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Abstract: Extracellular vesicle (EV) research has expanded substantially over the years. EVs have
been identified in all living organisms and are produced and released as a means of intercellular
communication or as a defense mechanism. Recently, nano-scaled vesicles were successfully isolated
from edible plant sources. Plant-derived EVs, referred to here as phytosomes, are of a size reported to
range between 30 nm and 120 nm in diameter, similar to small mammalian extracellular vesicles, and
carry various bioactive molecules such as mRNA, proteins, miRNA and lipids. Due to the availability
of many plants, phytosomes can be easily isolated on a large scale. The methods developed for
EV isolation from mammalian cells have been successfully applied for isolation and purification of
phytosomes. The therapeutic effects of phytosomes on different disease models, such as inflamma-
tion and autoimmune disease, have been reported, and a handful of studies have suggested their
therapeutic effects on cancer diseases. Overall, the research on phytosomes is still in its infancy and
requires more exploration. This review will narrate the anti-cancer activity and characteristics of
phytosomes derived from edible plants as well as describe studies which have utilized phytosomes
as drug delivery vehicles for cancer with the ultimate objective of significantly reducing the adverse
effects associated with conventional therapeutic approaches.

Keywords: extracellular vesicles (EVs); phytosomes; exosome; nanoparticles; microvesicle; cancer—
cell crosstalk; plant-derived exosomes

1. Introduction

Extracellular vesicles (EVs) are subcellular structures enclosed by a phospholipid
bilayer. EVs are ubiquitously produced by cells of all living organisms in homeostasis and
disease, and mediate intercellular, inter-species and inter-kingdom communications [1,2].
EVs were initially nomenclatured by the International Society for Extracellular Vesicles
(ISEV) based on their diameter size, with small EVs including 30-160 nm vesicles, mi-
crovesicles including 120-1000 nm vesicles, and large vesicles or apoptotic bodies including
1-6 um vesicles [3-5]. EVs are typically classified in the literature as exosomes (<200 nm)
or ectosomes (>200 nm). Exosomes are much more abundant in biological fluids than
ectosomes, which include nano- and microscale EVs, e.g., microvesicles, microparticles,
large vesicles and apoptotic bodies [6-8]. Small-sized ectosomes also exist and are similar
to exosomes in their physical properties (e.g., density, charge, solubility, surface proteins,
membrane lipid compositions, and shape), which creates challenges for separating pure
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Exosomes are produced through the endocytic pathway in a process which starts
with an inward invagination of the plasma membrane and formation of an intracellular
endosome that contains cell-surface proteins and soluble components from the extracellular
milieu [16,17]. The content of this early endosome is further enriched after it merges with
other preformed endosomes, or by exchange of constituents from other organelles, such as
the mitochondria, trans-Golgi network and endoplasmic reticulum. At this point, numerous
inward invaginations of the early endosome result in the formation of multivesicular bodies
(MVBs) that contain several vesicles deemed to be future exosomes [16,17]. The MVBs
attach to the cytoskeleton network, and are then transported and dock at the luminal side
of the plasma membrane. There, they secrete their contents into the extracellular space [7,8].
Due to uneven plasma membrane invagination during their biogenesis, the size, cargo
and biological function of exosomes are heterogeneous, each bearing distinct abilities to
induce complex biological responses in recipient cells [7,18,19]. The enclosed cargo content
is also affected by the types and functional states of the releasing cells. The cargo is stably
transferred from donor to recipient cells and, as such, carries potential for disease diagnosis
and therapy [7,19].

Exosomes transfer endogenous effector or signaling molecules to adjacent or distant
recipient cells under both physiological and pathological conditions. The cargo includes a
broad spectrum of proteins (heat shock proteins (HSP), such HSP60, HSP70, and HSP90;
biogenesis proteins, such as Alix and TSG 101; and membrane transport and fusion proteins,
such as GTPases, annexins, and Rab proteins), lipids (cholesterol and ceramide), RNAs
(miRNA, long non-coding RNA, tRNA, and mRNA) and DNAs (dsDNA, ssDNA, and
mtDNA) [20]. Due to their ability to naturally encapsulate and transfer a broad range
of molecules and proteins, exosomes have been utilized as a platform for targeted, high-
efficiency delivery of therapeutic molecules [21-23], or other chemicals and biological drugs
such as siRNA and microRNA to cancer cells [23-27]. Exosomes have also been analyzed
for biomarkers for early diagnosis of diseases such as infectious diseases, autoimmune
disorders, diabetes and several other types of cancers, [28,29]. Moreover, exosomes have
been utilized as decoys against viral infections, such a SARS-CoV-2 [30], and their natural
cargo, obtained from the donor cell, has been applied as a base treatment to inhibit angio-
genesis and tumor growth [31]. Thus, the field of exosomes has opened new avenues and
perspectives on how to approach complex diseases such as cancer.

Throughout the centuries, plants have been studied for their therapeutic compounds,
and numerous extracts and phytochemicals have been purified and tested on various
disease models. Many plant-derived components or molecules are used as drugs and
therapies for conditions such as inflammation, autoimmune diseases, diabetes, cardio-
vascular disease and infections [32]. Recently, plant-derived exosome-like nanoparticles
(PELNSs) isolated from edible plants were found to be an abundant source of nanovesicles
with remarkable therapeutic properties and minimal side effects [33-35]. These phyto-
somes display structure, density and roles in interspecies cellular communication similar
to those of mammalian cell-derived exosomes [36,37]. While phytosome biogenesis is still
being studied [38,39], the cargo has been analyzed and found to include bioactive and
therapeutic phytochemicals [40-43]. Phytosomes have also been implicated in defense
mechanisms against invading pathogens, particularly bacteria and fungi [42-44]. Due
to their inherent biocompatibility and modulatory effects on aberrant cells, particularly
cancerous cells, phytosomes present a range of advantages as carriers for therapeutic agents.
Additional advantages include cost-effective isolation, efficient encapsulation of drugs
and genetic material, stability in extracellular environments and the ability to be modified
with specific target markers for precise cell targeting in vitro and in vivo. Consequently,
phytosomes hold considerable promise as an effective delivery system for therapeutic
agents [41,45], such anticancer drugs, siRNAs, miRNAs, PNAs and even poorly soluble nat-
ural compounds such as curcumin [39] and paclitaxel [46]. Despite the significant progress
made in understanding cancer biology, the current treatments integrating the most innova-
tive strategies from different disciplines still have certain limitations and challenges [47].
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Nanomedicine is perceived as a discipline which can address such issues of conventional
anticancer therapies [48].

A paramount study that paved the way for future studies on phytosomes involved
their isolation from sunflower seed apoplastic fluid. The purified 50-200 nm phytosomes
carried a protein similar to the human Rab11 GTPases, which was found to be involved
in phytosome function, biogenesis and release [49]. Subsequent studies found that these
vesicles are spherical structures enclosed by a lipid bilayer comprised of phospholipids and
glycerol, similar to membranes in eukaryotes [34]. Their size was found to be similar to that
of mammalian cell-derived EVs (100-1000 nm), as was their biological content, including
RNAs and micro-RNAs [50]. Phytosome cargo contained agents with anti-inflammatory;,
immunomodulatory and regenerative effects and proved to be reliable products for drug
and gene delivery as well [39,46,50]. In a report of phytosome isolation from tomato
plants, approximately 1 kg of tomato fruits yielded 2.7 x 10'® (<155 nm) and 3.8 x 10'®
(<110 nm) phytosomes [33], which was a significantly higher yield than that achieved
with mammalian cell cultures [51]. The production scale of phytosomes from edible plants
is abundant and sustainable, and the phytosomes can be easily purified and utilized for
disease treatment and delivery of bioactive compounds to cells.

This review will focus on natural phytosomes that were successfully isolated and
purified from fruits and vegetables of various edible plants, and their potential in treat-
ing cancer. We will narratively present studies, highlighting the anticancer activity of
phytosomes and their utility for anticancer drug delivery.

2. Unique Characteristics of Phytosomes with Anticancer Activity

Safety, specificity and efficacy pose major obstacles to the development of new thera-
pies. Unlike conventional treatments that fundamentally rely on pure compounds extracted
from natural sources or on artificially manufactured products, which are often associated
with side effects and can yield resistance if used in the long-term, phytosome-based drug
delivery circumvents these issues [50]. Collectively, studies have demonstrated that phyto-
somes have no toxic effect on healthy cells, but rather, act on abnormal, transformed cells,
e.g., cancer cells [52,53]. As a result, phytosomes are an emerging platform for plant-based
therapy of cancer and chronic inflammation associated with cancer (Table 1) [52,53].

Phytosomes isolated from fingerroot (Boesenbergia rotunda (L.) Mansf.) demonstrated
an apoptotic effect on colorectal cancer cells in vitro while showing no adverse effects
on normal colon epithelial cells [54]. At a concentration of 50 pug/mlL, these phytosomes
induced toxicity after 24 h of incubation with cancer cells, but had no visible effect on normal
colon epithelial cells. Phytosome uptake was shown to upregulate the pro-apoptotic genes
encoding caspase 3, caspase 9, Bax and Bcl-2 and was strongly correlated with the release of
reactive oxygen species (ROS) and cell death [54]. Phytosome internalization is suggested
to partly involve the caveolae-mediated endocytosis and phagocytosis pathways. This was
supported by pre-exposing cells to cellular uptake inhibitors, namely, the phagocytosis and
pinocytosis uptake pathways. The study established a correlation between the anticancer
effect and naringenin chalcone, pinostrobin and pinocembrin, three phenolic compounds
highly abundant in the plant. These compounds were identified as the primary contributors
to the observed anticancer activity. However, further molecular examinations are still
necessary to substantiate the findings.

