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Abstract: Exosomes are a kind of membrane-bound phospholipid nanovesicle that are secreted
extensively in a variety of biological fluids. Accumulating evidence has indicated that exosomes
not only communicate with cells, but also perform functional roles in physiology and pathology.
In addition, exosomes have also elicited a great deal of excitement due to their potential as disease
biomarkers. Therefore, requirements for sensitive methods capable of precisely and specifically
determining exosomes were needed. Herein, we not only develop a sensing surface to capture
exosomes but also compare two surface proteins on exosomes, which are appropriate for detecting
exosome surface markers by total internal reflected imaging ellipsometry (TIRIE). Protein G and
antibody were immobilized on a thin layer of golden substrate to form the biosensing surface. The
bio-interaction between antibodies and exosomes was recorded by the TIRIE in real time. The
distance between exosomes adhered on a surface was 44 nm ± 0.5 nm. The KD of anti-CD9 and
exosome was lower than anti-CD63 and exosome by introducing pseudo-first-order interaction
kinetics, which suggested that CD9 is more suitable for exosome surface markers than CD63. The
limit of detection (LOD) of TIRIE was 0.4 µg/mL. In conclusion, we have proposed a surface for
the detection of exosomes based on TIRIE, which can make the detection of exosomes convenient
and efficient.
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1. Introduction

Exosomes are membrane-bound phospholipid nanovesicles (30–100 nm in diameter)
extensively secreted by cells of human body fluid, including saliva, urine, and blood [1].
Over the past few years, more and more evidence has suggested that exosomes are like
signaling carriers, which have proteins, lipids, and genetic material [2]. Additionally, these
biosignals are carried to the cell and affect the functioning of the cell [3]. In particular,
exosomes can transmit biosignaling by receptor–ligand interactions, can be internalized by
phagocytosis, and can fuse with the recipient cell’s membrane to deliver their content into
the cytosol when exosomes attach to cells [4]. As a result, there are a variety of membrane
proteins on exosomes, such as the intraluminal protein TSG-101 and the transmembrane
proteins CD9, CD81, and CD63 [5]. While the crucial functions of exosomes have begun
to be unraveled, there is increasing evidence that exosomes play an important role in
physiology and pathophysiology. In physiology, exosomes are an important component
of morphogen gradients. The key morphogen molecules Wingless (Wnt) and Hedgehog
are carried by exosomes [6–8]. In pathophysiology, exosomes are not only involved in
the development of cancer, but are also considered to be a kind of novel cancer marker.
Al-Nedawi et al. found that levels of vascular endothelial growth factor (VEGF) improve
after the release of glioblastoma-derived exosomes [9]. As a result, how to analyze the
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quantitation of exosomes is an issue for current biomedical knowledge and future medical
diagnosis [10].

Nanoparticle tracking analysis (NTA) and flow cytometry techniques are typically
used to quantify exosomes. NTA is a nanoparticle characterization technique that can
visualize and measure suspended particles in a range of 10 to 1000 nm based on Brownian
motion analysis. When a sample solution is placed on the sample table, a special laser
beam illuminates the particles. The particles disperse the laser beam that is received
by a microscope coupled with a digital camera. Thus, not only the trajectories of the
particles are followed, but the hydrodynamic diameters of the particles are calculated [11].
However, larger protein aggregates in suspension might interfere with the accuracy of
measurement and the concentration of particles needs to be diluted to a moderate range [12].
Flow cytometry is a technology that simultaneously measures and analyzes multiple
physical characteristics of particles by scattered light [13]. Apart from the fact that flow
cytometry accurately quantifies exosomes [14], the labeling of magnetic beads restricts
their application. While the detection accuracy and sensitivity of NTA and flow cytometry
are not low, there is a complicated operational process.

Label-free techniques, such as surface plasmon resonance (SPR) [12], nanoplasmonic
exosome (nPLEX) assay [15], surface-enhanced Raman spectroscopy (SERS) [16], frequency
locking optical whispering evanescent resonator (FLOWER), and depth scanning corre-
lation are employed to quantify exosomes without using fluorescent labels [17,18]. SPR
is considered a surface sensitive method used to detect different biomolecules such as
DNA, RNA, proteins, and peptides [19–22]. A recent method based on self-assembly
gold nanoislands (SAM-AuNIs) localized SPR was used to distinguish exosomes from
microvesicles (MVs) [23]. Other groups have determined the concentration of exosomes in
solution by SPR [12]. However, the sensitivity of the SPR biosensor is lower than that of
the labeled biosensor.

