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Abstract: In this work, a biosensing method based on in situ, fast, and sensitive measurements
of ellipsometric parameters (Ψ, ∆) is proposed. Bare silicon wafer substrate is functionalized and
used to bind biomolecules in the solution. Coupled with a 45◦ dual-drive symmetric photoelastic
modulator-based ellipsometry, the parameters Ψ and ∆ of biolayer arising due to biomolecular
interactions are determined directly, and the refractive index (RI) of the solution and the effective
thickness and surface mass density of the biolayer for various interaction time can be further
monitored simultaneously. To illustrate the performance of the biosensing method, immunosensing
for immunoglobulin G (IgG) was taken as a case study. The experiment results show that the
biosensor response of the limit of detection for IgG is 15 ng/mL, and the data collection time is in
milliseconds. Moreover, the method demonstrates a good specificity. Such technique is a promising
candidate in developing a novel sensor which can realize fast and sensitive, label-free, easy operation,
and cost-effective biosensing.

Keywords: biosensing; ellipsometry; photoelastic modulator; biolayer; refractive index;
effective thickness

1. Introduction

To monitor biorecognition and binding events is crucial in the healthcare, pharmaceutical,
and biotechnology fields. Most metabolic and immunological effects are followed from the interactions
between biomolecules like antibodies, DNA, RNA, proteins, or whole cells [1]. The information on
the binding of a ligand to its receptor can provide instructions in the drug discovery process, and
the accurate detection of disease biomarker has been widely applied for disease diagnosis and state
monitoring [2,3]. In the past few decades, various sensor-based platforms have been employed
to determine the specificity, kinetics, and affinity of a wide variety of biomolecular interactions
and the concentration of analyte [4–7], while the search for new method is of constant interest and
challenge in this scientific field in order to develop more robust, rapid, sensitive, and cost-effective
biosensing platforms.

Radioimmunoassay and fluorescence sensors are sensitive, but some types of radiolabelling or
fluorescent labelling are required [8,9]. This more or less interferes with the molecular interaction
by occluding the binding sites, and the inconsistent yields of target synthesis and labeling as
well as the nonuniform rates of fluorophore photobleaching can decrease the readout accuracy.
This labeling step imposes extra time, and the cost and sophistication of the instrumentation are
increased. An electrochemical biosensor directly emits electronic signals due to changes in the electronic

Sensors 2018, 18, 15; doi:10.3390/s18010015 www.mdpi.com/journal/sensors

http://www.mdpi.com/journal/sensors
http://www.mdpi.com
https://orcid.org/0000-0003-3002-5738
http://dx.doi.org/10.3390/s18010015
http://www.mdpi.com/journal/sensors


Sensors 2018, 18, 15 2 of 13

properties of the electrode surface introduced by biointeractions, which offers label-free and rapid
detection [10]. However, the fabrication processes of the high sensitive electrochemical sensor devices
equipped with biologically compatible electrode are complex and expensive. Interferometric optical
biosensor (e.g., Mach-Zehnder interferometer, Young interferometer, Hartman interferometer, etc.) can
measure binding interactions in free solution while using small amounts of sample and maintaining a
straightforward and inexpensive format, but the sensor is affected by environment easily, especially
the ambient vibration and the temperature variation [11]. Surface plasmon resonance (SPR) biosensor
applies the evanescent waves to probe the small changes in the refractive index (RI) near the thin metal
film substrate, and the interactions between immobilized receptors and analytes in the solution are
analyzed [12]. The SPR technique has become a research hotspot in biosensing field, and has gradually
been commercialized. Most of current commercial SPR sensors are amplitude-sensitive interrogations
based on the control of the position of reflectivity dip in angular or wavelength spectra, or the intensity
under a fixed angle of incidence and wavelength. To further improve the sensitivity, interferometry or
phase modulation methods are also used to determine the phase jump near the zero-reflection point,
the detection limit of such phase-sensitive approach can be of the order of 10−8 RI units (RIU) [13–15].
It is, however, inescapable that the fluctuations of RI that would lead to false positive signals and
inevitable noise [16]. These thorny problems restrict the implementation and use of the SPR method in
the detection of biomolecules with low concentration and low molecular-weight.

Ellipsometry, known as the best technique for surface studying, is also reported to be directly
used to determine the biolayer, and various strategies, such as imaging ellipsometry and spectroscopic
ellipsometry, are employed for biosensing applications [17–19]. It has become a practical technique for
protein detection with functions of in situ, label-free, non-destructive, sensitive characterization for
protein interaction process and quantification, and high-throughput measurements can be realized
using imaging ellipsometry [20–22]. However, most of these ellipsometers are the configuration of
Polarizer-Compensator-Specimen-Analyzer (PCSA) or null ellipsometry, it needs to rotate the optical
element (polarizer or compensator) when the ellipsometer works. The frequency of the mechanical
rotating analyzer or compensator (typically tens of hertz) is slow, which limits the sensing speed. Also,
the artifacts such as the system instability and light beam drift caused by the mechanical rotation are
difficult to eliminate. Although some imaging ellipsometry works in off-null ellipsometry mode [23,24],
the sensing speed is limited by the frame rate of CCD camera (typically tens of fps), and sensing
sensitivity is effected by the fluctuation and distribution uniformity of light beam. In addition, for large
numbers of ellipsometry biosensing applications, the analytes must first be bound to either the
silicon (Si) substrate with several hundred nanometers silica film or glass substrate with several
nanometers gold film, then the unbound biomolecules are rinsed off, and the film is dried before
performing ellipsometric measurements. Obviously, this cannot be applied to study the biointeraction
in the solution environment and real-time, and the sensitivity is also limited. The method of SPR
Ellipsometry (SPRE) combining spectroscopic ellipsometry and the Kretschmann type SPR geometry
of total internal reflection is also proposed [25]. The detection of analytes at very low concentration
down to 1 pM can be obtained, but the problems of low sensing speed and SPR noises still need to
be solved.

