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Abstract: Nanoparticle (NP) concentration is crucial for liquid biopsies and analysis, and various
NP concentrators (NPCs) have been developed. Methods using ion concentration polarization
(ICP), an electrochemical phenomenon based on NPCs consisting of microchannels, have attracted
attention because samples can be non-invasively concentrated using devices with simple structures.
The fabrication of such NPCs is limited by the need for lithography, requiring special equipment
and time. To overcome this, we reported a rapid prototyping method for NPCs by extending the
previously developed hydrogel molding method, a microchannel fabrication method using hydrogel
as a mold. With this, we fabricated NPCs with both straight and branched channels, typical NPC
configurations. The generation of ICP was verified, and an NP concentration test was performed
using dispersions of negatively and positively charged NPs. In the straight-channel NPC, negatively
and positively charged NPs were concentrated >50-fold and >25-fold the original concentration,
respectively. To our knowledge, this is the first report of NP concentration via ICP in a straight-
channel NPC. Using a branched-channel NPC, maximum concentration rates of 2.0-fold and 1.7-fold
were obtained with negatively and positively charged NPs, respectively, similar to those obtained
with NPCs fabricated through conventional lithography. This rapid prototyping method is expected
to promote the development of NPCs for liquid biopsy and analysis.

Keywords: ion concentration polarization; concentration; microfluidics

1. Introduction

The concentration of nanoparticles (NPs) is crucial in the field of liquid biopsy and
analysis [1–3], and various NP concentrators (NPCs) have been developed [3–5]. NPCs
improve the detection limits of biomarkers (e.g., NPs such as exosomes) for cancer and
dementia [5] and the throughput of post-concentration analysis and processing [3]. In
recent years, NPCs using ion concentration polarization (ICP), which is an electrochemical
phenomenon, have been developed [5]. These devices mainly consist of a microchannel
with a built-in selective ion permeation structure (e.g., ion exchange membrane), can
concentrate samples non-invasively [6], and have a simple structure because no internal
electrodes are required [7,8]. ICP is an electrochemical ion transport phenomenon that
occurs near the selective ion transmission structure owing to the application of an electric
field [9–14]. Due to the generation of ICP in the microchannel, an electrically neutral region,
specifically the ion depletion zone (IDZ), which is locally deficient in ions, is formed. The
IDZ can eliminate charged substances [15,16]. By utilizing this property, an ICP-based
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NPC can retain and concentrate the charged substance on the upstream side of the IDZ.
Typical types of ICP-based NPCs include those with a straight channel [17] and those
with a branched channel [15]. NPCs with a straight channel are used for on-chip batch
analysis (where a concentrated sample is retained in a channel) and can concentrate NPs at
relatively high concentration rates, whereas it is difficult to collect concentrated samples
(which are retained in a channel) outside of the device [18]. NPCs with branched channels
are used to continuously concentrate charged substances without the retention of the
concentrated sample in a channel. Whereas the concentration rate is lower than that with
the straight-channel NPC, the concentrated sample can be recovered from the device [18].

NPCs consisting of microchannels have been fabricated through a variety of rapid pro-
totyping techniques for microchannel fabrication, using transparent, easy-to-process poly-
dimethylsiloxane (PDMS) with low cytotoxicity [19] as a device material [3–5]. Photo- and
soft-lithography [20] is a conventional rapid prototyping technique that is time-consuming
and requires special equipment such as mask aligners, clean rooms, and plasma irradia-
tors [21]. To further facilitate the development of NPCs for liquid biopsy and analysis, an
NPC rapid prototyping method that enables us to design, prototype, and evaluate NPCs
without special equipment is required.

We have previously reported a method of fabricating PDMS-based microchannels
using a hydrogel as a mold (that is, the hydrogel molding method (HGM)) [22–25]. The
HGM process does not require the special equipment that is used for photo- and soft-
lithography. A hydrogel mold used in the HGM can be easily fabricated by casting a wire-
shaped hydrogel from capillary tubes (e.g., a glass capillary and a polytetrafluoroethylene
tube). HGM enables the simple and rapid preparation of two-dimensional and three-
dimensional PDMS-based microchannels with various cross-sectional shapes (e.g., circles,
squares, triangles). Although HGM could impart various properties to microchannels by
embedding different materials in PDMS together with a hydrogel mold, HGM has not been
applied to the production of such microchannels.