The technique based on total internal reflected imaging ellipsometry (TIRIE) is a
combination of conventional SPR and the imaging ellipsometry method. TIRIE was used as
an analysis tool in real time for biomolecular interaction processes [24]. TIRIE is sensitive
to the change in the interfacial refractive index of a biomolecule layer on the sensing
surface [25,26]. Theoretically, TIRIE, under the total internal reflection mode, is 10 times
more sensitive than conventional SPR [27,28]. TIRIE has been applied in numerous areas
including early diagnosis of tumors, as a clinical therapy marker [29], interaction affinity
analysis, and environmental pollution monitoring [24,30]. In the field of interaction affinity
analysis, the biomolecule that is to be detected is called a target and the biomolecule that
is used to immobilize the target is referred to as a ligand. There are two problems when
detecting exosomes by TIRIE. On the one hand, although TIRIE has a mature detection
process in proteins, an appropriate exosome detection system is lacking. On the other hand,
exosomes do not have a single target site (protein), such as CD9 and CD63. Therefore,
designing an exosome detection surface based on TIRIE and optimizing an appropriate
target site on exosomes are issues.

In this work, we not only designed a sensing surface to detect exosomes, but also
compared CD9 and CD63 on exosomes which are preferred as target sites of exosomes. As
shown in Scheme 1, the sensing surface is modified with protein G and antibodies, which
capture exosomes by exosome-specific membrane proteins CD63 and CD9. In the kinetic
analysis, we introduced pseudo-first-order interaction kinetics to analyze the interaction
between proteins and antibodies [31]. As far as we know, this is the first time that exosomes
have been detected using TIRIE.
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Scheme 1. TIRIE for the detection of exosomes: (a) Schematic of TIRIE with the typical conventional
polarizer–compensator–sample–analyzer configuration; (b) schematic of the bioreaction process on
the sensing surface and the sensing signals recorded by TIRIE, correspondingly. The grayscale image
shows the intensity of the light which is characteristic of the surface mass density distribution of
the biomolecular layers on the surface. When the ligand in the solution interacts with the target, a
complex is assembled on the surface by affinity and the surface mass density is changed. With the
visualization by TIRIE, the changes on the surface are be transformed into grayscale and the targets
in the solution can be verified quantitively.

2. Materials and Methods
2.1. TIRIE

TIRIE is composed of a microfluidic microarray bioreactor and an imaging ellipsome-
try system operated under the total internal reflection mode. As is shown in Scheme 1a, a
light beam with the wavelength of 633 nm from a Xe lamp and a wavelength selector goes
through a polarizer and a quarter wave plate (compensator) successively, and is reflected
from the substrate after penetrating a coupling prism perpendicularly. An evanescent wave
that is exponentially decayed emerges on the gold ambient interface when the incident
angle is larger than the total internal reflection angle. Mass density changes in biomolecules
on the surface within this substrate modulate the elliptic parameters (psi and delta). The
reflected light beam passes through another dichroic polarizer (analyzer) and is collected
into the charge coupled device (CCD) camera in the format of a 16-bit grayscale image. If
there is a biomolecule reaction occurring on the surface, the whole process of biomolecular
interaction is visualized by the CCD in real time.

The structure of the microfluidic bioreactor has been described in the reference [31].
The microfluidic microarray bioreactor is composed of a microarray device and a peristaltic
pump. The microarray has 24 independent interaction cells. Each cell is attached to
microtubes via an inlet and an outlet port. Inlet ports are attached to the sample solutions,
and outlet ports connect to a peristaltic pump. When a substrate surface adheres to the
microarray, 24 independent interaction cells are formed. By the power of a peristaltic pump,
biomolecules in the solution are pumped successively onto the surface.

2.2. Chemicals and Biological Samples

Anti-CD9 antibody [MEM-61] and anti-CD63 antibody [MEM-259] were purchased
from Abcam. Recombinant protein G from Escherichia coli, ≥90% (protein G), anti-human
IgG antibody (anti-IgG), 1-(3-Dimethylaminopropyl)-3-ethylcarbodiimidehydrochloride
(EDC), N-hydroxyl-succinimide (NHS), and 11-mercaptoundecanoic acid (MUA) were all
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purchased from Sigma-Aldrich. ExoStdTM lyophilized exosome standard (human serum)
(Exo) was bought from Biovision (Milpitas, USA). Deionized water was obtained from a
Milli-Q purification system (18.2 mΩ at 25 ◦C). Phosphate-buffered saline (PBS, pH 7.4)
and PBST (containing 0.05% Tween-20) were prepared in deionized water.

