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Abstract: The danger of the emergence of new viral diseases and their rapid spread demands appara-
tuses for continuous rapid monitoring in real time. This requires the creation of new bioanalytical
methods that overcome the shortcomings of existing ones and are applicable for point-of-care diag-
nostics. For this purpose, a variety of biosensors have been developed and tested in proof-of-concept
studies, but none of them have been introduced for commercial use so far. Given the importance of
the problem, in this study, long-period grating (LPG) and surface plasmon resonance (SPR) biosen-
sors, based on antibody detection, were examined, and their capabilities for SARS-CoV-2 structural
proteins detection were established. Supersensitive detections of structural proteins in the order of
several femtomoles were achieved by the LPG method, while the SPR method demonstrated a sensi-
tivity of about one hundred femtomoles. The studied biosensors are compatible in sensitivity with
ELISA and rapid antigen tests but, in contrast, they are quantitative, which makes them applicable
for acute SARS-CoV-2 infection detection, especially during the early stages of viral replication.

Keywords: biosensors; SARS-CoV-2; long period grating; surface plasmon resonance; structural proteins

1. Introduction
1.1. Comparison of SARS-CoV-2 Clinical Detection Techniques

In light of the continuously emerging global pandemic of coronavirus disease 2019
(COVID-19) [1], caused by severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) [2],
rapid, highly sensitive, and specific testing is urgently required for the effective management
of viral infection [3]. The detection limit is very important because of the relatively low viral
concentration in patient samples. Currently, there are several commercially based methods
for detection of SARS-CoV-2, which can be divided into three categories: (1) molecular genetic
testing such as nucleic acid detection by reverse-transcription polymerase chain reaction
(RT-qPCR) (recognized as the gold standard) [4] or other amplification methods [5] and whole-
genome sequencing [6] (2) rapid tests focusing on the detection of presence of virus or its
fragment, responsible for triggering part of our immune system’s defense response (point-of-
care antigen-based methods) [7]; and (3) serological tests detecting the presence of antibodies
against SARS-CoV-2 (enzyme-linked immunosorbent assay (ELISA)) [8]. However, the
sensitivity and specificity of laboratory techniques for the detection of SARS-CoV-2 depend
on some factors: (1) the postinfection day on which the test is performed [9]; (2) type of
clinical specimens [10]; (3) the collection procedure and handling of the samples [11], and
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the concentration of virus in the specimen [12]; (4) the detection sensitivity limit [13]; (5) the
time of analysis and the need for specialized laboratory equipment, reagents, and trained
staff [14].

Despite its many limitations, the RT-qPCR technique remains the standard based
on the amplification of several targeted genomic regions (i.e., ORF1b, RNA-dependent
RNA polymerase-encoding RdRp gene, and viral nucleocapsid N-, spike S-, or envelope
E-genes), which improve its sensitivity (98%) and specificity (up to 95%), especially within
the first 5 days after exposure [15]. The detection limit of RT-qPCR kits varies from 0.3 to
100 copies /µL [16].

Rapid SARS-CoV-2 antigen tests are less sensitive than RT-PCR but are now available
worldwide and can be directly applied at the point of care (POC) and yield results in
15 min [17]. Most antigen kits target SARS-CoV-2 N-protein labeled with colloidal gold
(CG) [18]. They demonstrate ≥80% sensitivity and ≥97% specificity in the diagnosis of
SARS-CoV-2 infection [19]. Anti-SARS-CoV-2 IgM antibodies are the first response of the
immune system to infection, but IgG is detectable 7–10 days after the infection and can
persist for as long as several months [20]. Serological tests, including ELISA, are based
on the detection of antigen–antibody interaction [21]. N-protein-based ELISA provides
better sensitivity than S-protein based ELISA, because the N protein is the main protein
recognized by our immune system and possesses longer persistence than other structural
proteins of SARS-CoV-2 [22,23]. Anti-SARS-CoV-2 N-antibodies have been detected with
high specificity in the early stage of infection [24], but ELISA assay requires an analysis
time of several hours and specific laboratory equipment [25]. The limit of detection of
SARS-CoV-2 N protein is 50 pg/mL [26].

1.2. Biosensors for Rapid Detection of SARS-CoV-2

In view of the above, rapid and sensitive diagnostic methods for the detection of
SARS-CoV-2 that combine all advantages of the other tests and avoid their drawbacks
is of growing importance. Many recent studies have considered that biosensors-based
techniques can enhance sensitivity and lower the limit of detection [27,28]. Numerous
types of sensors have been successfully tested and have demonstrated their feasibility.
However, until now, no biosensor has been approved for clinical practice and translated
into commercial use.

Refractive-index-based sensors, such as long-period grating (LPG) and surface plas-
mon resonance (SPR) platforms, are suitable for biosensing applications. LPG, exhibit-
ing double resonance (DR LPG) and microcavity in-fiber Mach–Zehnder interferometers
(µIMZI), have been shown to be suitable for bacteria [29] and virus [30] detection. Addi-
tionally, reflective-type LPGs (RT-LPGs) were successfully used to detect drug-resistant
bacteria [31]. DR LPGs around the turn-around point (TAP) in reflection mode were also
proposed as refractive index sensors [32]. Depending on how close the LPGs are to the TAP,
their sensitivities to the surrounding refractive index (SRI) changes can vary between about
500 nm/r.i.u at larger split to over 3000 nm/r.i.u. close to the turn around point (TAP) for
water-based solutions with a surrounding refractive index (SRI) from 1.333 to 1.37. These
sensitivities can be increased by coating the LPG with nanolayers of Al2O3, diamond-like
carbon (DLC) [33], SiNx [34], or TaO2 [35]. The latter has shown the highest sensitivity
of 11,500 nm/r.i.u. in the 1.335–1.345 r.i.u. range. Recently, phase-shifted LPGs [36] and
µIMZI [37] successfully detected spike proteins of the SARS-CoV-2 virus. Comprehen-
sive reviews of SPR-based sensors for SARS-CoV-2 describe recent achievements and
limitations [38,39].

