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Extracellular vesicles (EVs) are secreted by almost all cell types and contain DNA, RNA, proteins, lipids and
other metabolites. EVs were initially believed to be cellular waste but now recognized for their role in
cell-to-cell communication. Later, EVs from immune cells were discovered to function similarly to their
parent cells, paving the way for their use as gene and drug carriers. EVs from different cell types or bio-
logical fluids carry distinct cargo depending on their origin, and they perform diverse functions. For
instance, EVs derived from stem cells possess pluripotent properties, reflecting the cargo from their
parent cells. Over the past two decades, substantial preclinical and clinical research has explored EVs-
mediated drug and gene delivery to various organs, including the brain. Natural or intrinsic EVs may be
effective for certain applications, but as drug or gene carriers, they demonstrate broader and more
efficient potential across various diseases. Here, we review research on using EVs to treat central nervous
system (CNS) diseases, such as Alzheimer's Disease, Parkinson diseases, depression, anxiety, dementia,
and acute ischemic strokes. We first reviewed the naive EVs, especially mesenchymal stem cell (MSC)
derived EVs in CNS diseases and summarized the clinical trials of EVs in treating CNS diseases and high-
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lighted the reports of two complete trials. Then, we overviewed the preclinical research of EVs as drug
and gene delivery vehicles in CNS disease models, including the most recent two years’ progress and dis-
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1. Introduction

Extracellular vesicles were traditionally called exosomes.
Exosomes are the smallest extracellular vesicles, ranging in
size from 40 nm to 100 nm.“” Almost all cells secrete
exosomes.* Researchers first observed exosomes in plasma
six decades ago but initially thought they were ‘platelet dust’.
It wasn’t until four decades ago that exosomes were rediscov-
ered as intercellular communication vesicles for both short
and long distances.” For example, exosomes derived from
immune cells, such as B lymphocytes or dendritic cells,
showed antigen-presentation or tumor eradication abilities,
respectively.®” In addition, exosomes have been implicated in
various aspects of nervous system development and function,
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cussed the mechanisms and new methods of engineered EVs for targeting CNS. Finally, we discussed
challenges and future directions and of EVs as personalized medicine for CNS diseases.

particularly their ability to cross the blood-brain barrier
(BBB).® Exosomes have been found to help communication
between neurons, glia, and astrocytes within the brain. These
brain-exosomes can be detected in the blood’s plasma as CNS
disease biomarkers.” To study their ability to cross the BBB,
exosomes from different cells or biological fluids were radioac-
tively labeled and injected intravenously into mice, and were
subsequently detected in the mice’s brains.’® Compared to the
limited cases of FDA approved antibodies (Aduhelm, Leqembi
and Kisunla) or gene therapy (ZOLGENSMA) for treating
Alzheimer’s disease or pediatric spinal muscular atrophy
(SMA), which can cross the BBB, exosomes naturally carry
genetic or cellular materials from their host cells and deliver
these materials to the brain cells. For example, exosomes
derived from stem cells can be used as cell-free therapy for
CNS diseases similar to their host cells, such as mesenchymal
stem cell (MSC) exosomes."! In addition, exosomes also have
been used as natural lipid-bilayer nanoparticles to encapsulate
drugs, proteins, vaccines, miRNA, mRNA, DNA aptamers, and
plasmid DNA.’ For better CNS targeting, exosomes can also be
engineered with RVG, antibodies, and other molecules for
specific brain cell targeting, as recently reviewed by Neiland
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et al.'* In this review, we use the term “extracellular vesicles
(Evs)” following the Minimal Information for Studies of
Extracellular Vesicles 2018 (MISEV2018) guidelines.'*> While
the cited references may use “exosomes”, we consider EVs and
exosomes interchangeable in this context.

Here, we reviewed the preclinical applications and clinical
trials of naive EVs in treating CNS disorders, especially stem
cell-derived EVs. Then, we summarized EVs as gene or drug
delivery vehicles which includes the brief history of EVs as
delivery carriers, reviewed the most recent two years’ new
research of EVs carried drug/gene in treating different CNS dis-
eases, highlighted the engineered CNS-targeting EVs protocols,
which opened a promising hope for CNS therapy. However, the
limited EVs yields, various EVs’ resources, isolation and purifi-
cation of EVs are challenging for commercial EVs translation.
These have been recently reviewed by Fan et al.'* Therefore, we
focus on the application of EVs in CNS. We also explore their
potential as precision-targeting and personalized medication
tools and discuss their integration with other nanotechno-
logies for advancing CNS disease treatment.

2. Applications and clinical trials of
naive EVs in treating CNS diseases

Naive EVs are naturally produced by cells without engineering
or loading of drugs. They have been found to be the under-
lying mechanisms of stem cell therapies. Since 1980s, stem
cell therapies, including those using MSCs, have been used to
treat neurodegenerative diseases.">'® The primary mechanism
of these cells is not their regeneration or differentiation abil-
ities, but mainly the secretomes from the paracrine,'* and EVs
being one of the important secretomes of the MSC cells."”
Unlike stem cells, EVs could not replicate but carry their host
cells’ non-genetic contents to be functional which make EVs a
safer cell therapy substitute. More importantly, EVs have
emerged as a promising drug delivery system for central
nervous system (CNS) disorders due to their ability to cross the
blood BBB and deliver therapeutic cargo to the brain.'®'®
MSCs derived EVs in treating CNS diseases has been studied
by many researcher for more than ten years. We summarized
the mechanisms of MSCs EVs in CNS and then surveyed the
clinical trials of EVs in CNS diseases.

The first application was to systematically administer MCS
EVs to stroke model rats. The rats recovered functionally by
increasing neurite remodeling (Fig. 1A).”° MSC’s EVs have also
shown therapeutic results in other CNS disorders including
brain tumors, stroke, traumatic brain injury, Alzheimer
disease, Parkinson disease, Huntington disease, Amyotrophic
lateral sclerosis (ALS), multiple sclerosis, and etc.""'®*' The
mechanisms of MSC EVs in treating these disorders have also
been studied. In both general tumors and brain tumors, MSC
EVs have dual roles in inhibiting or promoting tumor
growth.?” For inhibition, MSC derived EVS’ microRNA, the
microRNA-133b, a known tumor suppressor, was able to
attenuate glioma development.*® The results of the in vitro test
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and in vivo tail vein injection of MSC EVs to glioma nude mice
suggested that the MSC EVs carrying miR-133b could inhibit
glioma growth via disruption of the Wnt/p-catenin signaling
pathway by inhibiting EZH2.>®> More research suggested that
MSC-EVs overexpressed miRNAs, proteins and as chemo-
therapy drugs carriers in treating brain cancers, which have
been thoroughly reviewed by Ghasempour,* Sun,’ Hao,”
Mousavikia,?® and Yang.?’