Furthermore, uptake of garlic (Allium sativum)-derived phytosomes by a human liver
cancer cell line (HepG2) was found to depend on the CD98 receptor, as demonstrated by
receptor-specific blockers [55]. This was further confirmed by trypsinizing phytosome
surface proteins, which stopped the internalization of garlic phytosomes. The study also
suggested a strong correlation between the presence of lectin family proteins on phytosome
surfaces and CD98 receptor-mediated endocytosis. Interestingly, although they conferred
an anti-inflammatory effect by downregulating proinflammatory factors, garlic phyto-
somes failed to show an anticancer or cell-modifying effect when applied to HepG2 cells.
While these observations suggest an insignificant effect of the garlic phytosome cargo on
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liver cancer cells, the results may have been due to the low dose tested (i.e., micrograms).
Nonetheless, the study provided insights into the specificity of garlic phytosome internal-
ization by CD98 receptor-expressing target cells, which are typical of many types of cancers.
Allicin, a well-defined bioactive anticancer agent found in garlic, has been extensively
investigated to unveil its mechanism of action on cancer cells [56]. Therefore, conducting
a rigorous evaluation of the intracellular cargo carried by garlic phytosomes and their
ensuing interactions with HepG2 cells will be of paramount significance.

Phytosomes isolated from lemon juice (Citrus limon L.) were shown to impart an-
tiproliferative and apoptotic effects on cells both in vitro and in vivo [53]. They were also
demonstrated to reduce tumor size in a murine model inoculated with chronic myeloge-
nous leukemia cells (LAMAS84 cell line). The effective phytosome dose was reported to be
20 ug/mL. The antitumorigenic events were paralleled by the activation of TNF-related
apoptosis-inducing ligand and TRIAL receptor, increased expression of Bad and Bax genes
and decreased expression of antiapoptotic genes, namely, survivin and Bcl-xI. In vivo
biodistribution analyses found that injected labeled Citrus limon phytosomes specifically
accumulated in cancer cells; while some were absorbed by other organs, no significant
anomalies were observed [53].

An important aspect that remained unexplored was the identity of the active com-
pounds and biomolecules carried by phytosomes which could potentially be associated with
the observed anticancer activity. Notably, Citrus limon is known to contain polymethoxy-
lated flavones (PMFs), a class of bioactive compounds exclusive to citrus plants. Extensive
research has demonstrated that these PMFs exhibit antimetastatic, anti-proliferative and
antiangiogenic properties across various cancer models [57]. Therefore, comprehensive
examination of the impact of these PMFs on cancer cells would have significantly strength-
ened the findings regarding the anticancer activity of Citrus limon phytosomes.

Sasaki et al. [58] successfully isolated phytosomes from the edible portion of corn
(also called Zea mays or Maize plant) using a simple ultracentrifugation-based method
that enabled large-scale extraction. The phytosomes demonstrated antiproliferative and
apoptotic effects in vitro on a murine colon adenocarcinoma cell line (colon26) and were
preferentially taken up by cancer cells compared with normal non-cancer cells, suggesting
an affinity for the lipid rafts abundant on cancer cells [58,59]. They also demonstrated an
anticancer effect on subcutaneous murine colon adenocarcinoma tumors in a syngeneic
mouse model, with only a negligible impact on body weight. The involved apoptotic
pathways or genes in were not studied. In addition, the cargo contained within corn
phytosomes housing the potential anticancer biomolecules was not examined. However, a
previous investigation reported on inhibited proliferation and induced apoptosis of colon
adenocarcinoma and suggested the presence of the carotenoids zeaxanthin and lutein in
corn [60]. Given this prior evidence, there exists a strong likelihood that corn phytosomes
carry these bioactive compounds, which may be closely associated with the observed
antineoplastic effects. The presence of zeaxanthin and lutein in corn phytosomes could
potentially play a significant role in the elicitation of anticancer responses. Conducting
an in-depth investigation to confirm the presence and quantity of these biomolecules
within corn phytosomes would enhance our understanding of the underlying mechanisms
driving the observed antineoplastic effects. Notably, concentrations of 500 ug/mL and
1000 pg/mL of phytosomes exhibited potent anticancer effects on a colon cancer cell
line in vitro and in vivo, respectively [58,59]. In a subsequent study, Sasaki assessed the
biodistribution of corn phytosomes and phytosomes with a polyethylene glycol (PEG)-
modified surface [59]. Intravenously injected phytosomes predominantly accumulated
in mouse spleens and livers, whereas PEG-phytosomes exhibited lower accumulation in
these organs. Importantly, the surface modification prolonged phytosome circulation in the
bloodstream and their preferential accumulation in the tumor site.

Cannabis (Cannabis sativa L.) is an edible plant which can be used to prepare cakes,
sweets, chocolates and drinks. While it is less commonly used for medicinal purposes,
its phytosomes have demonstrated promising anti-cancer potential. Researchers utilized
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differential centrifugation and a sucrose gradient to isolate and purify cannabis phytosomes
that contained low levels of tetrahydrocannabinol (THC), the primary psychoactive com-
pound in this plant family, and a high CBD content (referred to as H.C-EVs). The isolated
phytosomes demonstrated dose- and time-dependent anti-cancer effects on HepG2 and
Hubh-7 liver cancer cell lines. A dose as low as 25 nug/mL phytosomes induced apoptosis of
cancer cells, while 100 pg/mL caused a 50% reduction in cancer cells viability. No cytotoxic
effects were observed on non-cancerous cells such as the HUVEC line [61]. The apoptotic
effects in vitro were associated with the upregulation of proapoptotic markers bax, CASP3,
and CASP9 and downregulation of the antiapoptotic gene bcl-xl. However, the assess-
ment of cannabis phytosome uptake by cells would have been pivotal to provide more
definitive evidence on their activity. Residual CBD in the sample even after phytosome
purification could have been present and may have triggered effects on the cancer cells as
CBD is known to interact with the CB2 receptor and induce apoptosis in tumor cells [61,62].
Overall, the isolation of phytosomes from cannabis plants and their CBD contents is novel
and intriguing as much of the cannabinoids research to date focuses on the activity of
phytochemicals and their effects on biological systems.

Tea leaves (Yongchuan Xiuya), referred to as TLNTs, have been found to possess potent
anticancer properties that can be attributed to phytosomes carrying well-documented
anti-cancer polyphenols and flavonoids, such as epigallocatechin-3-gallate (EGCG), vitexin-
2-O-rhamnoside, vitexin, myrice-tin-3-O-rhamnoside, kaempferol-3-O-galactoside and
myricetin [63]. Tea leaf phytosomes intravenously or orally administered to breast cancer-
bearing mice accumulated at the malignant site and inhibited tumor growth after only
5 h. In vitro studies showed that the phytosomes were taken up into the cytoplasm of
cancerous cells and induced the release of ROS, which resulted in cell damage. Intravenous
injection of high doses of phytosomes was found to elevate liver markers, while there
was no evidence of toxicity or side effects following oral administration, suggesting that
oral treatment with phytosomes is a safer route. Interestingly, phytosomes augmented
the number of favorable bacteria inside the gastrointestinal tract (GIT), while reducing
pathogenic bacteria.

Phytosomes from apple fruits (Malus domestica sp. Variety Golden Delicious), referred
to as ADNVs, have been shown to confer anti-inflammatory effects on proinflammatory
macrophages, particularly of the polarized M1 phenotype [64]. Phytosomes isolated from
macerated apple pulp had a size range of 90-180 nm. Reduced levels of IL-1b and IL-8§,
as well as upregulation of mir-146 and miR-125a, were documented following exposure
of THP-1 cells to ADNVs. Fluorescence microscopy captured the uptake of phytosomes
into the cytoplasm of THP-1 cells. Characterization of the endocytic pathway, along with
analysis of the cargo contents, could have provided clarity regarding the mechanism of
phytosome action. In this regard, further research will be required to define the distinct
properties of apple phytosomes. A major insight from the study was the well-documented
phenomenon of macrophage exosome-mediated communication with cancer cells [65],
which emphasizes the potential of blocking the tumorigenic influence of neighboring cells.

