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Detection of specific antibodies against
SARS-CoV-2 spike protein via ultra-sensitive
bio-functionalized carbonnitride-reduced
graphene oxide electrochemical immunosensing
platform in real samples†

Mohd. Abubakar Sadique, ab Shalu Yadav,ab Pushpesh Ranjan,ab

Raghuraj Singh Chouhan, *c Ivan Jerman, d Ashok Kumar,e Saurabh Saigal,e

Sagar Khadanga,e Raju Khan *ab and Avanish K. Srivastava a

In this work, we fabricate a facile de novo synthesis route to prepare bio-functionalized carbon nitride-

reduced graphene oxide with chitosan (Chi) nanocomposite (C3N4/RGO/Chi). The nitrogen-rich C3N4

has been synthesized through facile and low-cost thermal oxidation and offers a metal-free and highly

active surface for synergistic modification with RGO and Chi. Moreover, the synergistically incorporated

C3N4/RGO and biopolymer improve the electrocatalytic activity, provide surface functionalities, and

enhance electroconductivity for immunosensing applications. Consequently, the bio-functionalized

C3N4/RGO nanocomposite provides a suitable substrate for the immobilization of SARS-CoV-2 RBD

spike protein. The immunosensor detects SARS-CoV-2 antibodies in a wide detection range from 10 zg

mL�1 (10 � 10�21 g mL�1) to 100 ng mL�1 with an ultra-low detection limit (LOD) of 3.31 zg mL�1. The

validation of the immunosensor was also carried out on spiked serum samples, which show a linear

detection range of 100 ag mL�1 to 100 ng mL�1 and a LOD of 1.73 ag mL�1. Nevertheless, the clinical

diagnostic application of the immunosensor is validated through the examination of real serum samples

from COVID-19 patients. The results suggest that the immunosensor can be efficiently used as a

screening platform to distinguish between positive and negative samples with high accuracy. The

findings of the work have the potential to translate the immunosensing strategy into next-generation

point-of-care testing (POCT) of various infectious diseases.

Introduction

The global pandemic of coronavirus 2019 (COVID-19) has been
shrinking and re-emerging randomly in the last two years with
mutations in the variants of the severe acute respiratory
syndrome-coronavirus-2 (SARS-CoV-2).1 The concerning situation
had increased the number of cases due to a poor understanding
of the SARS-CoV-2, inadequate detection techniques, and weak

vaccination efficacy.2–4 Standard diagnostic techniques like reverse
transcription polymerase chain reaction (RT-PCR), enzyme-linked
immunosorbent assay (ELISA), clustered regularly interspaced
short palindromic repeats (CRISPR), etc. have been extensively
utilized for primarily testing and screening of COVID-19.5,6 Even
after significant modifications in conventional diagnostic techni-
ques as per modern requirements, they still lack the potential to
accomplish the growing demands of disease monitoring.7,8 The
boom in cases has drawn attention to the hunt for alternative
measures to diagnose COVID-19. In the last two years, the
advancements in material science and nanotechnology have
shifted the diagnostic developments in the regime of biosensors
with the use of materials having better sensitivity and stability.9,10

Various biosensors like optical,11,12 lateral flow,13 thermoelectric,14

piezoelectric,15 field-effect transistor,16 electrochemical,17 colori-
metric,18 and mass-based19 have been explored for the detection
capabilities of the SARS-CoV-2 virus.20 Among these, few have the
potential to be translated from lab scale to point-of-care testing
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(POCT). In particular, electrochemical biosensors have recently
been developed with suitable and superior sensing probes and
enhanced biosensor performance. In electrochemical biosensors,
the main emphasis has been given to the modification of working
electrodes with smart and effective nanomaterials.21,22

Several two-dimensional (2D) nanomaterials such as graphene-
based nanomaterials,23–25 metal nanocomposites,26 transition
metal dichalcogenides,27 metal oxides,28 metal sulfides,29 and
ionic liquids30–32 have been investigated for their biosensing
properties. Particularly, graphitic-carbon nitride (C3N4) and its
nanocomposites have been extensively used in vast sensing
applications. The C3N4 exhibits superior electron kinetics
behavior, high surface area, conjugation structure, catalytic
properties, and bond formation due to the existence of hydrogen
atoms bonded with nitrogen at the edges determining its useful-
ness as an alternative in carbon-based biosensing applications.33

For instance, an analog of graphitic carbon nitride copper single-
atom (CuSAC6N6) demonstrated strong catalytic oxidation and a
3.6-fold increase under 50 mW cm�2 domestic light, outperform-
ing control systems and temperature stimuli. The fabricated
glucose biosensor demonstrated dynamic sensitivity and linear
detection range in vitro.34 Alternatively, a carbon nitride film with
exceptional resilience and electrochemiluminescence (ECL)
efficiency-based biosensor has been developed via double crystal-
lization showing minimal pinholes, and high transparency for
DNA detection with high sensitivity.35 In Another study, efficient
polymeric carbon nitride films emitting ECL in blue to green
were synthesized, with high ECL quantum efficiency (FECL) due
to surface-trapped electrons and electron–hole recombination
kinetics. Simultaneous detection of miRNA-21 and miRNA-141
was carried out using a multiplexed ECL biosensor.36 Further-
more, mercury monitoring has been reported in water using C3N4

nanosheets.37 Recently, a photoelectrochemical genosensor has
been reported for the detection of SARS-CoV-2 using C3N4 and Au
nanoparticles.38 However, C3N4 is a desirable material for bio-
sensors due to its surface area, biomolecule binding, and
chemical stability. However, its low reactivity limited electron
transfer, poor conductivity, deficient functionality, and weak
film-forming capacity make functionalization with biomolecules
challenging and limit the applicability of C3N4 in biosensing
platforms. To improve the properties of C3N4, the composition,
and morphology have been modified by introducing advanced
functional carbon-based nanomaterials.

