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Abstract: Tumor cell-derived extracellular vesicles and their cargo of bioactive substances have
gradually been recognized as novel biomarkers for cancer diagnosis. Meanwhile, the PD-L1 (Pro-
grammed Death-Ligand 1) protein, as an immune checkpoint molecule, is highly expressed on certain
tumor cells and holds significant potential in immune therapy. In comparison to PD-L1 monoclonal
antibodies, the inhibitory effect of PD-L1 siRNA (small interfering RNA) is more advantageous. In
this article, we introduced a microfluidic chip integrating cell cultivation and exosome detection
modules, which were intended for the investigation of the gene silencing effect of PD-L1 siRNA.
Basically, cells were first cultured with PD-L1 siRNA in the chip. Then, the secreted exosomes were
detected via super-resolution imaging, to validate the inhibitory effect of siRNA on PD-L1 expression.
To be specific, a “sandwich” immunological structure was employed to detect exosomes secreted
from HeLa cells. Immunofluorescence staining and DNA-PAINT (DNA Point Accumulation for
Imaging in Nanoscale Topography) techniques were utilized to quantitatively analyze the PD-L1
proteins on HeLa exosomes, which enabled precise structural and content analysis of the exosomes.
Compared with other existing PD-L1 detection methods, the advantages of our work include, first,
the integration of microfluidic chips greatly simplifying the cell culture, gene silencing, and PD-L1
detection procedures. Second, the utilization of DNA-PAINT can provide an ultra-high spatial
resolution, which is beneficial for exosomes due to their small sizes. Third, qPAINT could allow
quantitative detection of PD-L1 with better precision. Hence, the combination of the microfluidic chip
with DNA-PAINT could provide a more powerful integrated platform for the study of PD-L1-related
tumor immunotherapy.

Keywords: exosomes; immunotherapy; PD-L1; microfluidic chip; DNA-PAINT; integrated platform

1. Introduction

As an immune checkpoint molecule, the PD-L1 (Programmed Death-Ligand-1) protein
plays a crucial role in the human immune system. It possesses critical immunological func-
tions and can regulate the immune response of T cells toward tumor cells, thereby avoiding
excessive damage to surrounding tissues [1,2]. When PD-L1 binds with its receptor PD-1
on T cells, it inhibits the immune function and prevents the immune system from attacking
normal tissues. However, in the tumor environment, most tumor cells utilize this mecha-
nism to evade immune system surveillance. Tumor cells mimic normal cells and highly
express PD-L1, making it difficult for the immune system to recognize and attack tumor
cells. Therefore, blocking or reducing the expression of PD-L1 in tumor cells is of great sig-
nificance [3]. PD-L1 monoclonal antibody is usually used in PD-L1-based immunotherapy.
It can bind to PD-L1 on tumor cells and avoid the interaction of PD-L1 and PD-1 on T cells,
thereby activating T cells and enhancing the immune system’s ability to attack tumors. For
example, Durvalumab is a kind of PD-L1 monoclonal antibody belonging to the IgG1 class,
which has been approved by the FDA and can be used to treat UC (Urothelial Carcinoma)
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and NSCLC (Non-Small Cell Lung Carcinoma). Inhibiting PD-L1 has been proven to be
a viable treatment strategy and has achieved significant success [4]. However, during
treatment, continuous delivery of PD-L1 monoclonal antibodies is required to maintain
the inhibitory effect. The therapeutic efficacy also varies significantly among different
patients [5]. Compared to PD-L1 monoclonal antibodies, PD-L1 siRNA (small interfering
RNA) has a distinct advantage, as it can generate benefits in a more direct manner. PD-L1
siRNA utilizes gene silencing mechanisms to interfere with the transcription and translation
processes of the target gene, effectively reducing the synthesis of PD-L1 protein from its
source. Additionally, PD-L1 siRNA can sustainably impact the expression of the target
gene, thereby achieving long-lasting inhibitory effects [6–9]. Moreover, the dosing interval
is 2 years for each administration [8]. PD-L1 siRNA can be designed with specific sequences
to precisely inhibit the expression of target genes, which means personalized treatment
can be formulated based on the genetic characteristics and conditions of patients, thus
improving treatment efficacy.

Exosomes are cell-derived vesicles that can be released into various body fluids, such
as blood and saliva. They carry a variety of proteins, including PD-L1 [10–13]. Compared
to the traditional direct detection of tumor cells, extracellular vesicle (EV) detection is a
non-invasive method that does not require tissue biopsy or cell sampling [14]. In addition,
exosomes are widely distributed in the circulatory system, dynamic systemic detection
can be achieved by regularly collecting and analyzing exosome samples. The convenient
operation and analysis process of EV testing has shown tremendous potential as a non-
invasive biopsy method [15,16]. In this study, the expression of PD-L1 on exosomes was
chosen to validate the gene-silencing effect of siRNA.

Although exosome detection has many advantages compared to direct tumor cell
testing, the size of exosomes is much smaller compared to tumor cells [17]. The small size
and heterogeneity of exosomes make quantification and accurate estimation of exosomes
still challenging.

Microfluidic chips are small-sized chips that manipulate fluids in microscale spaces,
which can achieve the processing and analysis of samples with small volumes [18,19].
The increased surface area of the channels provides more reaction interfaces, improving
contact and reaction efficiency between reagents. Therefore, microfluidic chips have unique
advantages in realizing rapid analysis and efficient processing.

DNA-PAINT (DNA point accumulation in nanoscale topography) is an important
subtype of single-molecule localization microscopy (SMLM), which was proposed by
Ralf Jungmann and colleagues in 2014 [18]. DNA-PAINT achieves multi-color super-
resolution fluorescence imaging by exploiting the complementary nature of DNA strands.
In this technique, the highly specific binding between double-stranded DNA leads to the
spontaneous binding of two short, complementary DNA strands in solution. By attaching
one of the DNA strands to the target molecule as a docking strand, and attaching the
complementary strand to a fluorophore as an imaging strand, the imaging and docking
strands can undergo reversible binding and dissociation. DNA-PAINT utilizes a total
internal reflection (TIRF) illumination scheme. When the imaging strand (modified with a
fluorescent molecule) binds to the docking strand, the fluorescent molecules are excited,
producing a fluorescence on a signal. Due to the limited illumination depth of TIRF, a
fluorescence off signal would be produced when the imaging strand dissociates. This on-off
“blinking” effect allows precise localization of the targets with a spatial resolution down to
10–20 nm [20]. DNA-PAINT offers some advantages compared to other super-resolution
imaging methods. First, the imaging rate can be controlled by adjusting the length of
DNA strands and the composition of the imaging buffer. Second, this technique effectively
avoids the issue of photobleaching. Third, DNA-PAINT allows for the attachment of any
fluorescent dye to the imaging strand, enabling multicolor imaging (e.g., Exchange-PAINT)
without a “fluorescent ceiling” [19–21]. Ralf Jungmann et al. further explored the binding
process of DNA strands and successfully proposed an innovative technique called qPAINT.
Through detailed analysis using qPAINT, precise quantification of nanoscale substances,
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such as proteins and DNA, can be achieved. qPAINT is easy to operate and highly stable,
opening up new avenues for quantitative studies of nanoscale materials. Therefore, in this
study, DNA-PAINT and qPAINT were employed to investigate spatial localization and
quantitatively analyze PD-L1 proteins on exosomes of HeLa cells, aiming to explore the
inhibitory effect of siRNA on PD-L1 protein in tumor cells.

