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Effective intercellular communication is essential for cellular and tissue balance maintenance and response to
challenges. Cellular communication methods involve direct cell contact or the release of biological molecules to

cover short and long distances.

intercellular communication extracellular vesicles cardiovascular diseases

| 1. Introduction

Intercellular communication is an essential activity for the maintenance of cellular and tissue homeostasis as well
as responding to pathological processes. For this purpose, cells have different mechanisms depending on the
distance of cell-to-cell communication requirements. Short cellular cross talk is mediated by direct cell-to-cell
contact or secretion of soluble factors, whereas long range communication is driven through ligand-receptor
interactions such as cytokine and/or hormone release 2. However, in recent decades a novel mechanism of
communication has emerged, where extracellular vesicles (EVs) are implicated 2. EVs are constitutively produced
by most of the cell types and consist in a lipidic bilayer membrane that encloses biological contents derived from
the original cell, i.e., proteins, nucleic acids and lipids that can alter the biology of the distant cell B4, The interest
in EV biology has grown exponentially and many different types of EVs have been classified depending on their
size, biogenesis and their biophysical properties B (Figure 1). There are two primary types of EVs, exosomes
and ectosomes, whose classification is determined by their formation process. The genesis of these vesicles is
contingent upon the assembly of local microdomains within endocytic membranes for exosomes and the plasma

membrane for ectosomes, the latter subclassified into microvesicles and apoptotic bodies 8],
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Figure 1. Schematic representation of the biological process of the genesis of extracellular vesicles, including the

major classification due their size, content and functional impact.

Exosomes are small EVs ranging from 30 to 100 nm. They are formed by inward budding of the early endosome
membrane which subsequently matures into multivesicular bodies (MVBs) EI[2QLLI12] \v/Bs are involved in protein
sorting, recycling, storage, transport and exosome release into the extracellular space LUILSI14ISI16] Eyxosomes
were originally considered as a cellular mechanism to eliminate cell debris; however, since few years ago, they are
considered as principal mediators of cell-to-cell communication, cell and tissue maintenance and disease
progression 1. Moreover, exosomes can act as antigen-presenting vesicles participating in the stimulation of
immune response 2819 Microvesicles (MVs) are EVs with a range from 200 nm to 1 pm which are directly shed
as an outward budding of the plasma membrane [ZALLL2US|2021] Similarly to exosomes, MVs are involved in cell-
to-cell communication between healthy and diseased cells 2223, Finally, apoptotic bodies are released into the
extracellular space as blebs of cells undergoing apoptosis, and they have been reported as the bigger EVs, with a
size range from 1 to 4 pm 23124, These apoptotic bodies are formed when the cytoskeleton is separated from the
cellular plasma membrane due to increased hydrostatic pressure after the cell contracts [22. The composition of the
apoptotic bodies are organelles, chromatin and glycosylated proteins, in contrast to exosomes and MVs [131126]127]

(Figure 1).

As mentioned previously, most cell types release EVs of different sizes, composition and subcellular origin, and
moreover, these EVs can be found in different body fluids such as plasma, saliva and urine (2811291(30]  Therefore,
due to their presence in liquid biopsies, EVs are considered as potential disease biomarkers. Understanding the
mechanisms by which molecular cargos are loaded into the EVs will provide the key to completely understanding

the role of EVs in cellular communication during disease development and progression [BLIB233134] (Figure 1).
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Cardiovascular disease (CVD) is one of the leading causes of morbidity and mortality around the world B2, CVDs
cover a wide range of pathological conditions where the most common types are ischemic heart disease, structural
cardiomyopathies, electrical heart diseases and finally heart failure (HF) [28l. There have been major steps forward
in diagnosis and prognosis of CVDs that have improved patients’ survival and their quality of life, but there is still
much work to do for CVD prevention and palliation, given the continued high mortality rate 7. Several studies
have recently indicated that small EVs can be released by cardiovascular cells, such as cardiomyocytes (CM),
endothelial cells (EC), cardiac fibroblasts (CF), platelets, smooth muscle cells (SMCs), leucocytes, monocytes and
macrophages (8. These small EVs play important biological roles in the maintenance of normal cardiac structure
and function, whereas small EVs are able to change their composition under pathological conditions, thus
contributing to the development of CVDs [32149]141],