Reduced graphene oxide (RGO) is a form of graphene that
has been chemically reduced, making it more hydrophilic and
easier to functionalize with biomolecules. RGO-based nano-
composites have been exhaustively used in immunosensing
applications.39 RGO has remarkable properties including an
abundance of oxygen functionalities, a large surface-to-volume
ratio, and great biocompatibility.40 In addition, RGO imparts
some complementary characteristics such as electron-donating
groups, functional groups for covalent binding, electro-catalytic
properties, conductivity, stability, and film-forming capabilities
that are necessary for the fabrication of electrochemical bio-
sensors.41 Therefore, the RGO has been utilized to modify the
C3N4 to overcome the drawbacks of C3N4 and enhance the

electrochemical biosensing properties.42 However, the C3N4-
based nanocomposites lack some attributes like structural
disorder, low conductivity, and poor dispersibility that need
further modifications to improve the working efficiency of
the immunosensing platform.43 When compared to previous
investigations on C3N4 biosensors, the use of C3N4 and RGO in
the nanocomposite offers various advantages. The addition of
RGO improves biocompatibility, improved electrical conductiv-
ity. The addition of C3N4 and RGO increases the overall surface
area. The improved stability is ascribed to the synergistic
impacts of C3N4 and RGO combination properties.

Chitosan (Chi) is a naturally occurring alkaline cationic
polymer that possesses notable attributes such as exceptional
biocompatibility, absence of toxicity, and biodegradability. Chi is
a biopolymer derived from chitin by the process of deacetylation.
It possesses a notable presence of amino and hydroxy groups
within its molecular structure, which contribute to its exceptional
immobilization and adsorption properties.44 Moreover, various
studies have exploited the peculiar properties of Chi, such as the
abundance of functional groups that support the binding of
biomolecules and act as a substrate in electrochemical immuno-
sensing applications.45 The effective surface density for the recep-
tors is governed by the number of amino groups of Chi available
for the covalent binding of biomolecules on the substrate.46 The
electrocatalytic, adhesive, binding, and film-forming capabilities of
Chi have been extensively utilized in the development of
electrochemical biosensors. Moreover, the presence of hydroxyl
groups enables easy cross-linking and binding capabilities with
other nanomaterials and biomolecules providing a suitable
immobilization matrix for electrochemical immunosensing
applications.47

Particularly, for the detection of SARS-CoV-2 infections, few
works have been reported on C3N4-based nanocomposites.
Recently, Tabrizi et al. reported a photoelectrochemical (PEC)
aptasensor based on Chi/CdS-C3N4 nanocomposite to detect
the SARS-CoV-2 spike antigen. They obtained a LOD of 0.12 nM
and validated the performance in human saliva samples.48 In a
study by Yin and his group, they presented a resonance energy
transfer (RET) based on a ratiometric ECL biosensor using C3N4

nanosheets and Ru–SiO2@folic acid for the detection of the SARS-
CoV-2 virus (RdRp gene). The biosensor exhibits a LOD of 0.18 fM
in a wide detection range of 1 fM to 10 nM.49 The fluorine-doped
tin oxide (FTO) coated glass slide was modified with strontium
titanate (SrTiO3 or ST), sulfur-doped carbon nitride (C3N4–S or
CNS) and palladium NPs entrapped in aluminum hydroxide
matrix (PdAlO(OH) or PdNPs) (PdNPs/CNS/ST/FTO) was used as
a sensing probe for SARS-CoV-2 spike antigen in the detection
range 1 fg mL�1 to 1000 pg mL�1 with an acceptable detection
limit.50 In another study, bismuth tungstate/bismuth sulfide
composite (Bi2WO6/Bi2S3) was used as a sensing platform and
C3N4 decorated with Au NPs and tungsten trioxide sphere
composite (C3N4/Au/WO3) was used as a signal amplifier for
the detection of SARS-CoV-2 nucleocapsid protein (SARS-CoV-2
NP) having LOD of 3 fg mL�1.51 A comparative table of recent
SARS-CoV-2 antibody electrochemical immunosensors is given
in ESI† as Table S1.
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Herein, after considering all the aforestated particulars, we
designed an ultrasensitive immunosensing platform for the
detection of antibodies specific to SARS-CoV-2 spike antigen
based on bio-functionalized C3N4/RGO nanocomposite for the
first time as per the literature. The fabricated immunosensor
exhibits various merits which include facile synthesis steps,
rapid and accurate analysis, selective, reproducible, and stable
immunosensing platform. The obtained results affirm the ultra-
sensitive detection limit of the immunosensor is 3.31 zg mL�1.
The immunosensor has a LOD of 1.73 ag mL�1 in serum
samples and can even distinguish between positive and negative
real patient samples with 100% accuracy. On that account, this
work paves the way for its translation into miniaturized portable
devices for POCT of COVID-19 patients and further for other
infectious diseases as well.

Experimental details
Materials and solvents

Recombinant SARS-CoV-2 Spike RBD His-tag protein (Cat #
10500-CV-100), and the SARS-CoV- 2 Spike RBD antibody (Cat
# MAB10540-100 SARS-CoV-2 antibodies) were purchased from
R&D Systems (United States). Graphite powder, dicyandiamide,
N-(3-dimethyl aminopropyl)-N0-ethyl carbodiimide hydrochloride
(EDC), N-hydroxysulfosuccinimide sodium (NHS), and bovine
serum albumin (BSA) was purchased from Sigma Aldrich, USA.
Chitosan (Chi) (low molecular weight), and Hydrogen peroxide
(H2O2; B30%) were purchased from Central Drug House (P) Ltd
(CDH), India. Sulfuric acid (H2SO4), orthophosphoric acid (H3PO4),
and hydrochloric acid (HCl) were purchased from RANKEM, India.
Potassium hydroxide (KOH), isopropyl alcohol (IPA), Potassium
permanganate (KMnO4), potassium ferricyanide(III) (K3[Fe(CN)6]),
potassium ferrocyanide trihydrate (K4[Fe(CN)6].3H2O), sodium
dihydrogen phosphate 2-hydrate (NaH2PO4�2H2O), disodium
hydrogen phosphate (Na2HPO4), and potassium chloride (KCl),
were procured from SRL Chemical, India. Glacial acetic acid and
sodium hydroxide (NaOH pellets) were purchased from Merck,
India. All solutions were prepared in ultrapure water from a Merck
Milli-Q instrument. Milli-Q water (18.2 OM cm) was used through-
out the experiment.