The versatility of SPR sensors was highlighted [40] in terms of the applicability of
multiphoton and nonlinear processes. The comparative analysis showed the advantage
of SPR biosensors related to multiphoton processes. In [41], information was provided
on the recent results obtained with SPR detection of SARS-CoV-2. Special attention was
paid to the analysis of multilayered structures that are capable of supporting SPR, showing
potential for virus detection.
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Both DR LPGs and SPR can use specific anti-SARS-CoV-2 monoclonal/polyclonal
antibodies as biorecognition elements to detect structural viral antigens, such as the S and
N proteins. Therefore, this kind of biosensors may be clinically useful and able to detect
acute SARS-CoV-2 infection, especially during the early stages of viral replication.

In this paper, we report the detection of SARS-CoV-2 structural proteins by DR LPG
and SPR and comment on the capabilities of both methods. We also evaluated the detection
capabilities of the two methods with those of the adopted ELISA laboratory techniques and
rapid antigen tests for the detection of SARS-CoV-2.

2. Reagents and Materials

All the chemicals and reagents used were of analytical grade.

2.1. Structural Proteins

We used the following SARS-CoV-2-specific structural proteins for the evaluation of
bimolecular interactions.

2.1.1. SARS-CoV-2 Spike S1 Subunit Protein

The SARS-CoV-2 spike S1 subunit protein fused to a C-terminal poly-histidine (6 x his-
tidine) tag with a tri-amino acid linker (molecular weight (Mw) ~ 123 kDa) were purchased
from InvivoGen Company, San Diego, CA, USA. Stock solutions for the experiments were
prepared at an initial concentration of 100µg/mL in endotoxin and nuclease-free water
(DEPC-treated water, ThermoFisher Scientific, Invitrogen, Waltham, MA, USA). Aliquots
were prepared and stored at −20 ◦C until use. Working concentrations were propagated in
DEPC-treated water in the concentration range of 8–800 fmol.

2.1.2. SARS-CoV-2 Nucleocapsid Protein

SARS-CoV-2 nucleocapsid protein fused to an IgG1 Fc tag with a TEV (tobacco etch
virus) sequence linker (Mw ~ 79 kDa) was purchased from InvivoGen Company, San
Diego, CA, USA. Stock solutions were prepared at an initial concentration of 100µg/mL
in DEPC-treated water. Aliquots were stored at −2 ◦C until use. Working concentrations
of the stock solution were dissolved in DEPC-treated water in the concentration range of
13–700 fmol.

2.2. Antibodies
2.2.1. Anti-SARS-CoV-1/2 NP Antibody

Anti-SARS-CoV-1/2 NP antibody clone 1C7C7 ZooMAb® mouse monoclonal (mAb)
(Sigma-Aldrich Inc., St. Louis, MO, USA) (Mw ~ 46 kDa) was prepared at a working
concentration of 2.5 µg/mL in DEPC-treated water and then stored at −20 ◦C until use.

2.2.2. SARS-CoV-2 Nucleocapsid Polyclonal Antibody

SARS-CoV-2 nucleocapsid polyclonal antibody (pAb), IgG, and rabbit polyclonal were
purchased from Sigma-Aldrich Inc., St. Louis, MO, USA. The solutions were prepared as
described in Sections 2.1 and 2.2.

2.3. Reagents for ELISA
2.3.1. SARS-CoV-2 Antigen ELISA Kit: N Proteins

We used a semiquantitative enzyme immunoassay kit (SARS-CoV-2 Antigen ELISA)
for in vitro detection of nucleocapsid protein of SARS-CoV-2 (Euroimmun Medizinische
Labordiagnostica AG, Lübeck, Germany). The experiments were performed according to
the test instructions.
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2.3.2. SARS-CoV-2 Antigen ELISA Kit: S Proteins

We used a qualitative human SARS-CoV-2 (COVID-19) spike protein antigen ELISA
kit (Krishgen BioSystems, Mumbai, India). The experiments were performed according to
the test instructions.

2.3.3. COVID-19 Antigen Rapid Test

The test was purchased from Acro Biotech Inc., Rancho Cucamonga, CA, USA and
was performed according to the instructions.

3. Optical Platforms and Functionalization for Virus-Sensing Applications
3.1. SPR Platforms

In our SPR platform, the plasmon wave was excited on the surface of a gilded diffraction
grating, as schematically shown in Figure 1. SPR conditions were fulfilled for a P-polarized
light beam that illuminated the grating at an incidence angle of about 35 degrees. Typically,
the resonance was excited in the range of 695–705 nm for a bare grating having 80 nm
grooves at a distance of 1.55 µm from one another [42]. Our SPR biochip represented
the grating covered with a biorecognition layer of mono/polyclonal antibodies of certain
thickness, as shown in Figure 1.
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Figure 1. Surface plasmon wave excitation and a biochip-gilded diffraction grating with a layer of
immobilized biomolecules.

As a diffraction grating, we used a grooved polycarbonate substrate of a CD-R disc
with dimensions 15 × 20 mm. Because we noticed that the curvature of the grooves affected
the measurement accuracy, we only used substrates with an equal curvature. The substrates
were covered with about 110 ± 10 nm gold film coating obtained by vacuum evaporation.

The optical set-up used for SPR experiments is shown in Figure 2. A spectral readout
for SPR observation was used. White light was collimated and passed through a polarizer
that controlled the polarization of the incident light. After reflection from the biochip, the
light was focused on a fiber bundle, which transported the light to the spectrometer. To
precisely control the angle of incidence, all elements were incorporated into a goniometer.
The spectrum was observed at zero-order diffraction.