The novelty of this study lies in the combination of a microfluidic chip and super-
resolution imaging techniques, proposing a microfluidic chip that integrates cell culture
and exosome detection. This study provides a more powerful approach for the study of
exosome-based cancer immunotherapy.

2. Experimental Section
2.1. Materials

Polyethyleneimine (PEI, 408 727) was purchased from (Nanjing, China) Kaiji Biotech-
nology Co., Ltd. Ultraltration tube (50 kDa, UFC5050), beta-mercaptoethanol, glucose,
glucose oxidase, and hydrogen peroxide oxidase were purchased from (St. Louis, MO,
USA) Sigma-Aldrich. Exosome-depleted fetal bovine serum (Exo-FBS) was purchased
from (Palo Alto, CA, USA) System Bioscience (SBI). Glutaraldehyde (GA, 50% concentra-
tion) was purchased from (Shanghai, China) MACKLIN Company. Sodium borohydride
(NaBH4) was purchased from Aladdin Bio-Chem Technology (Shanghai, China) Co., Ltd.
Alexa Fluor 647@rabbit anti-PD-L1 (bs-10159R-AF647) and phosphate-buffered saline (PBS,
10 mM, pH 7.4) were purchased from Beijing Biosynthesis Biotechnology (Beijing, China)
Co., Ltd. TN buffer (50 mM Tris, 10 mM NaCl, pH 8.0) was purchased from Runode Biotech
(Suzhou, China) Co., Ltd. Human cervical cancer cells (HeLa) were purchased from Stem
Cell Bank, Chinese Academy of Sciences (Beijing, China). Bovine serum albumin (BSA)
was purchased from (St. Louis, MO, USA) Sigma-Aldrich. Normal goat serum (NGS) was
purchased from (Wuhan, China) Poisedon Bioengineering Co., Ltd. DBCO-sulfo-NHS ester
was purchased from (Jena, Germany) Jena Bioscience. RNA TransMate transfection reagent,
CD63 adapter, PD-L1 adapter, PD-L1 siRNA, PD-L1 docking chain, and PD-L1 imaging
chain were synthesized by Sangon Biotech (Shanghai, China) Co., Ltd. The sequences are
shown in Table S1.

2.2. Exosome Extraction

Cells were cultured under standard cell culture conditions (5% CO2, 37 ◦C). When the
cell confluence reached 70%, 10 mL of cell culture medium was taken from the culture flask
and centrifuged at 4 ◦C to remove cells and cell debris from the medium (3000× g, 15 min).
Subsequently, the supernatant was collected and centrifuged again at 4 ◦C (10,000× g,
45 min) to remove large vesicles presented in the supernatant. The supernatant was then
subjected to additional centrifugation at 4 ◦C using an ultracentrifuge (150,000× g, 70 min,
twice). A small amount of PBS solution was added to resuspend the exosomes, which were
then aliquoted and stored at −72 ◦C for future use.

2.3. Gene Silencing

Cells were seeded in an eight-well chambered slide and incubated in a CO2 incubator
for 24 h. Next, the siRNA/RNATransMate complex was prepared as follows. Two cen-
trifuge tubes were prepared, followed by the addition of 190 µL (marked as tube A) and
200 µL (marked as tube B) antibiotic-free and serum-free cell culture medium, respectively.
Then, they were shaken gently. Next, 12 µL of RNATransMate was added to Tube A, and
2 µL of siRNA stock solution (40 pM) was added to Tube B. Next, Tube A and Tube B were
mixed together and kept still for 5 to 10 min.

The cell culture medium was removed from the eight-well chambered slide. The cham-
bers were washed three times with PBS. The prepared siRNA/RNATransMate complex
and complete culture medium were added to the eight-well chambered slide in proportion.
The concentration of siRNA in the culture medium was 30 nM, 20 nM, 10 nM, and 5 nM,
respectively. The eight-well chambered slide was placed back into the CO2 incubator and
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incubated for 24 h. A confocal microscope was used to observe the uptake of siRNA by
cells at 6 h, 12 h, and 24 h during the RNA transfection process.

2.4. Immunofluorescence Staining

After transfection, the transfected tumor cells were cultured in standard growth
conditions until the cell confluence reached 70–90%. The cells were then removed from the
cell culture incubator. The cell culture medium was aspirated, and each chambered slide of
the eight-well chambered slide was washed with PBS solution three times. Next, 400 µL
of fixation solution (4% paraformaldehyde (5 mL) and 50% glutaraldehyde (10 µL)) was
added. After 20 min, the chambered slides were washed with PBS solution three times.
Then, 400 µL of NaBH4 solution (1 mg/mL) was added, and the eight-well chambered
slide was shaken for 7 min to reduce the aldehyde groups in the fixation solution.

Next, approximately 200 µL of NGS was added and kept still for 90 min to block
non-specific binding sites. Then, the wells were washed with PBS solution three times.
Finally, Alexa Fluor 647-conjugated rabbit anti-PD-L1 antibody (1 µL, 1 mg/mL) and PBS
solution (400 µL) were added to react for 12 h at 4 ◦C in the dark. After the reaction, the
chambered slides were washed with PBS solution three times. Finally, a small amount of
PBS solution was added. Thus, the immunofluorescent staining of the tumor cells was
completed and the cells were ready for subsequent imaging procedures.

2.5. Preparation of PDMS Microfluidic Chips

The cover glass was placed into a freshly prepared Piranha solution (a mixture of 98%
concentrated sulfuric acid and 30% hydrogen peroxide with a volume ratio of 3:1). After
sonicating for 1 h, the cover glass was rinsed thoroughly with deionized water and dried
with argon gas. Polydimethylsiloxane (PDMS) was mixed with the curing agent at a ratio
of 10:1. The mixture was poured into a resin-positive mold made by a 3D printer. Prior to
use, the resin-positive mold should be sonicated in a fluoride solution for 5 min. Due to
the potential deformation of the resin at high temperatures, the PDMS-filled resin-positive
mold was placed in a 60 ◦C oven for 2 h to cure the PDMS. Then, holes were drilled in the
PDMS chip, which was further cleaned with alcohol using ultrasonication and dried for
later use. Lastly, the cleaned PDMS chip and cover glass were treated with oxygen plasma
for 5 min (oxygen flow rate of 100 sccm, alternating current of 50 kHz, 100 W). Then, the
cover glass was pressed gently onto the PDMS chip to create an integrated PDMS chip for
cell culture, exosome capture, and detection.

