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Plant-derived exosome-like nanoparticles (PDENs) are lipid-membrane nanovesicles derived from
different edible plant species (e.g., ginger, grape, carrot, and lemon), showing therapeutic applications
(e.g., anticancer, anti-inflammatory, and antidiabetic activities). In this context, ginger-derived exosome-
like nanoparticles (GDENs) derived from ginger (Zingiber officinale Roscoe) have shown versatile
biomedical potentials, including anticancer and anti-inflammatory effects. These nanoparticles with
salient advantages of a suitable internalization rate, low immunogenicity/toxicity, stability in the
gastrointestinal tract, and the ability to pass the blood—-brain barrier can be considered potential candi-
dates for drug delivery and cancer therapy. However, challenges still exist regarding their separation/isola-
tion processes, optimal preparation conditions, and industrialization/commercialization, as well as clinical
translation studies and systematic in vitro/in vivo analyses. GDENs are considered an accessible, low-cost
drug, or even drug carriers, for different diseases owing to their potential applications such as bioactive
molecules, therapeutics mMRNAs, enzymes, and other cargoes. In this review, our primary objective is to
delve into the most recent breakthroughs in the field of GDENs. We have extensively examined their
intricate structures, essential components, various isolation techniques, and the wide range of biomedical
applications they offer. In addition, we have discussed the significant challenges that researchers face
when working with GDENs and shed light on the future prospects of this innovative technology.

member of the Zingiberaceae family and Zingiber genus, which is
used as a food flavoring and a herbal medicine worldwide, such as

Herbal plants and their derivatives are popular medications for
several diseases such as pulmonary fibrosis," asthma,” hepatitis,’
parasitic infections, bacterial infections, viral infections,*™®
tendinitis,” burn injury,® cancer,” inflammation, and oxidative
stress."" Zingiber officinale Roscoe, commonly known as ginger, is a
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in Iran, China, and India. Traditionally, its rhizomes (ginger root)
have been used worldwide, especially in Asian countries.'*™*
Scientists have identified that ginger has many bioactive constitu-
ents. For instance, it is rich in phenolic compounds, including
gingerols, shogaols, and paradols; terpene compounds, including
zingiberene and curcumin; polysaccharides; lipids; organic acids;
and raw fibers. Apparently, the bioactivity and probably the
therapeutic effects of ginger come from these compounds, and
all of these together lead to the widespread use of ginger in
research and medicine, which is further discussed herein.>*®
Traditional health care providers used ginger rhizomes that
were either fresh, dried, or processed by stir-frying.'”'®
Chemical analysis showed that ginger consists of carbohydrates
(60-70%), proteins (9%), water (9-12%), fatty oil (3-6%), crude
fiber (3-6%), volatile oil (2-3%), and some minerals (such as
calcium, iron, magnesium, phosphorus, potassium, sodium,
and zinc). Phenolic and terpene compounds are thought to be
responsible for the pharmacological activity of ginger, found in
volatile oil and non-volatile components.'**® Ginger is rich in

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Active components of ginger used as therapeutic agents
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phenols including gingerols, 6-shogaols, and 6-paradols, ter-
pene compounds including zingiberene, and curcumin. For
more information please refer to Table 1. Li et al. demon-
strated that ginger components are stable at 4 °C for one day and
at —20 °C for one month. These components, when adminis-
tered to animals, decrease very fast in the body (after 3 hours)
and are metabolized by the liver and kidneys.”" The U.S. FDA in
2016 classified ginger as ‘“Generally Recognized as Safe”” and the
German Commission Monographs describes it as not having any
studied after-effects or pharmacological interactions.>>** Active
ginger components used as therapeutic agents in various patho-
logical conditions are summarized in Table 1.

Due to the high antioxidant components in the ginger
rhizome, its anti-inflammatory and antioxidant effects have been
reported in past studies.>*** For instance, Ji et al. have shown the
protective effects of ginger against ionizing radiation in human
mesenchymal stem cells (hMSCs) by a reduction in reactive
oxygen species (ROS) production related to Nrf2 and its down-
stream genes heme oxygenase-1 (HO-1) and NAD(P)H quinone
oxidoreductase 1 (NQO-1) expressions.*® Morvaridzadeh et al. in a
meta-analysis in 2020 indicated that ginger can reduce inflam-
matory markers including C-reactive protein (CRP), high sensi-
tivity C-reactive protein (hs-CRP), and tumor necrosis factor-alpha
(TNF-0) levels.*” The beneficial effects of ginger in reducing
neuro-inflammation by inhibiting nitric oxide, IL-1B, IL-6, and
TNF-o. mRNA levels and lipopolysaccharide-activated BV2 micro-
glia production,®® and its effects in reducing anxiety symptoms in
mice are proven.>® The pain relief effects of ginger in some
clinical trials have also been shown previously. It is assumed

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

Show anticancer effect by affecting signaling pathways®®

Different therapeutic properties®"

Different pharmacological effects®>

Reduces obesity and its inflammation in fat mice*

that the pain relief action of ginger is probably related to anti-
inflammatory and anti-oxidant effects.*” In the study by Kashefi
et al., it was proved that ginger can relieve dysmenorrhea pain in
young women."! Likewise, studies have suggested that ginger is
probably effective in the cure of rheumatoid arthritis by FoxP3
enhancement and reduction of RORyt and T-bet gene
expression.*” In 2014, Bartels et al. designed a meta-analysis to
show the safety and efficiency of ginger for clinical use in
osteoarthritis. Accordingly, they demonstrated that ginger is effi-
cient in treating osteoarthritis pain and disability in comparison to
placebo, and it has no reported adverse side effects so it can be
considered as safe and efficient in osteoarthritis patients.*’
Considering the anti-oxidant and anti-inflammation proper-
ties of ginger, it seems that it has potent therapeutic effects
against cancers. The effects of ginger on cancer were found in
previous in vitro/in vivo research in addition to clinical studies. It
works through impression on some molecular pathways includ-
ing NF-kB, STAT3, Rb, MAPK, PI3K, Akt, ERK, cIAP1, cyclin A,
cyclin-dependent kinase (Cdk), cathepsin D, and caspase-3/7,
displaying antitumor, antiproliferative, and anti-invasive proper-
ties on cancers, specifically gastrointestinal (GI) ones.** Yousef
et al. demonstrated that ginger can decrease lipid peroxidation
and scavenge free radical formation resulting in the suppression
of carcinogenesis in the liver.*> The remarkable thing besides the
anti-cancer properties of ginger is its effect on nausea and
vomiting reduction after chemotherapy.*® It has been concluded
that ginger’s antiemetic effects are due to serotonin receptor
inhibition in the GI and central nervous systems.*” Some clinical
trials have also shown that ginger can reduce nausea and
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vomiting in different conditions such as post-anesthesia, during
pregnancy, and motion sickness.*®*’

There have been a lot of studies about the therapeutic effects of
ginger in various conditions apart from those mentioned above.
These include cardiovascular problems® and respiratory
diseases,”" for example, asthma.® Li et al in a study in 2017
suggested that ginger can protect from ischemia/reperfusion-
induced harm in intestinal mucosa to affect ROS and p38
activity.>® Also, ginger’s anti-microbial and anti-bacterial effects
have been accepted.>* Some studies confirmed by in silico analysis
that ginger has a positive influence on influenza-like symptoms
and can inhibit Influenza HIN1 Neuraminidase protein.>>>°

