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Abstract: A surface plasmon resonance (SPR) sensor chip fabricated with a comb-shaped micro-
electrode array to supply alternating current (AC) voltage is reported. The chip induces circulating
flow near the surface (i.e., AC electroosmosis). The circulating flow provides a mixing effect, which
enhances the binding of the analyte molecules. We evaluated the SPR characteristics of the chip
and demonstrated an improvement in protein binding to the chip surface. SPR sensor chips with
comb-shaped microelectrodes were fabricated using standard UV lithography. Sensing experiments
were conducted using a standard Kretschmann-type SPR measurement system. To demonstrate
the mixing effect of AC electroosmosis, we evaluated the binding of immunoglobulin G molecules
onto the sensor surface where anti-immunoglobulin G antibodies were covalently immobilized. The
result indicates that the amount of binding increases by a factor of 1.7 above that achieved by using a
conventional chip, suggesting enhancement of the protein signal.
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1. Introduction

Surface plasmon resonance (SPR) sensing offers advantages in terms of label-free and
real-time techniques with high sensitivity [1-4]. SPR sensors are powerful tools in the fields
of biochemistry, clinical diagnosis, food analysis, and environmental biology [5,6]. Among
the several types of SPR sensing techniques, the Kretschmann-type configuration is the
most widely used because of its simple optical setup and sensor chip geometry [7,8], and
the systems are commercially available (e.g., Biacore). Improvement of its detection limit
and integration of various functions on a chip has been reported [9-11] and is expected
to broaden its potential applications. To expand the detection limit for small and low-
concentration proteins, we have developed a Kretschmann-type sensor chip that enhances
the binding of analyte protein molecules onto the sensor surface using an electrokinetic
phenomenon, alternating current electroosmosis (ACEO).

In the Kretschmann configuration, a sensor chip with a flat metal layer on a transparent
substrate (typically a gold layer on a glass substrate) is placed on a prism, where incident
light is totally reflected, exciting surface plasmon waves on the metal surface only at a
specific incident angle (the SPR angle). The intensity of the reflected light is lowest at
the SPR angle, which depends on the refractive index of the medium in contact with the
metal. Analyte proteins in solution bind to the ligands on the sensor chip, changing the
refractive index near the chip surface; these changes enable the amount of ligand binding
to be measured. This means that increasing the number of analyte molecules bound to the
sensor surface enhances the sensor signal.

ACEQ is an electrokinetic phenomenon induced by the application of AC voltage to
microelectrodes, causing circulating flow above the electrode surface that mixes the analyte
solution near the surface and increases the chance of analyte molecules binding to the
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ligands on the surface [12-16]. The use of electrokinetic phenomena has been reported
in the literature [17,18]; however, it requires a complex optical system for imaging sensor
chips designed for SPR imaging [19,20], and the improvement of protein binding has not
been proven with a sensing setup without imaging function. To broaden the application of
electrokinetic effects in SPR sensing, the verification of the efficiency of ACEQO in protein
detection is reported here using a standard Kretchmann-type SPR sensing setup.

We developed a sensor chip with comb-shaped Au microelectrodes that induces
ACEQ in the solution in contact with the chip surface and functions as the SPR sensing
basis simultaneously (Figure 1a). The microelectrodes were aligned in the direction of the
incident light to prevent blocking of the propagation of surface plasmon waves. The sensor
chip is readily adapted to the standard Kretschmann-type SPR sensing systems, which are
commercially available without changing their optical setup. In this study, we evaluated
the SPR performance in ACEO applications and demonstrated the enhancement of protein
binding using an antibody-immobilized sensor surface.
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Figure 1. SPR sensing with a comb-shape Au chip for ACEO: (a) Schematic of SPR sensing with the
Kretschmann configuration; the inset shows the side view of the flow induced by ACEO above the
microelectrodes; (b) Sensor chip of Au comb-shape microelectrodes.

