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Abstract: Extracellular vesicles (EVs) are lipid bilayer enclosed particles which present in almost all
types of biofluids and contain specific proteins, lipids, and RNA. Increasing evidence has demonstrated
the tremendous clinical potential of EVs as diagnostic and therapeutic tools, especially in biofluids,
since they can be detected without invasive surgery. With the advanced mass spectrometry (MS),
it is possible to decipher the protein content of EVs under different physiological and pathological
conditions. Therefore, MS-based EV proteomic studies have grown rapidly in the past decade for
biomarker discovery. This review focuses on the studies that isolate EVs from different biofluids and
contain MS-based proteomic analysis. Literature published in the past decade (2009.1–2019.7) were
selected and summarized with emphasis on isolation methods of EVs and MS analysis strategies,
with the aim to give an overview of MS-based EV proteomic studies and provide a reference for
future research.
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1. Introduction

Although extracellular vesicles (EVs) were first described as ‘platelet dust’ in the late 1960s, it is
now widely accepted that EVs are novel and important mediators for cellular communication by
delivering bioactive molecules from donor to recipient cells [1,2]. Growing evidence has indicated
that the cargo of EVs can reflect the content of their cells of origin and regulate physiological and
pathological processes [3]. To date, EVs are considered as a novel source for biomarker discovery.
With the benefits of liquid biopsy, analysis of EVs in biofluids has emerged as a promising diagnostic
and monitoring tool for many diseases including cancer, neurodegenerative, kidney, and cardiovascular
diseases [1,4,5].

EVs are membrane-enclosed particles that carry many bioactive molecules, including nucleic acids,
proteins, and lipids, from their cells of origin. Based on their intracellular origin, EVs can be classified
into three categories: exosomes, microvesicles (MVs), and apoptotic bodies. Exosomes are classically
defined as the nanoparticles with sizes from 30–100 nm and formed by the fusion of multivesicular
bodies with the plasma membranes; microvesicles, also called ectosomes, are usually described as the
particles with sizes from 100–1000 nm and directly budded from the plasma membrane; apoptotic
bodies (>1000 nm) are often considered as the particles that are released by apoptotic cells [6,7].
Despite apparent differences from their definition, it is difficult to differentiate the types of EVs after
their release. It has been shown that the size of exosomes and microvesicles has a considerable
overlap [7]. Currently, most of the isolation methods described in this review result in the mixed
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population of EVs. In addition to the physical heterogeneity, EVs are also highly heterogeneous
in their cargo composition. Significant efforts have been made with the aim to comprehensively
categorize EV subtypes, such as building an extensive and up–to–date database for EVs including
ExoCarta, Vesiclepedia, and EVpedia [8–11]. However, consensus regarding the molecular markers to
unambiguously distinguish the types of EVs remains to be a problem. Therefore, ‘extracellular vesicle’,
which is suggested by the International Society of Extracellular Vesicles (ISEV), is used here for all the
secreted vesicles [12].

Due to their tremendously diagnostic and therapeutic potential, EVs have gained increasing
attention in the past decade, as shown by the number of publications (Figure 1). However, most
of the studies focus on the nucleic acid content of EVs, such as microRNA or messenger RNA.
With its improvements on sensitivity and high-throughput, mass spectrometry (MS) has become the
fundamental technique of proteomics in recent years. Nowadays, MS has the capability to identify
and characterize the protein content of EVs [6]. In the past decades, MS has been utilized to study
EV proteome in various diseases, such as cancer and cardiovascular diseases [13,14]. This review
will focus on publications within ten years that contain MS-based studies for EV proteins in human
biofluids, such as urine, plasma, and saliva, rather than studies of EVs from laboratory animals or cell
cultures and without any MS characterization. The references may be not comprehensive, but we try
to highlight the recent improvements on isolation and MS strategies used in studies of EV proteome.

Figure 1. Publication trends on extracellular vesicle studies in the past decade (2009.1 to 2019.7).
Publications were selected by searching the keyword “extracellular vesicle” in the Web of Science from
the year of 2009.1 to 2019.7. x axis: year; y axis: number of publications.

2. Isolation Strategies for Extracellular Vesicles in MS-Based Proteomic Studies

EVs in biofluids are several orders of magnitude lower than other abundant components, such
as lipoprotein particles, protein aggregates, and soluble proteins, including albumin in blood and
Tamm-Horsfall protein (THP) in urine, which could interfere with the characterization of EVs [15,16].
Thus, the isolation step is required for all EV studies. In a typical MS-based bottom-up proteomic
workflow, an additional isolation step for EVs is applied before the protein extraction and digestion
(Figure 2). The commonly used isolation methods are either through the physical property of EVs, such
as density and size, or based on the chemical property of EVs, such as through interacting with surface
proteins of EVs, to achieve isolation [15]. Even though microfluidics-based devices hold promising
potential for rapid and efficient isolation of EVs from biofluids, their low processing capacity greatly
limits the downstream analysis due to the insufficient amounts of proteins [17]. Hence, this review
will discuss the isolation methods, which could provide successful downstream MS-based proteomic
EV studies and give an update for the ten-year improvements on isolation methods which are used in
MS-based workflow studies.
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Figure 2. A general workflow of mass spectrometry (MS)-based proteomic extracellular vesicle (EV)
study. EVs are firstly isolated from various biofluids, and EV proteins are extracted by adding
detergent or non-detergent containing lysis buffer. The extracted EV proteins can be separated
by gel electrophoresis and digested in-gel before MS analysis. Alternatively, digestion can be
performed after protein extraction, and the generated peptides are either fractionated by liquid
chromatography (LC) before MS analysis or directly subjected to MS analysis. The MS analysis can be
conducted in data-dependent acquisition (DDA) or data-independent acquisition (DIA) for discovery
EV studies or multiple reaction monitoring (MRM) for target EV studies. Differential expressed
EV proteins also can be revealed by quantitative MS analysis via label-free or labeled quantitative
proteomics. CSF: cerebrospinal fluid; FASP: filter aided sample preparation; SCX: strong cation
exchange chromatography; RP: reverse phase chromatography; TMT: tandem mass tag; iTRAQ: isobaric
tag for relative and absolute quantitation.

2.1. Sample Storage and Processing Conditions

Inappropriate storing and processing conditions can significantly affect the EV characteristics
and recovery from biofluids, thus increasing pre-analytical variances or bringing artificial results.
However, this aspect is not the focus of this review, and several comprehensive review or research
papers have covered this topic [11,15,18–20]. Herein, some suggestions which are important and have
been universally understood by the community are listed. In general, samples should be processed
immediately after collection and in minimal waiting periods between each processing stages. Aliquots of
samples are recommended in order to avoid multiple freezing–thawing cycles during whole processes.
To obtain better EV recovery and preserve their characteristics in the biofluids, storing samples at
−80 ◦C before EV isolation is important for long time storage [18,21–23]. However, one should be
aware that there are no strict standards regarding sample storage and processing conditions for now.
Most studies focus on the effects on concentration, size, RNA content, or some of the marker proteins
of EVs under different conditions [18,21,24]. The comprehensive proteomic studies are still needed for
evaluating the effects on protein content. In addition, each type of biofluid has special considerations
which should be noticed before starting experiments.

2.2. Density-Based Isolation

Differential ultracentrifugation (dUC) as the current gold standard is the most commonly used
isolation method of EVs. A recent worldwide survey of ISEV members has reported that 80% of EV
isolation was conducted by dUC [25]. Biofluids typically contain a multicomponent mixture of particles
that differ in sizes and densities, thus resulting in different sedimentation rates. During dUC, smaller
particles can be isolated from larger ones according to their sedimentation rates by a successive increase
of centrifugation forces and durations [26]. Although the details of protocols used by different groups
are different to some extent, the general steps should be similar which usually include consecutively
pelleting the apoptotic bodies and cell debris, the MVs, and the exosomes, as shown in Figure 3.
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In most cases, samples are usually diluted by phosphate-buffered saline (PBS) before centrifugation
to decrease their viscosity [27]. This dilution not only can increase the purity of EVs by decreasing
the co-isolated contaminants, such as protein aggregates, but also can improve the efficiency of EV
isolation since higher viscosity resulted in lower sedimentation efficiency [16,18,28]. After dilution,
one or more centrifugation steps at 1000–3000× g are applied to remove dead cells and cell debris [15].
For example, a 30 min centrifugation at 2000× g can be used for viscous fluids according to one of the
most cited protocols from Théry et al. [27].

Figure 3. A basic differential ultracentrifugation (dUC) workflow for isolation of MVs and exosomes.
Biofluids are diluted by phosphate-buffered saline (PBS) before centrifugation. Dead cells and cell debris
are removed as pellets during the centrifugation at 1000–3000× g. Further centrifugation of supernatant
at 10,000–20,000× g facilitates the isolation of MVs from exosomes. Finally, the recovery of exosomes is
achieved by ultracentrifuging the 10,000–20,000× g-derived supernatant at 100,000–200,000× g.

Afterward, higher speed centrifugation, such as 10,000–20,000× g, typically follows to isolate
MVs in the biofluids (Figure 3) [29,30]. The so-called ultracentrifugation at 100,000–200,000× g for
hours is normally used to isolate exosomes from samples (Figure 3) [15,31]. Chutipongtanate et al.
collected urinary MVs at a 20 min-centrifugation of 10,000× g before proceeding to prepare urinary
exosomes at 100,000× g for 1 h [32]. Sun et al. also isolated MVs and exosomes from saliva samples by
sequentially centrifuging at 10,000× or 20,000× g for 1 h and 100,000× or 125,000× g for 2.5 h, with
785 proteins identified from MVs and 910 proteins from exosomes [33]. Table 1 lists the details of
centrifugation force and time from the selected EV studies for future reference. Their corresponding
MS strategies and results are also included in Table 1. Rather than using common gel-based bottom-up
proteomics, different methodologies on MS-based workflow were also developed and applied to
EV studies as summarized in Table 1, such as different liquid chromatography (LC) fractionation
methods, digestion strategies, and MS acquisition approaches, which will be discussed in Section 4.
Many exosomes studies discarded the pellets resulted from 10,000–20,000× g before ultracentrifugation
at 100,000–200,000× g (Table 1). However, Whitham et al. recently isolated EVs at 20,000× g for 1 h
to study the exercise-induced EV proteome and found that a host of small-vesicle and exosomal
markers, such as SDCBP, TSG101, PDCD6IP (ALIX), CD63, and CD9, identified in 20,000× g-derived
EV lysates. Further quantitative studies revealed that no significant differences were observed in any
EV markers between samples subjected to 20,000× or 100,000× g centrifugation. They claimed that a
quantitative proteomic analysis of small-vesicle and exosomal protein cargo was possible with the
20,000× g centrifugation for 1 h rather than prolonged centrifugation at 100,000× g [34]. Besides, Kim
et al. claimed that centrifugation at 40,000× g could provide comparable or improved results relative
to ultracentrifugation at 110,000× g [35]. Those studies may imply that the purity of exosome samples
yielded by dUC are obtained with the cost of exosome loss during centrifugation at 10,000–20,000× g.

The pellets of interest are usually washed once at the final steps by resuspension and
centrifugationagain. It has been demonstrated that less washing can result in a higher EV yield, but also
have more contaminants [36]. Therefore, the balance between yield and purity should be judged when
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adopting protocols. It is also worth noting that the efficiency of isolation is not only dependent on the
viscosity of the samples, centrifugation force, and time, but also on rotor type since sedimentation path
lengths are dependent on the type of rotors used and different distances from the rotational axis could
result in differences in the g-force. Cvjetkovic et al. applied a 70 min centrifugation at 100,000× g for
exosome isolation on three different rotors and found that the yield and purity of exosomes obtained
were significantly different [37]. To address this issue, a web-calculator was developed by Livshits et al.
to adjust the common dUC protocol to the “individual” dUC protocol [26]. Therefore, one should be
aware that proper modifications are necessary when adopting dUC for different types of biofluids and
laboratory settings in order to achieve optimal isolation.

Table 1. Selected MS analysis for EVs obtained from centrifugation-based isolation.