2. Different formulations of ginger

As mentioned above, besides the flavoring application of ginger,
it has been used in folk medicine for therapeutic purposes.””
Ginger has been used to treat some diseases traditionally,
including GI problems, infections, inflammation and inflamma-
tory diseases, colds, fever, pain, etc.,”®*° and different formula-
tions have been used. Traditionally, the fresh rhizome and the
dried product have been used as a spice and efficient drug.***°
Nowadays, ginger is used alone in different formulations or with
other products as a treatment. It can be in the form of pills,
tablets, or capsules in addition to its fresh and dried rhizome.*
Some studies use its powder for therapeutic procedures.”” It is
also used topically, especially in the form of oil for pain relief.*'
Its leaves and flowers are rich in antioxidant compounds and
have been used in studies chiefly for antioxidant activities.®>
Nowadays nano-lipid vectors based on ginger are used as an
efficient drug delivery system in studies.®® In this regard, 6-
shogaol-loaded micelles showed more efficiency than free 6-
shogaol in hepatoprotective and anti-tumor activities.®*
Secretomes, which are secreted from different cells, can
contain growth factors, cytokines, proteins, DNA, RNA, and
extracellular vesicles (EVs).®> EVs are defined as nanoparticles
(NPs) with a lipid bilayer membrane, carrying variable mole-
cules including proteins, lipids, and nucleic acids.®® The EV
contents are protected from damage in the extracellular space
due to this bilayer lipid membrane.®” They can be ordered into
three major groups by their size: exosomes (30-100 nm), ecto-
somes (100-1000 nm), and apoptotic bodies (1-5 pum).*®*°
Plant-derived exosome-like NPs (PDENs) are found in extracts
from edible herbs like ginger, lemon, etc.”® They have the same

Table 2 Different formulations of ginger
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characteristics as mammalian exosomes, including morphology,
density, electric charge, size, and contents.”" They are also non-
toxic and have no detectable immunogenicity for use in mam-
malian therapeutic applications, their uptake in the target region
is efficient and their capacity for drug transport and delivery is
strong.””> PDENS can be used for biomolecule transportation and
have therapeutic value.”> Ginger-derived exosome-like NPs
(GDENSs) and therapeutic strategies based on them are useful
in the treatment and prevention of various diseases.”* Table 2
shows different formulations of ginger. This study provides
relevant information from past research on the beneficial effects
of GDENS on various diseases.

3. Ginger-derived exosome-like NPs
(GDENSs)

Around 15 years before the discovery of exosomes derived from
mammalian cells, in 1967, evidence of exosome-like NPs was
found in plants; in an ultrastructural study on the growth and
embryogenesis of carrot cells, a fusion of multi-vesicular bodies
(MVBs) with plasmalemma was observed, which resulted in the
release of the contents of the MVBs, which were small vesicles,
into the extracellular space.”® These plasmalemma-related
membranous structures were also frequently observed in pub-
lished micrographs of lower and higher plants, which were
either ignored or considered artifacts and unfortunately, they
have not been studied until recently.”®®” PDENs are lipid-
membrane nanovesicles that are derived from different sec-
tions (ie., fruits, roots, seeds, leaves) of various edible plant
species.”®®® PDENs are structurally similar to extracellular
vesicles, which are released by cells into the extracellular space
after merging MVBs with the plasma membrane; however, due
to the mechanical isolation and homogenization methods of
plant materials in the case of vesicles that are derived from
ground tissue of plants or juices, the extracellular nature of
these vesicles has not been confirmed and there is a mixture of
intracellular and extracellular vesicles.”>"%°*°> Because specific
markers of mammalian cell exosomes have not been identified
in these vesicles, they are called exosome-like NPs.'® Early
evidence has shown that plants produce PDENS in response to
fungal infections and pathogen attacks. It was further found
that PDENs can enter mammalian cells, cause changes in them
and contribute to inter-kingdom communication."**'°® PDENs
are non-toxic, environmentally friendly particles that are also

Ginger leaf Ginger rhizome

Torch ginger (ginger flower) Carrier-based delivery

Fresh”®
Extract®?

Topical ointment
Jelly candies”®
Fresh®

Powder®

Dried®”

Syrup, Capsules®
Extract”'
Essential oi

Aromatherapy, Nasal spray®>**

192
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Gummy Jelly”® Vesicles-based””

Topical ointment”® Micelles-based®”

Extracts®>®? Plant Derived NPs (PDNs)®*
Solid-lipid nanoparticle®
Phytosome®®

Conjugated to nanoparticle®
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economically viable to produce. Because of their natural source,
the immune system cannot recognize them, and they are safer
than mammalian exosomes since they do not have common
pathogens with humans, as seen in zoonotic diseases.”®%7:1%8
Ginger, the rhizome of Zingiber officinale, is one of the edible
plants”"°® that have been shown to produce large amounts of
GDENS; in a study by Zhang et al., 48.5 £ 4.8 mg of NPs were
obtained per kilogram of ginger. In another study, from each 100
grams of ginger, about 380 mg of NPs were obtained.”® Concern-
ing their large-scale production, GDENs can be used in medicine,
for the treatment of diseases, as well as for the development of
nanocarriers. To describe GDENS, it is necessary to determine
their characteristics. Examination of the size and surface charge
of GDENs by dynamic light scattering (DLS) showed that these
particles have an approximate size and surface charge of 100-
300 nm and —20 to —40 mV, respectively.”>*%'%!1% However,
ambient pH changes lead to altered particle size and surface
charge.”®'%° The analysis of GDENs via transmission or scanning
electron microscopy also indicated that they are morphologically
spherical or cup-shaped, consist of lipid bilayer membranes, and
are uniformly arranged.®*°%10%111

3.1. Biogenesis

As was mentioned earlier, PDENs are lipid-membrane nanove-
sicles that are released by cells into the extracellular space.’®
Two routes have been proposed for the generation and biogen-
esis of exosome-like NPs in plants. The first pathway is almost
similar to the formation and secretion of extracellular vesicles
in mammalian cells; MVBs containing intraluminal vesicles
(ILVs) fuse with the plasmalemma and their contents are
released into the extracellular space. It has already been con-
firmed that this mechanism is involved in papilla formation
and defense mechanisms of plants.'”'"* This pathway
depends on the function of the multi-protein complex called
ESCRT (endosomal sorting complex required for transport),
which acts in a ubiquitin-dependent mechanism."**''* ESCRT
consists of 5 complexes including ESCRT-0, -1, -II, -III, VPS4-
VTal, and accessory proteins."*®> Since ESCRTO has not been
identified in plants, TOM-like (TOL) proteins have been sug-
gested as alternatives in plants that bind to ubiquinone pro-
teins and are involved in vacuolar protein sorting.'****®

The next biogenesis mechanism that has been proposed as
an alternative to ESCRT is EXPO (exocyst-positive organelle).
EXPO is a double-membrane non-spherical cell structure that
fuses with the plasmalemma to release single-membrane extra-
cellular EVs outside the cell. EXPO is structurally similar to the
autophagosome but is not co-localized with markers of autop-
hagosome formation. The components of the exocyst complex
Exo70E2 are a way to describe and characterize EVs that are
derived from EXPQ,"'*117:118

3.2. Isolation of GDENs

Exosome isolation methods from mammalian cells are well-
defined, however, in plants, a specific and uniform isolation
method has not yet been introduced. Some of the methods
used to isolate mammalian exosomes, such as ultrafiltration,

© 2024 The Author(s). Published by the Royal Society of Chemistry
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chromatography, PEG-based precipitation, and affinity capture
on antibody-coupled magnetic beads, have been reported in
plants.’**1 Here, the methods of isolation of exosomes from
ginger are discussed.