We recently demonstrated a 45◦ dual-drive symmetric photoelastic modulator (PEM) [26,27].
An in situ ellipsometry using the 45◦ dual-drive symmetric PEM was built, and fast, sensitive, and full
range measurements of the ellipsomtric parameters (Ψ, ∆) were realized [28]. In this work, we apply
the 45◦ dual-drive symmetric PEM-based ellipsomtry to determine the parameters Ψ and ∆ of the
biolayer formed as a result of the biomolecular interactions in the solution. Bare Si wafer substrate is
functionalized and used to bind biomolecules. The simultaneous measurements of Ψ and ∆ provide
rich information about the analyte in liquid media under investigation. The RI of the solution and
the effective thickness and surface mass density of the biolayer for various interaction time can be
found out further. Thus, a novel ellipsometry-based sensor is expected to be developed, and highly
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accurate and sensitive, label-free, in situ, real-time, easy operation and cost-effective biosensing can
be achieved.

2. Methods

2.1. Optical Model and Numerical Calculation

The biomolecular interactions between the target analytes and biorecognition elements binding
to the substrate can be regarded as a three-layer optical model, solution ambient–biolayer–substrate,
as shown in Figure 1a. The Fresnel reflection coefficients used to describe the reflection of light at
each interface, rp and rs for the parallel (p) and perpendicularly (s) polarized light components [29],
respectively, are given by  rpij =

Nj cos φi − Ni cos φj
Nj cos φi + Ni cos φj

rsij =
Ni cos φi − Nj cos φj
Ni cos φi + Nj cos φj

. (1)

Similarly, the transmission tp and ts coefficients can be described as tpij =
2Ni cos φj

Nj cos φi + Ni cos φj

tsij =
2Nj cos φj

Ni cos φi + Nj cos φj

(2)

where, Ni and Nj are the refractive indices of the media on both sides of the interface. ϕi and ϕj are the
angles of incidence and refraction, respectively, and they satisfy the Snell’s law (Ni sinϕi = Nj sinϕj).
The ratio of rp to rs defines the ellipsometric parameters as

ρ =
rp

rs
= tan ψei∆ (3)

where, ψ = tan−1(|ρ|) is amplitude ratio, and ∆ = δp − δs is phase difference. In order to
predict and optimize the biosensing performance of the ellipsometry measurement approach, the
analysis of numerical calculation for the three-layer system is carried out, as shown in Figure 1b,c.
The ellipsometric parameters (Ψ, ∆) for increasing the thickness of a SiO2 thin film on the Si (100) wafer
substrate immersed in de-ionized (DI) water is simulated. At the incident light with a wavelength of
650 nm, the RI of the DI water is 1.33, the optical constants of the SiO2 thin film are similar to that of
the biolayer (average thickness of 3–5 nm), the RI is about 1.4565 [30,31], and the complex RI of the Si
wafer is 3.8515–0.01646i [32]. The amplitudes of rp, rs, and r and the parameters Ψ and ∆ at different
thicknesses of the SiO2 thin film are dependent on the incident angle (ϕ) of the light beam.

The curves of the amplitudes of rp, rs, and ρ at different thin film thicknesses over the incident
angle nearly coincide. When the incident angle is 70.95◦, the amplitudes of rp and ρ reach the minimum
values; this angle is the so-called pseudo-Brewster angle [33]. As shown in Figure 1c, Ψ varies rapidly
with the film thickness at the pseudo-Brewster angle, while ∆ keeps a constant. However, ∆ changes
larger than Ψ with the film thickness nearby the pseudo-Brewster angle, and the thinner the film
thickness is, the rapider the ∆ changes occur. This is further illustrated in Figure 2. In the numerical
calculation, T represents the thickness of the thin film, the range is set at 0 to 6 nm, and Nc represents
the RI of the ambient solution; the range is set at 1.33 to 1.34.



Sensors 2018, 18, 15 4 of 13

Sensors 2018, 18, 15  4 of 13 

 

 

Figure 1. Optical model and numerical calculation. (a) solution ambient–biolayer–substrate model; 

(b) the amplitudes of rp, rs, and r; (c) the ellipsometric parameters (Ψ, ∆) at different thicknesses of the 

SiO2 thin film varies with the incident angle (∅ ).|rp|, |rs|, and |r| represent the amplitudes. ∅ pB is the 

pseudo-Brewster angle for parallel (p)-polarized light. 
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|∆ − ∆0| represent the changes in Ψ and ∆, respectively. (c) ∆ changes with the incident angle (∅ ) and 

the refractive index (RI) of the ambient solution (Nc). Where (Ψ0, ∆0) represent the initial values of the 

two ellipsometric parameters; in Figure 2a,b, Ψ0 and ∆0 are for different ∅  from 67° to 75° when T is  

0 nm; in Figure 2c, ∆0 is for different ∅  from 67° to 75° when Nc is 1.33 and T is 3 nm. 

Figure 2a,b further show that ∆ is much more sensitive than Ψ to the changes in film thickness, 

while ∆ does not change at the pseudo-Brewster angle, and Ψ is reversed. When the angle of incidence 

is 70.66° or 71.20°, the maximal film thickness change rate of ∆ is achieved, but the maximal change 

rate almost has the worst linearity. The dynamic range of the ambient solution RI is assumed to be 

from 1.33 to 1.34, the changes in ∆ with the RI at different angles of incidence is calculated, and the 

results are shown in Figure 2c, the film thickness being 3 nm. The parameter ∆ is significantly changed 

with the RI of the ambient solution when the angle of incidence is the pseudo-Brewster angle. 

However, there is almost no change in ∆ with the ambient solution RI for different film thicknesses, 

when the incident angle is near the pseudo-Brewster angle, especially at the angle of about 69°. 