2.3. Functionalization of Sensing Surface

The glass substrate coated with a gold film (50 nm) was cleaned in piranha solu-
tion (H2SO4:H2O2 = 3:1, v/v) for 30 min and then washed with deionized water and
pure ethanol alternately five times. After being dried by pure nitrogen and cleaned with
UV/Ozone ProCleanerTMPlus (BioForce Nanosciences, Ames, IA, USA) for 30 min, the
glass substrate was immersed in an MUA ethanolic solution (10 mM) overnight. Fi-
nally, the modification glass substrate was rinsed by pure ethanol and deionized water
alternately and was stored in pure ethanol. The surface modification procedure was car-
ried out in a microfluidic microarray bioreactor, which was referred to in our previous
works [24]. To stimulate the sensing surface bioactivity, a mixture solution prepared with
NHS (0.05 mol/mL) and EDC (0.2 mol/mL) was passed across the sensing surface at
1 µL/min for 8 min, followed by washing with PBST.

2.4. The Surface Processing of Biomolecules

The protein G was immobilized on the functionalized sensing surface to modify the
ligand. Firstly, the protein G flowed at 1 µL min/mL for 8 min, followed by washing with
PBST. Then, the ligand was injected on the surface at 1 µL min/mL for 20 min and then
rinsed with PBST for 20 min. Finally, exosomes were delivered at 1 µL/min for 30 min,
followed by washing with PBST for 10 min.

2.5. Dynamic Light Scattering Measurements

The diameter of exosomes was characterized by dynamic light scattering (Zetasizer
Nano, Malvern Panalytical Ltd, Malvern, UK) which measured Brownian motion to deter-
mine the size of the particles. By illuminating the particles with the laser, the fluctuations
in the intensity of the diffused light were analyzed.

3. Results and Discussion
3.1. Characterization of the Diameter and Surface Protein of Exosomes

The diameter of exosomes was characterized by a Zetasizer Nano and CD9 and CD63
surface proteins were quantified by ELISA. As shown in Figure 1a, peak intensity accumulated
in two (220 nm ± 70 nm and 38 nm ± 10 nm). The proportion of the area under the curve of
the higher peak intensity was 84%. However, the proportion of the area under the curve of the
lower peak intensity was 16%. Furthermore, the distribution range of diameters in the higher
peak intensity was between 150 and 290 nm and that in the lower peak intensity was between
50 and 150 nm. In further experiments, the surface proteins (CD9 and CD63) on exosomes
were characterized by an ELISA assay, as shown in Figure 1b. The optical density (OD) value
of CD9 (0.7 ± 0.08) was 1.8 times greater than CD63 (0.38 ± 0.07), which suggested that the
number of CD9 proteins on exosomes exceeded the number of CD63 proteins on exosomes
derived from human serum.
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Figure 1. The characterization of the diameter and the surface proteins of exosomes. (a) The diameter
of exosomes was characterized by a Zetasizer Nano. (b) The level of CD9 or CD63 surface protein on
exosomes was characterized by ELISA.

3.2. Design of Sensing Surface
3.2.1. Immobilization of Antibody by Protein G

Protein G was utilized to improve ligand quantity in order to enhance the ligand
detection signal. As shown in Figure 2a, the sensing signal of anti-CD63 or anti-CD9 with
protein G was significantly improved. As shown in Figure 2b, comparing the red and
blue bars, the increment in anti-CD63 (650 ± 40) or anti-CD9 (640 ± 20) with protein G
is at least twelve times that of anti-CD63 (50 ± 10) or anti-CD9 (40 ± 10) without protein
G. These results indicated that protein G enhanced the amount of anti-CD9 or anti-CD63
adsorption. On the one hand, protein G is a bacterial cell wall protein isolated from
group G Streptococci [32]. DNA sequencing of native protein G identified two IgG-binding
domains and sites for albumin [32]. On the other hand, anti-CD9 and anti-CD63 have two
IgG-binding domains because these proteins are the isotype of IgG1. Therefore, protein G
has the ability to bind anti-CD9 or anti-CD63 selectively.

Figure 2. Detection of antibodies with or without protein G by TIRIE. (a) The real-time curve of the
sensing surface in four cases. (b) The sensing signal variation of antibodies on the surface with or
without protein G.