3.2.1. Sucrose gradient ultracentrifugation (differential
ultracentrifugation). Differential ultracentrifugation is the
most commonly used method for GDENs isolation. This
method is based on differences in density and particle size.
For this aim, first, the ginger is thoroughly washed with tap
water or phosphate-buffered saline (PBS) and then ground with a
blender to prepare the juice. Fresh juice is then placed under a
set of centrifuges and the speed is gradually increased to separate
particles with higher density and size, including fiber, ginger
cells, and debris. At this stage, each subsequent centrifuge is
exposed for a longer period than the previous one. The super-
natant after removing the pellet of large particles will be ultra-
centrifuged at high speed (100 000-150 000 x g) for 1 hour. This
step causes NPs to settle in the form of pellets, then the pellet is
suspended in PBS and, as an optional step, can be sonicated. The
resulting suspension is usually contaminated with nucleic acids
and aggregated proteins, so auxiliary methods such as sucrose
step gradient should be used for further purification. For this
purpose, the suspension was subjected to a sucrose gradient (8%,
15%, 30%, 45%, and 60%) and centrifuged at more than 100 000-
150000 x g for about 2 hours. Eventually, the nano-particles
floated in different bands of sucrose. All processes were per-
formed at 4 °C. The overview of plant exosome-like nanovesicles
(PELNVs) extraction stages (here for ginger) is presented in Fig. 1.
After grinding and multiple separation steps with different
centrifugation speeds, GDENs can be isolated.’*>**! According
to the literature, the bands between the layer of 8/30 and 30/45%
are considered as GDENs (Fig. 2).”> As has been shown in
Fig. 1, GDENs contain active compounds such as 6-gingerol,
6-shogaol,"** transmembrane proteins like aquaporins, chloride
channels,'*® miRNA,"** and enzymes.'**

3.2.2. Polyethylene glycol (PEG)-based precipitation method.
Polyethylene glycol is a polyether compound that, due to its mesh-
like structure, can attach to the exosomes and trap them, resulting
in the precipitation of trapped exosomes at low centrifuge speeds.
In this method, the obtained juice is washed and mixed ginger is
passed through a nylon mesh filter to eliminate large particles and
ginger fibers. The suspension is then centrifuged at low speed in
three steps to remove debris. At the end of the centrifugation step,
the supernatant is mixed with PEG6000, and incubated at 4 °C
overnight, followed by centrifugation (8000 x g, 30 min). This is a
cost-effective method and can reduce the costs of the separation
method based on ultracentrifugation.'>**® In the modified PEG
method, the supernatant obtained from low-speed centrifugation
is acidified (pH 4-5) by adding hydrochloride. Then, the steps are
followed by mixing the acidic solution with PEG 6000 and over-
night incubation (at 4 °C). After that, centrifugation is again
performed at 8000 x g for 30 min and finally, the obtained pellet
is suspended in distilled water. In acidic conditions, the efficiency
of GDEN isolation is 4-5-fold higher than in neutral and alkaline
conditions. In this method, the particles have a smaller size with
no changes in the zeta potential."*”

Mater. Adv, 2024, 5,1846-1867 | 1849
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Fig. 1 Overview of GDENs extraction stages: The ginger root is ground using a grinder machine to obtain GDENs and differentiate PELNVs from
extracellular vesicles and other cell-related components, followed by multiple steps of centrifugation. The centrifugation speed and duration are
increased progressively so that the sedimentation of the high-density particles will take place. A speed of 100 000-150 000 g is used for restoring the
pellets having the characteristics of PELNVs. The PELNVs are then resuspended in PBS. For further purification, a sucrose gradient ultracentrifugation is
applied (8%, 15%, 30%, 45%, and 60%). The sucrose gradients of 30%/45% are commonly used as a GDEN source.

Fig. 2 Three populations of GDENs with different contents and lipid
compositions can be separated via sucrose gradient (8%, 15%, 30%, 45%,
and 60%) ultracentrifugation. TEM images demonstrate the vesicular
structure of band 2 of GDENs. Reproduced with permission from ref. 98.
Copyright 2014 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim.

3.3. Composition and content of GDENs

PELNs as extracellular phospholipid bilayer vesicles contain
various cargoes, such as miRNA, mRNA, DNA, proteins, and
active molecules toward mammalian cells, and regulate cellular
activities. PELNs can also be used as drug carriers to increase
drug stability and cellular uptake in vivo."”® The lipidomic

1850 | Mater. Adv, 2024, 5,1846-1867

composition of EVs produced by plants has shown that one
of the most common lipidic compounds in plant-derived
extracellular vesicles is phosphatidic acid (PA), which has
recently come to be recognized as an essential lipid agent in
intercellular communication and with crucial properties in
drug transport.'”® MicroRNAs (miRNAs), a group of short
non-coding RNAs that are crucial for many physiological and
pathological processes like cell division, cell death, metabo-
lism, and immunological responses, are abundant in PDENSs.
For instance, it was shown that mi168a and miR159 are present
in plant-derived EVs that can participate in the regulation of
mammalian gene expression.'*® Plant miR159 has been proven
to be an interesting cross-kingdom inhibitor of breast cancer
growth.”®" Some studies have also shown that PELNs such as
GDENS can be used as an efficient delivery system for nucleic
acids and small molecule (siRNAs, miRNAs, and DNA) thera-
peutics. In some studies, deep sequencing analysis has demon-
strated that GDENs contain 125 miRNAs.”” Ju et al. reported
that 124 miRNAs found in grape exosome-like NPs can target
and control human gene expression by binding to 3’ untrans-
lated regions (UTR).'*?> PDENs contain different exosome-like
particles with different properties. Zhang et al. isolated and
identified three populations of NPs, namely, GDENs 1, GDENs
2, and GDENs 3, from the edible plant ginger.’*® This study
demonstrated that the GDENs population had low protein

© 2024 The Author(s). Published by the Royal Society of Chemistry
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content. However, GDENs 2 indicated a higher bioactive con-
tent such as 6-gingerol and 6-shogaol as compared to others.
Interestingly, GDENs 1 and GDENSs 2 could tolerate freeze/thaw
cycles and were very stable at room temperature as compared to
GDENSs 3, from which it was concluded that each has a different
lipid composition.”” Tables 3 and 4 show lipid composition and
content characteristics and comparable criteria between
GDENSs in several studies, respectively. Table 5 indicates the
comparison of edible ginger-derived NPs as a cargo vehicle for
drugs or siRNA delivery in different studies.

4. GDENs in biomedicine

4.1. Liver disease

Liver diseases account for more than 2000000 deaths yearly
and the incidence is rapidly accelerating. A significant relation-
ship has been found between liver fat, edibles, gut microbiota,
and liver damage. Therapeutic alternatives for treatment are
extremely limited, especially for alcoholic liver disease (ALD)."*?
Many natural NPs are present in human food, being absorbed
each day via the gut, and they can be transported from the gut
to the liver, thus biologically affecting the liver. Research has
indicated that ginger exerts a hepatoprotective impact against
carbon tetrachloride, and ethanol, as well as hepatotoxicity
induced by acetaminophen.'*® An in vitro study on the anti-
inflammatory impacts of ginger has mainly focused on sho-
gaols, the dehydration products of gingerols.** Numerous and
diverse biological insults are received by the liver daily. To
maintain liver homeostasis and avoid harm caused by absorbed
endotoxin, it is vital to induce cellular protective enzymes such
as carcinogen-detoxifying and antioxidant enzymes. The gene
expression of various cytoprotective enzymes is transcription-
ally controlled by nuclear factor erythroid-related factor
2 (Nrf2), which can effectively protect the liver from insult.'*®
It was shown that after the oral administration of 50 mg/day of
fluorescent-labeled GDENs in C57BL/6j mice aged 6 to 8 weeks,
the tissue distribution of GDENs was predominantly detected
in liver cells after 12 h of oral administration. Afterward,
100 pg mL ™" of GDEN 1 and 2 bands (4 hours) were used to
treat the primary hepatocytes, resulting in a remarkable induc-
tion of Nrf2 expression, reduction of ROS production, and
finally the protection of mice against liver damage by alcohol.
They detected shogaol containing GDENs, a dehydrated analog
of gingerol, which activated Nrf2 in a TLR4/TRIF-dependent
way, resulting in the expression of liver antioxidant/detoxifica-
tion genes such as NQO-1 and HO-1. Since Nrf2 plays an
important role in the modulation of different cellular mechan-
isms such as the proliferation of hepatocytes during liver
regeneration, drug metabolism, and inflammation, it opens a
new approach to investigating the role of GDENs in such
relevant molecular and cellular processes. This result suggests
that in addition to acting as a new agent for protecting the liver
against harm, GDENSs can also provide a basis for investigating
the interspecies communication mechanism via NPs that are
consumed daily in diverse varieties of edible plants.'*