Biosensors 2023, 13, x FOR PEER REVIEW 5 of 15 
 

 

Figure 2. Optical set-up: 1—tungsten lamp, 2—collimator, 3—polarizer, 4—goniometer, 5—biochip, 

6,7—objectives, and 8—spectrometer. 

3.2. Double-Resonance Long-Period Gratings (DR LPG) 

3.2.1. Turn-Around Point (TAP) and Double Resonance (DR) LPGs 

Long-period grating (LPG) is a structure consisting of a periodic modulation of the 

refractive index and/or the geometric dimensions of the core and cladding of a stripped 

optical fiber. These modulations cause coupling between the fundamental LP01 core mode 

of the effective refractive index n01 and an LP0p higher-order cladding mode of the glass/air 

waveguide. For a certain period  of these modulations (Figure 3), the resonance of the 

periodic intermodal coupling and the power transfer from the LP01 core to LP0p cladding 

mode occurs at a center wavelength. 

= effc n   peff nnn 001 −=   (1) 

 

Figure 3. Schematic representation of a long-period grating (LPG). 

At this wavelength, the minimum of the transmission spectrum is observed because 

LP0p cladding mode is leaky in the nonstripped fiber section. As seen from (1), the center 

wavelength is proportional to the period, which is a unique geometrical quantity that does 

not depend on the wavelength. However, because of dispersion, for a given grating pe-

riod,  the effective refractive index difference, neff can have two different values, neff,1 

and neff,2, at two different wavelengths ,due to which we have two resonance wave-

lengths, λc1 and λc2, for the same grating period, as shown in Figure 4a. Thus, (1) becomes: 

= 1,1 effc n   = 2,2 effc n  (2) 

with SRI being the basis for label-free biosensors. 

The point where λc1 = λc2 is noted in Figure 4a as the turn-around point (TAP), to 

which corresponds a definite grating period 0p for mode LP0p. For the 11th cladding mode 

LP0,11 of the photosensitive fiber PS1250/1500 (Fibercore), 0,11  207.7μm. Figure 4b shows 

the evolution of the LPG spectrum with period  at the turning point. The spectrum deep-

ened and split as either temperature or surrounding refractive index increased, which 

leads to the increase in the spectral separation λ = λc2 − λc1. The change in λ with SRI 

provides the basis for label-free biosensors. 

Figure 2. Optical set-up: 1—tungsten lamp, 2—collimator, 3—polarizer, 4—goniometer, 5—biochip,
6,7—objectives, and 8—spectrometer.



Biosensors 2023, 13, 318 5 of 15

3.2. Double-Resonance Long-Period Gratings (DR LPG)
3.2.1. Turn-Around Point (TAP) and Double Resonance (DR) LPGs

Long-period grating (LPG) is a structure consisting of a periodic modulation of the
refractive index and/or the geometric dimensions of the core and cladding of a stripped
optical fiber. These modulations cause coupling between the fundamental LP01 core mode
of the effective refractive index n01 and an LP0p higher-order cladding mode of the glass/air
waveguide. For a certain period Λ of these modulations (Figure 3), the resonance of the
periodic intermodal coupling and the power transfer from the LP01 core to LP0p cladding
mode occurs at a center wavelength.

λc = ∆ne f f Λ ∆ne f f = n01 − n0p (1)
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Figure 3. Schematic representation of a long-period grating (LPG).

At this wavelength, the minimum of the transmission spectrum is observed because
LP0p cladding mode is leaky in the nonstripped fiber section. As seen from (1), the center
wavelength is proportional to the period, which is a unique geometrical quantity that does
not depend on the wavelength. However, because of dispersion, for a given grating period,
Λ the effective refractive index difference, ∆neff can have two different values, ∆neff,1 and
∆neff,2, at two different wavelengths, due to which we have two resonance wavelengths,
λc1 and λc2, for the same grating period, as shown in Figure 4a. Thus, (1) becomes:

λc1 = ∆ne f f ,1Λ λc2 = ∆ne f f ,2Λ (2)

with SRI being the basis for label-free biosensors.
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Figure 4. LPG around turning point: (a) dispersion dependence and the TAPs of photosensitive
fiber PS1250/1500 (Fibercore) for different cladding modes; (b) the splitting of a TAP LPG and the
transformation into a double resonance grating for the 11th cladding mode.

The point where λc1 = λc2 is noted in Figure 4a as the turn-around point (TAP), to
which corresponds a definite grating period Λ0p for mode LP0p. For the 11th cladding mode
LP0,11 of the photosensitive fiber PS1250/1500 (Fibercore), Λ0,11 ≈ 207.7µm. Figure 4b
shows the evolution of the LPG spectrum with period Λ at the turning point. The spectrum
deepened and split as either temperature or surrounding refractive index increased, which
leads to the increase in the spectral separation ∆λ = λc2 − λc1. The change in ∆λ with SRI
provides the basis for label-free biosensors.
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3.2.2. DR LPG Fabrication and Calibration Procedure

First, the double-resonance LPGs were fabricated using a SYNRAD-pulsed CO2 laser
(Synrad Inc., Mukilteo, WA, USA; λ = 10.6 µm, f = 20 kHz, at 13.1% to 14% of maximum
power, focal length of the scanning head was 10 cm, and spot size was about 100 µm). A
Super K Compact white light source (NKT Photonics, Birkerød, Denmark) and a Yokogawa
AQ 6370C (Yokogawa Test&Measurement Corporation, Tokyo, Japan) optical spectrum
analyzer (OSA) were used to monitor the formation of the grating spectrum during the
inscription process of the grating, with Λ = 207.6 µm and N from 235 to 250. A section with
an l0 = 10 cm length of photosensitive PS 1250/1500 (Fibercore) was spliced between 1 m of
lead-in and lead-out SMF-28E single-mode fiber. A weight (m = 4 g) was attached to the
fiber to guarantee repeatability in the longitudinal fiber strain.