3.2.2. Optimum Concentration of Antibody

The amount of absorption of exosomes depends on the number of antibodies on the
sensing surface. Therefore, a proper concentration (saturated concentration) of antibody is
necessary. The concentration of antibodies was diluted in four levels, 10 µg/mL, 20 µg/mL,
40 µg/mL, and 80 µg/mL by PBST. The real-time curve of antibody adhesion is shown in
Figure 3a. As shown in Figure 3b, the concentration of 20 µg/mL produced the highest
sensing signal for both anti-CD9 and anti-CD63. However, the detection signal did not
increase as the concentration increased. One the one hand, too low a concentration of
antibody (10 µg/mL) may bring exosomes into direct contact with the surface because of
the large number of virgin sites on the surface. On the other hand, too high a concentration
of antibody (80 µg/mL) may reduce the number of exosomes on the surface due to the
appearance of steric hindrance [33]. Therefore, the concentration of 20 µg/mL of anti-CD9
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or anti-CD63 is not only the saturated adsorption concentration on the sensing surface, but
was also employed as the normal concentration in the follow-up experiment.

Figure 3. Detection of different concentrations of antibody by TIRIE. (a) Four real-time curves for the
interaction between protein G and anti-CD9/anti-CD63 in four concentrations, respectively. (b) The
sensing signal of four different concentrations of anti-CD9 and CD63.

3.3. Detection and Analysis of Exosomes

The whole real-time procedure of exosome adhesion was recorded by TIRIE. As
shown in Figure 4, EDC/NHS was pumped into the flow cell in the first 20 min. After
washing with PBS, protein G was immobilized on the activated surface at a concentration
of 100 µg/mL for a further 30 min. Antibodies (anti-CD9 or anti-CD63) were injected
on the sensing surface during the next 20 min. After washing with PBS, exosomes at a
concentration of 200 µg/mL were delivered to the surface within 15 min. For protein G,
the grayscale increased by 200. Antibodies showed an increase of 900 grayscale. Finally, for
exosomes, the grayscale increased by 300. In fact, TIRIE responded approximately linearly
to the variation in surface mass density (µg/cm2) of the protein layer [34]. The relationship
between the TIRIE signal, δI, and the surface mass density of the protein layer, δΓ, can be
given by

δI ∝ δΓ = δm·M (1)

where δm and M are the surface amount density of the protein layer and the protein mass,
respectively. Here, we suppose that the exosome mass is approximated to the protein
mass. Previous studies reported the mass of all proteins in exosomes. Thus, according to
Equation (1) the TIRIE signal (grayscale) of exosomes can be transformed into surface mass
density (µg/cm2). As shown in the inset of Figure 4, exosomes captured by anti-CD9 have
a higher surface density than exosomes captured by anti-CD63 after 15 min.

The surface density, the average surface occupied, and the average distance between
exosomes were estimated. As shown in the Figure 4 inset, the surface mass density is
0.3 µg/mL, shown by the blue curve, up to 800 s. Assuming the diameter of exosomes is
200 nm, the density of exosomes is 7.2 × 107 (particles/cm2). The surface size of attached
exosomes is 3 mm ± 0.1 mm × 0.5 mm ± 0.1 mm. Therefore, the number of exosomes
is 1.1 × 105. Supposing the surface is separated into a set number of squares whose side
length is 200 nm, the number of squares is 3.7 × 107. As a result, the number of squares is
34 times the number of exosomes. Then, supposing all exosomes are evenly distributed on
the surface, the average distance between bound exosomes is 44 nm ± 0.5 nm.
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Figure 4. The real-time curve for the whole biological process on the sensing surface. The inset in the
figure clearly illustrates the specific binding process between two types of antibodies (anti-CD9 and
anti-CD63) and exosomes.

We analyzed the KD of the ligand–analyte interaction on the sensing surface to com-
pare the detection ability of TIRIE with anti-CD9 with exosomes and anti-CD63 with
exosomes. There are two hypotheses. First, the binding ratio of antibodies and exosomes is
1 to 1. Second, the interaction between antibodies and exosomes represents pseudo-first-
order interaction kinetics. Therefore, the fitting model can be expressed by

δ y = A1/A2

(
1 − e−kx

)
(2)

where A1/A2 is the slope of the fitting curve. For TIRIE, a typical interaction between the
ligand and the analyte on the surface follows: ligand + analyte 
 ligand − analyte [35].
Considering the pseudo-first-order interaction, the surface density can be expressed by [34]