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Another study investigated the effects of GDENSs in protect-
ing the liver from liver damage induced by alcohol, as well as in
treating intestinal colitis. Bakr et al.’s study investigated the
protective activity of 120 mg kg~ ! GDENs against daily acet-
aminophen toxicity of male rats for 3 months and evaluated the
biochemical and histological aspects. The result of this study
indicated that pre-treatment with GDENs improved oxidative
stress, biochemical markers, and the histopathological struc-
tures of the kidney and liver. Interestingly, the protective effect
of GDENs was better than the ginger extract.'*® After oral
administration, acetaminophen (APAP) is quickly absorbed
and metabolized through the liver. The production of N-
acetyl-benzoquinone imine (NAPQI) during the metabolism of
APAP causes liver toxicity. At toxic doses of APAP, NAPQI binds
with cellular protein, and the level of glutathione in hepatocytes
is reduced. Glutathione depletion will cause damage to the cells
via the production of ROS, including the activation of stress
proteins, injury of the cell membrane, nitric oxide, and mito-
chondrial oxidative stress."*”""*®

4.2. Inflammation and oxidative stress

The nucleotide-binding domain and repeat-
containing family, the pyrin domain-containing 3 (NLRP3) inflam-
masome, is a cytoplasmic multiprotein complex consisting of the
NLRP3 sensor, the apoptotic adapter spike protein containing the
caspase recruitment domain (ASC), and the effector caspase 1
(Casp1)."**'*° The innate immune system’s activation of NLRP3
inflammation is a key function, and recent research has shown
that excessive inflammatory activity causes or contributes to the
pathogenesis of a variety of diseases, including inflammatory
diseases such as cryopyrin-associated auto-inflammatory syn-
drome (CAPS),"*' gout," neurodegenerative diseases,”® and
metabolic diseases (type 2 diabetes,>*'*> atherosclerosis*>*'>").
Thus, NLRP3 inflammation-targeting may be able to slow or stop
the progression of the disease, making it a promising therapeutic
approach for many complex disorders.""*

The incubation of GDENs diet with bone marrow-derived
macrophages (BMDM) from C57BL/6] mice inhibited the down-
stream activation of inflammasome pathways such as the
production of interleukin (IL)-1, IL-18, and caspase-1 autoclea-
vage, as well as the death of the pyroptotic cell. In more detail,
Chen et al. revealed that the treatment of C57BL/6] mice with
GDENs (2-10 g per mice) blocked the NLRP3 inflammasome
activation and accumulation and prevented the downstream
activation of the NLRP3 inflammasome pathway, such as IL-18
secretion, caspase-1 pyroptosis, and autophagy. Hence, GDENs
are considered a promising novel approach for inhibiting the
NLRP3 inflammasome.'**

leucine-rich

Research has also shown that GDENs decrease severe
inflammation in mice after being orally administered by redu-
cing the levels of pro-inflammatory cytokine expressions (e.g.,
IL-6, IL-1B, and TNF-o) and elevating the levels of expression of
anti-inflammatory cytokines (e.g., IL-10 and IL-22)."*%'*% Sev-
eral cases have shown the effects of GDENs on periodontitis, a
severe inflammation of the periodontium, which causes gingi-
val swelling, periodontal ligament destruction, chronic pain,
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and alveolar bone and tooth loss."””*'>* GDENs showed an anti-
bacterial impact on Porphyromonas gingivalis (P. gingivalis)."**
P. gingivalis, which is a common Gram-negative anaerobic oral
bacteria, is a main pathogen in severe periodontitis, which is an
inflammation related to dysbiotic host reactions.'®® Periodontal
and periodontitis pathogens are also related to severe systemic
problems such as type 2 diabetes, cardiovascular disease, as well as
adverse pregnancy outcomes.'®’ P. gingivalis generates several
virulent factors that can colonize oral surfaces, destroy periodontal
tissues, induce harmful immune responses, and grow a hemin-
rich and peptide-inflammatory microenvironment. These factors
involve fimbrial adhesions with components FimA and Mfai,
specific gengipain proteases, lipopolysaccharides, lysine (Kgp)
and arginine (Rgp), and land hemin transport systems.'®*%* In
this regard, GDENs change the composition of gut microbiome
and the physiology of the host. In this regard, GDENs are
preferentially taken up by Lactobacillaceae in a GDENs lipid-
dependent manner and contain microRNAs that target various
genes in Lactobacillus rhamnosus. It has been shown that the mdo-
miR7267-3p-mediated targeting of the LGG monooxygenase ychE
yields increased indole-3-carboxaldehyde (I3A). I3A could induce
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the production of IL-22, which in turn ameliorated mouse colitis
via 1L-22-dependent mechanisms. Fig. 3 illustrates the details of
the mechanism of protection from colitis by GDENs."*
Sundaram et al. evaluated GDENs to antagonize the viru-
lence factors of P. gingivalis and inhibit pathogenicity in a
mouse model with chronic periodontitis. Their data showed
that GDENs were drawn selectively through P. gingivalis,
thereby reducing the organism’s pathogenicity. Pathogenic
mechanisms under the influence of GDENSs are adhesion, entry,
proliferation, and growth in host cells, and as a result, reduce
the severity in the periodontal disease mouse model."** More-
over, promising antibacterial strategies with a combination of
Pd-Pt nanosheets and natural GDENs have been proposed. The
biomimetic nano-platform (GDENs-Pd-Pt) has prolonged blood
circulation without immune clearance, as well as accumulation
at infection sites. More interestingly, EV-Pd-Pt can enter the
bacteria in an EV lipid-dependent manner. The combination of
Pd and Pt in nanosheets enhances synergistic bacteria eradica-
tion via electrodynamic therapy (EDT) and also adds photo-
thermal properties. These nanoparticles after entering the
bacteria ROS generation trigger via EDT exhibited bactericidal
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Fig. 3 GDENSs are taken up by bacteria in a lipid-dependent manner. GDENs containing miRNA affect bacteria (Lactobacillus rhamnosus) gene
expression to produce I3A. GDENs-mediated 13A alterations affect IL-22 production, resulting in notably enhanced gut barrier function to alleviate colitis.