2.6. Cultivation and Transfection of Cells

The culture medium was removed from the cell culture dish and 200 µL of trypsin
solution (0.25%) was added for digestion for 1 min. Then, the trypsin solution was aspirated,
and 500 µL of the corresponding complete culture medium was added. The adhered tumor
cells were detached gently from the dish. The tumor cells along with the culture medium
were transferred to a microfluidic chip that was sterilized with ultraviolet light. Then, the
chip was placed back into the cell culture incubator to allow reattaching of the tumor cells.

When the cell confluence reached 60–90%, the culture medium was removed from the
microfluidic chip, and the chip was washed three times with PBS. Then, 50 µL of culture
medium containing different concentrations of PD-L1 siRNA (40 nM, 30 nM, and 20 nM)
was added. A blank control group was set as well. After 24 h, the culture medium was
removed and the chip was washed three times with PBS to remove excess siRNA. Finally,
50 µL of siRNA-free complete culture medium was added and the cells were allowed to
grow for 3 to 5 days to secrete a sufficient amount of exosomes for subsequent capture and
detection experiments.

2.7. Specific Capture and Detection of Exosomes

Aldehyde functionalization of the substrate: First, 15 µL of a 0.5% (w/v) PEI solution
was injected into the channel at a rate of 0.5 µL/min for 5–10 min. The solution was
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simultaneously extracted through the outlet at the same rate. Then, 15 µL of PBS solution
was injected into the channel at a rate of 3 µL/min to wash the excess PEI solution. Next,
15 µL of a 2.5% (w/v) GA solution was injected into the channel at a rate of 0.5 µL/min.
GA would react with the amino groups on the surface of PEI modified glass slide. After
30 min, the channel was washed with PBS solution.

Biofunctionalization of substrates: 15 µL of a 5 µM CD63 aptamer solution was in-
jected into the channel at a rate of 0.5 µL/min for 10 min. The aptamer was modified
with an amino group at the 3’ end, allowing it to react with GA on the glass surface inside
the channel. Then the channel was washed with PBS solution. To prevent non-specific
binding of exosomes to the glass surface, 15 µL of a 2% (w/v) BSA solution was injected into
the channel at a rate of 0.5 µL/min for 30 min at room temperature to block non-specific
binding sites. Finally, the channel was washed three times with PBS solution.

Exosome Capture: The culture medium containing exosomes was extracted into the
channel at a rate of 0.5 µL/min using an infusion pump. After extraction, the medium was
kept still in the chip for 10 min, allowing capture of the exosomes via CD63 aptamers. Then,
the excess culture medium was washed away. To further improve reliability, dual-color
fluorescence co-localization was used to locate and detect the exosomal PD-L1 protein.
Next, 10 µL of a 10 nM PKH26 membrane dye solution was injected into the channel at
a rate of 0.5 µL/min to stain the membrane of the captured exosomes, the excess PKH26
dyes were also washed away with PBS. Finally, 30 µL of a 1 nM Alexa Fluor 647-conjugated
PD-L1 aptamer solution was injected into the channel at a rate of 0.5 µL/min. This ap-
tamer can specifically bind to the PD-L1 protein on the surface of exosomes and label the
PD-L1 protein.

2.8. DNA-PAINT Imaging and qPAINT Analyzing of the Exosomal PD-L1

DNA-PAINT imaging: After washing the channel with PBS, due to the small volume
of the channel, we introduced high-concentration imaging chains to obtain better scintilla-
tion images. First, 10 µL of imaging buffer containing DNA imaging chains (50 nM) was
introduced into the channel for super-resolution fluorescence imaging. The microscope
was set to EPI and TIRF modes. The sample was put on the stage for 20 min to eliminate
the drift error. During the imaging process, we first determined the location of exosomes
in the PKH26 channel, then turned on the 642 nm laser and switched to the Cy5 chan-
nel for DNA-PAINT imaging. In the fluorescence acquisition process, the exposure time was
100 ms, and 5000 frames of images were collected for the reconstruction of super-
resolution images.

qPAINT analysis of the exosomal PD-L1: Firstly, the photoswitching curve of the DNA
strand was binarized, then a suitable threshold was set as the standard to judge the dark
state or light state. The bright state was considered as a combination of the imaging strand
and the DNA docking strand. The interval between two adjacent dark regions was defined
as the dark duration τd. The scintillation curve was fitted to obtain the corresponding τd
distribution diagram of an exponential function. According to Formula (1), the value of
τ∗

d can be approximately considered as the value of t when the value of function f (t) is
1 × 10−1.

f (t) = 1 − exp(−t/τ∗
d ) (1)

Next, the content of PD-L1 proteins on the surface of exosomes can be obtained
according to the number of binding sites represented by N in Formula (2)

N = (ξ ∗ τ∗
d )

−1. (2)

where ξ is the inflow rate of a given imaging chain, the value of ξ is kon × ci. kon is the
secondary binding rate of DNA sequence, and ci is the concentration of the imaging chain.
For the same reaction conditions, the value of ξ is constant, so it can be concluded that the
number of binding sites N is proportional to (τ∗

d )−1.
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The super-resolution microscope was used to obtain 5000 frames of scintillation images
(Cy5 channel). The original image data were imported into Picasso software 1.0. The recon-
structed exosome image was selected, and the analysis window of Picasso software was
opened to obtain τ∗

d . Then the calculated constant ξ was input to obtain the corresponding
exosomal PD-L1.

2.9. Instruments

SMLM and DNA-PAINT images were acquired using a Zeiss Elyra P.1 super-resolution
microscope equipped with 405 nm (100 mW) laser, 561 nm (100 mW) laser, 642 nm (100 mW)
laser, 100×/1.46 oil immersion objective, and an Andor EM-CCD camera (iXon DU897).
TIRF illumination was used for wide-field imaging in the experiment. A Longer Pump
LSP04-1A four-channel syringe pump was used, the rated linear thrust was greater than
180 N, and the syringe specification was set to 2 mL. The pump was used to inject the reac-
tion reagents into the microfluidic channel at the required time and speed. The nanoArch
P150 3D printer manufactured by Mofang Precision Company was used to print photosen-
sitive resin, which was equipped with a UVLED light source (405 nm). The exposure time
was 4 s, and the optical accuracy was 25 µm.

3. Results and Discussion
3.1. The Principle of the Inhibition of PD-L1 Expression in Tumor Cells by PD-L1 siRNA

Currently, the use of PD-1 or anti-PD-L1 monoclonal antibodies to inhibit the PD-1/PD-
L1 interaction has been proven effective in the treatment of several cancers [22]. However,
many patients do not achieve the expected results with this treatment [3]. Therefore,
our attention has turned to small interfering RNA (siRNA), which could be used as an
alternative method to block immune checkpoints. siRNA is a substitute approach that
works by reducing the expression of PD-1 or PD-L1 to block their interaction. PD-1 siRNA
and PD-L1 siRNA downregulate the expression of PD-1 or PD-L1 proteins by blocking the
transcription process of PD-1 or PD-L1 mRNA within cells.