In a study focused on the cross-talk between phytosomes from edible plants and
mammalian gut cells, such as intestinal macrophages and gut stem cells [41], it was found
that certain phytosomes, such as those derived from ginger root, can modulate the release
of anti-inflammatory genes, specifically heme oxygenase 1 (HO1), IL-10 and IL-6, and stim-
ulate antioxidant genes in cultured macrophages. Some orally administered phytosomes
were internalized by stem cells and macrophages in the gut and intestine of a murine model.
The study outcomes suggest that phytosomes from distinct sources can withstand low
pH, which may render them particularly useful as a platform for drug delivery in acidic
environments, such as in the case of gastrointestinal carcinomas.
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Table 1. Anticancer effects of edible plant-derived phytosomes.
Phytosome Source Isolation Method In Vitro Effect In Vivo Effect Mechanism References
Fingerroot blended without .
addition of other liquids. Juice Egzz(t)iil?enc\ei(ﬁi?cc ?rlld Disruption of intracellular
Fingerroot (Boesenbergia was filtered, ultracentrifuged toti Yff + ~ d PL tasis and [54]
rotunda (L.) Mansf)) and passed through a apoptotic effects on cancer redox homeostasis and 5
size-exclusion cells but not on normal induction of cell apoptosis.
chromatography column. colon epithelial cells.
Garlic was homogenized with The phytosomes were
a blender, in cold PBS. Juice Phytosomes were internalized via the CD98
was subjected to a multistep internalized and induced receptor located on HepG2
. . ; centrifugation procedure, an anti-inflammator; cells. The receptor is a
Garlic (Allium satioum) ending 1%1 ultralzentrifugation. effect but not an Y ) glycoprotein rli:)ch in (531
The phytosome pellet was anti-cancer effect on mannose motifs that bind
washed and resuspended HepG2 cancer cells. phytosome surface proteins
in PBS. and lectins.
Errllélt'ii‘/g:ii;?zzuzgzﬁs;ﬁeezed Phytosomes suppressed ~ Phytosomes induced cell
centiifuge d Theqsuperna}tlant growth of subcutaneous  death of cancer cells by
Lemon juice (Citrus was filtored and then Phytosomes inhibited tumors in NOD/SCID triggering TRAIL-mediated
limon L.) ultracentrifuged and the cancer cell growth without  mice through apoptosis. TRAIL selectively ~ [53]
’ hvtosomes from the pellet affecting normal cells. TRAIL-mediated induced apoptosis of cancer
\I:/)ve}r]e rified on a 300}: apoptosis and inhibition  cells without affecting
Sucrose gradient. of angiogenic processes. ~ normal cells.
A homogenate of a blended Phvtosomes
edible portion of corn with o ficantl d
water was prepared, then Phvt lectivel i;gm 1cart1hy ?uppresse
Corn (Zea mays or Maize  step-centrifuged to remove . h}{beocrlnes slgfec ?/e 4 £ igrow N lon26 58 59
plant) debris. The supernatant was inhibited proliferation o: subcutaneous colon: - [58,59]
filtered and ultracentrifuged. colon26 cancer cells. tumors in mice, with no
The pellet then resuspended in ‘S;gf (;fthgzss such as body
PBS to obtain phytosomes. & '
ﬁok‘f;?(}’izga;? Safn;‘;%ri];l:;)llezzit Phytosomes strongly The phytosomes induced
with cold PBS was sequentiall decreased viability of two cell death by activating the
centrifuged to remove debris Y hepatocellular carcinoma mitochondria-dependent
d th gEV iched ’ cell lines (HepG2 and CASP and CASP9 pathways
Cannabis (Cannabis and the EV-enriche Huh-7), in a dose- and and upregulating
sativa L.) supernatant was filtered and time-dependent manner. . proapoptotic markers bax [o1]
ultra-centrifuged. The pellets . .
were resuspended in PBS and The phytosomes had no while downregulating
resolved on a sucrose densit significant effect on the antiapoptotic gene bcl-x1.
radient to further purify y normal growth of Phytosome uptake studies
igsolate d phytosomel:s) HUVECs. were not performed.
Fresh tea leaves were
homogenized with PBS in a
blender. Juice was sequentially ~ Phytosomes were Intravenously and Phytosomes increased
centrifuged to remove debris. internalized and orally a dminz,stere d intracellular reactive oxygen
Tea leaves (Yongchuan The supernatant was then decreased the viability h tZsomes decreased species (ROS) levels, which [63]
Xiuya) resolved via sucrose density and enhanced the Em);nmar land tumor damaged mitochondria, and :
gradient ultra-centrifugation cytotoxicity of three breast size in nu{é mice triggered cell cycle arrest
and phytosomes were collected ~ cancer cell lines. ’ and apoptosis.
from the 30/45% sucrose
interface.
The pulp of apple fruits was
homogenized, and subjected to
a series of centrifugations to
remove debris. Juice Treatment of type I Phytosomes directly
Apple fruits (Malus supernatant was filtered and macrophages with communicated with the
domestica sp. Variety further centrifuged to remove phytosomes resulted in - immune system, and [64]

Golden Delicious)

smaller debris. The
supernatant was
ultracentrifuged and the
phytosome-containing pellet
was resuspended in PBS.

decreased expression of
IL-1b and IL-8.

switched it to an
anti-inflammatory mode.

3. Phytosomes as Drug Delivery Vehicles for Cancer Treatment

Research pertaining to the cargo contents of phytosomes with anticancer properties has
established a novel framework for nanomedicine and therapeutic nano-delivery. Several
studies have successfully demonstrated use of phytosomes isolated from various sources
to encapsulate or incorporate drugs and biomolecules. A study comparing methotrex-
ate (MTX) as a monotherapy and methotrexate conjugated onto grapefruit phytosomes
(referred to GMTX) found significantly different adverse effects and therapeutic benefits
for the two [66]. Oral administration of GMTX reduced inflammation in an induced col-
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itis murine model. In parallel, a decline in inflammatory markers produced by colonic
macrophages, such as TNF-oc and IL-1f3, was measured at the mRNA and protein levels, as
well as a reduction in the expression of the neutrophil chemokine KC (CXCL1). In contrast,
MTX monotherapy induced notable tissue damage and a reduction in E-cadherin expres-
sion. The study suggested a synergetic effect between phytosomes and the incorporated
therapeutic agents such as MTX.

A group of investigators assessed the feasibility of utilizing inflammatory cell-derived
membranes to coat grapefruit phytosomes to generate pseudo-inflammatory grapefruit
phytosomes (referred to as IGNV), with the aim of mitigating off-target delivery [67].
When compared with uncoated phytosomes, the modified phytosomes, which were bound
to membranes bearing chemokine receptors derived from activated EL4 T-lymphocytes
cells, exhibited greater attraction to inflammatory sites, particularly to regions with high
chemokine levels. Additionally, in mice challenged with lipopolysaccharide (LPS) or bear-
ing CT26 colon cancer or 4T1 breast cancer, IGNV exhibited greater attraction to regions
with aberrant release of inflammatory signal molecules. Notably, IGNV accumulation was
more prominent at tumor sites compared with LPS-induced inflammation sites. The cxcr2
and LFA-1 ligand were identified as the principal ligands responsible for this outcome
as their elimination led to a significant reduction in vesicle migration. Furthermore, the
researchers demonstrated the superior effectiveness of therapeutics loaded into IGNVs;
notably doxorubicin, a known chemotherapeutic, and curcumin displayed a more pro-
nounced effect on abnormal cells when bound to phytosomes and localized at the tumor
site as compared with other locations [67].

A strategy under development to disrupt the activity of cancerous cells involves the
targeted delivery of micro-RNA (miRNA) molecules, which are noncoding sequences that
regulate the functionality of messenger RNA [68]. Phytosomes were shown to effectively
deliver miRNA molecules to neoplastic sites. For example, phytosomes from grapefruits
were demonstrated to deliver mir-18a to liver malignancies and inhibit metastasis [67].
Phytosomes encapsulating mir-18a prompted an elevation in M1 macrophage activity,
resulting in the secretion of IFNy and IL-12, alongside a decline in TGF{3- and IL-10-
releasing M2 cells, leading to stimulation and recruitment of natural killer cells and T-cells
to the malignant site. The phytosomes also induced the expression of IFNY, a pivotal
signaling molecule implicated in cancer progression. The cascade of events initiated within
the cancer site by mir-18a-loaded phytosomes resulted in a reduction in tumor size and
suppression of metastasis.

GNVs generated via the assembly of grapefruit lipid extracts were designed to in-
corporate lipids to improve targeting, phytosome size uniformity, and chemotherapeutic
drug loading [69]. Following intranasal administration, GNVs bearing mirl7 reached the
neoplastic region of a murine brain tumor model and were internalized by the cancerous
cells, which impeded their proliferation through the downregulation of MHCI ligand on
glioma and was correlated with the induction of natural killer cells (NK). A biodistribution
analysis found that the nanovectors accumulated in other regions of the murine brain with-
out eliciting adverse effects, which represents an advantage over synthetic liposome-based
therapies that carry certain risks. Integration of polyethyleneimine (PEI), a transfection
agent, increased mir17 levels in the vesicles and subsequent mirl7 accumulation within the
brain tumor cells. Additionally, conjugation of folic acid to nanovectors improved targeting
to neoplastic brain cells in vivo, due to the upregulation of the folic acid receptor on many
cancer cells [70].