Reproduced with permission from ref. 135. Copyright 2018 Elsevier Inc.
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effects in in vitro and in vivo models. In addition to the photo-
thermal properties of Pt-Pd, photoacoustic imaging-guiding can
be achieved. A schematic representation of EV-Pd-Pt nano-
particles by conjugating carboxylic group-functionalized Pd-Pt
nanoparticles on the surface of GDENs with abundant amino
groups can be seen in Fig. 4.'%

6-Gingerol as a bioactive compound encapsulated in GDENS,
which exhibits anti-inflammation activities in in vitro and
in vivo sepsis models. It also diminished inflammatory cytokine
IL-18 levels in colon tissues and the serum of mice that already
had sepsis. In addition, 6-gingerol suppresses MAPK signaling
pathways and diminishes macrophage pyroptosis by decreasing
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the production of HMGB1, IL-18, and caspase-1-p20 in response
to treatment with lipopolysaccharides (LPS) and ATP. 6-Gingerol
prevents the production of proteins related to pyroptosis such as
IL-1, NLRP3, and caspase-1, which helps to alleviate sepsis.
Interestingly, 6-gingerol reduces sepsis by stimulating the Nrf2
pathway through a different method."*®

Likewise, 6-shogaol targets the Nrf2 gene expression of HO-1
and metallothionein 1 (MT1), and the aldo-keto reductase
family 1 member B10 (AKR1B10) increases ferritin light chain
(FTL) as well as glutamyl transferase-like function in human
colon cancer cells (GGTLA4). Following the 6-shogaol treatment
of HCT-116 cells, the intracellular ratio of GSH/GSSG was first

7
Synergistic EDT/PINES

(a) Schematic representation of GDENs-Pd—Pt nanosheet preparation by conjugation of carboxylic groups of Pd—Pt nanoparticles to surface

amino groups of GDENSs. (b) Bactericidal activity of the GDENs-Pd—Pt nanosheet in an in vivo model guided by the photoacoustic effect of nanosheets.
Long blood circulation, lipid uptake-dependent manner, and efficient accumulation at the infection site are introduced in this system. Reproduced with
permission from ref. 165. Copyright 2022 Springer Nature, under the terms of the Creative Commons CC BY license.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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reduced and then it increased more than the basal level. The
earlier reduction is due to GSH conjugation to 6-shogaol, and
the later increase in the content of GSH may be due to the
induction of the antioxidant enzymes of phase II, which are
controlled via the antioxidant-response element (ARE) by the
Keap1/Nrf2 signaling pathway.'®”

4.3. Gastrointestinal diseases

Inflammatory bowel disease (IBD) is a general expression describ-
ing a condition with severe and relapsing immune responses and
GI tract inflammation that results in chronic diarrhea and
stomach cramps.'®® The GDENs technology is simple to create
in large-scale manufacturing and might be a viable therapeutic
method for IBD and CAC (colitis-associated cancer) prevention
and treatment. In a mouse model with IBD and CAC, the oral
administration of GDENs improved intestinal mucosa, decreased
severe and acute inflammation, and diminished CAC, implying
that GDENs can inhibit tumor growth and chronic colitis. It has
been shown that GDENs decrease the production of pro-
inflammatory cytokines (IL-6, IL-1, and TNF-) while elevating
the anti-inflammatory cytokines expression (IL-10 and IL-22),
indicating that such ENs inhibit intestine-impairing agents while
promoting intestine-curing agents."®

For the treatment of IBD, regular exposure to anti-TNF-o
antibodies received via clinical injection induces adverse side
effects. Targeted colonic delivery of anti-TNF-o. antibodies via
the oral channel is significantly important; however, it persists
as a major problem. In this regard, Mao et al. reported a
biomimetic nanocomposite consisting of a mineral framework
and a ginger-derived exosome. Large mesoporous silicon nano-
particles (LMSN) were developed for loading with the antibo-
dies (infliximab) at elevated levels up to 61.3 wt%. Exosome-like
nanovesicles were separated from ginger with a high produc-
tion level (17.5 mg kg™ "). Afterward, ultrasound was utilized for
coating GDENs on LMSN to obtain a biomimetic nanocompo-
site of LMSN and GDENSs. As was expected, GDENs and LMSN
were effective in orally delivering the infliximab with GI tract
stability, increased permeability of the intestinal epithelium,
and targeted delivery to the colon. Surprisingly, GDENs could
also provide an anti-inflammatory impact by inhibiting the
NLRP3 inflammasome. To sum up, this work presented a new
method for drug delivery via a therapeutic agent (exosomes
extracted from plants).””® In another study, it was observed that
administering GDENs to model mice orally decreased CAC as
well as acute and severe inflammation by enhancing the anti-
inflammatory cytokine expression and increasing intestinal
mucosa, suggesting that GDENs can inhibit tumor growth
and chronic colitis.'®® Furthermore, recent studies have shown
that ginger-derived lipid nano-factors can be loaded with a
therapeutic agent (doxorubicin) as a new drug delivery method
for the treatment of colon cancer. Further findings indicated
that GDENS efficiently occupied colon cancer cells. GDENs were
able to load doxorubicin with high efficiency. They found that
modified GDENs combined with folic acid-targeting ligands
and intravenous injection of DOX-FA-GDENs in FVB/NJ and
C57BL/6 mice with colon cancer-26 could help provide targeted
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chemotherapy drug delivery to tumors
vessels."*

In one study, it was observed that GDEN2 from the family of
GDENSs in mouse models of colitis increased intestinal repair
and reduced acute colitis, preventing the development of
chronic colitis. In this study, colitis was induced by dextran
sodium sulfate in C57BL/6 or FVB/NJ female mice aged 6 to
8 weeks."*® To evaluate the anti-inflammatory effects of GDNPs
in the large intestine, the effects of GDNPs 1 and GDNPs 2 were
investigated in a rat with acute colitis induced by dextran
sodium sulfate (DSS) with ulceration."”" After reaching the large
intestine, GDENs 2 were equally absorbed via macrophages and
intestinal epithelial cells (IECs) in animals with colitis. Func-
tional comparative analysis of two populations of GDNP with
acceptable biophysical features (GDNPs 1 and GDNPs 2) indi-
cated that the oral administration of GDNPs 2 (0.3 mg per
mouse), but not GDNPs 1, decreased acute DSS-induced inflam-
mation and interestingly, oral GDNPs 2 enhanced the IEC
proliferation and survival, reduced the expression of pro-
inflammatory cytokines (IL-6, IL-1b, and TNF a), and improved
the expression of anti-inflammatory cytokines (IL-10 and IL-22)
in induced colitis, showing that GDNPs 2 can inhibit agents that
impair the intestines while increasing agents that cure them.
The analysis of differentially expressed genes after orally admin-
istering GDNPs indicated that 2 molecular targets of GDNPs
play a potential role in alleviating severe colitis. The majority of
these molecular targets involve the proteins expressed in the cell
cytoplasm, mitochondria, membrane, or nucleus of the intest-
inal mucosa. For instance, GDNPs 2 enhanced the expression
level of a negative regulator of reactive oxygen species (NRROS),
which is assumed to restrict ROS production via phage cells
during the inflammatory response, thus soothing the inflam-
mation. The greater dose of 6-shogaol and 6-gingerol in GDNPs
2 may contribute to their anti-inflammatory activities."””

