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Extracellular vesicles (EVs) are nano-sized vesicles secreted by cells that contain various cellular
components such as proteins, nucleic acids, and lipids from the parent cell. EVs are abundant in body
fluids and can serve as circulating biomarkers for a variety of diseases or as a regulator of various
biological processes. Considering these characteristics of EVs, analysis of the EV cargo has been
spotlighted for disease diagnosis or to understand biological processes in biomedical research. Over the
past decade, technologies for rapid and sensitive analysis of EVs in biofluids have evolved, but detection
and isolation of targeted EVs in complex body fluids is still challenging due to the unique physical and
biological properties of EVs. Recent advances in chemical biology provide new opportunities for efficient
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profiling of the molecular contents of EVs. A myriad of chemical biology tools have been harnessed to
enhance the analytical performance of conventional assays for better understanding of EV biology. In
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this review, we will discuss the improvements that have been achieved using chemical biology tools.

1. Introduction

Extracellular vesicles (EVs) are membrane-bound nanoscale
vesicles secreted by all types of cells in our body."™ According
to their size and subcellular origin, EVs can be further classified
into exosomes, ectosomes, microvesicles (MVs) and apoptotic
bodies.> ™" EVs function as mediators of intercellular commu-
nications within the body.">"* They contain various molecular
cargos of parent cells, including proteins,"" nucleic acids
(NAs),"**® lipids'® and metabolites.>*' By shuttling their mole-
cular contents between distant cells, EVs regulate a variety of
physiological processes and disease progression such as cellular
homeostasis,**** angiogenesis,>*** tumor development,®®?” and
inflammation.*®*® Thus, the monitoring of the molecular
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contents of EVs offer new opportunities to unravel their biogen-
esis pathways and biological functions. Furthermore, EVs serve
as promising circulating biomarkers for various diseases.**"
Under different physiological conditions, distinct cellular con-
tents are packaged into EVs and then secreted into systemic
circulation.*®*” Thus, the molecular contents of EVs often reflect
the presence, stage, and progression of disease. EVs are also
abundant in many biological fluids including blood, saliva,
urine, ascites, and cerebrospinal fluids. In this context, the
detection of EV biomarkers in complex biological fluids (e.g:,
liquid biopsy) has emerged as a new avenue for disease diag-
nosis and prognosis (Fig. 1(A)). Among the biological fluids, EVs
in plasma or urine from patients are easily accessible and have
been well-studied recently for various biomedical research.*® The
comprehensive analysis of EV biomarkers in plasma and urine
has immense potential in enabling the diagnosis of various
medical conditions, including cancers,'”**** kidney disease,*®
and neurodegenerative diseases.’”*! Along with diagnosis, treat-
ment monitoring and prognosis by EV analysis have been also
recently been in the spotlight.** Plasma or urinal EV analysis is
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now expected to suggest a fast and personalized disease treat-
ment strategy.

Over the past decade, there have been significant advance-
ments in analytical technologies for molecular profiling of EVs
in the field of biomedical research.>***** Analytical technolo-
gies such as proteomics,*® sequencing,*® flow cytometry,*” and
microfluidics*® have been adapted to analyze EVs with high
precision and efficiency. In particular, assay techniques for
liquid biopsy have become more widespread to enable the
rapid and efficient detection of EVs in biofluids.>® Although
tissue biopsies are a gold standard in disease diagnostics, they
are highly invasive and show limited capacity in repeated
sampling to capture spatiotemporal dynamics of disease
biology.” On the other hand, EVs offer a minimally invasive
sampling capacity for both disease diagnosis and treatment
monitoring. More importantly, EVs show strong potential in
early diagnosis as the alterations in the EV molecular cargos
may occur prior to changes in traditional serum markers or the
size of the lesion reaches the detection limit of imaging
modalities.”® In addition, since EVs contain diverse cellular
contents such as proteins and NAs, molecular profiling of EVs
can thus provide various pathophysiological information of
parent cells.>® This stands in contrast to other circulating
biomarkers such as circulating tumor cells,>® cell-free
NAs,”*** and proteins.>® Such appealing features render EV
profiling with significant advantages over traditional diagnostic
methods.

Despite their clinical potential, the unique physical and
biological properties of EVs present challenges in their detec-
tion within body fluids (Fig. 1(B)). Firstly, the nanoscale of EV
dimensions (typically 50-200 nm) is a major hurdle for their
isolation from biofluids, due to the presence of similarly sized
non-EV particles (e.g., lipoproteins, exomeres, soluble proteins,
and RNA complexes).>>*” Secondly, conventional assays such as
enzyme-linked immunosorbent assay (ELISA), western blotting
and polymerase chain reaction (PCR) often show limited sensi-
tivity and require laborious sample processing to detect traces
of target EVs.”® Notably, EV proteins and NAs are mostly

membrane-bound or intravesicular, requiring complex
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(A) Intracellular pathways of EV biogenesis, biological functions of EVs, and their analysis. EVs are generated either through the outward budding

of plasma membrane (forming ectosomes, microvesicles and apoptotic bodies) or through the inward budding of the endosomal membrane (forming
exosomes). Once secreted into the systemic circulation, EVs mediate intercellular communication by transferring their biomolecules between distant
cells. Analyzing EVs in biological fluids can help to determine the stage of disease by profiling various EV biomarkers, including proteins, nucleic acids,
metabolites, and lipids. (B) The experimental process of EV profiling. Biological fluids are obtained from patients, and processed prior to the EV
enrichment step. EVs can be enriched from the similarly sized non-EV particles by various methods include ultracentrifugation, density-gradient
centrifugation, size-exclusion chromatography and precipitation. The isolated EVs may require additional sample processing steps to extract analytical
targets depending on the downstream detection method. Finally, intact EVs or extracted target analytes are analyzed by various analytical methods for

protein and RNA detection.

sampling processes for their detection using conventional
assays.”® In addition, EVs display significant heterogeneity in
their molecular constituents, and only a few EVs carry disease-
specific information such as protein mutations.'® As a result,
bulk analysis of EVs may overlook crucial details about sub-
cellular origin, dynamics of EV biogenesis, and rare disease-
specific markers.