Phytosomes isolated from cabbage, colloquially termed Cabex and Rabex, successfully
conveyed therapeutic agents without undergoing any morphological changes. This sug-
gested the significant potential of cabbage-derived phytosomes as competent carriers for
substantial drug molecules [71]. In vitro assays demonstrated that when loaded with dox-
orubicin, the phytosomes, at a concentration of 1 x 10° phytosomes/mL, exerted oncolytic
effects on SW480 neoplastic cells and reduced cell viability to a range of 50-60%. The study
also demonstrated that phytosomes can encapsulate ample quantities of free miRNA and
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deliver them to target cells without a major loss in miRNA in the process. This observation
was supported by successful incorporation of fluorescent dye-conjugated antisense DNA
oligonucleotides and miRNA into the phytosomes and tracking their uptake into colon
cancer cells. Additionally, phytosome uptake by healthy HaCaT and HDF cell lines had
no effect on homeostatic morphological characteristics and even promoted propagation.
These results represent an invaluable foundation for high-scale, cost-efficient isolation of
phytosomes from cabbage. Regardless, further exploration is warranted to decipher the
specificity, biodistribution, cellular uptake pathways and the potential role of cabbage-
derived phytosomes in alleviating the deleterious effects associated with doxorubicin
administration.

Lemon-derived phytosomes modified with carboxyl groups of heparins (HRE) and
loaded with cisplatin, taxol or doxorubicin [72] demonstrated significant antiprolifera-
tive and apoptotic effects on multidrug resistant cervical cancerous cells (SKOV-3 cells),
compared with the free drugs, by reducing the production of ATP and increasing ROS
release. In a murine model, the anticancer drugs accumulated in tumor cells, while the
free drugs were hardy detectable, indicating that the limon phytosomes overcame the
cell mechanism of resistance. Biodistribution assessment showed homing of the majority
of phytosomes to the neoplastic site. Inflammation analysis found no disturbance of the
systematic homeostasis in the treated mice. The uptake of the modified limon phytosomes
was associated with caveolin-mediated endocytosis and proved to be less dependent on
clathrin-mediated endocytosis and macropinocytosis.

As phytosomes are biocompatible, abundant and cost-effective, and can be adminis-
tered intravenously or orally, it is clear by now that they can serve as a favorable means of
delivering anti-cancer drugs. Such an approach may circumvent the side effects associated
with the clinical applications of well-known chemotherapeutic anti-cancer drugs. Taxanes,
such as the naturally derived paclitaxel (PTX, brand name Taxol®) and the semi-synthetic
analogue docetaxel (DTX, brand name Taxotere®), are FDA-approved and the most ef-
fective and commonly used anti-cancer drugs [73]. Despite their anti-proliferative and
apoptotic effects on cancer cells, taxanes impart dose-dependent toxicities, exhibit poor
solubility and low selectivity for target tissue and induce hypersensitivity reactions [74].
Taxane formulations are generally prepared with certain solvents due to their low aqueous
solubility and are consequently not well tolerated, causing severe side effects. In recent
studies, PTX and DTX conjugates have been prepared to reduce toxicity, improve efficiency
and broaden the therapeutic window [75,76]. These side effects may be easily overcome by
their encapsulation within phytosomes and intracellular delivery by endocytosis, subse-
quently enhancing their inhibitory effect on cancer cells and lowering their adverse effects
on normal cells. Indeed, orally administered mammalian-derived exosomes encapsulating
PTX exhibited strong anti-lung cancer activity and a favorable safety profile [46]. Similarly,
in our recent study, we utilized lipofectamine, a lipid-based, liposome-forming transfectant,
to complex with peptide nucleic acid (PNA)-based antisense. Through the endocytosis path-
way, the liposomes enhanced the intracellular delivery of the PNAs and, thereby, inhibited
the proliferation and induced apoptosis of pancreatic cancer cells [77]. Since lipofectamine
is only used for research purposes for transfection of nucleic acids into eukaryotic cells,
future studies will focus on the delivery of PNA-based treatments by means of oral or
intravenous phytosome formulations.

4. Discussion

Nanomedicine, with a specific focus on phytosomes, is proving a revolutionary avenue
for innovative therapeutic anticancer strategies. Studies in this field are swiftly gathering
momentum due to the advantageous features of phytosomes as a platform to deliver
bioactive cargo to specific cell targets and, thereby, alter their functional behavior. The
cumulative evidence relating to phytosome subgroups isolated from edible plants and
from meticulous investigation of their cargo has blazed the trail for exploiting them for
cancer treatments by leveraging their natural cargos, as well as establishing their utility for
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drug delivery. At present, many efforts are focused on the development of mammalian-
derived EVs and artificial nanoparticles as novel therapies for various diseases, with
emphasis on tumoricidal activities. The development of mammalian-derived EV therapy
fundamentally relies on the isolation of crude EVs from cell environments, such as cell
culture supernatants, biological fluids and intercellular spaces within tissues, followed by
purification of subgroups of vesicles using distinct isolation techniques and screening for
EV-associated protein markers such as tetraspanins CD63, CD81 and CD9 [78]. On the
other hand, artificial nanoparticles are chemically synthesized and designed to improve
the pharmacokinetics or pharmacodynamics of drugs, increase their bioavailability and
reduce associated side effects [79,80]. Despite being at an early developmental stage,
the potential of phytosomes in the realm of cancer nanotherapy is being increasingly
recognized. Phytosomes are particularly attractive due to their scalability, pronounced
specificity towards tumor cells compared with healthy cells, unique cargo compositions
and engagement of the endocytosis pathways of mammalian cells. The most distinctive
feature of phytosomes is their minimal toxicity to cells and organs, likely due to the
fact that they are an integral part of our daily diet, as substantiated by their frequent
presence in various dietary plants [81]. As such, adoption of phytosomes over other
alternatives in nanomedicine holds several advantages as their isolation is cost-effective
and requires low-cost initial raw biomaterials and facilities. Their extraction generally
involves homogenization of plants and subsequent simple processing procedures [35]. In
contrast, EVs derived from mammalian cells require extensive cell line or primary cell
culture expansions, or viable tissues, necessitating substantial amounts of conditioned
medium, reagents, enzymatic digestions and other instruments to yield a high volume of
purified EVs [51,82]. In addition, EVs isolated from human tissues are generally limited
by tissue availability and regulatory guidelines, rendering this approach commercially
impractical [80,83]. The constant need for adjustments in cell culturing—the main source
of EV production—due to regulatory requirements, also constitutes the primary challenge
of mammalian-derived EV therapies. Fetal bovine serum (FBS) is a reagent vital for
maintenance of stable cell cultures. However, regulatory authorities are progressively
compelling the biotechnology industry to explore serum-free alternatives, primarily driven
by concerns surrounding immunogenicity, animal welfare, and the presence of prion
proteins and other contaminants. These adjustments could potentially restrict the use
of certain cell types as not all serum-free media formulations are suitable for all cell
origins. Consequently, this limitation may hinder large-scale EV production and increase
costs [84,85].

Phytosomes were found to be highly stable under various environmental conditions,
such as different temperatures and pH values. The development of treatments or ther-
apeutic agents normally requires their evaluation under the conditions of their planned
route of administration. Phytosomes derived from distinct plant sources were found to
tolerate and maintain their biophysical characteristics and potent activities in low-pH envi-
ronments [41,86], exhibit resistance to digestive enzymes [41,45], and to elicit no adverse
effects in vitro or in vivo. There are a number of ongoing phase I clinical trials utilizing
phytosomes for treatment of diseases that will help elucidate their safety, dosing range, side
effects and drug delivery capacities (https://clinicaltrials.gov, accessed on 21 May 2023,
NCT 01294072, NCT 01668849, NCT 03493984). Phytosomes can also cross biological barri-
ers, including the blood-brain barrier, intestine, skin and many others, but not the placental
barrier (from mother to fetus) [34,70,87]. These biophysical characteristics will be beneficial
in the development of therapeutic agents for many cancer diseases, as indicated in Figure 1.
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Figure 1. Application of edible plant-derived phytosomes for cancer treatment. Representative figure
of phytosome showing its general structure and composition.

Despite the promising potential of phytosomes in the realm of nanomedicine, there
are noteworthy challenges. Phytosomes remain to be comprehensively characterized, with
particular emphasis on the identification of surface and internal biomarkers. Only a handful
of studies have been successful in identifying a limited set of markers in plants that are
typically found in mammalian-derived EVs. For example, Rab11 GTPases were identified
in sunflower seed phytosomes [41,45], while actin, heat shock protein 70, GADPH and S-
adenosyl-homocysteine hydrolase were detected in phytosomes derived from olive pollen
grains [88]. Furthermore, regardless of whether the delivered drugs are derived from
natural sources or synthesized, when compared with conventional medical interventions,
the utility of phytosomes needs to be further established to optimize reproducibility, dose
toxicity, specificity, structural integrity and cost-effectiveness [80]. It will be imperative
to identify isolation techniques that ensure reproducible and pure yield. Research related
to phytosomes has predominantly utilized methodologies previously employed for the
separation of EVs from mammalian cells, with ultracentrifugation commonly regarded as
the standard benchmark technique. Agricultural practices must also be considered as they
can introduce influences, including genetic modification, pesticide exposure and climate
change. These, in turn, can affect the intracellular contents of plants and production of
phytosomes and their cargos [89]. Hence, it is necessary to have a controlled source of raw
plant material to maintain consistency and reproducibility.