Isolation Proteomic Sample
Preparation Mass Spectrometry Sample

Origin Number of Proteins Year Study

19,000× g for 120 min 2D-LC/MS: SCX as 1st
dimensional LTQ ion trap plasma 1806 proteins 2017 [30]

Sucrose cushion at 100,000×
g for 90 min

2D-LC/MS: C18-SCX
stage-tip as 1st

dimensional
Q-Exactive serum 702 proteins 2017 [38]

100,000× g for
90 minincubation with DTT

iTRAQ
2D-LC/MS

LTQ-Orbitrap Velos
Elite urine

4710 proteins in total
and 3528 proteins for

quantification
2017 [39]

Sucrose cushion at 100,000×
g for 90 min

iTRAQ
2D-LC/MS: high pH as

1st dimensional
Orbitrap Fusion Lumos semen 3699 proteins in total 2018 [40]

110,000× g for 70 min FASP Q Exactive serum 655 proteins 2018 [41]

10,000× g, 20 min for MVs
and at 100,000× g, 1 h for

exosomes
in-solution digestion SWATH-MS

TripleTof 5600+
urine Targeted data analysis

for 888 proteins 2018 [32]

Density ultracentrifugation
at 270,000× g, 1 h and
incubation with DTT

in-solution digestion MSE urine 1877 proteins 2011 [42]

100,000× g for 180 min in-solution digestion L Q-Exactive Orbitrap umbilical
cord blood 211 proteins 2015 [43]

200,000× g, 1 h
and incubation with DTT in-gel digestion LTQ Orbitrap XL and

LTQ Orbitrap Velos urine 1989 proteins in total 2012 [44]

100,000× g for 90 min in-solution digestion LTQ Orbitrap Velos saliva 381 proteins 2015 [45]

200,000× g for 90 min and
incubation with KBr

iTRAQ
LC off-line separation

MALDI * tandem mass
spectrometry plasma not report 2010 [46]

Sucrose cushion at 192,000×
g for 15–18 h in-gel digestion Q-Exactive breast milk 1963 proteins 2016 [47]

20,000× g for 1 h for MVs in-solution digestion Q-Exactive/Plus plasma 3294 proteins in 4 h
LC/MS 2015 [29]

10,000 or 20,000× g, 1 h for
MVs; 100,000 or 125,000× g,

2.5 h for exosomes
SDS-PAGE FASP Q-Exactive saliva

785 proteins for MVs;
910 proteins for

exosomes
2018 [33]

20,000× g, 1 h for MVs;
100,000× g, 1 h for

exosomes
in-solution digestion LTQ-Orbitrap Velos Pro plasma

9225 phosphopeptides
in MVs;

1014 phosphopeptides
in exosomes

2017 [48]

100,000× g for 70 min in-gel digestion LTQ-XL CSF

91 proteins identified
from

control466 proteins
identified from disease

2018 [49]

* MALDI: Matrix-assisted laser desorption/ionization.

dUC has been utilized to isolate MVs and exosomes from different types of biofluids, such as
plasma, urine, saliva, breast milk, and semen, as listed in Table 1. But the EV pellets obtained from
dUC are usually contaminated with some co-sediment high abundant components in the biofluids
including lipoprotein participles, protein aggregates, and high abundant soluble proteins, which
significantly affect the downstream MS analysis. To improve the purity of isolated EVs, density
gradient (DG) flotation, such as the sucrose gradient or OptiPrep velocity gradient (iodixanol gradient),
is developed and incorporated into the dUC protocol [15,50]. Although the density of MVs remains
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unclear, the density of exosomes is 1.13–1.19 g/mL [14]. Upon centrifugation, EVs migrate to the
surrounding medium if their densities are same, resulting in further purification of the EVs from other
contaminants. For example, the purified exosome pellets from dUC are resuspended into PBS and
overlaid on a 30% sucrose cushion with centrifugation at 100,000× g [27]. The EV samples can be
further fractionated by a step DG using a series of solutions with different density. Iwai et al. used a
series of sucrose solutions with concentrations at 2.0, 1.6, 1.18, and 0.8 M and iodixanol solutions with
concentration at 50%, 40%, 30%, and 20% to separately isolate exosomes from saliva and collect fractions
from different densities [51]. A recent proteomic comparative study was performed to evaluate the
dUC and DG and found that DG reduced the presence of co-isolated proteins aggregates and other
membranous particles [52]. In comparison to the sucrose gradient, the OptiPrep velocity gradient is
reported to perform better at removing some lipoproteins and preserving the size of the vesicles in the
gradient [15]. One of the reasons is that the osmotic pressure of sucrose is higher than iodixanol, which
could damage EVs in the samples [51].

Some additional strategies are also included in the dUC workflow to increase the purity of EVs for
different types of biofluids. THP (also called uromodulin) is a highly abundant protein in urine and can
form a polymeric network to trap exosomes during centrifugation at 10,000–20,000× g. To alleviate this
effect and increase the yield of exosomes, incubation of the crude exosome pellets with dithiothreitol
(DTT) or 3-[(3-cholamidopropyl)dimethylammonio]-1-propanesulfonic (CHAPS) were developed.
DTT could denature THP, thus inhibiting aggregation and allowing THP to be removed from the
supernatant. Moon et al. resuspended the 200,000× g-derived urinary pellets in the sucrose solution
and incubated with 60 mg/mL DTT at 60 ◦C for 10 min before DG. A total of 1877 urinary exosome
proteins were identified in MSE analyses [42]. But one of the side effects caused by DTT is that exosomal
protein remodeling as DTT is a strong reducing agent and may reduce the exosomal proteins, thus
resulting in detrimental effects on their biological activity. Musante et al. used CHAPS which is a mild
detergent and known to solubilize THP to replace DTT. They found that CHAPS did not affect vesicle
morphology or exosomal marker distribution and preserved better biological activity. Further MS
analysis revealed that 76.2% of proteins recovered by CHAPS were identified in those treated by
DTT [53]. In addition, Barrachina et al. used KBr in a similar mechanism for plasma samples to reduce
lipoproteins in EV samples by solubilizing them [54]. Alternative strategies to improve dUC can be
achieved by combinational usage with other types of isolation methods, such as filter device or size
exclusion chromatography (SEC). Those combinational methods not only can improve the purity of
EVs, but also can dramatically reduce the overall processing time. Details will be presented in the
following subsections.

2.3. Size-Based Isolation

Size-based isolation, such as filtration and size exclusion chromatography (SEC), is another type
of isolation method, which can be used alone or with other methods to isolate EVs from biofluids.
For filtration, samples are passed through a membrane with a specific pore size by centrifugation or
pressure. Centrifugation-based filter devices have been reported to yield approximately three-fold
greater EVs than that prepared by pressure-driven filter devices [55]. Filters made by different materials
have been demonstrated as a fast and simple alternative to dUC. Merchant et al. applied a pore size 0.1
µm of commercially available VVLP (hydrophilized polyvinylidene difluoride) disc membranes to
isolate urinary exosomes before MALDI (Matrix-assisted laser desorption/ionization) TOF analysis,
and filtration of 50 mL urine samples was achieved within 15 min [56]. Musante et al. developed
a “hydrostatic filtration dialysis” process to isolate urinary EVs. Urine samples were centrifuged at
2000× g before loaded onto a dialysis membrane with a molecular weight cut-off (MWCO) of 1000 kDa.
They found that centrifugation at 2000× g allowed to remove the bulk of THP without losing exosomes.
By using the dialysis membrane with MWCO of 1000 kDa, solvent, together with all the analytes below
1000 kDa were pushed through the mesh of the membrane due to the hydrostatic pressure of the urine.
This method avoided the laborious and time-consuming steps of dUC, while the yield of EVs from this
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dialysis membrane was reported to outperform the dUC [57,58]. Sequential usage of different types of
filters was also explored to isolate EVs. A three-step protocol was established based on sequential
steps of dead-end pre-filtration, tangential flow filtration, and low-pressure track-etched membrane
filtration. But this sequential filtration step was tested for cell culture, not for biofluids [59]. Instead of
used alone, filtration is more commonly used with other types of methods for EV isolation, such as
with dUC as a concentration/enrichment step with the aim to concentrate the samples and reduce the
processing duration. For example, a 0.22 µm filter device is the most used filter device in EV studies to
remove components with a diameter exceeding ca. 200 nm and as one of the processing steps in the
dUC [16,60]. In the protocol of Théry et al., the pellets yielded by 2 h of centrifugation at 110,000× g
were resuspended in PBS and passed through a 0.22 µm filter before another round of centrifugation at
110,000× g [27]. Shiromizu et al. further simplified the steps by initially using a 300× g centrifugation
followed by a filtration step with a 0.22 µm filter to obtain the exosomes crude before a 30% sucrose
DG in colorectal cancer biomarker studies [38]. The hydrostatic filtration dialysis can also be used as a
pre-enrichment step for dUC to isolate urinary EVs [61].

Despite that the filtration is fast and has the capability of high throughput for EV isolation,
the filters can be easily blocked resulted from trapping vesicles or other contaminant aggregates. SEC as
another type of size-based isolation strategy has not been normally reported with this limitation posed
by filtration [16]. For SEC, samples are loaded onto a column packed with heterogeneous polymeric
beads, such as Sepharose, with diverse pore size. In general, the larger molecules are eluted earlier
than the smaller ones since the smaller molecules can enter more pores than the larger ones, thus eluted
later. Menezes-Neto et al. used SEC as a stand-alone methodology for isolation of EVs. They packed
Sepharose CL-2B into a syringe and isolated exosomes from a 1 ml plasma after centrifugation at 500×
g for 10 min. A total of 269 proteins were identified from the plasma of one healthy donor on an LTQ
Orbitrap Velos mass spectrometer [62]. However, Karimi et al. also packed Sepharose CL-2B beads
into a Telos solid phase extraction column and found that this SEC column failed to separate EVs from
lipoproteins. Instead of using SEC alone, they overlaid a 6 mL plasma on top of an OptiPrep cushion and
centrifuged at 178,000× g before SEC separation. The combinational usage of the density cushion and
SEC reduced about 100-fold lipoprotein particles in the EV samples with 1187 proteins identified. [63].
SEC was also reported as an alternative step to replace the final step of dUC. Smolarz et al. used the SEC
to isolate exosomes instead of ultracentrifugation at 100,000–200,000× g. Briefly, serum was centrifuged
at 1000× g and 10,000× g for 10 and 30 min, respectively. The generated supernatant was filtrated using
a 0.22 µm syringe filter unit before loading onto the micro-SEC column to isolate exosomes. A total of
267 proteins were identified by the downstream LC/MS analysis [64]. A commercial size-exclusion
chromatography column, qEV, was also used to extract EVs from saliva and tears to study primary
Sjögren’s syndrome [65]. One of the problems faced by SEC is the increased sample volume obtained
after elution, resulting in an extra concentration step for the downstream EV analysis. Foers et al.
compared ultracentrifugation and ultrafiltration for the concentration of the SEC eluent. They loaded
10,000× g supernatant of human synovial fluid into a HiPrep 26/60 Sephacryl S-500 HR prepacked gel
filtration column. This column contains a hydrophilic, rigid allyl dextran/bisacrylamide matrix and
allows for large sample volume input and small EV infiltration. SEC fractions were concentrated by
either ultracentrifugation at 100,000× g for 90 min or passing an Amicon Ultra-15 100 kDa cellulose
ultrafiltration device. They found ultrafiltration could avoid artifactual aggregation of EVs with
contaminants, such as extracellular debris, which were typically observed in samples prepared by
ultracentrifugation [66].

2.4. Precipitation-Based Isolation

Polymer precipitation-based isolation has the benefits of commercial availability and easy
processing and is now widely applied to isolate EVs from the biofluids under many disease statuses,
such as colorectal cancer, epithelial ovarian cancer, and rheumatoid arthritis [67–69]. This type of
isolation method is initially used in viral studies by forming a polymer network to decrease the
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solubility of all components present in the sample [70]. The whole procedure includes mixing an
appropriate volume of a polymer solution with samples and incubation. Then, the precipitated EVs
are recovered by low-speed centrifugation. The polymer solution could be from a commercial kit,
such as ExoQuick, Total Exosome Isolation, and ExoSpin, or home-made polyethylene glycol (PEG)
solution [14]. Comparative studies have been conducted to evaluate the EVs isolated by different
commercial kits in order to facilitate the choice of isolation methods. Ding et al. compared three
commonly used commercial kits for EV isolation, including Total Exosome Isolation, ExoQuick,
and RIBO Exosome Isolation Reagent. They found that the size of the majority of particles isolated by
those kits was from 30–150 nm, while RIBO generated the highest particle yields. Further western
blot (WB) results revealed that ExoQuick was the most efficient method by evaluating the marker
proteins of CD63 and TSG101 [71]. Lobb et al. found that ExoSpin performed significantly better in
avoiding co-isolation of contaminating proteins and yielded higher levels of EV markers compared to
ExoQuick [55].