GDENS 2 (0.1 mg ml ") remodel intestinal mucosa in wound
healing models. Interestingly, GDENs 2 therapy of wounded intest-
inal mucosa restores average doses of anti- and pro-inflammatory
cytokines, MPO activity, as well as IEC amplification-apoptosis
balance in the mucosa."”® In addition, treating the injured intestinal
mucosa with GDNPs 2 restored average doses of anti- and pro-
inflammatory cytokines, IEC proliferation-apoptotic balance, and
MPO activity in the intestinal mucosa. As the GDNPs 2 molecular
targets at the end of the recovery step were primarily membrane/
cytoplasmic proteins in intestinal mucosa, the treatment with
GDNPs 2 considerably enhanced the expression of such proteins
such as carbonic anhydrase 1 (CAR1) (~ 14-fold) that was found
on the surface of intestinal enterocytes and was a major cecal
antigen involved in the development of IBD in the murine
models."””>"’* Interestingly, the treatment with GDNPs 2
focused on the expression of some proteins involved in the
CAC development. Recently, research has demonstrated that
c¢GMP signaling significantly regulates tissue homeostasis in the
GI tract, and the activation of cGMP-dependent protein kinase
hinders the signaling of the T cell transcription factor (TCF) in
colon cancer cells by the inhibition of b-catenin and activation
of forkhead box0O4 (FOX04)."”>'7® Interestingly, treatment via

through blood
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GDNPs 2 leads to an increase in PKG expression, which may
somehow contribute to the therapeutic effectiveness of GDNPs
2. This justification can be further approved by reports that
showed that therapeutic activation of cGMP/PKG is a possible
technique to prohibit and heal colon cancer.”'7®

A recently developed siRNA delivery vehicle based on ginger-
derived lipids demonstrated that GDENs can encapsulate
siRNA-CD98 and that orally administered GDENs loaded with
a very low dose of siRNA-CD98 selectively and efficiently sup-
pressed colonic CD98 gene expression. siRNA-CD98/GDENSs can
change the siRNA delivery method from manufactured NPs to
naturally occurring plant-derived NPs, which could form the
basis of a safe siRNA delivery system for the treatment of
colitis.®* Certain groups of ginger-derived NPs may also effec-
tively reduce the risk of colitis, which are probably the most
important pharmacologically active compounds in these ginger
NPs, gingerols, and shogaols."””

An in vivo study showed that the oral administration of ENs-
6-shogaol significantly reduced the symptoms of colitis and
accelerated the healing of colitis ulcers in mice by regulating the
expression level of inflammatory factors such as TNFa, IL-6, IL-
1B, iNOS, and COX2, as well as anti-inflammatory agents such as
Nrf-2 and HO-1. This nanoparticle system is considered a new
and promising therapeutic approach for the treatment of IBD."””
By suppressing PI3K/Akt, 6-shogaol prevents TNF-induced barrier
disruption by decreasing the production of the strong binding
protein of channel-forming claudin-2. Furthermore, 6-shogaol
suppresses TNFa-induced NF-xB signaling, maintaining the
strong binding protein of claudin-1 at the binding site and
eventually contributing to intestinal inflammatory barrier mal-
function. 6-Shogaol protects human HT-29/B6 colon cell compo-
nents against TNF-induced barrier disorders via modulating the
production and assembly of strong binding proteins, according
to studies. 6-Shogaol also protects Caco-2 cells against TNF-
induced barrier disturbance, demonstrating that this protective
effect is not limited to an in vitro model.'”®

4.4. Cancers

Cancer is considered a result of genetic and epigenetic
modifications.'”*"*® Apoptosis and necrosis cascades are tightly
regulated by several factors. Among these factors, Bcl-2 as an anti-
apoptotic, and Bax protein as a pro-apoptotic, in addition to p53
protein (apoptosis inhibitor), have been well studied. The ratio of
these proteins is considered the main indicator of the regulation of
the apoptotic process because the ratio of Bax/Bcl-2 proteins
increases during apoptosis.'*""'#> Apoptotic activity as a protective
action of GDENs against the 2,3,7,8-tetracholorodibenzo-p-dioxin
(TCDD) in colon cancer in male rats was evaluated and the results
showed that GDENs controlled the ratio of these proteins and the
expression of Bcl-2, Bax, and p53 genes, reduced the amount of
necrosis/apoptosis, and inhibited the initiation of colon cancer.'®®
In another study, GDENs modified by folic acid could be adsorbed
by colon cancer cells more efficiently. Modified folic acid-
conjugated GDENs deliberately transferred a therapeutic agent
(doxorubicin) to colon 26 tumors in vivo and thus increased the
effect of chemotherapy to inhibit tumor growth as compared to the

© 2024 The Author(s). Published by the Royal Society of Chemistry
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free drug."*® It is well understood that 6-gingerol and 6-shogaol,
which are present in GDNESs, are important in the prevention of
cancer cell development.'®® In various human cancer cell lines,
including colorectal cancer, leukotriene A4 hydrolase (LTA4H) is
known to be overexpressed. 6-Gingerol is cytotoxic to HCT116
colon cancer cells and has been demonstrated to impede the
action of LTA4H. Together with 6-gingerol, 6-shogaol has been
shown to have impacts on various cancer signaling pathways. By
inhibiting the activity of AKT, mTOR, fork transcription factors
(FKHR), and glycogen synthase kinase-3 (GSK-3) in human A549
lung cancer cells, 6-shogaol inhibits the survival of the AKT/
mTOR signaling pathway.'®* Besides, 6-shogaol induces apop-
tosis by producing free radicals and releasing mitochondrial-
related apoptotic molecules such as cytochrome C via caspases 3
and 9 via the p53 pathway.'®® In MDA-MB-231 breast cancer
cells, 6-shogaol inhibits another survival signaling pathway.
6-Shogaol blocks STAT3 and MAPK signaling pathways while
JNK, p38 MAPK, and ERK are activated via ROS. Bcl-2, Bcl-xL,
and survivin, which regulate tumor cell survival, proliferation,
invasion, and metastasis, are modulated by 6-shogaol, leading
to significant apoptosis.'®® Also, 6-shogaol was found to trigger
autophagy in human lung cancer cells by inhibiting the AKT/
mTOR pathway.'®* In addition, it was demonstrated that
6-gingerol decreases the expression of multidrug resistance-
associated protein (MRP1) and glutathione-S-transferase (GSTn)
in human prostate cancer cells, which has an anti-proliferative
impact."®”

4.5. Diabetes

In one study, 6-shogaol and 6-gingerol were shown to slow the
development of diabetes and inhibit the formation of advanced
glycated end products (AGEs) by trapping methylglyoxal (MGO), an
AGE precursor. Furthermore, 6-gingerol decreases plasma glucose
and insulin levels in obese rats.'®® By activating Nrf2, 6-gingerol
suppresses carboxymethyl lysine (CML), which is known as an AGE
marker.'® 6-Shogaol enhances glucose usage in 3T3-L1 adipocytes
and C2C12 myotubes by enhancing AMPK phosphorylation.
Enhancing glucagon-like peptide 1, 6-gingerol improves glucose
tolerance and increases glucose-stimulated insulin production in
type 2 diabetic rats (GLP-1)."*° Furthermore, 6-gingerol treatment
activates glycogen synthase 1 and enhances the expression of the
glucose transporter cell type 4 (GLUT4) cell membrane, resulting in
an increase in glycogen storage in skeletal muscle.'®® In addition,
taking 6-gingerol can help individuals with type 2 diabetes to
decrease their fasting plasma glucose, glycosylated hemoglobin A
(HbA1C), insulin, TG, and TC levels (DM2). As a result, treatment
with 6-gingerol, a major component of GDENs, enhances insulin
sensitivity in mice with metabolic syndrome, resulting in improved
energy metabolism."