The mechanisms of MSC EVs in treating strokes have been
reviewed by Otero-Ortega,®" Seyedaghamiri,®” and Yin.** MSC
derived EVs are involved in many restorative activities after
stroke including neuroprotection, anti-inflammation, anti-
apoptosis, angiogenesis and neurogenesis by targeting
neurons, astrocytes, microglia, microvessels, etc.>*?* A good
example is the EVs’ microRNAs in treating ischemic stroke.*?
Chopp and his coworkers found that miR-133b in MSC derived
EVs promotes neural plasticity and functional recovery after
stroke by intravenously injecting these EVs to stroke rats.*
They also found that the secondary release of EVs from astro-
cytes treated with miR-133b EVs increased neurite outgrowth
in stroke rat models.*® In addition, Xin and Chopp discovered
miR-17-92 enriched MSC EVs exhibited significant improve-
ment of neural plasticity and functional recovery (Fig. 1B).”®
Later, they also found that the miR-17-82 enriched EVs can
enhance axon-myelin remodeling and electrophysiological
recovery after stroke, but lost function by adding PI3K/Akt/
mTOR pathway inhibitors. This suggests that miR-17-92 tar-
geted the phosphatase and tensin homolog to activate the
PI3K/Akt/mTOR pathway.’” Furthermore, MSC derived EVs
reduced miR-21-3p level, increased miR-150-5p level in middle
cerebral artery occlusion (MCAO) rats, and/or increased miR25-
3p level in stroke mice to inhibit neuronal apoptosis and
autophagy.*®*° Additionally, a few microRNAs in MSC derived
EVs were found to attenuate stroke through microglia:
miR-146a-5p reduced microglial-mediated neuroinflammation
by suppression of the IRAK1/TRAF6 signaling pathway,*'
miR-26a-5p mediated suppression of CDK inhibited microglia
apoptosis,*? miR-30d-5p inhibited autophagy-mediated micro-
glial polarization to M1 to prevent cerebral injury in acute
ischemic stroke rats,"® microRNA-223-3p attenuated rats’ cer-
ebral ischemia through inhibiting microglial M1 polarization
mediated inflammation,** and miR-126 improved neurogen-
esis and suppressed microglia activation in stroke rats.*’
Furthermore, microRNA-138-5p-overexpressing MSC derived
EVs confer neuroprotection to astrocytes via inhibition of lipo-
calin 2 in stroke mice and cultured cells.*®* What’s more, EVs’
miR21-5p promoted angiogenesis in ischemic stroke mice to
significantly reduce infarct volume and improve neurological
functions; these results were confirmed by in vitro tests in
human umbilical vein endothelial cells.*” Moreover, some
in vitro results showed the mechanisms of MSC derived EVs:
EVs’ miR-181b-5p promoted the angiogenesis of brain micro-
vascular endothelial cells after oxygen-glucose deprivation.*®
EVs’ miR-22-3p alleviated cerebral ischemic injury by inhibit-
ing KDM6B mediated effects on the BMP2/BMF axis,*® and
EVs’ miR-134 suppressed rat oligodendrocytes apoptosis by

This journal is © The Royal Society of Chemistry 2025
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Fig. 1 Naive EVs in treating CNS diseases (A) Exosomes increase neurite remodeling in the ischemic boundary zone (IBZ). Bielschowsky silver and
Luxol fast blue double staining of the neurofibrils (top row), SMI-31 immunostaining of the neurofilaments (middle row), and synaptophysin immuno-
staining of presynaptic vesicles in neurons (lower row) show that exosome treatment increased neurite remodeling and synaptic plasticity in the IBZ
of ischemic rats compared with phosphate-buffered saline (PBS) treatment. *P < 0.05, respectively. Mean + s.d., n = 6 per group. Scale bar 50 pm.
Reproduced with permission from Xin et al.2° Copyright 2013 SAGE. (B) MiR-17-92 cluster-elevated MSC exosomes increase neuronal dendritic plas-
ticity. Representative optical microscopy images (left) show the morphology of Golgi silver impregnation-stained neurons and their dendrites (indi-
vidual row represents for LP, EV, and 17-92 treatment, respectively). The primary (right upper) and secondary (right middle) neurite branching as well
as the spine density (right lower) were significantly increased after exosome treatment, and miR-17-92 cluster-enriched exosomes (Exo-miR-17-92%)
further increased dendritic plasticity compared with the control MSC-derived exosomes (Exo-Con; P < 0.05, respectively). LP, MCAO rats treated
with liposome; EV, MCAO rats treated with Exo-Con; 17-92, MCAO rats treated with Exo-miR-17-92*. MCAO indicates middle cerebral artery occlu-
sion. *P < 0.05 compared with LP. P < 0.05 compared with EV. Mean + SE n = 3 per group. Reproduced with permission from Xin et al.2® Copyright
2017 LWW. (C) The apoptosis of brain cells (white dash in images) in the BDNF-induced MSCs-Exo group was significantly less than that in the
MSC-Exo group, as detected by TUNEL staining after TBI (scale bar: 200 um). Reproduced with permission from Xu et al.>® Copyright 2020 ISI. (D)
Effects of HucMSC-exosomes injection on Af deposition and soluble Ap quantities. Thioflavin S staining (left) was used to evaluate Ap deposition.
Images were captured with a camera system connected to a fluorescence microscope (Olympus 1 x 71S1F-3, Japan). Scale bar, 200 pm.
Quantification of thioflavin S staining (right upper). The Ap plaque burden was calculated as the percentage of the thioflavin S staining area over the
total area. (n = 6 in each group). Image Pro Plus 6 (Media Cybernetics) was used to analyze the images. ELISA kits (Invitrogen) were performed to
quantify soluble Ap40 and Ap42 levels in the mice (right lower). (n = 6 in each group). Data are presented as mean + SEM; *P < 0.05; the hucMSC-
exosomes transplantation group versus the control group. Reproduced with permission from Ding et al3° Copyright 2018 Springer.

negatively regulating the caspase-8.°° Other mechanisms of
MSC derived EVs in treating stroke include increasing interleu-
kin-33 (IL-33) and suppressing tumorigenicity 2 receptor (ST2)
in astrocytes, which released neurotrophic factors to improve
neuronal survival under ischemia-condition in brain.’* EVs
derived from neural stem cells also have been used in stroke

mice,>” rats,> > and porcine®® models.

This journal is © The Royal Society of Chemistry 2025

MSC derived EVs showed promising neuroprotection and
neurorestoration in TBI, while all previous TBI clinical trials
failed.”” The mechanisms of MSC derived EVs in treating TBI
have been recently reviewed by Xiong, Mot, Beylerli and
Zhang.>”~® For example, three microRNAs have been found in
MSC derived EVs associated with TBI recovery. MiR-124 pro-
moted microglia’s M2 polarization by inhibiting TLR4 pathway
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to help anti-inflammation and enhance hippocampus neuro-
genesis after TBL®' In addition, EVs derived from MSCs
treated with brain-derived neurotrophic factors better promote
neurogenesis and inhibit apoptosis than MSCs-derived EVs in
rats after TBI (Fig. 1C). This mechanism may be related to the
high expression of miR-216a-5p after determining the mRNA
of BDNF MSCs-derived EVs treated rats.>® Also, the known
miR-17-92 in stroke improved tissue miR-17-92 cluster-
enriched MSC derived EVs.*

Alzheimer diseases (AD) is a neurodegenerative disease
characterized by the progressive loss of neurons in the brain,
and there is no effective drug used as treatment.®**** Recently,
MSC derived EVs demonstrated significant neuroprotective
effects in preclinical research which was reviewed by Chang.**
It has been shown that human MSC derived EVs can reduce
p-amyloid and hyperphosphorylated Tau in AD mice and rats’
brains (Fig. 1D).>%%¢

The clinical applications of EVs for CNS drug delivery have
progressed significantly over the past decade. Here are the
current clinical trials registered in the U.S. (ClinicalTrials.gov) by
using EVs to treat CNS diseases in Table 1. The CNS diseases
include acute ischemic stroke, craniofacial neuralgia, depression,
anxiety and dementias, Alzheimer’s disease, Parkinson’s disease,
autism, epilepsy, extreme low birth weight, etc.