Although easy–to–use EV commercial kits are now widely used, home-made PEG has relative
low-cost of EV preparation. Weng et al. added PEG into samples with a final concentration of 10% and
incubated the samples at 4 ◦C for 2 h before recovery at centrifugation of 3000× g. Then a second-round
of PEG precipitation was followed in order to improve the purity of EVs. The downstream MS analysis
identified a total of 6299 protein groups from HeLa cell culture supernatant. Unfortunately, they did
not test any biofluid sample in the study [72]. PEG has also been demonstrated to be used together
with ultracentrifugation. Rider et al. purified the EVs resulted from one-round of PEG precipitation by
further centrifugation at 100,000× g for 70 min [73]. Instead of isolating EVs by precipitation, aqueous
two-phase systems (ATPSs) were proposed by Shin et al. They used a PEG/dextran ATPS to isolate
EVs from the tumor interstitial fluid based on the mechanism that different kinds of particles are
effectively partitioned to different phases in a short time. Their comparative studies showed that ATPSs
could recovery about 70% of EVs from the EV protein mixtures, whereas the recovery for dUC and
ExoQuick were about 16% and 40% [74]. But one should notice that EVs isolated by precipitation may
be contaminated by polymer molecules, such as PEG, which is well-known for interfering in MS-based
proteomic analysis. Therefore, it is necessary to remove those polymer molecules before MS analysis.

2.5. Affinity-Based Isolation

Apart from size and density, EVs share some common characteristics, like general protein
composition and lipid bilayer structure. By utilizing those common characteristics, affinity-based
isolation could achieve the isolation of EVs from complex biological samples. The main principle of
affinity-based isolation is via the interaction between the surface markers of EVs with the antibody,
molecules, or function group immobilized onto various carriers to separate EVs from the analyzed
biofluids. Among those methods, immuno-based isolation is the most widely available and used
method [15,75]. Some proteins have often been used as exosome-associated markers including the
tetraspanin family (such as CD8, CD9, CD61, CD63, CD81, and CD82), cytoplasmic proteins (such
as tubulin, actin, actin-binding proteins, annexins, and Rab proteins), and heat shock proteins (such
as Hsp70, and Hsp90). Therefore, the antibodies against those common proteins coupled to different
carriers have been utilized to isolate EVs [76–78]. Hildonen at el. isolated urinary exosomes from
healthy subjects by immunocapture on magnetic beads. They coupled the antibody cocktail against
CD8, CD61, and CD81 to magnetic beads. By digestions on beads in non-detergent containing buffer,
they studied the outer membrane-associated proteins of exosomes and found 49 proteins associated or
bound to membranes [76]. Antibody against tetraspanins was also shown to immobilize on highly
porous monolithic silica microtips and applied to investigate lung cancer biomarker proteins on
exosomes in serum samples. The subsequent MS analysis had identified 1369 proteins [77]. In addition
to those common markers of EVs, immuno-based isolation was also explored to isolate the desired
groups of EVs because the function of EVs appears to be determined by its specific protein content.
For example, anti-EpCAM-coupled microbeads were employed to extract epithelial tumor-derived
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EVs from plasma since it has been demonstrated that exosomes from epithelial tumors express EpCAM
(epithelial cell adhesion molecule) on their surface [78,79]. Tauro et al. isolated two distinct populations
of exosomes released from organoids derived from the human colon carcinoma cell line LIM1863EVs,
via sequential immunocapture using anti-A33- and anti-EpCAM-coupled magnetic beads [80].

In addition to antibodies, some EV-binding molecules, such as specific peptides including
venceremin or Vn, and heparin, were also investigated to isolate EVs [14]. Vn, a novel class of peptides,
which exhibit the specific affinity for heat shock proteins were selected for isolation of EVs from breast
cancer [81]. Bijnsdorp et al. compared the urinary EVs isolated by Vn-96 and dUC and found that more
than 85% of the proteins were identified both in EVs isolated by Vn and dUC. But the Vn96-peptide
offered easier and time convenient methods in comparison with dUC [82]. Heparin is a highly sulfated
glycosaminoglycan and has recently been used to isolate the EVs in which the surface contains the cell
surface receptor, heparan sulfate proteoglycans. Balaj et al. incubated plasma with heparin-coated
beads overnight and further processed the enriched samples by ultracentrifuging at 100,000× g for
90 min or a 100 kDa MWCO filter. The EVs isolated by heparin-affinity beads were detected to contain
the EV marker of Alix and lower level of protein contamination [83].

Affinity for targeted proteins on the surface of EVs can be problematic for general EV studies
since an unreliable analysis could be obtained due to the exclusion of EVs without targeted proteins.

Therefore, an affinity for the lipid membrane structures of EVs is utilized. Gao et al. recently
adopted the TiO2 material, which is commonly used for the enrichment of phosphopeptides to isolate
EVs. Through the interaction with the phosphate groups on the lipid bilayer of EVs, TiO2 can enrich
EVs from serum within 5 min [84]. Tan et al. also focused on the membrane lipid as the target and
used phospholipid-binding ligands to extract plasma EVs. Based on previous studies, EVs could
be differentiated by their membrane phospholipid composition, specifically GM1 gangliosides and
phosphatidylserines. They found two distinct groups of EVs by using cholera toxin B chain (CTB) and
annexin V (AV), which, respectively, binds GM1 ganglioside and phosphatidylserine [85]. Nakai et al.
developed a novel method for EV purification by using Tim4 proteins. Tim4 proteins can capture EVs
via the specific interaction with the phosphatidylserine displayed on the surface of EVs and release
the EVs by adding Ca2+ chelators. They claimed that the lower contaminations were found in the EV
samples isolated by Tim4 proteins [86].

3. Comparative Studies for Isolation Methods of EVs

Among the isolation methods discussed above, it is generally thought that dUC is time-consuming.
Filtration has the risk of stuck EVs in the membrane pores, while SEC is not ideal for large scale isolation.
Although precipitation-based and immuno-based methods usually involve easy processing, the purity
of EVs from precipitation is often problematic and affinity-based isolation is often considered as a good
technique for isolation of sub-populations of EVs [16]. However, it is more reasonable to evaluate
each isolation method based on the detailed protocol used and criteria of evaluation in each study.
Otherwise, purity, efficiency, and reproducibility of different isolations could easily confound literature.
For example, Kalra et al. performed a comparative evaluation of three exosome isolation techniques:
dUC, anti-EpCAM conjugated microbeads, and OptiPrep DG. Their results suggested that the OptiPrep
DG was superior in isolating pure exosomal populations by comparing the level of highly abundant
plasma proteins which were detected by MS in the isolated plasma EV samples [79]. Those three
methods were also compared by Greening et al. in a cell model. Based on the quantitative MS results
for the identified exosome markers and proteins associated with EV biogenesis, trafficking, and release,
anti-EpCAM was shown to be the most effective method to isolate exosomes [50]. Results from those
two comparative studies can be explained by the differences in the sample types, details of protocols,
and criteria of evaluation used in each study. Therefore, the selected studies for evaluation of different
EV isolation methods are listed in Table 2 for better interpretation of each isolation. One thing to
be mentioned is that the comparative studies listed in Table 2 also include the studies based on cell
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cultures, animals, and characterization of EVs by other methods, and are not just based on biofluid
samples and analyses of MS.

Table 2. Selected comparative studies for EV isolation.

Isolation Methods Characterization Techniques Samples Study

dUC, SEC
NTA, Dissociation-enhanced

lanthanide fluorescence
immunoassay, WB, TEM

rat plasma, cell culture [87]

dUC, SEC TEM, AFM, WB, MS cell culture [88]

Affinity-based (exoEasy kit) and SEC (qEV) WB, TEM, NTA, lipid quantification
kit, RNA quality plasma [89]

dUC and Commercial kit from Invitrogen,
101Bio, Wako and iZON

Dynamic Light Scattering,
immunoblot analysis, qRT-PCR, MS,

Cell Proliferation Assay
cell culture [90]

dUC, precipitation (ExoQuick, Total
Exosome Isolation Reafent, Exo-PREP) and

SEC (qEV)
TEM, NTA, WB cell culture [91]

Lectin-based, Exoquick, Total exosome
Isolation and in-house modified procedure

WB, Reverse transcriptase and
qPCR, EM urine [92]

dUC, precipitation (ExoQuick, Total
exosome isolation, PEG, Exo-spin),

filtration (ExoMir)
NTA, Flow cytometry, WB, PCR, serum [93]

dUC, filtration (Stirred cell and Centricon),
OptiPrep DG, ExoQuick, Exo-spin, SEC

Tunable resistive pulse sensing, EM,
WB cell culture and plasma [55]

SEC and Exo-Spin NTA, Flow cytometry, MS plasma [62]

dUC, anti-EpCAM, OptiPrep DG MS, WB, TEM plasma [79]

Nanomembrane ultrafiltration, dUC and
dUC-SEC MS, TEM, WB urine [94]

dUC, anti-EpCAM, OptiPrep DG TEM, CryoEM, MS cell culture [50]

Sucrose DG and ExoQuick TEM, NTA, WB serum [95]

* EM: electron microscopy; TEM: transmission electron microscopy; NTA: nanoparticle tracking analysis AFM:
atomic force microscopy; WB: western blot.

As shown in Table 2, many studies have compared the EV isolation by different techniques; thus,
according to different criteria. Different criteria were also applied, even if the same technique was
used for assessment [55,88,92,94]. WB for EV marker proteins is one of the commonly used methods to
compare the efficiency of EV isolation. But how many and which marker proteins should be chosen for
the good comparison has not been well established. Lobb et al. provided a comparative analysis of
four EV isolation techniques. dUC, ultrafiltration, SEC, OptiPrep DG, and precipitation (ExoQuick and
ExoSpin) were used to isolate EVs from cell culture and plasma. By comparing the levels of exosomal
markers of HSP70, Flotillin-1, and TSG 101 in WB, precipitation protocols provided the least pure
preparations of EVs, whereas SEC isolation was comparable to DG purification of EVs [55]. In a similar
way, Royo et al. tested the EV isolation of lectin-based purification, Exoquick, Total Exosome Isolation,
and an in-house modified EV isolation procedure via WB of eight EV protein markers including CD9,
CD10, CD63, TSG101, CD10, AIP1/Alix, AQP2, and FLT1. They observed that the levels of different
EV marker proteins varied by different isolations and, thus, suggested that different methods isolated
a different mixture of urinary EV marker proteins [92]. Evaluation of EV isolation by MS also lacks
criteria to make a universal, comprehensive comparison. Rood et al. centrifugated the urine samples
at 17,000× g for 15 min and then isolated the EVs by further centrifuging at 200,000× g for 110 min
or filtering with 100 kDa Vivaspin 20 polyethersulfone nanomembrane concentrators. They found
that either ultracentrifugation or ultrafiltration was difficult to isolate EVs from urine since highly
abundant proteins, especially albumin and α-1-antitrypsin, were present in large amounts, which
significantly limited the detection of MALDI-TOF. Additional SEC following ultracentrifugation was
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suggested to use in order to improve the purity of EVs [94]. Based on the gene ontology analysis for
the identified proteins by MS, Davis et al. believed that dUC and SEC did not isolate equivalent EV
population profiles [88]. Altogether, cautions should be taken when interpreting each EV isolation.

Rather than focus on the performance in yield or purity of each isolation, the functional activity
of EVs was also reported to depend on the isolation method used [87,91]. Antounians et al. noticed
that amniotic fluid stem cell-derived EVs isolated by dUC, precipitation (ExoQuick, Total Exosome
Isolation Reagent, and Exo-PREP), and SEC (qEV column) had different effects on a model of damaged
lung epithelium [91]. It suggests the necessity of evaluating the isolation methods within the content
of biology.

