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Exosomes are microvesicles of nanometric size involved in the communication between cells and tissues.
Inside their bilipidic membrane they carry nucleic acids such as cargos (DNA, miRNA, etc.). Some of the
advantages that make exosomes very attractive therapeutic vehicles are (i) their tropism through
different tissues, (ii) the ability to pass biological barriers and (iii) the protection of the encapsulated
material from the immune system and degradation. Viruses are some of the most widely employed gene
therapy vehicles; however, they are still facing many problems, such as inefficient tropism to damaged
areas and their elimination by the immune system. One of the functions attributed to exosomes is the
elimination of substances that could be harmful to the cell, including viruses. Recently it has been

investigated whether complete viruses or part of them could be encapsulated in exosomes, for a new
Received 15th March 2020 iral- th h M technol . ther t f ad d th
Accepted 13th June 2020 viral-exosome gene therapy approach. Moreover, nanotechnology is another type of advance erapy

(together with gene and cell therapies) that can be used, among other utilities, to transfer genetic
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transfer, is increasing. In this review we will summarize all of those studies.
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Exosomes: general overview and their
role as therapeutic carriers

Exosomes are one subset of extracellular vesicles (EVs) secreted
by almost all cells present in the organism.' Apart from exo-
somes, other EVs including apoptotic bodies, ectosomes and
microvesicles are also released to the extracellular environ-
ment.> Exosomes are the smallest EVs from endocytic nature
with a diameter from 30 to 100 nm and they are formed by the
maturation of the early endosomes to the late endosomes, fol-
lowed by the invagination of the endosomal membrane and the
formation of the multivesicular bodies (MVBs).* Afterwards,
MVBs are fused with the plasmatic membrane and exosomes
are finally released to the extracellular space.* In fact, they could
be found in almost all body fluids such as blood, serum, saliva,
nasal secretions, urine, breast milk, pericardial fluid, etc.®
Those “nanospheres” have a density between 1.08 and 1.22 g
mL ™" and they are surrounded by a lipid bilayer membrane
similar to the plasmatic one, but enriched in certain lipids such
as sphingomyelin, phosphatidylserine, phosphatidylcholine,
phosphatidylethanolamine, ceramide and cholesterol.*” Apart
from lipids, exosome membrane also contains proteins (surface
receptors and ligands) that might be different depending of the
cell source. Among them, transporter proteins (CD13), heat
shock proteins (Hsp70), fusion proteins (flotilin or annexin),
proteins related to the biogenesis process and tetraspanins
(CD63, CD81 or CD9) are some of the common ones.® Those
proteins were mostly found in exosomes, rather than in other
EVs, allowing their distinction from other vesicles. In the cyto-
solic compartment, exosomes carry a wide variety of proteins
identified as components of the Endosomal Sorting Complex
Required for Transport (ESCRT) machinery, such as ALIX or VPS
and RAB proteins. Moreover, metabolic enzymes (ATPase or
aldehyde reductase), growth factors and cytokines (such as TNF)
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are also found inside exosomes.’ Apart from proteins, exosomes
also contain different patterns of nucleic acids such as mRNAs
and miRNAs (mi-214, miR-29a or miR-126)'>"* or even, double
strand DNA."* Although those biomolecules are contained in all
types of exosomes, those vesicles also have an specific cargo that
is closely associated with the parental cell, which determines
exosome function and targets.****

Despite their homogeneity, exosomes mediate a wide range
of functions and thus, and it has been demonstrated that those
vesicles have different content on composition depending on
the parental cell.>'* In fact, Palma et al., showed that tumor and
healthy cells release distinct populations of exosomes.*®