Instrumentations

For optical characterization, crystallinity, roughness, binding
energy, vibrational bonding, molecular states, and morphology
of the synthesized nanomaterials; UV-visible spectroscopy (Evolu-
tion 220 UV-vis spectrophotometer, Thermo Fisher Scientific), X-ray
diffraction (Rigaku Miniflex-1; Cu Ka radiation, l = 1.54 Å), atomic
force microscopy (Witec alpha300 A-AFM microscope), X-ray photo-
electron spectroscopy (targeted factor analysis, TFA (Physical
Electronics)), Fourier-transform infrared spectroscopy (Bruker,
Alpha-II), Raman Spectroscopy (IndiRAM- CTR 300, Technos
Instruments), Scanning electron microscopy (JEOL, JCM-
6000PLUS & JED-2300, Analysis Station) were used respectively.
For the electrochemical characterization and detection, electro-
chemical workstation (Autolab P/G electrochemical analyzer;
Metrohm, PGSTAT204) was employed.

Synthesis and preparation of C3N4 nanosheets

The C3N4 nanosheet powder was synthesized by thermal
oxidation of a dicyandiamide monomer as reported by Singh
et al. with minor modifications.52 Briefly, 5 g dicyandiamide
was dried and preheated in an oven for 2 h at 600 1C. The
product was cooled at ambient temperature, which was then
ground into fine powder. The obtained 3 g powder was again
heated at a rate of 5 1C min�1 and kept at 550 1C for 2 h in a
ceramic boat. A 2.6 g of yellowish color powder was obtained
which was collected as C3N4 nanosheets. This approach is
simple, green, and has a high yield.

Synthesis of C3N4/RGO nanocomposite

The GO was prepared by the Tour’s method,53 the synthesis
steps in detail are given in supplementary information. The GO
was reduced to RGO using ethanol in an alkaline medium
(pH adjusted by KOH) by keeping it in an oven at 80 1C for
2 hours. Next, the synthesized C3N4 was dispersed in isopropa-
nol and sonicated to make a solution. Further, C3N4/RGO
nanocomposites were prepared by mixing 500 mL RGO
(0.15 mg mL�1) suspension with 300 mL C3N4 (0.6 mg mL�1)
solution. The mixture was sonicated for 30 min for thorough
mixing.54 The obtained C3N4/RGO was further air-dried and
kept in a desiccator before further use.

Synthesis of bio-functionalized C3N4/RGO nanocomposite

The bio-functionalized C3N4/RGO was prepared through one-
step mixing of C3N4/RGO with the Chi as shown in Scheme 1.
For this, 1 mg mL�1 of C3N4/RGO in Milli-Q water was soni-
cated for 10 min for homogeneous mixing. Subsequently,
300 mL of glacial acetic acid was added while stirring, and then
20 mg of Chi was mixed under constant stirring. The above
solution was further sonicated for 10 min to obtain a uniform
bio-functionalized C3N4/RGO nanocomposite solution.55

Electrochemical studies

The electrochemical analysis of the synthesized nanomaterials
has been done on a three-electrode electrochemical worksta-
tion. Here, the Ag/AgCl reference electrode and Pt wire counter
electrode were used along with a nanomaterials-modified
glassy carbon electrode (GCE) as the working electrode. The
techniques such as cyclic voltammetry (CV), and differential
pulse voltammetry (DPV) were carried out in the potential
window of �0.3 to +0.8 V, and electrochemical impedance
spectroscopy (EIS) in the frequency range of 0.1 Hz to 0.1 MHz.
The electrode rinsing buffer was made up of 0.1 M PBS (pH 7)
and 0.1 M KCl. The 0.1 M PBS comprising 5 mM ferricyanide/
ferrocyanide redox couple and 0.1 M KCl of pH 7.4 is used as PBS
for electrochemical characterizations and detection purposes. All
the optimization and detection studies were done with triplicate
repetition.

SARS-CoV-2 sample preparation

The initial performance analysis of the fabricated immunosen-
sors was carried out in PBS (pH 7.4) solution. SARS-CoV-2 spike
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antibodies detection samples were prepared in PBS (pH 7.4)
solution and spiked in diluted serum samples. The synthetic
SARS-CoV-2 spike antibodies detection samples (100 ng to 10 zg)
were prepared from the 5 mg mL�1 stock solution of SARS-CoV-2
spike antibodies (Cat# MAB10540-100; diluted from 100 mg) in
the PBS (pH 7.4) solution by serial dilution from concentrations
of 10 zg mL�1 to 100 ng mL�1. In brief, the initial antibody
concentration in the stock solution is 100 mg mL�1. To create a 1
mL solution with a final concentration of 10 mg mL�1, add 100 mL
to 900 mL of diluent, achieving a 1 : 9 dilution. Repeat this process
to achieve the final solution concentration of 10 zg mL�1. For the
spiked serum samples, human serum was diluted in a 1 : 10 ratio
in PBS, and then different concentrations of SARS-CoV-2 spike
antibodies ranging from 100 ag mL�1 to 100 ng mL�1 were made
by serial dilution. Further, for the validation of immunosensor
performance, the real patient serum samples (N = 20, 10 +ve
(P1–P10), 10 �ve (N1–N10)) were received from AIIMS, Bhopal.
Approval of the Institutional Human Ethics Committee of AIIMS,
Bhopal, and the Institutional Biosafety Committee of CSIR-
AMPRI, Bhopal were obtained. Blood samples were collected
with written informed consent. The real patient samples were
diluted in a 1 : 10 ratio in PBS (pH 7.4) for detection. All the
samples were kept at �20 1C in a deep freezer before further use.