4. MS Strategies Used in Proteomic Studies of Extracellular Vesicles

4.1. Sample Preparation and Separation

To date, proteomic studies of EVs are mainly conducted based on the bottom-up MS strategy.
As shown in Figure 2, protein should be extracted from the isolated EVs and digested before MS analysis.
For proteomic analysis, EV proteins are commonly extracted using the lysis buffer with detergent (such
as sodium dodecyl sulfate (SDS)) or without detergent (such as 8 M urea). TRIzol reagent, which is
often used in isolation of nucleic acid from EVs, has been recently reported to extract proteins from EVs.
Joy et al. compared the EV protein extraction between Laemmli and TRIzol. Laemmli buffer typically
contains 2% SDS, 10% glycerol in Tris-HCl with pH 6.8, which is an effective protein-extraction for EVs.
They found that these two methods gave similar results in their ability to extract proteins and ~60%
of proteins were identified in the samples prepared by both methods. However, they did not apply
TRIzol reagent on any EV samples from biofluids [96]. Special extraction methods are also investigated
to facilitate studies of sub-populations of proteins in the EVs, such as membrane proteins. Hu et al.
optimized the Triton X-114 detergent partitioning protocol to target the analysis of membrane proteins
of urinary EVs. Dried EV pellets were dissolved in 1% SDS containing lysis buffer for 1 h before adding
2.2% pre-condensed Triton X-114 buffer. A lower detergent phase, with an oily appearance, and an
upper aqueous phase were formed when the temperature was above the clouding point of Triton
X-114. Proteins in each phase were recovered by acetone precipitation before MS analysis. Most of the
membrane proteins of urinary EVs were found in the detergent fraction [58].

As shown in Table 1, filter aided sample preparation (FASP) was utilized in some EV studies
to achieve an easy process for buffer exchange and protein digestion [97]. In FASP, the extracted
EV proteins are transferred into a molecular weight cut-off filter. This filter can retain most of the
proteins on the membrane after simple centrifugation. Meanwhile, peptides can freely pass through
the membrane during centrifugation. By using this kind of filter, the denaturing detergent-based buffer
used for protein extraction can be easily changed to a digestion buffer, and the sample can be digested
on the filter without extra transferring steps. FASP, with easy processing and minimal sample loss,
has become the method of choice in many EV studies, especially in the limited amount of samples
available [16]. Fel et al. improved the FASP by using multi-enzyme digestion to prepare EV samples
obtained by precipitation. In their studies, serum samples from polycythemia vera patients were
centrifuged at 2000× g for 30 min to remove cells and debris before incubation with the reagent from the
Total Exosome Isolation kit. Afterward, the proteins were extracted from EVs and digested sequentially
by Lys C, trypsin, and chymotrypsin in a Micron 30 kDa filter (Figure 4). A total of 706 proteins were
identified with thirty-eight proteins showing significant differences in the patients’ group [97].
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Figure 4. The schematic workflow for multi-enzyme digestion filter-aided sample preparation.
This figure was adopted from Ref. [97].

To perform in-depth proteomic analysis, additional separation before LC/MS analysis can
be performed by either gel electrophoresis or liquid chromatography. Gel electrophoresis can
effectively remove the most common contaminants in the samples according to the molecular weight
of proteins, which could benefit the downstream MS analysis. Both Tsuno et al. and Xie et al.
isolated EVs from serum using ExoQuick and separated the protein content through two-dimensional
gel electrophoresis before MALDI-TOF analysis to study rheumatoid arthritis and coronary artery
aneurysms, respectively [69,98]. Gel electrophoresis has also been applied to study EVs from urine,
breast milk, and saliva [45,47,99]. Apart from separation based on gel electrophoresis, two-dimensional
liquid chromatography (2D-LC) is utilized to analyze EV samples [30,38–40,100]. Antwi-Baffour et al.
isolated MVs from the plasma of malaria patients and used a microcapillary strong cation exchange
(SCX) column to fractionate the digested MVs samples. A total of 1729 proteins were identified in
malaria samples, while only 234 proteins were identified in healthy control samples [30]. Their finding
may imply that MVs in disease status could result in more protein identification than in healthy.
Shiromizu et al. further simplified the fractionation of EV samples by using a C18-SCX Stage-tip.
Using this strategy, they identified 702 proteins from the serum of colorectal cancer patients [38].
Instead of SCX as the first-dimensional separation, Lin et al. performed a high pH reverse phase
chromatography to fractionate EVs from semen and study asthenozoospermia with 3699 protein
identified by MS [40].

In addition to the typical proteomic studies, separation methods vary according to different
studies, such as the studying of post-translational modifications of EV proteins. The electrostatic
repulsion-hydrophilic interaction chromatography (ERLIC) was employed to facilitate the study of
glycoproteins from EVs. Cheow et al. centrifuged plasma at 100,000× g for 2 h and 200,000× g for
18 h. They recovered a visible yellow suspension that was highly enriched in soluble glycoproteins
and EVs. After protein extraction and digestion, an ERLIC column was used to simultaneously enrich
secretory and EV-enriched glycoproteins and further fractionate the sample. A total of 127 plasma
glycoproteins were identified with high confidence [101]. In order to study N-linked glycoproteomics
of urinary exosomes, Saraswat et al. isolated urinary EVs by centrifugation at 200,000× g for 2 h and
applied SNA affinity chromatography or SEC to enrich glycopeptides in the urinary EVs after tryptic
digestion. In total, 126 N-glycopeptides from 51 N-glycosylation sites belonging to 37 glycoproteins
were found [102].

4.2. MS Acquisition

During MS analysis, data-dependent acquisition (DDA) are normally used.
Recently, data-independent acquisitions (DIA), such as SWATH (sequential window acquisition
of all theoretical fragment ion), MSE, and multiplexed MS/MS, are used in EV studies to satisfy
different purposes. Unlike DDA, DIA simultaneously fragments all precursor ions present in a
wide isolation window. Braga-Lagache et al. analyzed MV proteins from plasma samples by both
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DDA and multiplexed DIA on a quadrupole orbitrap instrument. In each cycle of multiplexed DIA,
data is usually acquired with one full MS scan followed by a series of MS2, such as ten MS2 scans.
Each MS2 scan records all the fragment ions generated by precursor ions that are isolated from multiple
different isolation windows with a fixed m/z range, such as isolated from three randomly combined 10
m/z isolation windows. A targeted approach is used to analyze the DIA data by using spectral libraries
from formerly acquired fragment spectra with exact mass and retention time of precursors. They found
that a multiplexed DIA approach only consumed one third of the DDA acquisition time when data
was extracted by a targeted approach. Their results suggested that multiplexed DIA was a valuable
alternative to DDA [103]. Moon et al. and Chutipongtanate et al. also applied DIA to analyze the
protein content of EVs [32,42]. In the study of Moon et al., crude exosomes prepared by sucrose density
ultracentrifugation were digested in-gel and analyzed by MSE on a Waters Q-TOF mass spectrometer.
In MSE, alternating low- and high-energy collision-induced dissociation are used. The low-energy
scan is used to obtain precursor information, while the high-energy scan is to collect fragment ions.
A total of 1877 urinary exosome proteins were identified from IgA nephropathy and thin basement
membrane nephropathy patients [42]. Chutipongtanate et al. utilized SWATH to analyze urinary
EV proteins. In SWATH, the mass range of interest is divided into several segments with a fixed m/z
range, such as 25 m/z. Then, precursor ions within each segment are fragmented together until all the
segments are analyzed. They achieve a label-free DIA quantitative analysis for EV and MV proteins
with a curated spectral library of 1145 targets, suggesting their potential clinical use [32].

Quantitative MS based on label and label-free have been demonstrated to study various diseases,
such as prostate cancer, asthenozoospermia and venous thrombosis [39,40,46,104]. Fujita et al. labeled
the urinary EV proteins with isobaric tag for relative and absolute quantitation (iTRAQ). A total of
4710 proteins were identified by MS, including 3528 proteins quantified [39]. Lin et al. quantified
seminal EV proteins with iTRAQ labeling and revealed 91 proteins with significant changes [40].
2D-LC and tandem mass tag (TMT) were also used to quantitative analysis of EVs in HIV-infected
alcohol drinkers and cigarette smokers through precipitation-based isolation [104]. Although stable
isotope labeling by amino acids in cell culture (SILAC) cannot label EV proteins from human biofluids,
a PROMIS-Quan method which based on SILAC quantification was developed in order to gain a
comprehensive quantification for potential clinical EV protein analysis. In PROMIS-Quan, EV lysates
were spiked with super-SILAC which was prepared from cell cultures and served as an internal
standard. Then, the same set of super-SILAC mix was quantified relative to purified proteins of interest,
with known absolute amounts. By this way, EV proteins can be quantified not only in large-scale but
also retrospectively only relative to the same set of super-SILAC standard [29]. Quantitative MS is not
only applied to the EV studies with the aim of biomarker discovery but also developed as an evaluation
method to assess the EV isolation. Wang et al. established a multiple reaction monitoring (MRM)
based method to assess the purity of EVs. MRM is often used for target quantitative analysis as a
validation method for biomarkers reported in discovery MS analysis. They first generated 15N-labeled
quantification concatamers (QconCATs) for a pattern of targeted EV proteins and abundant serum
proteins (non-EV proteins or contaminants) as the internal standards for quantification of those proteins
in MRM. QconCATs were artificial proteins composed of concatenated tryptic peptides from targeted
proteins. The purity of EVs was then assessed by the quantitative results of the targeted EV proteins
and abundant serum proteins in MRM [105]. They further expanded this method to separate EVs and
lipoprotein particles by adding QconCAT for apolipoproteins into the previous MRM assay [106].

5. Conclusions

With a greater understanding of the roles of EVs in the regulation of physiological and pathological
processes, an increased need to use that knowledge for diagnosis and therapy of diseases has emerged.
To satisfy that increased need, establishing an EV isolation method that provides rapid, efficient,
and high throughput isolation and enables assessment of the full spectrum of EVs is required.
Unfortunately, the currently available isolation methods only partially meet the requirement. MS is
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a powerful tool for the characterization of the protein content of EVs, which is crucial to decipher
the biological role of EVs and explore their potential use as diagnostic, monitoring, and therapeutic
tools. Currently, the application of MS in EV studies is largely limited by the imperfections of EV
isolation methods.

The increasing number of studies have pointed out the EV samples prepared by current
isolation methods containing different sub-populations of EVs and contaminants from surroundings.
Contaminants in the isolated EV samples may not only cover the signal of lower abundant EV proteins
during MS analysis but also increase the difficulty of MS data analysis, since there is no current standard
to clearly distinguish EV proteins from contaminants, especially the uncommon contaminants, in the
MS-generated list. To address those problems, future improvements on EV isolation and MS analysis
are urgently required.

Author Contributions: Conceptualization: C.Y.; writing and original draft preparation: C.Y., J.L., X.H., and Y.D.;
review and editing: C.Y. and J.L.

Funding: This research was funded by the National Natural Science Foundation of China (21703163) and the
Fundamental Research Funds for the Central Universities (2018IVB043A).