2. Materials and Methods
2.1. Sensor Chip Fabrication

The sensor chip had two rectangular Au areas and comb-shaped microelectrodes
between them. The microelectrodes had a width of 60 um with a gap of 20 pm (Figure 1b).
Glass chips (BK7, NTT-AT Corp, Tokyo, Japan) with a refractive index of 1.515 and measur-
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ing 16 mm x 16 mm X 1 mm were cleaned with a piranha solution (HSO4:HO, = 3:1) for
10 min at 85 °C and washed three times with pure water. A 5-nm-thick Cr layer was formed
on the chip by using a thermal deposition system (VPC-1100, ULVAC Corp, Kanagawa,
Japan) to act as an adhesive layer; this was followed by the deposition of a 45-nm-thick
Au layer. The photoresist AZ-1505 (Merck KGaA, Darmstadt, Germany) was coated on
the Au layer and patterned using a maskless lithography system (MX-1204, Japan Science
Engineering Co., Kyoto, Japan). The Au layer was then patterned by wet etching with a
KI3 solution. Subsequently, the Cr layer was removed by using a Cr etchant. The AZ-1505
pattern was removed using the AZ remover. Prior to SPR sensing, the chip was treated
with a UV-ozone cleaner (UV253H, Filgen Inc., Nagoya, Japan).

2.2. Sensing Operation

We used a Kretschmann-type SPR sensing system (Smart-SPR, NTT-AT Corp., Tokyo,
Japan) with a measurement range from 65° to 75° and an area of 4.8 mm x 2 mm of the
chip surface and a 770 nm light source. An SPR sensor chip was placed on the prism, where
a polydimethylsiloxane block having two through holes was attached to the sensor surface
to form two wells for sample application: one for the detection of the sample solution and
the other for a reference to compensate for thermal drift. Solution exchange was conducted
by pipetting from the top of the polydimethylsiloxane wells for batch-type operation. The
AC voltage of the sinusoidal wave was applied to the microelectrodes using a function
generator (WF1974, NF Corp., Yokohama, Japan) to induce ACEO.

2.3. ACEO Evaluation

Circulating flow on the sensor surface was visualized with fluorescent microbeads
(green fluorescent polymer microspheres with a diameter of 1.9 um, Bangs Laboratories.
Inc., Fishers, United States) in a 10 mM phosphate-buffered saline (PBS). The movement of
the beads was observed using a fluorescence microscope (BX-53, Olympus Corp., Tokyo,
Japan). We applied AC voltages of various amplitudes and frequencies and checked the
damage and dysfunction caused by the electrode reactions.

2.4. Protein Detaction

Protein detection was performed using anti-immunoglobulin G (anti-IgG) antibodies
and IgG molecules as ligands and analytes, respectively. The reagents used in the experi-
ments were IgG (Sigma-Aldrich Co., St. Louis, United States), anti-IgG (G, Sigma-Aldrich
Co., St. Louis, United States), PBS (Biacore, Uppsala, Sweden), N-hydroxysuccinimide
(NHS) (FUJIFILM Wako Pure Chemical Corp., Osaka, Japan), 1-ethyl-3-(3-dimethylaminopz-
opyl) carbodiimide hydrochloride (EDC) (Tokyo Chemical Industry Corp., Tokyo, Japan),
ethanolamine (Biacore, Uppsala, Sweden), and 4,4’-dithiodibutyric acid (Dojindo Laborato-
ries, Kumamoto, Japan). A 10 nM 4,4 "-dithiodibutyric acid—PBS solution was dispensed
onto an SPR sensor chip and incubated for 12 h to form a carboxy-terminated self-assembled
monolayer on the Au layer. Then, the chip was placed on the SPR sensing system, where
a 0.1 M NHS and 0.05 M EDC-PBS solution was dispensed and incubated for 10 min to
activate the sensor surface. After that, anti-IgG antibodies were covalently immobilized on
the sensor surface as ligands by applying a 50 ng/mL anti-IgG-PBS solution and incubating
for 10 min. To prevent nonspecific binding, we dispensed a 1 M ethanolamine-PBS solution
that blocks the unreacted groups. A 0.5 mg/mL IgG-PBS solution was applied as an analyte
solution and incubated for 10 min. All processes were conducted at room temperature.
Between each step, the sensor chip was washed with a PBS solution. We obtained the time
course of the SPR angle (SPR sensorgram) during these steps: The signals of these steps in
the detection channel and of a PBS solution in the reference channel were recorded, and we
defined the sensor signal by subtracting the reference signal from the detection signal.
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3. Results and Discussion
3.1. ACEO on the Sensor Chip