4.6. Brain diseases

Because of the presence of the blood-brain barrier in the CNS, the
brain is one of the most challenging organs for drug delivery. The
BBB controls the transport of components into and out of the
brain."' However, nanoscale drug carriers such as PDENs, can
pass through the BBB. For instance, the anti-glioma properties of
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ginseng-derived exosome-like nanoparticles have been proven by
Kim, et al'®® The lipid constitution of GDENs showed 42%
phosphatidic acid (PA), 27% di-galactosyl diacylglycerol (DGDG),
and 19% monogalactosyldiacylglycerol (MGDG).'** As mentioned
before, ginger exosomes contain many active components, includ-
ing 6-gingerol and 6-shogaol, which possess proven anti-oxidative,
anti-cancer, and anti-inflammatory properties.'”® PA has impor-
tant roles in the human nervous system functions; for instance,
diacylglycerol kinase beta (DGKf), an enzyme contributing to the
production of phosphatidic acid, takes part in the conservation of
neural networks participating in memory processes and also in
enhancing the hippocampal long-term potentiation."** PA is also a
lipid messenger; mTOR and phosphatidylinositol 4 phosphate
(PI4P)-5 kinase are two suggested downstream molecules'®>"'%®
and the role of mTOR in dendrite morphology and (PI4P)-5 kinase-
related spine configuration has been shown.'””?® On the other
hand, NLPR3 inflammasomes are being activated inappropriately
in a variety of diseases, including neurodegenerative ones such as
Alzheimer’s disease®*** and multiple sclerosis,>*® and in mice
models, inappropriate activity of NLRP3 inflammasomes plays a
role in migraine pathogenicity.>**?%® In 2019 Chen et al. showed
that GDENSs inhibited NLRP3 inflammasome activation'"* due to
the bad prognosis of the neurodegenerative diseases and their
prevalence; targeting the NLRP3 activation pathway in these dis-
eases would be a functional field of research.

The expression of indole-3-carboxaldehyde (I3A) has been
shown to increase interleukin-22 production taking part in the
enhancement of the intestinal mucosal barrier. Interestingly,
ginger exosome-like nanoparticles containing mdo-miR7267-3p
can increase I3A expression by acting on the monooxygenase of
normal intestinal flora and balancing the microbiota, prevent-
ing dysbiosis. Several studies have proven that the gut flora is
altered in autism spectrum disorders (ASD) and it can be
concluded that GDENs have potential therapeutic effects on
ASD.33206208 Moreover, the intestinal barrier is also more
permeable in anxiety and depression and with the effects of
ginger nanoparticle-derived mdo-miR7267-3p on the intestinal
barrier, new drug designs can be used for these disorders.>*°
HO-1 activity is detected in the preconditioned-induced pre-
servation of the ischemic brain.'® HO-1 expression can also be
increased in intestinal cells by GDENs to make the gut-brain
axis but further studies need to take place for GDENs’ role in
neuro-inflammatory diseases.”®

GDENSs are shown to deliver siRNA for cancer suppression
but their effect on neuroblastoma is not clearly defined.***
Teng et al. demonstrated that ginger exosomes can improve
intestinal flora,"* while a varied microbiota profile in the guts
of patients with Alzheimer’s Disease was seen,*'*
patients suffering from Parkinson’s Disease.”™® Besides, a con-
nection has been shown between altered intestinal flora and
autism spectrum disorders through the gut-brain axis in a meta-
analysis;>'* it has been proven that Nrf2 activity can ameliorate
the consequences of head trauma in mice.”"® It has also been
suggested that the liver can suffer less harm from alcohol usage
via ginger-derived NP protection through the Nrf2 pathway, but
future studies are needed for Nrf2 pathway activation in the

as well as in
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ischemic brain by ginger-derived NPs.*'® Furthermore, in PC12
pheochromocytoma neurons in rats, the Nrf2 pathway was
activated, NQO-1 and HO-1 the phase II antioxidants were
increased, and free radicals were lowered by the neuroprotec-
tive effects of 6-shogaol.>'” It is worthwhile to mention that
neuritogenesis was also increased, suggesting the effects of
6-shogaol on the memory and aging of the brain.*'® To sum up,
GDENSs are expected to bring new insights into neuroscientific
issues but more studies are needed.

5. Sustainability, biodegradability, and
biocompatibility

In the context of materials chemistry, sustainability is a concept
that embodies many green chemistry fundamentals.”’® These
concepts also include using less hazardous precursors for the
development of nanomaterials, using water as a solvent whenever
possible, as well as consuming fewer reagents, minimizing syn-
thetic steps, reducing waste and byproducts, keeping reaction
temperatures near room temperature, and cost-effectiveness.>'*>*°

Conventional differential velocity centrifugation with ultra-
centrifugation is a popular approach for the purification of
edible nanoparticles, which has significant limitations in terms
of its cost-effectiveness. From a sustainability point of view, the
efficacy of the polyethylene glycol-6000-based purification tech-
nique is introduced as an alternative to the expensive ultra-
centrifugation process. The results have indicated that PEG-
generated NPs have similar size, zeta potential, and biochem-
ical components as compared to those of NPs generated by
ultracentrifugation. Thus, the PEG technique described in this
study will offer a more affordable alternative for purifying
GDENs that can be utilized in medicinal formulations as
a dietary supplement.'® Another study introduced a novel
strategy for the high-yield purification of GDENs under low
pH settings without compromising the primary bioactive com-
ponents. Accordingly, the results demonstrated that accom-
plishment of PEG participation in low pH conditions increases
the recovery of GDENs 4-5 times.'*’

On the other hand, the nanocarrier systems should essen-
tially remain stable during the therapy and be eliminated from
the body once their therapeutic function has been completed;
thus, the biodegradability of the nanocarriers has great impor-
tance and should be investigated extensively.”*' In research
investigating the effectiveness of doxorubicin-loaded ginger-
derived nano-vectors (GDNVs) on the treatment of colon cancer,
the results of zeta potential and size distribution analysis
proposed that these nanovectors are remarkably stable for
25 days if stored at 4 °C. This stability is a key characteristic
in therapeutic delivery applications and suggests that ginger-
derived lipids can be rearranged into stable NPs and produced
in vast quantities.*?

GDENSs demonstrated their efficiency in inflammatory bowel
disease treatment, so their stability, especially when delivered
orally, is of great importance. Accordingly, researchers studied
the stability of GDENs in the stomach- and intestine-like

© 2024 The Author(s). Published by the Royal Society of Chemistry
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solutions and the results indicated that the GDENSs’ size
decreased slightly as compared to that of PBS. Besides, the pH
value changed the GDENSs’ zeta potential in the stomach- and
intestine-like solutions; an acidic stomach-like environment
made GDENs’ zeta potential weakly positive, while GDENs had
a negative charge in neutral pH solution and intestine-like
solutions. The aforementioned results proposed that GDENs
are firm in solutions resembling stomach and intestinal fluids
and the alternation of GDENS’ zeta potential corresponds to their
inherent characteristics. Thus, orally administered GDENs
remain intact during the transition through the GI tract and
target the colon effectively.”” Furthermore, another research
studying GDENSs stability in biofluids revealed that the size and
zeta potential were altered slightly in biological fluids, suggesting
that the ginger nanocarriers would be stable in the environments
of the stomach and intestine. They also firmly assert that the zeta
potential in both PBS and simulated intestinal fluid is negative,
while negligibly positive in the simulated gastric fluid, which is
due to the influence of the medium’s pH on the zeta potential of
GDENS, and this is why we observe a slight positive zeta potential
in simulated gastric fluid with acidic pH.>*!