Recent advances in chemical biology provide new opportu-
nities for efficient profiling of the molecular contents of EVs. In
the field of EV analysis, a myriad of chemical biology tools have
been harnessed to enhance the analytical performance of
conventional assays.** Immunoassays and NA detection meth-
ods have gained significant attention, given that proteins and
NAs are the primary molecular targets of EV detection. These
chemical biology strategies mostly improve the sensitivity of
traditional bioassays through signal amplification, enhance
specificity by enriching targets in biofluids, and enable multi-
plexed detection of biomarkers, which are challenging in

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

conventional EV bioassays (Table 1). In this review, we explore
pivotal assay technologies advancing molecular profiling of
EVs. Our primary emphasis is on protein and NA detection,
and we highlight how chemical biology tools are contributing
to the development of robust EV assays.

2. EV enrichment
2.1 Immunoaffinity isolation

The primary challenge of liquid biopsy is detecting specific
biomarkers in the complex biofluids that contain various
background biomolecules. Therefore, enrichment of target
biomarkers is crucial to elevate the assay sensitivity and
specificity.®®"®* For enriching EVs, conventional isolation meth-
ods such as ultracentrifugation, size exclusion chromatogra-
phy, and precipitation are widely used in the field.”® These
methods rely on the biophysical properties of EVs, such as size,

RSC Chem. Biol., 2024, 5, 483-499 | 485
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Table 1 Protein and RNA profiling of EVs: challenges and overcoming chemical biology strategies
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Conventional approaches

Novel approaches

Challenges Strategies Limitations  Strategies Chemical biology tools Key features
EV enrichment Ultracentrifugation Purity Affinity-based Immunoaffinity isolation Sensitive
Density gradient ~ Low enrichment Specific
centrifugation throughput
Size-exclusion Time- Simple procedure
chromatography consuming
Precipitation
Analysis of EVRNA  Protein ELISA Low Signal amplification Enzyme reaction Sensitive
and EV protein sensitivity
Western blotting, Complex HCR, RCA Rapid
Mass spectrometry Time- DNA nanostructure, EV-  Simple procedure
consuming liposome fusion, stimuli-

responsive hydrogel

RNA PCR Multiplexed analysis Cyclic imaging Sensitive

RNA sequencing Immuno-sequencing EV heterogeneity
EV glycoprotein Fluorescent protein Signaling Metabolic labeling Metabolic glycoengineer-  Specific
analysis reporters perturbation ing (via bioorthogonal

Covalent EV chemistry) Mild conditions

modification, dysfunction

Lipid dyes Dye

aggregation

Treatment response Protein and RNA  Limited Competitive target Bioorthogonal chemistry  Direct drug-target inter-
monitoring profiling biomarker protein binding action monitoring,

density and solubility. However, conventional isolation meth-
ods often struggle to distinguish EVs from other non-EV
biomolecules with similar physical properties of EVs.®*®” As a
result, downstream immunoassays may exhibit low sensitivity.
Due to these challenges, there is a growing interest in immu-
noaffinity isolation methods.®*®® Immunoaffinity isolations
utilize affinity ligands, such as antibodies or aptamers to enrich
target proteins. Typically, these affinity ligands are functiona-
lized on the surface of solid substrates such as microbeads,**”°
nanoparticles,”" glasses” or PDMS devices,”* and are used to
capture the target biomarker selectively from various back-
ground biomolecules. Immunoaffinity-based EV isolation can
efficiently separate EVs by recognizing and capturing proteins
on the EV’s surface, including tetraspanins (e.g., CD63, CD9,
and CD81) and tumor-specific markers.

Recently, click chemistry has significantly empowered
immunoaffinity-based EV isolation."*”*7® In this approach,
solid substrates are functionalized with one component of
the click reaction, while antibodies are modified with the other
part of the reaction. First, surface protein markers on EVs are
targeted with specific antibodies conjugated with a click han-
dle. By leveraging the fast kinetics and orthogonality of click
chemistry, antibody-targeted EVs are rapidly and selectively
captured on the solid substrates, followed by downstream
molecular characterization to profile marker expression. More-
over, through surface functionalization chemistry, various
materials can be functionalized with the click reaction compo-
nents and implemented for immunoaffinity-based EV isolation
(Fig. 2).

For example, Shao et al. developed a highly sensitive and
rapid EV analytical technique based on immunoaffinity isola-
tion of MVs from glioblastoma (GBM) patient samples.'* In this
approach, surface protein markers on MVs are primarily
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Fig. 2 Schematic diagram of immunoaffinity isolation based on tetrazine
(Tz)/trans-cyclooctene (TCO) click chemistry. Solid substrates are func-
tionalized with Tz either through non-cleavable or cleavable linkers. EVs
are recognized using TCO-conjugated antibodies and captured to solid
substrates through click chemistry. Under mild reduction conditions (e.g.,
DTT), EVs are released without dysfunction, allowing for subsequent
downstream bioassays.

targeted using antibodies modified with ¢rans-cyclooctene
(TCO). These MVs are then captured by magnetic nanoparticles
(MNPs) functionalized with 1,2,4,5-tetrazine (Tz). The fast click
reaction between Tz and TCO enables the rapid capture of MVs
that are expressing target protein markers. In addition, by
using miniaturized micronuclear magnetic resonance (LNMR),
the decay rate (R,) which is proportional to the MNP concen-
tration was directly measured, allowing the quantification of
protein markers on MVs without the need for further down-
stream bioassays. The two-step immunoaffinity capture
approach offers higher capture efficiency compared to direct
MNP-antibody conjugation.””