Γanalyte =
Γanalyte0·canalyte

KD + canalyte
(3)

where Γanalyte0 is the initial surface density of the ligand before the interaction, KD is the
dissociation equilibrium constant of the interaction, and canalyte is the concentration of the
analyte in solution. As shown in Figure 5, the square numbers (R2) of two curves are greater
than 0.97, suggesting that an appropriate degree of the pseudo-first-order interaction model
curves is consistent with the experimental curves. In terms of Equation (2), the yellow curve
in Figure 5a has a larger A1/A2 than the red curve in Figure 5b. According to Equations (1)
and (3), a higher Γ leads to a lower KD, and a smaller KD suggests a stronger binding affinity
between ligand and analyte [34]. As shown in Figure 5, the red curve (anti-CD9) has a greater
surface density than the blue curve (anti-CD63). Therefore, the interaction between anti-
CD9 and exosomes has a stronger binding affinity than the interaction between anti-CD63
and exosomes.
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Figure 5. The experimental and fitted curve for the interaction between antibodies and exosomes.
(a) The red curve represents the interaction between exosomes and anti-CD9; (b) the blue curve
represents the interaction between exosomes and anti-CD63.

In order to verify the detection range (concentration) of exosomes in TIRIE, three different
concentrations of exosomes (40 µg/mL, 80 µg/mL, 160 µg/mL) were considered as targets.
Since the interaction between the anti-CD9 and exosomes showed a higher affinity for binding,
anti-CD9 was employed as a ligand in this part. As shown in Figure 6, as the exosome
concentration increases, the TIRIE signal increases steadily. The TIRIE signal changes from
100 grayscale to 250 grayscale. According to the calibration curve from the Figure 6 inset,
the LOD of TIRIE is 0.41 µg/mL assuming a 95% confidence level. The calculation of LOD is
based on the calibration curve with S/σ = 3.3, where S and σ are the slope of the calibration
curves of exosomes (Figure 6 inset) and the standard deviation of 20 independent blank
control measurements, respectively.

Figure 6. Detection of different concentrations of exosomes by TIRIE based on anti-CD9. The inset is
the calibration curves of exosomes in three concentrations (40 µg/mL, 80 µg/mL, and 160 µg/mL).

One probable reason why the interaction between exosomes and anti-CD9 has a KD
greater than that between exosomes and anti-CD63 is that the CD9 protein expressed
itself more on the exosome surface. This reason is demonstrated in Figure 1b, where the
expression of the CD9 protein exceeds the CD63 protein on exosome surfaces from human
serum. The more proteins that express themselves on exosomes, the more binding sites
are linked to the antibody specifically. Additionally, more binding sites indicate a higher
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binding probability. In addition, proteomic comparison results of exosomes from 2016
indicated that the amount of CD9 is more than CD63 at a moderate (10,000 g) centrifugation
speed [36].

4. Conclusions

In summary, we not only designed a sensing surface to capture exosomes successfully
based on TIRIE, but also compared the KD of the interaction between the antibody and CD9
and CD63 surface proteins on exosomes by introducing the pseudo-first-order interaction
kinetics mode. Firstly, the antibody detection signal (anti-CD9 or anti-CD63) with protein G
is 1.14 times higher than that without protein G. Secondly, the distance between exosomes
adhered on surfaces is 44 nm ± 0.5 nm when the concentration of exosomes is 200 µg/mL.
In addition, the interaction between the CD9 surface protein on exosomes and anti-CD9
has a smaller KD than the interaction between the CD63 surface protein on exosomes and
anti-CD63. We speculate that a higher expression level of CD9 on exosomes is the reason
why the interaction of exosomes and anti-CD9 has a smaller KD. Therefore, CD9 is more
suitable than CD63 as a surface biomarker of exosomes. Finally, the LOD of TIRIE to
detect exosomes is 0.41 µg/mL. This indicates that TIRIE is suitable as a tool to study the
interaction process between proteins and exosomes.

Author Contributions: Conceptualization, H.L.; methodology, H.L. and W.L.; software, H.L.; valida-
tion, H.L.; formal analysis, H.L.; investigation, H.L.; resources, H.L.; data curation, H.L.; writing—
original draft preparation, H.L.; writing—review and editing, W.L.; visualization, H.L.; supervision,
G.J.; project administration, W.L. All authors have read and agreed to the published version of
the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

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

References
1. Thery, C.; Zitvogel, L.; Amigorena, S. Exosomes: Composition, biogenesis and function. Nat. Rev. Immunol. 2002, 2, 569–579.