Regarding GDENs’ biocompatibility, a research project stu-
died the effects of GDENs on the cell viability of Colon-26 and
RAW 346 264.7 cell lines. This study indicated that cell treat-
ment with up to 100 mg ml~" GDEN for a day does not affect
cell viability. This study examined the effects of GDENs on the
integrity of the Caco2-BBE monolayers barrier function using
electric cell-substrate impedance sensing experiments, and the
results revealed no significant changes in the integrity of the
barrier function of Caco2-BBE monolayers. The propidium
iodide (PI)/Annexin V staining also indicated no significant
increase in the amount of Colon-26 or RAW 264.7 apoptotic
cells in the presence of less than 100 mg ml~" GDENs. On the
other hand, the in vivo toxicity assessment of GDENs demon-
strated no considerable alternation in the activity of colonic
myeloperoxidase or stimulation of pro-inflammatory cytokines
in mice treated with ginger NPs. In addition, histological
examination of the heart, liver, spleen, kidney, and lung in
mice gavaged with GDENs suggested no morphological or
pathological alternation in comparison with the control group.
Accordingly, the obtained results suggest that GDENs are non-
toxic in vitro and in vivo.”> Another in vivo study also indicated
that surface decoration and reconstruction of GDENs could be
a safe approach for disease treatment. In this study, Zhang et al.
loaded nano-lipids, which were extracted from ginger, with
siRNA-CD98 and orally administered to the mice. The complete
blood count results presented no significant change in the
number of red blood cells, white blood cells, and hemoglobin
in mice treated with NPs compared to the control group. In
addition, the results of renal and liver function tests including
total bilirubin, blood urea nitrogen, alanine aminotransferase,
and total protein showed that reconstructed ginger-derived
nano-lipids were non-toxic for treated mice.®*

The surface of the ginger nano-lipid was covered with folic
acid and then loaded with doxorubicin as an anti-cancer
medication. The results proposed that modified GDENs with

© 2024 The Author(s). Published by the Royal Society of Chemistry
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folic acid target tumors more efficiently in mice with induced
colon cancer as compared to non-modified ones loaded with
doxorubicin. Furthermore, hematoxylin and eosin staining of
tissues in folic acid/GDEN/doxorubicin-treated mice indicated
no evidence of cellular or tissue damage in the liver, heart,
kidney, spleen, or lung of mice in this group."** Zhang et al.
demonstrated that intestinal homeostasis was sustained by
GDENSs, while the gene expressions of HO-1 and IL-10 anti-
inflammatory cytokines, as well as IL-6 and TNF-o. pro-
inflammatory cytokines, are upregulated in the presence of
GDENSs. These findings suggest that the oral administration of
GDENSs has no effect on cell viability and it is unable to cause
in vivo local or systemic side effects.”” Altogether, an ample
body of studies investigating the effects of GDENs on disease
treatment reported ginger-derived NPs as a non-toxic and safe
drug-delivery system that has the potential to be utilized in
clinical practice in the future.

6. Scalable production: strategies for
GDENSs production and potential
challenges

Low drug doses can be delivered to specific cell types and tissues
using artificially synthesized NPs to decrease systemic side effects
of medications and GDENs are among these synthetic NPs.
Successfully synthesized NPs should meet two important criteria.
First, the in vivo toxicity of these NPs should be examined and
their safety should be confirmed before clinical application.
Second, they should be producible on large scales at low cost.”
Natural NPs meet the aforementioned criteria as they are non-
toxic and can be produced on an industrial scale at an affordable
price."® The latest investigations have characterized exosome-
like NPs that were extracted from plants utilizing eco-friendly
protocols.”® The rhizome of Z. officinale is an extensively used
natural product, which is not only consumed as a spice but also
serves as a treatment for various digestive tract disorders includ-
ing colic, diarrhea, and dyspepsia.***>**

Compared to synthetic nanocarriers, plant-derived extra-
cellular vesicles (plant-derived EVs) including ginger-derived
vesicles have several benefits as therapeutic agents. These
include increased internalization rates, lower immunogenicity
and bio-toxicity, stability in the GI tract, and the capability to
pass the blood-brain barrier. Furthermore, they can also be
manufactured on large scales with reasonable prices and deliver
a variety of medications to the target region properly.”” How-
ever, despite plant-derived EVs’ benefits in terms of therapeutic
efficacy, they lack established, efficient, convenient, and afford-
able guidelines for their separation and application.**®

At present, different strategies have been introduced for
plant-derived EVs including ginger-derived nanovesicle isola-
tion; however, none of these strategies have gained desirable
results in terms of their applicability, extraction pace and yield,
and purity.>*® Ultracentrifugation followed by sucrose gradient
density centrifugation is a prevalent strategy for the isolation of
plant-derived EV among all other isolation methods.”® Although
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ultracentrifugation provides plant-derived EVs with high purity,
it is a time-consuming procedure that is highly dependent on
instruments. In addition, this method has a low extraction
efficacy and the obtained plant-derived EVs are sometimes
aggregated. To address these limitations, scientists suggest
taking advantage of high-density iodosanol pads for the
enhancement of plant-derived EV extraction while minimizing
the aggravation of protein pollution.””” This modified protocol
is a simple operation approach that has a higher extraction yield
and purity; however, the requirement of costly ultra-high-speed
centrifuges and the vesicles’ strong precipitation aggregation
force restrict its application in industries. PEG precipitation has
similar vesicle extraction steps to ultracentrifugation in terms of
eliminating impurities. The zeta potential of the obtained
vesicle is similar, while the average diameter of extracellular
vesicles formed using this technique is slightly smaller than that
obtained by ultracentrifugation.'®" PEG precipitation seems to
be an efficient and straightforward strategy for GDEN extraction,
which can be used for large-scale and economic production of
GDENS; however, its application in GDENs production is con-
strained by its low purity and high cost.>*® Size exclusion
chromatography is another plant-derived extracellular vesicle
extraction approach that is rarely used in laboratories but it
provides more uniform vesicles with a significantly increased
extraction rate per unit mass of plants as compared to the
aforementioned methods. The noteworthy challenge restricting
the usage of size exclusion chromatography for plant-derived
vesicle extraction is its long vesicle separation procedure. Thus,
size exclusion chromatography is not a suitable vesicle extrac-
tion approach for GDNP mass production due to its time-
consuming and inconvenient procedure, as well as difficulty
in the separation of large-size impurities.”>® There are also
convenient commercially available plant-derived EV separation
kits that not only have low separation efficacy but also separate a
limited number of vesicles each time, so they are not suitable
candidates for large-scale GDNP production.?* Briefly, the goal
of producing plant-derived EVs in large quantities is to find a
more practical and cost-effective extraction technique, which
also preserves extraction quality. Thus, given the benefits and
drawbacks of each technique, it seems that combining the
aforementioned separation techniques will lead to the extrac-
tion of ginger-derived extracellular vesicles with higher quality.

7. Conclusion

The salient advantages of PDENs such as good stability in the
GI tract, excellent rate of internalization, low immunogenicity,
biodegradability, and biocompatibility/low toxicity make these
NPs promising candidates for cancer therapy and the targeted
drug delivery of small molecular chemicals/therapeutic agents
or nucleic acid drugs. Among them, GDENs have been widely
explored because of their fascinating properties such as low
toxicity and immunogenicity. In this context, surface modifica-
tion utilizing nanoscale biomaterials can help to tune the
targeting properties of GDENs, paving the way for designing
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next-generation delivery nanosystems for the treatment of
cancers and other chronic diseases. PDENs with the capability
of targeting intestinal cells and enduring activity in colitis
should be further explored, especially for the induction of
apoptosis in tumors. Besides, since these NPs can accumulate
in the liver, they can be deployed to provide protective effects
for the alcohol-stimulated liver. Several studies have been
focused on their therapeutic effects for combating microbial
and viral infections, especially in the case of coronaviruses. On
the other hand, because of their potential for entering the brain
through the blood-brain barrier, future explorations should be
conducted on their inhibitory effects against brain tumors/
cancers or other neurological diseases/disorders. However,
there is a lack of established and affordable guidelines for
their separation/isolation, as well as limited clinical trials and
clinical translation studies. Remarkably, the systematic in vitro/
in vivo toxicological studies along with feasible studies for large-
scale production of these NPs are crucial challenges, especially
for their future clinical applications.
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