On the past, the main role attributed to exosomes was the
release of unnecessary or toxic materials for the cell (such as
unfolded proteins).”” On the contrary, today those vesicles are
considered as natural signaling vectors and they are thought to
play an essential role for the intercellular local and distant
communication.'® In fact, one of the most useful characteristic
of exosomes is their ability to cross biological barriers including
the blood brain barrier (BBB) or the cytoplasmic membrane.*
That fact allows us to transport selectively specific therapies to
certain cell types or to inaccessible sites such as the central
nervous system and in particular to the brain, which remains
a major challenge. Apart from their role in cell-cell communi-
cation, they participate in the transport of small molecules
amongst cells regulating a wide range of functions often
immunity related (they have been proposed to be crucial in the
development of organs or in some pathologies,*® such as
neurodegenerative diseases of the brain* and in cardiovascular
diseases®®). Due to their central role in the intercellular
communication to recipient cells, exosomes are also essential
for the interaction between tumor cells and their environment,
and thus they are involved in cancer progression pathways, such
as evasion of the immune system, generation of pro-tumoral
niches, promotion of angiogenesis and tumor cell prolifera-
tion.” For instance, recently Wang et al. demonstrated that
healthy adipocytes incorporated hepatocarcinoma-derived exo-
somes. Then, those adipocytes changed their transcriptome and
cytokine secretion patterns, and released exosomes creating
a favorable microenvironment for tumor progression,
enhancing angiogenesis and recruiting more macrophages.>

Nowadays, other synthetic delivery systems are employed,
such as liposomes and polymeric nanoparticles, which are the
most widely used*>*®* However, both systems have enormous
challenges: to evade the immune system, to increase the blood
circulation time and to elevate their stability without causing
secondary cytotoxic effects.”” Thus, exosomes are emerging as
ideal candidates to deliver therapeutic drugs, proteins, nucleic
acids or nanoparticles, providing several advantages compared
with the liposomes or the polymer-based strategies. Firstly, they
are naturally present in body fluids; therefore, they are stable in
physiological conditions such as pH or temperature. Further-
more, they are less toxic and immunogenic compared to those
synthetic vectors. Finally, they can deliver cargo to specific
recipient cells due to their membrane proteins and lipids that
are able to provide them with a fingerprint for the recognition
and binding to specific receptors in the target cells. In
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particular, this characteristic is crucial to transport therapies to
certain areas where polymeric or liposomes are unable to reach,
such as the brain, via BBB. In fact only the 2% of the central
nervous system drugs are capable of crossing the BBB with the
conventional platforms, which determines their low efficacy
and their limitations in the transference to clinical trials.”®
Although further evidences are needed, some authors establish
that exosomes may cross the BBB mainly following active
endocytosis mechanisms.”**® Furthermore, peripheral EVs can
interact with the BBB leading to changes in the barrier's prop-
erties. A recent study, reports that in zebrafish neurons can
remotely regulate blood-brain barrier integrity by delivering
miR-132 through secretion of exosomes.*"

For the development of exosome-based vehicles, the stability
and the abundance of exosomes in body fluids would be very
important points to consider.’” In two different studies, Soko-
lova et al. and Kalra et al., observed whether extracellular vesi-
cles were stable at least for 3 months at 37 °C, 4 °C, —20 °C and
—80 °C.** Nevertheless, extracellular vesicles stored at —80 °C
were highly stable compared with the other storage tempera-
tures tested.®® To enable the development of novel exosome-
based diagnostic and therapeutic tools, it is necessary to
understand how modifications on the morphology and func-
tionality of those vesicles might be made. Biological techniques
(such as western blot, flow cytometry, polymerase chain reac-
tion (PCR) or fluorescence microscopy) and physicochemical
techniques (including dynamic light scattering (DLS), nano-
particle tracking analysis (NTA) or electronic microscopy) have
to be employed to evaluate exosome content (proteins, lipids
and nucleic acids) and also exosome morphology before and
after customization.®® This characterization provides useful
information on how exosome modification could affect to their
trafficking internalization or targeting abilities in vivo (key
factors involved in the efficacy of the encapsulated therapy
within them).