Fabrication of SARS-CoV-2 immunosensor

The synthesized nanocomposite was used for several steps of
modification of the GCE for the fabrication of the immunosensor.
At first, 4 mL of C3N4/RGO/Chi nanocomposite was drop cast on a
3 mm diameter of the GCE and left for drying at ambient
temperature for 24 h. Afterward, 5 mL of N-(3-dimethyl amino-
propyl)-N0-ethyl carbodiimide hydrochloride, N-hydroxysulfo-
succinimide sodium, (EDC: NHS) (4 : 1) was drop cast on the

nanocomposite as an amide cross-linker for 1.5 h. The Milli-Q
water was used to wash the excess cross-linker. Then 5 mL of
5 mg mL�1 SARS-CoV-2 spike antigen (Cat # 10500-CV-100;
diluted from 100 mg stock solution) was immobilized and kept
at 4 1C overnight for incubation. Further, the unbounded spike
antigen was removed using a rinsing buffer. At last, 5 mL of 1%
bovine serum albumin (BSA) was used as a blocking agent of the
reactive sites of the electrode to avoid unspecific binding, and excess
BSA was removed with a rinsing buffer. The working electrodes were
electrochemically characterized after each surface modification step.
The C3N4/RGO/Chi/SARS-CoV-2 spike antigen/BSA is termed an
immunosensor. The fabricated immunosensor is ready for the
detection of SARS-CoV-2 spike antibodies and the steps involved
in the fabrication of the immunosensor are depicted in Scheme 1.

Results and discussion
Optical characterization

In the UV-vis spectroscopy, the C3N4/RGO composite does not have
any significant peak other than that of RGO at about 240 nm.
Whereas the C3N4/RGO/Chi nanocomposite has a characteristic
peak of C3N4/RGO at about 240 nm and an absorption peak of Chi
at around 730 nm. The UV-vis spectra of the nanocomposites are
shown in Fig. 1A. FTIR spectroscopy was used to characterize the
functional groups, and bond strength of the nanomaterials with
major emphasis on the presence of vibrational bonds. As shown in
Fig. 1B, the base material C3N4 consists of an N–H bond stretching
at a 3152 cm�1 vibrational band. For the CQN group, the
vibrational stretching bands have peaks appearing at 1229, 1314,
1394, and 1453 cm�1. However, the C–N bond has a stretching
band at 1535 and 1628 cm�1. A sharp peak is visible at 804 cm�1

for out-of-plane bending of the tri-s-triazine allotrope of C3N4.52

Scheme 1 (A) Illustration of the steps involved in the synthesis of C3N4/RGO/Chi nanocomposite and (B) fabrication of the immunosensor for the
detection of SARS-CoV-2 spike antibodies.
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The FTIR spectra of C3N4 suggest the presence of primary and
secondary amines. Further, the FTIR spectra of RGO have signifi-
cant peaks for the stretching vibrational bands of the –OH, C–H
(sp3), CQO, and CQC bond at 3371, 2923, 1706, and 1544 cm�1

respectively.56–58 The bending vibrations of C–OH, C–H, C–O–C,
and C–O bonds are observed at 1375, 1459, 1162, and 1034 cm�1

respectively suggesting the successful reduction of GO.59 In Chi,
the stretching vibrational of –NH, –NH2, C–H, and C–O groups is
observed at 3289, 1558, 1373, and 1057 cm�1 respectively.60 The
polysaccharide structure of Chi has vibrational bands at 895 and
1149 cm�1.61 Subsequently, the presence of all the characteristic
peaks at 802, 1012, 1147, 1402, 1544, 1630, 2909, and 3229 cm�1

implies the coexistence of C3N4, RGO, and Chi in the C3N4/RGO/
Chi nanocomposite.

Crystallinity characterization: X-ray diffraction spectroscopy

For the analysis of the crystallinity of the synthesized nanoma-
terials, XRD was done. The base nanomaterial C3N4 has a
distinctive crystalline peak at 13.081 and 27.371 and RGO has
a broad peak at 24.281. Fig. 1C shows the (100) and (002) plane
of C3N4 corresponding to tri-s-triazine units and conjugated
aromatic system indicating the formation of the layered struc-
ture. In C3N4/RGO the (002) plane of both C3N4 and RGO is seen
which suggests stable hybridization of both two-dimensional
nanomaterials in the form of C3N4/RGO nanosheets.54 In the
case of the C3N4/RGO/Chi nanocomposite, the characteristic
peak of C3N4 has diminished due to the coated surface by Chi.

The Chi covering in the C3N4/RGO/Chi nanocomposite is well
seen in SEM images as well.55

Vibrational analysis: Raman spectroscopy

For the analysis of carbon-based nanocomposites, Raman
spectroscopy is an effective tool for measuring the D, G, and
2D band peaks in terms of Raman shift. The disorder in sp2

carbon nanomaterials is observed in the Raman analysis. GO
exhibited the D and G bands at 1351 cm�1 and 1588 cm�1,
respectively. On adding C3N4 nanosheets, the shift in the D and
G band peaks at 1350, and 1563 cm�1, and the presence of a 2D
band at 2690 cm�1 evidenced a high reduction of GO to RGO
and covalent binding of C3N4 with RGO Fig. 1D. The difference
in D and G band intensities and the presence of a 2D band at
2690 cm�1 in C3N4/RGO suggests the highly conducting nature
of the nanocomposite after the reduction of GO.62 The C-NH
bending region lies around 1290–1350 cm�1 and amide-I
around 1635 cm�1.63 The paranoid ring containing the methy-
lene group in Chi has C–H stretching vibrations at around 2885–
2945 cm�1.64 After the addition of Chi, the peak shifts in D, and
G bands at 1343 and 1603 cm�1 respectively, and the presence
of broad 2D peaks around 2937 cm�1 suggest the successful
formation of Chi-covered C3N4/RGO nanocomposite.

