks of treatment, the total walking duration
increased by 23%, and the pain-free walking distance increased.
Positive outcomes were also seen in the quality of life, and in
particular, there was high satisfaction with vitality (general
happiness), housework, and work-related performance.

2.2 Treatment of diseases through medical food

2.2.1. Childhood cyclical syndrome. Esposito Maria et al.
studied medical food for the treatment of childhood cyclical
syndrome.** Childhood periodic syndrome is known as the pre-
stage of migraines in children and adolescents, which is divided
into cyclic vomiting syndrome (CVS), abdominal migraine (AM),
and benign paroxysmal vertigo of childhood (BPVC).* It usually
occurs in infancy or adolescence, manifests unexpectedly,
recovers spontaneously, and is entirely normal between
seizures, although the symptoms recur.**

In the case of childhood periodic syndrome, given that large-
scale research is insufficient, it has been treated using medical
food based on the mechanism of motion sickness symptoms. In
particular, there is already a drug treatment for motion sick-
ness, but it is used in adulthood for acute treatment of motion
sickness, which is not suitable for children, and there is no
preventive treatment for affected adults to date. The most
famous theory for explaining motion sickness is the sensory
collision theory, which a mismatch between visual and somatic
senses, inducing nausea and vomiting. In addition, exception-
ally, motion sickness is often considered a precursor to
migraines. In the case of migraine attacks, the concentration of
serotonin is lower than the normal level. Magnesium can relieve
nerve excitement and muscle stiffness, which can improve
motion sickness and migraines. Therefore, an experiment was
conducted on 254 children using a seed extract of the 5-HTP-
rich Griffonia simplicifolia Bail, a precursor of serotonin, and
a compound containing magnesium. Consequently, the preva-
lence of children in the group who ingested the Griffonia/
magnesium complex after 3 months was 36%, which was
considerably lower than the prevalence of 73% in the control
group.

2.2.2. Neurodegenerative disease. The exact mechanism
and cause of Alzheimer's disease are still not clearly under-
stood. Currently, it is known that a little protein called beta-
amyloid is overproduced and deposited in the brain, harming
brain cells.*** In addition, the tau protein, which is crucial for
maintaining the skeleton of brain cells, is damaged by oxida-
tion, inflammation, and hyperphosphorylation, all of which
may potentially cause damage to brain cells and have an impact
on development.*** A typical brain pathology finding, the
neuroblast (or senile), is associated with the deposition of beta-
amyloid proteins, and the bundle of nerve fibers is associated
with tau protein hyperphosphorylation. Here, the loss of
hippocampus and cortical synapses was considered to be the
most closely associated, and thus researchers experimented
with medical food containing nutrients that support the
regeneration of synapses.”® The nucleotide uridine, omega-3
polyunsaturated fatty acids, and choline are examples of foods
that are known to promote synapse development. As a result of

© 2024 The Author(s). Published by the Royal Society of Chemistry
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the 12 weeks core study, improvements in language imaging
work were found in 24% of patients in the control group and
40% in the active group. In addition, the significant intake of
docosahexaenoic (DHA) and EPA was observed in the entire
active group, and the plasma levels of vitamin E were signifi-
cantly increased. Moreover, the response was calculated by
combining the scores of ADAS-cog scale (cognition), ADCS-ADL
scale (function), and CIBIC-plus (behavior), and the active
group showed a higher response of 18.2% in comparison to the
control group.

2.2.3 Inflammatory disorder and allergy. Inflammation is
one of the biological responses to harmful stimuli and is
a phenomenon that occurs when immune cells, blood vessels,
and inflammatory mediators are involved.*®* Inflammation
appears with the purpose of cell damage inhibition, scar tissue
removal, and tissue regeneration, but also causes tissue damage
and disease, such as rheumatoid arthritis, dermatitis, asthma,
and inflammatory bowel disease.*®*** Therefore, although an
inflammatory response may be necessary for the body, there are
cases in which it is necessary to control or stop it. Curcumin,
which is present in turmeric, suppresses the production of TNF-
a, NF-kB, and COX-2, which are representative inflammatory
mediators and reported to be effective in the treatment of
inflammatory diseases.>**” Resveratrol is a phytoalexin found in
berries such as raspberries and grapes.®*® Resveratrol inhibits
the proliferation of spleen cells induced by IL-2 or allo-antigens
and suppresses inflammatory cytokines of immune cells,
thereby preventing inflammatory reactions effectively.>® Dietary
polyunsaturated fatty acids (PUFAs), which are abundant in
fish, have been studied to regulate inflammation by suppress-
ing the expression of COX-2, VEGFR2, and NF-kB, although the
inhibitory mediators vary slightly depending on the type of
PUFA.**** Many food components that control inflammation
have the potential to not only control inflammation, but also
improve the diseases associated with it.®>

Cow's milk allergy (CMA) is defined as an adverse effect on
one or more milk proteins mediated by IgE or non-IgE mecha-
nisms.** The prevalence rate for this common symptom in kids
is about 4.9% of children aged <3 years. IgE-mediated reactions
manifest as gastrointestinal, respiratory, and skin symptoms
within 1 to 2 hours of ingestion, whereas non-IgE-mediated
reactions include food protein-induced enteropathy (FPE) and
food protein-induced allergic enteritis. It causes a variety of
symptoms of food protein-induced allergic proctocolitis
(FPIAP). Hypoallergenic milk powder is a diet for children who
usually have this at one year of age and do not breastfeed.® Also,
extensively hydrolyzed formula (eHF), which is generally proven
to be hypoallergenic, is recommended, but hydrolyzed rice-
based formulas (HRF) can be used as an alternative for
infants who reject eHF or have severe CMA.** Anania Caterina
et al.** reported the assessment of three factors, as follows: (i)
the analysis of growth comes first. The growth discrepancies
between infants with moderate or severe CMA and healthy
children were not substantially different, and the growth trends
of newborns fed HRF, soybean milk powder, and eHF were
equivalent. Thus, they evaluated whether HRF could be
a nutritionally appropriate alternative for infants. (ii) The

Nanoscale Adv., 2024, 6, 32-50 | 35
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second is the symbolism of the taste of different formulations,
which was evaluated by both adults and children, and the
findings revealed that the preference for HRF was superior to
eHF. (iii) The third is arsenic. Given that rice absorbs arsenic at
a high rate, which is a non-threshold human carcinogen, the
European Commission limits the amount of arsenic in newborn
food to 0.10 mg kg™ . In conclusion, the use of cheap and highly
symbolic HRFs was evaluated to be useful in the treatment of
CMA in 1 month-old infants.

