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Investigation of the Mo2Ti2C3Tx MXene in the
electrochemical immunosensing of the respiratory
syncytial virus (RSV)†
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MXenes are a growing family of two-dimensional (2D) layered transition metal carbides, nitrides, and/or

carbonitrides. Recently, these materials have been used in many sensing and biosensing platforms

because of their excellent electrochemical characteristics. In this work, we investigate the applicability of

double transition metal (DTM)-based MXenes in the electrochemical immunosensing of the respiratory

syncytial virus (RSV). This ubiquitous virus is considered a major pathogen causing acute lower respiratory

tract infections in young children and elderly individuals. The immunosensor was constructed by immobi-

lizing the RSV antibody on screen-printed carbon electrodes modified with graphene oxide and the

Mo2Ti2C3Tx DTM MXene. The presence of the RSV antigen was detected in a label-free mode using

square wave voltammetry. A low limit of detection of 0.015 pg mL−1 and a remarkable selectivity against

other bacterial and viral pathogens, including coronavirus, were achieved. We also compared this MXene

with the standard Ti3C2Tx and confirmed that it has a 1.21-fold higher electrochemically active effective

surface area. The applicability of the Mo2Ti2C3Tx MXene-based immunosensor in real serum samples was

also investigated, yielding excellent recovery percentages ranging from 95.48 to 98.59%.

1. Introduction

Since their discovery in 2011, two-dimensional (2D) MXenes
have found a wide range of applications in different fields,
including supercapacitors, fuel cells, and sensing devices.1

These 2D materials are characterized by unique optical,
mechanical, magnetic, electrical, and chemical properties.2–4

Chemically, MXenes are a growing family of 2D layered struc-
tures composed of transition metal carbides, nitrides, and/or
carbonitrides. MXenes are mostly synthesized by wet-chemi-
cal selective etching and exfoliation of Mn+1AXn, where M
refers to the early transition metal, A represents the group 13
or 14 elements and X could be carbon and/or nitrogen.5 After
selective etching of the MAX phase precursor, A layers are
removed and the MX multilayers are separated, leading to
the single-to-few layer MXene structure Mn+1XnTx, where Tx

constitutes the functional groups terminating the MX
layers.6 Since the discovery of the first MXene titanium

carbide, Ti3C2Tx, more than 50 structures have been
synthesized.7

MXenes can be categorized according to the nature of M
and X elements, the thickness of the layers, and the functional
groups.8 Within the MXene structure, the combination of the
electronic properties of the Mn+1Xn backbone and the surface
chemistry of the termination Tx leads to intriguing electro-
chemical properties including excellent electron transport be-
havior and a large specific surface area.9 MXenes are character-
ized by metal-like conductivity10 such as ∼24 000 S cm−1 for
the high-quality Ti3C2Tx MXene.11 In addition, it has been
reported that the surface dipole moments or electronegativities
generated by the functional groups of the termination Tx offer
an opportunity for biomolecule and/or nanoparticle
immobilization.12,13 This could be achieved via covalent or
electrostatic bonds leading to strong anchoring.10 Many
studies have investigated Ti3C2Tx MXenes and their hybrids in
electrochemical sensing and biosensing devices.14–16 Excellent
analytical performance has been achieved for a wide range of
analytes including biomarkers, pathogens, micropollutants,
and food contaminants.7,16 For instance, Ti3C2Tx MXenes were
investigated in the immunosensing of the carcinoembryonic
antigen with a low detection limit of 1 × 10−10.17 In another
report, the Ti3C2Tx MXene was combined with gold nano-
particles to detect miRNA 155 where a detection limit of 0.35 ×
10−6 nM was achieved.18 Despite the fact that MXenes and
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their hybrids have been investigated in the realm of electro-
chemical sensors and biosensors, these studies use mostly the
Ti3C2Tx MXene. Nb4C3Tx was also incorporated into the design
of the sensing of some analytes, including SARS-CoV-2, dopa-
mine, ascorbic acid, and uric acid.19–21

In this work, we aimed to study the applicability of a
double-transition-metal (DTM) MXene in electrochemical bio-
sensing. In contrast to mono-transition-metal MXenes, DTMs
are composed of two distinct transition metals, differentiated
by M′ and M″. M′ and M″ represent the outer and the inner
layer metals, respectively, in M3C2Tx and M4C3Tx MXenes and
they can be Ti, V, Nb, Ta, Cr, or Mo. Carbon atoms are sand-
wiched between the M′ and M″ layers. DTM MXenes have a
similar mixture of surface termination groups, such as –F, –O,
or –OH as mono-transition metal MXenes.22,23 Moreover, the
diverse structures and variety of transition-metal pairs of
DTMs endow them with tunable optical, electric, catalytic and
electrochemical properties.22 Here, the double-transition-
metal Mo2Ti2C3Tx MXene was used, and it was synthesized by
wet-chemical acid-assisted selective etching of the Mo2Ti2AlC3