We developed a microfluidic chip capable of cell culture and exosome detection.
Tumor cells were transferred into the chip for gene-silencing experiments. Additionally,
the chip facilitated the capture of cancer cell-secreted exosomes. Finally, the inhibition of
PD-L1 protein expression on the surface of tumor cell-derived exosomes by siRNA was
validated using immunofluorescence assay. The photo of the microfluidic chip is shown in
Figure S1. The disc-shaped part of the chip is used for cell culture, making it convenient
to directly secrete the required exosomes. The straight passages are used for exosome
detection. The part between the disc-shaped part and the straight passage is designed to be
tortuous, which can prevent the cells or large vesicles from entering the detection area with
the assistance of an extremely slow flow rate.

The structure of the microfluidic chip is shown in Figure 1. The circular part is the
cell culture area. The cell culture media are introduced into the straight detection unit
through the curved channel. During the detection process, the CD63 aptamers are first
modified on the inner wall of the straight channel using PEI and GA to capture exosomes.
CD63 is known as the lysosomal-associated membrane protein 3 (LAMP3), a member of
the four-pass transmembrane protein superfamily, and is widely expressed on the surface
of many cell types [23–25]. The abundance of CD63 on the surface of exosomes is typically
higher than other biomarkers (such as CD9 or CD81), making it easier and more efficient to
capture exosomes using CD63 aptamers [26]. So, CD63 is a universal protein in exosomes
and usually is used as the capture point [27].
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Figure 1. Schematic diagram and physical drawing of the microfluidic chip.

When the exosomes were captured, a fluorescently labeled PD-L1 aptamer and PKH26
membrane dye solution were introduced into the straight channel to label the PD-L1 protein
and membrane of the exosomes. Subsequently, the exosomes in the channel were imaged.

PKH26 is a kind of fluorescent dye that can stably bind to the lipid bilayer membranes
of the exosomes. Alexa Fluor 647 (AF647) was modified on the PD-L1 aptamer. For a
specific reaction site, the binding of exosome and PD-L1 aptamers would induce a perfect
overlap of AF647 and PKH26 channels in the images. The pseudo colors of PKH 26 and
AF647 channels are set as red and green, respectively. So, the localization of exosomes
using two-color fluorescence co-localization of PKH26 and AF647 would be observed as
yellow sites. The open-source Image-Pro Plus software 6.0 was used for co-localization
analysis. More details could be found in our previous work on eliminating nonspecific
bind sites using fluorescence colocalization [28,29].

The capture probe (CD63 aptamer) and recognition probe (PD-L1 aptamer-AF647) have
high binding affinity to the CD63 protein and PD-L1 protein on the surface of exosomes. It is
difficult for the probes to diffuse or detach from the exosomes without specific dissociation
steps [27].

3.1.1. Uptake of siRNA by Tumor Cells

We first studied the uptake of siRNA by tumor cells. To verify the gene-silencing effect
of PD-L1 siRNA on tumor cells, immunofluorescence staining was used to quantitatively
analyze the expression levels of PD-L1 protein on the surface of normal and transfected cells.
HeLa cells were co-cultured with PD-L1 siRNA at a concentration of 30 nM for 24 h. The
cells were then subjected to immunofluorescence staining and observed under a confocal
microscope. The results are shown in Figure 2, where the red fluorescence represents AF647
on the PD-L1 antibody, indicating that the antibody has successfully connected to the
PD-L1 protein on the tumor cell membrane surface through the antigen-antibody reaction.
Figure 2A,C show the comparison of the expression levels of the PD-L1 protein on the
surface of HeLa cells before and after transfection.

By comparing the fluorescence intensity of PD-L1 antibody in the figure, we can see
that the fluorescence intensity of untreated cells is significantly higher than that of trans-
fected cells, indicating that PD-L1 siRNA has successfully entered the cells and interacted
with mRNA, resulting in the significant reduction of PD-L1 expression. To better show the
inhibition effect of the siRNA, fluorescence intensities were calculated by selecting regions
of interest (as shown by the red boxes) using the measurement function of the FV1000
software 4.2 equipped with the confocal microscope. The results obtained by averaging
multiple groups of data are shown in Figure 2E. It can be seen that the fluorescence in-
tensity of PD-L1 protein on the surface of transfected cells is obviously lower than that of
untreated cells.
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Figure 2. Immunofluorescence staining of PD-L1 proteins on the surface of HeLa cells and the
corresponding fluorescence intensities. (A) Fluorescence image of untreated HeLa cells, (B) bright
field image of untreated HeLa cells, (C) fluorescence image of transfected HeLa cells, (D) bright field
image of transfected HeLa cells, (E) fluorescence intensities of PD-L1 on transfected and untreated
HeLa cells. The intensities were obtained by the software integrated with the confocal microscope.
The error bars are the standard deviations of 3 individual experiments. The part highlighted by the
red border is for experimental fluorescence analysis.

3.1.2. Capture and Detection of Exosomes Secreted by Cells

After completing cell gene silencing in the chip, the cell culture medium was intro-
duced into the capture channel. The CD63 aptamers modified at the bottom of the channel
were used to capture exosomes. The membrane of captured exosomes was labeled by
PKH26. The PD-L1 aptamer modified with AF647 was used to label PD-L1 on the sur-
face of exosomes. The location of exosomes was determined by dual-color fluorescence
colocalization of PKH26 and AF647.

Figure 3 shows the two-color fluorescence colocalization image of exosomes captured
in the microfluidic chip. The red channel is exosome membranes stained with PKH26. The
middle channel is PD-L1 proteins on exosomes labeled by AF647 aptamers, the right figure
is the merged image. Figure 3D–F is an enlarged view of the boxed areas in Figure 3A–C.
From the figure, it can be clearly seen that the colocalization effect of PKH6 and AF647 is
excellent, which proves that the microfluidic channel can successfully capture exosomes.
This provides an experimental basis for the subsequent quantitative analysis of exosomal
PD-L1 proteins.

To investigate the specificity of the aptamer probe toward PD-L1, we conducted a
control experiment using non-specific probes. The experimental results are provided in
Figure S2. As can be seen, a negligible signal corresponding to the probes (642 channel)
was detected, resulting in poor colocalization between the probes and the membrane dye
(543 channel, i.e., exosomes) channels. Hence, the nonspecific probes cannot bind to PD-L1
on the exosomes. This can prove that the probes used in the article hold good specificity
toward exosomal PD-L1.