In this study, to overcome the existing issue (i.e., the fabrication of NPCs is limited
by the need for lithography, requiring special equipment and time), we developed a rapid
prototyping method for NPCs consisting of microchannels using the HGM. In the proposed
method, a commercially available ion-exchange membrane (Nafion) was embedded in
the device together with the hydrogel mold, and special equipment used for conventional
photo- and soft-lithography techniques was not required. Here, two typical types of devices
(an NCP with a straight channel and an NCP with a branched channel) were prepared. First,
the fabrication conditions (i.e., temperature and Nafion membrane width) were optimized.
Subsequently, the generation of ICP in the prepared NCPs was verified using a fluorescent
dye. Finally, the concentration performance of the NCPs was evaluated using NPs.

2. Materials and Methods
2.1. Preparation of Sample Dispersion

To verify the ICP generated in an NPC, we prepared a 300 µM aqueous solution of
uranine (fluorescent dye, Fujifilm Wako Pure Chemical Industries, Ltd., Osaka, Japan),
which can visualize IDZ [21]. To investigate the device characteristics for NP concentration,
two different dispersions, positively charged NPs (designed with amino groups on the
particle surface; mean diameter: 227.8 ± 25.5 nm, measured by dynamic light scattering;
Micromer®-redF, Micromod Partikeltechnologie GmbH, Rostock, Germany) and negatively
charged NPs (designed with carboxy groups on the particle surface; mean diameter:
273.7 ± 32.2 nm, measured by dynamic light scattering; Micromer®-redF, Micromod
Partikeltechnologie GmbH, Germany), were prepared at 6.0 × 1010 particles/mL.

2.2. Device Fabrication Using a Hydrogel Molding Method

Figure 1 shows the procedure for preparing an NPC using the HGM. First, the bottom
part of the NPC was prepared as follows. A polystyrene dish (60 mm in diameter, Corning,
St Louis, MO, USA) was poured with 2.5 g of a polydimethylsiloxane (PDMS; SILPOT 184,
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Dow Toray, Japan) mixture (base agent:curing agent = 10:1 weight ratio; Figure 1a). Then, a
Nafion membrane (NRE 212, thickness: 50.8 µm, Sigma Aldrich, St Louis, MO, USA; length
3 cm) was placed on the uncured PDMS and heated to cure (Figure 1b). Preliminary studies
have shown that the heating temperature and the width of the Nafion membrane affect the
wrinkle and deflection formation of the Nafion membrane, and the wrinkles and deflections
can inhibit the occurrence of ICP. To investigate the morphology of the bottom part of the
fabricated NPC, NPCs were fabricated at different heating temperatures (25, 35, 45, 55, 65,
and 75 ◦C) using Nafion membranes with different widths (2, 4, 6, and 8 mm). The heating
times were set to 12 h at 25 and 35 ◦C, 3 h at 45 ◦C, and 2 h at 55 ◦C and 65 ◦C. Subsequently,
the gel wires used as molds were prepared as follows. A solution of 16% (v/v) glycerol
(Fujifilm Wako Pure Chemical Industries, Ltd., Osaka, Japan) aqueous solution, 3% (w/v)
agarose (Agarose L, Fujifilm Wako Pure Chemical Industries, Ltd., Osaka, Japan) aqueous
solution, and 0.01% (w/v) blue food dye (Brilliant Blue FCF, Fujifilm Wako Pure Chemical
Industries, Ltd., Japan) aqueous solution were prepared. The agarose solution was aspirated
in a rectangular glass capillary (cross-section: 0.5 mm × 0.5 mm, Takao Manufacturing CO.,
LTD., Kyoto, Japan) and cooled at 4 ◦C for 10 min to cure. Gel wires (cured agarose) were
ejected from the glass capillary by applying positive pressure. Subsequently, the gel wires
were placed on the bottom part of the NPC, as previously described herein (Figure 1c). In
this study, two different configurations of gel wires (i.e., straight configuration for fabricating
an NPC with a straight channel and branched configuration for an NPC with a branched
channel) were prepared (Figure 1i,j). The PDMS mixture (10 g) was poured onto the gel wires
and heated at 53 ◦C for 2 h to cure (Figure 1d). In HGM, by curing the PDMS mixture poured
onto uncured PDMS, a gap-free structure was formed without a bonding process [22–25].
Two types of biopsy punches (tip diameter of 2 mm for the outlet and 3 mm for the inlet, Kai
Industries Co., Ltd., Gifu, Japan) were used to punch holes in the cured PDMS (Figure 1e).
Hot water was poured through the holes to dissolve and remove the gel wires (Figure 1f).
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Figure 1. Nanoparticle concentrator fabrication procedures using a hydrogel molding method: (a) the polydimethylsiloxane
(PDMS) mixture was poured into a dish; (b) the Nafion membrane was placed onto the PDMS, and the PDMS was cured;
(c) gel wires were placed on the cured PDMS; (d) the PDMS mixture was used as filling on the gel wires, and curing the
PDMS was performed at 53 ◦C for 2 h; (e) openings of inlet and outlet holes, achieved with a biopsy punch; (f) the gel wires
were washed out with hot water; (g) agarose solution was used for filling into a glass capillary, and this was cured at 4 ◦C
for 10 min; (h) the gel wire was ejected from the glass capillary; (i) gel wire configuration for fabricating a nanoparticle
concentrator with a straight channel; and (j) gel wire configuration for fabricating a nanoparticle concentrator with a
branched channel.
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2.3. Generation of Ion Concentration Polarization