In summary, exosomes are highly stable nanovesicles
involved in a wide range of normal and pathological processes
and can be isolated from almost every cell and are stable and
able to remain for a long time in the majority of body fluids.**
Furthermore, it is known that exosomes secrete specific mole-
cules to receptor cells and that they can reach different target
tissues according to the characteristics of the cells from which
they are originated, endowing them with exciting possibilities
regarding selective targeting.*

However, there are major challenges to solve for the
employment of exosomes as drug delivery agents in clinic.
Firstly, a great difficulty for their translation to the clinic would
be the low yield obtained with almost all the isolation methods,
and also the presence of some impurities such as serum
proteins or other extracellular vesicles.’”*® Secondly, when
designing an exosome-based strategy, it is necessary to under-
stand the implication of the exosomes in biological and path-
ological conditions in order to predict both short and long term
safety issues and to increase the therapeutic effect of the exo-
somes cargo. Therefore, in vivo trafficking and behavior of
exosomes as well as their interactions with the different organs
need to be investigated more thoroughly before the translation
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of exosome-based strategies therapies which are currently per-
formed all over the world.” Nonetheless, 84 clinical trials
involving exosomes for both therapy and diagnosis are currently
performed around the globe.*®

Overall, the important characteristics that makes exosomes
suitable and feasible engineered vectors for the transport of
theranostic tools are: (i) their content is protected by the lipid
membrane. (ii) Their cargo and their membrane features are
characteristic from the parental cell. (iii) They play an essential
role in intercellular communication. (iv) They are highly stable
in body fluids and (v) they can be stored for extended periods.
For the reasons mentioned above, exosomes are ideal biological
nanovectors for target therapeutic advanced therapies to
specific pathological areas of the organism both for therapy and
for diagnostic. In this review the recent combinations of genetic
materials, viruses and nanotechnological tools together with
exosomes are evaluated.

Exosomes to carry biological agents
Exosomes and transfer of proteins or nucleic acids

Introduction of therapeutic biomolecules within exosomes was not
an easy task and several attempts were made. Haney et al
employed a passive incubating approach (incubation at room
temperature without stirring or external forces) and a variety of
active loading strategies (saponin, freeze-thaw cycles, sonication
and extrusion) for the encapsulation of catalase (large protein of
240 kDa with antioxidant properties) in macrophage-derived exo-
somes. The encapsulation preserved its enzymatic activity, pro-
longed blood circulation time, and reduced immunogenicity,
improving therapeutic efficacy.” They observed that when using
active approaches, they obtained higher efficiencies. When
applying sonication pulses, the ultrasounds compromises the
integrity of the exosomal membrane allowing the enzyme to
diffuse into the exosomes without disturbing exosomal membrane
proteins or lipids. In the case of freeze-thaw cycles, exosomes are
rapidly frozen and then they are thawed at room temperature and
even sometimes, it is heated upon 37 °C. Regarding to extrusion
strategies, exosomes and enzymes are put in contact and the
mixture is extruded in a 10-400 nm filter under controlled
conditions. Finally, incubating exosomes with membrane per-
meabilizers allows the formation of transitory pores increasing
membrane permeabilization.**

Rather than proteins, nucleotides molecules are widely
encapsulated in exosomes for the treatment of tumor or
neurological diseases.** For instance, Alvarez-Erviti et al. used
electroporation to create small pores in exosome membranes in
order to introduce siRNAs in dendritic cells derived exosomes
for the treatment of Alzheimer disease. The loaded exosomes
delivered a siRNA specifically to neurons, microglia, oligoden-
drocytes in the brain, knocking down BACE1 that is a thera-
peutic target in Alzheimer's disease.*® In other study, parental
cells were engineered to express the transmembrane domain of
epidermal growth factor receptor (EGFR). Then, as cancerous
cells overexpress the epidermal growth factor (EGF), those
exosomes were used therapeutically to target in vivo an specific
antitumoral miRNA in tumor tissues.** Recently, Han et al.
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improved the therapeutic effect of miR-675, which is down-
regulated in senescent cells, aging muscles and ischemic legs,
by incorporating it into exosomes that were retained in a silk
fibroin hydrogel. They observed a significantly improvement of
the therapeutic effect of this mi-675 as antiaging factor and also
preventing ischemic vascular dysfunction when it was encap-
sulating in exosomes.*

Exosomes to transfer viral material

Viruses are currently a leader way to direct gene therapy strat-
egies to the target areas, especially in vivo. However, some
limitations such as their high immunogenicity and some organ-
specific barriers have led to the search for new virus-based
vectors.** Some strategies have tried to help by using lipo-
somes or polymer-based vectors to offer a large hydrophilic
lumen for the packaging of the virus.*” Although it was an
interesting option, its high cytotoxicity and its difficulty on
a large-scale production, have made of it an option to dismiss.