MAX phase. We combined the Mo2Ti2C3Tx MXene with gra-
phene oxide (GOx) to design an electrochemical immunosen-
sor to detect the respiratory syncytial virus (RSV). GOx was
chosen for its numerous functional groups (epoxy, hydroxyl,
carbonyl and carboxyl groups), improving the antibody immo-
bilization on the electrode surface.24

The developed immunosensor was applied for the detection
of the respiratory syncytial virus (RSV). RSV is considered one
of the most worrying respiratory RNA viruses with an accentu-
ated mutation process.25–27 It has been reported as the most
frequent viral cause of acute lower respiratory tract infection,
in particular in young children and elderly individuals with a
worldwide distribution.28 Some studies demonstrated that RSV
infections cannot induce durable protective immunity against
further reinfection.29 For these reasons, this virus is one of the
major pathogens that needs to be tackled to prevent the deaths
of newborns and children as well as economic losses by
2030.30 RSV diagnostics is traditionally based on laborious and
time-consuming techniques including cell culture, nucleic
acid amplification, and immunofluorescence assays. Recently,
antigenic tests have been developed to enable rapid and in-
expensive in situ detection of RSV.31 Despite their simple prin-
ciple, these tests are qualitative and lack sensitivity. Therefore,
sensitive analytical devices, like electrochemical biosensors,
are highly required for the early detection of RSV to develop
efficient vaccines and therapies.

2. Materials and methods
2.1. Chemicals and instrumentation

Chemical powders of titanium (−325 mesh, 99.5%), molyb-
denum (−325 mesh), aluminum (325 mesh, 99.5%), and cal-
cined coke powder (−325 mesh) were purchased from Thermo
Scientific and used as received. Deionized (DI) water used in
this study was purified using Elix Essential 3 UV, Millipore.

Hydrofluoric acid (HF, 48–51% solution in water) and tetra-
methylammonium hydroxide (TMAOH) solution (25 wt%
stock) were purchased from Fisher Scientific and used as
received. Anti-RSV monoclonal antibody, RSV inactivated
antigen, SARS coronavirus recombinant nucleoprotein, influ-
enza A recombinant nucleoprotein, and inactivated strep A
antigen were purchased from Certest Biotechnology, Spain.
The antibody and the antigens were diluted in phosphate
buffered saline (PBS) solution, pH 7.4. Potassium ferrocyanide
[K4Fe(CN)6], potassium ferricyanide [K3Fe(CN)6], PBS, bovine
serum albumin (BSA) and human serum were purchased from
Sigma-Aldrich, Germany.

All electrochemical measurements, including cyclic voltam-
metry (CV), electrochemical impedance spectroscopy (EIS) and
square wave voltammetry (SWV), were conducted using a
Metrohm (Switzerland) Autolab potentiostat, PGSTAT302N
model. The potentiostat was connected to a personnel compu-
ter and operated using the Nova 1.11 software. The immuno-
sensor was fabricated on screen-printed carbon electrodes
modified with graphene oxide (SPCE/GOx) (Aux: carbon; Ref:
Ag) (Metrohm DropSens, Inc. Asturias, Spain).

Field-emission scanning electron microscopy (FESEM) was
performed using a JEOL JSM-7800f FESEM with a lower elec-
tron detector at an acceleration voltage of 5 kV to study the
surface morphology of the electrodes. The samples were gold
sputtered to reduce the charging and improve the sharpness of
SEM images. Energy dispersive X-ray spectroscopy (EDS)
measurements were conducted using an EDAX octane super
detector by zooming on individual particles in the SEM
imaging to 1000000× zoom with a 30 s exposure time in a
point scan. The EDS data were subsequently analyzed using
EDAX TEAM software.