To concentrate the sample dispersions (i.e., fluorescent dye and NPs), we generated
ICP in an NPC. Here, we prepared two types of NPCs (an NPC with a straight channel
and an NPC with a branched channel; Figure 2) using the HGM previously described
herein. To generate ICP, we applied voltage with a power supply (P4K-80M, Matsusada
Precision Inc., Osaka, Japan) and platinum wires (diameter: 0.5 mm, length: 10 cm, Kennis
Ltd., Osaka, Japan). When a voltage is applied to the NPC, cations are transported from
the main channel to the buffer channel via the Nafion membrane (Figure 2a,b). This ion
transport reduces the concentration of cations in the main channel. In the region where the
concentration of cations is low, the relative excess of anions repel each other to maintain
electrical neutrality. As a result, IDZ, a region depleted of cations and anions, is formed [5].
As IDZ acts as a partition wall that blocks the charged substances [5,15], an NPC with a
straight channel can concentrate NPs charged upstream of IDZ (Figure 2c). An NPC with a
branched channel can concentrate and recover charged NPs by removing the electrically
neutral medium (i.e., water). Figure 3 shows device systems for nanoparticle concentration.
An NPC was connected to containers filled with a sample dispersion and buffer liquid
(pure water) through a silicone tube (inner diameter: 1 mm, outer diameter: 2 mm) and
was connected to a peristaltic pump (MTIC05-01, ICOMES LAB Co., Ltd., Iwate, Japan)
through a silicone tube. To uniformly introduce a sample dispersion and buffer liquid to
each channel in the NPC, negative pressure was applied to the outlet using the peristaltic
pump. Sample dispersion and pure water were introduced into the main channel and
buffer channel, respectively.
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Figure 2. Schematics of the ion concentration polarization (ICP)-driven ion transfer and nanoparticle concentration in
microchannels. Ion movement in (a) a nanoparticle concentrator with a straight channel and (b) a nanoparticle concentrator
with a branched channel. Nanoparticle concentration in (c) a nanoparticle concentrator with a straight channel and (d) a
nanoparticle concentrator with a branched channel.
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2.4. Characterization

Scanning electron microscopy (VHX-D510, KEYENCE Co., Ltd., Osaka, Japan) was
used to observe the morphology of the prepared NPCs. To observe the behavior of the
sample in an NPC, a fluorescence microscope (BZ-X710, KEYENCE Co., Ltd., Japan) was
used. ImageJ software (National Institutes of Health, Bethesda, MD, USA) was used for
the image analysis. As an NPC with a branched channel has a structure for which a
concentrated sample stream can be separated from the main sample stream, a concentrated
NP dispersion was collected from the concentrated sample outlet. A spectrophotometer
(NANO DROP ONEC, Thermo Fisher Scientific, Waltham, MA, USA) was used to measure
the NP concentrations in the collected NP dispersions. An ammeter (DT4282, HIOKI E.E.
Corporation, Nagano, Japan) was used to measure the current in the NPC.

3. Results and Discussions
3.1. Fabricated Nanoparticle Concentrator

First, to form a uniform Nafion membrane on the bottom part of an NPC, the effects
of the heating temperature and Nafion membrane width were investigated. No wrinkles
were observed on the Nafion membrane (width: 2 mm) at 25 and 75 ◦C, whereas wrinkled
structures were formed on the Nafion membrane at 35–65 ◦C (Figure 4a). The curvature
of the Nafion membrane was smaller at 25 ◦C than at 75 ◦C (Figure 4b). These results
suggest that (1) the PDMS heated above 35 ◦C expands thermally and then returns at
room temperature, causing PDMS and membrane contraction; and (2) at a higher heating
temperature (75 ◦C), the membrane was deformed owing to the evaporation of water in the
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membrane [26]. From these results, the heating temperature was set to 25 ◦C in subsequent
experiments. Then, at a constant heating temperature (25 ◦C), changes in the curvature
of the Nafion membranes were examined using membranes of different widths. The
curvatures of the obtained membranes were almost constant regardless of the membrane
width (Figure S1). This shows that in this fabrication method, the membrane width [17,27],
which is one of the parameters related to the behavior of ICP, can be uniformly formed in
the range of 2–8 mm at a heating temperature of 25 ◦C. In the following experiments, an
NPC incorporating a 2 mm-wide Nafion membrane was used. Figure 5 shows fabricated
nanoparticle concentrators. In this study, we successfully produced an NPC with a straight
channel with a branched channel in which a Nafion membrane was embedded in the
bottom part of the NPC without wrinkles.
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3.2. A Nanoparticle Concentrator with a Straight Channel
3.2.1. Device Validation for Ion Concentration Polarization