In summary, the emerging subdomain of phytosomes within the broader field of EVs
holds as much potential as the initial discovery of exosomes isolated from reticulocytes
four decades ago [90,91]. Therefore, we postulate that investments in this field are likely to
be fruitful and can significantly advance the development of antineoplastic nanomedicine.

5. Conclusions

Nanomedicine researchers have recently tapped into the potential of agents at the
nanometer scale to develop products for disease treatments and delivery of drugs to specific
targets in the human body. Nanomedicine technology can make significant contributions to



Cells 2023, 12, 1999 110f15

the health industry, medicine, and pharmaceutics. In particular, phytosomes are associated
with advantages such as cost-effective production, availability and simple isolation. Their
ability to cross biological barriers, be taken up by cells and transfer cellular information,
are also of crucial relevance. Phytosomes can penetrate mammalian cells in vitro, confer
selective cytotoxic effects by inhibiting growth and inducing apoptosis in cancer cells
only and strongly suppress tumor growth in animal models. The minimal cytotoxicity
of phytosomes to homeostatic normal cells emphasizes their usefulness in drug delivery.
Drugs encapsulated within phytosomes, such as doxorubicin, curcumin and micro-RNA
molecules, have been shown to affect cancer cells, reduce tumor size, suppress metastasis,
and have improved targeting. Well-known chemotherapeutic agents that can hamper tumor
growth, such as paclitaxel and docetaxel, can be delivered via phytosomes to increase their
bioavailability and decrease their side effects.

Research on phytosomes is still in its early stages; future studies will be essential
to improve isolation procedures, and downstream analysis will be necessary to obtain
reproducible and effective phytosomes. Biomarkers specific to phytosomes remain to be
identified and will greatly help in their identification and reproducible isolation. Further
investigations to establish the anticancer effect of phytosomes and to better characterize
their cargo content as well as the identity of their membrane proteins, will shed light
on their selectivity to cancer cells and help in establishing drug-loading protocols. Such
future studies may provide insights as to why herbivorous mammals, including humans
on plant-based diets, are more protected against cancer.

Author Contributions: Conceptualization: A.K. and M.E; original draft preparation: A.K. and M.F;
review and editing: A.K. and M.F. All authors have read and agreed to the published version of
the manuscript.

Funding: This manuscript was completely supported by the holy family hospital in Nazareth, Israel.
Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Acknowledgments: We would like to thank Bishara Shoukair, C.P.A. of the Holy Family Hospital
Nazareth. Without his support, this study would not have been published.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Woith, E.; Fuhrmann, G.; Melzig, M.E. Extracellular Vesicles—Connecting Kingdoms. Int. ]. Mol. Sci. 2019, 20, 5695. [CrossRef]

2. Doyle, LM.; Wang, M.Z. Overview of Extracellular Vesicles, Their Origin, Composition, Purpose, and Methods for Exosome
Isolation and Analysis. Cells 2019, 8, 727. [CrossRef] [PubMed]

3. Gyorgy, B,; Szabo, T.G.; Pasztéi, M.; Pal, Z.; Misjak, P.; Aradi, B.; Laszlo, V.; Pallinger, E.; Pap, E.; Kittel, A.; et al. Membrane
vesicles, current state-of-the-art: Emerging role of extracellular vesicles. Cell. Mol. Life Sci. 2011, 68, 2667-2688. [CrossRef]
[PubMed]

4. Lotvall, J,; Hill, A.F; Hochberg, F.; Buzas, E.I; Di Vizio, D.; Gardiner, C.; Gho, Y.S.; Kurochkin, I1.V.; Mathivanan, S.; Quesenberry,
P, et al. Minimal experimental requirements for definition of extracellular vesicles and their functions: A position statement from
the International Society for Extracellular Vesicles. J. Extracell. Vesicles 2014, 3, 26913. [CrossRef]

5. Kalra, H.; Drummen, G.P; Mathivanan, S. Focus on Extracellular Vesicles: Introducing the Next Small Big Thing. Int. . Mol. Sci.
2016, 17, 170. [CrossRef]

6. Buzas, E.I. The roles of extracellular vesicles in the immune system. Nat. Rev. Immunol. 2023, 23, 236-250. [CrossRef]

7. Kalluri, R.; LeBleu, V.S. The biology, function, and biomedical applications of exosomes. Science 2020, 367, eaau6977. [CrossRef]
[PubMed]

8.  van Niel, G.; D’Angelo, G.; Raposo, G. Shedding light on the cell biology of extracellular vesicles. Nat. Rev. Mol. Cell Biol. 2018,
19, 213-228. [CrossRef]

9.  Thakur, A.; Ke, X.; Chen, Y.W.; Motallebnejad, P.; Zhang, K.; Lian, Q.; Chen, H.J. The mini player with diverse functions:
Extracellular vesicles in cell biology, disease, and therapeutics. Protein Cell 2022, 13, 631-654. [CrossRef]

10. Lagos, L.; Leanti La Rosa, S.; Arntzen, M.J.; Anestad, R.; Terrapon, N.; Gaby, ].C.; Westereng, B. Isolation and Characterization of

Extracellular Vesicles Secreted In Vitro by Porcine Microbiota. Microorganisms 2020, 8, 983. [CrossRef]


https://doi.org/10.3390/ijms20225695
https://doi.org/10.3390/cells8070727
https://www.ncbi.nlm.nih.gov/pubmed/31311206
https://doi.org/10.1007/s00018-011-0689-3
https://www.ncbi.nlm.nih.gov/pubmed/21560073
https://doi.org/10.3402/jev.v3.26913
https://doi.org/10.3390/ijms17020170
https://doi.org/10.1038/s41577-022-00763-8
https://doi.org/10.1126/science.aau6977
https://www.ncbi.nlm.nih.gov/pubmed/32029601
https://doi.org/10.1038/nrm.2017.125
https://doi.org/10.1007/s13238-021-00863-6
https://doi.org/10.3390/microorganisms8070983

Cells 2023, 12, 1999 12 0f 15

11.

12.

13.

14.

15.

16.
17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Mathieu, M.; Névo, N.; Jouve, M.; Valenzuela, J.I.; Maurin, M.; Verweij, EJ.; Palmulli, R.; Lankar, D.; Dingli, F.; Loew, D.; et al.
Specificities of exosome versus small ectosome secretion revealed by live intracellular tracking of CD63 and CD9. Nat. Commun.
2021, 12, 4389. [CrossRef]

Maas, S.L.N.; Breakefield, X.O.; Weaver, A.M. Extracellular Vesicles: Unique Intercellular Delivery Vehicles. Trends Cell Biol. 2017,
27,172-188. [CrossRef] [PubMed]

Bazzan, E.; Tine, M.; Casara, A.; Biondini, D.; Semenzato, U.; Cocconcelli, E.; Balestro, E.; Damin, M.; Radu, C.M.; Turato, G.;
et al. Critical Review of the Evolution of Extracellular Vesicles’ Knowledge: From 1946 to Today. Int. J. Mol. Sci. 2021, 22, 6417.
[CrossRef] [PubMed]

Zhang, H.; Freitas, D.; Kim, H.S.; Fabijanic, K.; Li, Z.; Chen, H.; Mark, M.T.; Molina, H.; Martin, A.B.; Bojmar, L.; et al. Identification
of distinct nanoparticles and subsets of extracellular vesicles by asymmetric flow field-flow fractionation. Nat. Cell Biol. 2018, 20,
332-343. [CrossRef]

Zhang, Q.; Jeppesen, D.K,; Higginbotham, ].N.; Franklin, J.L.; Coffey, R.]. Comprehensive isolation of extracellular vesicles and
nanoparticles. Nat. Protoc. 2023, 18, 1462-1487. [CrossRef]

Zhang, Y.; Liu, Y.; Liu, H.; Tang, W.H. Exosomes: Biogenesis, biologic function and clinical potential. Cell Biosci. 2019, 9, 19.
Minciacchi, V.R.; Freeman, M.R.; Di Vizio, D. Extracellular vesicles in cancer: Exosomes, microvesicles and the emerging role of
large oncosomes. Semin. Cell Dev. Biol. 2015, 40, 41-51. [CrossRef]

Willms, E.; Cabanas, C.; Méger, I.; Wood, M.J.A.; Vader, P. Extracellular Vesicle Heterogeneity: Subpopulations, Isolation
Techniques, and Diverse Functions in Cancer Progression. Front. Immunol. 2018, 9, 738. [CrossRef]

Greening, D.W.; Gopal, S.K,; Xu, R; Simpson, R.J.; Chen, W. Exosomes and their roles in immune regulation and cancer. Semin.
Cell Dev. Biol. 2015, 40, 72-81. [CrossRef] [PubMed]

Kim, J.; Li, S.; Zhang, S.; Wang, J. Plant-derived exosome-like nanoparticles and their therapeutic activities. Asian J. Pharm. Sci.
2022, 17,53-69. [CrossRef]

van der Koog, L.; Gandek, T.B.; Nagelkerke, A. Liposomes and Extracellular Vesicles as Drug Delivery Systems: A Comparison of
Composition, Pharmacokinetics, and Functionalization. Adv. Healthc. Mater. 2022, 11, 2100639. [CrossRef] [PubMed]