Therefore, bare Si wafer is used as the substrate, and the angle of incidence is chosen nearby the 

Figure 1. Optical model and numerical calculation. (a) solution ambient–biolayer–substrate model;
(b) the amplitudes of rp, rs, and r; (c) the ellipsometric parameters (Ψ, ∆) at different thicknesses of the
SiO2 thin film varies with the incident angle (ϕ). |rp|, |rs|, and |r| represent the amplitudes. ϕpB is
the pseudo-Brewster angle for parallel (p)-polarized light.
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Figure 2. Ψ (a) and ∆ (b) change with the incident angle (ϕ) and the film thickness (T). |Ψ − Ψ0| and
|∆ − ∆0| represent the changes in Ψ and ∆, respectively. (c) ∆ changes with the incident angle (ϕ) and
the refractive index (RI) of the ambient solution (Nc). Where (Ψ0, ∆0) represent the initial values of the
two ellipsometric parameters; in Figure 2a,b, Ψ0 and ∆0 are for different ϕ from 67◦ to 75◦ when T is
0 nm; in Figure 2c, ∆0 is for different ϕ from 67◦ to 75◦ when Nc is 1.33 and T is 3 nm.

Figure 2a,b further show that ∆ is much more sensitive than Ψ to the changes in film thickness,
while ∆ does not change at the pseudo-Brewster angle, and Ψ is reversed. When the angle of incidence
is 70.66◦ or 71.20◦, the maximal film thickness change rate of ∆ is achieved, but the maximal change
rate almost has the worst linearity. The dynamic range of the ambient solution RI is assumed to be from
1.33 to 1.34, the changes in ∆ with the RI at different angles of incidence is calculated, and the results
are shown in Figure 2c, the film thickness being 3 nm. The parameter ∆ is significantly changed with
the RI of the ambient solution when the angle of incidence is the pseudo-Brewster angle. However,
there is almost no change in ∆ with the ambient solution RI for different film thicknesses, when the



Sensors 2018, 18, 15 5 of 13

incident angle is near the pseudo-Brewster angle, especially at the angle of about 69◦. Therefore, bare
Si wafer is used as the substrate, and the angle of incidence is chosen nearby the pseudo-Brewster
angle, it is expected to achieve an ellipsometry-based biosensing method which is sensitive to the thin
film thickness growth but independent of the changes in the solution RI.

2.2. Biosensing Scheme

In order to measure the ellipsometric parameters of the biolayer immersed in the solution
sensitively and precisely, two key problems should be solved. The angle of incidence of light beam to
the biolayer should be set at near the pseudo-Brewster angle (about 69◦), and the ellipsometric system
should be sensitive enough to measure the parameters Ψ at near 0◦ and ∆ at near 180◦. The biosensing
platform was carefully designed, as depicted in Figure 3.
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Figure 3. Schematic of the biosensing platform. A micro-fluidic sensor cell is built based on a
semicylindrical prism, the prism material is BK7, and the RI is 1.5145 for the incident light with
a wavelength of 650 nm. The structure of the sensor cell chip is shown in the inset. A slit is used to
eliminate the interferences from the light beam that is directly reflected by the bottom surface of the
prism. The ellipsometric parameters of the biolayer are measured by using a 45◦ dual-drive symmetric
photoelastic modulator (PEM).

The platform mainly consists of two parts (Figure 3), the sensor cell and the ellipsometric
parameter measurement apparatus. It is known that the angle of incidence should not exceed the
critical angle of the air-solution interface (about 48.75◦) if the light is directly propagated from air
to the sensor chip after passing through the solution. Therefore, a coupled semicylindrical prism
is introduced. The prism material is BK7, and the RI is 1.5145 for the incident laser light with a
wavelength of 650 nm. According to Snell’s law, the incident angle to the biolayer is set at near
pseudo-Brewster angle 69◦ when the angle of incidence in prism is 55.07◦. A micro-fluidic sensor
cell is also built based on the prism. The solution under investigation is injected from the inlet, then
the target analytes interact with the biorecognition elements binding to the bare Si wafer substrate,
and finally, the waste is flowed from the outlet.

To rapidly and sensitively monitor the specificity, kinetics, and affinity of the biomolecular
interactions and the concentration of the analyte by determining the changes in the biolayer system,
the method of in situ measurements of the ellipsometric parameters using a 45◦ dual-drive symmetric
PEM is employed. As reported in detail, the 45◦ dual-drive symmetric PEM works in the pure
traveling-wave modulation mode [28], the retardation magnitude of the PEM is set to π/2, and the
modulation axis performs circular motion at the half of the PEM resonance frequency. The PEM
operation control and data processing are based on a field programmable gate array (FPGA). The in situ,
fast, sensitive, and full range measurements of Ψ and ∆ are realized. Comparing to rotating-analyzer
ellipsometry (RAE) and rotating-compensator ellipsometry (RCE), this method has the following
advantages: full range and uniformly sensitive measurements of Ψ and ∆ can be obtained, the artifacts
such as the system instability and light beam drift (for RAE and RCE) caused by the mechanical



Sensors 2018, 18, 15 6 of 13

rotation are eliminated, and the PEM with typical working frequency of 50 kHz are much larger than
that of the RAE or RCE about several or tens of Hertz, which lead to achieving accurate, sensitive and
fast measurements.

However, according to the Snell’s law, the angle of incidence to the biolayer system (the sensor
cell shown in Figure 3) will change with the RI of the ambient solution when the incident angle in the
prism is set. This is worth noting for in situ, fast, or even real-time biosensing. For the entire sensor
cell platform, the ratio of rp to rs can be re-expressed as

ρ′ =
tpPCrpCBStpCP

tsPCrsCBStsCP
(4)

where P, C, B, and S represent the prism, solution, biolayer, and bare Si wafer substrate, respectively.
The angle of incidence in the prism is set at 55.07◦, the numerical calculations of the parameters Ψ and
∆ are shown in Figure 4.
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Figure 4. Numerical calculations of the parameters Ψ and ∆. Ψ (a) and ∆ (b) change with the film
thickness T and the RI of the solution NC. The angle of incidence in the prism is 55.07◦, the angle of
incidence to the biolayer will change from 69◦ to 67.90◦ with the changes of NC from 1.33 to 1.34, which
results in different slopes (c) of ∆ at the biolayer thicknesses T.