We utilized a fluorescence colocalization strategy to guarantee the specificity of the
results. Only those spots with both the signals of exosomes (PKH26) and PD-L1 (Alexa
Fluor 647) were taken as the specific sites, which ensured that the objects we investigated
were indeed PD-L1 on exosomes. Those spots with only the signals of Alexa Fluor 647
were nonspecific binding sites and were abandoned in subsequent analyzing procedures.
Hence, our method holds excellent specificity. We have proposed and utilized such a
colocalization strategy in several of our previous works, all focusing on exosome imaging
or detection [28–30].
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Subsequently, the contents of PD-L1 proteins on exosomes transfected with different
concentrations of PD-L1 siRNA were compared by measuring the fluorescence intensities of
AF647. The results are shown in Figure 4. With the increase of PD-L1 siRNA concentration,
the fluorescence intensity of PD-L1 protein on the surface of HeLa cell exosomes gradually
weakened, indicating that more siRNA has entered the cell and bound to mRNA related to
PD-L1 transcription, preventing the expression of PD-L1.
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Figure 4. The down-regulation effect of different concentrations of PD-L1 siRNA on the ex-
pression levels of PD-L1 on HeLa exosomes. The error bars are the standard deviations of 15
individual experiments.

3.2. Quantitative Analysis of Exosomal PD-L1 by DNA-PAINT

Next, we continued to quantitatively analyze PD-L1 on exosomes using DNA-PAINT.
Similarly, HeLa cells were cultured in the integrated chip and gene silencing was performed
using PD-L1 siRNA. After that, the exosomes were captured in the microfluidic channel.
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The captured exosomes were observed by a super-resolution microscope, and the SMLM
images were obtained. The PD-L1 protein on exosomes was quantitatively analyzed by
qPAINT. The experimental principle is shown in Figure 5.
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Figure 5. Schematic illustration of the detection mechanism of exosomal PD-L1 using DNA-PAINT.

First, DBCO-sulfo-NHS ester was used to couple the antibody targeting PD-L1 protein
with the docking chain to form specific labeled probes, which could bind to the PD-L1
protein on the surface of exosomes captured in the microfluidic channel. Under the TIRF
illumination mode, the imaging chain would emit fluorescence when it binds to the docking
chain. When the imaging chain detaches and moves away from the docking chain, the
fluorescence disappears due to limited illumination depth. So, the fluorescence scintillation
phenomenon can be observed and the DNA-PAINT-based super-resolution imaging was
realized. To be specific, first, SMLM processing was used to identify possible protein sites
and image reconstruction was performed to obtain super-resolution images. Subsequently,
the super-resolution image data were analyzed by qPAINT to obtain the expression level of
the corresponding protein. qPAINT has been utilized in many articles [25–27]. Compared
with existing quantitative methods, qPAINT can directly calculate the number of targets.
By analyzing the predictable binding kinetics between the imager and docking strands,
qPAINT counts the number of targets without spatially resolving them. qPAINT repre-
sents a conceptual framework that can simultaneously achieve high accuracy, precision,
wide dynamic range, robustness, and multiplexing capability to quantify the number of
labeled targets.

3.2.1. Capture and Detection of Exosomes Secreted by Cells

In the experiment, the PD-L1 protein on exosomes was labeled by an antibody-DNA
probe. A buffer containing imaging strands was introduced into the channel to realize
fluorescence scintillation through the dissociation and binding of the docking strand and
imaging strand. When the docking chain and the imaging chain are combined, the fluores-
cent signal can be captured, allowing the localization of the PD-L1 proteins. In the imaging
process, the amount of liquid that can be retained in the microfluidic channel is tiny, hence,
the concentration of the imaging chain in the imaging buffer was increased to obtain better
scintillation images. Finally, 5000 frames of images were collected and the reconstructed
super-resolution image is shown in Figure 6.
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Figure 6. Super-resolution images of HeLa cell exosomes. (A) SMLM image of the PKH26 exosome
membrane dye channel, (B) DNA-PAINT image of PD-L1 protein on the surface of exosomes,
(C) The merged image of (A,B). (D) The localization accuracy of DNA-PAINT image. (E) Fluorescence
intensity curve of the exosome cross section as indicated by the red square in (B).

Figure 6A–C shows the SMLM image of exosome membranes, the DNA-PAINT image
of PD-L1 protein on exosomes, and the merged image of these two channels, respectively.
In the experiment, the location of exosomes was first determined by PKH26 membrane
dye. Then, we switched to the Cy5 channel to achieve DNA-PAINT images of PD-L1
proteins. Cy5 was modified on the imaging chain, which was used for the luminescence
of the imaging chain. It can be seen from Figure 6C that the fluorescence signals of the
exosomal membrane channel and PD-L1 protein channel are highly coincident, indicating
that we have successfully achieved DNA-PAINT images of exosomal PD-L1. As shown
in Figure 6D, DNA-PAINT provides a high localization precision, which is beneficial for
exosome imaging. From the cross-sectional fluorescence intensity profiles in Figure 6E,
we can see that the FWHM (Full Width at Half Maximum) of the exosome derived from
DNA-PAINT is 110 nm, while the FWHM in PKH26 channel under wide field imaging is
500 nm. The result of DNA-PAINT is much smaller than that of wide-field imaging and is
in line with the actual size of exosomes. Therefore, compared with traditional wide-field
fluorescence imaging, DNA-PAINT imaging can obtain superior spatial resolution and
achieve more accurate exosome structure information.

For background fluorescence problems, we set an appropriate fluorescence intensity
threshold in the process of fluorescence analysis to eliminate background fluorescence.
After fixing the capture probes, bovine serum albumin (BSA) was added to block the spare
sites to reduce nonspecific binding. Furthermore, the influence of non-specific binding of the
aptamer with other substances was removed through dual-fluorescence co-localization of
PKH26 and AF647. For a specific reaction site, the binding of exosome and PD-L1 aptamers
would induce a perfect overlap of AF647 and PKH26 channels in the images. Otherwise, if
only one kind of fluorescence signal is detected, such sites should be considered nonspecific
reaction sites and eliminated.

3.2.2. Quantitative Analysis of PD-L1 on the Surface of Exosomes Using qPAINT

In order to achieve an accurate quantitative analysis of PD-L1 on exosomes, qPAINT
was utilized. According to the principle of qPAINT, the average dark state duration
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(τ∗
d ) of PD-L1 protein on exosomes and the inflow rate of a given imaging chain need to

be obtained.
Therefore, the first step is to obtain the binding and dissociation parameters of a pair

of docking and imaging strands. In the experiment, the DNA docking strand was directly
modified on the surface of the chambered coverslip and subjected to qPAINT imaging. A
total of 5000 frames of scintillation images were collected for the binding kinetics analysis
of the imaging strand. Since the binding kinetic parameters of a single DNA strand were
to be obtained, it was necessary to select the appropriate DNA strand concentration to
ensure that only one DNA strand existed at each flickering site. After optimizing a series of
concentrations, the final choice was to employ 300 µL 5 nM of the docking strand. Under
these parameters, the docking strand in the chamber was evenly dispersed on the surface of
the coverslip to eliminate the error caused by the agglomeration of multiple DNA strands.