Kim, M.W.; Kwon, S.-H.; Choi, ]. H.; Lee, A. A Promising Biocompatible Platform: Lipid-Based and Bio-Inspired Smart Drug
Delivery Systems for Cancer Therapy. Int. J. Mol. Sci. 2018, 19, 3859. [CrossRef] [PubMed]

Zhang, M.; Hu, S.; Liu, L.; Dang, P; Liu, Y.;; Sun, Z.; Qiao, B.; Wang, C. Engineered exosomes from different sources for
cancer-targeted therapy. Signal Transduct. Target. Ther. 2023, 8, 124. [CrossRef] [PubMed]

Raimondo, S.; Giavaresi, G.; Lorico, A.; Alessandro, R. Extracellular Vesicles as Biological Shuttles for Targeted Therapies. Int. ].
Mol. Sci. 2019, 20, 1848. [CrossRef]

Zhang, M.; Xiao, B.; Wang, H.; Han, M.K,; Zhang, Z.; Viennois, E.; Xu, C.; Merlin, D. Edible Ginger-derived Nano-lipids Loaded
with Doxorubicin as a Novel Drug-delivery Approach for Colon Cancer Therapy. Mol. Ther. 2016, 24, 1783-1796. [CrossRef]
Sun, D.; Zhuang, X.; Xiang, X,; Liu, Y.; Zhang, S.; Liu, C.; Barnes, S.; Grizzle, W.; Miller, D.; Zhang, H.G. A novel nanoparticle
drug delivery system: The anti-inflammatory activity of curcumin is enhanced when encapsulated in exosomes. Mol. Ther. 2010,
18, 1606-1614. [CrossRef]

Liang, Y.; Duan, L.; Lu, ].; Xia, J. Engineering exosomes for targeted drug delivery. Theranostics 2021, 11, 3183-3195. [CrossRef]
Fais, S.; O'Driscoll, L.; Borras, EE.; Buzas, E.; Camussi, G.; Cappello, F,; Carvalho, J.; Cordeiro da Silva, A.; Del Portillo, H.; El
Andaloussi, S.; et al. Evidence-Based Clinical Use of Nanoscale Extracellular Vesicles in Nanomedicine. ACS Nano 2016, 10,
3886-3899. [CrossRef]

Malloci, M.; Perdomo, L.; Veerasamy, M.; Andriantsitohaina, R.; Simard, G.; Martinez, M.C. Extracellular Vesicles: Mechanisms in
Human Health and Disease. Antioxid. Redox Signal. 2018, 30, 813-856. [CrossRef]

Fernbach, S.; Hale, B.G. SARS-CoV-2 takes the bait: Exosomes as endogenous decoys. PLoS Biol. 2022, 20, e3001787. [CrossRef]
Rosenberger, L.; Ezquer, M; Lillo-Vera, F,; Pedraza, PL.; Ortuzar, M.I.; Gonzalez, P.L.; Figueroa-Valdés, A.I; Cuenca, ].; Ezquer, E;
Khoury, M; et al. Stem cell exosomes inhibit angiogenesis and tumor growth of oral squamous cell carcinoma. Sci. Rep. 2019, 9, 663.
[CrossRef] [PubMed]

Newman, D.J.; Cragg, G.M. Natural Products as Sources of New Drugs over the Nearly Four Decades from 01/1981 to 09/2019. J.
Nat. Prod. 2020, 83, 770-803. [CrossRef] [PubMed]

Bokka, R.; Ramos, A.P; Fiume, I.; Manno, M.; Raccosta, S.; Turidk, L.; Sugar, S.; Adamo, G.; Csizmadia, T.; Pocsfalvi, G.
Biomanufacturing of Tomato-Derived Nanovesicles. Foods 2020, 9, 1852. [CrossRef] [PubMed]

Yang, C.; Zhang, M.; Merlin, D. Advances in Plant-derived Edible Nanoparticle-based lipid Nano-drug Delivery Systems as
Therapeutic Nanomedicines. J. Mater. Chem. B 2018, 6, 1312-1321. [CrossRef]

Xiao, J.; Feng, S.; Wang, X.; Long, K; Luo, Y.; Wang, Y.; Ma, J.; Tang, Q.; Jin, L.; Li, X;; et al. Identification of exosome-like
nanoparticle-derived microRNAs from 11 edible fruits and vegetables. Peer] 2018, 6, e5186. [CrossRef]

Zhang, M.; Viennois, E.; Xu, C.; Merlin, D. Plant derived edible nanoparticles as a new therapeutic approach against diseases.
Tissue Barriers 2016, 4, e1134415. [CrossRef]

Miyado, K.; Kang, W.; Yamatoya, K.; Hanai, M.; Nakamura, A.; Mori, T.; Miyado, M.; Kawano, N. Exosomes versus microexo-
somes: Shared components but distinct functions. J. Plant Res. 2017, 130, 479-483. [CrossRef]

Alfieri, M.; Leone, A.; Ambrosone, A. Plant-Derived Nano and Microvesicles for Human Health and Therapeutic Potential in
Nanomedicine. Pharmaceutics 2021, 13, 498. [CrossRef]


https://doi.org/10.1038/s41467-021-24384-2
https://doi.org/10.1016/j.tcb.2016.11.003
https://www.ncbi.nlm.nih.gov/pubmed/27979573
https://doi.org/10.3390/ijms22126417
https://www.ncbi.nlm.nih.gov/pubmed/34203956
https://doi.org/10.1038/s41556-018-0040-4
https://doi.org/10.1038/s41596-023-00811-0
https://doi.org/10.1016/j.semcdb.2015.02.010
https://doi.org/10.3389/fimmu.2018.00738
https://doi.org/10.1016/j.semcdb.2015.02.009
https://www.ncbi.nlm.nih.gov/pubmed/25724562
https://doi.org/10.1016/j.ajps.2021.05.006
https://doi.org/10.1002/adhm.202100639
https://www.ncbi.nlm.nih.gov/pubmed/34165909
https://doi.org/10.3390/ijms19123859
https://www.ncbi.nlm.nih.gov/pubmed/30518027
https://doi.org/10.1038/s41392-023-01382-y
https://www.ncbi.nlm.nih.gov/pubmed/36922504
https://doi.org/10.3390/ijms20081848
https://doi.org/10.1038/mt.2016.159
https://doi.org/10.1038/mt.2010.105
https://doi.org/10.7150/thno.52570
https://doi.org/10.1021/acsnano.5b08015
https://doi.org/10.1089/ars.2017.7265
https://doi.org/10.1371/journal.pbio.3001787
https://doi.org/10.1038/s41598-018-36855-6
https://www.ncbi.nlm.nih.gov/pubmed/30679544
https://doi.org/10.1021/acs.jnatprod.9b01285
https://www.ncbi.nlm.nih.gov/pubmed/32162523
https://doi.org/10.3390/foods9121852
https://www.ncbi.nlm.nih.gov/pubmed/33322632
https://doi.org/10.1039/C7TB03207B
https://doi.org/10.7717/peerj.5186
https://doi.org/10.1080/21688370.2015.1134415
https://doi.org/10.1007/s10265-017-0907-7
https://doi.org/10.3390/pharmaceutics13040498

Cells 2023, 12, 1999 13 of 15

39.
40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

Rome, S. Biological properties of plant-derived extracellular vesicles. Food Funct. 2019, 10, 529-538. [CrossRef]

Woith, E.; Guerriero, G.; Hausman, J.-E; Renaut, J.; Leclercq, C.C.; Weise, C.; Legay, S.; Weng, A.; Melzig, M.F. Plant Extracellular
Vesicles and Nanovesicles: Focus on Secondary Metabolites, Proteins and Lipids with Perspectives on Their Potential and Sources.
Int. ]. Mol. Sci. 2021, 22, 3719. [CrossRef]

Mu, J.; Zhuang, X.; Wang, Q.; Jiang, H.; Deng, Z.B.; Wang, B.; Zhang, L.; Kakar, S.; Jun, Y.; Miller, D.; et al. Interspecies
communication between plant and mouse gut host cells through edible plant derived exosome-like nanoparticles. Mol. Nutr. Food
Res. 2014, 58, 1561-1573. [CrossRef]

Liu, G,; Kang, G.; Wang, S.; Huang, Y.; Cai, Q. Extracellular Vesicles: Emerging Players in Plant Defense Against Pathogens. Front.
Plant Sci. 2021, 12, 757925. [CrossRef] [PubMed]

He, B.; Hamby, R.; Jin, H. Plant extracellular vesicles: Trojan horses of cross-kingdom warfare. FASEB Bioadv. 2021, 3, 657-664.
[CrossRef] [PubMed]

Rutter, B.D.; Innes, R.W. Extracellular Vesicles Isolated from the Leaf Apoplast Carry Stress-Response Proteins. Plant Physiol.
2017, 173, 728-741. [CrossRef] [PubMed]

Li, Z.; Wang, H.; Yin, H.; Bennett, C.; Zhang, H.-g.; Guo, P. Arrowtail RNA for Ligand Display on Ginger Exosome-like
Nanovesicles to Systemic Deliver siRNA for Cancer Suppression. Sci. Rep. 2018, 8, 14644. [CrossRef]