There are two completed phase I/II clinical trials of EVs in
CNS diseases (Table 1). One is the allogenic placenta mesench-
ymal stem cell derived exosome in patients with acute
ischemic stroke clinical results (NTC03384433). After decom-
pressive craniectomy treatment of malignant middle cerebral
artery infarct, within 48 h, intraparenchymal injection of pla-
centa MSC derived EVs to five patients (male) has been
reported to have no post-interventional adverse effects (Fig. 2A
and B). This indicated that EVs have no toxicity with a
3-months follow-up of safety and disability indexes.®” The
function of MSC derived EVs to help recovery of acute ischemic
stroke patients needs to be tested in future clinical trials after
this safety pilot research. The other completed clinical trial

Table 1 Clinical trials of EVs for CNS
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research is Clinical safety and efficacy of allogeneic human
adipose mesenchymal stromal cells-derived exosomes in
patients with mild to moderate Alzheimer’s disease (AD): a
phase I/II clinical trial (NTC04388982).°® The results showed
that intranasal administration of allogeneic human adipose
MSCs-EVs (ahaMSCs-Exos) in nine mild to moderate AD
patients (5 males and 4 females) was safe and well tolerated,
and a dose of at least 4 x 10° particles could be selected for
further clinical trials. The results also suggested that
ahaMSCs-Exos may have therapy effect equivalent or better
than drugs for AD on the current market drugs like GV-971 or
donepezil (Fig. 2C and D). There is a new registered clinical
trial planning to test the effect of intravenous injection of
human induced ploripotent stem cell (iPSC) derived EVs to
treat acute ischemic stroke’s patients. EVs from these stem
cells have demonstrated high regenerative properties such as
angiogenesis, cell proliferation, anti-apoptosis®® and support-
ing the immune system.>*

The current clinical trials only use stem cell derived EVs,
especially from MSCs and iPSCs without any engineering or
modification. EVs from non-stem cells like blood, plant,
amniotic fluid, tumor cells, bacteria, cardiovascular progenitor
cells, dendritic cells and T cells have been used in clinical
trials non-CNS diseases which has been recently reviewed by
Mizenko et al’® Also, the methods of encapsulating drugs/
genes to EVs has been reviewed by Fan et al., including incu-
bation freeze-thaw, sonication, saponin, electroporation, extru-
sion, covalent and non-covalent modification.™

3. Applications of EVs as drugs/genes
delivery vehicles in CNS diseases

EVs have been applied to be drug/gene delivery vehicles for
more than a decade. Herein, we first summarized the EVs drug
delivery history and highlighted some of the typical appli-
cations in CNS. Next, we reviewed the recent two years’

ClinicalTrial.gov ID Diseases EVs sources Injection methods Phase Study year
NCT03384433 Acute ischemic stroke Allogenic MSC Stereotaxis/ 1&2 2017-2021
intraparenchymal
NCT04202783 Craniofacial neuralgia Neonatal stem cells FUS and Intravenous Pending due 2019-2024
to covid-19
NCT04202770 Depression, anxiety, and dementias MSC FUS and Intravenous Pending due 2019-2024
to covid-19
NCT04388982 Alzheimer’s disease Allogenic adipose MSC Intranasal 1&2 2020-2022
NCT05490173 Extremely low birth weight MSC Intranasal N/A 2022-2026
NCT05886205 Refractory focal epilepsy iPSC Intranasal 1 2023-2025
NCT06138210 Acute ischemic stroke Human iPSC Intravenous 1 2024-2025
NCT06612710 Ischemic stroke Human induced Intravenous 1 2024-2027
neural stem cells
NCT06607900 Alzheimer’s disease, Parkinson’s Human umbilical Intranasal 1 2024-2028
disease, multiple system atrophy, cord MSC
Lewy body dementia, and
frontotemporal dementia
NCT06600529 Autism spectrum disorder Umbilical cord Intravenous N/A 2024-2025
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Fig. 2 Clinical trials report of EVs treatment and safety evaluation in acute ischemic stroke and AD patients. (A) Schematic of intraparenchymal
injection of allogeneic MSC exosomes to acute ischemic stroke patients after decompressive craniectomy. Created with BioRender.com (B)
Computed tomography (CT) scans of patient pre and post operation from, P1 to P5 after malignant middle cerebral artery infarct patients underwent
decompressive craniectomy, and all received a dose of exosome in infarct penumbra region by frameless stereotactic navigation cannula in one
minute. Reproduced with permission from Dehghani et al.®” Copyright 2022 Medknow. (C) Intranasal administration of exosomes to AD patients.
Created with BioRender.com (D) Changes of hallmarks of AD pathology (amyloid, tau, neurodegeneration) in the follow-up period compared with
baseline after mild to moderate AD patient intranasally administered human MSC exosomes. The violin plot of the amyloid deposition (left) and tau
deposition (middle) alterations after 1 year detected by PET-MRI, compared with baseline. The selected regions of interest included the frontal
cortex, parietal cortex, lateral temporal, precuneus, anterior cingulate cortex and posterior cingulate cortex for amyloid, whereas lateral parietal,
lateral temporal, medial temporal, frontal, occipital cortex, precuneus and posterior cingulate cortex for tau. Altered proportions of bilateral hippo-
campal volumes indicated less atrophy in the subjects who accepted medium-dose administration (right). AD, Alzheimer’s disease; MRI, magnetic

resonance imaging; PET, positron emission tomography. Reproduced with permission from Xie et al.®® Copyright 2023 BMJ.

research of EVs carrying drugs or genes to treat different CNS
diseases, and some of them applied EVs fusing with other
nanoparticles. Then, we discussed EVs that deliver mRNA to
the brain. Finally, we reviewed new methods of engineering
EVs for CNS targeting.