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

References

1. Merchant, M.L.; Rood, I.M.; Deegens, J.K.J.; Klein, J.B. Isolation and Characterization of Urinary Extracellular
Vesicles: Implications for Biomarker Discovery. Nat. Rev. Nephrol. 2017, 13, 731–749. [CrossRef] [PubMed]

2. Wolf, P. The Nature and Significance of Platelet Products in Human Plasma. Br. J. Haematol. 1967, 13, 269–288.
[CrossRef] [PubMed]

3. Yuana, Y.; Sturk, A.; Nieuwland, R. Extracellular Vesicles in Physiological and Pathological Conditions.
Blood Rev. 2013, 27, 31–39. [CrossRef] [PubMed]

4. Quinn, J.F.; Patel, T.; Wong, D.; Das, S.; Freedman, J.E.; Laurent, L.C.; Carter, B.S.; Hochberg, F.;
Van Keuren-Jensen, K.; Huentelman, M.; et al. Extracellular Rnas: Development as Biomarkers of Human
Disease. J. Extracell Vesicles 2015, 4, 27495. [CrossRef] [PubMed]

5. Loyer, X.; Vion, A.C.; Tedgui, A.; Boulanger, C.M. Microvesicles as Cell-Cell Messengers in Cardiovascular
Diseases. Circ. Res. 2014, 114, 345–353. [CrossRef] [PubMed]

6. Pocsfalvi, G.; Stanly, C.; Vilasi, A.; Fiume, I.; Capasso, G.; Turiák, L.; Buzas, E.I.; Vékey, K. Mass Spectrometry
of Extracellular Vesicles. Mass Spectrom. Rev. 2016, 35, 3–21. [CrossRef] [PubMed]

7. Simonsen, J.B. What Are We Looking At? Extracellular Vesicles, Lipoproteins, or Both. Circ. Res. 2017, 121,
920–922. [CrossRef] [PubMed]

8. Simpson, R.J.; Kalra, H.; Mathivanan, S. Exocarta as a Resource for Exosomal Research. J. Extracell Vesicles
2012, 1, 18374. [CrossRef] [PubMed]

9. Kalra, H.; Simpson, R.J.; Ji, H.; Aikawa, E.; Altevogt, P.; Askenase, P.; Bond, V.C.; Borras, F.E.; Breakefield, X.;
Budnik, V.; et al. Vesiclepedia: A Compendium for Extracellular Vesicles with Continuous Community
Annotation. PLoS Biol. 2012, 10, e1001450. [CrossRef] [PubMed]

10. Kim, D.K.; Lee, J.; Kim, S.R.; Choi, D.S.; Yoon, Y.J.; Kim, J.H.; Go, G.; Nhung, D.; Hong, K.; Jang, S.C.; et al.
Evpedia: A Community Web Portal for Extracellular Vesicles Research. Bioinformatics 2015, 31, 933–939.
[CrossRef] [PubMed]

11. Witwer, K.W.; Buzas, E.; Bemis, L.T.; Bora, A.; Lasser, C.; Lotvall, J.; Nolte-t Hoen, E.N.; Piper, M.G.;
Sivaraman, S.; Skog, J.; et al. Standardization of Sample Collection, Isolation and Analysis Methods in
Extracellular Vesicle Research. J. Extracell Vesicles 2013, 2, 20360. [CrossRef] [PubMed]

12. Gould, S.J.; Raposo, G. As We Wait: Coping with an Imperfect Nomenclature for Extracellular Vesicles.
J. Extracell Vesicles 2013, 2, 20389. [CrossRef] [PubMed]

13. Barrachina, M.N.; Calderon-Cruz, B.; Fernandez-Rocca, L.; Garcia, A. Application of Extracellular Vesicles
Proteomics to Cardiovascular Disease: Guidelines, Data Analysis, and Future Perspectives. Proteomics 2019,
19, 1800247. [CrossRef] [PubMed]

14. Wang, W.; Luo, J.; Wang, S. Recent Progress in Isolation and Detection of Extracellular Vesicles for Cancer
Diagnostics. Adv. Healthc. Mater. 2018, 7, e1800484. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/nrneph.2017.148
http://www.ncbi.nlm.nih.gov/pubmed/29081510
http://dx.doi.org/10.1111/j.1365-2141.1967.tb08741.x
http://www.ncbi.nlm.nih.gov/pubmed/6025241
http://dx.doi.org/10.1016/j.blre.2012.12.002
http://www.ncbi.nlm.nih.gov/pubmed/23261067
http://dx.doi.org/10.3402/jev.v4.27495
http://www.ncbi.nlm.nih.gov/pubmed/26320940
http://dx.doi.org/10.1161/CIRCRESAHA.113.300858
http://www.ncbi.nlm.nih.gov/pubmed/24436430
http://dx.doi.org/10.1002/mas.21457
http://www.ncbi.nlm.nih.gov/pubmed/25705034
http://dx.doi.org/10.1161/CIRCRESAHA.117.311767
http://www.ncbi.nlm.nih.gov/pubmed/28963190
http://dx.doi.org/10.3402/jev.v1i0.18374
http://www.ncbi.nlm.nih.gov/pubmed/24009883
http://dx.doi.org/10.1371/journal.pbio.1001450
http://www.ncbi.nlm.nih.gov/pubmed/23271954
http://dx.doi.org/10.1093/bioinformatics/btu741
http://www.ncbi.nlm.nih.gov/pubmed/25388151
http://dx.doi.org/10.3402/jev.v2i0.20360
http://www.ncbi.nlm.nih.gov/pubmed/24009894
http://dx.doi.org/10.3402/jev.v2i0.20389
http://www.ncbi.nlm.nih.gov/pubmed/24009890
http://dx.doi.org/10.1002/pmic.201800247
http://www.ncbi.nlm.nih.gov/pubmed/30467982
http://dx.doi.org/10.1002/adhm.201800484
http://www.ncbi.nlm.nih.gov/pubmed/30009550


Molecules 2019, 24, 3516 15 of 20

15. Szatanek, R.; Baran, J.; Siedlar, M.; Baj-Krzyworzeka, M. Isolation of Extracellular Vesicles: Determining the
Correct Approach. Int. J. Mol. Med. 2015, 36, 11–17. [CrossRef] [PubMed]

16. Abramowicz, A.; Widlak, P.; Pietrowska, M. Proteomic Analysis of Exosomal Cargo: The Challenge of High
Purity Vesicle Isolation. Mol. Biosyst. 2016, 12, 1407–1419. [CrossRef] [PubMed]

17. Tzouanas, C.; Lim, J.S.Y.; Wen, Y.; Thiery, J.P.; Khoo, B.L. Microdevices for Non-Invasive Detection of Bladder
Cancer. Chemosensors 2017, 5, 30. [CrossRef]

18. Yuana, Y.; Boing, A.N.; Grootemaat, A.E.; van der Pol, E.; Hau, C.M.; Cizmar, P.; Buhr, E.; Sturk, A.;
Nieuwland, R. Handling and Storage of Human Body Fluids for Analysis of Extracellular Vesicles.
J. Extracell. Vesicles 2015, 4, 29260. [CrossRef] [PubMed]

19. Lacroix, R.; Judicone, C.; Mooberry, M.; Boucekine, M.; Key, N.S.; Dignat-George, F.; The ISTH SSC
Workshop. Standardization of Pre-Analytical Variables in Plasma Microparticle Determination: Results of
the International Society on Thrombosis and Haemostasis Ssc Collaborative Workshop. J. Thromb. Haemost.
2013, 11, 1190–1193. [CrossRef] [PubMed]

20. Yuana, Y.; Bertina, R.M.; Osanto, S. Pre-Analytical and Analytical Issues in the Analysis of Blood Microparticles.
Thromb. Haemost. 2011, 105, 396–408. [CrossRef] [PubMed]

21. Akers, J.C.; Ramakrishnan, V.; Yang, I.; Hua, W.; Mao, Y.; Carter, B.S.; Chen, C.C. Optimizing Preservation of
Extracellular Vesicular Mirnas Derived from Clinical Cerebrospinal Fluid. Cancer Biomark. 2016, 17, 125–132.
[CrossRef] [PubMed]

22. Jamaly, S.; Ramberg, C.; Olsen, R.; Latysheva, N.; Webster, P.; Sovershaev, T.; Braekkan, S.K.; Hansen, J.B.
Impact of Preanalytical Conditions on Plasma Concentration and Size Distribution of Extracellular Vesicles
Using Nanoparticle Tracking Analysis. Sci. Rep. 2018, 8, 17216. [CrossRef] [PubMed]

23. Jeyaram, A.; Jay, S.M. Preservation and Storage Stability of Extracellular Vesicles for Therapeutic Applications.
AAPS J. 2017, 20, 1. [CrossRef] [PubMed]

24. Ge, Q.Y.; Zhou, Y.X.; Lu, J.F.; Bai, Y.F.; Xie, X.Y.; Lu, Z.H. Mirna in Plasma Exosome Is Stable under Different
Storage Conditions. Molecules 2014, 19, 1568–1575. [CrossRef] [PubMed]

25. Gardiner, C.; Di Vizio, D.; Sahoo, S.; Thery, C.; Witwer, K.W.; Wauben, M.; Hill, A.F. Techniques Used for the
Isolation and Characterization of Extracellular Vesicles: Results of a Worldwide Survey. J. Extracell. Vesicles
2016, 5, 32945. [CrossRef] [PubMed]

26. Livshts, M.A.; Khomyakova, E.; Evtushenko, E.G.; Lazarev, V.N.; Kulemin, N.A.; Semina, S.E.; Generozov, E.V.;
Govorun, V.M. Isolation of Exosomes by Differential Centrifugation: Theoretical Analysis of a Commonly
Used Protocol. Sci Rep. 2015, 5, 17319. [CrossRef] [PubMed]

27. Thery, C.; Amigorena, S.; Raposo, G.; Clayton, A. Isolation and Characterization of Exosomes from Cell
Culture Supernatants and Biological Fluids. Curr. Protoc. Cell Biol. 2006, 30, 3–22. [CrossRef] [PubMed]

28. Momen-Heravi, F.; Balaj, L.; Alian, S.; Trachtenberg, A.J.; Hochberg, F.H.; Skog, J.; Kuo, W.P. Impact of
Biofluid Viscosity on Size and Sedimentation Efficiency of the Isolated Microvesicles. Front. Physiol. 2012, 3,
162. [CrossRef]

29. Harel, M.; Oren-Giladi, P.; Kaidar-Person, O.; Shaked, Y.; Geiger, T. Proteomics of Microparticles with
Silac Quantification (Promis-Quan): A Novel Proteomic Method for Plasma Biomarker Quantification.
Mol. Cell Proteom. 2015, 14, 1127–1136. [CrossRef]

30. Antwi-Baffour, S.; Adjei, J.K.; Agyemang-Yeboah, F.; Annani-Akollor, M.; Kyeremeh, R.; Asare, G.A.; Gyan, B.
Proteomic Analysis of Microparticles Isolated from Malaria Positive Blood Samples. Proteome Sci. 2017, 15, 5.
[CrossRef] [PubMed]

31. Raposo, G.; Nijman, H.W.; Stoorvogel, W.; Liejendekker, R.; Harding, C.V.; Melief, C.J.; Geuze, H.J.
B Lymphocytes Secrete Antigen-Presenting Vesicles. J. Exp. Med. 1996, 183, 1161–1172. [CrossRef] [PubMed]

32. Chutipongtanate, S.; Greis, K.D. Multiplex Biomarker Screening Assay for Urinary Extracellular Vesicles
Study: A Targeted Labelfree Proteomic Approach. Sci. Rep. 2018, 8, 15039. [CrossRef] [PubMed]

33. Sun, Y.; Huo, C.; Qiao, Z.; Shang, Z.; Uzzaman, A.; Liu, S.; Jiang, X.; Fan, L.; Ji, L.; Guan, X.; et al.
Comparative Proteomic Analysis of Exosomes and Microvesicles in Human Saliva for Lung Cancer.
J. Proteome Res. 2018, 17, 1101–1107. [CrossRef] [PubMed]