After Raman characterization of the synthesized bio-
functionalized C3N4/RGO nanocomposite, Raman mapping
was carried out to evaluate the nanomaterial distribution on
the surface and the arrangement of laminar structures of C3N4 and

Fig. 1 (A) UV-vis spectra of C3N4/RGO, and C3N4/RGO/Chi nanocomposite (B) FTIR spectra of C3N4, RGO, Chi, and C3N4/RGO/Chi nanocomposite, (C)
XRD patterns of C3N4, C3N4/RGO, and C3N4/RGO/Chi nanocomposite, and (D) Raman spectra of GO, C3N4/RGO, and C3N4/RGO/Chi nanocomposite.
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RGO along with the covering of Chi on C3N4/RGO nanocomposite. A
larger region was mapped for the identification of C3N4, RGO, and
Chi dispersion in nanomaterials. The confocal Raman maps were
created by raster scanning spectra at intervals of 0.1 mm throughout
a specific region. The spectra collected can be plotted to identify the
peak strength and spatial distribution of nanocomposites. The
Raman mapping data of bio-functionalized C3N4/RGO nanocompo-
site shown in Fig. 2 depicts the Chi-coated layered structure of C3N4

and RGO nanomaterials. As seen from the optical image (Fig. 2(A)),
Raman spectra (Fig. 2(B)), and mapping image (Fig. 2(C)), it is clear
that the synthesized bio-functionalized C3N4/RGO nanocomposite
has uniformly distributed C3N4/RGO sheets which are decorated by
Chi on the surface. The 2D Raman mapping image in Fig. 2(D–F)
shows the distribution of Si/SiO2, Chi, and C3N4/RGO nanocompo-
site during Raman mapping.

Morphological studies of the nanocomposites

The morphological characterization of synthesized nanomaterials
was carried out using SEM. The SEM image of C3N4 nanosheets is
shown in Fig. S3 (ESI†). The morphology of C3N4/RGO was observed
to be flaky sheets as seen in Fig. 3(A and B). A large number of
nanocomposite bundles show the bulky nature of the nanocompo-
site that acts as a suitable substrate comprising abundant functional
groups.65 In the case of bio-functionalized C3N4/RGO nanocompo-
site the surface morphology of the nanocomposite reveals that Chi
has covered C3N4/RGO making it more stable (Fig. 3(D, E)). The
presence of Chi on the surface of C3N4/RGO facilitates its film-
forming capabilities.66 The EDX plot of C3N4/RGO (Fig. 3(C)) and
C3N4/RGO/Chi (Fig. 3(F)) clearly distinguishes the presence of
characteristic elements in the nanocomposites.

Electrochemical studies
Electrochemical characterizations

The electrochemical performance of the synthesized nanoma-
terials was analyzed by CV, DPV, and EIS techniques. As seen in

Fig. 4A, the CV characterization of the C3N4 had an anodic peak
current of 44 mA. On further modification with RGO, the
increase in anodic peak current to 54 mA was observed due to
the restoration of p electrons that facilitate electron transfer on
the surface of RGO. Furthermore, the film-forming capacity and
stability of the nanocomposite were improved by adding Chi
which also electrocatalytic effect on the final nanocomposite
having the anodic peak current of 61 mA. The C3N4/RGO/Chi
nanocomposite has a maximum peak current of 61 mA which
was slightly reduced to 41 mA after the immobilization of SARS-
CoV-2 spike antigen due to the biolayer formation. Finally, after
blocking with BSA, the current was further decreased to 33 mA
suggesting the successful fabrication of the immunosensor. The
binding of the SARS-CoV-2 spike antibodies was also analyzed
which has the least current of 28 mA which suggests proper binding
of the antibody–antigen complex. The comparative assessment of
the modified electrodes was also carried out by the DPV technique
(Fig. 4B) which shows a similar pattern as observed in CV peak
current values for the modified electrodes. The change in peak
current and peak potential after each modification step was due to
the electrochemical characteristics of synthesized nanomaterials
and their interaction with immobilized biomolecules that were
visible in both CV and DPV curves.

The CV analysis was used to determine the effective surface
area from the Randles–Sevcik equation. The peak current (Ip) is
expressed as:

Ip = (2.69 � 105) � (n)3/2 � A � (D)1/2 � C � (u)1/2 (1)

where, n is the number of electrons transferred in the redox
reaction (here, n = 1), A is the effective active surface area of
the electrode (cm2), D is the diffusion coefficient (D = 7.26 �
10�6 cm2 s�1) for the ferri/ferrocyanide redox solution, C is the
concentration of the ferri/ferrocyanide redox solution (here,
5.0 � 10�6 mol cm�3), and u is the scan rate (here, 20.0 mV s�1).

For the C3N4/RGO/Chi nanocomposite-modified electrode,
the calculated effective surface area was 12 � 10�2 cm2. This

Fig. 2 (A) Optical image bio-functionalized C3N4/RGO nanocomposite on silica substrate at 100� magnification, (B) Raman spectra of bio-
functionalized C3N4/RGO nanocomposite on a silica substrate, (C) Raman mapping image of the bio-functionalized C3N4/RGO nanocomposite, 2D
Raman mapping image of (D) Si, (E) Chi, (F) C3N4/RGO.
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proves the presence of a large effective surface area for the
fabrication of the immunosensor. However, for the fabricated
immunosensor the peak current observed was 33 mA, which
gave the effective surface area of the immunosensor to be
6.53 � 10�2 cm2 for targeted binding of SARS-CoV-2 spike
antigen-specific antibodies.

EIS studies were conducted to further study the electrochemical
interfacial process of the modified electrode surfaces, and the
Nyquist plots are displayed in Fig. 4(C). The interpretation of the
EIS data may vary upon modification with nanocomposites or
biological components. Subsequently, it is important to carefully
understand the unique physical characteristics of each system
before selecting the appropriate equivalent circuit model to repre-
sent the electrical effects of the electrochemical systems and to
explain the mechanism of the reaction. The results presented here
were fitted using an equivalent circuit model made up of a
combination of resistors and capacitors to interpret the EIS results
of nanocomposites, also considering the factors governing the
electrochemical impedance on the biomolecules-modified surface.