Integrating immunoaffinity isolation with downstream RNA
profiling further expands the diagnostic potential of EVs.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Following the immunoaffinity-based EV isolation, the EVs are
lysed to extract their RNAs, which are then subjected to profil-
ing such as reverse-transcription PCR (RT-PCR) or sequencing.
With this approach, Sun et al. successfully purified plasma EVs
from pancreatic cancer patients, and identified oncogenic gene
alterations by the profiling of EV RNAs with digital PCR (dPCR)
analysis.”* Alternatively, hiring a cleavable disulfide cross-
linker facilitates a rapid EV purification platform for down-
stream EV profiling. Compared to other bond cleavage meth-
ods, disulfide bonds are easily and specifically cleaved under
mild reducing conditions such as 1,4-dithiothreitol (DTT).
Therefore, after EV capture mediated by click chemistry, expo-
sure to DTT leads to the rapid release of EVs without affecting
their biomolecular composition. For example, Sun et al. devel-
oped an EV purification system aiming for early detection of
hepatocellular carcinoma (HCC).””> In this study, densely
packed silicon nanowire substrates (SiINWS) were functiona-
lized with Tz using a disulfide-containing linker to capture EVs
via Tz-TCO click chemistry. An anti-HCC marker (e.g., EpCAM,
ASGPR1 and CD147) antibody cocktail modified with TCO was
then introduced to isolate HCC-derived EVs. After capturing
HCC-derived EVs, they were released with DTT treatment, and
then lysed for RNA extraction and profiling. By employing a
digital droplet PCR (ddPCR) assay, 10 HCC-specific mRNA
transcripts were quantified from HCC patient samples for early
detection.

3. Analysis of EV RNA and protein

Signal amplification is the most important strategy in biomar-
ker detection, enabling enhanced sensitivity and improved
accuracy.”® This is especially critical for detecting EV biomar-
kers given the challenges associated with their low abundancy.
To detect EV protein biomarkers, various chemical biology tools
have been incorporated into the immunoassays to amplify the
analytical signal. The most common signal amplifiers include
enzyme reactions’® and nucleic-acid based isothermal signal
amplification, such as hybridization chain reaction (HCR)*°
and rolling circle amplification (RCA).®" This section explores
the recent advances in signal amplification strategies tailored
for EV profiling.

3.1 Enzyme reaction

With a focus on high-grade serous ovarian carcinoma (HGSOC),
SAViA (Signal Amplifying Vesicles in Array) was developed as an
extracellular vesicle (EV)-based test for early diagnosis of ovar-
ian cancer (Fig. 3(A)).*> The SAViA assay, integrating EV physi-
sorption and tyramide-assisted signal amplification, increased
analytical sensitivity over conventional immunoassays by more
than 10 000-fold, enabling the detection of a small amount of
EVs (limit of detection (LOD): 600 vesicles) within a practical
microwell-plate format (384 wells). Notably, this SAViA assay
represents the first reported approach for targeting EVs derived
from fallopian tubes. Ongoing evaluation of SAViA in the tumor

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Signal amplification strategies for EV protein profiling. (A) Sche-
matic illustration of SAVIA (signal amplifying vesicles in array). EV surface

proteins are detected by the antibodies and the signals are amplified
through a tyramide-assisted reaction. (B) Signal amplification using HCR.
Bivalent cholesterol (BChol)-labeled HCR initiators are inserted into the EV
membrane, and the signal is amplified using horseradish peroxidase (HRP)-
linked HCR. (C) Schematic of RCA (rolling circle amplification)-assisted
FCA (flow cytometry approach). RCA primer-conjugate aptamers recog-
nize EV surface proteins on the magnetic beads, and the RCA process
amplifies the fluorescent signal. The beads are analyzed by flow cytometry.

mouse model and HGSOC patient samples supports the assay’s
potential for the early detection of ovarian cancer.

DEST (digital extracellular vesicle screening technique) is
another EV analysis method harnessing tyramide-assisted sig-
nal amplification for reliably distinguishing high-risk intraduc-
tal papillary mucinous neoplasms (IPMN) from low-risk
IPMN.”® In DEST, EVs are immuno-captured onto microbeads
via capture antibodies and subsequently detected using bioti-
nylated detection antibodies. This is followed by a tyramide
signal amplification for the fluorescent bead labeling. The
DEST method enables rapid and sensitive detection of both
surface and intravesicular EV proteins. Moreover, the DEST
assay allows for high-throughput digital analysis of clinical
samples and has a broad dynamic range of EV detection.

3.2 Hybridization chain reaction

He et al. developed a signal amplification strategy for the
efficient detection of EV protein markers using hybridization
chain reaction (HCR) (Fig. 3(B)).** In this technique, immuno-
magnetic beads are employed to capture surface proteins of
EVs. Subsequently, bivalent cholesterol (BChol)-labeled DNA
anchors are inserted into the EV membrane. These anchors are
conjugated to HCR initiator sequences and the HCR was
initiated by introducing biotin-conjugated hairpin probes. Fol-
lowing this, binding with horseradish peroxidase (HRP)-linked
streptavidin and enzyme-mediated oxidation leads to a color

RSC Chem. Biol., 2024, 5, 483-499 | 487
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change. This method allows for highly sensitive, accurate, and
reproducible detection of EVs with a LOD of 2.2 x 10° EVs per pl,
outperforming conventional ELISA by a factor of a hundred.