2. Small EVs in the Pathological Process of the Myocardial
Infarction

Myocardial infarction (Ml) is one of the most common CVDs, representing the main leading cause of death in the
world 2l pathologically, Ml is defined as the death of CMs due to a prolonged lack of oxygen in a specific area of
the myocardium, initiating an apoptotic process leading to necrosis of the cardiac muscle and subsequently to
other cardiac diseases such as arrhythmias or HF 431441451461 (Figure 2A). The main etiology of Ml is associated
with the rupture of the atherosclerotic plate 44, although other causes, such as coronary artery embolism or
coronary vasospasm have been also described 8. After Ml and the consequent death of CMs, autophagy and

inflammatory processes begin as a strategy to remove the damaged tissue, allowing the replacement of the

necrotic area with fibrotic tissue [48I4B0IBUEABSIB - Fyrthermore, mechanisms of revascularization are also
activated despite the low regenerative capacity of the heart after cardiac injury BB8l, Currently, several studies
show that exosomes play an important role in post-MI processes and participate in cellular communication
regulating cardiac remodeling after M| BZB8IE9 For this reason, many authors focus their attention on the main
mechanisms that regulate the production and content of these exosomes using transcriptomic and proteomic

approaches, highlighting their detection as biomarkers after Ml and thus their plausible therapeutic use [62611(62]
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Figure 2. Schematic representation of the most representative small EV therapy in the treatment of different of

myocardial infarction (A), heart failure (B), atrial fibrillation (C), hypertrophic cardiomyopathy (D), dilated
cardiomyopathy (E) and diabetic cardiomyopathy (F). (miRNA red, protein green, INncRNA blue, circRNA yellow).

2.1. Small Extracellular Vesicle Transcriptomic Analyses in Myocardial Infarction

The discovery of new functions of exosomes has allowed the use of these small EVs as a potential tool to identify
molecules that can be used as biomarkers after Ml 83, Currently, the main diagnostic biomarker for Ml is cardiac
troponin (T/I) 84l even though other more sensitive biomarkers have emerged, for example, non-coding RNAS,
which allow for an earlier diagnosis 63681 Within non-coding RNAs, an increasing number of transcriptomic
studies identified miRNAs in exosomes after M| 268169 Some analyses of circulating exosomes in the serum of
MI patients have revealed a large number of miRNAs that are deregulated. For example, miR-203, miR-4516, or
miR-183, which regulate the activity of several protein kinases in CMs, are upregulated, confirming their
identification as Ml biomarkers B4 Another transcriptomic study identifies the deregulation of miRNA levels in
exosomes on a large scale, identifying around 500 upregulated and downregulated miRNAs in M|l exosomes,
highlighting miR-6718 and miR-4329 (€8],

Some miRNAs have been widely studied due to their essential role in post-MlI inflammatory, fibrotic and angiogenic
processes, i.e., miR-126 or miR-155, which are upregulated in exosomes of Ml patients, and miR-21 or miR-146a-
5p, which are downregulated U273 Specifically, miR-146a-5p is associated with inflammation after Ml by
regulating M1 macrophage polarization through the regulation of TNF Receptor-Associated Factor 6 (TRAF6) [4],
Regarding angiogenesis, another transcriptomic analysis of exosomes derived from MI patients revealed up to 40
differentially expressed miRNAs, highlighting the downregulation of miR-143. In vitro assays demonstrated that this
downregulation promotes angiogenesis through the insulin-like growth factor 1 receptor and nitric oxide (IGF-

IR/NO) signaling pathway 3. In contrast, in vitro assays in CMs after ischemia/reperfusion (I/R) describe
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exosomes with high levels of miR-143 and miR-222, both enhancing angiogenesis and cardiac remodeling Z8. In
addition, in vitro and in vivo assays in necrotic dendritic cells revealed the presence of eight upregulated miRNAs
related to the regulation of angiogenesis, in which miR-494 is the most significant due its role in promoting

revascularization after injury 2.