The Nyquist plot in Fig. 4(C) illustrates each step of mod-
ification of the electrode surface, wherein the semi-circular
segment is related to the charge-transfer resistance and the
double-layer capacitance, and the linear segment is related to
the diffusion-controlled during the redox processes at the
electrode–electrolyte interface. The increase of the semicircle
in the high-frequency region is due to the incorporation of
biomolecules into the nanocomposite film (C3N4/RGO/Chi). To
assess this effect, EIS data were fitted with the equivalent circuit
model shown in Fig. S3 (ESI†). This equivalent circuit consists of
a series resistance contribution (Rs), which accounts for electro-
lyte and current collector resistance, and a charge-transfer
resistance (RCT), which is associated with the interfacial faradaic
process, and Warburg impedance (Rw). The obtained RCT of
C3N4 and C3N4/RGO was 825 O, and 705 O respectively. The

lower RCT (46 O) of C3N4/RGO/Chi nanocomposite evidence that
the C3N4/RGO/Chi nanocomposite sensing probe has superior
electrochemical properties. Further on surface alteration
with SARS-CoV-2 spike antigen, and blocking agent (BSA), the
increase in RCT values (from 1581 O to 1862 O) is due to the
steric hindrance in electron transfer from the addition of
biological compounds on the surface which indicates successful
fabrication of the immunosensor. The mechanism behind the
extremely high electro-conductive nature is depicted in the
Nyquist plot (Fig. 4(D)). The semicircular region at low frequen-
cies projects towards the kinetic control mechanism that occurs
at the electrode–electrolyte interface. On the other side, the
linear line at a higher frequency region provides the diffusion-
controlled mass transfer reaction at the electrode–electrolyte
junction. The binding of an antibody–antigen complex is also
proposed by the increased RCT value of 2352 O.67 The respective
EIS fitting data is represented in Table 1.

The bode diagram provides a clear explanation of how the
electrochemical system responds to changes in frequency and
how this affects the dispersion of experimental data. The most
practical method for extrapolating and analyzing impedance
data at low frequencies is using the bode plot.68 The correlation
between the frequency and the shift in phase values and ampli-
tude is shown in Fig. 4(E and F) respectively. The bode plot also
decreased the dispersion of experimental results and clarified the
electrochemical behavior of electrodes in low-frequency ranges
(less than 1000 Hz). The solution resistance corresponds to a
plateau with a phase angle of 01 on the bode plot for the higher
frequency area (more than 1000 Hz). The classification of the
median frequencies (1000–10 Hz) and the determination of the
electrode’s capacitive behavior, which specifies the dielectric
characteristics of an electrically conductive electrode interface,
were done using the rise in phase angles up to 651. Mass
transport processes, electron charge transfer phenomena, and

Fig. 3 SEM images of (A) and (B) C3N4/RGO and (D) and (E) bio-functionalized C3N4/RGO nanocomposite. Elemental distribution of (C) C3N4/RGO and
(F) bio-functionalized C3N4/RGO nanocomposite respectively.
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other relaxation events happened at the interface between the
electrode and redox solution at frequencies lower than 10 Hz.69

The correlation between CV, DPV, and EIS data suggests
that the surface modification of the working electrode

has been done. The scan rates studies of the C3N4/
RGO/Chi nanocomposite and fabricated immunosensor
show good linearity as shown in Fig. S5A and B (ESI†)
respectively.

Fig. 4 Comparative electrochemical studies (A) CV, (B) DPV, (C) EIS, (D) graphical illustration of different mechanisms occurring in Nyquist plot, and (E)
and (F) Bode plots of the modified working electrodes (i) C3N4 nanosheets, (ii) C3N4/RGO, (iii) C3N4/RGO/Chi nanocomposite, (iv) C3N4/RGO/Chi/SARS-
CoV-2 spike antigen, (v) C3N4/RGO/Chi/SARS-CoV-2 spike antigen/BSA, and (vi) C3N4/RGO/Chi/SARS-CoV-2 spike antigen/BSA/SARS-CoV-2 spike
antibodies in 0.1 M PBS (pH 7.4) containing 0.1 M KCl and 5 mM ferri/ferrocyanide redox solution.

Table 1 EIS Fitting data of each surface modification step of GCE

Electrode Rs (O) Rp (kO) RCT (O)
CPE
(mMho*s^N) N

Rw
(mMho*s1/2)

Convergence
fit (w2)

Number of
iterations Convergence

C3N4 nanosheets 45.4 0.871 825.6 3.72 0.74 1.56 0.009 46
C3N4/RGO 53.4 0.759 705.6 1.55 0.82 1.58 0.158 300
C3N4/RGO/Chi nanocomposite 60.5 0.107 46.5 1.39 0.92 1.98 0.024 35
C3N4/RGO/Chi/SARS-CoV-2 spike antigen 58.8 1.64 1581.2 0.76 0.89 1.55 0.011 33
C3N4/RGO/Chi/SARS-CoV-2 spike antigen/BSA 97.7 1.96 1862.3 1.46 0.82 1.20 0.019 39
C3N4/RGO/Chi/SARS-CoV-2 spike antigen/
BSA/SARS-CoV-2 spike antibodies

57.3 2.41 2352.7 0.66 0.90 1.40 0.010 34
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Optimization studies for fabrication of immunosensor