Xing et al. developed the apta-HCR-CRISPR assay, a novel
method that synergizes HCR and CRISPR-Cas12a-based signal
amplification for the direct and highly sensitive detection of
tumor-derived EVs.?* In this study, aptamers undergo HCR
amplification to generate long sequences filled with repeated
CRISPR RNA (crRNA) target sequences. These sequences are
bound to CRISPR-Casl2a, undergo concomitant cleavage,
resulting in a significant amplification of the fluorescent
signal. Employing this strategy, the team successfully detected
nucleolin and programmed death ligand 1 (PD-L1) proteins in
tumor-derived EVs. Impressively, this method achieved a LOD
of 10*> EVs per pul, which is at least 1000 times lower than
aptamer-based ELISA. When applied directly to clinical sam-
ples, the assay demonstrated its potential in identifying nucleo-
lin- and PD-L1-positive EVs, showing promise for enhanced
cancer management.

3.3 Rolling circle amplification

Gao et al. developed an RCA-assisted flow cytometry approach
(FCA) to profile surface proteins and quantify EVs simulta-
neously (Fig. 3(C)).** In this method, EVs are first captured by
CD63 antibody-conjugated magnetic beads. Following this,
aptamers coupled with DNA primers recognize and bind to
the surface proteins of EVs. The subsequent RCA process
generated repetitive DNA sequences, which facilitate the bind-
ing of fluorescent probes. Using a standard flow cytometer, the
research team analyzed various EV protein markers. Notably,
this RCA-assisted FCA technique demonstrated an impressive
detection limit of 1.3 x 10° EVs per mL.

Zhang et al. developed a local fluorescence imaging techni-
que called Digital Profiling of Proteins in Individual EVs
(DPPIE) to analyze multiple proteins in individual EVs.?® This
assay captured EVs from patient plasma samples using an CD9
antibody-engineered biochip. The captured EVs are further
labeled with anti-CD63/EpCAM/MUC1 DNA aptamers, and then
followed by rolling circle amplification (RCA) to amplify local
fluorescence signals. By analyzing the heterogeneity of these
individual EVs, the high-dimensional data collected from each
EV provides more comprehensive information than bulk ana-
lysis like ELISA. Intriguingly, a notably higher proportion of
CD63/EpCAM/MUCI1 triple-positive EVs was found in breast
cancer patients compared to healthy donors. The method
impressively achieved an overall accuracy of 91% for breast
cancer diagnosis. Furthermore, DPPIE has the ability to dis-
criminate between EVs derived from patients with lung squa-
mous and lung squamous cell carcinoma. This innovative
approach to analyzing individual EV heterogeneity presents
promising avenues for uncovering extensive information of
EVs, advancing multi-cancer diagnosis and classification.

3.4 DNA nanostructure

DNA nanostructures are artificial nanoscale constructs created
by self-assembly of DNA molecules as building blocks.*”*®

488 | RSC Chem. Biol., 2024, 5, 483-499
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These structures can be precisely engineered for a specific size,
structure and functionality for application across various
research fields including biosensors,®® nanodevices,”®
bioimaging,”* and drug delivery.”* The ease of functionaliza-
tion and high programmability make DNA nanostructures an
appealing platform to improve assay sensitivity and specificity.
In this section, we explore the versatile applications of DNA
nanostructures in the profiling of protein and RNA biomarkers
of EVs.

In the field of EV biomarker detection, DNA nanostructures
have served as a signal amplifier for protein immunoassays.
Recently, Guo et al. reported a novel signal amplification
technique to examine individual EV surface proteins using a
DNA nanostructure (Fig. 4(A)).>® To enhance the assay sensitiv-
ity, antibodies are conjugated with a circular probe for RCA and
are used for targeting the EV protein markers. Once single-
strand DNA (ssDNA) is elongated on the EV surface through
RCA, these single-stranded RCA products spontaneously
assembled into a compact DNA nanostructure, called a DNA
nanoflower (DNF). By incorporating biotinylated dATP during
the RCA process, the DNF can be labeled with streptavidin
conjugated fluorochromes. This DNF approach not only ampli-
fies the fluorescent signals but also enlarges the size of the EV-
DNF complex, enabling easy visualization of individual EVs via
confocal imaging.

Detecting EV mRNAs remains challenging due to their low
abundance and the complex detection procedures.’® Conven-
tional methods of EV mRNA analysis mostly rely on RT-PCR.°
However, given the low abundance of EV mRNA, conventional
RT-PCR approaches often require a substantial amount of
samples and involve time-consuming procedures to extract
intravesicular EV mRNAs. To overcome these challenges, Han
et al. developed an ultrasensitive assay for in situ measurement
of EV mRNA by combining DNA nanostructure and thermo-
phoretic accumulation (Fig. 4(B)).”® They designed a Férster
resonance energy transfer (FRET)-based DNA tetrahedron (FDT)
probe, designed to passively penetrate EVs and to bind
prostate-specific antigen (PSA) mRNAs within them. When
the target mRNAs are recognized, the FRET signal is activated
due to the proximity of Cy3 and Cy5 fluorophores. They further
enhanced the analytical signal by combining the thermphoretic
effect, initiated by a laser-induced local temperature gradient
to accumulate EVs into the cold-spot region. This DNA
tetrahedron-based thermophoretic assay (DTTA) allows ultra-
sensitive detection of PSA mRNA in serum EVs, with a detection
limit of 14 aM.