The sensing area was partially covered with Au comb-shaped microelectrodes. The
Au area propagates surface plasmon waves for SPR sensing, whereas the glass area (i.e.,
electrode gap) does not. Therefore, the reduction in the Au area increases the reflected light
intensity at the SPR angle, preventing us from obtaining a stable SPR angle for sensing.
In addition, the flow induced by the ACEO depends on the strength of the electric field,
which is defined by the electrode gap. From these conditions, we set the width of the
microelectrodes and the gaps to be 60 and 20 um (Au:glass = 3:1), respectively.

Because the application of voltage may cause electrode reactions, resulting in electrode
dysfunction, we investigated the range of the amplitudes and frequencies applicable to the
sensor chip using 10 mM PBS as a working solution (Figure 2a). The results indicated that
the green region in the figure shows operable voltage conditions, and higher frequencies
inhibit electrode reactions to allow higher voltage. We evaluated the SPR curves obtained
in the peak-to-peak voltage range of 0 to 20 V},., (with an electric field strength between
electrodes of 20 MV /m) at a frequency of 10 kHz (Figure 2b). The results revealed that the
SPR curves are not significantly different from those without voltage application, which is
consistent with the literature results [19,21]. The voltage applied to the Au layer causes an
SPR angle shift at the area [22]. The SPR curve in our setup, however, is obtained through
the sum of the light reflected at the electrodes charged positively and negatively; therefore,
the shift can be cancelled. Furthermore, the voltage frequency (10 kHz) is much higher
than the sampling rate of the SPR angle (1 Hz), averaging the effect of voltage application
on the SPR ang]e shift.
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Figure 2. Effects of sinusoidal voltage application to microelectrodes: (a) Electrode damage caused
by voltage application of various amplitudes and frequencies in 10 mM PBS solution; (b) SPR curves
in voltage application (0-20 Vp, and 10 kHz).

The electric field has a component parallel to the electrode surface, which moves ions
in the solution along the electrode. The movement brings the flow of the solution resulting
from its viscosity. The direction of the flow is independent of the electrical polarity of the
applied voltage; therefore, the flow is stably induced even in AC voltage applications. The
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velocity v of the flow induced by the ACEO at a distance x from the electrode edge can be

described as
s 1 V202

817x(1 +Qz)2/

where Vp, ¢, and 7 are the applied voltage, permittivity, and dynamic viscosity of the fluid,
respectively, and () is

)

e
Q= wEEXK’ 2)

where w, 0, and « are the angular frequency of the electric field, conductivity, and recip-
rocal Debye length, respectively [23]. Equation (1) shows that the velocity depends on
the amplitude and frequency of the applied voltage. The velocity at the edge was the
highest, increasing in accordance with the voltage. In our setup, the average velocity of
the microparticles in the circulating flow was in the range of 15-23 um/s. The width of
the flow area increased from 15 to 27 um (Figure 3), where the flow covered 25-45% of the
electrode surface in accordance with the increase in voltage from 8 to 10 V;,, at 10 kHz.
This result suggests that a higher voltage results in an effective ACEO flow area at the
electrode surface, enhancing the binding of molecules.

40

A [
s
5
3 20f
. Il T
= 1
£ | .
=

0

8 Vp-p 9Vp-p 10 Vp-p

Figure 3. ACEO flow visualized by fluorescent microbeads. The width of circulation indicates the
distance of movement of a microbead projected onto a horizontal plane. N = 4. Error bars show the
standard deviation.