For those reasons, the unique properties of EVs have
encouraged to think about the novelty and advantages of the
combination of viral vector systems together with exosomes, to
solve the viral gene transfer issues.***° Interestingly, viruses can
enter in the exosomes biogenesis pathway and incorporate its
viral RNA genome, proteins, mRNAs and miRNAs.>* After the
encapsulation, those exosomes would be able to transport the
biologically active viral components from infected cells to the
distant uninfected cells**¢ as it has been described how exo-
somes serve as protectors for virus miRNAs degradation.*”

Regarding the type of virus to be transferred in exosomes,
there is a subset of previous studies describing interactions of
EVs with viruses such as picornavirus, retrovirus, flavivirus,
parvovirus, or reovirus.”® It was demonstrated that dendritic
cells infected with the human immunodeficiency virus (HIV)
could secrete the virus out of the cells in association with exo-
somes.>* Also, in vitro exosomal transference of Epstein-Barr
virus (EBV), human T-lymphotropic virus type 1 (HTLV-1),
herpes simplex virus 1 (HSV-1) or Rift Valley fever virus
(RVFV) mRNAs from the infected cells to the receptor cells was
reported.®*® But not only the mRNAs content was found in
exosomes or EVs, as some authors have found the full-length
viral RNA in some infections such as porcine reproductive
and respiratory syndrome virus (PRRSV), foot-and-mouth
disease virus (FMDV) and hepatitis A virus, as shown in
Table 1.7

Those studies were the base for the use of EVs for transfer of
viruses commonly used for gene therapy. Several groups docu-
mented a subpopulation of EV particles that could be employed
as a carrier system to deliver oncolytic adenoviruses to human
tumors.®>”® Moreover, several studies have tested the ability of
a subpopulation of adenoassociated virus (AAV) vectors inter-
acting with exosomes to deliver genes.” Those exosomes loaded
with adenoassociated virus (exo-AAV), contained AAV vectors
encoding the gene of interest as well as vector encoded proteins.
Those novel virus-exosome vectors open new approaches for
gene therapy applications.
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Therefore, new therapeutic approaches based on viral gene
therapy mediated by exosomes were widely described, in
particular, those studies focused on exosome production in
virus-infected cells to exploit their increasing targeting efficacy.
Koppers et al. were the first ones suggesting that viral factors
incorporated into the appropriate delivery vesicles could
increase virus-encoded RNA delivery and proposed to engineer
exosomes to carry tissue specific virus-derived molecules.” In
another study, Maguire et al. employed stomatitis virus glyco-
protein (VSVG) to enhance transgene delivery, pseudotyping
extracellular vesicles with adeno-associated virus.”” Another
virus glycoprotein, but from Rabies (RVG), was used for mirR-
124 targeted delivery to the brain. In that work, the fusion of
exosome protein LAMP2b, together with RVG, was used to
modify exosomes, observing the knockdown expression of the
target gene in a great area of the brain.” Finally, VSVG9 was
used to improve the ability of exosomes to transfer therapeutic
proteins, showing decreased gene expression in U87 and 293T
tumoral cells.”

Of all the viruses used on those approaches AAVs have taken
most of the interest as they have been the preferential viruses
used for gene therapy at preclinical or clinical trials, with many
studies performed during decades that remarked their safety
and efficacy. Indeed, its resistance neutralizing antibodies and
the level of transgene expression was tested, and the primary
results indicate that AAV vectors binding to exosomes increase
transgene transfer levels as well as antibody resistance.” The
positive outcome obtained in those studies has led to subse-
quent studies to improve gene delivery of exo-AAV compared
with non-enveloped AAV vectors in different tissues (brain, liver,
heart, ear, and retina), which will be described in this review.