34. Whitham, M.; Parker, B.L.; Friedrichsen, M.; Hingst, J.R.; Hjorth, M.; Hughes, W.E.; Egan, C.L.; Cron, L.;
Watt, K.I.; Kuchel, R.P.; et al. Extracellular Vesicles Provide a Means for Tissue Crosstalk During Exercise.
Cell Metab. 2018, 27, 237–251. [CrossRef] [PubMed]

http://dx.doi.org/10.3892/ijmm.2015.2194
http://www.ncbi.nlm.nih.gov/pubmed/25902369
http://dx.doi.org/10.1039/C6MB00082G
http://www.ncbi.nlm.nih.gov/pubmed/27030573
http://dx.doi.org/10.3390/chemosensors5040030
http://dx.doi.org/10.3402/jev.v4.29260
http://www.ncbi.nlm.nih.gov/pubmed/26563735
http://dx.doi.org/10.1111/jth.12207
http://www.ncbi.nlm.nih.gov/pubmed/23551930
http://dx.doi.org/10.1160/TH10-09-0595
http://www.ncbi.nlm.nih.gov/pubmed/21174005
http://dx.doi.org/10.3233/CBM-160609
http://www.ncbi.nlm.nih.gov/pubmed/27062568
http://dx.doi.org/10.1038/s41598-018-35401-8
http://www.ncbi.nlm.nih.gov/pubmed/30464183
http://dx.doi.org/10.1208/s12248-017-0160-y
http://www.ncbi.nlm.nih.gov/pubmed/29181730
http://dx.doi.org/10.3390/molecules19021568
http://www.ncbi.nlm.nih.gov/pubmed/24473213
http://dx.doi.org/10.3402/jev.v5.32945
http://www.ncbi.nlm.nih.gov/pubmed/27802845
http://dx.doi.org/10.1038/srep17319
http://www.ncbi.nlm.nih.gov/pubmed/26616523
http://dx.doi.org/10.1002/0471143030.cb0322s30
http://www.ncbi.nlm.nih.gov/pubmed/18228490
http://dx.doi.org/10.3389/fphys.2012.00162
http://dx.doi.org/10.1074/mcp.M114.043364
http://dx.doi.org/10.1186/s12953-017-0113-5
http://www.ncbi.nlm.nih.gov/pubmed/28352210
http://dx.doi.org/10.1084/jem.183.3.1161
http://www.ncbi.nlm.nih.gov/pubmed/8642258
http://dx.doi.org/10.1038/s41598-018-33280-7
http://www.ncbi.nlm.nih.gov/pubmed/30301925
http://dx.doi.org/10.1021/acs.jproteome.7b00770
http://www.ncbi.nlm.nih.gov/pubmed/29397740
http://dx.doi.org/10.1016/j.cmet.2017.12.001
http://www.ncbi.nlm.nih.gov/pubmed/29320704


Molecules 2019, 24, 3516 16 of 20

35. Kim, J.; Tan, Z.; Lubman, D.M. Exosome Enrichment of Human Serum Using Multiple Cycles of Centrifugation.
Electrophoresis 2015, 36, 2017–2026. [CrossRef] [PubMed]

36. Langevin, S.M.; Kuhnell, D.; Orr-Asman, M.A.; Biesiada, J.; Zhang, X.; Medvedovic, M.; Thomas, H.E.
Balancing Yield, Purity and Practicality: A Modified Differential Ultracentrifugation Protocol for Efficient
Isolation of Small Extracellular Vesicles from Human Serum. RNA Biol. 2019, 16, 5–12. [CrossRef] [PubMed]

37. Cvjetkovic, A.; Lotvall, J.; Lasser, C. The Influence of Rotor Type and Centrifugation Time on the Yield and
Purity of Extracellular Vesicles. J. Extracell. Vesicles 2014, 3, 23111. [CrossRef] [PubMed]

38. Shiromizu, T.; Kume, H.; Ishida, M.; Adachi, J.; Kano, M.; Matsubara, H.; Tomonaga, T. Quantitation of
Putative Colorectal Cancer Biomarker Candidates in Serum Extracellular Vesicles by Targeted Proteomics.
Sci. Rep. 2017, 7, 12782. [CrossRef] [PubMed]

39. Fujita, K.; Kume, H.; Matsuzaki, K.; Kawashima, A.; Ujike, T.; Nagahara, A.; Uemura, M.; Miyagawa, Y.;
Tomonaga, T.; Nonomura, N. Proteomic Analysis of Urinary Extracellular Vesicles from High Gleason Score
Prostate Cancer. Sci. Rep. 2017, 7, 42961. [CrossRef]

40. Lin, Y.; Liang, A.; He, Y.; Li, Z.; Li, Z.; Wang, G.; Sun, F. Proteomic Analysis of Seminal Extracellular Vesicle
Proteins Involved in Asthenozoospermia by iTRAQ. Mol. Reprod Dev. 2019. [CrossRef]

41. Jiao, Y.J.; Jin, D.D.; Jiang, F.; Liu, J.X.; Qu, L.S.; Ni, W.K.; Liu, Z.X.; Lu, C.H.; Ni, R.Z.; Zhu, J.; et al.
Characterization and Proteomic Profiling of Pancreatic Cancer-Derived Serum Exosomes. J. Cell Biochem.
2019, 120, 988–999. [CrossRef] [PubMed]

42. Moon, P.G.; Lee, J.E.; You, S.; Kim, T.K.; Cho, J.H.; Kim, I.S.; Kwon, T.H.; Kim, C.D.; Park, S.H.; Hwang, D.;
et al. Proteomic Analysis of Urinary Exosomes from Patients of Early Iga Nephropathy and Thin Basement
Membrane Nephropathy. Proteomics 2011, 11, 2459–2475. [CrossRef] [PubMed]

43. Jia, R.; Li, J.; Rui, C.; Ji, H.; Ding, H.; Lu, Y.; De, W.; Sun, L. Comparative Proteomic Profile of the Human
Umbilical Cord Blood Exosomes between Normal and Preeclampsia Pregnancies with High-Resolution Mass
Spectrometry. Cell Physiol. Biochem. 2015, 36, 2299–2306. [CrossRef] [PubMed]

44. Pisitkun, T.; Gandolfo, M.T.; Das, S.; Knepper, M.A.; Bagnasco, S.M. Application of Systems Biology Principles
to Protein Biomarker Discovery: Urinary Exosomal Proteome in Renal Transplantation. Proteomics Clin. Appl.
2012, 6, 268–278. [CrossRef] [PubMed]

45. Winck, F.V.; Ribeiro, A.C.P.; Domingues, R.R.; Ling, L.Y.; Riano-Pachon, D.M.; Rivera, C.; Brandao, T.B.;
Gouvea, A.F.; Santos-Silva, A.R.; Coletta, R.D.; et al. Insights into Immune Responses in Oral Cancer through
Proteomic Analysis of Saliva and Salivary Extracellular Vesicles. Sci. Rep. 2015, 5, 16305. [CrossRef]
[PubMed]

46. Ramacciotti, E.; Hawley, A.E.; Wrobleski, S.K.; Myers, D.D., Jr.; Strahler, J.R.; Andrews, P.C.; Guire, K.E.;
Henke, P.K.; Wakefield, T.W. Proteomics of Microparticles after Deep Venous Thrombosis. Thromb. Res. 2010,
125, e269–e274. [CrossRef] [PubMed]

47. Van Herwijnen, M.J.; Zonneveld, M.I.; Goerdayal, S.; Nolte-’t Hoen, E.N.; Garssen, J.; Stahl, B.; Maarten
Altelaar, A.F.; Redegeld, F.A.; Wauben, M.H. Comprehensive Proteomic Analysis of Human Milk-Derived
Extracellular Vesicles Unveils a Novel Functional Proteome Distinct from Other Milk Components.
Mol. Cell. Proteom. 2016, 15, 3412–3423. [CrossRef]

48. Chen, I.H.; Xue, L.; Hsu, C.C.; Paez, J.S.; Pan, L.; Andaluz, H.; Wendt, M.K.; Iliuk, A.B.; Zhu, J.K.; Tao, W.A.
Phosphoproteins in Extracellular Vesicles as Candidate Markers for Breast Cancer. Proc. Natl. Acad. Sci. USA
2017, 114, 3175–3180. [CrossRef]

49. Manek, R.; Moghieb, A.; Yang, Z.; Kumar, D.; Kobessiy, F.; Sarkis, G.A.; Raghavan, V.; Wang, K.K.W.
Protein Biomarkers and Neuroproteomics Characterization of Microvesicles/Exosomes from Human
Cerebrospinal Fluid Following Traumatic Brain Injury. Mol. Neurobiol. 2018, 55, 6112–6128. [CrossRef]

50. Greening, D.W.; Xu, R.; Ji, H.; Tauro, B.J.; Simpson, R.J. A Protocol for Exosome Isolation and Characterization:
Evaluation of Ultracentrifugation, Density-Gradient Separation, and Immunoaffinity Capture Methods.
Methods Mol. Biol. 2015, 1295, 179–209.

51. Iwai, K.; Minamisawa, T.; Suga, K.; Yajima, Y.; Shiba, K. Isolation of Human Salivary Extracellular Vesicles by
Iodixanol Density Gradient Ultracentrifugation and Their Characterizations. J. Extracell. Vesicles 2016, 5,
30829. [CrossRef] [PubMed]

http://dx.doi.org/10.1002/elps.201500131
http://www.ncbi.nlm.nih.gov/pubmed/26010067
http://dx.doi.org/10.1080/15476286.2018.1564465
http://www.ncbi.nlm.nih.gov/pubmed/30604646
http://dx.doi.org/10.3402/jev.v3.23111
http://www.ncbi.nlm.nih.gov/pubmed/24678386
http://dx.doi.org/10.1038/s41598-017-13092-x
http://www.ncbi.nlm.nih.gov/pubmed/28986585
http://dx.doi.org/10.1038/srep42961
http://dx.doi.org/10.1002/mrd.23224
http://dx.doi.org/10.1002/jcb.27465
http://www.ncbi.nlm.nih.gov/pubmed/30160795
http://dx.doi.org/10.1002/pmic.201000443
http://www.ncbi.nlm.nih.gov/pubmed/21595033
http://dx.doi.org/10.1159/000430193
http://www.ncbi.nlm.nih.gov/pubmed/26279434
http://dx.doi.org/10.1002/prca.201100108
http://www.ncbi.nlm.nih.gov/pubmed/22641613
http://dx.doi.org/10.1038/srep16305
http://www.ncbi.nlm.nih.gov/pubmed/26538482
http://dx.doi.org/10.1016/j.thromres.2010.01.019
http://www.ncbi.nlm.nih.gov/pubmed/20156641
http://dx.doi.org/10.1074/mcp.M116.060426
http://dx.doi.org/10.1073/pnas.1618088114
http://dx.doi.org/10.1007/s12035-017-0821-y
http://dx.doi.org/10.3402/jev.v5.30829
http://www.ncbi.nlm.nih.gov/pubmed/27193612


Molecules 2019, 24, 3516 17 of 20

52. Arab, T.; Raffo-Romero, A.; Van Camp, C.; Lemaire, Q.; Le Marrec-Croq, F.; Drago, F.; Aboulouard, S.;
Slomianny, C.; Lacoste, A.S.; Guigon, I.; et al. Proteomic Characterisation of Leech Microglia Extracellular
Vesicles (Evs): Comparison between Differential Ultracentrifugation and Optiprep (Tm) Density Gradient
Isolation. J. Extracell. Vesicles 2019, 8, 1603048. [CrossRef] [PubMed]

53. Musante, L.; Saraswat, M.; Duriez, E.; Byrne, B.; Ravida, A.; Domon, B.; Holthofer, H. Biochemical and
Physical Characterisation of Urinary Nanovesicles Following Chaps Treatment. PLoS ONE 2012, 7, e37279.
[CrossRef] [PubMed]

54. Barrachina, M.N.; Sueiro, A.M.; Casas, V.; Izquierdo, I.; Hermida-Nogueira, L.; Guitian, E.; Casanueva, F.F.;
Abian, J.; Carrascal, M.; Pardo, M.; et al. A Combination of Proteomic Approaches Identifies a Panel of
Circulating Extracellular Vesicle Proteins Related to the Risk of Suffering Cardiovascular Disease in Obese
Patients. Proteomics 2019, 19, e1800248. [CrossRef] [PubMed]

55. Lobb, R.J.; Becker, M.; Wen, S.W.; Wong, C.S.F.; Wiegmans, A.P.; Leimgruber, A.; Moller, A. Optimized Exosome
Isolation Protocol for Cell Culture Supernatant and Human Plasma. J. Extracell. Vesicles 2015, 4, 27031.
[CrossRef] [PubMed]

56. Merchant, M.L.; Powell, D.W.; Wilkey, D.W.; Cummins, T.D.; Deegens, J.K.; Rood, I.M.; McAfee, K.J.;
Fleischer, C.; Klein, E.; Klein, J.B. Microfiltration Isolation of Human Urinary Exosomes for Characterization
by MS. Proteom. Clin. Appl. 2010, 4, 84–96. [CrossRef]