3.2. Enhancement of Protein Binding

We verified the feasibility of using ACEO in protein detection experiments using IgG
as an analyte. The operation of anti-IgG immobilization through IgG detection requires
a long time in batch experiments (typically ~1 h). Voltage application during the entire
operation potentially changes the electrode conditions, resulting in failure to acquire the
SPR sensorgram. Consequently, we limited the voltage application in ligand immobilization
or analyte detection with a voltage setting of 10 V and 10 kHz. Under these conditions,
ACEO was successfully induced, as illustrated in Figure 3.

In the case of voltage application during anti-IgG immobilization, the SPR sensorgram
was successfully obtained (Figure 4a). The shift in the SPR angle after washing with PBS
indicates the number of bound molecules. The signals of both the ligand (anti-IgG) and
analyte (IgG) increased compared to those without AC voltage (Figure 4b,c). The analyte
signal was a factor of 1.5 higher than that without ACEO (Figure 4c) and is comparable to the
increase in the ligand signal (Figure 4b). The results suggest that the ligands immobilized
on the sensor chip increase with the contribution of ACEO, resulting in the enhancement of
the binding of analyte molecules.
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Figure 4. Detection of IgG molecules with ACEO-assisted SPR sensing. Sinusoidal voltage of 10 Vpp
and 10 kHz was applied during antibody immobilization. (a) SPR sensorgram (time course of the
SPR angle shift) from antibody immobilization through IgG detection. The time window indicated by
yellow shows the duration of voltage application. PBS: Washing process with 10 mM PBS. EDC-NHS:
Immobilization of cross-linkers using EDC-NHS solution. Anti-IgG: Immobilization of antibodies
that bind specifically to IgG molecules. Blocking: Application of ethanol-amine solution to block
unreacted linker groups. IgG: Application of analyte (IgG). (b) SPR angle shift derived from the
number of immobilized antibodies. (c) SPR angle shift derived from the analyte bindings. N = 4.
Error bars show the standard deviation.

Voltage application during IgG detection also resulted in a successful SPR sensorgram
(Figure 5a). The signal of the analyte (IgG) increased, whereas the ligand (anti-IgG) exhib-
ited no significant difference, as expected (Figure 5b,c). The analyte signal increased by a
factor of 1.7 above that without ACEO. These results suggest that the ACEO application
successfully enhances the binding of the analyte to the ligand-immobilized surface.
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Figure 5. Detection of IgG molecules with ACEO-assisted SPR sensing: (a) SPR sensorgram. The style
of the figure is the same as in Figure 4a; (b) SPR angle shift derived from the number of immobilized
antibodies; (c) SPR angle shift derived from the analyte bindings. N = 4. Error bars show the standard
deviation. Voltage was applied during analyte detection.
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The results of the protein detection are summarized in Figure 6. Long-time application
of voltage sometimes causes a change in the SPR curve to inhibit protein detection, which
may be due to the electrolysis of Cr between the Au layer and glass. This led us to limit the
voltage application in either the operation of ligand immobilization or analyte detection.
However, the results demonstrate that both types of applications enhance analyte binding
by increasing ligand immobilization and analyte binding to ligands, respectively.
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T

0.30

e

0.20

SPR angle shift [deg.]

0.10
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wlo ACEO w/ ACEO in w/ ACEQ in
Anti-lgG 1gG
Figure 6. Comparison of SPR angle shift of analyte binding. w/o ACEO indicates the signal obtained
from a conventional sensor chip without applying voltage. w/ACEO in Anti-IgG and w/ACEO
in IgG indicate the signals obtained by the application of voltage in antibody-immobilization and
analyte-binding steps, respectively (N = 4). Error bars show the standard deviation.