Most of the studies were performed applying systemic
injection for the in vivo experiments, and they were able to
transport transgenes to the distant uninfected organs and areas
of disease. In the case of the brain, an in vivo model crossing the
BBB using exo-AAV vectors was carried out. The in vivo intra-
venous delivery of exo-AAV vectors has been used to obtain
successfully targeted transduction of interferon-beta cytokine in
tumor stromal cells (astrocytes and tumor associated macro-
phages), contributing to the reduction of the tumor on mice.”®
Along the same lines, other studies show a GFP detection-
enhancement of exo-AAV8 and exo-AAV9 vs. their non-
encapsulated controls in the brain after intravenous injection
at low doses,”” representing a favourable approach for the
genetic modification of the tumor microenvironment. Another
organ in which exo-AAVs are actively used is the liver. In vivo
efficiency of liver targeting of exo-AAV8 or exo-AAV5 vectors
expressing human coagulation factor IX (hFIX) was checked on
a mouse model of haemophilia B. An astonishing increase in
hFIX transgene expression and hepatocyte distribution has
been observed, especially at low vector doses, contributing to an
exceptional correction of clotting time.”® When it comes to the
heart, Liang et al. has detected a significant improved cardiac
function in vivo when comparing AAV-containing exosomes vs.
mice treated with regular AAV gene therapy, opening a window
for cardiovascular diseases.”

This journal is © The Royal Society of Chemistry 2020
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However, other studies administered the exo-viral vector by
local administration. Indeed cochlear vestibular hair cells have
been transduced with exo-AAV1 and exo-AAV9 vectors both in
vitro and in vivo,*® and a strengthen transduction of inner and
outer cells in cochlear hair cells in culture has been found. Exo-
AAV-LHFPL5 mediated expression has been studied in deaf
mice, and surprisingly, after round window membrane (RWM)
injection, a widespread expression of LHFPL5 throughout the
cochlea and a restitution in sound and balance related
abnormal movement are noticed. Thus, this study represents
a novel strategy for rescue of inner-ear hearing. Apart from that,
other studies have covered the intravitreal injection of exo-
somes in the retina of mice, and a powerful GFP expression has
been detected around the optical disk, suggesting that intra-
vitreal exosome-viral gene transfer could be a tool for basic
research of the eye.*

Although the combination of exosomes with AAVs seems to
be a promising strategy for high-efficient deliver gene therapy,
the amount of the total exo-AAV vectors isolated from cell
culture media is so low that still being a problem. In order to
solve it, recent studies were focused on the design of
approaches to increase exo—AAVs secretion, and they managed
it by overexpressing CD9 in the parental cells.*” Exo-AAV-CD9
are more efficient in transduction of cells than standard exo-
AAV, providing not only an excellent approach for the genera-
tion of exo-AAVs but also for stabilizing their interactions with
AAVs. Moreover, the employment of AAV vectors has also other
limitations including transgene's size limit or safety concerns.

However, although most of works focused on exosome
production in virus-infected cells for targeting, the study of
other applications of those virus-exosome complexes is an
exciting new area of research. Applications as vaccines both for
infective diseases®® or for cancer vaccines® were studied.
Currently, considering the evidences that antigens from some
viruses from coronavirus family were found on plasma exo-
somes® and taking into account the good results obtained with
other coronavirus-exosomal vaccines® there was a great interest
in the development of vaccines for the new pandemic caused by
SARS-CoV-2 virus. The speed of the investigations increased on
this area and several groups are focused on testing exosomes for
the development of an exosome-based vaccine for respiratory
diseases with the first approaches, now just with empty vectors,
in clinical trials.

In summary, preliminary results are promising, but some
authors have claimed that preclinical studies with larger animal
models are still necessary.’” Taking into account that several
viruses mentioned above associate with extracellular vesicles
and that many others export viral components such as mRNA,
this field could be the subject of study of multiple gene therapy
groups. In the future, the combination of viral vector systems
together with exosomes could allow us to deliver a large amount
of therapies into some more areas that are difficult to reach
while supposing a resistant mechanism to inactivation through
antibodies.
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Exosomes and nanotechnology

Even though most of the exosome-based tools consist in the
combination of them with RNAs, proteins, viruses or chemo-
therapeutics, other types of advanced therapies can be loaded
into those vesicles (Fig. 1).*