Kandimalla, R.; Aqil, F; Alhakeem, S.S.; Jeyabalan, J.; Tyagi, N.; Agrawal, A.; Yan, J.; Spencer, W.; Bondada, S.; Gupta, R.C.
Targeted Oral Delivery of Paclitaxel Using Colostrum-Derived Exosomes. Cancers 2021, 13, 3700. [CrossRef]

Pucci, C.; Martinelli, C.; Ciofani, G. Innovative approaches for cancer treatment: Current perspectives and new challenges.
Ecancermedicalscience 2019, 13, 961. [CrossRef]

Hou, S.; Hasnat, M.; Chen, Z.; Liu, Y.; Faran Ashraf Baig, M.M.; Liu, E; Chen, Z. Application Perspectives of Nanomedicine in
Cancer Treatment. Front. Pharmacol. 2022, 13, 909526. [CrossRef]

Regente, M.; Corti-Monzén, G.; Maldonado, A.M.; Pinedo, M.; Jorrin, J.; de la Canal, L. Vesicular fractions of sunflower apoplastic
fluids are associated with potential exosome marker proteins. FEBS Lett. 2009, 583, 3363-3366. [CrossRef]

Di Gioia, S.; Hossain, M.N.; Conese, M. Biological properties and therapeutic effects of plant-derived nanovesicles. Open Med.
2020, 15, 1096-1122. [CrossRef]

Paganini, C.; Capasso Palmiero, U.; Pocsfalvi, G.; Touzet, N.; Bongiovanni, A.; Arosio, P. Scalable Production and Isolation of
Extracellular Vesicles: Available Sources and Lessons from Current Industrial Bioprocesses. Biotechnol. J. 2019, 14, €1800528.
[CrossRef] [PubMed]

Zhang, M.; Viennois, E.; Prasad, M.; Zhang, Y.; Wang, L.; Zhang, Z.; Han, M.K,; Xiao, B.; Xu, C.; Srinivasan, S.; et al. Edible
ginger-derived nanoparticles: A novel therapeutic approach for the prevention and treatment of inflammatory bowel disease and
colitis-associated cancer. Biomaterials 2016, 101, 321-340. [CrossRef] [PubMed]

Raimondo, S.; Naselli, F.; Fontana, S.; Monteleone, F.; Lo Dico, A.; Saieva, L.; Zito, G.; Flugy, A.; Manno, M.; Di Bella, M.A;
et al. Citrus limon-derived nanovesicles inhibit cancer cell proliferation and suppress CML xenograft growth by inducing
TRAIL-mediated cell death. Oncotarget 2015, 6, 19514-19527. [CrossRef] [PubMed]

Wongkaewkhiaw, S.; Wongrakpanich, A.; Krobthong, S.; Saengsawang, W.; Chairoungdua, A.; Boonmuen, N. Induction of
apoptosis in human colorectal cancer cells by nanovesicles from fingerroot (Boesenbergia rotunda (L.) Mansf.). PLoS ONE 2022, 17,
€0266044. [CrossRef]

Song, H.; Canup, B.S.B.; Ngo, V.L.; Denning, T.L.; Garg, P.; Laroui, H. Internalization of Garlic-Derived Nanovesicles on Liver
Cells is Triggered by Interaction with CD98. ACS Omega 2020, 5, 23118-23128. [CrossRef]

Li, C.; Jing, H.; Ma, G; Liang, P. Allicin induces apoptosis through activation of both intrinsic and extrinsic pathways in glioma
cells. Mol. Med. Rep. 2018, 17, 5976-5981. [CrossRef]

Wang, L.; Wang, J.; Fang, L.; Zheng, Z.; Zhi, D.; Wang, S.; Li, S.; Ho, C.T.; Zhao, H. Anticancer activities of citrus peel
polymethoxyflavones related to angiogenesis and others. Biomed. Res. Int. 2014, 2014, 453972. [CrossRef]

Sasaki, D.; Kusamori, K.; Takayama, Y.; Itakura, S.; Todo, H.; Nishikawa, M. Development of nanoparticles derived from corn as
mass producible bionanoparticles with anticancer activity. Sci. Rep. 2021, 11, 22818. [CrossRef]

Sasaki, D.; Kusamori, K.; Nishikawa, M. Delivery of Corn-Derived Nanoparticles with Anticancer Activity to Tumor Tissues by
Modification with Polyethylene Glycol for Cancer Therapy. Pharm. Res. 2022, 40, 917-926. [CrossRef]

Grudzinski, W.; Piet, M.; Luchowski, R.; Reszczynska, E.; Welc, R.; Paduch, R.; Gruszecki, W.I. Different molecular organization
of two carotenoids, lutein and zeaxanthin, in human colon epithelial cells and colon adenocarcinoma cells. Spectrochim. Acta A
Mol. Biomol. Spectrosc. 2018, 188, 57-63. [CrossRef]

Tajik, T.; Baghaei, K.; Moghadam, V.E.; Farrokhi, N.; Salami, S.A. Extracellular vesicles of cannabis with high CBD content induce
anticancer signaling in human hepatocellular carcinoma. Biomed. Pharmacother. 2022, 152, 113209. [CrossRef] [PubMed]

Heider, C.; Itenberg, S.; Rao, J.; Ma, H.; Wu, X. Mechanisms of Cannabidiol (CBD) in Cancer Treatment: A Review. Biology 2022,
11, 817. [CrossRef] [PubMed]

Chen, Q.; Zu, M,; Gong, H.; Ma, Y;; Sun, ].; Ran, S.; Shi, X.; Zhang, J.; Xiao, B. Tea leaf-derived exosome-like nanotherapeutics
retard breast tumor growth by pro-apoptosis and microbiota modulation. J. Nanobiotechnol. 2023, 21, 6. [CrossRef] [PubMed]
Trentini, M.; Zanotti, F; Tiengo, E.; Camponogara, F.; Degasperi, M.; Licastro, D.; Lovatti, L.; Zavan, B. An Apple a Day Keeps the
Doctor Away: Potential Role of miRNA 146 on Macrophages Treated with Exosomes Derived from Apples. Biomedicines 2022, 10,
415. [CrossRef] [PubMed]


https://doi.org/10.1039/C8FO02295J
https://doi.org/10.3390/ijms22073719
https://doi.org/10.1002/mnfr.201300729
https://doi.org/10.3389/fpls.2021.757925
https://www.ncbi.nlm.nih.gov/pubmed/34659325
https://doi.org/10.1096/fba.2021-00040
https://www.ncbi.nlm.nih.gov/pubmed/34485834
https://doi.org/10.1104/pp.16.01253
https://www.ncbi.nlm.nih.gov/pubmed/27837092
https://doi.org/10.1038/s41598-018-32953-7
https://doi.org/10.3390/cancers13153700
https://doi.org/10.3332/ecancer.2019.961
https://doi.org/10.3389/fphar.2022.909526
https://doi.org/10.1016/j.febslet.2009.09.041
https://doi.org/10.1515/med-2020-0160
https://doi.org/10.1002/biot.201800528
https://www.ncbi.nlm.nih.gov/pubmed/31140717
https://doi.org/10.1016/j.biomaterials.2016.06.018
https://www.ncbi.nlm.nih.gov/pubmed/27318094
https://doi.org/10.18632/oncotarget.4004
https://www.ncbi.nlm.nih.gov/pubmed/26098775
https://doi.org/10.1371/journal.pone.0266044
https://doi.org/10.1021/acsomega.0c02893
https://doi.org/10.3892/mmr.2018.8552
https://doi.org/10.1155/2014/453972
https://doi.org/10.1038/s41598-021-02241-y
https://doi.org/10.1007/s11095-022-03431-7
https://doi.org/10.1016/j.saa.2017.06.041
https://doi.org/10.1016/j.biopha.2022.113209
https://www.ncbi.nlm.nih.gov/pubmed/35667235
https://doi.org/10.3390/biology11060817
https://www.ncbi.nlm.nih.gov/pubmed/35741337
https://doi.org/10.1186/s12951-022-01755-5
https://www.ncbi.nlm.nih.gov/pubmed/36600299
https://doi.org/10.3390/biomedicines10020415
https://www.ncbi.nlm.nih.gov/pubmed/35203624

Cells 2023, 12, 1999 14 0of 15

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

Chen, Q.; Li, Y.; Gao, W.; Chen, L.; Xu, W.; Zhu, X. Exosome-Mediated Crosstalk Between Tumor and Tumor-Associated
Macrophages. Front. Mol. Biosci. 2021, 8, 764222. [CrossRef]

Wang, B.; Zhuang, X.; Deng, Z.B,; Jiang, H.; Mu, J.; Wang, Q.; Xiang, X.; Guo, H.; Zhang, L.; Dryden, G; et al. Targeted drug
delivery to intestinal macrophages by bioactive nanovesicles released from grapefruit. Mol. Ther. 2014, 22, 522-534. [CrossRef]
Wang, Q.; Ren, Y;; Mu, J.; Egilmez, N.K.; Zhuang, X.; Deng, Z.; Zhang, L.; Yan, J.; Miller, D.; Zhang, H.G. Grapefruit-Derived
Nanovectors Use an Activated Leukocyte Trafficking Pathway to Deliver Therapeutic Agents to Inflammatory Tumor Sites.
Cancer Res. 2015, 75, 2520-2529. [CrossRef]