During the imaging process, all parameters were kept consistent with the DNA-
PAINT imaging of exosomal PD-L1. The super-resolution image reconstructed from
5000 frames of DNA strand scintillation images is shown in Figure 7B. It can be seen that
the DNA docking strand was evenly distributed on the surface of the coverslip, and the
obtained scintillation curve can be used to identify the binding and dissociation of a single
docking strand.
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Figure 7. DNA single strand quantitative analysis. (A) A wide field image of the DNA strand fixed at
the bottom of the chamber coverslip. (B) DNA-PAINT image of the DNA strand fixed at the bottom
of the chamber coverslip. (C) A fluorescence photoswitching curve of the marked areas in (A).

A frame of image in the imaging process (Figure 7A) shows that transient fluorescent
spots can appear in the whole field of view. For example, we could select two different areas
in the image (Figure 7A), one is the location where the DNA docking strand exists, and
the other is the blank area. Then, we could obtain their photoswitching curves. As shown
in Figure 7C, for the spot in the red area, the fluorescence intensity curve occasionally
showed strong fluorescence signals. While the fluorescence intensity in the green area
was kept at a low level without obvious fluctuation. The reason is that the DNA docking
strands bind and release the imaging strand randomly, resulting in a significantly higher
Cy5 photoswitching frequency in the red region than in the background region.

After that, in order to obtain the expression level of exosomal PD-L1, qPAINT was
used to analyze the data according to the method of Ralf Jungmann and his team [31].

In order to more accurately explore the effect of different concentrations of PD-L1
siRNA on the expression level of PD-L1 in tumor cells, cells were cultured with differ-
ent concentrations of siRNA (20 nM, 30 nM, and 40 nM, and the blank control group).
After continuous cell culture for 3~5 days, exosomes were captured in the channel and
exosomal PD-L1 proteins were specifically labeled by antibody-DNA probe. Subsequently,
5000 frames of images in the Cy5 channel were collected. The raw data were imported into
the Picasso software to calculate the corresponding τ∗

d . After calibration ξ in the software,
the content of PD-L1 proteins on exosomes was obtained.

The reconstructed DNA-PAINT image by Picasso software is shown in Figure 8A. The
corresponding exosomal PD-L1 protein contents can be obtained by using Formula (2).
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Figure 8. Quantitative analysis of exosomal PD-L1. (A) A DNA-PAINT image of exosomal PD-L1
produced by the Picasso software. (B) The density of exosomal PD-L1 corresponding to HeLa cells
treated by different concentrations of PD-L1 siRNA. The error bars are the standard deviations of
15 individual experiments. The highlighted part of the red circle is used for experimental fluorescence
analysis.

The density of exosomal PD-L1 corresponding to HeLa cells incubated with different
concentrations of siRNA is shown in 8B. With the increase in siRNA concentration, the
density of exosomal PD-L1 decreased, indicating that more siRNA strands have entered
the cell to prevent the expression of PD-L1. Compared with the qualitative analysis based
on fluorescence intensity, the quantification of PD-L1 on exosomes obtained by qPAINT is
more reliable. Our research on this topic is consistent with previous reports [32–35].

4. Conclusions

In this study, the PD-L1 protein on the surface of tumor cell-derived exosomes was
observed by DNA-PAINT. The PD-L1 protein was analyzed quantitatively through qPAINT
and the inhibitory effect of PD-L1 siRNA on the expression level of exosomal PD-L1 protein
was validated. As the concentration of siRNA increases, the density level of PD-L1 on
exosomes decreases. When the concentration of PD-L1 siRNA was 40 nM, the inhibition
efficiency of PD-L1 protein on the surface of HeLa cell exosomes reached 68.7%. Compared
to traditional TIRF imaging, DNA-PAINT offers superior localization precision and spatial
resolution. qPAINT was used to realize quantitative analysis of exosomal PD-L1 and the
results confirmed that PD-L1 siRNA can effectively inhibit the expression level of PD-L1
proteins, providing new insights for immunotherapy. Furthermore, the microfluidic chip
requires low sample quantities. In summary, the DNA-PAINT-based exosomal protein
quantification chip enables convenient, rapid, and highly sensitive liquid biopsy, holding a
good potential in early tumor detection and theranostics.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/s24010173/s1, Figure S1: the scheme of the chip;
Figure S2: Investigating the specificity of PD-L1 aptamers toward exosomal PD-L1 using nonspecific
control probes. (A) PKH26 membrane dye channel (exosomes), (B) Alexa fluor 647 channel (control
probes), (C) merged image of the two channels.; Table S1: The sequences of docking and imager
strands for individual biomarker.

Author Contributions: G.Y.: Investigation, Formal analysis, Visualization, Writing—Original draft
preparation. T.Q.: Investigation, Validation. J.W.: Investigation, Methodology. T.W.: Cell culture.
Z.W.: Supervision and funding acquisition. S.Z.: Conceptualization, Investigation, Funding acqui-
sition, Project administration, Review and editing. Y.C.: Supervision and Funding acquisition. All
authors have read and agreed to the published version of the manuscript.

https://www.mdpi.com/article/10.3390/s24010173/s1


Sensors 2024, 24, 173 14 of 15

Funding: This work was supported by the Natural Science Foundation of China (NSFC) (62175027,
62175030, 62205053, 62305054), and the Zhishan Scholars Program of Southeast University
(2242021R41151).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The datasets used or analyzed during the current study are available
from the corresponding author on reasonable request.

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

References
1. Yi, M.; Zheng, X.; Niu, M.; Zhu, S.; Ge, H.; Wu, K. Combination strategies with PD-1/PD-L1 blockade: Current advances and

future directions. Mol. Cancer 2022, 21, 28. [CrossRef] [PubMed]
2. Kraehenbuehl, L.; Weng, C.H.; Eghbali, S.; Wolchok, J.D.; Merghoub, T. Enhancing immunotherapy in cancer by targeting

emerging immunomodulatory pathways. Nat. Rev. Clin. Oncol. 2022, 19, 37–50. [CrossRef] [PubMed]
3. Wu, Y.; Chen, W.; Xu, Z.P.; Gu, W. PD-L1 Distribution and Perspective for Cancer Immunotherapy—Blockade, Knockdown, or

Inhibition. Front. Immunol. 2019, 10, 2022. [CrossRef] [PubMed]
4. Fehrenbacher, L.; Spira, A.; Ballinger, M.; Kowanetz, M.; Vansteenkiste, J.; Mazieres, J.; Park, K.; Smith, D.; Artal-Cortes, A.;

Lewanski, C.; et al. Atezolizumab versus docetaxel for patients with previously treated non-small-cell lung cancer (POPLAR): A
multicentre, open-label, phase 2 randomised controlled trial. Lancet 2016, 387, 1837–1846. [CrossRef] [PubMed]