The protective role of some exosomal miRNAs was also confirmed in ferroptosis after Ml. Low levels of miR-26b-
5p were described in exosomes derived from MI patients, which can reduce ferroptosis by positively regulating
Solute Carrier Family 7 Member 11 (SLC7A11) 8 Finally, other studies also associate miRNA transport in
exosomes derived from MI patients with subsequent apoptosis 2. Sun et al. (2022) revealed 52 differentially
expressed miRNAs by transcriptomic analysis, highlighting the upregulation of miR-133a-3p, miR-151a-5p, miR-
199b-5p, miR-374b-5p, miR-503-5p, and miR-708-5p.

Although miRNAs are the most frequent non-coding RNAs studied in exosomes as MI biomarkers, long non-coding
RNAs (IncRNAs) and circular RNAs (circRNAs) are also analyzed. For IncRNAs, sequencing profiles allowed
researchers to identify 518 differentially expressed in post-Ml exosomes, highlighting ENST00000556899.1 and
ENST00000575985.1, which are upregulated, thus supporting their involvement in the regulation of post-Mi
processes 8. More specifically, other IncRNAs like TUG1 or HCG15 have also been detected as being
upregulated in Ml exosomes, and in vitro and in vivo assays show that these INcRNAs are implicated in the
inhibition of angiogenesis and cell viability through the regulation of HIF-1a/VEGF-a and NF-k[3/p65, respectively
(8182l pespite being smaller in number, circular RNAs have been reported to have a significant advantage over
linear RNAs because they exhibit better stability and can therefore be identified as biomarkers of Ml for a longer
period of time B3, For this reason, some transcriptomic studies focused on the analysis of circRNAs in MI
exosomes, highlighting, for example, the upregulation of circ_0020887 and circ_0009590 in the exosomes patients
with ST segment elevation on electrocardiogram B4, Another circRNA that also increases its expression in
exosomes after Ml is circlTGB1. Within in vivo assays using a mouse model, these exosomes activate dendritic
cells and exacerbate cardiac damage and inflammation through the miR-342-3p/NFAM1 pathway 3. In vitro
assays have also been reported in CMs subjected to hypoxia where high levels of circ_HIPK3 and circ_SLC8A1
are detected [B8IE7], These circ_HIPK3-loaded exosomes target cardiac microvascular endothelial cells (CMVECS),
protecting them from oxidative stress through the regulation of the miR-29a/VEGFA and miR-33a-5p/IRS1
pathways 88831,

2.2. Small Extracellular Vesicle Proteomic Analyses in Myocardial Infarction

Just as many transcriptomic studies have identified essential biomarkers for Ml; there are also proteomic analyses
that reveal the presence of distinct proteins in post-MI exosomes that can be used as biomarkers for Ml diagnosis
001 Xije et al. (2022) analyzed the protein profile within the exosomes of post-MI patients, identifying 72
differentially expressed proteins. Notably, three proteins exhibited elevated levels: Plasminogen (PLG),
Complement Component C8 Beta (C8B) and Thrombin (F2) Y. Furthermore, additional research emphasizes the
presence of proteins within these exosomes that are involved in the inflammatory process and cardiac remodeling,
such as Phosphatase and Tensin Homolog (PTEN) or Matrix Metalloproteinase-9 (MMP-9) LB |n the post-
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fibrotic process after MI, some proteins present in exosomes have also been described, such as the transcriptional
cofactor Limb Bud And Heart Development Protein Homolog (LBH). These exosomes produced by damaged CMs
are taken up by CFs and activate Crystallin Alpha B (CRYAB), promoting further proliferation of CFs and their
differentiation into myofibroblasts B2 Post-MI exosomes have also been reported to carry proteins that promote
cardiac repair and remodeling after damage, for example, Clusterin or Profilin 2 (PFN2) 2283l The levels of PFN2
are elevated in exosomes produced by ECs following MI. In both in vitro and in vivo assays, these exosomes
demonstrate an increase in angiogenesis and cardiac improvement after damage through regulation of the
PI3K/PNF2/ERK axis 23],

Finally, other studies highlight the importance of exosomes as biomarkers for Ml diagnosis. This research
conducted a proteomic study by comparing plasma from control and Ml patients and analyzing the protein profile in
post-MI exosomes. These results revealed 11 proteins that were deregulated in the exosomes compared to control
plasma. However, three of these proteins, Chymotrypsin C (CTRC), Proto-oncogene Tyrosine-protein Kinase SRC
(SRC), and C-C Motif Chemokine Ligand 17 (CCL17), did not exhibit downregulation when comparing their levels
in serum between MI and control patients. Therefore, this analysis justified the need to also analyze post-Mi

exosomes to obtain additional diagnostic information that are not available only from plasma samples 241,