Second, after the inscription, the LPG was immersed in water to check if the desired
double-resonance spectrum was achieved.

Third, the grating was placed in a 10% solution of HF acid, and the split was reduced
to a desired position around the turning point.

Fourth, after a grating was tuned closer to the TAP, its sensitivity to the SRI around
water was measured at 23 ◦C. The spectral separation, ∆λ = λc2 − λc1, between the minima
as a function of the SRI n in the 1.33–1.35 range was found to be in the form

∆λ = Snn + A (3)

In (3), A is a constant, and Sn is the SRI sensitivity. Four of the fabricated DR LPGs with
consecutive fabrication numbers P102, P111, P099, and P112 were further functionalized
using the procedure described in Section 3.3. Table 1 summarizes the individually measured
SRI sensitivities, Sn, and the type of antibody used to functionalize it using a pulsed-laser
deposition technique.

Table 1. Sensitivity Sn to SRI and type of functionalization of the DR LPGs used in the experiments.

DR LPG P102 P111 P099 P112

Number of periods, N 235 235 240 235
SRI sensitivity Sn (nm/r.i.u) 1732.8 2327.2 2081.4 2440.9

Functionalization mAb mAb pAb pAb
Maximum concentration (fmol) 450 800 450 800

Maximum shift (nm) 8.5 7.5 6 14.5

3.3. Functionalization of the Platforms

The immobilization of biorecognition molecules (ligand) on DR LPG and SPR biosens-
ing transducers is a demanding procedure. The conventional approach involves using a
suitable mediating matrix of molecules between the surface of the chip and the biorecog-
nition molecules, which preserves the bioactivity. This matrix, however, generates a
nonspecific response. Our approach was different: to immobilize the ligands without using
a built-in matrix and use the matrix-assisted pulsed laser evaporation (MAPLE) method
instead. The main idea of the MAPLE technique is that the matrix, in which the ligand is
dissolved, absorbs the laser power, so that the decomposition of the recognition molecules
is avoided. In a previous publication [43], we showed that this technique provides the
deposition of intact molecules, as well as high-accuracy and -sensitivity detection [44].

For biorecognition molecules’ deposition, we used a frozen target consisting of
31 pM/mL mAb/pAb dissolved in DEPC water. This concentration was established
after many experiments, as the use of MAPLE technology requires a detection sensitivity
tradeoff with accuracy. Details regarding the MAPLE technique and the parameters of the
immobilization procedure can be found in [43].

The deposition of ligands was simultaneously performed on DR LPG structures with
sensitivities measured and on gilded diffraction gratings. The transducers were placed on
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a vacuum camera in groups of eight and were subsequently functionalized by pulsed-laser
deposition of mAb/pAb antibody using the MAPLE technique.

4. Experiment, Results, and Analysis
4.1. Measurement Procedures
4.1.1. DR LPG Measurement Procedure

Having laser-deposited the mono/polyclonal antibodies upon the grating surfaces,
the measurement procedure was performed as follows:

1. The functionalized grating was placed in the measurement set-up using the same
weight and at the same temperature as during the calibration measurement.

2. The spectral separation was measured in air and in water immediately after immersion
in water and 5 min later, which is referred to as ∆λ0. The purpose of the 5 min waiting
period was to allow for the grating to reach thermodynamic equilibrium in the liquid.

3. The spectra for each concentration, starting from the lowest to the highest, were
consecutively measured. Measurements were recorded immediately after the insertion
into a particular concentration, after 2.5 min, and at 5 min.

4. After the measurement at the highest concentration was performed, the spectra in
water and in air were remeasured.

5. The spectral separation ∆λ = λc2 − λc1 for each measurement was determined.
6. Next, the change in the spectral separation at a given concentration ∆λi with respect

to that in water ∆λ0 was defined as

δλi = ∆λi − ∆λ0 (4)

7. Because the accumulation of the detected protein increased the refractive index upon
the surface of the grating, the spectral changes, δλi, were converted into refractive
index changes, δni, for the corresponding concentration by taking into account the
sensitivity, Sn, of the particular grating. From (3) and (4), it follows that

δni =
δλi
Sn

(5)

8. Ultimately, the dependence δni(Ci) was plotted for each protein and functionalization
(mAb and pAb).

A halogen lamp was used as a white light source, with an AVASPEC-NIR256-1.7-EVO
IR Avantes (Apeldoorn, The Netherlands) optical fiber spectrometer sensitive in the 890 to
1750 nm wavelength range. One end of the grating was fixed, while the other was under
tension using the same weight (4 g) as for the calibration measurements. The U-shaped
container for the solutions under test was mounted on a heat sink whose temperature
was maintained at 23 ◦C by means of thermoelectric coolers (TEC1 and TEC2), whose
temperature was controlled by thermocouples (TC1 and TC2). A photo of the described
arrangement is shown in Figure 5.
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4.1.2. SPR Measurement Procedure

The measurement procedure was as follows:

1. After the gold layer was deposited on the polycarbonate substrate, the plasmon
resonance was measured at six different points of the diffraction grating surface to
eliminate the influence of the grooves’ curvature on the resonance spectral shift.

2. After gilded diffraction gratings were functionalized, the measurement was performed
at the same points to evaluate the quality of the ligand layer. The spectral position of
the resonances at each point was taken as a reference, against which the shift due to
the antibody–antigen interaction was considered.