According to Figures 2a and 4a, the changes in Ψ with NC are almost linear, and the changes
resulting from the changes of the film thicknesses are much smaller. According to Figure 4b,c, ∆ shows
a linear correlation with the film thickness, but the slopes vary for different incidence angles due to
different NC. In Equation (5), the curve of Ψversus NC and the plane curve of ∆ are both fitted.

NC = 0.0062ψ + 1.306999

∆ = −[(0.38833872NC
2 − 1.04696904NC + 0.70582545

)
T

+(0.38835009NC
2 − 1.04502775NC + 0.68517524

)
]× 104

(5)

The simultaneous measurements of Ψ and ∆ provide rich information about the analytes under
investigation. According to Equation (5), the RI of solution and the thickness of the biolayer can be
measured at the same time.
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3. Experiments

In order to verify and apprise the performance of the ellipsometry-based biosensing method,
the immunosensing for immunoglobulin G (IgG) is investigated as a case study.

3.1. Materials

Si (100) wafers were purchased from LIJINGKEJI, Ltd., Quzhou, China. 3-aminopropyltriethoxysilane
(APTES), glutaraldehyde, phosphate buffered saline (PBS, pH7.4), and ethanolamine hydrochloride were
purchased from Shanghai Macklin Biochemical Co., Ltd. (Shanghai, China). Human immunoglobulin
G (IgG), mouse IgG, rabbit IgG and goat anti-human IgG were purchased from Beijing Solarbio Science
& Technology Co., Ltd. (Beijing, China). De-ionized (DI) water was used during the entire experiment,
and all other chemicals were of analytical reagent grade.

3.2. Bare Si Substrate Functionalized and Sensor Cell Fabricated

A 15 × 15 mm Si (100) wafer is used as the substrate. Before the biosensing determination,
these functionalization processes of the substrate are essential. First, the Si substrates were cleaned
by hydrofluoric acid for about 2 min to remove native SiO2 layer. Then, the bare Si substrates were
further cleaned in an ultrasound bath with acetone for 10 min and with ethanol for another 10 min,
and finally with DI water for 20 min. Thereafter, the bare Si substrates were hydroxylated in freshly
prepared Piranha solution (70% H2SO4–30% H2O2) for 30 min, rinsed with a copious amount of DI
water, and dried in a stream of nitrogen gas. Next, the Si substrates were incubated in ethanol solutions
of APTES with a concentration of 5.0% (v/v) for 1 h to aminate the substrates. After the controlled
deposition, the Si substrates were sonicated twice in ethanol for 10 min to remove loosely physisorbed
APTES. These substrates were then dried under nitrogen gas.

To carry out the biosensing in liquid media, a micro-fluidic flow sensor cell was fabricated using
the Si substrate coupled with a semicylindrical prism. A thin polydimethylsiloxane (PDMS) pad of
about 1 mm thickness was used to support and seal the edges of the Si substrate to the bottom surface
of the prism, and a center chamber was built to hold the solutions. The PDMS also helps to make
two micro channels that allow the solution to be injected from the inlet and the waste to be flowed
through the outlet. In the biomolecular interaction study, PBS was first injected to wash the sensor cell,
then the PBS solution of glutaraldehyde with a concentration of 1.5 wt % was injected into the flow
cell for 2 h to make the Si substrate aldehydated, and glutaraldehyde plays as a crosslinking agent
to immobilize the antibody to the surface of the Si substrate. Finally, PBS was flowed to wash the
unreacted glutaraldehyde solution. Thereafter, 125 µg/mL of goat anti-human IgG was injected into
the sensor cell for 12 h to reach saturation. Before immunosensing, 1 M ethanolamine hydrochloride
(pH 8.0) was used to block the non-specific binding sites. The sensor cell with the functionalized
substrate thus got ready to measure the interaction between antibody and antigen.

3.3. Ellipsometry Apparatus

The ellipsometric parameter signals with different biointeraction times were investigated using
our homemade 45◦ dual-drive symmetric PEM-based ellipsometry. A low noise laser diode operating
at the wavelength of 650 nm and output power of 5 mW was employed as the light source. Both
the polarizer and analyzer were Glan–Taylor polarizers with an extinction ratio greater than 105:1.
The working frequency of the 45◦ dual-drive symmetric PEM is 49.956 kHz. An Altera EP3C FPGA was
used to provide the PEM driving signals, as well as control a fast and precise 12 bit analog-to-digital
converter (ADC) clock frequency, and finally complete the digital signal processing. The sampling
frequency of the ADC was adjusted to 3.2 MHz, and 50 integer periods of the PEM, about 1 ms was
chosen for one single data digital processing output.
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4. Results and Discussion

4.1. Baseline Determination

First, PBS buffer was injected into the sensor cell until the ellipsometric parameters signals became
and kept constant. The baseline was determined, as shown in Figure 5Sensors 2018, 18, 15  8 of 13 
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Figure 5. Ellipsometric parameters of Ψ (a) and ∆ (b) measured under constant flow of phosphate
buffered saline (PBS) buffer, the RI of solution NC and the thickness of the biolayer T were solved from
Equation (5).

Each output data value is the average of one hundred measurements, so the acquiring time is
adjusted as 100 ms/data. In combination with Equation (5), the RI of solution NC and the thickness of
the biolayer T can be monitored with the measurements of ellipsometric parameters Ψ and ∆, and the
parameters of the baseline are recorded in Table 1.

Table 1. Parameters of baseline.