2.3. Mechanistic Insights into Small Extracellular Vesicle Related with Myocardial
Infarction

As discussed in previous paragraphs, exosomes are involved in the regulation of the activation/inhibition of the
main processes that occur after Ml, such as inflammation, fibrosis, angiogenesis or apoptosis, as well as allowing
communication between cells to coordinate these processes BZB8IEA After MI, M1 macrophages are activated
and increase the production of exosomes (M1-exos) with miR-155, which deliver this miRNA to CFs, thereby
enhancing the inflammatory and fibrotic process [22l. M1-exos with high levels of miR-155 are also implicated in the
inhibition of angiogenesis since these M1-exos can also be transferred to ECs and reduce angiogenesis via
Sirt1l/AMPKo2 and RAC1/PAK2 signaling after Ml (28], Macrophages are not the only cells that can release
exosomes carrying miRNAs involved in post-MI process regulation. In vivo assays in a mouse MI model show that
after MIl, T CD4* cells are activated and promote the synthesis of exosomes in which miR-142-3p is upregulated
and promotes myofibroblast differentiation in ECs via miR-142-3p/APC/Wnt signaling 2. Exosomes are involved
in paracrine regulatory processes, as damaged CMs release exosomes after Ml that will act on neighboring cells
such as other CMs or ECs. This exosomal function is confirmed by the study of Gou et al. (2016), which showed
that infarcted CMs generate exosomes that exhibit highly expressed miR-19a-3p, which are delivered to ECs and
inhibit angiogenesis regulating Hypoxia-inducible factor 1-alpha (HIF-10) 8. Furthermore, post-MI CMs can
generate exosomes after cardiac damage carrying miR-328-3p, which increase the apoptotic process through
upregulation of Caspase 3 (Casp3) 22. CFs also receive these exosomes produced by the CMs after MI,
increasing their proliferation and the myofibroblast differentiation due to the high levels of miRNAs such us miR-
208 or miR-92a 1O9J101][102]  Ce|l-to-cell communication via exosomes also takes place in the opposite direction,
i.e., ECs can generate exosomes carrying miR-503 and promote CM apoptosis after Ml 2, Another example of

miRNA that can be transferred between CMs after Ml is miR-30a, whose levels are upregulated in exosomes
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extracted from the serum of MI patients. In vitro assays show that after hypoxia, these exosomes regulate the
autophagy process between hypoxic CMs by upregulating genes such as Beclin-1 (BECN1), Autophagy Related 12
(Atg12), or Microtubule Associated Protein 1 Light Chain 3 Alpha (LC3I/11) 193], Exosomes, carrying low levels of
miR-342-3p as a consequence of MI, contribute to the regulation of both autophagy and apoptosis. Both in vitro
and in vivo assays reveal that miR-342-3p regulates apoptosis and autophagy through the SRY-Box Transcription
Factor 6 (SOX6) and Transcription Factor EB (TFEB), respectively 224 A similar process, ferroptosis, also plays a
relevant role in exosome regulation in post-MI processes. After MI, ferroptotic CMs release exosomes with low
levels of miR-106b-3p, which promotes the activation of the Wnt pathway and increases the polarization of M1
macrophages, enhancing the inflammatory process after damage 193],

Other authors focused on the differential expression of proteins involved in the biogenesis, uptake or polarization of
exosomes generated after MIl. One example is the high level of CD44 in MI, which is involved in the synthesis of
exosomes after Ml through the positive regulation of Fibroblast Growth Factor Receptor 2 (FGFR2), as well as the
subsequent uptake of these exosomes by ECs 298] Regarding the ability of exosomes to migrate and the factors
that trigger their polarization to the region of interest, it has been reported that dendritic cells increase the
expression of C-C Motif Chemokine Receptor 7 (CCR7) after damage, and they generate exosomes containing
both CCR7 and its ligands. These exosomes can target the spleen to activate CD4+ T cells, which produce anti-
inflammatory cytokines that promote cardiac remodeling 2971081 |n addition, an external inflammatory stimulus,
such as a decrease in the anti-inflammatory cytokine IL-10, can modify the protein content of exosomes. One
protein that modifies its levels in exosomes is Integrin Linked Kinase (ILK), whose high levels promote the
activation of NF-k3, enhancing the inflammatory response and decreasing angiogenesis in the cells that receive
these exosomes [1991[110]