[CrossRef]
2. Thery, C. Exosomes: Secreted vesicles and intercellular communications. F1000 Biol. Rep. 2011, 3, 15. [CrossRef] [PubMed]
3. Yanez-Mo, M.; Siljander, P.R.M.; Andreu, Z.; Zavec, A.B.; Borras, F.E.; Buzas, E.I.; Buzas, K.; Casal, E.; Cappello, F.; Carvalho, J.;

et al. Biological properties of extracellular vesicles and their physiological functions. J. Extracell. Vesicles 2015, 4, 27066. [CrossRef]
[PubMed]

4. Tkach, M.; Thery, C. Communication by Extracellular Vesicles: Where We Are and Where We Need to Go. Cell 2016, 164,
1226–1232. [CrossRef]

5. Lotvall, J.; Hill, A.F.; Hochberg, F.; Buzas, E.I.; Di Vizio, D.; Gardiner, C.; Gho, Y.S.; Kurochkin, I.V.; Mathivanan, S.; Quesenberry, P.;
et al. Minimal experimental requirements for definition of extracellular vesicles and their functions: A position statement from
the International Society for Extracellular Vesicles. J. Extracell. Vesicles 2014, 3, 26913. [CrossRef]

6. Beckett, K.; Monier, S.; Palmer, L.; Alexandre, C.; Green, H.; Bonneil, E.; Raposo, G.; Thibault, P.; Le Borgne, R.; Vincent, J.-P.
Drosophila S2 Cells Secrete Wingless on Exosome-Like Vesicles but the Wingless Gradient Forms Independently of Exosomes.
Traffic 2013, 14, 82–96. [CrossRef] [PubMed]

7. Gross, J.C.; Chaudhary, V.; Bartscherer, K.; Boutros, M. Active Wnt proteins are secreted on exosomes. Nat. Cell Biol. 2012, 14,
1036–1045. [CrossRef] [PubMed]

8. Vyas, N.; Walvekar, A.; Tate, D.; Lakshmanan, V.; Bansal, D.; Lo Cicero, A.; Raposo, G.; Palakodeti, D.; Dhawan, J. Vertebrate
Hedgehog is secreted on two types of extracellular vesicles with different signaling properties. Sci. Rep. 2014, 4, 7357. [CrossRef]
[PubMed]

9. Al-Nedawi, K.; Meehan, B.; Kerbel, R.S.; Allison, A.C.; Rak, J. Endothelial expression of autocrine VEGF upon the uptake of
tumor-derived microvesicles containing oncogenic EGFR. Proc. Natl. Acad. Sci. USA 2009, 106, 3794–3799. [CrossRef] [PubMed]

10. Doldan, X.; Fagundez, P.; Cayota, A.; Laiz, J.; Tosar, J.P. Electrochemical Sandwich Immunosensor for Determination of Exosomes
Based on Surface Marker-Mediated Signal Amplification. Anal. Chem. 2016, 88, 10466–10473. [CrossRef] [PubMed]

http://doi.org/10.1038/nri855
http://doi.org/10.3410/B3-15
http://www.ncbi.nlm.nih.gov/pubmed/21876726
http://doi.org/10.3402/jev.v4.27066
http://www.ncbi.nlm.nih.gov/pubmed/25979354
http://doi.org/10.1016/j.cell.2016.01.043
http://doi.org/10.3402/jev.v3.26913
http://doi.org/10.1111/tra.12016
http://www.ncbi.nlm.nih.gov/pubmed/23035643
http://doi.org/10.1038/ncb2574
http://www.ncbi.nlm.nih.gov/pubmed/22983114
http://doi.org/10.1038/srep07357
http://www.ncbi.nlm.nih.gov/pubmed/25483805
http://doi.org/10.1073/pnas.0804543106
http://www.ncbi.nlm.nih.gov/pubmed/19234131
http://doi.org/10.1021/acs.analchem.6b02421
http://www.ncbi.nlm.nih.gov/pubmed/27734678


Biosensors 2021, 11, 164 10 of 10

11. Sokolova, V.; Ludwig, A.-K.; Hornung, S.; Rotan, O.; Horn, P.A.; Epple, M.; Glebel, B. Characterisation of exosomes derived from
human cells by nanoparticle tracking analysis and scanning electron microscopy. Colloids Surf. B Biointerfaces 2011, 87, 146–150.
[CrossRef] [PubMed]

12. Rupert, D.L.M.; Lasser, C.; Eldh, M.; Block, S.; Zhdanov, V.P.; Lotvall, J.O.; Bally, M.; Hook, F. Determination of Exosome
Concentration in Solution Using Surface Plasmon Resonance Spectroscopy. Anal. Chem. 2014, 86, 5929–5936. [CrossRef] [PubMed]