3.1 EVs/drug delivery history and for CNS applications

EVs have been used as drug delivery vehicles since 2010. In
Fig. 3, I highlighted some studies and organized them in the
historical timeline. Sun et al. incorporated curcumin into EL-4-
derived (mouse lymphoma cell line) EVs and then i.p injected
to lipopolysaccharide (LPS)-induced septic shock mice and it
showed better therapeutic effects compared to free curcu-
min.”* In 2011, Alvarez-Erviti et al. showed that EVs derived
from dendritic cells expressed rabies virus glycoprotein (RVG),
a neuron-specific peptide, could deliver siRNA to the mouse
brain after intravenous injection, resulting in a knockdown of

This journal is © The Royal Society of Chemistry 2025

the targeted BACE1 gene.”” They also showed that EVs can be
delivered to the brain without engineering or modification.
They used EVs from self-derived dendritic cells to reduce
immunogenicity and engineered EVs with RVG for better
neuron targeting.”> In the same year, Zhuang et al. demon-
strated that EVs could deliver anti-inflammatory drugs across
the BBB to treat brain inflammation. In a mouse model of lipo-
polysaccharide-induced brain inflammation, EVs were loaded
with curcumin or a Stat3 inhibitor and showed significant
anti-inflammatory effects after intranasal administration.”® In
2013, Xin et al. used MSC derived EVs to treat stroke by sys-
temic administration in a rat model, and the EVs promoted
functional recovery and increased neurite remodeling through
microRNA-133b.?%?> In 2014, Cooper et al. applied RVG engin-
eered EVs to encapsulate alpha-synuclein siRNA to human
phospho-mimic S129D alpha synuclein and overexpressed
transgenic mice by systemic injection, and found that the

Biomater. Sci, 2025, 13, 1161-1178 | 1165
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Fig. 3 History of EVs encapsulated drugs to CNS. Created with BioRender.com.

alpha synuclein mRNA and protein level decreased in the
treated mice’s dopaminergic neurons in the substantia
nigra.”* In 2015, Haney et al. showed that EVs could deliver cat-
alase across the BBB to treat Parkinson’s disease in a mouse
model.”” The EVs were isolated from macrophages, loaded
with catalase, and administered intranasally. This experiment
demonstrated significant neuroprotective effects and attenu-
ation of neuroinflammation. In 2016, siRNAs were conjugated
with TEG-cholesterol to make them more hydrophobic to fuse
with EVs.”® In 2018, dopamine was encapsulated in EVs and
successfully delivered to hippocampus neurons in PD mice
models.”” This might help PD patients by taking dopamine
instead of its precursor, levodopa, to which patients can
develop resistance, leading to symptoms not improving.”® A
2020 study by Izadpanah et al. utilized EVs to deliver neprily-
sin, an amyloid beta-degrading enzyme, to the brains of trans-
genic mice for the treatment of Alzheimer’s Disease.”® Another
study utilized EVs for brain disease through injection of plas-
mids-siRNA modified with RVG-Lamb2 to mice’s liver. Then,
the liver cells synthesize RVG-EVs-siRNA and extracellular
transported to targeted neurons in the brain.*® This could
make gene delivery by EVs to be simplified from EVs isolation,
purification, and encapsulation, which are the main chal-
lenges for EVs manufacturing and marketing. The engineered
EVs crossed the BBB to the brain after intravenous injection
and reduced amyloid beta levels and plaque deposition in the
brain. Additionally, researchers are exploring novel sources of
EVs with innate brain-targeting abilities. A 2017 study by Yuan
et al. made use of naive macrophage (M¢) EVs to deliver

166 | Biomater. Sci, 2025,13, 161-1178

BDNF, which also showed better efficiency to the mice brain.®'
Another study in 2023 by Zhu et al. additionally demonstrated
that EVs from neural stem cells could deliver therapeutic pro-
teins (BDNF) to the brain more efficiently than EVs from other
cell types.>® Other than mice or rats models, other animal
models such us zebrafishes and monkeys have also been
tested using EVs as drug delivery after systemic injection.?>*?

There were a few publications of EVs as drug/gene delivery
in CNS every year until 2019 and the publications after 2020
boomed. These findings have been thoroughly reviewed by
Shahjin, Shaimardanova, Sun, Khan and Zhang.’?"#%¢ In
Table 2 and the following subchapters, we summarized new
publications from the past two years (till 2024 June) of pre-
clinical applications of EVs in treating CNS diseases, such as
AD, PD, depression, glioma, glioblastoma, MS, neural inflam-
mation, drug substitute, cancer brain metastases, spinocere-
bellar ataxia type 3, and demyelinating disease.

3.2 Recent applications of EVs in different CNS diseases

3.2.1 Alzheimer disease (AD). Alzheimer disease (AD) is
one of the most prevalent neurodegenerative diseases in both
the U.S. and worldwide and is the most common cause of
dementia.’® AD is biologically characterized by B-amyloid
(Ap)-containing extracellular plaques and tau-containing intra-
cellular neurofibrillary tangles.'® Targeting to remove the
disease mutated AP plaques or their precursors is the focus of
most preclinical and clinical studies. Recently, there have been
three FDA approved antibodies that can remove Af plaques for
early or median AD patients. However, they are expensive and

This journal is © The Royal Society of Chemistry 2025
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Table 2 Preclinical research of EVs delivered drug/gene to CNS (2023-2024)
EV’s Drug/gene Administration EVs’ targeted
Disease Drug/gene Donor cells modification loading route Animal cells Ref.
Alzheimer Ber/Pal Microglia — Sonication Intravenous Mice Microglia 87
diseases Cory-B Hippocampus Fe65 Sonication Intravenous Mice Neurons 88
neurons
T-ALZ01 Microglia — Sonication Intranasal Rats Microglia 89
miR29b-2 Dendritic cell SST Sonication Intravenous Mice Neurons 90
Parkinson Si-FTO MSC — Sonication Intravenous Mice Neurons 91
diseases Bai/Ole huC MsC — Freeze/thaw — — Neurons 92
miR-133b MSC RVG29 Sonication Intravenous Mice Neurons 93
Major SIRT2 Oligodendrocyte =~ — Transfection Intravenous Mice Hippocampus 94
depressive neurons
disorder
Drug CBD HEK 293T RVG Sonication Intraperitoneal ~ Mice Neurons 95
substitute
Brain cancer =~ TMZ Astrocyte Folic acid Electroporation  Intravenous Mice Glioma cells 96
SAB/CPT Rats’ serum TfR Electroporation  Intravenous Mice Glioma cells 97
DOX A549, LLC, BV2, Pep2 Incubation Intravenous Mice Glioblastoma 98
U87 cells cells
siRNA/TMZ Blood — Electroporation  Intravenous mice Glioblastoma 99
cells
si-LPCAT1 HEK 293T EGFR ScFV Electroporation  Intravenous Mice Cancer cells 100
RSL3 NK-92 cells CART/T7 Co-extrusion Intravenous Mice Cancer cells 101
Multiple T3 Neural stem cell PDGFP- Transfection Intravenous Mice Oligodendrocyte 102
sclerosis ligand
Spinocereb- miR-25 miR-181a HEK 293 RVG Electroporation  Intravenous Mice Neurons 103

ellar ataxia 3

have not been approved to be very effective in the AD commu-
nity. EVs, especially the stem cell derivative EVs, have emerged
as a promising hope for treating AD.