2.2.4 Cardiovascular disease. Cardiovascular diseases
include diseases such as coronary heart disease, heart failure,
and hypertensive heart disease.®® The causes of these diseases
are diverse, including hypertension, dyslipidemia, oxidative
stress, and inflammation.* Therefore, some anti-inflammatory,
anti-cancer activity compounds can be utilized as anti-
cardiovascular compounds.

Puerarin, an isoflavonoid present in kudzu, improves the NO
and cGMP levels.”®® In addition, it enhances the level of
phosphorylated eNOS protein and decreases the level of
caveolin-1 and angiotensin II type 1-receptor. Through this
process, puerarin has been reported to have an effect of
lowering blood pressure, and may also contribute to the
prevention of myocardial infarction.®”*® Similar to puerarin,
rutin, which is abundant in foods such as apples, figs, and
asparagus, can blood pressure through eNOS
signaling.”®”* Additionally, it can inhibit coronary heart disease
by regulating extracellular signal-regulated kinase 1/2 and Akt
signaling. It has been reported that baicalin, which is abundant
in Baikal skullcap, lowers blood pressure by acting on intra-
cellular Ca®* regulation.””* Given that the number one cause of
death worldwide is cardiovascular disease, efforts are being
made to uncover the mechanisms of identified components or
new functional components.”™

2.2.5 Metabolic disorders. Diabetes is a metabolic disorder
caused by high blood sugar levels,”® which is divided into type 1
and type 2.7° Type 1 has problems with the insulin produced by
the pancreas and can be managed with insulin injection. In type
2, insulin is secreted normally, but due to insulin resistance,
cells cannot accept insulin and the blood sugar rises. Type 2 is
thought to have a problem with the insulin receptor, although
its exact mechanism is not known. Therefore, studies are being
conducted on compounds that can control insulin
resistance.”®”’

Ellagic acid is a component abundantly contained in
pomegranate and Castanea crenata inner shell.”® Although its
exact mechanism has not been identified, it has been reported
that it has activity to lower the blood glucose level and increase
the insulin concentration.”*® Naringenin, a flavanone found in
oranges, citrons, and grapefruit, has carbohydrate metabolism
promoter, anti-inflammatory, and anti-oxidant effects.**
Furthermore, it has been confirmed that it can alleviate diabetic
nephropathy caused by type 2 diabetes. Berberine, one of the
components of barberry, has also been found to have a hypo-
glycemic effect.®*® It is expected to help alleviate diabetic
nephropathy by effectively reducing total cholesterol and low-
density lipoprotein, but some complain of gastrointestinal
adverse effects. Therefore, it needs to be used with caution.

lower
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Ingredients for diabetes, such as berberine, often have adverse
effects. Thus, to overcome this, efforts to find new anti-diabetic
sources are on-going.*

PKU is a condition in which phenylalanine hydroxylase
activity is deficient or severely reduced, resulting in high plasma
phenylalanine levels of 1000 mmol L™".2° If left untreated, nerve
cells in the cerebrum that are sensitive to phenylalanine levels
can be damaged, resulting in catastrophic disorders such as
microcephaly, epilepsy, severe cognitive impairment, behav-
ioral issues, and even paralysis. Concolino et al. investigated
a medical food called PheLNAA, which contains a lot of LNAA.*®
Seven of the 16 subjects successfully improved blood Phe
control to more than the first final goal setting (30% reduction)
four weeks after taking PheLNAA. These seven patients were
found to have a 32% to 90% reduction in blood pH levels from
the baseline throughout the study. Therefore, it was demon-
strated that increased LNAA concentrations in PheLNAA
medical foods significantly inhibit Phe transport from these
patients to the gastrointestinal tract and BBB. Consequently,
a novel approach for enhancing the diet and improving the
adaptation of patients to the diet, which become restricted as
they age, was offered.

Wang et al. combined the facts that the polymorphism of
MTHFR reduces the rt-methylfolic acid, serum methyl-
cobalamin, and serum homocysteine levels and causes hyper-
tension and DR, and methylation of homocysteine and B12 in
their study.®® They examined the effects of Ocufolin, a dietary
supplement comprised of r-methylfolate and vitamin D, and
eye-folate, a multivitamin with similar ingredients, on the
progression of retinopathy in seven patients. Using fundus
photography, all participants exhibited intraretinal hemor-
rhage, microaneurysms (MA), and reduced exudate.

2.2.6 Cancer. Aerobic metabolism produces reactive
oxygen species, including superoxide and hydrogen peroxide,
which oxidize biological components such as DNA, proteins,
and lipids, causing cancer.®” Oxidation is not the only cause of
cancer, but because it is considered the most important cause,
various studies have been conducted on antioxidant
compounds that show anti-cancer effects.***°

Astaxanthin is an alpha-hydroxyl-keto-carotenoid that is
contained in various types of crustaceans such as shrimp and
crab.”* Astaxanthin is both a scavenger for free radicals and an
oxidation protector.”»* Although the exact anti-cancer mecha-
nism is still unknown, modification of gap junction commu-
nication is expected to affect anti-cancer activity.>
Canthaxanthin, which is contained in foods such as eggs and
paprika, also shows anti-cancer activity as a free radical scav-
enger.” Additionally, canthaxanthin has also been reported to
inhibit the proliferation of human colon cancer cells and the
development of skin tumors.”®®” The chemopreventive activity
of canthaxanthin has also been shown to be a result of gap
junction communication modification.”® Lycopene, which is
typically contained in tomatoes, is a free radical scavenger
together with astaxanthin and canthaxanthin.”® Lycopene is
known to inhibit the growth of human cancer cells. In partic-
ular, it has been reported to interfere with cell cycle progression
and growth factor receptor signaling in prostate cancer.'® In

© 2024 The Author(s). Published by the Royal Society of Chemistry
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addition to the above-mentioned components, antioxidant
compounds such as lutein and fucoxanthin have been
confirmed to have anti-cancer activity.'****>