13. Marti, G.E.; Stetler-Stevenson, M.; Bleesing, J.J.; Fleisher, T.A. Introduction to flow cytometry. Semin. Hematol. 2001, 38, 93–99.
[CrossRef]

14. Melo, S.A.; Luecke, L.B.; Kahlert, C.; Fernandez, A.F.; Gammon, S.T.; Kaye, J.; LeBleu, V.S.; Mittendorf, E.A.; Weitz, J.; Rahbari, N.;
et al. Glypican-1 identifies cancer exosomes and detects early pancreatic cancer. Nature 2015, 523, 177–182. [CrossRef] [PubMed]

15. Zanchetta, G.; Lanfranco, R.; Giavazzi, F.; Bellini, T.; Buscaglia, M. Emerging applications of label-free optical biosensors.
Nanophotonics 2017, 6, 627–645. [CrossRef]

16. Avella-Oliver, M.; Puchades, R.; Wachsmann-Hogiu, S.; Maquieira, A. Label-free SERS analysis of proteins and exosomes with
large-scale substrates from recordable compact disks. Sens. Actuators B Chem. 2017, 252, 657–662. [CrossRef]

17. Su, J. Label-Free Single Exosome Detection Using Frequency-Locked Microtoroid Optical Resonators. Acs Photonics 2015, 2,
1241–1245. [CrossRef]

18. Aygun, U.; Ozkumur, A.Y.; Durmus, N.G.; Demirci, U.; Urey, H. Label-free imaging of exosomes using depth scanning correlation
(DSC) interferometric microscopy. In Label-Free Biomedical Imaging and Sensing; Shaked, N.T., Hayden, O., Eds.; International
Society for Optics and Photonics: Bellingham, WA, USA, 2020; Volume 11251. [CrossRef]

19. Amano, R.; Takada, K.; Tanaka, Y.; Nakamura, Y.; Kawai, G.; Kozu, T.; Sakamoto, T. Kinetic and Thermodynamic Analyses of
Interaction between a High Affinity RNA Aptamer and Its Target Protein. Biochemistry 2016, 55, 6221–6229. [CrossRef]

20. Huang, Y.-Y.; Hsu, H.-Y.; Huang, C.-J.C. A protein detection technique by using surface plasmon resonance (SPR) with rolling
circle amplification (RCA) and nanogold-modified tags. Biosens. Bioelectron. 2007, 22, 980–985. [CrossRef]

21. Soler, M.; Carmen Estevez, M.; de Lourdes Moreno, M.; Cebolla, A.; Lechuga, L.M. Label-free SPR detection of gluten peptides in
urine for non-invasive celiac disease follow-up. Biosens. Bioelectron. 2016, 79, 158–164. [CrossRef]

22. Tamada, K.; Nakamura, F.; Ito, M.; Li, X.; Baba, A. SPR-based DNA detection with metal nanoparticles. Plasmonics 2007, 2,
185–191. [CrossRef]

23. Thakur, A.; Qiu, G.; Siu-Pang, N.G.; Guan, J.; Yue, J.; Lee, Y.; Wu, C.-M.L. Direct detection of two different tumor-derived
extracellular vesicles by SAM-AuNIs LSPR biosensor. Biosens. Bioelectron. 2017, 94, 400–407. [CrossRef]

24. Kang, T.F.; Niu, Y.; Jin, G. Visualization of the interaction between tris and lysozyme with a biosensor based on total internal
reflection imaging ellipsometry. Thin Solid Film. 2014, 571, 463–467. [CrossRef]

25. Jin, G. Development of biosensor based on imaging ellipsometry. Phys. Status Solidi A 2008, 205, 810–816. [CrossRef]
26. Jin, G.; Meng, Y.H.; Liu, L.; Niu, Y.; Chen, S.; Cai, Q.; Jiang, T.J. Development of biosensor based on imaging ellipsometry and

biomedical applications. Thin Solid Film. 2011, 519, 2750–2757. [CrossRef]
27. Nabok, A.V.; Tsargorodskaya, A.; Hassan, A.K.; Starodub, N.F. Total internal reflection ellipsometry and SPR detection of low

molecular weight environmental toxins. Appl. Surf. Sci. 2005, 246, 381–386. [CrossRef]
28. Yuan, W.; Ho, H.P.; Wu, S.Y.; Suen, Y.K.; Kong, S.K. Polarization-sensitive surface plasmon enhanced ellipsometry biosensor

using the photoelastic modulation technique. Sens. Actuators A Phys. 2009, 151, 23–28. [CrossRef]
29. Niu, Y.; Jin, G. Protein microarray biosensors based on imaging ellipsometry techniques and their applications. Protein Cell 2011,