2.4. Therapeutic Approaches

Although many studies describe the potential use of exosomes as biomarkers for the diagnosis of MI, several
studies additionally analyzed the use of exosomes as tools to transport specific molecules that promote cardiac
repair after MI, thus becoming a widely used strategy in recent years L1LIL12I113][114] The most frequent strategy is
based on the use of exosomes derived from different mesenchymal stem cells (MSCs) that carry a specific

molecule (RNA or protein) involved in the processes of inflammation, fibrosis or angiogenesis, among others 113
[116][117]

One of the most widely used miRNAs as a therapeutic tool due to its role in inflammation and fibrosis is miR-21.
Several studies extract exosomes derived from different cell types such as MSCs, cardiac telocytes (CTs), or even
serum from control individuals loaded with miR-21, using these exosomes as a treatment for Ml in both in vitro and
in vivo assays (11811911201 Agministration of these miR-21-loaded exosomes shows an improvement in cardiac
function after Ml due to the positive regulation of the angiogenic process and the inhibition of CM apoptosis and
fibrosis through the regulation of PTEN and p53/Cdip1/Casp3 signaling pathways, among others [118120][121](122]
(Figure 2A). MSC-derived exosomes, both under control and hypoxic conditions and carrying high levels of miR-

125b, have also been used as a therapy against CM apoptosis after M| 12311224 One of the most commonly used
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types of MSCs to obtain exosomes, administered as a treatment for MlI, are those derived from human umbilical
cord mesenchymal stem cells (HUCMSCs) [123l[126] These cells have been used to obtain exosomes that act as a
vehicle to transport miRNAs such as miR-23, miR-133 or miR-223 to the infarcted area, which promote cardiac
repair by activating angiogenesis and reducing inflammation, ferroptosis or fibrosis 1271128111291 (Figure 2). Other
studies use this strategy to produce exosomes derived from cardiosphere-derived cells (CDCs) or MSCs which
carry miR-181, regulating macrophage polarization and reducing inflammation when they are administered after Ml
[130]131] There is also evidence that the therapeutic use of MSC-derived exosomes carrying specific proteins such
as Itchy E3 Ubiquitin Protein Ligase (ITCH), Fibronectin Type Ill Domain Containing 5 (FNDC5) or Stromal Cell-
Derived Factor 1 (SDF1) promote cardiac repair after their administration [132I1133I134] (Figure 2A).

Another treatment strategy post Ml involves the modification of gene expression in the cells from which exosomes
are subsequently extracted. This modification leads to changes in the content of these exosomes, offering a
targeted approach for therapeutic interventions [1331136l137]  Several studies report that the overexpression of
genes such as Hypoxia Inducible Factor 1 Subunit Alpha (HIF1-a) in MSCs results in a modification of the content
of these exosomes, making them able to ameliorate cardiac damage after Ml by promoting angiogenesis and
reducing fibrosis, apoptosis or inflammation [238l1391 Qverexpression of GATA-Binding Protein 4 (GATA4) in the
cells from which exosomes are extracted has also been widely used to modify the exosome content for use as a
treatment after M| (1491411421 He et g|. (2018) revealed that overexpression of GATA4 in bone marrow
mesenchymal stem cells (BMSCs) results in the production of exosomes that enhance myocyte precursor
differentiation and reduce apoptosis after MI. This effect is due to a shift in the protein pattern carried by these
exosomes, in which eight proteins associated with differentiation and six related to apoptosis have been identified
with differential expression 149,