Nanotechnology is considered the study, control and appli-
cation of matter at nanoscale level and it has a large variety of
applications, being nanomedicine one of the more important.®®
This discipline applies the unique properties of the nano-
materials such as their reduced size and their high relation
surface/volume ratio to develop novel tools for control, treat-
ment and diagnosis of biological systems.*>*° In particular,
nanotechnology provides artificial nanocarriers (such as PLGA
NPs, liposomes, dendrimers, metallic and inorganic structures)
to vehicle different types of therapies, including gene therapies,
to pathological tissues.’* Although there are no doubts on the
goals achieved in this field, some drawbacks still exist. There is
a lack of knowledge about the toxicity and the in vivo interac-
tions of those nanomaterials. This fact limits their further
clinical translation due to their potential systemic toxicity and
immunogenicity and further research is needed.”

Extracellular vesicles and in particular exosomes, provides
nanotechnology with robust and feasible biological nano-
vehicles. In particular, thanks to their long circulation time,
small size, low immunogenicity and targeting capability, exo-
somes exhibit ideal characteristics as vectors to deliver thera-
peutic nanotechnological cargo to specific cells. Therefore,
considering the exosomal characteristics previously mentioned,
those vesicles constitute an emerging type of nanocarriers

Exosome

Fig.1 Schematic representation of the combination of exosomes with
conventional molecules (such as small molecules, biological agents as
genetic material or proteins and common drugs) and advanced ther-
apies, including products derived from nanotechnology.

This journal is © The Royal Society of Chemistry 2020
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formed by a functional lipid membrane and a hydrophilic core.
They provide a stable environment to transport theranostic
nanomaterials avoiding the immune response and allowing
them to fuse with the plasma membrane to enter directly in the
target cells. Thus, in the last five years, several studies have been
focused on the combination of nanotechnology with exo-
somes.” Table 2 summarizes all the studies combing exosomes
with nanotechnology. Fig. 2 shows a schematic representation
of the different strategies widely employed for the loading of
exosomes. Principally, two different approaches are being used
to incorporate therapeutic agents into them (active or passive
loading), resulting in different loading yields. The passive
loading approach is the simplest way to incorporate nano-
particles and molecules within exosomes, and it consists in the
incubation of the drug with the exosomes allowing them to
enter following a concentration gradient. Although this method
has very low loading efficiency (often less than 10%), a decade
ago small lipophilic molecules were passively introduced in
exosomes by incubating them at room temperature.** There-
fore, more complex molecules including anti-oxidants and anti-
inflammatory compounds were loaded inside exosomes, even
nanoparticles. For instance, Altanerova et al., showed that when
labeling MSCs with carbohydrate-coated iron oxide nano-
particles, their released exosomes were loaded with those NPs.
The magnetic nanoparticles packaged in MSCs-exosomes were
successfully internalized by malignant cells and they served as
magnetic hyperthermia antitumoral therapies killing cancerous
cells in a dose-dependent manner.*

Adipose stem cell, primary neuronal cells or macrophages
have been also incubated with iron nanoparticles (USPIOs or
SPIONS) and then EVs loaded within them were purified in
order to generate microvesicles for MRI imaging and photody-
namic therapy in vivo.**® Although some authors suggest that
the indirect labeling of source cells is not recommended for
exosome loading,*** it is one of the most widely employed
techniques to achieve the encapsulation of NPs within exo-
somes (together with electroporation strategies).

Active transport is also an alternative for the generation of
nanoparticle-exosome hybrids. Hood et al. loaded 5 nm SPIONs
nanoparticles by active transport and electroporation
approaches for exosome loading. They observed that the
application of a simple electroporation pulse in the presence of
a sugar (trehalose) minimized B16-F10 derived exosomes
aggregation and improved the loading of 5 nm diameter SPIONs
within exosomes by electroporation.'” The same method was
employed by Hu et al. observing the accumulation of the exo-
somes in lymph nodes in vivo and their suitable properties as
MRI diagnostic tools.'*

Moreover, the transfer of genetic material in exosome-
nanoparticle vectors is still a possibility. Jia et al created
a multifunctional vector based on exosomes in which they
encapsulated SPIONs, curcumin and neuropilon-1-targeted
peptide for targeting and imaging specifically glioma cells in
vivo. Firstly, they electroporated exosomes in the presence of
SPIONs and curcumin and then they added the peptide by click
chemistry following an EDC/NHS based method. The group
successfully demonstrated the targeting capabilities of the