2, 445–455. [CrossRef]
30. Liu, W.; Li, M.; Lv, B.; Chen, Y.Y.; Ma, H.W.; Viana, A.S.; Correia, J.P.; Jin, G. An Imaging Ellipsometry Approach to Dissolved

Oxygen Measurement on Surface Tethered Weak Polyelectrolyte Modified Electrode. J. Electrochem. Soc. 2016, 163, H286–H291.
[CrossRef]

31. Liu, H.; Shen, J.; Liu, W.; Niu, Y.; Jin, G. Imaging ellipsometry biosensor: Basic theory, principles of operation, and applications.
J. Vac. Sci. Technol. B 2020, 38. [CrossRef]

32. Derrick, J.P.; Wigley, D.B. The 3rd igG-binding Domain From Streptococcal Protein G: An analysis by X-ray crystallography of the
structure alone and in a complex with fab. J. Mol. Biol. 1994, 243, 906–918. [CrossRef]

33. Mahshid, S.S.; Camire, S.; Ricci, F.; Vallee-Belisle, A. A Highly Selective Electrochemical DNA-Based Sensor That Employs Steric
Hindrance Effects to Detect Proteins Directly in Whole Blood. J. Am. Chem. Soc. 2015, 137, 15596–15599. [CrossRef]

34. Li, Y.K.; Liu, W.; Jin, G.; Niu, Y.; Chen, Y.P.; Xie, M.X. Label-Free Sandwich Imaging Ellipsometry Immunosensor for Serological
Detection of Procalcitonin. Anal. Chem. 2018, 90, 8002–8010. [CrossRef]

35. Vijayendran, R.A.; Ligler, F.S.; Leckband, D.E. A computational reaction-diffusion model for the analysis of transport-limited
kinetics. Anal. Chem. 1999, 71, 5405–5412. [CrossRef]

36. Kowal, J.; Arras, G.; Colombo, M.; Jouve, M.; Morath, J.P.; Primdal-Bengtson, B.; Dingli, F.; Loew, D.; Tkach, M.; Thery, C.
Proteomic comparison defines novel markers to characterize heterogeneous populations of extracellular vesicle subtypes. Proc.
Natl. Acad. Sci. USA 2016, 113, E968–E977. [CrossRef]

http://doi.org/10.1016/j.colsurfb.2011.05.013
http://www.ncbi.nlm.nih.gov/pubmed/21640565
http://doi.org/10.1021/ac500931f
http://www.ncbi.nlm.nih.gov/pubmed/24848946
http://doi.org/10.1016/S0037-1963(01)90043-5
http://doi.org/10.1038/nature14581
http://www.ncbi.nlm.nih.gov/pubmed/26106858
http://doi.org/10.1515/nanoph-2016-0158
http://doi.org/10.1016/j.snb.2017.06.058
http://doi.org/10.1021/acsphotonics.5b00142
http://doi.org/10.1117/12.2543242
http://doi.org/10.1021/acs.biochem.6b00748
http://doi.org/10.1016/j.bios.2006.04.017
http://doi.org/10.1016/j.bios.2015.11.097
http://doi.org/10.1007/s11468-007-9035-x
http://doi.org/10.1016/j.bios.2017.03.036
http://doi.org/10.1016/j.tsf.2014.02.098
http://doi.org/10.1002/pssa.200777810
http://doi.org/10.1016/j.tsf.2010.12.175
http://doi.org/10.1016/j.apsusc.2004.11.084
http://doi.org/10.1016/j.sna.2009.01.025
http://doi.org/10.1007/s13238-011-1054-x
http://doi.org/10.1149/2.0331605jes
http://doi.org/10.1116/1.5129596
http://doi.org/10.1006/jmbi.1994.1691
http://doi.org/10.1021/jacs.5b04942
http://doi.org/10.1021/acs.analchem.8b00888
http://doi.org/10.1021/ac990672b
http://doi.org/10.1073/pnas.1521230113

	Introduction 
	Materials and Methods 
	TIRIE 
	Chemicals and Biological Samples 
	Functionalization of Sensing Surface 
	The Surface Processing of Biomolecules 
	Dynamic Light Scattering Measurements 

	Results and Discussion 
	Characterization of the Diameter and Surface Protein of Exosomes 
	Design of Sensing Surface 
	Immobilization of Antibody by Protein G 
	Optimum Concentration of Antibody 

	Detection and Analysis of Exosomes 

	Conclusions 
	References