3. Small EVs in the Pathological Process of
Cardiomyopathies

Cardiomyopathies are defined as “a myocardial disorders in which the heart muscle is structurally and functionally
abnormal, in the absence of coronary artery disease, hypertension, valvular disease, and congenital heart disease,
however, sufficient to cause the observed myocardial abnormality” 1431, Cardiomyopathies can be classified into
primaries or secondaries. Primary cardiomyopathies are mostly idiopathic, leading to heart failure and sudden
death, while secondary cardiomyopathies develop in response to several extrinsic factors such as hypertension,

metabolic disorders, drug-induced myopathy, ischemic heart disease and coronary artery disease [1441[145][146]

3.1. Hypertrophic Cardiomyopathy

Hypertrophic cardiomyopathy (HCM) is one of the most common cardiac genetic conditions, with a prevalence
greater than 1 in 500 in the general adult population 247 This inherited disorder is characterized by left ventricular
hypertrophy (>15 mm for adults), that cannot be only attributed to abnormal load conditions 148 (Figure 2D).
Essential histopathological features include myocyte hypertrophy and disarray alongside heightened myocardial

fibrosis; the combination of these hallmarks leads to left ventricular outflow track obstruction, impaired diastolic
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function and cardiac arrhythmias 149, Genetically, HCM is an autosomal-dominant disorder caused by mutations in

genes encoding for contractile and structural proteins of the cardiac muscle sarcomere apparatus 159,

3.1.1. Small Extracellular Vesicle Transcriptomic Analyses in Hypertrophic Cardiomyopathy

In this pathological scenario, James et al. (2021) 131 performed a transcriptomic analysis on small EVs derived
from human-induced pluripotent stem cell-derived cardiomyocytes (hiPSC-CMs) with or without the c. ACTC1G301A
mutation. This model of HCM [£22] was chosen as it had previously been shown to recapitulate many key disease
phenotypes including abnormal contractility, Ca?* sensitivity/handling, arrhythmogenesis and hypertrophic brain
natriuretic peptide signaling. Transcriptomic analysis of HCM small EVs has shown that CMs alter their EV cargo
when HCM sarcomeric mutations are present. To be more precise, they observed differences in snoRNA cargo
within HCM-released small EVs that specifically is altered when HCM hiPSC-CMs were subjected to an increased
workload. In total, 12 snoRNAs were identified including 10 SNORDs (SNORD6, SNOTRD116-23, SNORD116-25,
SNORD116-29, SNORD18A, SNORD42A, SNORD43, SNORD58C, SNORDG60, and SNORD 101) and 2 SNORAs
(SNORA3B and SNORAZ20). The functional role of these snoRNAs is related with post-translational modifications

and alternative splicing processes differentially regulated in HCM.

3.1.2. Mechanistic Insights into Small Extracellular Vesicle Related with Hypertrophic
Cardiomyopathy

Some years ago, Tian et al. (2018) demonstrated an upregulation of miRNA-27a levels in both infarcted myocardial
tissue and systemic circulation in a rodent model of MI. The identified miRNA-27a exhibited a propensity for
incorporation into small EVs, contributing to oxidative stress and promoting hypertrophic gene expression via
modulation of the Nuclear factor (erythroid-derived 2)-like 2/Kelch-like ECH-associated protein 1 (Nrf2/keapl)
signaling pathway 258 Moreover, clinical studies corroborated increased miRNA-27a levels in failing hearts and
systemic circulation, suggesting its potential utility as a diagnostic and prognostic biomarker for HF [154][155][156]
Furthermore, the same lab evidenced that miR-27a* exhibited resistance to degradation and mirrored the
expression pattern of miRNA-27a in chronic HF. This miR-27a* is packaged into small EVs and taken up by CM-

targeting Z-line-associated protein PDLIM5, thereby contributing to hypertrophic gene expression 127,

3.2. Dilated Cardiomyopathy

Dilated cardiomyopathy (DCM), with an incidence of 1 in 2500 individuals, is defined as the presence of left
ventricular dilation along with systolic dysfunction 1441581 Moreover, DCM is frequently associated with an
increased likelihood of severe arrhythmias, which suggests the pathological affection of the cardiac conducting
system. Finally, with disease progression, the right ventricle and diastolic function are affected, leading to HF and
death 159 (Figure 2E). Some genes are associated with the initiation, progression and pathology of DCM:;
nonetheless, while these genes seem to be linked to DCM, only a limited humber directly contribute to the onset of

DCM owing to genetic variations [16Q161]