To verify that ICP is generated in a prepared NPC with a straight channel, ICP visu-
alization and current–voltage (I–V) characterization were performed using an aqueous
fluorescent dye solution, as performed in a previous study [21] (Figure 6). The ICP behavior
was investigated at two different flow rates. At a relatively low flow rate (1 µL/min), the
formation of an IDZ (which shows ICP generation) was observed above 20 V by increasing
the applied voltage. The current value showed a three-step increase with respect to the
applied voltage, shown as follows. Up to 20 V, the current tended to increase as the applied
voltage increased. When the applied voltage exceeded 20 V, the current increased slightly.
As the applied voltage increased, the increase in current tended to increase again. Similarly,
previous studies [28–30] have reported that ICPs generated in ion-selective permeable
membranes incorporated into microchannels exhibit a three-step current response depend-
ing on the applied voltage. In the voltage range below the threshold, the I–V curve follows
Ohm’s law. Therefore, this voltage range is called the Ohmic region. In the voltage range
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above the threshold, ICP occurs, and the current value is almost constant or drops (i.e., the
resistance increases). This voltage range is called the limiting region. At applied voltages
higher than the limiting region, electroosmotic instability (EOI) occurs, resulting in the
creation of vortices near the ion exchange membrane. This vortex disturbs the IDZ, and
the current value simultaneously increases again. This voltage range is referred to as the
overlimiting region. In the current study, the behavior of an NPC with a straight channel
was consistent with that reported in previous studies [28–30]. Additionally, when the
applied voltage exceeded 65 V, the current value greatly increased with fluctuations up and
down as the voltage increased. This behavior was not observed in previous studies [29].
The greater the height of the microchannel, the more likely vortexes will occur due to EOI,
and as a result, vortexes cause the instability of IDZ formation [31]. As a microchannel
fabricated by HGM has a deeper structure than that in previous studies [29,31], vortexes
might have been more likely to occur, and the IDZ destabilized by the vortex could have
caused fluctuations in the current value.
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Figure 6. Ion concentration polarization visualization and current–voltage (I–V) characteristics of a nanoparticle concentrator
with a straight channel at different flow rates (n = 60). Fluorescent dye aqueous solution was used for the sample dispersion.
Inserts are fluorescence microscope images showing the behavior of the fluorescent dye in the channel (flow rate: 1 µL/min).

However, at a relatively higher flow rate (1.5 µL/min), no IDZ (which shows no ICP
formation) was observed in the applied voltage range of this study. The current value
increased as the applied voltage increased. This voltage range is in the Ohmic region.
Under this flow rate, a stepwise change in the increase in the current value according to the
applied voltage did not occur. In a higher flow environment, the expansion (formation) of
the IDZ can be constricted by supplying more ions from the upstream compared to that in
a lower flow environment. This might have caused the constant resistance in the channel
(i.e., the Ohmic region).