2.3 Prevention of diseases through medical food

Pre-eclampsia (PE) is high blood pressure accompanied by
excessive protein in the urine and is a problem that occurs only
during pregnancy.'® Pre-eclampsia can cause the placenta to
peel off and deliver early, which increases the likelihood that
newborns will have issues.’* Also, the hands, fingers, neck, and
feet of women may also swell, and if their pre-eclampsia is
severe and untreated, seizures (eclampsia) or organ damage
may occur. One of the major causes of morbidity and mortality
in mothers and newborns is pre-eclampsia and eclampsia.'®
According to Vadillo-Ortega Felipe et al., hypertension disorder
in mothers is caused by the promotion of maternal vasocon-
striction due to a defective placenta and the activation or
destruction of endothelial cells.?* Therefore, it was decided that
L-arginine administration will be beneficial for mothers who are
at high risk for liver disease. r-Arginine is an endothelial-
derived vasodilator and is used as a substrate for nitrogen
oxide synthesis enzymes that show synthetic defects in liver
disease. Women who had pre-eclampsia in the past or who had
a family history of the condition received a bar containing r-
arginine and antioxidant vitamins. The rate of pre-eclampsia or
eclampsia declined to 13% in patients taking a combination of
r-arginine and vitamins, and the premature delivery rate was
only 11%. Additionally, it was discovered that at the start of the
study there was no difference in the plasma concentration of t-
arginine between the treatment groups. However, two neonatal
deaths occurred in the placebo group and three in the vitamin
group at birth, but not in the group that took both r-arginine
and vitamins. This is related to extremely premature babies.
Specifically, the intake of r-arginine and vitamin-added medical
foods significantly reduced the risk of maternal pre-eclampsia,
eclampsia, and premature birth.

Premature birth, natural miscarriage, and childbirth with
underweight babies are all affected by anemia during preg-
nancy.'*® Furthermore, pregnant women with anemia are more
likely to have a premature birth and mild labor contractions,
resulting in prolonged delivery durations and an increased risk
of excessive bleeding. In the study by Bentley Susan et al., the
effect of medical foods that added r-methylfolate and vitamin
B12 to the nutrition of existing prenatal vitamins (PNVs) as
a control group was tested with PNVs.*® The hemoglobin
changed by —10.9 in the case of prenatal vitamins and merely by
—4.0 in the case of medical food from the start of pregnancy
until delivery. Additionally, prenatal vitamins had a 74.1%
incidence of anemia and medicinal foods had a 39.7% inci-
dence, both of which were significant outcomes.

3. Therapeutic aspects of natural
bionanocomposites: exosomes

Exosomes are a type of extracellular vesicle (EV) that are
released by cells into the extracellular space. They are small,

© 2024 The Author(s). Published by the Royal Society of Chemistry
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spherical vesicles with an average diameter of less than 200 nm,
and they possess a phospholipid bilayer structure. Exosomes
can be found in various body fluids, including blood, urine,
saliva, and milk. They play a crucial role in cell-to-cell
communication and the transport of bioactive molecules, as
well as molecules that are overexpressed in response to the
specific condition or environment of cells. Exosomes contain
a variety of bioactive molecules, including proteins, lipids, and
nucleic acids such as RNA and DNA. Recently, milk-derived
exosomes were discovered, which have been recognized as
versatile bioactive materials. Subsequently, their potential
application has been extended in various fields, including drug
delivery, disease treatment, and cell communication.

Functional ingredients are low in concentration and are used
by preparing extracts of raw food for their functions. However,
commonly, it is not easy to isolate only the desired component
from food, and thus food extracts contain various components
in addition to the target component.'*”'*® Consequently,
adverse effects may be induced by unidentified ingredients. In
this case, is relatively easy to identify the components of exo-
somes, and in addition to the target functional components,
additional benefits from the proteins, lipids, and nucleic acids
of exosomes can be obtained with higher efficiency.’® There-
fore, utilizing exosomes as a functional component of medical
food can be a good strategy for obtaining health benefits (Table
2).

Exosomes are produced by endocytosis.''®'"' Exosomes are
colloidal nanoparticles and their surface charge is reflected by
their zeta potential, which is considered as one of the charac-
teristics of exosomes.'">'** Exosomes secreted by animal cells
have a spherical structure formed of a lipid bilayer."** Similar to
most plant-derived vesicles, nano-vesicles have a simple lipid
bilayer like eukaryotic cell membranes and are structurally
spherical."*® The composition of exosomes is not random and
their function and composition depend on the cell of their
origin.”*'” Similar to normal cell membranes, the membrane
components of exosomes are composed of lipids, carbohydrates
and proteins."****° The unique characteristics of exosomes have
attracted significant attention in clinical applications as both
diagnostic biomarkers and therapeutic cargo carriers. One of
their appealing attributes is their reduced immunogenicity,
which is a result of their biocompatibility and bilayer lipid
structures.’” These structures effectively shield the encapsu-
lated cargo from degradation, making exosomes an attractive
option as a therapeutic vector. Moreover, exosomes offer the
advantage of accommodating various cargoes, and their ability
to fuse with the receptors in the call membrane makes them
highly efficient for the delivery of cargo. However, although
exosomes are considered promising vectors, their components
have gained greater popularity in the medical community due
their potential in treating inflammation, cancer, and cardio-
vascular diseases.'”* In addition, due to their ability to represent
metabolic stages of cell/organ origin and their important role in
major pathological processes, exosomes are considered new
and promising biomarkers for a wide range of diseases (Fig. 2).
Mesenchymal stem cell-derived exosomes (MSC-exosomes) are
one of the exosomes that show potential for the regeneration of
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Table 2 Exosomal components as biomarkers

Exosomal components Disease Associated molecules Reference

Protein Prostate cancer CD9 126
Breast cancer CD81 127
Melanoma TRIP2, VLA-4, HSP70, HSP90 128
Pancreatic cancer Glypican-1 129
Colorectal cancer CD147, CD9 130
Chronic hepatitis C CD81 131
Alzheimer's disease Exosomal amyloid peptides, Thr-181 132
Parkinson's disease DJ-1, a-synuclein 133