3.2.1. Small Extracellular Vesicle Transcriptomic Analyses in Dilated Cardiomyopathy
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Zhang et al. (2023) 262 performed high-throughput sequencing in plasma exosomes of DCM patients with chronic
heart failure (CHF) and healthy controls, and a total of 3687 miRNAs were detected in these biological samples.
However, only 92 miRNAs were significantly differentially expressed between the two groups; 48 miRNAs were
upregulated and 44 miRNAs were downregulated 162, Six of these miRNAs have been identified as significant
contributors to the development of DCM through diverse mechanisms, such as the regulation of fibrosis (miR-423-
5p, hsa-miR-185-5p, hsa-miR-150-5p, hsa-miR-10a-5p_R-1) [163][164][165|[166][167][168] hynertrophy (hsa-miR-150-
5p) [L68I167] inflammation (hsa-miR-1304-3p_1ss13CA, hsa-miR-150-5p) [168I167]1169]  gxidative stress (hsa-miR-

1304-3p_1ss13CA) 189 angiogenesis (hsa-miR-150-5p) 179 and mitochondrial function (sa-miR-3138 L-5R+2)
171

3.2.2. Small Extracellular Vesicle Proteomic Analyses in Dilated Cardiomyopathy

Bayes-Genis laboratory explored the proteomic signature of plasma-derived small EVs obtained from DCM
patients and healthy controls. A total of 176 proteins (74.6%) were shared by controls and DCM patients, whereas
51 proteins were exclusive for the DCM group and 7 proteins were exclusive for the control group 2721, They
observed that some proteins were generally over-represented in the cargo proteome of circulating DCM small EVs
compared with control small EVs. These included fibrinogen, crucially associated with a high risk of cardiovascular
disease due to its contribution to endothelial injury, plasma viscosity and thrombus formation [L72I[L73][174][175][176]
[1771: serotransferrin, related with anemia as comorbidity in HF patients [172I[L78][179][180|[181][182]. hrotegse inhibitor
a-1-antitrypsin (AAT) as a putative biomarker for the evaluation of disease status [183I184l: gand several
apolipoproteins 1721 Gene ontology analysis evidenced that proteins associated with stress as well as with protein

activation were found to be more abundant in DCM small EVs when compared to control samples 172,

3.2.3. Mechanistic Insights into Small Extracellular Vesicle Related with Dilated
Cardiomyopathy

Wu et al. (2018) 185 analyzed three different serum exosomal miRNAs, exo-miR-92b-5p, exo-miR-192-5p and
exo-miR-320a, in patients with DCM and acute HF (AHF) vs. healthy volunteers. In the study, exo-miR-92b-5p was
increased in DCM-AHF patients compared to control, and was finally considered as a potential biomarker that
potentially predicts DCM-AHF in patients 1821, Recent research with angiotensin IlI-stimulated hiPSCs differentiated
cardiomyocytes has evidenced that miR-218-5p is upregulated in the DCM-Exos. This microRNA has been
identified as a critical contributor to fibrogenesis through the activation of Tgf-f3 signaling after the suppression of
TNFAIP3 [186],

3.2.4. Therapeutic Approaches

Several labs have reported the therapeutic role of small EVs in DCM. Vandergriff et al. (2015) 187 analyzed the
therapeutic role of cardiac stem cell-derived exosomes (CSC-exo) in a mouse model of doxorubicin-induced DCM.
Systemic delivery of human CSC-exo in mice showed improved heart function via echocardiography, as well as
decreased apoptosis and fibrosis 2871, Sun et al. (2018) (288l proved that mesenchymal stem cell-derived exosomes

(MSC-Exos) alleviate inflammatory cardiomyopathy by improving the inflammatory microenvironment of the
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myocardium, especially by regulating the activity of macrophages in a mouse model of DCM 1881, N;j et al. (2020)
(21891 eyidenced that trophoblast stem cell-derived exosomes (TSC-exos) could alleviate DOX-induced cardiac injury
via the let-7i/YAP pathway. They observed an improvement of cardiac function and decreased inflammatory
responses, accompanied by downregulated YAP signaling 182 (Figure 2E). Zhang et al. (2022) 229 evidenced that
small EVs derived from KLF2-overexpressing endothelial cells reduced cardiac inflammation and ameliorated left
ventricular dysfunction in DCM mice by targeting the CCR2 protein to inhibit Ly6Chigh monocyte mobilization from