Signal enhancement will be useful for the detection of low-concentration proteins.
Furthermore, ACEO produces another effect called “molecular shearing” [16]. The ACEO
flow provides a shear force effectively on the sensor surface, which removes the nonspe-
cific binding of molecules. For protein detection of a solution containing impurities (ex.
serum [10,24], urine [25,26], and saliva [27-29]), the effect should improve the specificity
along with the enhancement of protein detection reported here.

SPR sensing using direct current (DC) voltage has been reported in the literature [30,31],
where the electrokinetic effect was employed to induce unidirectional flow for multi-sample
transport [30] and to concentrate sample molecules prior to detection [31]. ACEO demon-
strated here differently functions to enhance detection signal through the circulating flow
on a sensor surface during the detection process, which can be compatible with the use of
DC electrokinetic effect. The combination of these effects should bring a highly integrated
SPR sensing system.

4. Conclusions

Protein detection using ACEO was demonstrated in this study. An SPR sensor chip
with comb-shaped microelectrodes was fabricated using standard UV lithography to ap-
ply voltage to the ACEO. The chip allows us to use a standard Kretschmann-type SPR
measurement system without an imaging function. We evaluated the application of AC
voltage in ACEO and SPR sensing by changing the amplitude and frequency. We verified
the ACEO-assisted increase in the binding of IgG molecules to the sensor surface. The
results indicate that the amount of binding increases by a factor of 1.7 above that obtained
using a conventional chip, demonstrating successful enhancement of the protein signal.

Author Contributions: Conceptualization, writing, project administration and funding acquisition,
K.T.; methodology and validation, S.K. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was partly supported by JSPS KAKENHI grant numbers 20H02118, 20K21900 of
the Ministry of the Education, Culture, Sports, Science and Technology (MEXT).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.



Sensors 2022, 22, 854 80f9

Data Availability Statement: The datasets are available from the corresponding author on reason-
able request.

Acknowledgments: The work was partly conducted at the Kagawa University Nano-Processing
Facility, supported by ‘Nanotechnology Platform Program’” on the MEXT.

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

References

1. Homola, J.; Gauglitz, G. Surface plasmon resonance sensors. Sens. Actuators B 1999, 54, 3-5. [CrossRef]

2. Gervais, L.; de Rooij, N.; Delamarche, E. Microfluidic chips for point-of-care immunodiagnostics. Adv. Mater. 2011, 23, H151-H176.
[CrossRef]

3. Hoa, X.D.; Kirk, A.G.; Tabrizian, M. Towards integrated and sensitive surface plasmon resonance biosensors: A review of recent
progress. Biosens. Bioelectron. 2007, 23, 151-160. [CrossRef]

4. Homola, J. Present and future of surface plasmon resonance biosensors. Anal. Bioanal. Chem. 2003, 377, 528-539. [CrossRef]

5. Homola, ]. Surface plasmon resonance sensors for detection of chemical and biological species. Chem. Rev. 2008, 108, 462—493.
[CrossRef]

6. Ince, R; Narayanaswamy, R. Analysis of the performance of interferometry, surface plasmon resonance and luminescence as
biosensors and chemosensors. Anal. Chim. Acta 2006, 569, 1-20. [CrossRef]

7. Kurihara, K.; Suzuki, K. Theoretical understanding of an absorption-based surface plasmon resonance sensor based on Kretch-
mann’s theory. Anal. Chem. 2002, 74, 696-701. [CrossRef]

8. Rich, R.L.;; Myszka, D.G. Survey of the year 2006 commercial optical biosensor literature. J. Mol. Recognit. 2007, 20, 300-366.
[CrossRef]

9. Nagase, N.; Terao, K.; Miyanishi, N.; Tamai, K.; Uchiyama, N.; Suzuki, T.; Takao, H.; Shimokawa, E,; Oohira, F. Signal enhancement
of protein binding by electrodeposited gold nanostructures for applications in Kretschmann-type SPR sensors. Analyst 2012, 137,
5034-5040. [CrossRef]