5. Chen, J.; Chen, S.; Luo, H.; Long, S.; Yang, X.; He, W.; Wu, W.; Wang, S. The negative effect of concomitant medications on
immunotherapy in non-small cell lung cancer: An umbrella review. Int. Immunopharmacol. 2023, 124, 110919. [CrossRef]

6. Van Hoeck, J.; Braeckmans, K.; De Smedt, S.C.; Raemdonck, K. Non-viral siRNA delivery to T cells: Challenges and opportunities
in cancer immunotherapy. Biomaterials 2022, 286, 21. [CrossRef]

7. Saw, P.E.; Song, E.W. siRNA therapeutics: A clinical reality. Sci. China-Life Sci. 2020, 63, 485–500. [CrossRef]
8. Sheridan, C. PCSK9-gene-silencing, cholesterol-lowering drug impresses. Nat. Biotechnol. 2019, 37, 1385–1387. [CrossRef]
9. Friedrich, M.; Aigner, A. Therapeutic siRNA: State-of-the-Art and Future Perspectives. Biodrugs 2022, 36, 549–571. [CrossRef]
10. Gao, W.T.; Wang, X.Y.; Zhou, Y.; Wang, X.Q.; Yu, Y. Autophagy, ferroptosis, pyroptosis, and necroptosis in tumor immunotherapy.

Signal Transduct. Target. Ther. 2022, 7, 26. [CrossRef]
11. Sheta, M.; Taha, E.A.; Lu, Y.Y.; Eguchi, T. Extracellular Vesicles: New Classification and Tumor Immunosuppression. Biology 2023,

12, 110. [CrossRef] [PubMed]
12. Doyle, L.M.; Wang, M.Z. Overview of Extracellular Vesicles, Their Origin, Composition, Purpose, and Methods for Exosome

Isolation and Analysis. Cells 2019, 8, 727. [CrossRef] [PubMed]
13. Liang, Y.J.; Iqbal, Z.; Lu, J.P.; Wang, J.H.; Zhang, H.; Chen, X.; Duan, L.; Xia, J. Cell-derived nanovesicle-mediated drug delivery to

the brain: Principles and strategies for vesicle engineering. Mol. Ther. 2023, 31, 1207–1224. [CrossRef] [PubMed]
14. Sala, M.; Ros, M.; Saltel, F. A Complex and Evolutive Character: Two Face Aspects of ECM in Tumor Progression. Front. Oncol.

2020, 10, 25. [CrossRef] [PubMed]
15. Pirisinu, M.; Pham, T.C.; Zhang, D.X.; Hong, T.N.; Nguyen, L.T.; Le, M.T.N. Extracellular vesicles as natural therapeutic agents

and innate drug delivery systems for cancer treatment: Recent advances, current obstacles, and challenges for clinical translation.
Semin. Cancer Biol. 2022, 80, 340–355. [CrossRef] [PubMed]

16. Yu, D.; Li, Y.X.; Wang, M.Y.; Gu, J.M.; Xu, W.R.; Cai, H.; Fang, X.J.; Zhang, X. Exosomes as a new frontier of cancer liquid biopsy.
Mol. Cancer 2022, 21, 33. [CrossRef] [PubMed]

17. Alzhrani, G.N.; Alanazi, S.T.; Alsharif, S.Y.; Albalawi, A.M.; Alsharif, A.A.; Abdel-Maksoud, M.S.; Elsherbiny, N. Exosomes:
Isolation, characterization, and biomedical applications. Cell Biol. Int. 2021, 45, 1807–1831. [CrossRef]

18. Chen, W.W.; Shao, F.C.; Xianyu, Y.L. Microfluidics-Implemented Biochemical Assays: From the Perspective of Readout. Small
2020, 16, 19. [CrossRef]

19. Kashefi-Kheyrabadi, L.; Kim, J.; Chakravarty, S.; Park, S.; Gwak, H.; Kim, S.I.; Mohammadniaei, M.; Lee, M.H.; Hyun, K.A.; Jung,
H.I. Detachable microfluidic device implemented with electrochemical aptasensor (DeMEA) for sequential analysis of cancerous
exosomes. Biosens. Bioelectron. 2020, 169, 9. [CrossRef]

20. Koester, A.M.; Szczepaniak, M.; Nan, X. Fast and Multiplexed Super Resolution Imaging of Fixed and Immunostained Cells with
DNA-PAINT-ERS. Curr. Protoc. 2022, 2, e618. [CrossRef]

21. Wei, J.X.; Qi, T.S.; Hao, C.H.; Zong, S.F.; Wang, Z.Y.; Cui, Y.P. Optical microscopic and spectroscopic detection of exosomes.
Trac-Trends Anal. Chem. 2023, 163, 30. [CrossRef]

22. Dong, W.J.; Wu, X.J.; Ma, S.B.; Wang, Y.F.; Nalin, A.P.; Zhu, Z.; Zhang, J.Y.; Benson, D.M.; He, K.; Caligiuri, M.A.; et al. The
Mechanism of Anti-PD-L1 Antibody Efficacy against PD-L1-Negative Tumors Identifies NK Cells Expressing PD-L1 as a Cytolytic
Effector. Cancer Discov. 2019, 9, 1422–1437. [CrossRef] [PubMed]

23. Ivanusic, D.; Madela, K.; Laue, M.; Denner, J. Three-Dimensional Imaging of CD63 Recruitment at the Virological Synapse: HIV-1.
Aids Res. Hum. Retroviruses 2015, 31, 579–580. [CrossRef] [PubMed]

https://doi.org/10.1186/s12943-021-01489-2
https://www.ncbi.nlm.nih.gov/pubmed/35062949
https://doi.org/10.1038/s41571-021-00552-7
https://www.ncbi.nlm.nih.gov/pubmed/34580473
https://doi.org/10.3389/fimmu.2019.02022
https://www.ncbi.nlm.nih.gov/pubmed/31507611
https://doi.org/10.1016/S0140-6736(16)00587-0
https://www.ncbi.nlm.nih.gov/pubmed/26970723
https://doi.org/10.1016/j.intimp.2023.110919
https://doi.org/10.1016/j.biomaterials.2022.121510
https://doi.org/10.1007/s11427-018-9438-y
https://doi.org/10.1038/s41587-019-0351-4
https://doi.org/10.1007/s40259-022-00549-3
https://doi.org/10.1038/s41392-022-01046-3
https://doi.org/10.3390/biology12010110
https://www.ncbi.nlm.nih.gov/pubmed/36671802
https://doi.org/10.3390/cells8070727
https://www.ncbi.nlm.nih.gov/pubmed/31311206
https://doi.org/10.1016/j.ymthe.2022.10.008
https://www.ncbi.nlm.nih.gov/pubmed/36245129
https://doi.org/10.3389/fonc.2020.01620
https://www.ncbi.nlm.nih.gov/pubmed/32984031
https://doi.org/10.1016/j.semcancer.2020.08.007
https://www.ncbi.nlm.nih.gov/pubmed/32977006
https://doi.org/10.1186/s12943-022-01509-9
https://www.ncbi.nlm.nih.gov/pubmed/35180868
https://doi.org/10.1002/cbin.11620
https://doi.org/10.1002/smll.201903388
https://doi.org/10.1016/j.bios.2020.112622
https://doi.org/10.1002/cpz1.618
https://doi.org/10.1016/j.trac.2023.117077
https://doi.org/10.1158/2159-8290.CD-18-1259
https://www.ncbi.nlm.nih.gov/pubmed/31340937
https://doi.org/10.1089/aid.2014.0252
https://www.ncbi.nlm.nih.gov/pubmed/25870000