3. The SPR chips were incubated for 20 min in N- and S-protein solutions of dif-
ferent concentrations at room temperature. Special attention was paid to ensure
the uniform coverage of the entire surface of the biochip. Then biochips were
washed with deionized water (<2 µS/cm), after which the liquid phase was removed
by centrifugation.

4. Plasmon resonances were measured at the same six points on the biochip surface,
and resonance wavelength shift was estimated as the difference from the reference
resonance. Then, corresponding displacement average values and the absolute mea-
surement errors were determined.

4.2. Results
4.2.1. DR LPG Results

Following the above-described procedure, we functionalized gratings P102 and P111
with mAb, and P099 and P112 with pAb. An example of the sensitivity calibration and the
response to S protein of P112 is shown in Figure 6. Figure 6b shows the spectral changes in
the DR LPG under the four different concentrations into femtomoles (fmol) listed in the
legend. The sixth-degree polynomial fit of the DR LPG spectral responses for the lowest
(C1 = 20 fmol) and the highest (C4 = 800 fmol) concentrations in the 1380 to 1530 nm spectral
range are shown in Figure 6b. Additionally, the corresponding spectral separations, ∆λ1
and ∆λ4, as found from the polynomial fit are indicated. Figure 7 shows the results of the
δn(C) dependencies obtained with the four gratings, subdivided into two groups according
to the functionalization: mAb (Figure 7a) and pAb (Figure 7b). As shown by these graphs,
the SRI caused by the protein accumulation upon the grating surface initially quickly rose
and was then followed by a slower increase.

The δn(C) dependence could be sufficiently well-fitted by two types of dependences.
The first was by a power function and the second was by a logarithmic dependence as:

δn(C) = δn∞
(
1 − aC−α

)
(6)

δn(C) = A ln
(

C
C0

)
(7)

In (6), δn∞ is the saturation level of the SRI change as the concentration approaches
infinity. The power law approximation in Equation (6) thus implies a saturation level of the
SRI around the grating. The logarithmic fit from Equation (7) implies an infinite growth
of the SRI change with the accumulation of detected proteins. Table 2 summarizes the
values of the parameters δn∞, a, and α in the power law approximation (6), while Table 3
summarizes parameters A and B of the logarithmic approximation. The coefficient of
determination R2 for each approximation and grating suggested that the power law was a
better approximation, except for P099.
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Figure 6. Change in spectrum under four different concentrations of S protein of the P112 grating
functionalized with pAb.
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Figure 7. Composite results of responses to S and N proteins: (a) with mAb functionalization;
(b) with pAb functionalization.

Table 2. Power law fitting parameters for the response to protein concentration.

DR LPG P102 P111 P099 P112

Functionalization mAb mAb pAb pAb
δn∞ 0.0069 0.0069 0.01 0.01

a 1.58 2.0145 1.1 2.250
α 0.166 0.329 0.071 0.245

R2 0.9762 0.9773 0.9576 0.9986

Table 3. Logarithmic fitting parameters for the response to protein concentration.

DR LPG P102 P111 P099 P112

Functionalization mAb mAb pAb pAb
A 0.0012 0.0009 0.0006 0.0015
C0 0.18888 0.07765 0.36788 0.05322
R2 0.921 0.9576 0.9981 0.9825

The accuracy of the spectral shift measurements was 0.5 nm, which transferred into
an uncertainty in the δn measurement ranging from 0.00029 for P102 to 0.0002 for P112,
which is indicated by the experimental points in Figure 6. It is worth noting the differences
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between the results reported here and those in [36]. In [36], a phase-shifted LPGs was used,
and no sensitivities were reported. Additionally, the observed spectral shift was about
0.7 mm when detecting S-protein solutions with concentrations over an eight-order range.
In our study, we used of DR LPGs around the TAP, whose sensitivity was the highest, and
the observed a spectral shift was 14.5 nm (Table 1) when the concentration changed by
two orders of magnitude, which showed the higher sensitivity of DR LPG. Because indi-
vidual sensitivities differ, the results are presented in terms of refractive index changes,
unlike in [36], where the responses are presented in nanometers. In our measurements, a
fiber-optic spectrometer with lower resolution was used, and wavelength shifts were deter-
mined from the minima of a polynomial fit. The minimum concentrations detected in [36]
are three orders of magnitude lower than those reported here (1 ng/mL ≈ 8 fmol); however,
the uncertainty in the measurements was about 30% versus less than 10% in the present
work. Because the IR spectrometer used in our case is a compact and lower-cost instrument,
our results are promising for laboratory applications. The average wavelength shift of
11 nm observed in this study for a concentration of 800 fmol (≈100 ng/mL) is somewhat
better than the wavelength shift of 9.5 nm for 300 ng/mL measured by a µIMZI [37]. The
µIMZI used exhibited a much higher sensitivity of 14491 nm/r.i.u. However, the interaction
length was only 50 µm versus 48 mm in our case.

4.2.2. SPR Measurement Results

The results of the SPR measurement procedure are summarized in Figure 7. We
observed pronounced mAb–N protein interaction for concentrations above 126 fmol. For
an N-protein concentration of 126 fmol, the measured spectral displacement was 3.5 nm,
which is above the limit of detection (LOD) accounting for measurement error (in this
case, 0.47 nm). The LOD was evaluated by considering the accuracy of the spectrometer
as well as the accuracy of the goniometer for setting up the angle of light incidence. The
probability of reliably measuring concentrations lower than 126 fmol was small because the
SPR displacement was compatible with the LOD, and the measurement error increased.

However, the results achieved can be rated as excellent: they are better than or com-
parable to those reported in the literature, where sophisticated methods for assisting
plasmonic resonance were applied. In [45], the author reported an LOD of 0.22 pmol in
protein detection with a photothermal-enhanced plasmonic biosensor. The LOD achieved
in [46] was 85 fmol in N-protein detection with a nanoparticle-enhanced SPR. A record
sensitivity was reported in [47] of 12 fg/mL in the detection of S protein by SPR ex-
cited in a multilayer structure including graphene. The good sensitivity achieved by our
SPR biosensor is due in part to the direct ligand immobilization method performed by
MAPLE technology.