The DNA nanostructure also provides a promising solution
for the efficient enrichment of cancer-derived EVs from hetero-
geneous biofluids. Using DNA tetrahedral nanostructures
(DTNs), Lu et al. developed a fast and specific EV enrichment
method based on DNA-nanoweight-assisted centrifugation
(Fig. 4(C)).”” In their approach, EVs are first recognized with
two distinct DTNs conjugated with either a CD63 aptamer
(weight-DTN) or an EpCAM aptamer (HCR-DTN). Once EVs
are bound to weight-DTN, they are cross-linked by hybridizing
the weight-DTN with a double crossover (DX) connector. This

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

process facilitates the enrichment of CD63-positive EVs
through a subsequent low-speed centrifugation step. After EV
enrichment, an HCR is initiated by introducing hairpin probes
targeting the HCR-DTN. This results in spatial separation
between the fluorophore (FAM) and its quencher (BHQ), lead-
ing to fluorescence signal amplification in proportion to the
level of CD63 and EpCAM dual positive EVs. Remarkably, this
dual-aptamer DNA-nanoweight system achieves 1000 times
enhancement of detection sensitivity compared to conventional
ELISA. Moreover, the simultaneous recognition of multiple
surface proteins on EVs improves assay specificity by effectively
removing interference from free proteins.

3.5 EV-liposome fusion

EV-liposome fusion technologies have been developed for
detecting intra-vesicular RNA cargos. These technologies incor-
porate RNA sensing components in liposomes (for example,

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

lipid-polymer hybrid nanoparticles,’® fusogenic vesicles®® and
lipid nanoparticles’®”*°") and deliver them directly to EVs
through EV-liposome fusion. This strategy allows extraction-
free detection of EV RNAs, without labor-intensive and time-
consuming procedures of EV RNA extraction and amplification.
For sensitive intra-vesicular RNA sensing, various sensing com-
ponents including molecular beacons® and catalyzed hairpin
DNA circuit (CHDC)*® have been employed. Most recently,
CRISPR-Cas sensing systems have been loaded into liposomes
and sensitively detect RNAs in EVs. Ning et al. developed a
Cas12a based assay for the detection of SARS-CoV-2 RNA-
positive EVs in monkey and human plasma.'® EVs in plasma
were captured with the CD81 antibody and subsequently fused
with liposome containing reverse transcriptase (RT), a primer
for N gene, Cas12a protein, and a fluorescence-quencher (FQ)
probe. In the fused vesicles, RT mediated recombinase poly-
merase amplification (RPA) amplifies the target and triggers
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capture, the assay enables the detection of EV miRNA among the
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Casl12a-mediated fluorescent signal enhancement for SARS-
CoV-2 diagnosis. Hong et al. showed the potential of multi-
plexed EV protein-miRNA analysis for more accurate cancer
diagnosis (Fig. 5(A))."®" For EV miRNA detection, a liposome
having crRNA, Cas13a, and a FQ probe was designed. After the
fusion of EV and the liposome, hybridization of target miRNA
and crRNA activates Cas13a and subsequently cleaves the FQ
probe, which generates fluorescent signals. Furthermore, they
integrated a gold microdisk array to the liposome-based miRNA
detection system for capturing protein marker-specific EVs and
detect miR-21-5p in the captured EVs (Fig. 5(B)). Using this
assay, the authors not only successfully differentiated ovarian
cancer patients from healthy controls, but also determined that
miR-21-5p-positive and EpCAM-positive subpopulations were
significantly higher than the CD63-positive subpopulation in
patient samples.

3.6 Stimuli-responsive hydrogel

Mechanical metamaterials are artificial composites that exhibit
characteristics not found in conventional materials.'®> They
can be precisely designed to produce unique properties suitable
for various applications.’®*™% Stimuli-responsive metamater-
ials, especially those sensitive to biological signals, are
appealing for the development of biomedical sensing
systems.'%® Hydrogel-based mechanical metamaterials, in par-
ticular, stand out as promising candidates for such biosensing
platforms.’®” "% Leveraging a range of gel chemistries,
hydrogels can be engineered to modulate their mechanical
properties in response to external stimuli, such as pH,"'%'"*
temperature''* and ionic strength.'**''* For biomedical appli-
cations, many of the affinity ligands (e.g., antibodies, aptamers,
and enzymes) can be incorporated into gel-forming polymers.
These receptors can trigger physical changes in the hydrogel,
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like gel formation or deformation, depending in the presence of
target molecules.'"

Taking those advantages of metamaterials, recent studies
have pioneered hydrogel-based optical biosensors for point-of-
care testing. For instance, Zhao et al. introduced an optical
biosensing platform for molecular profiling of EVs utilizing
hydrogel-based mechanical metamaterials."*® This technology,
termed MORPH (mechanical metamaterial operating at a cri-
tical point for hyper-responsive analysis), employs a tempera-
ture and redox reaction responsive hydrogel, acting as a shape-
transforming chiral interferometer (Fig. 6). The hydrogel,
covalently patterned onto a gold-coated glass substrate, is
incorporated with antibodies to capture target biomolecules.
Light-emitting diode (LED) illumination provides plasmonic
heating, tuning the metamaterial to a hyper-responsive state,
often referred to as the ‘critical-point’. When EVs bind to the
antibodies, they generate free radicals through horseradish
peroxidase (HRP) activity to induce localized hydrogel cross-
linking. This HRP mediated crosslinking induces a chiral
transformation of the metamaterial, leading to mechanical
deformation followed by diffraction pattern alterations. These
changes can be readily detected optically, reflecting the bio-
marker composition. Additionally, the team developed a micro-
fluidic system paired with a smartphone-based optical detector
for the analysis of these diffraction patterns, enhancing the
point-of-care applicability of MORPH. When tested with clinical
samples from cancer patients, this system achieved a sensitivity
surpassing conventional ELISA measurements by a thousand-
fold, effectively detecting putative cancer markers (CD24,
EpCAM, and MUC1) and the EV marker (CD63).