Nucleic acid Type 2 diabetes miRNA-1249-3p 134
Myocardial infarction miRNA-125b-5p 135
Acute myocardial infarction miRNA-93-5p 136
Oral squamous cell carcinoma miR-155 137
Liver cancer miR-26a 138
Colorectal cancer miR-146a-5p, miR-155-5p 139
Pancreatic ductal adenocarcinoma miR-196a, miR-124, miR-1226-3p 140
Breast cancer BCL-2 siRNA 141
Bladder cancer PLK-1 siRNA 142

tissue damage. Mesenchymal stem cells have been reported to
alleviate type 2 diabetes in animals and clinical trials, and it was
confirmed that MSC-exosomes are also effective in treating type
2 diabetes."” Treatment with MSC-exosomes in a type 2 diabetic
rat model reduced blood sugar levels and restored phosphory-
lation of insulin receptor substrate 1 and protein kinase B."** In
addition, it has been confirmed that they alleviate diabetes and
restore insulin secretion through muscle cell glucose trans-
porter expression, liver glycogen storage increase, and B-cell
death suppression.'*®

3.1 Exosomal proteins

Various proteins exist on the surface of exosomes, and proteins
derived from the parent cells play a major role in intracellular
communication.?® Proteins with various roles such as target-
ing, adhesion, and T-cell stimulation are present in the exosome
membrane.** In particular, tetraspanins are abundant, which

Other lipids

are involved in cell penetration, invasion, and fusion (Fig. 3A).
Heat shock proteins (HSP70 and HSP90) are involved in antigen
binding and antigen presentation in stress response.**® Exo-
somes contain various proteins such as membrane transport
proteins, heat shock proteins, and enzymes to play functional
roles, and highly abundant proteins can be used to distinguish
exosomes as biomarkers.**'*¢ For example, CD9 and CD81 were
found to be positive as exosomal protein markers in prostate
cancer*®® and breast cancer cell lines," respectively. Addition-
ally, TRIP2, VLA-4, HSP70, and HSP90 were identified as
potential diagnostic biomarkers for melanoma'® and CD147
and CD9 for colorectal cancer.” It has also been reported that
glypican-1, a surface protein of exosomes, is exclusively present
in the serum of pancreatic cancer.”” Exosomes can serve as
biomarkers in various diseases besides cancer. In the case of
hepatitis C patients, an increase in exosomal CD81 has been
observed.” Furthermore, exosomal amyloid peptides and
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phospho-tau (Thr-181) have been implicated in Alzheimer's
disease,*** while DJ-1 and a-synuclein are potentially associated
with the diagnosis of Parkinson's disease.'® In the case of
exosomes derived from animal cells, it is known that the
proteins contained in the cells of their origin are also contained
in the exosomes in relative abundance.'*” However, it has been
reported that plant-derived exosomes contain relatively simpler
proteins than animal cell-derived exosomes.**®

3.2 Exosomal lipids

Lipids in exosome membranes are essential components of
their lipid bilayer structure.™ It contains lipids such as
cholesterol, sphingolipids, and phosphatidylserines, and most
of the lipids of exosomes are found in their outer membrane
due to their formation process.****** In general, sphingomyelin
is predominantly found in the outer leaflet of exosomes, while
phosphatidylserine is found in their inner leaflet. Alternatively,
it appears that phosphatidylethanolamine is randomly distrib-
uted in their bilayer (Fig. 3B).*** The lipid composition varies
depending on the type of cell of origin, but interestingly, it
differs greatly between exosomes and their parent cells.**

© 2024 The Author(s). Published by the Royal Society of Chemistry

However, a similar lipid composition is shown between exo-
somes from a single cell line. The higher the content of
sphingomyelin, desaturated lipids, and cholesterol in the exo-
some membrane than in the parent cell, the greater the stiffness
and resistance to degradation of the exosome, and the more
effective the delivery of substances such as proteins and nucleic
acids.143,153

3.3 Exosomal nucleic acids

Exosomes may include RNAs and DNAs such as mRNAs, miR-
NAs, and IncRNAs that were present in their cell of origin.***
Exosomes contain abundant miRNAs and genomic DNA, and
contain up to 500 different miRNAs. Exosomes carry their
nucleic acids into the target cells, which are then transcribed
and translated to affect the cells.”® The nucleic acids can be
stably detected in the circulatory system and protected from
RNase degradation by the stability of exosomes. Consequently,
exosomal miRNA is a potential candidate as an ideal biomarker
in clinical diagnostics. Exosomes have demonstrated remark-
able sensitivity and specificity, particularly in diverse cancer
types. The nucleic acids encapsulated within exosomes can be
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categorized into several classes, including messenger RNA
(mRNA), microRNA (miRNA), small interfering RNA (siRNA),
circular RNA (circRNA), and long non-coding RNA (IncRNA).
The type and amount of nucleic acids in exosomes, especially
IncRNAs and circRNAs, are greatly affected by the health status
of their origin. Utilizing these characteristics, RNAs in exo-
somes can be used as disease diagnostic markers."** miRNAs
contained in exosomes have many effects on cells based on cell-
to-cell communication such as angiogenesis, hematopoiesis,
and tumorigenesis.">’

1t has been confirmed that natural killer (NK)-derived exosomes
derived from lean mice attenuate insulin resistance and inflam-
matory response in type 2 diabetes."*® miRNA-1249-3p accumulates
in NK-derived exosomes. miRNA-1249-3p targets SKOR1, which
regulates the formation of SMAD6/MYD88/SMURF1.

The hypoxic bone marrow mesenchymal stem cell (BM-MSC)
exosomes extracted by inducing hypoxia in BM-MSCs were
found to increase the therapeutic effect by concentrating miR-
NAs, showing therapeutic effects in the myocardium.™ A
particularly high concentration of miRNA-125b-5p was accu-
mulated in the exosomes of hypoxic BM-MSCs.'*%*¢°

Adipose-derived stromal cells (ADSCs) contain miRNA-93-5p,
and the cardioprotective effect of this exosome was confirmed in
vitro and in vivo (Fig. 3C).*** In vitro, miRNA-93-5p effectively
inhibited hypoxia-induced autophagy and inflammatory cyto-
kine expression by targeting Atg7 and TLR4.

When exosomes loaded with miR-26a were tested on class B
type 1-expressing liver cancer cells, it was found that the upre-
gulation of miR-26a led to a decrease in cell migration and
proliferation rates.**® This was attributed to the reduction in the
levels of key proteins involved in G1/S transition, which halted
the cells in the G1 phase and inhibited the progression of the
cell cycle.

Many estrogen receptor-positive (ER+) breast cancer patients
exhibit overexpression of the anti-apoptotic protein BCL-2.'**
This protein, being an estrogen-responsive gene, promotes
disease progression and enhances the survival of tumor cells,
allowing cancer cells to evade programmed cell death. NK cell-
derived exosomes were used as a carrier for BCL-2 targeted
siRNAs, and it was found that exosomes loaded with siBLC-2
activated mitochondria-dependent apoptosis in malignant
breast cancer cell lines.