PSEN1 is one of the genetic factors for the early-onset AD
patient (familia AD). Lin et al found that microRNA-29b-2
(miR29b-2) could reduce presenilin 1 (PSEN1) gene expression
and decreasing the f-amyloid accumulation for Alzheimer’s
disease (AD) in vitro and in vivo. They created new engineered
dendritic cells’ EVs with the CD47-somatostatin (SST), and
encapsulated miR29b-2, then intravenously injected to 3xTg-
AD mice. As a result, it targeted the mice’s brains and signifi-
cantly reduced AP 1-42 oligomer protein in the hippocampus
region (Fig. 4A).%°

Jiang et al made hybrid EVs-lipid nanoparticles that co-
delivered the B-site amyloid precursor protein (APP) cleaving
enzyme-1 (BACE1) siRNA, and TREM2 plasmid (pTREM2) gene
drug with angiopep-2 to APP/PS1 mice.'°® The expressed
TREM2 transformed the microglia from pro-inflammatory to
an active anti-inflammatory state, which could improve phago-
cytosis AP plaques, curb neuroinflammation, and guard
neurons. Together with the siBACE1 to inhibit the BACE1
activities, it results in less amyloid protein generated in APP/
PS1 mouse model and improved their cognitive function.

Iyaswamy et al. engineered EVs derived from hippocampus
neurons with overexpressed Fe65 protein and encapsulated a
natural autophagy inducer, Cory-B, to treat the AD mouse.®®
The Fe65 hijacked the APP over-expressed neurons in the
treated mice, delivered Cory-B to these neurons, and induced
the autophagy to clear the APPs. The treated AD mice demon-
strated improved cognitive behavior in the rotarod and Morris’
water maze tests.

This journal is © The Royal Society of Chemistry 2025

There are two other studies made using neuroinflammation
inhibitors encapsulated in EVs to treat AD. Richards et al. used
the T-ALZ01, an inhibitor of complement component C1r. The
EVs-T-ALZ01 demonstrated significant reduction in degenerat-
ing neurons and also the activation of resident microglia,
astrocytes, and inflammatory markers in vivo in the lipopoly-
saccharide (LPS)-induced AD rat model.?® Zhao et al. used the
Berberine and Palmatine (Ber/Pal), and EVs-Ber/Pal, which
showed improvement in cognitive impairment and nerve
injury in APP/PS1 Mice.®”

3.2.2 Parkinson disease (PD). Parkinson disease (PD) is the
second most common neurodegenerative disease worldwide
and has been characterized by dopaminergic neuronal loss in
the substantia nigra and widespread intracellular protein
(a-synuclein) accumulation.'®”” The current treatment for PD
focuses on improving motor symptoms by medication, like
levodopa (dopamine precursor) and deep brain stimulation."*®
However, these treatments cannot slow the PD progress or cure
it. Targeting a-synuclein can be a new hope for PD. PD might
have diverse pathological underlying causes, including tau,
polyglutamine, and Alzheimer’s disease pathology, as well as
nigral cell loss without hallmark pathological features of
a-synuclein.'® EVs have been used to deliver drugs or siRNA
to target a-synuclein, Tau, and other genes for PD treatment.

Geng et al. found that the obesity-related protein (FTO) is
overexpressed in PD patients. They utilized MSC-EVs delivering
FTO-targeted siRNA (si-FTO) in the PD mice and successfully
delivered si-FTO to the striatum of animal brain, which syner-
gistically alleviates dopaminergic neuronal death and signifi-
cantly suppressed a-Syn expression (Fig. 4B). In addition, their
results suggest that FTO upregulates ATM (ataxia telangiectasia

Biomater. Sci, 2025, 13, 1161-1178 | 1167


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4bm01394h

Open Access Article. Published on 28 enero 2025. Downloaded on 1/11/2025 6:15:58 am..

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

View Article Online

Review Biomaterials Science
s DC miR/CD47-SST exo
A —caz ! e B

8 2 ¢ w P
T 40—

S o &
2% z
2% z
o 300 2
3 3_
23 200 2E
5T 3o
] o8
g 9_—/ 100 é b
E K
=5 i3
= 0 [s]

N
% (550
o o
et ¢
20000 ® ‘2o
D 1 7 -© Vehice 20 mg/kg CBD+Meth
Day 0 Day 6 Day12 Day 18
& Meth % 6mg/kg RVG-Exo/CBD+Meth

i e |
el X e m
s dAe & B
Frrarae (""“\
Hﬁﬁﬂﬂ

PBBI+PBS

Conl

90000

- PP’
‘ - Py
—nnne

FInFrs

Micelle

60000 o

Moving distance (cm)

e

0 T T T T T T
1 2 3 4 5
Time (Day)

30000 1

Micelle+IR

Exos-DOX

EXOuuer/@
Micelle

Calbindin DAPI Merge

ExOcur@
Micelle+IR

MiR25-SCA3 Control-SCA3 Control-Wt

MiR181a-SCA3

Fig. 4 Recent applications of EVs for CNS disease. (A) The AB 1-42 oligomers protein content of the 3xTg-AD mouse hippocampus was examined
with IHC (scale bar represents 200 pm). UT, untreated. DC exo, dendritic cell exosomes treated. DC miR/CD47-SST exo, engineered dendritic cell
exosome with SST linked exosomal CD47 and overexpressed miR29b-2 in exosomes. Reproduced with permission from Lin et al.°° Copyright 2024
Dove. (B) Immunofluorescence staining analysis of the apoptosis of dopaminergic neurons in the striatum of mice PD model injected with MSC-exo-
si-NC or MSC-exo-si-FTO (n = 3). Data are represented as mean + SD, *represents P < 0.05, **represents P < 0.01. Reproduced with permission from
Geng et al.®* Copyright 2023 BMC Springer. (C) Golgi-Cox-stained images of dendritic spines (scale bar, 5um) and the quantification of dendritic
spine density (n = 6). CUMS, mice with chronic unpredictable mild stress (CUMS)-induced depression via the tail vein. ODEXs oligodendrocytes exo-
somes. AK-7, selective SIRT2 inhibitor. Four groups are control group (Control), CUMS group (CUMS), CUMS + ODEX group (ODEXs), and CUMS +
ODEX + AK-7 group (ODEXs + AK-7). Reproduced with permission from Zhang et al.>* Copyright 2024 WILEY. (D) The effect of CBD and RVG-Exo/
CBD on Meth-induced behavioral sensitization. Reproduced with permission from Li et al.>> Copyright 2024 Elsevier. (E) Tumor volumes of tumor-
bearing mice treated with PBS, DOX, Pep2-Lp-DOX, Exos-DOX and Pep2-Exos-DOX at different time points with IVIS Spectrum. Reproduced with
permission from Wang et al.°® Copyright 2024 Elsevier. (F) Luminescence images of HER2+ BCBM lesion tumor-bearing nude mice after different
treatments and representative H&E images (scale bars = 1 mm) of tumor area after different treatments, n = 5. Reproduced with permission from Tao
et al.'®* Copyright 2024 Elsevier. (G) Exosomal miRNA treatment reduced the apoptosis of Calbindin positive cells. Histological analysis of Calbindin
positive cells in the sagittal cerebellar section. 4 weeks after initial injection. Scale bar = 50 pm. Reproduced with permission from Tang et al 103
Copyright 2023 Springer. (H) T3 + ExoPs improved remyelination in the CPZ-induced animal model. LFB and FluoroMyelin stains of the corpus callo-
sum area. Reproduced with permission from Wang et al.!°? Copyright 2024 Elsevier. (I) hSC-Exos treatment reduces the number of Iba-1 positive
activated and amoeboid microglia 21 days after penetrating ballistic-like brain injury (PBBI). Representative images (10x) in the injured cortex.