Sensors 2024, 24, 173 15 of 15

24. Jung, S.; Kim, M.J.; Sellaththurai, S.; Kim, S.; Lee, S.; Lee, J. Generation of cd63-deficient zebrafish to analyze the role of cd63 in
viral infection. Fish. Shellfish. Immunol. 2021, 111, 152–159. [CrossRef] [PubMed]

25. Green, G.N.; Fang, H.; Lin, R.J.; Newton, G.; Mather, M.; Georgiou, C.D.; Gennis, R.B. The nucleotide-sequence of the cyd locus
encoding the 2 subunits of the cytochrome-d terminal oxidase complex of escherichia-coli. J. Biol. Chem. 1988, 263, 13138–13143.
[CrossRef] [PubMed]

26. Mathieu, M.; Névo, N.; Jouve, M.; Valenzuela, J.I.; Maurin, M.; Verweij, F.J.; Palmulli, R.; Lankar, D.; Dingli, F.; Loew, D.; et al.
Specificities of exosome versus small ectosome secretion revealed by live intracellular tracking of CD63 and CD9. Nat. Commun.
2021, 12, 18. [CrossRef] [PubMed]

27. Gao, X.; Ran, N.; Dong, X.; Zuo, B.; Yang, R.; Zhou, Q.; Moulton, H.M.; Seow, Y.; Yin, H. Anchor peptide captures, targets, and
loads exosomes of diverse origins for diagnostics and therapy (vol 10, 444, 2018). Sci. Transl. Med. 2018, 10, eaat0195. [CrossRef]
[PubMed]

28. Zong, S.F.; Liu, Y.; Yang, K.; Yang, Z.Y.; Wang, Z.Y.; Cui, Y.P. Eliminating nonspecific binding sites for highly reliable immunoassay
via super-resolution multicolor fluorescence colocalization. Nanoscale 2021, 13, 6624–6634. [CrossRef]

29. Wei, J.X.; Zhu, K.; Chen, Z.W.; Yang, Z.Y.; Yang, K.; Wang, Z.Y.; Zong, S.F.; Cui, Y.P. Triple-color fluorescence co-localization of
PD-L1-overexpressing cancer exosomes. Microchim. Acta 2022, 189, 10. [CrossRef]

30. Wei, J.X.; Zhang, S.Y.; Yuan, J.N.; Wang, Z.Y.; Zong, S.F.; Cui, Y.P. Nanoscale imaging of tumor cell exosomes by expansion single
molecule localization microscopy (ExSMLM). Talanta 2023, 261, 10. [CrossRef]

31. Jungmann, R.; Avendano, M.S.; Dai, M.J.; Woehrstein, J.B.; Agasti, S.S.; Feiger, Z.; Rodal, A.; Yin, P. Quantitative super-resolution
imaging with qPAINT. Nat. Methods 2016, 13, 439–442. [CrossRef] [PubMed]

32. Thiramanas, R.; Li, M.Y.; Jiang, S.; Landfester, K.; Mailänder, V. Cellular Uptake of siRNA-Loaded Nanocarriers to Knockdown
PD-L1: Strategies to Improve T-cell Functions. Cells 2020, 9, 2043. [CrossRef] [PubMed]

33. Chen, Z.W.; Yin, G.Q.; Wei, J.X.; Qi, T.S.; Qian, Z.T.; Wang, Z.Y.; Zong, S.F.; Cui, Y.P. Quantitative analysis of multiple breast cancer
biomarkers using DNA-PAINT. Anal. Methods 2022, 14, 3671–3679. [CrossRef] [PubMed]

34. Aqil, F.; Munagala, R.; Jeyabalan, J.; Agrawal, A.K.; Kyakulaga, A.H.; Wilcher, S.A.; Gupta, R.C. Milk exosomes—Natural
nanoparticles for siRNA delivery. Cancer Lett. 2019, 449, 186–195. [CrossRef]

35. Dahlman, J.E.; Barnes, C.; Khan, O.F.; Thiriot, A.; Jhunjunwala, S.; Shaw, T.E.; Xing, Y.P.; Sager, H.B.; Sahay, G.; Speciner, L.; et al.
In vivo endothelial siRNA delivery using polymeric nanoparticles with low molecular weight. Nat. Nanotechnol. 2014, 9, 648–655.
[CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.fsi.2021.01.016
https://www.ncbi.nlm.nih.gov/pubmed/33556552
https://doi.org/10.1016/S0021-9258(18)37682-8
https://www.ncbi.nlm.nih.gov/pubmed/2843510
https://doi.org/10.1038/s41467-021-24384-2
https://www.ncbi.nlm.nih.gov/pubmed/34282141
https://doi.org/10.1126/scitranslmed.aat0195
https://www.ncbi.nlm.nih.gov/pubmed/29875202
https://doi.org/10.1039/D0NR08103E
https://doi.org/10.1007/s00604-022-05278-6
https://doi.org/10.1016/j.talanta.2023.124641
https://doi.org/10.1038/nmeth.3804
https://www.ncbi.nlm.nih.gov/pubmed/27018580
https://doi.org/10.3390/cells9092043
https://www.ncbi.nlm.nih.gov/pubmed/32906726
https://doi.org/10.1039/D2AY00670G
https://www.ncbi.nlm.nih.gov/pubmed/36063064
https://doi.org/10.1016/j.canlet.2019.02.011
https://doi.org/10.1038/nnano.2014.84

	Introduction 
	Experimental Section 
	Materials 
	Exosome Extraction 
	Gene Silencing 
	Immunofluorescence Staining 
	Preparation of PDMS Microfluidic Chips 
	Cultivation and Transfection of Cells 
	Specific Capture and Detection of Exosomes 
	DNA-PAINT Imaging and qPAINT Analyzing of the Exosomal PD-L1 
	Instruments 

	Results and Discussion 
	The Principle of the Inhibition of PD-L1 Expression in Tumor Cells by PD-L1 siRNA 
	Uptake of siRNA by Tumor Cells 
	Capture and Detection of Exosomes Secreted by Cells 

	Quantitative Analysis of Exosomal PD-L1 by DNA-PAINT 
	Capture and Detection of Exosomes Secreted by Cells 
	Quantitative Analysis of PD-L1 on the Surface of Exosomes Using qPAINT 


	Conclusions 
	References