10. Terao, K.; Hiramatsu, S.; Suzuki, T.; Takao, H.; Shimokawa, F.; Oohira, F. Fast protein detection in raw blood by size-exclusion
SPR sensing. Anal. Methods 2015, 7, 6483-6488. [CrossRef]

11.  Terao, K.; Shimizu, K.; Miyanishi, N.; Shimamoto, S.; Suzuki, T.; Takao, H.; Oohira, F. Size-exclusion SPR sensor chip: Application
to detection of aggregation and disaggregation of biological particles. Analyst 2012, 137, 2192-2198. [CrossRef]

12.  Brown, M.R.; Meinhart, C.D. AC electroosmotic flow in a DNA concentrator. Microfluid Nanofluid 2006, 2, 513-523.

13.  Ramos, A.; Morgan, H.; Green, N.G.; Castellanos, A. AC electric-field-induced fluid flow in microelectrodes. J. Colloid Interface Sci.
1999, 217, 420-422. [CrossRef]

14.  Selmi, M.; Belmabrouk, H. AC electroosmosis effect on microfluidic heterogeneous immunoassay efficiency. Micromachines 2020,
11, 342. [CrossRef]

15.  Song, Y.; Chen, P,; Chung, M.T; Nidetz, R.; Park, Y.; Liu, Z.; McHugh, W.; Cornell, T.T.; Fu, ]J.; Kurabayashi, K. AC electroosmosis-
enhanced nanoplasmofluidic detection of ultralow-concentration cytokine. Nano Lett. 2017, 17, 2374-2380. [CrossRef]

16. Shiddiky, M.J.A.; Vaidyanathan, R.; Rauf, S.; Tay, Z.; Trau, M. Molecular nanoshearing: An innovative approach to shear off
molecules with AC-induced nanoscopic fluid flow. Sci. Rep. 2014, 4, 3716. [CrossRef]

17.  Avenas, Q.; Moreau, J.; Costella, M.; Maalaoui, A.; Souifi, A.; Charette, I.; Marchalot, J.; Robin, M.E.; Canva, M. Performance
improvement of plasmonic sensors using a combination of AC electrokinetic effects for (bio)target capture. Electrophoresis 2019,
40, 1426-1435. [CrossRef]

18. Costella, M.; Robin, M.E,; Marchalot, J.; Moreau, J.; Andreiev, O.; Canva, M.; Charette, P. Surface plasmon resonance imaging
enhanced by dielectrophoresis and AC-electroosmosis. Proc. SPIE 2020, 11257, 1125703.

19. Campbell, C.T,; Kim, G. SPR microscopy and its applications to high-throughput analyses of biomolecular binding events and
their kinetics. Biomaterials 2007, 28, 2380-2392. [CrossRef]

20. Bardin, F; Bellemain, A.; Roger, G.; Canva, M. Surface plasmon resonance spectro-imaging sensor for biomolecular surface
interaction characterization. Biosens. Bioelectron. 2009, 24, 2100-2105. [CrossRef]

21. Lioubimov, V.; Kolomenskii, A.; Mershin, A.; Nanopoulos, D.V.; Schuessler, H.A. Effect of varying electric potential on surface-
plasmon resonance sensing. Appl. Optics 2004, 43, 3426-3432. [CrossRef]

22. Foley, KJ.; Shan, X.; Tao, N.J. Surface impedance imaging technique. Anal. Chem. 2008, 80, 5146-5151. [CrossRef]

23. Gonzdlez, A.; Ramos, A.; Green, N.G.; Castellanos, A.; Morgan, H. Fluid flow induced by nonuniform ac electric fields in
electrolytes on microelectrodes. II. A linear double-layer analysis. Phys. Rev. E 2000, 61, 4019. [CrossRef]

24. Uludag, Y.; Tothill, L.E. Cancer biomarker detection in serum samples using surface plasmon resonance and quartz crystal
microbalance sensors with nanoparticle signal amplification. Anal. Chem. 2012, 84, 5898-5904. [CrossRef]