4. Analysis of EV heterogeneity

4.1 Cyclic imaging

Current EV analytical technologies for diagnosis predominantly
rely on bulk EV analysis rather than single EV analysis due to
their small size.’"” However, bulk EV analysis necessarily loses
valuable information related to EV biology, tumor heterogene-
ity and rare tumor subtypes."'®'"® To address these issues,

there is a growing interest in developing single EV analysis
technologies using spectral sensing methods. These methods

© 2024 The Author(s). Published by the Royal Society of Chemistry
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include optical microscopy,”>'*® Raman spectroscopy,'>" flow

cytometry,">* and super-resolution microscopy.'?’

Recently, chemical biology tools for cyclic imaging have
been implemented for multiplexed analyses of single EVs to
unravel their heterogeneous composition. For example, Lee
et al. developed a light microscopic single EV analysis (SEA)
technique for multiplexed detection of protein biomarkers in
individual vesicles."** Adapting image cycling methods pre-
viously employed for multiplexed cyclic cell and tissue analyses,
the authors developed a microfluidic device. This device immo-
bilizes EVs on the chip surface through a non-covalent affinity
binding between biotinylated-EVs and NeutrAvidin (Fig. 7(A)).
This immobilization ensures the retention of EVs on a glass
slide through multiple cycles, allowing for on-chip cyclic ima-
ging. In each cycle, EVs are stained with three different fluor-
escently labeled antibodies. After acquiring multi-channel
fluorescence images, the fluorochromes are quenched with
hydrogen peroxide, before proceeding to the next round of
cycling imaging. After completing four rounds of multi-
channel fluorescence staining, twelve protein biomarkers were
profiled in individual vesicles. Using this technique, the
authors validated the markedly heterogeneous profiles of EV
biomarkers across three isogenic glioblastoma multiforme
(GBM) cell lines.

Recent advances in bioorthogonal chemistry have further
improved EV multiplexing technology. Spitzberg et al
employed an innovative bioorthogonal cleavable linker between
an antibody and a fluorochrome."** This linker contains a TCO
moiety that is readily cleaved upon the addition of a functio-
nalized tetrazine scissor (Fig. 7(B)). Its fast kinetics and

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

orthogonality provide a quicker and gentler destaining strategy
compared to the SEA protocol, which relies on fluorochrome
bleaching with hydrogen peroxide. Moreover, the authors
developed a simple flow chamber designed to covalently cap-
ture EVs by functionalizing the cover glass with dichlorodi-
methylsilane. Using this multiplexed analysis of EV technique
(MASEV), they profiled 15 protein biomarkers across thousands
of individual EVs.

4.2 Immuno-PCR and immuno-sequencing

Antibody-DNA based EV profiling can increase the multiplexing
and throughput through sequencing (immuno-sequencing)
and PCR (immuno-PCR). This approach requires the efficient
conjugation of antibodies to oligonucleotides, such as DNA
barcodes, to translate protein identities into DNA sequences."®
A number of chemical biology tools have been employed to
produce antibody-DNA conjugates.'”?° These tools span
non-covalent strategies like biotin-streptavidin coupling®®”
and covalent strategies such as maleimide chemistry, NHS
ester chemistry and a variety of bioorthogonal chemistries."®
In addition, the incorporation of non-natural amino acids
facilitates site-specific DNA conjugation, enhancing the speci-
ficity and sensitivity of antibody-DNA conjugates.'*® The inclu-
sion of cleavable disulfide crosslinker enables the release of
DNA barcodes, allowing for efficient barcode detection via PCR
or sequencing.”*® Recently, numerous studies have adopted
DNA barcode-based immunoassay technologies to explore pro-
tein profiles in EVs."**™33 Moreover, advanced assay strategies
that merge immuno-sequencing with the partitioning of
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individual EVs allow for multiplexed profiling of proteins
within individual EVs (Fig. 8).

For example, Ko et al. developed a single EV immuno-
sequencing method (seiSEQ) that allows multiplexed profiling
of proteins within individual EVs."** This technology labels EVs
with antibody-DNA barcodes and compartmentalizes them
into droplets along with barcoded beads via droplet microflui-
dics. Using different barcodes to define protein types (Ab-
DNAgc) and individual EVs (Bead-DNAgc), sequencing of DNA
barcodes enables the measurement of multiple proteins in
individual EVs. In this approach, the authors utilized dissolva-
ble polyacrylamide cross-linked beads for Bead-DNAgc to max-
imize the assay efficiency. These beads, containing DNA
barcodes, are constructed by crosslinking acrylamide with
disulfide bonds. As a result, they rapidly dissolve when treated
with DTT, releasing the DNA barcode primers. This strategy
enhances the reaction efficiency of barcodes compared to
conventional beads that are immobilized with DNA barcodes.