The process parameters involved in the fabrication of the
immunosensor were optimized using the DPV technique for
higher performance and sensitivity. Initially, the volume study
of C3N4/RGO/Chi nanocomposite was done to optimize the
volume to be drop cast on the electrode for the maximum
electrochemical response. As seen in Fig. 5A, the maximum
DPV peak current response was observed for 4 mL, hence 4 mL of
C3N4/RGO/Chi nanocomposite was selected for drop cast and
further surface modifications. Further, the EDC/NHS cross-
linker incubation time was optimized. As seen in Fig. 5B, the
cross-linker incubation time was varied from 30–150 minutes
and the maximum DPV current response was obtained for 90
minutes. Hence, 90 minutes was selected as the optimal
incubation time for the cross-linker for further electrode mod-
ification. Subsequently, the varied concentration of SARS-CoV-2
spike antigen from 1 to 10 mg mL�1 was optimized for the
modification of the electrode surface. As seen in Fig. 5C, the
maximum DPV current response was observed for 5 mg mL�1.
Hence the optimal concentration of the SARS-CoV-2 spike

antigen was selected to be 5 mg mL�1 for further modification.
Moreover, the incubation time of the SARS-CoV-2 spike antigen
plays an important role in the effective binding of the spike
antigen to the surface. The incubation time study was carried
out for 3–20 h. As seen from Fig. 5D, the maximum DPV current
response was obtained for 12 h, hence 12 h was selected as the
optimum incubation time for the SARS-CoV-2 spike antigen. At
last, after the fabrication of the immunosensor, the spike
antibodies incubation study was carried out to examine the
antigen–antibody interaction. The SARS-CoV-2 spike antibodies
were incubated for 2–50 minutes and recorded after a fixed
interval. The DPV current response achieved a saturation at
45 mins and negligible signal change was observed at 50 mins.
Hence, 45 mins was noted as the incubation time of the SARS-
CoV-2 spike antibodies as seen in Fig. 5E.

Based on the optimization studies during the fabrication
steps of the immunosensor as summarized in tabular form
Fig. 5F, the optimal values were selected to evaluate the
performance of the immunosensor for the detection of the
SARS-CoV-2 spike antibodies.

Fig. 5 The optimization data for the fabrication of the immunosensor; (A) volume of C3N4/RGO/Chi nanocomposite, (B) EDC/NHS cross-linker
incubation time, (C) SARS-CoV-2 spike antigen concentration, (D) SARS-CoV-2 spike antigen immobilization time, and (E) SARS-CoV-2 antibody
incubation time, 0.1 M PBS (pH 7.4) containing 0.1M KCl and 5 mM ferri/ferrocyanide redox solution, (F) the summarized optimization data in tabular
format.
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Detection of SARS-CoV-2 spike antibodies in PBS solution

For the detection of the SARS-CoV-2 spike antibodies using the
fabricated immunosensor, the DPV technique was employed.
During the analysis of SARS-CoV-2 spike antibodies in the wide
concentration range of 10 zg mL�1 to 100 ng mL�1, the current
response decreases with an increase in the concentration of the
SARS-CoV-2 spike antibodies. As shown in Fig. 6A, the immuno-
sensor attained saturation at a concentration of 100 ng mL�1. In
addition, Di values were calculated using the corresponding
current values of each concentration and its difference from
the response obtained for immunosensor (without analyte). The
maximal current of the immunosensor (in the absence of SARS-
CoV-2 spike antibodies) was 11 mA. This was used to determine
the respective Di values for each concentration, which were then
plotted on the calibration curve (Fig. 6B) in the range of 10 zg mL�1

to 100 ng mL�1. The error bars in Fig. 6B represent the
reproducibility of the method which was measured individually.
The LOD and LOQ were calculated using the standard equations,

LOD ¼ 3:3� S:D:

S
; (2)

LOQ ¼ 10� S:D:

S
; (3)

where S.D is the standard deviation, (S:D: ¼
ffiffiffiffi

N
p
� S:E:;

N ¼ 14:0, and S is the slope of the calibration curve (3.52 �
10�7), S.E. = (9.44 � 10�8) standard error of intercept;

S.D. = 3.53 � 10�7. The obtained values of LOD and LOQ are
3.31 zg mL�1 and 10.03 zg mL�1 in PBS (pH 7.4) solution
respectively.

Particularly, for the detection of SARS-CoV-2 infections, few
works have been reported on C3N4-based nanocomposites.
However, this work presents the lowest detection limit among
all reported studies. A comparative table of recent SARS-CoV-2
antibody electrochemical immunosensors is given in ESI† as
Table S1.

Analytical performance in spiked serum samples

After the successful detection of the SARS-CoV-2 spike antibo-
dies in PBS (pH 7.4) solution. The performance of the immuno-
sensor was validated in spiked serum samples via the DPV
technique taking 100 ag mL�1 as the lowest detectable concen-
tration. The current response curve is shown in Fig. 6C, where
the current response decreases with an increase in the concen-
tration of the target (SARS-CoV-2 spike antibodies) analyte. This
decrease is attributed to the hindrance in electron mobility due
to the addition of bulky biomolecules that restrict the transfer of
electrons. The change in the current of each concentration of
analyte concerning the immunosensor was calculated and
plotted against the log of concentration to draw the corres-
ponding calibration curve (Fig. 6D). From the calibration curve,
the statistical analysis of the immunosensor was done to evalu-
ate the performance in spiked serum samples. The correlation

Fig. 6 (A) Detection of SARS-CoV-2 spike antibodies via DPV in the concentration range of 10 zg mL�1 to 100 ng mL�1 in 0.1 M PBS (pH 7.4) containing
0.1 M KCl and 5 mM ferri/ferrocyanide redox solution, (B) corresponding calibration curve for the determination of LOD and other statistical data, (C)
detection of SARS-CoV-2 spike antibodies in spiked serum samples via DPV in the concentration range of 100 ag mL�1 to 100 ng mL�1, and (D)
corresponding calibration curve for the determination of LOD and other statistical data.
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coefficient (R2) value of the curve suggests significant sensitivity
and favorable performance of the immunosensor. The obtained
LOD and LOQ values for spiked serum samples are 1.73 ag mL�1

and 5.25 ag mL�1, respectively. The performance of the immu-
nosensor in PBS (pH 7.4) and spiked serum samples validates it
for use in the examination of patient samples.