The interactions of mAb–S proteins generated displacements below the LOD, as
illustrated in Figure 8a, which was partly due to the direct immobilization of the mAb and
to its specificity.
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S-protein binding to pAb generated a signal slightly above the detection limit but
within the measurement error zone, as shown in Figure 8b. The N-protein detection by
pAb (red curve in Figure 8b) was better expressed than the detection by mAb; however, the
LOD was the same: 126 fmol.

We would like to specifically note that the concentration dependences established by
the SPR method were observed only in the indicated concentration range of the structural
proteins and for the indicated thickness of the gold grating coating.

4.3. Comparative Analysis: DR LPG vs. SPR

The comparison of the results of DR LPG and SPR clearly showed that the sensitivity
and accuracy of DR LPG measurement was several times better. As shown in Figure 6a,
reliable detection was achieved for an N-protein concentration of 13 fmol, while for the SPR
method, reliable detection was achieved with a concentration of 126 fmol. The recorded
signal that resulted from the interaction with S protein (Figure 6a blue curve) is surprising
for a specific monoclonal anti-SARS-CoV-2 mAb against N protein (however, several times
lower than that of the N protein), which could be explained by the higher sensitivity of the
method. At the same time, the SPR detection did not show interactions with SARS-CoV-2 S
protein (Figure 8a).

To some extent, the highest sensitivity of the DR LPG method could explain the result
illustrated in Figure 6b: the interaction with the S protein generated a stronger signal
than that with the N protein, despite of the fact that polyclonal antibody is specific for the
N-protein. However, it should be noted that the specificity of polyclonal antibodies is lower
than monoclonal antibodies, which have one epitope to join with a specific viral antigen.

It is most likely that this is a background signal appearing, not from the nonspecific
binding of the S-protein to pAb, but due to accumulation (concentration) of a large amount
of the protein around the epitopes on the surface of the antibody. This is probably why the
signal was above the LOD for SPR detection (blue curve in Figure 8b). However, the lower
sensitivity of the SPR method did not allow such an expressive difference, as in the case of
DR LPG.

4.4. Comparative Analysis: DR LPG/SPR vs. ELISA/Rapid Antigen Test

It is very important to compare the capabilities of the two studied methods with those
used in clinical practice. For this purpose, we determined the concentration dependences
for the structural proteins used in our study with the ELISA method. Standard antigen kits
for SARS-CoV-2 structural N/S proteins were used. Figure 9 shows the results in terms of
optical density (OD).

The LODs of the ELISA tests were determined according to the implementation
instructions. The LOD for N protein was 10 fmol. The results recorded with the DR LPG
method (Figure 7) were absolutely compatible with those of ELISA. We draw the attention
to the fact that the antibody used for the ELISA test is not officially reported and probably
not the same as that used in our study. In this sense, the results cannot be fully compared.

In general, rapid antigen tests are designed to detect N proteins. We used one to
determine its LOD by treatment with N-protein solutions of different concentrations. The
results are shown in Figure 10.

The LOD as slightly lower than 126 fmol. The SPR measurement was 126 fmol as the
first reliably measured concentration, which fully corresponded to the LOD of the antigen
test. The LOD of the DR LPG method was one order lower. Table 4 presents a summary of
the achieved sensitivities.

We would like to point out that the antibodies and antigens used in our study are
commercially available. This makes it possible to compare our results with those of
validated tests. The advantage of the DR LPG biosensor is that it is much faster than ELISA
at comparable sensitivities.
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Table 4. Comparison of established limits of detection for DR LPG, SPR and clinical tests.

Ligand N-mAb N-pAb

Detected Proteins N-Protein N Protein

Biosensor
DR LPG 13 fmol 20 fmol

SPR 126 fmol 126 fmol

Clinical test
ELISA 10 fmol –

Rapid antigen test 126 fmol –

The SPR sensor showed a sensitivity comparable to the best reported to date [45,46].
As mentioned, this is partly due to MAPLE immobilization. Another factor is the very
good signal-to-noise ratio achieved owing to the sharp SPR dip: the average FWHM
was 18 nm. The sharp SPR resonance was due to the precise control of the parameters
of vacuum deposition of gold layer and the angle between the plane of incidence and
the grating grooves. The above-mentioned influence of the grooves’ curvature on the
measurement accuracy is related to the deviation from the perpendicular direction of the
plane of incidence to the grooves. This also requires a high degree of polarization of the
p-polarized incidence light. For this purpose, a polarizer with an extinction coefficient of
5 × 105 was used. These are the factors determining the LOD.

It is though that the multilayered structures in the Kretschmann configuration signifi-
cantly improve the sensitivity and accuracy of detection [47]. This approach has not been
considered for grating structures, but given the results reported here, a multilayer structure
is promising. Research in this topic is planned. We would like to pay particular attention to
the method of functionalization.
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MAPLE technology allows the deposition of nanostructured layers with uniform
thickness and very good adhesion. Moreover, the technology is feasible, not labor-intensive,
and provides excellent specificity.

5. Conclusions

Comparing the capabilities of the DR LPG and SPR methods in terms of sensitiv-
ity and accuracy showed the advantage of the former: it detected 13 fmol while SPR
detected 126 fmol of N protein. LPG measurement accuracy was also better. The rea-
son is that the spectral shifts of each grating were considered with respect to deionized
water. It is vital to have a stable reference before antibody–antigen events start. In the
case of SPR measurements, the baseline is the reference resonance of the functionalized
grating, measured with the some error that should be considered in the detection of the
analyte. This, however, gives an advantage to the SPR method: it can be applied as a
point-of-care test.