2.2. Synthesis and characterization of the Mo2Ti2C3Tx MXene

To synthesize the Mo2Ti2C3Tx MXene, 1 g of the Mo2Ti2AlC3

MAX phase was mixed with 10 mL of hydrofluoric acid solu-
tion as an etchant in a high-density polyethylene bottle, and
stirred at 300 RPM for 96 h at 55 °C. The etched multilayered
Mo2Ti2C3Tx MXene flakes were washed with deionized water
through repeated centrifugation and decantation in an
Eppendorf centrifuge at 3234 RCF (4–5 cycles with ∼200 mL of
deionized water) until the supernatant reached pH ∼ 6. To
delaminate, the etched multilayered Mo2Ti2C3Tx MXene sedi-
ment was added to 5 mL of TMAOH solution in 15 mL of de-
ionized water per gram of MAX. The mixture of TMAOH and
the etched multilayered MXene was then stirred at 300 RPM
for 4 h at 55 °C. After delamination, the Mo2Ti2C3Tx MXene
solution was washed to neutral pH via repeated centrifugation
and decantation using a Thermo Scientific centrifuge at 21913
RCF (4 cycles with ∼200 mL of deionized water). Thereafter,
the final mixture was redispersed in 15 mL of deionized water
and vortexed for 15 minutes. The suspension was then centri-
fuged using the Thermo Scientific centrifuge at 2795 RCF for
30 minutes to ensure that the Mo2Ti2C3Tx MXene solutions
were single to few-layered flakes. The final suspension of
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Mo2Ti2C3Tx from the supernatant was collected and stored in
the freezer at −20 °C until use.

For a comparison study, the Ti3C2Tx MXene was also syn-
thesized.32 Initially, 1 g of optimized Ti3AlC2 MAX was first
washed using 9 M HCl for 18 h to remove intermetallic impuri-
ties and mixed with an etchant solution (6 : 3 : 1 mixture (by
volume) of 12 M hydrochloric acid, deionized water, and
hydrofluoric acid before stirring at 400 RPM for 24 h at 35 °C.
The multilayered etched Ti3C2Tx MXene was washed with de-
ionized water via repeated centrifugation at 3234 RCF (4–5
cycles with ∼200 mL of deionized water) until the supernatant
reached pH ∼ 6. For delamination, the etched multilayered
Ti3C2Tx MXene sediment was then added to lithium chloride
(LiCl) solution, typically 50 mL per gram of the starting etched
powder. The mixture of LiCl and the multilayer MXene was
then stirred at 400 RPM for 1 h at 65 °C under a constant
argon gas flow. The mixture was then washed with deionized
water via centrifugation at 3234 RCF for 5, 10, 15, and
20 minutes. Then, the final mixture was vortexed for
30 minutes followed by centrifugation at 2380 RCF for
30 minutes to ensure that the Ti3C2Tx MXene solutions were
single-to-few-layered flakes as shown in Fig. 1b.

The phase purity and composition of Mo2Ti2AlC3 MAX and
its derived Mo2Ti2C3Tx MXene were analyzed using a Bruker
D8 X-ray diffractometer (XRD) with a Cu Kα (λ = 1.5406 Å)
emitter and a VANTEC 500 detector. The XRD samples were
then mounted on Kapton tapes and scanned from 5° to 80°
with a step size of 5° and a time per step of 30 s. The tra-
ditional XRD plots were obtained by merging and integrating
the XRD2 data using the DIFFRAC.SUITE EVA software. FESEM
was performed using a JEOL JSM-7800f FESEM with a lower
electron detector at an acceleration voltage of 15 kV to study
the Mo2Ti2AlC3 MAX, etched and delaminated Mo2Ti2C3Tx
MXene. The solution concentration of the Mo2Ti2C3Tx MXene
was maintained at <0.1 mg mL−1 and loaded on an anodic
disc, followed by vacuum drying for 2 h. The samples were
gold sputtered to reduce the charging and improve the sharp-
ness of FESEM images.

2.3. Fabrication of the electrochemical immunosensor and
RSV analysis

Scheme 1 depicts the fabrication steps of the Mo2Ti2C3Tx
MXene-based immunosensor and its application in the electro-
chemical determination of the RSV antigen. The electro-
chemical immunosensor was constructed by adding 10 μL of
Mo2Ti2C3Tx MXene solution (3 mg mL−1) prepared in distilled
water and sonicated for 10 minutes on the screen-printed
carbon electrodes modified with GOx. Then, the surface was
allowed to dry at room temperature. Afterwards, the resulting
surface of GOx/Mo2Ti2C3Tx/SPCE was incubated with 10 μL of
the RSV-specific monoclonal antibody (100 µg mL−1) at 4 °C
overnight in a water-saturated environment. After that, 1% BSA
prepared in PBS, was added to the RSV antibody-functiona-
lized surface to block the non-specific interactions. SPCE elec-
trodes were washed with PBS, pH 7.4, after each modification
step. Finally, the immunosensors were stored at 4 °C for

further use. Cyclic voltammetry (CV) at a scan rate of 100 mV
s−1 within a potential range of −0.6 to 0.6 V was used for the
characterization of the immunosensor fabrication steps in
5 mM ferro/ferricyanide redox solution prepared in PBS buffer
at a pH of 7.4. EIS characterization was also carried out in the
same electrolyte, over the frequency range from 105 to 1 Hz, a
potential of +0.4 V and an amplitude of 10 mV.