3.2.2. Nanoparticle Concentration

Using an NP dispersion, the behavior of the ICP-based NP concentration in a prepared
NPC with a straight channel was investigated (Figure 7). In this study, two different NPs
(negatively and positively charged NPs) were introduced into the NPC, and fluorescence
microscope images were acquired every minute for 20 min after the voltage was applied.
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By analyzing the acquired fluorescence microscope images, a line profile of the fluorescence
intensity at the center of the microchannel (position: 250 µm from the wall surface of the
flow path) was obtained. The time course of the maximum fluorescence intensity on the
line profile was plotted (Figure 7b,c). According to a previous study [18], the ICP-based
NP concentration in an NPC with a straight channel is more stable at lower flow rates
and higher applied voltages. Based on this, the conditions of the lowest flow rate and the
highest voltage were determined from the range of ICP occurrence in a preliminary study
(Figure S2); for negatively charged NPs, the applied voltage was set to 80 V and the flow
rate was set to 2 µL/min, whereas for positively charged NPs, the applied voltage was set
to 90 V and the flow rate was set to 2 µL/min.
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In both negatively charged NPs and positively charged NPs, the fluorescence intensity
tended to increase over time. For negatively charged NPs, the NP concentration reached
more than 50 times the original concentration 7 min after the voltage was applied, and
the fluorescence intensity (concentration) reached the camera sensitivity limit (saturation)
8 min after the voltage was applied. For positively charged NPs, the fluorescence intensity
peaked (more than 25 times the original concentration) 15 min after the voltage was
applied. Subsequently, the fluorescence intensity gradually decreased. This decrease in
fluorescence intensity was due to the fact that the NPs concentrated by ICP gradually spread
downstream from the membrane. This diffusion (leakage) of NPs downstream might have
been caused by the retention of NPs at a concentration higher than that which IDZ could
block. In addition, the fluorescence intensity (concentration) of negatively charged NPs was
higher than that of positively charged NPs (more than 3.0 × 1012 particles/mL). It has been
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reported that positively charged nanomaterials (proteins) introduced into PDMS-based
NPCs at low flow rates are non-specifically adsorbed on the channel surface, and the
concentration rate is lower than that of negatively charged proteins [15]. Similarly, in this
study, positively charged NPs were non-specifically adsorbed on the channel surface, and
the concentration rate was lower than that of negatively charged NPs. To our knowledge,
this is the first report of the condensation of NPs by ICP in a concentrator with a straight
channel (note: the previous work [18] has concentrated molecules rather than NPs).

3.3. A Nanoparticle Concentrator with a Branched Channel
3.3.1. Device Validation for Ion Concentration Polarization

To verify that ICP is generated in a prepared NPC with a branched channel, ICP
visualization and I–V characterizations were performed using an aqueous fluorescent dye
solution (Figure 8). Similar to that with an NPC with a straight channel, the ICP behavior
was investigated at two different flow rates. At a relatively low flow rate (1 µL/min), the
formation of an IDZ was observed above 30 V by increasing the applied voltage. As with
an NPC with a straight channel, the NPC with a branched channel exhibited a three-step
current response, and the current value increased with fluctuations going up and down as
the voltage increased. However, at a relatively higher flow rate (6 µL/min), no IDZ was
observed in the applied voltage range in this study. Additionally, as the applied voltage
increased, the current increased without pulsation. These behaviors were the same as those
in an NPC with a straight channel. However, in an NCP with a branched channel, the
minimum applied voltage forming the IDZ was larger than that in an NCP with a straight
channel. This might be because the difference in the channel structure caused a difference
in the electrical resistance in the channel. This should be investigated further in the future.
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3.3.2. Nanoparticle Concentration

The behavior of the ICP-based concentration was investigated in an NPC with a
branched channel using NP dispersion (Figure 9). Here, a voltage was applied after intro-
ducing two different nanoparticles, as in an NPC with a straight channel. Thirty minutes
after the voltage was applied, the treated NP dispersion was removed from the NPC,
and the NP concentration was measured using a spectrophotometer. The concentration
was determined from the obtained concentrations. The concentration rate was defined
as follows:

Concentration rate =
Concentration o f processed nanoparticle dispersion
Concentration o f original nanoparticle dispersion

(1)
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Similar to those in an NPC with a straight channel, to achieve a stable ICP-based NP
concentration, the conditions of the lowest flow rate and highest voltage were determined
from the range of ICP occurrences with a preliminary study (Figure S3); for negatively
charged NPs, the applied voltage was set to 40–50 V and the flow rate was set to 2 µL/min,
and for positively charged NPs, the applied voltage was set to 75–100 V and the flow rate
was set to 2 µL/min.
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For negatively charged NPs, the average concentration rates were increased 1.5–1.7-
fold (Figure 9b). There was no clear correlation between the concentration rate and the
applied voltage. The concentration of negatively charged NPs due to stable ICP formation
was observed upstream of the channel junction. The concentrated NPs flowed into the
concentrated stream. However, for positively charged NPs, the average concentration rates
were 1.0–1.7-fold higher (Figure 9c). As the applied voltage increased, the concentration
rate decreased. Owing to the stable ICP formation, the IDZ expanded towards the con-
centrated stream as the applied voltage increased. This blocked the flow of concentrated
NPs that were about to flow into the concentrated stream. The concentrated NPs that
could not flow into the concentrated stream stagnated on the upstream side of the IDZ. As
reported in a previous study [5], the IDZ tends to expand as the applied voltage increases.
Similarly, in the NPCs produced in this study, the IDZ expanded as the applied voltage
increased. This increased the proportion of NPs stagnating on the upstream side of the
IDZ, resulting in a decrease in the concentration rate. The maximum concentration rates
for negatively and positively charged NPs were 2.0 times (Figure S4) and 1.7 times higher
(Figure 9c), respectively. In an NPC with a branched channel prepared by existing fabrica-
tion techniques (photo- and soft lithography) [5], the concentration rates (measured from
the fluorescence intensity in the NPC) for negatively and positively charged NPs were 1.8
and 1.3 times higher, respectively. These results show that an NPC with a branched channel
fabricated by HGM has similar concentration properties to that fabricated via the existing
method. Under the ideal condition that all nanoparticles flow into the concentrated stream
(i.e., no leakage into the diluted stream), the concentration rate (r) can be expressed by the
following equation [15]:

r =
Q1 + Q2

Q1
(2)

where Q1 and Q2 represent flow rates in the concentrated stream and the diluted stream,
respectively. Here, because Q1 and Q2 were set to the same value, it was expected that r
would be 2. This shows that the maximum concentration rate would be two-fold higher
using Equation (2). However, in this experiment and the aforementioned previous study, r
did not reach 2. These results suggest that both of these devices caused nanoparticles to
leak into the diluted stream.

In this study, an NPC with a constant angle of the branched channel orientation was
used and the angle effect on the concentration rate was not considered, as in a previous
study [15]. However, according to the previous study, r in an NPC with a branched channel
can be expressed as follows.

r = 1 +
R1

R2
(3)

where R1 and R2 represent hydrodynamic resistances in the concentrated stream and the
diluted stream, respectively. As the angle of the branched channel orientation can affect
the pressure drop (which affects R1), the angle might affect the concentration rate.

4. Conclusions

Using a hydrogel as a mold, we successfully fabricated an NPC with a straight
channel and an NPC with a branched channel without the need for special equipment
used for conventional photo- and soft-lithography techniques. In both of these NPCs,
the generation of ICP allowed the NPs to be concentrated. In an NPC with a straight
channel, the fluorescence intensity in the channel tended to increase over time for both
negatively charged and positively charged NPs. In addition, negatively charged NPs
reached a concentration of more than 50 times the original concentration, and positively
charged NPs reached a concentration of more than 25 times the original concentration. To
our knowledge, this is the first report of the enrichment of NPs by ICP in a concentrator
with a straight channel. In an NPC with a branched channel, the concentrated NPs could
be removed from the NPC, and the maximum concentration rates for negatively and
positively charged NPs were 2.0 and 1.7 times higher, respectively. These concentration
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rates were similar to those of an NPC with a branched channel prepared via existing photo-
and soft-lithography. The rapid prototyping method proposed in this study is expected
to facilitate the development of NPCs for liquid biopsy and microfluidics-based analysis,
including the concentration and measurements targeting exosomes and viruses.
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10.3390/polym13071069/s1, Figure S1: Relationship between the Nafion membrane width and the
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polarization (ICP) occurrence in a nanoparticle concentrator (NPC) with a straight channel, Figure S3:
The range of ion concentration polarization (ICP) occurrence in a nanoparticle concentrator with a
branched channel, Figure S4: Concentration of negatively charged nanoparticles in a nanoparticle
concentrator with a branched channel at a constant flow rate.

Author Contributions: Conceptualization, H.H.; methodology, H.H. and R.O.; investigation, H.H.
and R.O.; data curation, R.O.; writing—original draft preparation, H.H. and R.O.; writing—review
and editing, H.H., R.O., K.M., M.H., T.T. and H.M. All authors have read and agreed to the published
version of the manuscript.

Funding: This research received no external funding.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

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

References
1. Zhou, B.; Xu, K.; Zheng, X.; Chen, T.; Wang, J.; Song, Y.; Shao, Y.; Zheng, S. Application of exosomes as liquid biopsy in clinical

diagnosis. Signal Transduct. Target. Ther. 2020, 5, 144. [CrossRef]
2. Contreras-Naranjo, J.C.; Wu, H.J.; Ugaz, V.M. Microfluidics for exosome isolation and analysis: Enabling liquid biopsy for

personalized medicine. Lab Chip 2017, 17, 3558–3577. [CrossRef]
3. Chen, D.; Du, H.; Tay, C. Rapid Concentration of Nanoparticles with DC Dielectrophoresis in Focused Electric Fields. Nanoscale

Res. Lett. 2009, 5, 55. [CrossRef]
4. Boettcher, M.; Schmidt, S.; Latz, A.; Jaeger, M.S.; Stuke, M.; Duschl, C. Filtration at the microfluidic level: Enrichment of

nanoparticles by tunable filters. J. Phys. Condens. Matter 2011, 23, 324101. [CrossRef]
5. Mogi, K.; Hayashida, K.E.I.; Honda, A.; Yamamoto, T. Development of Virus Concentration Device by Controlling Ion Depletion

Zone for Ultrasensitive Virus Sensing. Electron. Commun. Jpn. 2017, 100, 56–63. [CrossRef]
6. Mogi, K.; Hayashida, K.; Yamamoto, T. Damage-less handling of exosomes using an ion-depletion zone in a microchannel. Anal.