Reproduced with permission from Nishimura et al.X°> Copyright 2024 MAL.

mutated) gene expression through increasing its mRNA stabi-
lity in dopaminergic neurons.”*

Aliakbari used oleuropein (Ole) to inhibit primary and sec-
ondary aSN fibrillation and neurotoxicity in SHSY5Y cells.
They found that these nanosystems took advantage of the high

168 | Biomater. Sci, 2025, 13, 1161-1178

drug loading with lipid-drug in the nanoliposomes, but also
better cell internalization, less cytotoxicity, and successful BBB
crossing of EVs.””

Jiang et al. delivered miR-133b encapsulated in RVG29
peptide-modified EVs to PD mice, which improved their motor

This journal is © The Royal Society of Chemistry 2025
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function, reduced depression, enhanced dopaminergic neuro-
nal function, and attenuated 6-OHDA-induced nerve damage.
They also found that the mechanism of RVG29-EVs-133b in PD
treatment decreases the phosphorylation level of the Tau
protein by targeting the RhoA-ROCK signaling pathway.”*

3.2.3 Major depressive disorder (MDD). Major depressive
disorder (MDD), clinical depression, is a common mental dis-
order that affects millions of people globally; it is characterized
by a prolonged low mood and is associated with high suicide
rates in children, adolescents and adults.’'® The neuron path-
ways of MDD include neurogenesis dysfunction and lower
synaptic density in both patients and animal models.""**?
Zhang et al. found that the mechanism of sirtuin 2 (SIRT2)
within the oligodendrocyte derived EVs in depressed mice is
through AKT/GSK-3 pathway due to a loss of function con-
firmed by SIRT2 selected inhibitor AK7.°* They overexpressed
SIRT2 in oligodendrocytes and isolated these EVs (ODEXs) and
intravenously injected them to CUMS induced depressed mice.
The results showed ODEXs treatment significantly ameliorated
depressive-like behaviors, and restored neurogenesis and
synaptic plasticity in CUMS mice. For example, the spines of
dendrites were restored with ODEXs treatment, but AK-7 elimi-
nated the beneficial impact of ODEXs on synaptic plasticity
(Fig. 4Q).

3.2.4 Drug substitute. Cannabidiol (CBD) is an abundant
non-psychoactive phytocannabinoids in cannabis extracts,
which has been used in epilepsy, mental health, pain relief,
and etc.''®> With the increasing demand of CBD, the
adverse effects and toxicity of CBD problems cannot be
ignored and lowering the dose of CBD is a promising hope.'*
Li et al invented a new nanodelivery system with RVG-
modified EVs encapsulated CBD (RVG-EVs-CBD), enhancing
brain-targeting and efficacy. While suppressing the movement
of the methamphetamine-induced (Meth) hyperactivity in
mice, the RVG-EVs-CBD treatment used less than 1 of drug
than the free CBD, but showed better suppression function
(Fig. 4D).”

3.2.5 Brain cancer. Here, I discussed three types of brain
cancers which can apply EVs to their treatment: glioma, glio-
blastoma, brain metastases.

Glioma is a type of primary brain tumor (originates from
the brain) that is believed to have developed from neural stem
cells or progenitor cells."*® The current treatment for glioma
includes chemotherapy, radiation, and tumor-treating fields,
but also involves non-specific targeting of the proliferating
cells."'® Temozolomide (TMZ) is the first chemotherapy drug
for glioma, but it has side effects and is non-specific to glioma
cells.'”” Liu et al. used the astrocyte-derived EVs decorated
with folic acid to deliver TMZ. They showed enhanced effects
against glioma in mice models. Also, there was significantly
less cytotoxicity of TMZ@Astro-EVs-FA than free TMZ. This
research demonstrates the potential for EVs to be utilized for
targeted drug delivery and drug carriers in the treatment of
glioma.”®

A traditional Chinese herb, Danshen, can promote blood
circulation and remove blood stasis which is used as an anti-

This journal is © The Royal Society of Chemistry 2025
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tumour medication clinically.'*® The hybridized liposome with
EVs decorated with transferrin receptors were used to co-
deliver two Danshen affective molecules, cryptotanshinone
(CPT), and salvianolic acid B (SAB) to treat glioma in mice
models. The results showed increased BBB transcytosis into
brain parenchyma and the targeting effect of CPT and SAB in
the glioma.®”

Glioblastoma, otherwise known as a grade 4 glioma, is the
most common and aggressive primary brain tumor in
adults."™ The current standard treatment for glioblastoma uti-
lizes radiotherapy, alkylating chemotherapy, and surgery.'*’
However, treatment for glioblastoma using chemical drugs is
extremely limited due to the presence of the blood brain
barrier. Due to the current limitations, EVs have been identi-
fied as a potential method of delivering drugs to the brain and
tumors.""® Wang et al. developed an EVs-based drug delivery
system to target glioblastoma. They loaded the functional oli-
gopeptide 2 (Pep2) decorated EVs with doxorubicin (DOX),
which has been demonstrated to have significant anti-cancer
activity. Their results show that the Pep2-EVs-DOX displayed
favorable brain targeting ability as well as significant anti-
cancer activity associated with DOX® (Fig. 4E). Similarly, Zhao
et al. demonstrated how blood EVs delivered specific TMZ tar-
geted siRNA to treat glioblastoma. The results of their study
showed that encapsulating both the siRNA and drugs used for
treatment generated a significant therapeutic effect against
TMZ resistant glioblastoma in vivo.”®

Brain metastases are cancerous growths that have spread to
the brain as a result of cancer being present in other areas of
the body. Brain metastases often occur with breast, lung, color-
ectal cancers, renal cell carcinoma, or melanoma, which has
resulted in roughly 20% of all patients with cancer-developing
brain metastases."*°

Current treatment for brain metastases is often limited due
to the blood brain barrier. Jiang et al. demonstrated the EVs’
ability to assist in the treatment of brain metastases. In their
study, anti-EGFR ScFv engineered EVs were loaded with siRNA
targeting lysophosphatidylcholine acyltransferase 1 (LPCAT1)
and were able to cross the blood brain barrier and efficiently
arrest tumor growth.'®’

Similarly, Tao et al. investigated whether EVs could be used
to disrupt ferroptosis defense mechanisms. Disrupting ferrop-
tosis, an intracellular iron-dependent form of cell death,
would enhance the effectiveness of antitumor treatment. Their
study showed that administration of chimeric antigen recep-
tor-natural killer cell derived EVs combined with a nanobomb
led to significant anti-tumor response in vivo. Combined with
the plus laser irradiation (IR) treatment, the tumors were sig-
nificantly reduced or eliminated (Fig. 4F)."*!