Parameters Mean Value Standard Deviation

Ψ (◦) 3.982 0.001
∆ (◦) 171.325 0.003
NC 1.331687 6 × 10−6

T (nm) 2.425 0.001

The RI of PBS is 1.331687, and the thickness of the biolayer, after covalently binding the anti-IgG
to the bare Si wafer substrate, is 2.425 nm, which represent the initial values of the biosensing
platform. The standard deviations of the ellipsometric parameters are both at the order of 10−30,
which correspond to the standard deviations of the solution RI and biolayer thickness are 6 × 10−6

and 1 pm, respectively. This also indicates that the fine repeatability and sensitivity of the platform are
obtained, and the solution RI measurement sensitivity of our biosensing platform are on a par with
that of SPR sensors based on angular or wavelength interrogation [12], while our biosensor achieves a
larger dynamic range.

4.2. Biointeraction Observation

Human IgG in the concentration range of 15–1000 ng/mL in PBS were flowed over the sensor cell,
followed by washing with PBS after every injection. Figure 6 shows the platform response of the limit
of detection (LOD) of human IgG.



Sensors 2018, 18, 15 9 of 13

Sensors 2018, 18, 15  8 of 13 

 

 

Figure 5. Ellipsometric parameters of Ψ (a) and ∆ (b) measured under constant flow of phosphate 

buffered saline (PBS) buffer, the RI of solution NC and the thickness of the biolayer T were solved from 

Equation (5). 

Each output data value is the average of one hundred measurements, so the acquiring time is 

adjusted as 100 ms/data. In combination with Equation (5), the RI of solution NC and the thickness of 

the biolayer T can be monitored with the measurements of ellipsometric parameters Ψ and ∆, and the 

parameters of the baseline are recorded in Table 1. 

Table 1. Parameters of baseline. 

Parameters Mean Value Standard Deviation 

Ψ (°) 3.982 0.001 

∆ (°) 171.325 0.003 

NC 1.331687 6 × 10−6 

T (nm) 2.425 0.001 

The RI of PBS is 1.331687, and the thickness of the biolayer, after covalently binding the anti-IgG 

to the bare Si wafer substrate, is 2.425 nm, which represent the initial values of the biosensing 

platform. The standard deviations of the ellipsometric parameters are both at the order of 10−30, which 

correspond to the standard deviations of the solution RI and biolayer thickness are 6 × 10−6 and 1 pm, 

respectively. This also indicates that the fine repeatability and sensitivity of the platform are obtained, 

and the solution RI measurement sensitivity of our biosensing platform are on a par with that of SPR 

sensors based on angular or wavelength interrogation [12], while our biosensor achieves a larger 

dynamic range. 

4.2. Biointeraction Observation 

Human IgG in the concentration range of 15–1000 ng/mL in PBS were flowed over the sensor 

cell, followed by washing with PBS after every injection. Figure 6 shows the platform response of the 

limit of detection (LOD) of human IgG. 

 

Figure 6. Limit of detection (LOD) of human IgG, (a) Ψ and (b) ∆ signals. Figure 6. Limit of detection (LOD) of human IgG, (a) Ψ and (b) ∆ signals.

There are no obvious changes in Ψ signal after human IgG being injected, as shown in Figure 6a,
suggesting the RI of 15 ng/mL human IgG in PBS is similar to the RI of PBS. Figure 6b shows changes
in ∆ (d∆) signal, which unveils the interactions between IgG and anti-IgG. After the biointeractions
had sustained for about 6 min, PBS was injected to wash out the unbound IgG. Using Equation (5),
the growth of the biolayer thickness (dT), about 11 pm, can be observed accordingly. In fact,
dT corresponds to the effective thickness of human IgG, and the surface mass density of human
IgG can also be evaluated by using de Feijter’s equation [34].

M = dT
NB − NC

dn/dc
(6)

where NB is the RI of the biolayer. dn/dc is the RI increment of the human IgG solution, and the value
is taken as 0.190 mL/g with IgG molecular mass about 150 kDa. The LOD of 15 ng/mL human IgG
corresponds the surface mass density of 0.72 ng/cm2. The responses of our platform for the other
concentrations human IgG were also performed and shown in Figure 7.
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Figure 7. Concentration-dependent response.

The biolayer thickness and surface mass density rapidly increase at the lower concentration range,
and the trend slows down at the higher concentration range, which reveals that the functional antibody
surface provides available active binding sites at the start and gradually reaches saturation with the
increase of the human IgG concentration. In addition, there are no changes in the parameter Ψ for all
concentrations human IgG immunosensing experiments, and the RI of the solution nearly remains
constant at 1.331687. In fact, the RI increment of the IgG solution is 0.190 mL/g [35], which suggests
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the concentration range change from 15 to 1000 ng/mL corresponding to the changes in RI are no
more than 1.9 × 10−7, this beyond the sensitivity, 6 × 10−6, of our biosensing platform. However,
the differences in the RIs of different solvents, such as DI water, PBS, and serum, are significant. It is
essential to detect the RI baseline of the solution precisely and guarantee the in situ measurement
for our biosensing platform, and any abnormal environment or instrumentation signal can also be
monitored and eliminated by real-time measurement of the solution RI.

For comparison, analytical performance of several reported biosensing methods were listed
in Table 2.

The detection limit of our platform is comparable with that of the other method, particularly those
based on SPR and electrochemistry techniques, while the high measurement sensitivity of our method
is achieved without using any noble metal nanoparticles amplification strategy. So, our method is
label-free and cost-effective. Our method also has a faster response than the other reported methods,
as the data collection time of our platform can be up to 1 ms. This has good prospects for the analysis
and application of rapid biointeraction process.

Table 2. Comparison with reported biosensing methods.