The comparison of the two methods with clinically used ones showed that the DR
LPG method fully corresponds to ELISA, while the SPR method ensures sensitivity and
accuracy similar to those of rapid antigen tests. It should be noted that the studied methods
are quantitative, which makes them suitable for following the disease evolution during
acute SARS-CoV-2 infection, especially during the early stages of viral replication, which
can be clinically useful.

Author Contributions: T.E.—conceptualization, investigation, formal analysis, writing part of
the manuscript, P.G.-K.—conceptualization, methodology, resources, validation, writing part of
the manuscript, funding, G.D.—conceptualization, investigation, formal analysis, writing part of
the manuscript, funding, W.J.B.—conceptualization, methodology, V.M.—investigation, resources,
S.S.G.—investigation, data curation, P.V.—investigation, A.A.—investigation, S.M.—supervision. All
authors have read and agreed to the published version of the manuscript.

Funding: Support from NSERC, Canada, under Discovery Development Grant entitled “Laser direct
writing technology for the functionalization of highly sensitive fibre optic platforms for chemical and
biosensing applications” (DDG-2021-00022) is acknowledged. The authors also acknowledge the
funding of this research by the Bulgarian National Science Fund, grant number KP-06-DK 1/10, from
29 March 2021, entitled “Study of the interaction of specific structural proteins of SARS-CoV-2 with
biologically active molecules and their application for the creation of rapid antigen tests for early
diagnosis of COVID-19”.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: No data publicly available.

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

References
1. Hamed, M.A. An overview on COVID-19: Reality and expectation. Bull. Natl. Res. Cent. 2020, 44, 86. [CrossRef] [PubMed]
2. Zhu, N.; Zhang, D.; Wang, W.; Li, X.; Yang, B.; Song, J.; Zhao, X.; Huang, B.; Shi, W.; Lu, R.; et al. A novel coronavirus from

patients with pneumonia in China 2019. N. Engl. J. Med. 2020, 382, 727–733. [CrossRef]
3. García-Basteiro, A.L.; Chaccour, C.; Guinovart, C.; Llupià, A.; Brew, J.; Trilla, A.; Plasencia, A. Monitoring the COVID-19 epidemic

in the context of widespread local transmission. Lancet Respir. Med. 2020, 8, 440–442. [CrossRef] [PubMed]
4. LeBlanc, J.J.; Gubbay, J.B.; Li, Y.; Needle, R.; Arneson, S.R.; Marcino, D.; Charest, H.; Desnoyers, G.; Dust, K.; Fattouh, R.; et al.

Real-time PCR-based SARS-CoV-2 detection in Canadian laboratories. J. Clin. Virol. 2020, 128, 104433. [CrossRef] [PubMed]
5. Lamb, L.E.; Bartolone, S.N.; Ward, E.; Chancellor, M.B. Rapid. Detection of Novel Coronavirus/Severe Acute Respiratory

Syndrome Coronavirus 2 (SARS-CoV-2) by Reverse Transcription-Loop-Mediated Isothermal Amplification. PLoS ONE 2020,
15, e0234682. [CrossRef] [PubMed]

6. Nazario-Toole, A.; Nguyen, H.M.; Xia, H.; Frankel, D.N.; Kieffer, J.W.; Gibbons, T.F. Sequencing SARS-CoV-2 from antigen tests.
PLoS ONE 2022, 17, e0263794. [CrossRef] [PubMed]

7. Drain, P.K. Rapid diagnostic testing for SARS-CoV-2. N. Engl. J. Med. 2022, 386, 264–272. [CrossRef] [PubMed]

http://doi.org/10.1186/s42269-020-00341-9
http://www.ncbi.nlm.nih.gov/pubmed/32514228
http://doi.org/10.1056/NEJMoa2001017
http://doi.org/10.1016/S2213-2600(20)30162-4
http://www.ncbi.nlm.nih.gov/pubmed/32247325
http://doi.org/10.1016/j.jcv.2020.104433
http://www.ncbi.nlm.nih.gov/pubmed/32405254
http://doi.org/10.1371/journal.pone.0234682
http://www.ncbi.nlm.nih.gov/pubmed/32530929
http://doi.org/10.1371/journal.pone.0263794
http://www.ncbi.nlm.nih.gov/pubmed/35134077
http://doi.org/10.1056/NEJMcp2117115
http://www.ncbi.nlm.nih.gov/pubmed/34995029


Biosensors 2023, 13, 318 14 of 15

8. Amanat, F.; Nguyen, T.; Chromikova, V.; Strohmeier, S.; Stadlbauer, D.; Javier, A.; Jiang, K.; Asthagiri-Arunkumar, G.; Polanco,
J.; Bermudez-Gonzalez, M.; et al. A serological assay to detect SARS-CoV-2 seroconversion in humans. Nat. Med. 2020,
26, 1033–1036. [CrossRef]

9. Yongchen, Z.; Shen, H.; Wang, X.; Shi, X.; Li, Y.; Yan, J.; Chen, Y.; Gu, B. Different longitudinal patterns of nucleic acid and
serology testing results based on disease severity of COVID-19 patients. Emerg. Microbes Infect. 2020, 9, 833–836. [CrossRef]

10. Wang, W.; Xu, Y.; Gao, R.; Lu, R.; Han, K.; Wu, G.; Tan, W. Detection of SARS-CoV-2 in different types of clinical specimens. JAMA
2020, 323, 1843–1844. [CrossRef]

11. Sandri, T.L.; Inoue, J.; Geiger, J.; Griesbaum, J.-M.; Heinzel, C.; Burnet, M.; Fendel, R.; Kremsner, P.; Held, J.; Kreidenweiss, A.
Complementary methods for SARS-CoV-2 diagnosis in times of material shortage. Sci. Rep. 2021, 11, 11899. [CrossRef]