Fu, Z.; Wang, L,; Li, S.; Chen, F.; Au-Yeung, K.K,; Shi, C. MicroRNA as an Important Target for Anticancer Drug Development.
Front. Pharmacol. 2021, 12, 736323. [CrossRef]

Zhuang, X.; Teng, Y.; Samykutty, A.; Mu, ].; Deng, Z.; Zhang, L.; Cao, P,; Rong, Y.; Yan, J.; Miller, D.; et al. Grapefruit-derived
Nanovectors Delivering Therapeutic miR17 Through an Intranasal Route Inhibit Brain Tumor Progression. Mol. Ther. 2016, 24,
96-105. [CrossRef]

Young, O.; Ngo, N.; Lin, L.; Stanbery, L.; Creeden, J.F; Hamouda, D.; Nemunaitis, ]J. Folate Receptor as a Biomarker and
Therapeutic Target in Solid Tumors. Curr. Probl. Cancer 2023, 47, 100917. [CrossRef]

You, ].Y.; Kang, S.J.; Rhee, W.]. Isolation of cabbage exosome-like nanovesicles and investigation of their biological activities in
human cells. Bioact. Mater. 2021, 6, 4321-4332. [CrossRef] [PubMed]

Xiao, Q.; Zhao, W.; Wu, C.; Wang, X.; Chen, J.; Shi, X.; Sha, S.; Li, J.; Liang, X.; Yang, Y.; et al. Lemon-Derived Extracellular
Vesicles Nanodrugs Enable to Efficiently Overcome Cancer Multidrug Resistance by Endocytosis-Triggered Energy Dissipation
and Energy Production Reduction. Adv. Sci. 2022, 9, €2105274. [CrossRef] [PubMed]

Mollinedo, F.; Gajate, C. Microtubules, microtubule-interfering agents and apoptosis. Apoptosis 2003, 8, 413-450. [CrossRef]
Wang, E; Porter, M.; Konstantopoulos, A.; Zhang, P.; Cui, H. Preclinical development of drug delivery systems for paclitaxel-based
cancer chemotherapy. J. Control. Release 2017, 267, 100-118. [CrossRef] [PubMed]

Falah, M.; Rayan, M.; Rayan, A. A Novel Paclitaxel Conjugate with Higher Efficiency and Lower Toxicity: A New Drug Candidate
for Cancer Treatment. Int. J. Mol. Sci. 2019, 20, 4965. [CrossRef]

Rayan, M.; Shadafny, S.; Falah, A ; Falah, M.; Abu-Lafi, S.; Asli, S.; Rayan, A. A Novel Docetaxel-Biotin Chemical Conjugate for
Prostate Cancer Treatment. Molecules 2022, 27, 961. [CrossRef]

Llovera, L.; Berthold, P; Nielsen, P.E.; Shiraishi, T. Cell number and transfection volume dependent peptide nucleic acid antisense
activity by cationic delivery methods. Artif. DNA PNA XNA 2012, 3, 22-27. [CrossRef]

Omrani, M.; Beyrampour-Basmenj, H.; Jahanban-Esfahlan, R.; Talebi, M.; Raeisi, M.; Serej, Z.A.; Akbar-Gharalari, N.; Khodakarimi,
S.; Wu, J.; Ebrahimi-Kalan, A. Global trend in exosome isolation and application: An update concept in management of diseases.
Mol. Cell. Biochem. 2023, 1-13. [CrossRef]

Liu, P; Chen, G.; Zhang, J. A Review of Liposomes as a Drug Delivery System: Current Status of Approved Products, Regulatory
Environments, and Future Perspectives. Molecules 2022, 27, 1372. [CrossRef]

Antimisiaris, S.G.; Mourtas, S.; Marazioti, A. Exosomes and Exosome-Inspired Vesicles for Targeted Drug Delivery. Pharmaceutics
2018, 10, 218. [CrossRef]

Munir, J.; Lee, M.; Ryu, S. Exosomes in Food: Health Benefits and Clinical Relevance in Diseases. Adv. Nutr. 2020, 11, 687-696.
[CrossRef] [PubMed]

Ahn, S.H; Ryu, SSW,; Choi, H,; You, S.; Park, J.; Choi, C. Manufacturing Therapeutic Exosomes: From Bench to Industry. Mol.
Cells 2022, 45, 284-290. [CrossRef] [PubMed]

Lawrence, E.; Sims, J.; Gander, A.; Garibaldi, ].M.; Fuller, B.; Davidson, B.; Quinlan, PR. The Barriers and Motivators to Using
Human Tissues for Research: The Views of UK-Based Biomedical Researchers. Biopreserv. Biobank. 2020, 18, 266—273. [CrossRef]
[PubMed]

Liu, S.; Yang, W.; Li, Y.; Sun, C. Fetal bovine serum, an important factor affecting the reproducibility of cell experiments. Sci. Rep.
2023, 13, 1942. [CrossRef]

van der Valk, J.; Bieback, K.; Buta, C.; Cochrane, B.; Dirks, W.G.; Fu, J.; Hickman, J.J.; Hohensee, C.; Kolar, R.; Liebsch, M.; et al.
Fetal Bovine Serum (FBS): Past—Present—Future. Alfex 2018, 35, 99-118. [CrossRef]

Suresh, A.P,; Kalarikkal, S.P.; Pullareddy, B.; Sundaram, G.M. Low pH-Based Method to Increase the Yield of Plant-Derived
Nanoparticles from Fresh Ginger Rhizomes. ACS Omega 2021, 6, 17635-17641. [CrossRef]

Elliott, R.O.; He, M. Unlocking the Power of Exosomes for Crossing Biological Barriers in Drug Delivery. Pharmaceutics 2021, 13,
122. [CrossRef]

Prado, N.; Alché Jde, D.; Casado-Vela, J.; Mas, S.; Villalba, M.; Rodriguez, R.; Batanero, E. Nanovesicles are secreted during pollen
germination and pollen tube growth: A possible role in fertilization. Mol. Plant 2014, 7, 573-577. [CrossRef] [PubMed]

Kim, S.Q.; Kim, K.-H. Emergence of Edible Plant-Derived Nanovesicles as Functional Food Components and Nanocarriers for
Therapeutics Delivery: Potentials in Human Health and Disease. Cells 2022, 11, 2232. [CrossRef]


https://doi.org/10.3389/fmolb.2021.764222
https://doi.org/10.1038/mt.2013.190
https://doi.org/10.1158/0008-5472.CAN-14-3095
https://doi.org/10.3389/fphar.2021.736323
https://doi.org/10.1038/mt.2015.188
https://doi.org/10.1016/j.currproblcancer.2022.100917
https://doi.org/10.1016/j.bioactmat.2021.04.023
https://www.ncbi.nlm.nih.gov/pubmed/33997509
https://doi.org/10.1002/advs.202105274
https://www.ncbi.nlm.nih.gov/pubmed/35187842
https://doi.org/10.1023/A:1025513106330
https://doi.org/10.1016/j.jconrel.2017.09.026
https://www.ncbi.nlm.nih.gov/pubmed/28958854
https://doi.org/10.3390/ijms20194965
https://doi.org/10.3390/molecules27030961
https://doi.org/10.4161/adna.19906
https://doi.org/10.1007/s11010-023-04756-6
https://doi.org/10.3390/molecules27041372
https://doi.org/10.3390/pharmaceutics10040218
https://doi.org/10.1093/advances/nmz123
https://www.ncbi.nlm.nih.gov/pubmed/31796948
https://doi.org/10.14348/molcells.2022.2033
https://www.ncbi.nlm.nih.gov/pubmed/35534190
https://doi.org/10.1089/bio.2019.0138
https://www.ncbi.nlm.nih.gov/pubmed/32551838
https://doi.org/10.1038/s41598-023-29060-7
https://doi.org/10.14573/altex.1705101
https://doi.org/10.1021/acsomega.1c02162
https://doi.org/10.3390/pharmaceutics13010122
https://doi.org/10.1093/mp/sst153
https://www.ncbi.nlm.nih.gov/pubmed/24177685
https://doi.org/10.3390/cells11142232

Cells 2023, 12, 1999 150f 15

90. Harding, C.; Heuser, ].; Stahl, P. Receptor-mediated endocytosis of transferrin and recycling of the transferrin receptor in rat
reticulocytes. J. Cell Biol. 1983, 97, 329-339. [CrossRef] [PubMed]

91. Harding, C.V.; Heuser, ].E.; Stahl, P.D. Exosomes: Looking back three decades and into the future. J. Cell Biol. 2013, 200, 367-371.
[CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1083/jcb.97.2.329
https://www.ncbi.nlm.nih.gov/pubmed/6309857
https://doi.org/10.1083/jcb.201212113
https://www.ncbi.nlm.nih.gov/pubmed/23420870

	Introduction 
	Unique Characteristics of Phytosomes with Anticancer Activity 
	Phytosomes as Drug Delivery Vehicles for Cancer Treatment 
	Discussion 
	Conclusions 
	References