57. Musante, L.; Tataruch, D.; Gu, D.F.; Benito-Martin, A.; Calzaferri, G.; Aherne, S.; Holthofer, H. A Simplified
Method to Recover Urinary Vesicles for Clinical Applications, and Sample Banking. Sci. Rep. 2014, 4, 7532.
[CrossRef]

58. Hu, S.; Musante, L.; Tataruch, D.; Xu, X.; Kretz, O.; Henry, M.; Meleady, P.; Luo, H.; Zou, H.; Jiang, Y.;
et al. Purification and Identification of Membrane Proteins from Urinary Extracellular Vesicles Using Triton
X-114 Phase Partitioning. J. Proteome Res. 2018, 17, 86–96. [CrossRef]

59. Heinemann, M.L.; Ilmer, M.; Silva, L.P.; Hawke, D.H.; Recio, A.; Vorontsova, M.A.; Alt, E.; Vykoukal, J.
Benchtop Isolation and Characterization of Functional Exosomes by Sequential Filtration. J. Chromatogr. A
2014, 1371, 125–135. [CrossRef]

60. Osti, D.; Del Bene, M.; Rappa, G.; Santos, M.; Matafora, V.; Richichi, C.; Faletti, S.; Beznoussenko, G.V.;
Mironov, A.; Bachi, A.; et al. Clinical Significance of Extracellular Vesicles in Plasma from Glioblastoma
Patients. Clin. Cancer Res. 2019, 25, 266–276. [CrossRef]

61. Musante, L.; Tataruch-Weinert, D.; Kerjaschki, D.; Henry, M.; Meleady, P.; Holthofer, H. Residual Urinary
Extracellular Vesicles in Ultracentrifugation Supernatants after Hydrostatic Filtration Dialysis Enrichment.
J. Extracell. Vesicles 2017, 6, 1267896. [CrossRef] [PubMed]

62. De Menezes-Neto, A.; Saez, M.J.F.; Lozano-Ramos, I.; Segui-Barber, J.; Martin-Jaular, L.; Ullate, J.M.E.;
Fernandez-Becerra, C.; Borras, F.E.; del Portillo, H.A. Size-Exclusion Chromatography as a Stand-Alone
Methodology Identifies Novel Markers in Mass Spectrometry Analyses of Plasma-Derived Vesicles from
Healthy Individuals. J. Extracell. Vesicles 2015, 4, 27378. [CrossRef] [PubMed]

63. Karimi, N.; Cvjetkovic, A.; Jang, S.C.; Crescitelli, R.; Hosseinpour Feizi, M.A.; Nieuwland, R.; Lotvall, J.;
Lasser, C. Detailed Analysis of the Plasma Extracellular Vesicle Proteome after Separation from Lipoproteins.
Cell Mol. Life Sci. 2018, 75, 2873–2886. [CrossRef] [PubMed]

64. Smolarz, M.; Pietrowska, M.; Matysiak, N.; Mielanczyk, L.; Widlak, P. Proteome Profiling of Exosomes
Purified from a Small Amount of Human Serum: The Problem of Co-Purified Serum Components. Proteomes
2019, 7, 18. [CrossRef] [PubMed]

65. Aqrawi, L.A.; Galtung, H.K.; Vestad, B.; Ovstebo, R.; Thiede, B.; Rusthen, S.; Young, A.; Guerreiro, E.M.;
Utheim, T.P.; Chen, X.; et al. Identification of Potential Saliva and Tear Biomarkers in Primary Sjogren’s
Syndrome, Utilising the Extraction of Extracellular Vesicles and Proteomics Analysis. Arthritis Res. Ther.
2017, 19, 14. [CrossRef]

66. Foers, A.D.; Chatfield, S.; Dagley, L.F.; Scicluna, B.J.; Webb, A.I.; Cheng, L.; Hill, A.F.; Wicks, I.P.; Pang, K.C.
Enrichment of Extracellular Vesicles from Human Synovial Fluid Using Size Exclusion Chromatography.
J. Extracell. Vesicles 2018, 7, 1490145. [CrossRef] [PubMed]

67. Chen, Y.Y.; Xie, Y.; Xu, L.; Zhan, S.H.; Xiao, Y.; Gao, Y.P.; Wu, B.; Ge, W. Protein Content and Functional
Characteristics of Serum-Purified Exosomes from Patients with Colorectal Cancer Revealed by Quantitative
Proteomics. J. Extracell. Vesicles 2017, 140, 900–913. [CrossRef]

http://dx.doi.org/10.1080/20013078.2019.1603048
http://www.ncbi.nlm.nih.gov/pubmed/31069026
http://dx.doi.org/10.1371/journal.pone.0037279
http://www.ncbi.nlm.nih.gov/pubmed/22808001
http://dx.doi.org/10.1002/pmic.201800248
http://www.ncbi.nlm.nih.gov/pubmed/30536591
http://dx.doi.org/10.3402/jev.v4.27031
http://www.ncbi.nlm.nih.gov/pubmed/26194179
http://dx.doi.org/10.1002/prca.200800093
http://dx.doi.org/10.1038/srep07532
http://dx.doi.org/10.1021/acs.jproteome.7b00386
http://dx.doi.org/10.1016/j.chroma.2014.10.026
http://dx.doi.org/10.1158/1078-0432.CCR-18-1941
http://dx.doi.org/10.1080/20013078.2016.1267896
http://www.ncbi.nlm.nih.gov/pubmed/28326167
http://dx.doi.org/10.3402/jev.v4.27378
http://www.ncbi.nlm.nih.gov/pubmed/26154623
http://dx.doi.org/10.1007/s00018-018-2773-4
http://www.ncbi.nlm.nih.gov/pubmed/29441425
http://dx.doi.org/10.3390/proteomes7020018
http://www.ncbi.nlm.nih.gov/pubmed/31035355
http://dx.doi.org/10.1186/s13075-017-1228-x
http://dx.doi.org/10.1080/20013078.2018.1490145
http://www.ncbi.nlm.nih.gov/pubmed/29963299
http://dx.doi.org/10.1002/ijc.30496


Molecules 2019, 24, 3516 18 of 20

68. Zhang, W.; Ou, X.; Wu, X. Proteomics Profiling of Plasma Exosomes in Epithelial Ovarian Cancer: A Potential
Role in the Coagulation Cascade, Diagnosis and Prognosis. Int. J. Oncol. 2019, 54, 1719–1733. [CrossRef]

69. Tsuno, H.; Arito, M.; Suematsu, N.; Sato, T.; Hashimoto, A.; Matsui, T.; Omoteyama, K.; Sato, M.; Okamoto, K.;
Tohma, S.; et al. A Proteomic Analysis of Serum-Derived Exosomes in Rheumatoid Arthritis. BMC Rheumatol.
2018, 2, 35. [CrossRef]

70. Leberman, R. The Isolation of Plant Viruses by Means of “Simple” Coacervates. Virology 1966, 30, 341–347.
[CrossRef]

71. Ding, M.; Wang, C.; Lu, X.; Zhang, C.; Zhou, Z.; Chen, X.; Zhang, C.Y.; Zen, K.; Zhang, C. Comparison of
Commercial Exosome Isolation Kits for Circulating Exosomal Microrna Profiling. Anal. Bioanal. Chem. 2018,
410, 3805–3814. [CrossRef] [PubMed]

72. Weng, Y.J.; Sui, Z.G.; Shan, Y.C.; Hu, Y.C.; Chen, Y.B.; Zhang, L.H.; Zhang, Y.K. Effective Isolation of Exosomes
with Polyethylene Glycol from Cell Culture Supernatant for in-Depth Proteome Profiling. Analyst 2016, 141,
4640–4646. [CrossRef] [PubMed]

73. Rider, M.A.; Hurwitz, S.N.; Meckes, D.G. Extrapeg: A Polyethylene Glycol-Based Method for Enrichment of
Extracellular Vesicles. Sci. Rep. 2016, 6, 23978. [CrossRef] [PubMed]

74. Shin, H.; Han, C.; Labuz, J.M.; Kim, J.; Kim, J.; Cho, S.; Gho, Y.S.; Takayama, S.; Park, J. High-Yield Isolation
of Extracellular Vesicles Using Aqueous Two-Phase System. Sci. Rep. 2015, 5, 13103. [CrossRef] [PubMed]

75. Wang, D.; Sun, W. Urinary Extracellular Microvesicles: Isolation Methods and Prospects for Urinary Proteome.
Proteomics 2014, 14, 1922–1932. [CrossRef] [PubMed]

76. Hildonen, S.; Skarpen, E.; Halvorsen, T.G.; Reubsaet, L. Isolation and Mass Spectrometry Analysis of Urinary
Extraexosomal Proteins. Sci. Rep. 2016, 6, 36331. [CrossRef] [PubMed]

77. Ueda, K.; Ishikawa, N.; Tatsuguchi, A.; Saichi, N.; Fujii, R.; Nakagawa, H. Antibody-Coupled Monolithic
Silica Microtips for Highthroughput Molecular Profiling of Circulating Exosomes. Sci. Rep. 2014, 4, 6232.
[CrossRef] [PubMed]

78. Taylor, D.D.; Gercel-Taylor, C. Microrna Signatures of Tumor-Derived Exosomes as Diagnostic Biomarkers of
Ovarian Cancer. Gynecol. Oncol. 2008, 110, 13–21. [CrossRef]

79. Kalra, H.; Adda, C.G.; Liem, M.; Ang, C.S.; Mechler, A.; Simpson, R.J.; Hulett, M.D.; Mathivanan, S.
Comparative Proteomics Evaluation of Plasma Exosome Isolation Techniques and Assessment of the Stability
of Exosomes in Normal Human Blood Plasma. Proteomics 2013, 13, 3354–3364. [CrossRef]

80. Tauro, B.J.; Greening, D.W.; Mathias, R.A.; Mathivanan, S.; Ji, H.; Simpson, R.J. Two Distinct Populations of
Exosomes Are Released from Lim1863 Colon Carcinoma Cell-Derived Organoids. Mol. Cell. Proteom. 2013,
12, 587–598. [CrossRef]

81. Ghosh, A.; Davey, M.; Chute, I.C.; Griffiths, S.G.; Lewis, S.; Chacko, S.; Barnett, D.; Crapoulet, N.; Fournier, S.;
Joy, A.; et al. Rapid Isolation of Extracellular Vesicles from Cell Culture and Biological Fluids Using a
Synthetic Peptide with Specific Affinity for Heat Shock Proteins. PLoS ONE 2014, 9, e110443. [CrossRef]
[PubMed]

82. Bijnsdorp, I.V.; Maxouri, O.; Kardar, A.; Schelfhorst, T.; Piersma, S.R.; Pham, T.V.; Vis, A.; van Moorselaar, R.J.;
Jimenez, C.R. Feasibility of Urinary Extracellular Vesicle Proteome Profiling Using a Robust and Simple,
Clinically Applicable Isolation Method. J. Extracell. Vesicles 2017, 6, 1313091. [CrossRef] [PubMed]

83. Balaj, L.; Atai, N.A.; Chen, W.L.; Mu, D.; Tannous, B.A.; Breakefield, X.O.; Skog, J.; Maguire, C.A.
Heparin Affinity Purification of Extracellular Vesicles. Sci. Rep. 2015, 5, 10266. [CrossRef] [PubMed]

84. Gao, F.Y.; Jiao, F.L.; Xia, C.S.; Zhao, Y.; Ying, W.T.; Xie, Y.P.; Guan, X.Y.; Tao, M.; Zhang, Y.J.; Qin, W.J.; et al.
A Novel Strategy for Facile Serum Exosome Isolation Based on Specific Interactions between Phospholipid
Bilayers and TiO2. Chem. Sci. 2019, 10, 1579–1588. [CrossRef] [PubMed]

85. Tan, K.H.; Tan, S.S.; Sze, S.K.; Lee, W.K.R.; Ng, M.J.; Lim, S.K. Plasma Biomarker Discovery in Preeclampsia
Using a Novel Differential Isolation Technology for Circulating Extracellular Vesicles. Am. J. Obstet. Gynecol.
2014, 211, 380-e1. [PubMed]