Sci. 2018, 34, 875–880. [CrossRef]
7. Jeon, H.; Lee, H.; Kang, K.H.; Lim, G. Ion concentration polarization-based continuous separation device using electrical repulsion

in the depletion region (vol 3, 3483, 2013). Sci. Rep. 2014, 4. [CrossRef]
8. Salafi, T.; Zeming, K.K.; Zhang, Y. Advancements in microfluidics for nanoparticle separation. Lab Chip 2017, 17, 11–33. [CrossRef]
9. Pu, Q.; Yun, J.; Temkin, H.; Liu, S. Ion-Enrichment and Ion-Depletion Effect of Nanochannel Structures. Nano Lett. 2004, 4,

1099–1103. [CrossRef]
10. Wang, Y.-C.; Stevens, A.L.; Han, J. Million-fold Preconcentration of Proteins and Peptides by Nanofluidic Filter. Anal. Chem. 2005,

77, 4293–4299. [CrossRef]
11. Kim, S.J.; Song, Y.-A.; Han, J. Nanofluidic concentration devices for biomolecules utilizing ion concentration polarization: Theory,

fabrication, and applications. Chem. Soc. Rev. 2010, 39, 912–922. [CrossRef]
12. Kim, S.J.; Ko, S.H.; Kang, K.H.; Han, J. Direct seawater desalination by ion concentration polarization. Nat. Nanotechnol. 2010, 5,

297–301. [CrossRef]
13. Li, M.; Anand, R.K. Recent advancements in ion concentration polarization. Analyst 2016, 141, 3496–3510. [CrossRef]
14. Berzina, B.; Anand, R.K. Tutorial review: Enrichment and separation of neutral and charged species by ion concentration

polarization focusing. Anal. Chim. Acta 2020, 1128, 149–173. [CrossRef]
15. Kwak, R.; Kim, S.J.; Han, J. Continuous-Flow Biomolecule and Cell Concentrator by Ion Concentration Polarization. Anal. Chem.

2011, 83, 7348–7355. [CrossRef] [PubMed]
16. Son, S.Y.; Lee, S.; Lee, H.; Kim, S.J. Engineered nanofluidic preconcentration devices by ion concentration polarization. Biochip J.

2016, 10, 251–261. [CrossRef]
17. Ko, S.H.; Song, Y.-A.; Kim, S.J.; Kim, M.; Han, J.; Kang, K.H. Nanofluidic preconcentration device in a straight microchannel

using ion concentration polarization. Lab Chip 2012, 12, 4472–4482. [CrossRef] [PubMed]
18. Kim, K.; Kim, W.; Lee, H.; Kim, S. Stabilization of Ion Concentration Polarization Layer using Micro Fin Structure for High-

Throughput Applications. Nanoscale 2017, 9. [CrossRef]

https://www.mdpi.com/article/10.3390/polym13071069/s1
https://www.mdpi.com/article/10.3390/polym13071069/s1
http://doi.org/10.1038/s41392-020-00258-9
http://doi.org/10.1039/C7LC00592J
http://doi.org/10.1007/s11671-009-9442-3
http://doi.org/10.1088/0953-8984/23/32/324101
http://doi.org/10.1002/ecj.11990
http://doi.org/10.2116/analsci.17P462
http://doi.org/10.1038/srep06668
http://doi.org/10.1039/C6LC01045H
http://doi.org/10.1021/nl0494811
http://doi.org/10.1021/ac050321z
http://doi.org/10.1039/b822556g
http://doi.org/10.1038/nnano.2010.34
http://doi.org/10.1039/C6AN00194G
http://doi.org/10.1016/j.aca.2020.06.021
http://doi.org/10.1021/ac2012619
http://www.ncbi.nlm.nih.gov/pubmed/21854051
http://doi.org/10.1007/s13206-016-0401-7
http://doi.org/10.1039/c2lc21238b
http://www.ncbi.nlm.nih.gov/pubmed/22907316
http://doi.org/10.1039/C6NR08978J