Upon loading PLK-1 siRNA into exosomes and co-culturing
them with an invasive bladder cancer cell line, it was discov-
ered that the gene expression of PLK-1 was inhibited, resulting
in the induction of apoptosis.**

158

4. Treatment and prevention of
diseases through food-derived
exosomes

Pathogenesis is defined as the occurrence and development of
disease. The prevention, management, and treatment of
numerous diseases depend on an understanding of their

etiology and progression.'® This is owing to the fact that the
mechanical properties of the tissue or cellular environment play
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a role in the progression or development of many diseases
(Fig. 2).**

Food-derived exosomes (FDE) are exposed to the gastrointestinal
environment after food consumption (Table 3). However, the lipid
bilayer surrounding FDE prevents their degradation under the
conditions of the digestive tract, including the acidic environment
of the stomach. Therefore, substances loaded within FDE are not
broken down in the gastrointestinal tract. They are safely absorbed
through the intestines, affecting the whole body.'** FDE absorbed
through the intestinal walls reach peripheral organs via the
bloodstream.'® This stability and mechanism have been evaluated
for their potential use in the treatment and prevention of various
diseases. Exosomes not only serve as carriers but also contain
substances that contribute to therapy.'® For example, exosomes
derived from blueberries carry miRNAs such as miR-156e, which
have shown effectiveness against cardiovascular inflammation.'”
Additionally, the stability of exosomes is utilized for the delivery of
methotrexate.'*® FDE originate not only from fruits but also from
various sources, including milk and broccoli.

4.1 Food-derived exosomes

Food-derived exosomes (FDE) have a variety of potential func-
tions for the treatment and prevention of diseases. FDE contain
biomaterials such as microRNAs, proteins, and lipids. They
regulates gene expression, cellular processes, and signaling
pathways in target cells. FDE also play a role in cell-to-cell
communication,  potentially  influencing  physiological
processes and immune responses, and they can used as thera-
peutic agents. Some types of FDE contain biomaterial molecules
with anti-inflammatory properties, which means they can
reduce inflammation-associated disease. Thus, it is crucial to
highlight that FED have functions in the treatment and
prevention of diseases, and here we provide a detailed expla-
nation of some various diseases.

Raimondo S. et al. found that the juice of Citrus limon L.
contains nanoparticles that can be considered exosome-like
nanovesicles, and isolating these nanovesicles and co-
culturing them with various cells resulted in a decrease in the
growth of tumor cell lines (A549, SW480, and LAMAS84).
Furthermore, they confirmed an increased expression of the
pro-apoptotic molecules, Bad and Bax, indicating the promo-
tion of tumor cell apoptosis.*®

Ahn G. et al. extracted physiologically active exosomes (Mi-
Exo) from bovine milk. They confirmed their cytoprotective
effect through antioxidant activity and anti-inflammatory
effects, and also discovered that they contain TGF-f3, which
reduces scar formation. The authors described their potential
as a therapeutic material to minimize scars and keloids, such as
skin tissue damage.'”®

Nanoparticles derived from broccoli target DCs, inducing
tolerogenic DCs and preventing mouse colitis. Deng Z. et al.
treated a mouse colitis model with broccoli-derived nano-
particles for 10 days. Although the mice treated only with DSS
exhibited weight loss, those treated with the broccoli-derived
nanoparticles did not show any weight loss. Moreover, it was
confirmed that broccoli-derived nanoparticles can be efficiently

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Therapeutic components of

Target mechanism or

Food source Medi-Exo Extraction methods disease Reference
Honey miR-4057 Ultracentrifugation and Acute liver injury 185
filtration
Grapefruit Exosome + luciferase siRNA Purified on sucrose after Colon cancer 186
centrifugation
Exosome component + Purified on sucrose after Brain tumor 187
miR17 centrifugation
Exosome + methotrexate Purified on sucrose after Inflammatory gut disease 168
centrifugation
Grape Lipids Purified on a sucrose step Dextran sulfate sodium- 188
gradient after centrifugation induced colitis
Exosomes Purified on a sucrose step Intestinal stem cell 189
gradient after centrifugation
Blueberry miR-156e, miR-162, miR- Sequential centrifugation, Cardiovascular 167
319d ultra-filtered and inflammation
centrifugation
Lemon Citrus nanovesicles Centrifuged and transferred Cancer cell proliferation 181
to a 30% sucrose/D,0O
cushion and
ultracentrifugation
Broccoli Lipids Sequential centrifugation, Mouse colitis 171
sucrose purification and
ultracentrifugation
Ginger Exosome + cancer-specific Membrane filtration, Nasopharyngeal cancer 190
ligands differential
ultracentrifugation, and
equilibrium density gradient
ultracentrifugation
Exosome with doxorubicin Centrifugation, sucrose Colon cancer 191
(Dox) purification and
ultracentrifugation
siRNA-CD98 Centrifugation, sucrose Ulcerative colitis 192
purification and
ultracentrifugation
Ath-miR167a Centrifugation, sucrose DSS-induced colitis 193
purification and
ultracentrifugation
mi-RNA125 Centrifugation and Chronic colitis and colitis- 194
ultracentrifugation associated cancer(CAC)
Shogaol Centrifugation, Alcohol-induced liver 169
ultracentrifugation, sucrose damage
step gradient and
ultracentrifugation
DMT1 siRNA Centrifugation, mixing with Hereditary 195
FA, dry and add equal hemochromatosis
volume Hepes buffer
Milk Curcumin Use miRCURY™ Exosome Adenocarcinoma 196
isolation kit (Exiqon)
Exosome + anthocyanins Differential Lung tumor 197
ultracentrifugation
Exosome + Dox, EPT1, Ce6 Differential centrifugation Oral squamous cell 198
carcinoma
Has-miR-148a-3p Sequential centrifugation Lung tumor 199
and ultracentrifugation
Lactoferrin and o- Differential Breast cancer 172
lactalbumin ultracentrifugation
GRPY4 Ultracentrifugation and Necrotizing enterocolitis 200
extraction
miR-148a Centrifugation, filtration Osteoarthritis 201
and ultracentrifugation
Moringa miRNA-160h, miRNA-166, Filtration and Tumorigenesis 202

and miRNA-159c¢

ultracentrifugation
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absorbed by dendritic cells (DCs), suggesting a novel thera-
peutic strategy for regulating gut immune homeostasis through
dietary means and the treatment and prevention of diseases.'”
When Badawy A. A. et al. confirmed the inhibitory effect of
camel milk-derived exosomes on the MCF7 human breast
cancer cell line and found that they inhibited cell migration and
exhibited dose-dependent anti-proliferative activity. Further-
more, they observed reduced inflammation, angiogenesis, and
metastasis in tumor tissues, as well as the inhibition of oxida-
tive stress. In conclusion, it was confirmed that camel milk
exosomes partially induced cell apoptosis in cancer cells.'”*