3.2.6 Spinocerebellar ataxia type 3 (SCA3). Spinaocerebeller
ataxia type 3 (SCA3) is the most common autosomal dominant
hereditary ataxia with the ATXN3 mutation. Tang et al. codeliv-
ered the miR-25 and miR-181a by RVG engineered EVs to treat
the SAC3 mice, which resulted in inhibiting ATXN3 aggression,
reducing neuron apoptosis (Fig. 4G), and inducing motor

improvement.'®
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3.2.7 Multiple sclerosis (MS). Multiple sclerosis (MS) is an
autoimmune demyelinating disease and considered to be the
most common cause of non-traumatic disability."*""'**> The
current treatments of MS cannot fully cure the patients. Wang
et al. encapsulated the T3 into the EVs derived from neural
stem cells (NSCs) engineered with platelet-derived growth
factors A (PDGFA)-ligand to treat CPZ-induced demyelinating
mice.’® The results showed a lower dose of T3-EVs-Ps
enhanced remyelination compared with free T3 (Fig. 4H).

3.2.8 Traumatic brain injury (TBI). Traumatic brain injury
(TBI) is a common cause of disability and death globally.
Penetrating TBI (pTBI) is caused by bullets and shrapnel.
Nishimura et al. used EVs derived from human Schwann cells
in treating penetrating ballistic-like brain injuries in mice
models. The results showed significantly reduced overall con-
tusion volume and decreased frequency of Iba-1 positive acti-
vated and amoeboid microglia (Fig. 41).%

3.2.9 Neuroinflammation. Neuroinflammation is associ-
ated with the development of various CNS disorders including
AD, PD, and MDD. Ishida et al. made use of the EVs-like nano-
particles (ELNs) from Allium Tuberosum to alleviate
Lipopolysaccharide (LPS)-induced inflammation in two micro-
glial cell lines, BV-2 and MG-6, and showed significantly
decreased levels of the LPS-induced nitric oxide and inflamma-
tory cytokines."”® The plant-derived EVs can be good drug car-
riers for neuroinflammation.

3.3 Delivery mRNA to CNS with EVs

Research has also been conducted using EVs to deliver genes,
especially mRNA. In 2020, Yang et al. showed that RVG engin-
eered EVs derived from the overexpressed nerve growth factor
mRNA host cells can carry and deliver mRNA, deliver to the
ischemic cortex, and improve function after systemic adminis-
tration. These EVs were found in cerebral ischemic mice.">*
Furthermore, Rufino-Ramos et al. designed RVG-EVs in the
host cells, which constantly overexpressed Cre mRNA to form
Cre EVs for tracing extracellular communication between brain
cells."®® After intracranially injecting Cre EV to the striata of
Ai9 transgenic mice, the in vivo transfer of functional events
mediated by physiological levels of endogenous brain-derived
EVs throughout the brain have been detected. Another method
of EVs-mRNA delivery to the brain is the leukocyte EVs with
retrovirus-like capsids; the capsid-forming activity regulated
cytoskeleton-associated (Arc) to better package overexpressed
mRNA. These Cre mRNA EVs inherit endothelial adhesion
molecules from donor cells, which makes it easier for them to
cross the BBB and enter the neurons in neuro-inflammatory
sites."®

3.4 Mechanisms and new methods of engineered EVs for
targeting CNS applications

EVs without modification have limited ability to reach the
brain after systemic administration. To address this, research-
ers have developed various strategies to engineer the surface of
EVs, either endogenously by manipulating donor cells or
exogenously by modifying isolated EVs. These modifications
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aim to enhance the targeting capabilities and functionality of
EVs. RVG is one of the most common and effective neurons
targeting molecules, which are both endogenously expressed
on EVs with Lamp2 adapter and exogenously modified on EVs.
We mentioned the engineering of EVs in our contents but here
we demonstrated the mechanisms of engineering EVs and
exemplified some typical engineering methods published
recently. Also, Nieland et al. have thoroughly reviewed the
engineered EVs to target CNS."

Endogenous modifications involve genetic or chemical
manipulation of donor cells to incorporate specific cargos and
express surface markers on the EVs.'”” For example, glioma
cells and their derived EVs were labeled with a palmitoylated
fluorescent tag, allowing visualization of EV uptake by micro-
glia in the CNS in mouse models.'*® Another approach used a
sensitive EV reporter system to track the fate of engineered EVs
using a palmitoylated luciferase.'*’

Meanwhile, exogenous modifications involve the isolation
of EVs from biofluids or conditioned mediums, followed by
additional cargo or marker loading to improve their targeting
capabilities. For instance, EVs were conjugated with peptides
using protein ligating enzymes, such as Sortase A and OaAEP1
ligase, to create covalent bonds between EV surface proteins
and peptides.’®® Another method involved the use of the C1C2
domain of human lactadherin to conjugate EVs with an epi-
dermal growth factor receptor (EGFR)-targeting peptide, facili-
tating the uptake of these EVs by EGFR-positive cells."*"

Tao et al. designed EVs with T7 peptide, which can bind to
the transferrin receptor on cerebral vascular endothelial cells
to enhance BBB penetration.'®" They also added CAR decora-
tion to the T7-EVs for better HER2+ tumor cells in the brain
metastasis (Fig. 5A). Fe65, a brain-enriched phospho-adapter
protein that interacts with APP, has also been incorporated in
EVs for targeting amyloid-f precursor protein and encapsu-
lated Corynoxine-B for inducing autophagy in AD mice model
(Fig. 5B).® EVs were also armed with platelet-derived growth
factors, such as (PDGFA)-ligand to guide EVs to target the
PDGFRoa+ oligodendrocyte progenitor cells, which increased in
the demyelination lesion area and encapsulated a myelination
drug, 3,5,30-L-triiodothyronine (T3) and injected to demyelina-
tion mice model, which showed significantly promotes remye-
lination.'”® Additionally, a redox-response oligopeptide was
designed for incorporation into the membranes of EVs to lock
the drug during circulation.’® The oligopeptides contain
cysteine residues, which can form crosslinks with each other
via disulfide bonds to lock the drug during blood circulation.
This would release the drug by breaking the disulfide bonds
when encountering the glioblastoma cells, which have high
GSH concentration (Fig. 5C).

EVs have been exogenously modified with folic acid (FA) to
prepare anti-cancer drug delivery systems targeting tumor
cells, which highly express FA receptors in a glioblastoma mice
model (Fig. 5D).°° Ligands specific to hippocampus neuron
receptors, like cholecystokinin (CCT) and somatostatin, have
also been used to engineer the EVs for targeting hippocampus
neurons in AD mice model.”

This journal is © The Royal Society of Chemistry 2025
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4. Challenges in EVs research
4.1 Advancements in methods for isolating and purifying EVs

Innovative approaches are being developed to optimize the
extraction and purification of EVs. Traditional methods, such
as ultracentrifugation, although commonly utilized, are not
only time-consuming but also potentially detrimental to the
integrity of EVs’ membranes.”*” In response to these chal-
lenges, researchers have introduced several novel and less inva-
sive methodologies that promise both cost-effectiveness and
efficiency. For instance, the method developed by Bathini et al.
utilizes Vn96-bound magnetic particles integrated within a
liquid biopsy chip to streamline the isolation of EVs, thereby
enhancing the process efficiency.’*® Chen et al have intro-
duced the EXODUS system, which employs negative pressure
oscillation and dual resonators to agitate membranes, that has
significantly accelerated and improved the EVs purification
process.”>* These technological advancements are tailored to
meet specific requirements related to the source, desired
purity, and end-use of the EVs. Their adoption is crucial for
pushing the boundaries of EVs research forward, particularly
in areas of disease diagnosis and therapeutic applications.