Method Measurement Strategy Analyte Detection Limit Response Time Level References

SPR
AgNCs 1 + chitosan Mouse IgG 0.6 µg/mL <1 min [36]

Petide SAM 2 Human IgG 0.45 ng/mL (3 pM) <1 min [37]
PSPW 3 Mouse IgG 10 pg/mL <1 s [15]

Fluorescence Fluorescence microsope Horse IgG 0.71 µg/mL 25 min [38]

Electrochemistry CAuNCs 4 Rabbit IgG 5 ng/mL <1 s [39]
ELISA 5 Goat IgG 1 ng/mL 2–5 min [40]

Ellipsometry RCE 6 + Porous silicon Albumin - <10 s [41]
Imaging AFP 7 5 ng/mL <1 s [22]

SPRE SPR + Ellipsometry β-Cyclodextrins 1 pg/mL (1 pM) 2 s [25]

Our platform 45◦ dual-drive symmetric
PEM + Bare Si Human IgG 15 ng/mL 1 ms Present

work
1 AgNCs: Ag nanocubes; 2 SAM: self-assembled monolayer; 3 PSPW: paired surface plasma wave; 4 CAuNCs:
concave gold nanocuboids; 5 ELISA: enzyme linked immunosorbent assay; 6 RCE: rotating-compensator
ellipsometry; 7 AFP: alpha-fetoprotein.

4.3. Specificity Evaluation

The evaluation of the specificity was also performed by detecting mouse IgG and rabbit IgG.
Two new Si wafer substrates were functionalized with anti-human IgG film, as the procedures
described in Section 3.2. Mouse IgG and rabbit IgG with the concentration of 120 ng/mL in PBS
was separately incubated in the micro-fluidic sensor cell for about 6 min, then PBS was injected to
rinse the sensing film. There are almost no changes in the effective thicknesses of the biolayers on the
two Si substrates, as shown in Figure 8.

Figure 8a shows that the thickness slightly increases upon injection of mouse and rabbit IgGs and
decrease after washed by PBS, the origin of the increase of thickness is due to nonspecific adsorption.
Thus, the results indicate that the fabricated substrates with anti-human IgG in this work has the ability
of selective detection of human IgG. The biosensor has a good specificity performance. For different
biomolecules detection, it only needs to replace and functionalize the bare Si wafer substrate with
target biorecognition element and seal the substrate to the sensor cell, thus making the biosensing
method also easy to operate.
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Figure 8. Specificity evaluation, (a) the biosensing responses of mouse IgG and rabbit IgG, (b) changes
in the effective thicknesses of the biolayers for different IgG (human IgG, mouse IgG, and rabbit IgG).

5. Conclusions

We have presented a complete biosensing platform that comprises a 45◦ dual-drive symmetric
PEM-based ellipsometry and a sensor cell constructed by a bare Si wafer substrate and a semicylindrical
prism. With the in-situ, fast and sensitive measurements of the ellipsomtric parameters, the RI of the
solution and the effective thickness and surface mass density of the biolayer for various interaction
time are monitored. The experiment results showed that the standard deviations of Ψ and ∆ are both
at the order of 10−30, which correspond to the repeatability and sensitivity of the solution RI and
biolayer thickness are 6 × 10−6 and 1 pm, respectively. Compared with the other biosensing methods,
particularly those based on SPR and electrochemistry, the high measurement sensitivity of our method
is achieved without using any noble metal nanoparticles amplification, and our method has realized
faster response, as the data collection time can be up to 1 ms. Therefore, our ellipsometry-based
biosensing method is a promising candidate in developing a novel sensor which can provide the
simultaneous measurement of the RI of solution and the thickness and surface mass density of
the biolayer, rendering it suitable for highly accurate and sensitive, in situ, real-time, label-free,
easy operation and cost-effective biosensing.

Acknowledgments: The authors acknowledge the financial support of the International Science and Technology
Cooperation Special (Grant No. 2013DFR10150) and the National Natural Science Foundation of China
(Grant Nos. 61471325 and 11647089).

Author Contributions: K.L., S.W., and Z.W. conceived and designed the experiments; K.L., S.W., and
N.J. performed the experiments; K.L., S.W., and Z.W. analyzed the data; L.W., H.Y., and R.X. contributed
reagents/materials/analysis tools; K.L. and S.W. wrote the paper.

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

References

1. Cooper, M.A. Optical biosensors in drug discovery. Nat. Rev. Drug Discov. 2002, 1, 515–528. [CrossRef]
[PubMed]

2. Cheng, M.S.; Toh, C.S. Novel biosensing methodologies for ultrasensitive detection of viruses. Analyst 2013,
138, 6219–6229. [CrossRef] [PubMed]

3. Zeimpekis, I.; Papadimitriou, K.I.; Sun, K.; Hu, C.; Ashburn, P.; Morgan, H.; Prodromakis, T. A Sub-30 mpH
Resolution Thin Film Transistor-Based Nanoribbon Biosensing Platform. Sensors 2017, 17, 2000. [CrossRef]
[PubMed]

4. Fan, X.; White, I.M.; Shopova, S.I.; Zhu, H.; Suter, J.D.; Sun, Y. Sensitive optical biosensors for unlabeled
targets: A review. Anal. Chim. Acta 2008, 620, 8–26. [CrossRef] [PubMed]

5. 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] [PubMed]

6. Geddes, C.D. Optical halide sensing using fluorescence quenching: Theory, simulations and applications—A
review. Meas. Sci. Technol. 2001, 12, R53. [CrossRef]

http://dx.doi.org/10.1038/nrd838
http://www.ncbi.nlm.nih.gov/pubmed/12120258
http://dx.doi.org/10.1039/c3an01394d
http://www.ncbi.nlm.nih.gov/pubmed/24043121
http://dx.doi.org/10.3390/s17092000
http://www.ncbi.nlm.nih.gov/pubmed/28862645
http://dx.doi.org/10.1016/j.aca.2008.05.022
http://www.ncbi.nlm.nih.gov/pubmed/18558119
http://dx.doi.org/10.1016/j.bios.2007.07.001
http://www.ncbi.nlm.nih.gov/pubmed/17716889
http://dx.doi.org/10.1088/0957-0233/12/9/201


Sensors 2018, 18, 15 12 of 13

7. Mello, L.D.; Kubota, L.T. Review of the use of biosensors as analytical tools in the food and drink industries.
Food Chem. 2002, 77, 237–256. [CrossRef]