4.2 Host immune responses

Honey-derived exosomes have been shown to suppress inflam-
mation by inhibiting the formation of the nucleotide-binding
domain and leucine-rich repeat related (NLR) family, pyrin
domain containing 3 (NLRP3) inflammasome (Fig. 4A).'”
Honey-derived exosomes did not affect the inflammasome
protein levels, but prevented oligomerized NLRP3 from
recruiting apoptotic speck protein (ASC). It was confirmed from
the immunofluorescence staining results that the visualized
spots were significantly reduced with the honey-derived exo-
some treatment. In addition, miRNA-4057 in the honey-derived
exosomes strongly inhibited the self-cleavage of Casp1l after
NLRP3 inflammasome activation, thereby inhibiting the
inflammatory response. However, miRNA-4057 from the honey-
derived exosomes did not reduce the expression levels of IL-6
and TNF-a, which are inflammatory cytokines. However, even
if the inflammatory cytokine level was not reduced, it was
proven that the honey-derived exosomes inhibited the inflam-
matory response through the formation of inflammasomes and
inhibition of Casp1 self-cleavage.

Ginger-derived exosomes contain the bioactive constituents of
ginger, 6-gingerol and 6-shogaol, in addition to normal exosome
components.  Ginger-derived = exosomes decreased  pro-
inflammatory cytokines such as TNF-a, IL-6, and IL-1b and
increased anti-inflammatory cytokines IL-10 and IL-22.¥ It was
proven that ginger-derived exosomes can prevent and improve
inflammatory diseases by targeting the inflamed intestinal mucosa
and reducing damage factors and promoting healing factors.

4.3 Eubiosis

The composition of the microbial community in the intestines is
influenced by factors such as the genetic makeup, environment,
and diet of the host. The microbial community produces signaling
molecules and metabolites that impact various important func-
tions in the intestines, including colonization, movement, diges-
tion, permeability, secretion, energy extraction, mucosal
immunity, and barrier effects. Moreover, certain components of
the microbial community or groups of microorganisms can enter
other organs such as the brain, liver, and pancreas through the
circulatory system, influencing their functions. Essentially, the
interactions between the immune system of the host and the
microbial community are crucial for maintaining intestinal
balance. However, if the equilibrium between the host and the
microbial community is disrupted, it can lead to diseases. When
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the microbial communities are in balance, this is referred to as
eubiosis, whereas an imbalance is called dysbiosis, which can
contribute to both infectious and non-infectious diseases.'* It is
widely recognized that the intestinal microbial community regu-
lates the expansion of specific subsets of lymphocytes. T helper 17
(TH17) cells, a specific type of CD4+ T helper cells, play a signifi-
cant role in the development of autoimmune diseases by
producing inflammatory cytokines such as IL17A, IL17F, and IL-
22. These TH17 cells accumulate in the intestine, indicating
that the gut itself induces the maturation of TH17 cells. Another
subset of CD4+ T helper cells known as forkhead box P3 (FOXP3)+
regulatory T cells (Tregs) is also abundant in the intestines and
contributes to maintaining intestinal balance. The development
of intestinal Treg cells has been shown to rely, at least partially, on
the presence of microbial communities, as observed by a signifi-
cant reduction in the intestinal lamina propria of germ-free
mice."” Research has discovered that exosomes derived from
milk have an impact on ulcerative colitis. To investigate this,
a study used mice with a specific genetic modification in their
intestines (kindlin 2 intestine-specific knockout mice) induced by
tamoxifen treatment. These mice were administered either
a control solution of PBS or a suspension of exosomes in PBS for
four days. The results demonstrated that the addition of exosomes
led to the significant reversal of the colitis state, resembling the
condition of normal mice. Additionally, their colon appeared
clean without the presence of bloody stool (Fig. 4B).””® Several
studies have shown that imbalances in the gut microbiota can
induce inflammatory responses and contribute to the progression
of rheumatoid arthritis (RA) in both RA patients and animal
models. In the case of new-onset rheumatoid arthritis (NORA)
patients, Prevotella copri was found in their gut, making these
individuals more susceptible to RA. When dominant P. copri from
RA patients was inoculated into mice that were raised in a germ-
free environment, it induced arthritis through a mechanism
involving Th17 cells. Furthermore, a decrease in the expression of
claudin-1 and occludin, which are important proteins for main-
taining gut barrier function, was observed before the onset of RA.
In the lamina propria, which is located beneath the epithelial cells
of the gut, there was an increase in CD3+ T cells, dendritic cells,
and B cells in NORA patients. The lamina propria contains T cells,
dendritic cells, B cells, and stromal cells, and Paneth cells
promote the differentiation of both Th17 and Treg cells. The
components found in milk can enhance gut barrier function and
microbial diversity, thereby limiting the inflammatory process
and protecting the gut.'® Extracellular vesicles (EVs) derived from
human breast milk have been shown to have a protective effect on
intestinal epithelial cells, reducing cell death caused by oxidative
stress by activating the MAPK pathway.””

4.4 Cancers and angiogenesis

Moringa-derived exosomes lowered the viability of leukemia
cells and increased apoptosis by decreasing B-cell lymphoma 2
protein expression and reducing the mitochondrial membrane
potential.’”® Cytotoxicity was shown in BCL2 positive cells, and
these results were expected to be caused by miRNAs in moringa-
derived exosomes, and thus the miRNA expression profile was

© 2024 The Author(s). Published by the Royal Society of Chemistry
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figure has been adapted from Ref. Badawy et al. with permission from Sage, copyright 2021.7° (D) Exosome-like nanoparticles in ginger can
inhibit the NLRP3 inflammasome activity. This figure has been adapted from Ref. Chen et al. with permission from ACS, copyright 2019.282

confirmed. The moringa-derived exosomes contained miRNA-
160h, miRNA-166, and miRNA-159c, which are expected to
inhibit the transcription of the BCL2 protein involved in
tumorigenesis. In a similar study, miRNAs did not affect the cell
viability in PBMCs, highlighting the anti-tumor activity of
moringa-derived miRNAs.