Polymers 2021, 13, 1069 14 of 14

19. Berthier, E.; Young, E.W.K.; Beebe, D. Engineers are from PDMS-land, Biologists are from Polystyrenia. Lab Chip 2012, 12,
1224–1237. [CrossRef] [PubMed]

20. Xia, Y.N.; Whitesides, G.M. Soft lithography. Angew. Chem. Int. Ed. 1998, 37, 550–575. [CrossRef]
21. Yuan, X.; Renaud, L.; Audry, M.-C.; Kleimann, P. Electrokinetic Biomolecule Preconcentration Using Xurography-Based Micro-

Nano-Micro Fluidic Devices. Anal. Chem. 2015, 87. [CrossRef]
22. Hirama, H.; Odera, T.; Torii, T.; Moriguchi, H. A lithography-free procedure for fabricating three-dimensional microchannels

using hydrogel molds. Biomed. Microdevices 2012, 14, 689–697. [CrossRef]
23. Odera, T.; Hirama, H.; Kuroda, J.; Moriguchi, H.; Torii, T. Droplet formation behavior in a microfluidic device fabricated by

hydrogel molding. Microfluid. Nanofluid. 2014, 17, 469–476. [CrossRef]
24. Sugiura, Y.; Hirama, H.; Torii, T. Fabrication of Microfluidic Valves Using a Hydrogel Molding Method. Sci. Rep. 2015, 5, 13375.

[CrossRef]
25. Hirama, H.; Sugiura, Y.; Komazaki, Y.; Torii, T. Robotic Fabrication of Microchannels for Microfluidic Analysis by Hydrogel

Molding. Chem. Lett. 2019, 48, 971–974. [CrossRef]
26. Wei, Y.; Li, S.H.; Zhang, X.F.; Fu, Y.J.; Chen, K.J. Smart Devices Based on the Soft Actuator with Nafion-Polypropylene-

PDMS/Graphite Multilayer Structure. Appl. Sci. 2020, 10, 1829. [CrossRef]
27. Kim, S.; Kim, G.H.; Woo, H.; An, T.; Lim, G. Fabrication of a Novel Nanofluidic Device Featuring ZnO Nanochannels. ACS Omega

2020, 5, 3144–3150. [CrossRef]
28. Shi, P.P.; Liu, W. Length-dependent instability of shear electroconvective flow: From electroconvective instability to Rayleigh-

Benard instability. J. Appl. Phys. 2018, 124, 12. [CrossRef]
29. Cho, I.; Sung, G.Y.; Kim, S.J. Overlimiting current through ion concentration polarization layer: Hydrodynamic convection effects.

Nanoscale 2014, 6, 4620–4626. [CrossRef]
30. Yossifon, G.; Chang, H.-C. Selection of Nonequilibrium Overlimiting Currents: Universal Depletion Layer Formation Dynamics

and Vortex Instability. Phys. Rev. Lett. 2008, 101, 254501. [CrossRef]
31. Kim, S.J.; Ko, S.H.; Kwak, R.; Posner, J.D.; Kang, K.H.; Han, J. Multi-vortical flow inducing electrokinetic instability in ion

concentration polarization layer. Nanoscale 2012, 4, 7406–7410. [CrossRef]

http://doi.org/10.1039/c2lc20982a
http://www.ncbi.nlm.nih.gov/pubmed/22318426
http://doi.org/10.1002/(SICI)1521-3773(19980316)37:5&lt;550::AID-ANIE550&gt;3.0.CO;2-G
http://doi.org/10.1021/acs.analchem.5b01352
http://doi.org/10.1007/s10544-012-9649-4
http://doi.org/10.1007/s10404-013-1327-1
http://doi.org/10.1038/srep13375
http://doi.org/10.1246/cl.190301
http://doi.org/10.3390/app10051829
http://doi.org/10.1021/acsomega.9b02524
http://doi.org/10.1063/1.5048213
http://doi.org/10.1039/c3nr04961b
http://doi.org/10.1103/PhysRevLett.101.254501
http://doi.org/10.1039/c2nr32467a

	Introduction 
	Materials and Methods 
	Preparation of Sample Dispersion 
	Device Fabrication Using a Hydrogel Molding Method 
	Generation of Ion Concentration Polarization 
	Characterization 

	Results and Discussions 
	Fabricated Nanoparticle Concentrator 
	A Nanoparticle Concentrator with a Straight Channel 
	Device Validation for Ion Concentration Polarization 
	Nanoparticle Concentration 

	A Nanoparticle Concentrator with a Branched Channel 
	Device Validation for Ion Concentration Polarization 
	Nanoparticle Concentration 


	Conclusions 
	References