8. Goldsmith, S.J. Radioimmunoassay: Review of basic principles. Semin. Nucl. Med. 1975, 5, 125–152.
[CrossRef]

9. O’Sullivan, T.D.; Heitz, R.T.; Parashurama, N.; Barkin, D.B.; Wooley, B.A.; Gambhir, S.S.; Harris, J.S.;
Levi, O. Real-time, continuous, fluorescence sensing in a freely-moving subject with an implanted hybrid
VCSEL/CMOS biosensor. Biomed. Opt. Express 2013, 4, 1332–1341. [CrossRef] [PubMed]

10. Radhakrishnan, R.; Suni, I.I.; Bever, C.S.; Hammock, B.D. Impedance biosensors: Applications to
sustainability and remaining technical challenges. ACS Sustain. Chem. Eng. 2014, 2, 1649–1655. [CrossRef]
[PubMed]

11. Kussrow, A.; Enders, C.S.; Bornhop, D.J. Interferometric methods for label-free molecular interaction studies.
Anal. Chem. 2011, 84, 779–792. [CrossRef] [PubMed]

12. Homola, J. Surface plasmon resonance sensors for detection of chemical and biological species. Chem. Rev.
2008, 108, 462–493. [CrossRef] [PubMed]

13. Huang, Y.H.; Ho, H.P.; Kong, S.K.; Kabashin, A.V. Phase-sensitive surface plasmon resonance biosensors:
Methodology, instrumentation and applications. Ann. Phys. 2012, 524, 637–662. [CrossRef]

14. Svedendahl, M.; Verre, R.; Käll, M. Refractometric biosensing based on optical phase flips in sparse and
short-range-ordered nanoplasmonic layers. Light Sci. Appl. 2014, 3, e220. [CrossRef]

15. Chou, C.; Wu, H.T.; Huang, Y.C.; Chen, Y.L.; Kuo, W.C. Characteristics of a paired surface plasma waves
biosensor. Opt. Express 2006, 14, 4307–4315. [CrossRef] [PubMed]

16. Nizamov, S.; Mirsky, V.M. Self-referencing SPR-biosensors based on penetration difference of evanescent
waves. Biosens. Bioelectron. 2011, 28, 263–269. [CrossRef] [PubMed]

17. Arwin, H. Spectroscopic ellipsometry and biology: Recent developments and challenges. Thin Solid Films
1998, 313, 764–774. [CrossRef]

18. Elwing, H. Protein absorption and ellipsometry in biomaterial research. Biomaterials 1998, 19, 397–406.
[CrossRef]

19. Sun, H.; Qi, C.; Niu, Y.; Kang, T.; Wei, Y.; Jin, G.; Zhu, W. Detection of cytomegalovirus antibodies using a
biosensor based on imaging ellipsometry. PLoS ONE 2015, 10, e0136253. [CrossRef] [PubMed]

20. Zhao, X.; Pan, F.; Cowsill, B.; Lu, J.R.; Garcia-Gancedo, L.; Flewitt, A.J.; Luo, J. Interfacial immobilization
of monoclonal antibody and detection of human prostate-specific antigen. Langmuir 2011, 27, 7654–7662.
[CrossRef] [PubMed]

21. Svensson, O.; Arnebrant, T. Antibody–antigen interaction on polystyrene: An in situ ellipsometric study.
J. Colloid Interface Sci. 2012, 368, 533–539. [CrossRef] [PubMed]

22. Huang, C.; Chen, Y.; Wang, C.; Zhu, W.; Ma, H.; Jin, G. Detection of alpha-fetoprotein through biological
signal amplification by biosensor based on imaging ellipsometry. Thin Solid Films 2011, 519, 2763–2767.
[CrossRef]

23. Jin, G. Development of biosensor based on imaging ellipsometry. Phys. Status Solidi A 2008, 205, 810–816.
[CrossRef]

24. Wang, Z.H.; Jin, G. A label-free multisensing immunosensor based on imaging ellipsometry. Anal. Chem.
2003, 75, 6119–6123. [CrossRef] [PubMed]

25. Bombarová, K.; Chlpík, J.; Cirák, J. Surface plasmon resonance ellipsometry based biosensor for the
investigation of biomolecular interactions. Mater. Today Proc. 2015, 2, 70–76. [CrossRef]

26. Li, K.W.; Wang, Z.B.; Wang, L.M.; Zhang, R. 45◦ double-drive photoelastic modulation. J. Opt. Soc. Am. A
2016, 33, 2041–2046. [CrossRef]

27. Li, K.W.; Wang, L.M.; Zhang, R.; Wang, Z.B. Modulation axis performs circular motion in a 45◦ dual-drive
symmetric photoelastic modulator. Rev. Sci. Instrum. 2016, 87, 123103. [CrossRef] [PubMed]

28. Li, K.W.; Zhang, R.; Jing, N.; Chen, Y.; Zhang, M.; Wang, L.M.; Wang, Z.B. Fast and full range measurements
of ellipsometric parameters using a 45◦ dual-drive symmetric photoelastic modulator. Opt. Express 2017, 25,
5725–5733. [CrossRef]

29. Fujiwara, H. Spectroscopic Ellipsometry: Principles and Applications; John Wiley and Sons, Ltd.: Tokyo, Japan,
2007; pp. 36–39. ISBN 978-0-470-01608-4.