Although it is not known which component is responsible
for the effect, camel milk exosomes have been confirmed to
have various anticancer effects against breast cancer in vitro and
in vivo (Fig. 4C)."*'* Their apoptosis-inducing ability for MCF7
breast cancer cells was confirmed by changes in the expression
level of various apoptosis marker mRNAs. Bax was up-regulated
by a minimum of 2.79 + 0.12-fold to a maximum of 5.11 + 0.22-
fold and Bcl2 was up-regulated by a maximum of 4.09 £ 0.22-
fold and a minimum of 1.92 + 0.11-fold in mammary tumor
tissue from mice treated with camel milk and camel milk exo-
somes. In rats treated with camel milk and camel milk exo-
somes, the mRNA levels of the lipid peroxidation biomarkers
malondialdehyde (MDA) and iNOS were significantly reduced,
and the oxidative stress markers superoxide dismutase, gluta-
thione peroxidase and catalase increased, resulting in increased
resistance to oxidation. Additionally, there was a decrease in

© 2024 The Author(s). Published by the Royal Society of Chemistry

inflammatory cytokine mRNA and an increase in immune cells.
The effects were higher in camel milk exosomes than in camel
milk, and the potential of camel milk exosomes as an anti-
cancer treatment was proven by combining several pieces of
evidence. To test the effects of exosomes on tumor cell growth,
A549, SW480 (human lung and colorectal adenocarcinoma cell
lines), and LAMS84 (chronic myeloid leukemia cell line) were
treated with Citrus limon L. juice-derived nanovesicles.'® It was
observed that the treated groups formed fewer colonies
compared to the untreated control group. Furthermore, to
evaluate the mechanism of tumor growth inhibition, the
expression of various molecules was tested, revealing an
increase in the expression of the pro-apoptotic genes Bad and
Bax and a decrease in the expression of the anti-apoptotic genes
survivin and Bcl-xl. Additionally, activation through the TNF-
related apoptosis-inducing ligand (TRAIL)/DR5 pathway, con-
sisting of the TRAIL signal and the receptor Dr5, which controls
the apoptotic process, was confirmed.

LAM cells were xenografted into NOD/SCID mice, and lemon-
derived nanovesicles were locally (intratumoral) or intraperitone-
ally (IP) administered three times a week. The results, as shown in
the figure below, demonstrated that the mice treated with the
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lemon-derived nanovesicles formed smaller tumors compared to
the control group. Therefore, this suggests that citrus limon
nanovesicles reduce tumor growth in vivo through the induction
of TRAIL-mediated cell apoptosis and inhibition of cytokine
secretion associated with angiogenesis.

4.5 Neurodegenerative disease

Recently, neuroinflammation has been recognized as a signifi-
cant factor in neurodegenerative diseases such as Alzheimer's
and Parkinson's disease. Inflammasomes are a complex of
proteins that is formed when the body encounters danger
signals from pathogenic infections or cellular stress. One
specific type of inflammasome, known as NLRP3 (nucleotide-
binding domain and leucine-rich repeat-containing family,
pyrin domain containing 3), recruits Casp-1 to assemble
a multi-protein complex (Fig. 4D).'®> Activation of the NLRP3
inflammasome by Casp-1 leads to the production of IL-1f and
IL-18 and triggers a form of cell death called pyroptosis.

In a recent experiment using bone marrow-derived macro-
phages from C57BL/6] mice, various essential oil nano-
emulsions (ELNs) derived from ginseng, aloe vera, grapefruit,
garlic, turmeric, dandelion, lavender, cactus, and ginger were
cultured together. Most of these ELNs demonstrated weak
inhibitory or stimulatory effects on the release of IL-1f and the
levels of Caspl p10 upon activation of the NLRP3 inflamma-
some. However, the G-ELN (ginseng essential oil nano-
emulsion) showed a strong inhibitory effect on the release of IL-
1B and IL-18, as well as the levels of Casp1 p10 during NLRP3
inflammasome activation. Importantly, G-ELN did not signifi-
cantly affect the levels of the cytokines IL-6 and TNFa induced
by LPS, suggesting that G-ELN has minimal impact on the
general inflammatory response of macrophages. Furthermore,
it was observed that lipids, among the components of G-ELN,
play a role in its anti-inflammasome activity.

4.6 Multiple sclerosis

Multiple sclerosis (MS) is a condition characterized by the
immune system's attack on myelin, a protective covering of
nerve fibers. This attack disrupts the communication between
the brain and the body, potentially leading to difficulties in
independent walking when nerve fibers suffer permanent
damage or deterioration. Presently, although there is no cure
for MS, treatment focuses on accelerating recovery from attacks,
modifying the progression of the disease, and managing
symptoms. Autoimmune reactions of TCD4 cells primarily drive
the development of MS, and the presence of myelin oligoden-
drocyte glycoprotein (MOG) on the outer layer of the myelin
sheath facilitates the access of brain inflammation-inducing
proteins such as myelin basic protein (MBP) and proteolipid
protein (PLP). Strategies to induce antigen-specific tolerance in
MS treatment involve modifying the structure, dosage, or
administration route of the antigen. Butyrophilin (BTN) is
a protein that shares over 50% amino acid similarity with the
relevant domain of MOG. It has been identified in milk-derived
exosomes and the milk fat globule membrane (MFGM), which
are vesicular structures found in milk.'**
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4.7 Tissue regeneration

Wound healing refers to the process of replacing damaged tissue
with newly generated tissue. The successful transition from
inflammation to tissue regeneration, involving distinct phases of
inflammation, proliferation, and remodeling, is crucial for the
restoration of the extracellular matrix (ECM) and blood vessels.
Macrophages play a versatile role in regulating each stage of wound
healing. Fibroblasts and endothelial cells are also vital in the
remodeling of the ECM and the formation of new blood vessels,
which are essential for wound closure. Epigenetic factors, such as
transcription factors and microRNAs (miRNAs), are known to be
involved in the transition from inflammation to proliferation.