the bone marrow 129,

3.3. Diabetic Cardiomyopathy

The prevalence of diabetes mellitus (DM) is approximately 9.3% of the world population 2211, |n this vast group, HF
has emerged as the most common cardiovascular complication of diabetes 122, Diabetic cardiomyopathy (DmCM)
is a myocardial-specific complication that is associated with coronary microvascular dysfunction and increases the
risk of HF in patients with diabetes (1231 (Figure 2F). DmCM is characterized by left ventricle dysfunction, CM

apoptosis and interstitial fibrosis developed in the absence of coronary artery disease, valvular disease and/or
hypertension [2941[195]

3.3.1. Mechanistic Insights into Small Extracellular Vesicle Related with Diabetic
Cardiomyopathy

Some years ago, Gonzalo-Calvo et al. (2017) 198 evidenced that circulating miR-1 and miR-133a levels are
actively released from CM exosomes in response to lipid overload and are robustly associated with myocardial
steatosis in type 2 diabetes patients 1961, Moreover, microRNAs which are encapsulated within exosomes offer a
stable source of information to study the role of miRs associated with HF in diabetic hearts with preserved ejection
fraction (HFpEF). Huang et al. (2022) (127 evidenced the association of exosomal miR-30d-5p and miR-126a-5p
with diabetic HFpEF 127, |t has been shown that circulating miR-30d downregulation reduces the cardioprotective
role of miR-30d in HF [128111991[200] \yhereas miR-126a downregulation decreases cardiac microvessel density and

impairs ventricular function (2011,

In addition, recent research evidenced that exosomes deliver Mstl protein between cardiac microvascular
endothelial cells (CMECs) and CM, playing a pivotal role in the development of DmCM. In this scenario, the
increase in Mstl in CM inhibits cell autophagy, enhancing the apoptotic CM ratio and, moreover, affecting glucose
metabolism which leads to insulin resistance that finally contributes to DmCM and impaired cardiac function 292,
The same lab has recently demonstrated that exosomes mediate the interaction between CMECs and CFs. They
observed that exosomes derived from CMECs under high glucose were rich in TGF-1 mRNA, which significantly

promoted the activation of CFs. This condition aggravates perivascular and interstitial fibrosis in mice with DmCM
203

3.3.2. Therapeutic Approaches
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Heat shock protein (Hsp) response is a cellular intrinsic defense mechanism 2241, The expression of these proteins
in type 1 and type 2 diabetes are decreased, contributing to diabetes-induced organ damage 293!, |n this scenario,
it has been evidenced that CM exosomes derived from a transgenic mouse model with cardiac-specific
overexpression of Hsp20 protected against in vitro hyperglycemia-triggered cell death, as well as in vivo STZ-
induced cardiac adverse remodeling. Thus, Hsp20-engineered exosomes might be a novel therapeutic agent for
DmCM (Figure 2D). Moreover, Lin et al. (2019) 298] evidenced that mesenchymal stem cell (MSC)-derived
exosomes significantly increased the levels of fatty acid transporters (FATPs) and fatty acid beta oxidase (FA-B-
oxidase), whereas TGF-B1 and Smad2 mRNAs levels were significantly reduced. Such molecular regulation
indicates that MSC-derived exosomes improve DM-induced myocardial injury and fibrosis via inhibition of the TGF-
B1/Smad?2 signaling pathway 2%, Similarly, parasympathetic ganglionic neuron-derived exosomes (PGN-exos) are
able to inhibit apoptosis, improve cell viability and restore levels of anti-apoptotic protein Bcl-2 in diabetes-induced
H9c2 cells 297, Finally, recent data support the notion that ginsenoside RG1 (RG1)-induced MSCs secrete
exosomes that can alleviate DmCM. Mechanistically, exosomes derived from RG1-induced MSCs transferred
circNOTCHL1 into macrophages, activating the NOTCH signaling pathway through the regulatory axis consisting of
circNOTCH1, miR-495-3p and NOTCH1 [2%8] (Figure 2F). All these findings may contribute to the development of

new therapeutic approaches for DmCM.
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