This journal is © The Royal Society of Chemistry 2020
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modified exosomes toward glioma cells and their therapeutic
effect in vivo.***

This year, Sancho-Albero et al., developed a breakthrough
strategy to synthesize in situ the NPs directly inside the exo-
somes rather than encapsulating them. They incubated a Pd
ionic precursor with the exosomes, introduced in the exosomes
by passive diffusion toward their membrane. Afterwards, the Pd
nanosheets were created successfully inside exosomes by the
conversion of P>* to P® using CO as gaseous reducing agent. The
mildness of the procedure yielded to catalytically active Pd
nanoparticles loaded into exosomes. This new hybrid system
mediated Pd-triggered dealkylation reactions inside cells and
displays a preferential tropism and selectivity for their parental
cells.**

Finally, instead of encapsulating nanoparticles into exo-
somes some studies reported the attachment of them by
binding the NPs to the exosomal surface or by engineering the
membrane of the vesicles to create new exosome-based nano-
platforms. As an example, Qi et al., created a dual-functional
exosomes-based cluster by anchoring transferrin-conjugated
SPIONs on exosome surface through interactions with the Tf-
Tf receptor for cancer therapy.'® Rather than encapsulating
AuNPs within exosomes and attaching them to their surface,
some studies focused on the engineering of the exosomal
membrane to decorate nanomaterials providing them with
exosomal properties (stability and targeting). Khongkow et al.
modified the AuNPs surface with brain-targeted exosomes
following a serial extrusion approach. Thus, they equipped
AuNPs with the functional lipidic membrane of exosomes
demonstrating that the exosome modified AuNPs were inter-
nalized in vivo by brain cells thanks to the adhesion to the cell
surface mediated by exosomes features.'*

Concerning to the applications, mainly all the reported
works focused on the combination of SPIONs with exosomes for
diagnostic applications based on MRI or for therapy mediated
by magnetic hyperthermia strategies, but they could have many
other uses such as gene transfer added to them. Only few works
reported the combination of exosomes with gold nanoparticles
for both therapy and imaging applications. In one of them,
authors encapsulated 40 nm of diameter hollow gold nano-
particles (capable to absorb in the NIR region) by different
physicochemical methods including passive loading, electro-
poration, thermal shock, sonication, saponin-assisted loading
and labelling parental cells. They reached relatively low encap-
sulations efficacies when using the physicochemical methods
(probably attributed to the membrane damage) compared with
the labeling of their parental cells.'® Specifically, encapsula-
tions yields of 13.7%, 16.4%, 18.20%), 9.1%, 19.34% and 49.11%
were obtained with passive and saponin assisted loading, two
different thermal shock strategies, sonication and parental cell
labeling, respectively. In other work, these authors encapsulate
the same NPs within stem cells exosomes by incubating them
with parental cells. They demonstrated that those exosomes
maintain the tropism toward their source of cells, serving as
specific and selective optical hyperthermia therapies.** In the
work reported by Betzer et al., exosomes were labeled directly
with glucose coated gold nanoparticles (from 5 to 20 nm of

RSC Adv, 2020, 10, 23975-23987 | 23981
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Fig. 2 Strategies employed for exosome loading. (A) Exogenous methods (including passive and active methods) and (B) indirect approaches by
labeling parental cells and taking advantage of the exosome biogenesis pathway.