Milk-derived extracellular vesicles (EVs) have been shown to
possess the ability to enhance the proliferation of fibroblasts by
approximately 40-50% and endothelial cells by 20-30%. The
extent of fibroblast proliferation was dependent on the
concentration of milk EVs. In tube formation experiments using
endothelial cells, milk EVs promoted an increase in both the
branch point number and total tube length by approximately 2-
30%. Moreover, milk EVs stimulated the proliferation and
migration of fibroblasts (NIH-3T3 cells) and facilitated capillary
formation in endothelial cells (SVEC4-10). Conversely, EVs
derived from serum did not exhibit similar effects, possibly due
to the presence of various pro-inflammatory factors in the
serum. Consequently, milk EVs were identified as promoters of
wound healing. Colostrum EVs and mature milk EVs exhibited
higher expression levels of wound healing-related proteins
compared to serum EVs. Specifically, colostrum EVs displayed
increased expression of IL-4, which supports anti-inflammatory
responses, and ECM accumulation in comparison to other types
of EVs. Treatment with milk EVs resulted in a reduction in the
expression of Smad7, a key inhibitor of the TGF-B signaling
pathway involved in epithelialization, a crucial signaling
pathway in wound healing. Additionally, miRNA21, which is
known to promote wound healing through the Smad7-Smad2/3-
elastin pathway, was upregulated in colostrum EVs.

In a mouse model of excisional wound healing, colostrum
EVs labeled with Flamma 675 N-hydroxysuccinimide (NHS)
were observed to remain in the skin for over 3 days before
gradually decreasing and found to be distributed in the organs
of mice following subcutaneous injection of EVs. The wound
closure rate was significantly accelerated in the group treated
with colostrum EVs compared to the control group (saline
treatment). Notably, the mice receiving additional treatment
with EVs starting on the 4th day after injury (Colos EVs-D4
group) exhibited significantly improved wound closure rates
compared to the colostrum EV group.'®

5 Conclusion

Medical food for specific nutritional requirements or the
improvement of medical conditions has recently gained
significant attention. The consumption of medical food has
shown therapeutic effects in various diseases, ranging from
Alzheimer's disease to metabolic disorders, and is available for
sale as a formulated product.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Exosomes may also play a prominent role as medical mate-
rials as stable vectors and diagnostic biomarkers. Exosomes
have a stable structure with a lipid bilayer and their ability to
contain various proteins and nucleic acids make them suitable
as a therapeutic agent. Furthermore, exosomes can remain
stable in strong acidic environments because they consist of
lipids. Accordingly, exosomes can act as carriers that can be
absorbed by human tissue for the delivery of cargo to the target
site. Also, they have been widely discussed for their potential
use as diverse biomarkers, particularly in various types of
cancer. They have been shown to have therapeutic effects in
various diseases, ranging from metabolic to neurodegenerative
disorders. Also, an advantage of exosomes is the availability of
various natural and food-derived exosomes in our daily lives.

Exosomes in medical food (Medi-Exo) reveal health benefits
and demonstrate potential to improve human diseases and
provide new therapeutic approaches as natural bionano-
composites. They originate from natural food or sources and are
composed of a lipid bilayer membrane enclosing a variety of
biomolecules, which allows them to interact with target cells
efficiently. Thus, with further studies on exosomes, they can be
become a powerful component in medical food as “Medi-Exo”.

Although many opportunities lie ahead, the Medi-Exo tech-
nique as nascent technology faces limitations and challenges.
Typically, to facilitate the application of exosomes in various
disease treatments, it is essential to have confidence in their
safety or toxicity for humans. Addressing this limitation will
require efforts to understand the clear identification and
mechanism of disease treatment using exosomes. Under-
standing the biodistribution of exosomes and their clearance
mechanisms is crucial for their therapeutic application. Exo-
some therapy is a novel technology that is still undergoing
clinical research and requires further investigation. It needs
extensive clinical trials to establish its efficacy and safety in
humans. The identification of exosomes often requires highly
efficient extraction methods from food or natural materials,
which can provide novel biomarkers. However, these food or
natural materials suffer from poorly defined compositions,
which may be problematic for identifying the detail information
of exosomes. Ongoing efforts to find novel biomarkers of exo-
somes as natural materials may hold the key to addressing this
problem. Despite these limitations, Medi-Exo for diseases such
as inflammation, cancer, and metabolic disorders is expected to
yield beneficial results through various applications in biology
and medicine mechanisms.

Abbreviations

EPA Eicosapentaenoic acid
DHA Docosahexaenoic acid
PGE2 Prostaglandin E2

FSR Fractional synthesis rate
CAD Coronary artery disease
ECG Electrocardiogram
TNF-a Tumor necrosis factor a
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NF-kB Nuclear factor kappa-light-chain-enhancer of
activated B cells

COX-2 Cyclooxygenase-2

VEGFR2 Vascular endothelial growth factor receptor 2

IgE Immunoglobulin E

CMA Cow's milk allergy

eNOS Endothelial NOS protein

protein

BBB Blood-brain barrier

MTHFR Methylenetetrahydrofolate reductase

DR Diabetic retinopathy

CD9 Cluster of differentiation 9

CD63 Cluster of differentiation 63

CD81 Cluster of differentiation 81

HSP70 Heat shock protein 70

HSP90 Heat shock protein 90

CD147 Cluster of differentiation 147

Thr-181 Phospho-tau

DJ-1 Parkinson's disease protein 7

Atg7 Autophagy-related 7

TLR4 Toll-like receptor 4

BCL-2 B-cell lymphoma 2

SiBLC-2 Bcl2 siRNA

PLK-1 Polo-like kinase 1

NLR Nucleotide-binding domain leucine-rich repeat
containing

NLRP3 Nucleotide-binding domain and leucine-rich
repeat protein-3

ASC Recruiting apoptotic speck protein

Caspl Cysteine-aspartic acid protease 1 (caspase-1)

PBMCs Peripheral blood mononuclear cells

Bax Apoptosis regulator

Bad BCL2 associated agonist of cell death

Bel-xl B-cell lymphoma-extra large

NOD/SCID Nonobese diabetic/severe combined immune
deficiency

MOG Myelin oligodendrocyte glycoprotein

MBP Myelin basic protein

PLP Proteolipid protein

BTN Butyrophilin

ECM Extracellular matrix

Smad7 SMAD family member 7, decapentaplegic homolog
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