5. EV glycoprotein analysis
5.1 Metabolic glycoengineering

Metabolic glycoengineering (MGE) of cells with bioorthogonal
chemical groups provides a tool for engineering the surface of
EVs. The surface engineering of EVs aids in visualizing EVs,
tracking their distribution both in vitro and in vivo, loading
drugs in EVs, and guiding programmed EV delivery.'?>'3¢
Conventional strategies, like covalent surface modification
using NHS ester, often result in protein charge shift and protein
3D structure transition, which could lead to dysfunction of

492 | RSC Chem. Biol., 2024, 5, 483-499

EVs."” Lipid dyes (for example, DiO/Dil, PKH67, MemGlow,
ExoBrite) are also often used for visualizing EVs."**"° The
lipophilic nature of the dyes allows them to be incorporated
into the lipid bilayer of the EVs. However, the dyes are easily
aggregated during the labeling process and form non-EV par-
ticles, which are hard to separate from EVs, complicating the
downstream applications."*®'*® For universal EV labeling,
fluorescent proteins (FPs) also can be genetically encoded to
EV cargos such as tetraspanin family members (CD63, CD9 and
CDY)."*"'*> This genetic labeling allows tracking and visualiz-
ing the EV’s biogenesis, secretion, biodistribution and uptake
in living cells and animals. However, genetic incorporation of
large reporter proteins may disturb cellular signaling pathways
for EV biogenesis and trafficking.

Alternatively, a bioorthogonal azide group can be incorpo-
rated into the EV surface through the MGE-mediated sialic
acid metabolic pathway via incubation with tetraacetyl-N-
azidoacetylmannosamine (Ac,;ManNAz) without perturbation
of innate protein properties.'*>'** In this approach, azide
groups are first introduced to the cellular surface proteins
and subsequently incorporated into EVs through the endogen-
ous EV biogenesis pathway. After the MGE, there are two main
approaches for functionalizing the engineered EVs; in situ and
ex situ labeling using dibenzocyclooctyne (DBCO) (Fig. 9).

In situ labeling involves the direct introduction of DBCO-
conjugate functional moieties into cells to generate the func-
tionalized EVs. Fluorochrome-conjugated DBCOs are widely
used to fluorescently label the cell-derived EVs for both
in vitro and in vivo tracking.'*>"*° This in situ labeling method
can produce a large amount of functionalized EVs without
dysfunction. In contrast, genetic engineering with fluorescent

© 2024 The Author(s). Published by the Royal Society of Chemistry
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proteins or bioluminescence reporters, which is prevalent in
the field, can impair biogenesis and influence gene expression
in donor cells. Additionally, in situ labeling does not require a
time-consuming purification process, such as ultracentrifuga-
tion and size exclusion chromatography, to remove unreacted
DBCO compounds. Utilizing this approach, Song et al. gener-
ated Cy5-conjugated EVs derived from human lung adenocar-
cinoma (A549) cells and verified their tumor homing ability
through in vivo tracking in mice bearing A549 tumors.'*®
Furthermore, incorporating cell-specific targeting moieties
can enhance the potential of EV-based, cell-free therapeutics.
You et al. reported a precise surface editing technique to
deliver mesenchymal stem cell (MSC)-derived EVs for rheuma-
toid arthritis (RA) treatment."*® The team incorporated a
macrophage-targeting moiety onto the adipose-derived stem
cell (ADSC)-derived EVs via an in situ metabolic labeling strat-
egy. These engineered MSC-derived EVs showed higher ther-
apeutic efficacy compared to unmodified EVs, achieving a
programmed EV delivery to activated macrophages in the
inflamed joints of RA.

Alternatively, the ex situ labeling approach involves first
isolating the metabolically engineered EVs and then labeling
these EVs with DBCO-conjugated functional groups through
click chemistry. While this approach requires an additional
isolation step, it provides an opportunity to functionalize the
EVs with a broader array of functional groups, including
inorganic materials and large biomolecules."*”**® For example,
Xing et al engineered MSC-derived EVs with an azide
group through MGE and then labeled these EVs with a

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

DBCO-conjugated collagen hydrogel.'*®* By immobilizing MSC-

derived EVs on the collagen hydrogel, prolonged in vivo reten-
tion of the EVs was achieved. This setup improved in vivo
angiogenic activity of the MSC-derived EVs compared to their
non-immobilized counterparts.

6. Treatment response monitoring
6.1 EV drug occupancy analysis

In the past decade, EVs have gained significant attention for
their potential as biomarkers for the treatment response.™*’
Profiling their protein and RNA contents offers insights into
disease progression, treatment responses, and mechanisms of
resistance.'”'****! while the field continues to evolve, Pan
et al. introduced a novel innovative strategy to monitor cancer
treatment by evaluating drug-target interactions in circulating
EVs."” The authors developed a technology, named extra-
cellular vesicle monitoring of small-molecule chemical occu-
pancy and protein expression (ExoSCOPE). This technology
utilizes bioorthogonal probe amplification and spatial pattern-
ing of molecular reactions. It measures EV drug occupancy
through the competitive target protein binding of bioorthogo-
nal click probes and their amplified detection via the deposi-
tion of insoluble optical products (Fig. 10). By assessing EV
drug occupancy, ExoSCOPE evaluates the cellular treatment
potency of various EGFR inhibitors, including afatinib, Osimer-
tinib, and erlotinib. Through the monitoring of EV drug
occupancy in clinical samples, ExoSCOPE successfully
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Fig. 10 Schematic of ExoSCOPE for EV-drug occupancy analysis.

evaluated the treatment outcomes from lung cancer patients
undergoing erlotinib treatment. Overall, this study showcases
the technological advances in EV profiling for activity-based
monitoring of drug-target interaction.