diameter). AuNPs were incorporated on the exosomes assisted
by a glucose-dependent active pathway. This new hybrid vector
was then used for brain CT imaging in vivo.'*® Alhasan et al.,
labelled parental cells (PC-3 prostate cancer cells) also with
AuNPs conjugated to anti-miR21. Then, they isolated the exo-
somes from the supernatant and they transfected target cells,
observing a selectively downregulation of miR21 (a miRNA
related with the proliferation and progression of cancerous
cells, which is significantly overexpressed in tumor tissue).'*
Similarly, Roma-Rodrigues et al, also employed gold nano-
particles covered with oligonucleotides for selective silencing of
RAB27A gene (crucial gene for the biogenesis and processing of
exosomes) with a consequent decrease of exosomes produc-
tion."® This year, Lara et al., created a novel protocol for the
incorporation of folic acid covered gold nanoparticles into
exosomes derived from B16-F10 cells by incubating them with
the parental cells. They observed a preferential tropism toward
small metastatic tumors compared with other organs in vivo.'"*
Finally, not only iron and gold nanomaterials were incor-
porated into exosomes. Two years ago, Illes et al., combined the
properties of metal-organic frameworks nanoparticles
(MOFsNPs) for their structural, chemical diversity, high loading
efficiency and intrinsic biodegradability, together with exo-
somes. In particular, they created a smart exosome-coated MOF
with “onboard-trigger” combining the release mechanism of
exosomes with the biodegradation of the nanocarrier.**
Nanoparticles have risen a great interest in several areas of
the biomedical field. Many different approaches could be
applied either for therapy (hyperthermia, gene therapy, drug

This journal is © The Royal Society of Chemistry 2020

delivery etc.) or for diagnostic (microfluidics, imaging etc.)
offering a wide spectrum of options for the area of biomedicine.
However, all these techniques have the same problems in
common. Liver retention, lack of tropism to target areas and
elimination during its circulation in the blood are factors that
have prevented its transfer to the clinic. A large part of those
problems could be solved by encapsulating those nanoparticles
in vectors that bypassed those issues, such as exosomes.

Considering the attractiveness of combining the therapeutic
and diagnostic applications that provide the nanotechnological
tools and the ideal properties of exosomes as vehicles, it is not
difficult to believe that in the following years exosome-based
approaches could be translate into clinical settings. In fact, 84
clinical trials involving the use of exosomes were recorded
(either active or completed). However, some drawbacks and
limitations (such as more efficient purification strategies or the
understanding of the interaction of exosomes with the living
systems) have to be solved in order to successfully translate the
findings obtained with animal models to the clinic.

Discussion

The use of exosomes as an ideal delivery system is attracting
considerable attention on the last decade. Those natural
carriers offer several advantages in terms of biocompatibility
and specificity, an intrinsic long-term circulatory capability, low
toxicity and ease of avoiding the immune system recognition
and reducing clearance rates.*

RSC Adv, 2020, 10, 23975-23987 | 23983
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Furthermore, exosomes present a long-term accumulation in
organs or tissues and specific tropism for some cell types.*> They
exhibit an extraordinary ability to interact with and accumulate
in target cells and are able to overcome various biological
barriers such as the cytoplasmic membrane and the BB unlike
other delivery systems, which makes them ideal as therapeutic
delivery molecules.*

Taking all of this into account, exosomes are considered
competitive targeted delivery vehicles for cellular or gene ther-
apies with several advantages and a promising therapeutic value
in the treatment of several disorders.">'** However, the major
drawbacks are the inefficiency on the extraction and isolation
process, low encapsulation and loading efficiencies, low
extraction yield, and potential delivery of unwanted cargo
materials naturally present in the exosomes.*® Therefore,
further research in this field is needed in order to standardize
optimal methods for exosome isolation, purification and
storage, avoiding lack of reproducibility. In fact, several
methods for exosome extraction are labor intensive, complex
and give low yield, issue that have been recently improved with
the use of promising techniques such as magnetic adhesion
and flow cytometry in addition to loading techniques such as
sonication, electroporation and incubation. Nevertheless, off-
loading the content of exosome without distorting the struc-
tural integrity is very important in ensuring high loading and
encapsulation efficiencies. This fact is particularly important in
the case of using nanoparticles, because of their intrinsic size
(2-50 nm) is too large to be encapsulated within exosomes. To
solve this concern while achieving high encapsulations yields,
some authors proposed the employment of passive methods in
order to internalize an ionic precursor of the NPs followed by
the in situ synthesis of the nanostructures directly inside the
vesicles.™* Still early times for clinical trials but as the research
in this field is growing very quickly, new information on
preclinical studies would help to enhance the knowledge to be
transfer to the clinic and to the market fairly soon.
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