12. Liu, R.; Yi, S.; Zhang, J.; Lv, Z.; Zhu, C.; Zhang, Y. Viral load dynamics in sputum and nasopharyngeal swab in patients with
COVID-19. J. Dent. Res. 2020, 99, 1239–1244. [CrossRef] [PubMed]

13. Tastanova, A.; Stoffel, C.I.; Dzung, A.; Cheng, P.F.; Bellini, E.; Johansen, P.; Duda, A.; Nobbe, S.; Lienhard, R.; Bosshard, P.P.; et al.
A Comparative Study of Real-Time RT-PCR-Based SARS-CoV-2 Detection Methods and Its Application to Human-Derived and
Surface Swabbed Material. J. Mol. Diagn. 2021, 23, 796–804. [CrossRef] [PubMed]

14. Carmagnola, D.; Toma, M.; Henin, D.; Perrotta, M.; Pellegrini, G.; Dellavia, C. Personal Protection Equipment and Infection
Control Procedures among Health Workers during the COVID-19 Pandemic. Healthcare 2022, 10, 944. [CrossRef]

15. Weissleder, R.; Lee, H.; Ko, J.; Pittet, M.J. COVID-19 Diagnostics in Context. Sci. Transl. Med. 2020, 12, 1931. [CrossRef] [PubMed]
16. Afzal, A. Molecular Diagnostic Technologies for COVID-19: Limitations and Challenges. J. Adv. Res. 2020, 26, 149–159. [CrossRef]

[PubMed]
17. Aguilar-Shea, A.L.; Vera-García, M.; Güerri-Fernández, R. Rapid antigen tests for the detection of SARS-CoV-2: A narrative

review. Aten. Prim. 2021, 53, 102127. [CrossRef] [PubMed]
18. Ang, G.Y.; Chan, K.G.; Yean, C.Y.; Yu, C.Y. Lateral Flow Immunoassays for SARS-CoV-2. Diagnostics 2022, 12, 2854. [CrossRef]
19. Iglòi, Z.; Velzing, J.; van Beek, J.; van de Vijver, D.; Aron, G.; Ensing, R.; Benschop, K.; Han, W.; Boelsums, T.; Koopmans, M.; et al.

Clinical evaluation of Roche Sd Biosensor rapid antigen test for SARS-CoV-2 in municipal health service testing site, the Netherlands.
Emerg. Infect. Dis. 2021, 27, 1323–1329. [CrossRef]

20. Jin, Y.; Wang, M.; Zuo, Z.; Fan, C.; Ye, F.; Cai, Z.; Wang, Y.; Cui, H.; Pan, K.; Xu, A. Diagnostic value and dynamic variance of
serum antibody in coronavirus disease 2019. Int. J. Infect Dis. 2020, 94, 49–52. [CrossRef]

21. Lino, A.; Cardoso, M.A.; Gonçalves, H.M.R.; Martins-Lopes, P. SARS-CoV-2 Detection Methods. Chemosensors 2022, 10, 221.
[CrossRef]

22. Zeng, W.; Liu, G.; Ma, H.; Zhao, D.; Yang, Y.; Liu, M.; Mohammed, A.; Zhao, C.; Yang, Y.; Xie, J.; et al. Biochemical characterization
of SARS-CoV-2 nucleocapsid protein. Biochem. Biophys. Res. Commun. 2020, 527, 618–623. [CrossRef]

23. Tan, Y.-J.; Goh, P.-Y.; Fielding, B.C.; Shen, S.; Chou, C.-F.; Fu, J.-L.; Leong, H.N.; Leo, Y.S.; Ooi, E.E.; Ling, A.E. Profiles of antibody
responses against severe acute respiratory syndrome coronavirus recombinant proteins and their potential use as diagnostic
markers. Clin. Diagn. Lab. Immunol. 2004, 11, 362–371.

24. Leung, D.; Hang, T.C.; Hung, M.C.; Chan, P.S.; Cheung, J.; Niu, H.; Tam, J.; Lim, P. Antibody response of patients with severe
acute respiratory syndrome (SARS) targets the viral nucleocapsid. JID 2004, 190, 379–386. [CrossRef] [PubMed]

25. Ravi, A.; Prabath Singh, V.; Chandran, R.; Venugopal, K.; Haridas, K.; Kavitha, R. COVID-19 Antibody Tests: An Overview.
J. Pharm. Bioallied Sci. 2021, 13, 48. [CrossRef]

26. Ge, C.; Feng, J.; Zhang, J.; Hu, K.; Wang, D.; Zha, L.; Hu, X.; Li, R. Aptamer/antibody sandwich method for digital detection of
SARS-CoV2 nucleocapsid protein. Talanta 2022, 236, 122847. [CrossRef]

27. Zamzami, M.A.; Rabbani, G.; Ahmad, A.; Basalah, A.; Al-Sabban, W.; Ahn, S.N.; Choudhry, H. Carbon nanotube field-effect
transistor (CNT-FET)-based biosensor for rapid detection of SARS-CoV-2 (COVID-19) surface spike protein S1. Bioelectrochemistry
2022, 143, 107982. [CrossRef] [PubMed]

28. Seo, G.; Lee, G.; Kim, M.J.; Baek, S.H.; Choi, M.; Ku, K.B.; Lee, C.S.; Jun, S.; Park, D.; Kim, H.G.; et al. Rapid Detection of COVID-19
Causative Virus (SARS-CoV-2) in Human Nasopharyngeal Swab Specimens Using Field-Effect Transistor-Based Biosensor. ACS
Nano 2020, 14, 5135–5142. [CrossRef] [PubMed]
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