7. Conclusions and perspectives

In the past decade, extracellular vesicles (EVs) have been in the
spotlight as an emerging biomarker for liquid biopsy and as a
regulator of biological phenomenon. Therefore, EV profiling via
the non-invasive liquid biopsy is developing very rapidly not
only as an attractive diagnostic method, but also as a monitor-
ing tool for cellular processes. Although various EV assays have
been developed, isolation and sensitive analysis of EVs from
biofluids remain a challenge. From the perspective of clinical
diagnostics, the time-consuming process of EV purification
presents obstacles to their effective utilization in robust clinical
application. In addition, limited sensitivity for low abundant
target EVs is one of the big hurdles for early diagnosis.'>

Recently, chemical biology tools have been harnessed to
increase the isolation efficiency, detection sensitivity, and
multiplexing analysis capacity of EVs. Here, we review how
chemical biology tools have been applied in various EV isola-
tion and analysis platforms in order to increase their efficiency.
We introduced an efficient and robust EV enrichment strategy
based on immunoaffinity isolation. In particular, we highlight
the recent applications that integrate click chemistry with
immunoaffinity isolation, facilitating the rapid and selective
EV enrichment. Next, we review various chemical biology tools
for signal amplification and multiplexed analysis to enhance
the assay sensitivity and capture EV heterogeneity. Finally, we
explore recent advancements in the field of EV profiling, such
as EV visualization, biosensing platform and treatment
response monitoring. These approaches demonstrated the
importance of interdisciplinary collaboration for the break-
through in EV research. Moreover, these approaches also
provide the following new insights of EV biology; (1) EVs are
highly heterogenous. Each EV subpopulation has distinct
molecular information. (2) In vivo destination of EVs can be
decided by surface modification. (3) Drug occupied proteins are
enclosed to EVs, which are related to the drug response of
cancer patients.
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Hierarchical step-by-step employment of chemical biology
tools assisted in revealing the above mentioned EV biology as
follows. For example, the Weissleder and Lee group has devel-
oped efficient isolation of biomolecules using Tz-TCO click
chemistry,"*”” which is now widely used for EV isolations. They
harnessed the same Tz-TCO click reaction for image cycling to
understand heterogeneity of EVs.'*! Smart structural modifica-
tion of TCO realized chemical bond cleavage with remarkable
yield for successful multiplexed EV imaging. They again utilized
Tz-TCO for single EV analysis by combining droplet encapsula-
tions and immunosequencing. Shao et al. further hired Tz-TCO
click chemistry to monitor drug occupancy of target proteins in
EVs for the first time.'*®> Another example is the utilization of
enzyme based radical reactions for signal amplification. The
Lee and Weissleder group developed the SAViA and DEST assay
using HRP based radical reaction for tyramide polymerization
mediated signal amplification.””®* The Shao group applied
HRP based radical reaction for the deposition of metal'** or
insoluble optical products**® to improve the sensitivity of EV
analysis. The Shao group also achieved excellent EV detection
sensitivity by mechanical transition of a metamaterial using a
HRP based radical reaction.’'® These various smart applica-
tions of existing chemical biology tools suggest new opportu-
nities in EV biology.

Despite the above mentioned recent advances in EV analy-
sis, there are still multiple issues to be solved for bringing EV
profiling to real clinics. (i) Discovery of disease specific EV
markers is urgently required.'”® EV profiling-based diagnosis
has been commonly demonstrated for a specifically targeted
disease instead of differentiating multiple diseases due to the
lack of disease-specific EV markers. A combination of pre-
viously reported disease markers in cell lines or tissues has
been widely used to increase the accuracy of EV based disease
diagnosis."* Due to this limitation, differential diagnosis of
multiple diseases was barely reported. (ii) Another limitation of
EV profiling-based research is the size of patient cohort for
validation.'®® Mostly EV analysis for disease diagnosis is vali-
dated in small patient cohorts.”>* To claim the potential
clinical significance, EV based disease diagnosis should be
demonstrated in the large size of patient cohorts. (iii) Most of
the current EV analysis technologies are high-cost device
dependent assays, which need well-trained technicians.””

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Considering the situation of real clinics, the development of
easily accessible EV assays with low resource setting is highly in
demand. (iv) Ethical issues of EV research should be considered
during the analysis and diagnosis processes. The personal
information of each patient must be handled securely, and
de-identification methods need to be employed for the protec-
tion of patient information. Moreover, false positives and
negatives of EV profiling-based diagnosis can contribute to
unnecessary stress, or treatments of patients. Enhancing the
accuracy of EV profiling based diagnosis would address this
ethical issue."® Researchers need to be aware of these ethical
issues and manage those concerns in clinical applications.

Considering the above mentioned current contributions of
chemical biology tools in EV research, we believe further
understanding of EV biology can be achieved by accelerating
the interdisciplinary collaboration between chemical biology
and biomedical research. Specifically, more precise separation
of EV subpopulations could provide more exact information of
EV cargoes. By increasing the power of multiplexing, the
heterogeneity of EV atlas would be unveiled. The increase in
EV assay sensitivity could achieve very early diagnosis through
the detection of a small amount of disease related EVs. How-
ever, only a limited number of chemical biology tools have been
used to tackle those issues.®>"**'?>13* Tg ghed light on the
unexplored territory of EV biology, we believe that the biggest
challenge of chemical biology in EV research is to develop new
bioorthogonal chemical reactions with superior efficiency. We
anticipate that these future advancements in chemical biology
tools will offer promising avenues for innovating the field of EV
profiling. Chemical biology tools would be further engineered
for nanoscale targets, addressing the issue of sensitivity, speci-
ficity, and EV heterogeneity. Moreover, standardizing the ana-
lytical protocol will make EV profiling robust, facilitating the
translational application of EV profiling in real-world clinical
diagnostics.
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