30. Vörös, J. The density and refractive index of adsorbing protein layers. Biophys. J. 2004, 87, 553–561. [CrossRef]
[PubMed]

http://dx.doi.org/10.1016/S0308-8146(02)00104-8
http://dx.doi.org/10.1016/S0001-2998(75)80028-6
http://dx.doi.org/10.1364/BOE.4.001332
http://www.ncbi.nlm.nih.gov/pubmed/24009996
http://dx.doi.org/10.1021/sc500106y
http://www.ncbi.nlm.nih.gov/pubmed/25068095
http://dx.doi.org/10.1021/ac202812h
http://www.ncbi.nlm.nih.gov/pubmed/22060037
http://dx.doi.org/10.1021/cr068107d
http://www.ncbi.nlm.nih.gov/pubmed/18229953
http://dx.doi.org/10.1002/andp.201200203
http://dx.doi.org/10.1038/lsa.2014.101
http://dx.doi.org/10.1364/OE.14.004307
http://www.ncbi.nlm.nih.gov/pubmed/19516583
http://dx.doi.org/10.1016/j.bios.2011.07.030
http://www.ncbi.nlm.nih.gov/pubmed/21820884
http://dx.doi.org/10.1016/S0040-6090(97)00993-0
http://dx.doi.org/10.1016/S0142-9612(97)00112-9
http://dx.doi.org/10.1371/journal.pone.0136253
http://www.ncbi.nlm.nih.gov/pubmed/26295458
http://dx.doi.org/10.1021/la201245q
http://www.ncbi.nlm.nih.gov/pubmed/21612249
http://dx.doi.org/10.1016/j.jcis.2011.11.034
http://www.ncbi.nlm.nih.gov/pubmed/22172693
http://dx.doi.org/10.1016/j.tsf.2010.11.064
http://dx.doi.org/10.1002/pssa.200777810
http://dx.doi.org/10.1021/ac0347258
http://www.ncbi.nlm.nih.gov/pubmed/14615990
http://dx.doi.org/10.1016/j.matpr.2015.04.010
http://dx.doi.org/10.1364/JOSAA.33.002041
http://dx.doi.org/10.1063/1.4971302
http://www.ncbi.nlm.nih.gov/pubmed/28040977
http://dx.doi.org/10.1364/OE.25.005725
http://dx.doi.org/10.1529/biophysj.103.030072
http://www.ncbi.nlm.nih.gov/pubmed/15240488


Sensors 2018, 18, 15 13 of 13

31. Chien, F.C.; Chen, S.J. Direct determination of the refractive index and thickness of a biolayer based on
coupled waveguide-surface plasmon resonance mode. Opt. Lett. 2006, 31, 187–189. [CrossRef] [PubMed]

32. Aspnes, D.E.; Studna, A.A. Dielectric functions and optical parameters of Si, Ge, GaP, GaAs, GaSb, InP, InAs,
and InSb from 1.5 to 6.0 eV. Phys. Rev. B 1983, 27, 985–1009. [CrossRef]

33. Azzam, R.M. Complex reflection coefficients of p-and s-polarized light at the pseudo-Brewster angle of a
dielectric-conductor interface. J. Opt. Soc. Am. A 2013, 30, 1975–1979. [CrossRef] [PubMed]

34. De Feijter, J.; Benjamins, D.J.; Veer, F.A. Ellipsometry as a tool to study the adsorption behavior of synthetic
and biopolymers at the air-water interface. Biopolymers 1978, 17, 1759–1772. [CrossRef]

35. Zhao, H.; Brown, P.H.; Schuck, P. On the distribution of protein refractive index increments. Biophys. J. 2011,
100, 2309–2317. [CrossRef] [PubMed]

36. Zhang, D.; Sun, Y.; Wu, Q.; Ma, P.; Zhang, H.; Wang, Y.; Song, D. Enhancing sensitivity of surface plasmon
resonance biosensor by Ag nanocubes/chitosan composite for the detection of mouse IgG. Talanta 2016, 146,
364–368. [CrossRef] [PubMed]

37. Bolduc, O.R.; Pelletier, J.N.; Masson, J.F. SPR biosensing in crude serum using ultralow fouling binary
patterned peptide SAM. Anal. Chem. 2010, 82, 3699–3706. [CrossRef] [PubMed]

38. Darain, F.; Gan, K.L.; Tjin, S.C. Antibody immobilization on to polystyrene substrate—On-chip immunoassay
for horse igg based on fluorescence. Biomed. Microdevices 2009, 11, 653–661. [CrossRef] [PubMed]

39. Huang, Y.; Kannan, P.; Zhang, L.; Chen, T.; Kim, D.H. Concave gold nanoparticle-based highly sensitive
electrochemical IgG immunobiosensor for the detection of antibody–antigen interactions. RSC Adv. 2015, 5,
58478–58484. [CrossRef]

40. Wilson, M.S. Electrochemical immunosensors for the simultaneous detection of two tumor markers.
Anal. Chem. 2005, 77, 1496–1502. [CrossRef] [PubMed]

41. Zangooie, S.; Bjorklund, R.; Arwin, H. Protein adsorption in thermally oxidized porous silicon layers.
Thin Solid Films 1998, 313, 825–830. [CrossRef]

© 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1364/OL.31.000187
http://www.ncbi.nlm.nih.gov/pubmed/16441025
http://dx.doi.org/10.1103/PhysRevB.27.985
http://dx.doi.org/10.1364/JOSAA.30.001975
http://www.ncbi.nlm.nih.gov/pubmed/24322852
http://dx.doi.org/10.1002/bip.1978.360170711
http://dx.doi.org/10.1016/j.bpj.2011.03.004
http://www.ncbi.nlm.nih.gov/pubmed/21539801
http://dx.doi.org/10.1016/j.talanta.2015.08.050
http://www.ncbi.nlm.nih.gov/pubmed/26695276
http://dx.doi.org/10.1021/ac100035s
http://www.ncbi.nlm.nih.gov/pubmed/20353164
http://dx.doi.org/10.1007/s10544-008-9275-3
http://www.ncbi.nlm.nih.gov/pubmed/19130240
http://dx.doi.org/10.1039/C5RA10990F
http://dx.doi.org/10.1021/ac0485278
http://www.ncbi.nlm.nih.gov/pubmed/15732936
http://dx.doi.org/10.1016/S0040-6090(97)01003-1
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Methods 
	Optical Model and Numerical Calculation 
	Biosensing Scheme 

	Experiments 
	Materials 
	Bare Si Substrate Functionalized and Sensor Cell Fabricated 
	Ellipsometry Apparatus 

	Results and Discussion 
	Baseline Determination 
	Biointeraction Observation 
	Specificity Evaluation 

	Conclusions 
	References