Selectivity, reproducibility, and stability studies of the
immunosensor

The selectivity of the immunosensor was evaluated by using
various biomolecules present in biological fluids as interfering
agents. Various proteins such as prostate-specific antigen (PSA)
(100 ng mL�1), immunoglobin G (rabbit) (IgG (R)) (100 ng mL�1),
immunoglobin G (human) (IgG (H)) (100 ng mL�1), dopamine
(DA) (100 ng mL�1), hemoglobin (Hb) (100 ng mL�1), and
human serum albumin (HSA) (100 ng mL�1) were used as
potential interfering analytes. As seen in Fig. 7A, the immuno-
sensor response was similar to that of the interfering analytes
whereas, for the SARS-CoV-2 spike antibodies (10 ng mL�1), the
obtained current response is significantly less than the immu-
nosensor. The change in current (Di) for SARS-CoV-2 spike
antibodies and insignificant difference in Di for interfering
analytes suggests that the immunosensor is highly selective
towards SARS-CoV-2 spike antibodies.70

Further, the stability study of the immunosensor was con-
ducted by keeping the immunosensor at 4 1C and evaluating its

detection capability with 100 ng mL�1 SARS-CoV-2 spike anti-
body. Results in Fig. 7B reveal that the immunosensor performs
well within a week time and then gradually the performance
decays in the second week. This suggests that the immunosen-
sor is stable for a week for sensitive detection of SARS-CoV-2
spike antibodies. Moreover, the reproducibility was evaluated
by constructing six different immunosensors by the same
protocol. All the immunosensors were electrochemically
characterized by the DPV technique and their respective peak
currents were analyzed. As seen in Fig. 7C, the electrode-to-
electrode standard variation of DPV peak current was calcu-
lated to be less than 5% which suggests that the fabricated
immunosensors are reproducible in performance.

Detection of SARS-CoV-2 spike antibodies in real serum
samples

After the successful detection of SARC-CoV-2 spike antibodies
in PBS (pH 7.4) and spiked serum samples, the performance of
the immunosensor was further analyzed in real patient sam-
ples. For the initial validation of the immunosensor, 10 positive
and 10 negative samples of SARS-CoV-2 infected patients were
selected that were previously screened by RT-PCR and in-house
ELISA kit. The samples were analyzed through DPV, and the
respective current responses were recorded. For the positive
samples, the current value lies between 12–16 mA, whereas
for negative samples the current values were in the range of

Fig. 7 (A) Selectivity study of the immunosensor using different interfering analytes PSA (100 ng mL�1), IgG(R) (100 ng mL�1), DA (100 ng mL�1), Hb
(100 ng mL�1), HAS (100 ng mL�1), IgG (H) (100 ng mL�1), and 10 ng mL�1 of SARS-CoV-2 spike antibodies (B) stability study of the immunosensor, (C)
reproducibility on six different immunosensors, and (D) electrochemical validation of the fabricated immunosensor using real COVID-19 patient serum
samples. The estimated threshold for screening of positive and negative samples is 16.5 mA.
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16–20 mA. The details are included in tabular form as Table 2.
The threshold was estimated according to the current response
of the control (blank) sample.71 The threshold for the screening
of positive and negative was set at 16.5 mA. The positive COVID-
19 samples had current values of o16.5 mA, whereas the
negative had 416.5 mA. The testing data of all positive and
negative samples based on threshold values are depicted in
Fig. 7D.

Conclusion

In summary, the utilization of bio-functionalized C3N4/RGO
nanocomposite has demonstrated promising prospects in the
field of immunosensing. The inclusion of C3N4 and RGO inside
the nanocomposite offers enhanced electrical conductivity and
a significantly expanded surface area, facilitating the effective
binding of biomolecules. Additionally, the presence of biopo-
lymer, Chi within the nanocomposite contributes to its bio-
compatibility and enhances the stability of the biomolecules
that are bound to its surface (Aeff = 12 � 10�2 cm�2). Subse-
quently, bio-functionalized C3N4/RGO nanocomposite showed
highly sensitive electrochemical immunosensing capabilities
for the detection of SARS-CoV-2 spike antibodies in PBS (sensi-
tivity = 2.9 mA mL zg�1 cm�2), spiked serum samples, and even
in real patient samples. The electrochemical analysis reveals
that the immunosensor performs very efficiently with an ultra-
low detection limit of antibodies against the SARS-CoV-2 spike
antigen and adequately differentiates between positive and
negative samples. Moreover, the immunosensor also showed
high selectivity, reproducibility, and high accuracy. Probable
limitations of the proposed work that need to be further
studied are the improvement of its stability and detection
linearity. Nonetheless, the real sample results being validated
by RT-PCR and ELISA techniques suggest the successful devel-
opment of the immunosensor for the effective detection of

antibodies against the SARS-CoV-2 spike antigen in real sam-
ples. However, further work is needed for the standardization
of the results and translation into portable immunosensors for
use in POCT of COVID-19 patients.
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Table 2 The validation of the electrochemical immunosensor with standard testing methods for the detection of SARS-CoV-2 spike antibodies in real
patient serum samples

S.No. Sample ID SARS-CoV-2 antibodies ELISA result DPV current value (mA) Electrochemical Immunosensor Validated

1. P1 YES + 16.42 +
2. P2 YES + 15.35 +
3. P3 YES + 15.33 +
4. P4 YES + 14.12 +
5. P5 YES + 14.69 +
6. P6 YES + 13.67 +
7. P7 YES + 13.67 +
8. P8 YES + 13.20 +
9. P9 YES + 12.88 +
10. P10 YES + 12.93 +
11. N1 NO � 20.15 �
12. N2 NO � 20.19 �
13. N3 NO � 20.23 �
14. N4 NO � 19.32 �
15. N5 NO � 19.02 �
16. N6 NO � 20.01 �
17. N7 NO � 16.98 �
18. N8 NO � 16.82 �
19. N9 NO � 17.10 �
20. N10 NO � 17.22 �
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M. L. Yola, Mikrochim. Acta, 2021, 188, 425.
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