4.2 Expanding EVs sources for therapeutic applications

As the role of EVs in cellular communication is increasingly
uncovered, their potential in therapeutic applications is also
being recognized. Traditionally, EVs are extracted from bodily
fluids and cell culture supernatants, but these sources are
limited in yield and controllability, which are insufficient for
clinical applications. Therefore, scientists are exploring new
sources of EVs, such as stem cells, immune cells, and trans-
formed cells, that can produce EVs with specific biological
activities, thereby expanding their application in disease
treatment.*

However, expanding the sources of EVs presents multiple
challenges. First, efficiently extracting and purifying EVs from
these new cellular sources remains a technical challenge.
Additionally, ensuring the functional consistency and long-
term stability of these EVs is a critical issue that must be
resolved for clinical application. Researchers are developing
new bioengineering methods and purification techniques to
improve EVs yield and quality, aiming for more effective use in
disease treatment and regenerative medicine."?

Plant-derived cells are recognized as a cost-effective and
sustainable option for producing EVs due to their straight-
forward cultivation and plentiful resource availability. EVs iso-
lated from plants contain rich bioactive components, includ-
ing secondary metabolites, proteins, and lipids, that have
demonstrated efficacy in anti-inflammatory, anti-cancer, and
antioxidative treatments. In a notable development, Pan et al.
created an innovative hydrogel-based system employing EVs-
like nanovesicles collected from the external skin of aloe vera.
This system, combined with a hydrogel from the plant’s inner
gel, has proven effective in mouse models for treating con-
ditions, such as atopic dermatitis and diabetic wounds.'*®
Their compatibility and low toxicity primarily stem from their
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evolutionary distance from human cellular mechanisms,
which substantially reduces immune reactions.®”

5. Future directions

The rapid growth of EV-based drug delivery in non-CNS dis-
eases has inspired the development of personalized and regen-
erative medicine for treating CNS diseases. In the manuscript,
we summarize the precision targeting and personalized medi-
cine approaches using EVs for various organs and diseases.
We also discuss the fusion of EVs with other nanoparticles to
target different organs and highlight their role in regenerative
medicine for various tissues. These advancements provide a
foundation for future research on the application of EVs in
treating CNS diseases.

5.1 Precision targeting and personalized medicine

Advancements in bioengineering are expected to enhance the
precision with which EVs can be directed to specific tissues or
cell types."*® This involves functionalizing EVs with specific
ligands or modifying their membrane compositions to
improve their ability to target and merge with cells.****° Such
precision will be crucial for developing personalized medicine
approaches where treatments are tailored based on individual
patient profiles and specific cellular targets."*" For example, a
significant study conducted by Tian Y et al. demonstrates how
EVs can be engineered to express ligands that specifically
target receptors overexpressed in tumor cells."** This approach
facilitates the direct delivery of therapeutic agents to the
tumor, thereby increasing treatment efficacy and reducing
adverse effects on healthy tissues. The use of ligands like the
iRGD peptide, which enhances the penetration of EVs into
tumor tissues through the enhanced permeability and reten-
tion (EPR) effect, exemplifies this strategy. These ligands bind
specifically to integrins on tumor cells, effectively guiding the
EVs to their target and ensuring the delivery of their cargo
directly into the tumor microenvironment.

5.2 Integration with other nanotechnologies

The integration of EVs with other nanotechnologies, especially
magnetic nanoparticles, marks a considerable advancement in
targeted therapy.'*® Utilizing magnetic EV carriers that
respond to external stimuli presents a potential solution for
enhancing precision in targeting and delivery. This approach
allows for the controlled manipulation of EVs biodistribution,
enabling precise and on-demand therapeutic action.'** By
attaching these nanoparticles, it becomes navigable via exter-
nal magnetic fields, allowing for precise direction to specific
body tissues.'*® This method significantly improves the deliv-
ery of therapeutic agents directly to targeted areas, thus redu-
cing unintended effects on healthy tissues and enhancing
overall treatment efficacy. In practical applications, such as
treating muscular dystrophy, this technology has been success-
fully employed to guide therapeutic molecules specifically to
dystrophic muscles in mouse models. The results include

This journal is © The Royal Society of Chemistry 2025
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notably improved muscle repair and reduced inflammation.
This example underscores the broader potential of using mag-
netic nanoparticle-EVs systems in medical treatments,
offering advantages, such as pinpoint targeting, controlled
release of therapeutic agents, and minimized side effects,
which collectively promise to transform the landscape of treat-
ment for various diseases. This approach not only improves
the effectiveness of treatments but also opens new avenues for
the application of nanotechnology in medicine, particularly in
the management and treatment of complex diseases.

5.3 EVs in regenerative medicine

Research on EVs in regenerative medicine is exploring their
potential to promote tissue repair and regeneration across
various contexts."***’ For instance, studies have highlighted
the use of mesenchymal stem cell (MSC)-derived EVs in enhan-
cing soft tissue repair and regeneration, particularly in
tendons, skeletal muscles, and peripheral nerves.'****° These
EVs have been shown to promote myogenesis, increase teno-
cyte differentiation, and enhance neurite outgrowth and
Schwann cell proliferation. These are crucial for the healing of
composite soft tissue defects.'”® Another promising area is the
application of EVs in cardiovascular regeneration. They have
been used to protect cardiomyocytes from ischemic injury and
promote cardiac regeneration through mechanisms, like neo-
vascularization and anti-vascular remodeling.">" Additionally,
EVs have been found effective in promoting angiogenesis in
bone regeneration, enhancing the repair processes in various
bone-related injuries.’®* These findings suggest that EVs could
play a vital role in advancing regenerative medicine by provid-
ing a platform for the efficient delivery of therapeutic mole-
cules to specific tissues, thereby enhancing the natural repair
processes.

The ongoing advancements in EVs research are setting the
stage for transformative applications in personalized medi-
cine, targeted therapy, and regenerative medicine. The inte-
gration of novel isolation techniques and the exploration of
diverse EVs sources are not only enhancing the therapeutic
potential of these vesicles but also paving the way for their
broader application in clinical settings. With each innovation,
particularly in harnessing plant-derived EVs for medical treat-
ments, researchers are moving closer to realizing the full
potential of EVs in improving patient outcomes and treating a
wide range of diseases more effectively and sustainably.

6. Conclusions

Taken together, we have highlighted the applications of EVs in
treating CNS diseases, covering both clinical and preclinical
research. The clinical survey in this manuscript specifically
focuses on EVs used in the treatment of CNS diseases, includ-
ing a discussion of two completed clinical trials. We have also
addressed key challenges related to the clinical application of
EVs, such as low yields and difficulties in isolation. Finally, we
have proposed future directions for EV-based therapies in CNS

This journal is © The Royal Society of Chemistry 2025
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diseases, emphasizing the potential for achieving precise and
personalized medicine.
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