86. Nakai, W.; Yoshida, T.; Diez, D.; Miyatake, Y.; Nishibu, T.; Imawaka, N.; Naruse, K.; Sadamura, Y.;
Hanayama, R. A Novel Affinity-Based Method for the Isolation of Highly Purified Extracellular Vesicles.
Sci. Rep. 2016, 6, 33935. [CrossRef] [PubMed]

87. Takov, K.; Yellon, D.M.; Davidson, S.M. Comparison of Small Extracellular Vesicles Isolated from
Plasma by Ultracentrifugation or Size-Exclusion Chromatography: Yield, Purity and Functional Potential.
J. Extracell. Vesicles 2019, 8, 1560809. [CrossRef] [PubMed]

http://dx.doi.org/10.3892/ijo.2019.4742
http://dx.doi.org/10.1186/s41927-018-0041-8
http://dx.doi.org/10.1016/0042-6822(66)90112-7
http://dx.doi.org/10.1007/s00216-018-1052-4
http://www.ncbi.nlm.nih.gov/pubmed/29671027
http://dx.doi.org/10.1039/C6AN00892E
http://www.ncbi.nlm.nih.gov/pubmed/27229443
http://dx.doi.org/10.1038/srep23978
http://www.ncbi.nlm.nih.gov/pubmed/27068479
http://dx.doi.org/10.1038/srep13103
http://www.ncbi.nlm.nih.gov/pubmed/26271727
http://dx.doi.org/10.1002/pmic.201300371
http://www.ncbi.nlm.nih.gov/pubmed/24962155
http://dx.doi.org/10.1038/srep36331
http://www.ncbi.nlm.nih.gov/pubmed/27805059
http://dx.doi.org/10.1038/srep06232
http://www.ncbi.nlm.nih.gov/pubmed/25167841
http://dx.doi.org/10.1016/j.ygyno.2008.04.033
http://dx.doi.org/10.1002/pmic.201300282
http://dx.doi.org/10.1074/mcp.M112.021303
http://dx.doi.org/10.1371/journal.pone.0110443
http://www.ncbi.nlm.nih.gov/pubmed/25329303
http://dx.doi.org/10.1080/20013078.2017.1313091
http://www.ncbi.nlm.nih.gov/pubmed/28717416
http://dx.doi.org/10.1038/srep10266
http://www.ncbi.nlm.nih.gov/pubmed/25988257
http://dx.doi.org/10.1039/C8SC04197K
http://www.ncbi.nlm.nih.gov/pubmed/30842820
http://www.ncbi.nlm.nih.gov/pubmed/24657793
http://dx.doi.org/10.1038/srep33935
http://www.ncbi.nlm.nih.gov/pubmed/27659060
http://dx.doi.org/10.1080/20013078.2018.1560809
http://www.ncbi.nlm.nih.gov/pubmed/30651940


Molecules 2019, 24, 3516 19 of 20

88. Davis, C.N.; Phillips, H.; Tomes, J.J.; Swain, M.T.; Wilkinson, T.J.; Brophy, P.M.; Morphew, R.M. The Importance
of Extracellular Vesicle Purification for Downstream Analysis: A Comparison of Differential Centrifugation
and Size Exclusion Chromatography for Helminth Pathogens. PLoS Negl. Trop. Dis. 2019, 13, e0007191.
[CrossRef]

89. Stranska, R.; Gysbrechts, L.; Wouters, J.; Vermeersch, P.; Bloch, K.; Dierickx, D.; Andrei, G.; Snoeck, R.
Comparison of Membrane Affinity-Based Method with Size-Exclusion Chromatography for Isolation of
Exosome-Like Vesicles from Human Plasma. J. Transl. Med. 2018, 16, 1. [CrossRef]

90. Patel, G.K.; Khan, M.A.; Zubair, H.; Srivastava, S.K.; Khushman, M.; Singh, S.; Singh, A.P.
Comparative Analysis of Exosome Isolation Methods Using Culture Supernatant for Optimum Yield,
Purity and Downstream Applications. Sci. Rep. 2019, 9, 5335. [CrossRef]

91. Antounians, L.; Tzanetakis, A.; Pellerito, O.; Catania, V.D.; Sulistyo, A.; Montalva, L.; McVey, M.J.; Zani, A.
The Regenerative Potential of Amniotic Fluid Stem Cell Extracellular Vesicles: Lessons Learned by Comparing
Different Isolation Techniques. Sci. Rep. 2019, 9, 1837. [CrossRef] [PubMed]

92. Royo, F.; Zuniga-Garcia, P.; Sanchez-Mosquera, P.; Egia, A.; Perez, A.; Loizaga, A.; Arceo, R.; Lacasa, I.;
Rabade, A.; Arrieta, E.; et al. Different Ev Enrichment Methods Suitable for Clinical Settings Yield Different
Subpopulations of Urinary Extracellular Vesicles from Human Samples. J. Extracell. Vesicles 2016, 5, 29497.
[CrossRef] [PubMed]

93. Andreu, Z.; Rivas, E.; Sanguino-Pascual, A.; Lamana, A.; Marazuela, M.; Gonzalez-Alvaro, I.;
Sanchez-Madrid, F.; de la Fuente, H.; Yanez-Mo, M. Comparative Analysis of Ev Isolation Procedures
for Mirnas Detection in Serum Samples. J. Extracell. Vesicles 2016, 5, 31655. [CrossRef] [PubMed]

94. Rood, I.M.; Deegens, J.K.; Merchant, M.L.; Tamboer, W.P.; Wilkey, D.W.; Wetzels, J.F.; Klein, J.B. Comparison of
Three Methods for Isolation of Urinary Microvesicles to Identify Biomarkers of Nephrotic Syndrome.
Kidney Int. 2010, 78, 810–816. [CrossRef] [PubMed]

95. Caradec, J.; Kharmate, G.; Hosseini-Beheshti, E.; Adomat, H.; Gleave, M.; Guns, E. Reproducibility and
Efficiency of Serum-Derived Exosome Extraction Methods. Clin. Biochem. 2014, 47, 1286–1292. [CrossRef]
[PubMed]

96. Joy, A.P.; Ayre, D.C.; Chute, I.C.; Beauregard, A.P.; Wajnberg, G.; Ghosh, A.; Lewis, S.M.; Ouellette, R.J.;
Barnett, D.A. Proteome Profiling of Extracellular Vesicles Captured with the Affinity Peptide Vn96:
Comparison of Laemmli and Trizol (C) Protein-Extraction Methods. J. Extracell. Vesicles 2018, 7, 1438727.
[CrossRef] [PubMed]

97. Fel, A.; Lewandowska, A.E.; Petrides, P.E.; Wisniewski, J.R. Comparison of Proteome Composition of Serum
Enriched in Extracellular Vesicles Isolated from Polycythemia Vera Patients and Healthy Controls. Proteomes
2019, 7, 20. [CrossRef]

98. Xie, X.F.; Chu, H.J.; Xu, Y.F.; Hua, L.; Wang, Z.P.; Huang, P.; Jia, H.L.; Zhang, L. Proteomics Study of Serum
Exosomes in Kawasaki Disease Patients with Coronary Artery Aneurysms. Cardiol. J. 2018. [CrossRef]

99. Gonzales, P.A.; Pisitkun, T.; Hoffert, J.D.; Tchapyjnikov, D.; Star, R.A.; Kleta, R.; Wang, N.S.; Knepper, M.A.
Large-Scale Proteomics and Phosphoproteomics of Urinary Exosomes. J. Am. Soc. Nephrol. 2009, 20, 363–379.
[CrossRef]

100. Kittivorapart, J.; Crew, V.K.; Wilson, M.C.; Heesom, K.J.; Siritanaratkul, N.; Toye, A.M. Quantitative Proteomics
of Plasma Vesicles Identify Novel Biomarkers for Hemoglobin E/Beta-Thalassemic Patients. Blood Adv. 2018,
2, 95–104. [CrossRef]

101. Sok Hwee Cheow, E.; Hwan Sim, K.; de Kleijn, D.; Neng Lee, C.; Sorokin, V.; Sze, S.K. Simultaneous Enrichment
of Plasma Soluble and Extracellular Vesicular Glycoproteins Using Prolonged Ultracentrifugation-Electrostatic
Repulsion-Hydrophilic Interaction Chromatography (Puc-Erlic) Approach. Mol. Cell. Proteom. 2015, 14,
1657–1671. [CrossRef] [PubMed]

102. Saraswat, M.; Joenvaara, S.; Musante, L.; Peltoniemi, H.; Holthofer, H.; Renkonen, R. N-Linked (N-)
Glycoproteomics of Urinary Exosomes. Mol. Cell. Proteom. 2015, 14, 263–276. [CrossRef] [PubMed]

103. Braga-Lagache, S.; Buchs, N.; Iacovache, M.I.; Zuber, B.; Jackson, C.B.; Heller, M. Robust Label-Free,
Quantitative Profiling of Circulating Plasma Microparticle (Mp) Associated Proteins. Mol. Cell. Proteom.
2016, 15, 3640–3652. [CrossRef] [PubMed]

104. Kodidela, S.; Wang, Y.; Patters, B.J.; Gong, Y.; Sinha, N.; Ranjit, S.; Gerth, K.; Haque, S.; Cory, T.; McArthur, C.;
et al. Proteomic Profiling of Exosomes Derived from Plasma of Hiv-Infected Alcohol Drinkers and Cigarette
Smokers. J. Neuroimmune Pharmacol. 2019. [CrossRef] [PubMed]

http://dx.doi.org/10.1371/journal.pntd.0007191
http://dx.doi.org/10.1186/s12967-017-1374-6
http://dx.doi.org/10.1038/s41598-019-41800-2
http://dx.doi.org/10.1038/s41598-018-38320-w
http://www.ncbi.nlm.nih.gov/pubmed/30755672
http://dx.doi.org/10.3402/jev.v5.29497
http://www.ncbi.nlm.nih.gov/pubmed/26895490
http://dx.doi.org/10.3402/jev.v5.31655
http://www.ncbi.nlm.nih.gov/pubmed/27330048
http://dx.doi.org/10.1038/ki.2010.262
http://www.ncbi.nlm.nih.gov/pubmed/20686450
http://dx.doi.org/10.1016/j.clinbiochem.2014.06.011
http://www.ncbi.nlm.nih.gov/pubmed/24956264
http://dx.doi.org/10.1080/20013078.2018.1438727
http://www.ncbi.nlm.nih.gov/pubmed/29511462
http://dx.doi.org/10.3390/proteomes7020020
http://dx.doi.org/10.5603/CJ.a2018.0032
http://dx.doi.org/10.1681/ASN.2008040406
http://dx.doi.org/10.1182/bloodadvances.2017011726
http://dx.doi.org/10.1074/mcp.O114.046391
http://www.ncbi.nlm.nih.gov/pubmed/25862729
http://dx.doi.org/10.1074/mcp.M114.040345
http://www.ncbi.nlm.nih.gov/pubmed/25452312
http://dx.doi.org/10.1074/mcp.M116.060491
http://www.ncbi.nlm.nih.gov/pubmed/27738094
http://dx.doi.org/10.1007/s11481-019-09853-2
http://www.ncbi.nlm.nih.gov/pubmed/31065972


Molecules 2019, 24, 3516 20 of 20

105. Wang, T.T.; Anderson, K.W.; Turko, I.V. Assessment of Extracellular Vesicles Purity Using Proteomic
Standards. Analyt. Chem. 2017, 89, 11070–11075. [CrossRef]

106. Wang, T.; Turko, I.V. Proteomic Toolbox to Standardize the Separation of Extracellular Vesicles and Lipoprotein
Particles. J. Proteome Res. 2018, 17, 3104–3113. [CrossRef]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/acs.analchem.7b03119
http://dx.doi.org/10.1021/acs.jproteome.8b00225
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Isolation Strategies for Extracellular Vesicles in MS-Based Proteomic Studies 
	Sample Storage and Processing Conditions 
	Density-Based Isolation 
	Size-Based Isolation 
	Precipitation-Based Isolation 
	Affinity-Based Isolation 

	Comparative Studies for Isolation Methods of EVs 
	MS Strategies Used in Proteomic Studies of Extracellular Vesicles 
	Sample Preparation and Separation 
	MS Acquisition 

	Conclusions 
	References