25. Sakai, G.; Nakata, S.; Uda, T.; Miura, N.; Yamazoe, N. Highly selective and sensitive SPR immunosensor for detection of
methamphetamine. Electrochim. Acta 1999, 44, 3849-3854. [CrossRef]

26. Trevifio, ].; Calle, A.; Rodriguez-Frade, ] M.; Mellado, M.; Lechuga, L.M. Surface plasmon resonance immunoassay analysis of

pituitary hormones in urine and serum samples. Clin. Chim. Acta 2009, 403, 56—62. [CrossRef]


http://doi.org/10.1016/S0925-4005(98)00321-9
http://doi.org/10.1002/adma.201100464
http://doi.org/10.1016/j.bios.2007.07.001
http://doi.org/10.1007/s00216-003-2101-0
http://doi.org/10.1021/cr068107d
http://doi.org/10.1016/j.aca.2006.03.058
http://doi.org/10.1021/ac010820+
http://doi.org/10.1002/jmr.862
http://doi.org/10.1039/c2an35574d
http://doi.org/10.1039/C5AY01045D
http://doi.org/10.1039/c2an16010b
http://doi.org/10.1006/jcis.1999.6346
http://doi.org/10.3390/mi11040342
http://doi.org/10.1021/acs.nanolett.6b05313
http://doi.org/10.1038/srep03716
http://doi.org/10.1002/elps.201800436
http://doi.org/10.1016/j.biomaterials.2007.01.047
http://doi.org/10.1016/j.bios.2008.10.023
http://doi.org/10.1364/AO.43.003426
http://doi.org/10.1021/ac800361p
http://doi.org/10.1103/PhysRevE.61.4019
http://doi.org/10.1021/ac300278p
http://doi.org/10.1016/S0013-4686(99)00092-4
http://doi.org/10.1016/j.cca.2009.01.015

Sensors 2022, 22, 854 90f9

27.

28.

29.

30.

31.

Stevens, R.C.; Soelberg, S.D.; Near, S.; Furlong, C.E. Detection of cortisol in saliva with a flow-filtered, portable surface plasmon
resonance biosensor system. Anal. Chem. 2008, 80, 6747-6751. [CrossRef]

Mitchell, J.S.; Lowe, T.E.; Ingram, ].R. Rapid ultrasensitive measurement of salivary cortisol using nano-linker chemistry coupled
with surface plasmon resonance detection. Analyst 2009, 134, 380-386. [CrossRef]

Frasconi, M.; Mazzarino, M.; Botre, F.; Mazzei, F. Surface plasmon resonance immunosensor for cortisol and cortisone determina-
tion. Anal. Bioanal. Chem. 2009, 394, 2151-2159. [CrossRef]

Krishnamoorthy, G.; Carlen, E.T.; Bomer, ].G.; Wijinperl¢, D.; DeBoer, H.L.; van den Berg, A.; Schasfoort, R.B.M. Electrokinetic
label-free screening chip: A marriage of multiplexing and high throughput analysis using surface plasmon resonance imaging.
Lab Chip 2010, 10, 986-990. [CrossRef]

Hsieh, H.; Luo, J.; Shen, Y; Lo, S.; Hsu, Y.; Tahara, H.; Fan, Y.; Wei, P.; Sheen, H. A nanofluidic preconcentrator integrated with an
aluminum-based nanoplasmonic sensor for Epstein-Barr virus detection. Sens. Actuators B 2022, 355, 131327. [CrossRef]


http://doi.org/10.1021/ac800892h
http://doi.org/10.1039/B817083P
http://doi.org/10.1007/s00216-009-2914-6
http://doi.org/10.1039/c000705f
http://doi.org/10.1016/j.snb.2021.131327

	Introduction 
	Materials and Methods 
	Sensor Chip Fabrication 
	Sensing Operation 
	ACEO Evaluation 
	Protein Detaction 

	Results and Discussion 
	ACEO on the Sensor Chip 
	Enhancement of Protein Binding 

	Conclusions 
	References