The electroactive properties of Mo2Ti2C3Tx were studied
and compared to those of the Ti3C2Tx MXene. For that, two
electrodes were prepared; the first one was modified with
Mo2Ti2C3Tx and the second one was modified with the Ti3C2Tx
MXene. Then, CV was performed at different scan rates
ranging from 10 to 100 mV s−1.

For detection experiments, 10 μL of RSV antigen solution
was dropped on the SPCE modified with GOx/Mo2Ti2C3Tx/RSV-
antibody and incubated for 20 minutes at room temperature.
Increasing amounts of the RSV antigen ranging from 0 to
10 000 pg mL−1 prepared in PBS were tested. After rinsing the
surface with PBS, a 5 mM ferro/ferrocyanide redox probe was
placed on the immunosensor for electrochemical measure-
ments. Square wave (SWV) measurements were performed in
the range of −0.2 to 0.3 V, at an interval time of 0.04 s, a fre-
quency of 25 Hz, a scan rate of 125 mV s−1, an amplitude of
20 mV, and a step potential of −5 mV.

2.4. Cross-reactivity and real sample applicability

To evaluate the specificity of the proposed immunosensor, the
RSV-antibody functionalized SPCEs were incubated with 10 μL
of the targeted viral antigen and some potential interfering
viruses (Flu A, coronavirus, and Strep A), separately, by using
the same procedure described above. Then, the immunosensor
responses to the different antigens were electrochemically
recorded by SWV and compared by determining the change in
the peak current after the binding. In parallel, the matrix
effects on the immunosensor analytical performance were also
studied. The sensor was tested with real serum samples spiked
with different concentrations of the RSV antigen. For that, the
GOx/Mo2Ti2C3Tx/SPCE functionalized with the RSV antibody
was incubated with different real serum samples spiked with
increasing concentrations of the RSV antigen (0.01, 1, and 25
pg mL−1). Before spiking, the human serum was diluted in
PBS (1 : 50). Using the same experimental conditions described
above, the electrochemical response was determined for each
concentration and used to calculate the recovery percentages.

3. Results and discussion
3.1. Electroactive properties of Mo2Ti2C3Tx and Ti3C2Tx

MXene materials

In this study, we focused on the synthesis and use of a DTM
MXene, Mo2Ti2C3Tx. As we mentioned in the Introduction
section, many biosensors have been developed by using the
Ti3C2Tx MXene. Therefore, we prepared an electrode modified
with the standard Ti3C2Tx to compare its electrochemical pro-
perties with those of the Mo2Ti2C3Tx-modified surface. Each
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Fig. 1 Cyclic voltammograms of the GOx/SPCE modified with Ti3C2Tx (a) and Mo2Ti2C3Tx MXenes (b) performed in 5 mM ferro/ferricyanide redox
solution prepared in PBS buffer at a pH of 7.4 (scan rates 10, 20, 30, 40, 50, 60, 70, 80, 90 and 100 mV s−1) and a potential window of −0.6 to 0.6V.
Plots of anodic and cathodic peak currents vs. the square root of scan rates for Ti3C2Tx (c) and Mo2Ti2C3Tx (d). Impedance spectra were recorded for
Ti3C2Tx- and Mo2Ti2C3Tx-modified electrodes.
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electrode was subjected to cyclic voltammetric analysis by
using different scan rates and the recorded voltammograms
are shown in Fig. 1a and b, respectively. It is observed that as
the scan rate increases, the anodic oxidation peak increases
and the cathodic reduction peak decreases. By extracting the
oxidation and reduction peak currents, we plotted ipa and ipc
fit as a function of the square root of the scan rate (v1/2) for the
two electrodes. As shown in Fig. 1c and d, a good linearity was
obtained for Mo2Ti2C3Tx- and Ti3C2Tx-modified electrodes
with an R2 value of 0.99 for anodic and cathodic curves. The
linear equations were determined: Ipa = (3.61 × 10−5) + (1.08 ×
10−5) v0.5 and Ipc = (−3.86 × 10−5) − (6.95 × 10−6) v0.5 for the
Mo2Ti2C3Tx-modified SPCE. In parallel, the equations corres-
ponding to Ti3C2Tx were as follows: Ipa = (3.05 × 10−5) + (1.04 ×
10−5) v0.5 and Ipc = (−4.34 × 10−5) − (7.19 × 10−6) v0.5. Based on
these outcomes, we suggest a diffusion-controlled process for
the modified electrodes.33

Given that the quality of the sensing surface depends on
the diffusion speed of electrons on the electrode, we used the
Randles–Sevcik equation to determine this important para-
meter by calculating the electroactive surface area.34

ipa ¼ 2:69� 105 � n3=2 � A� C°� D 1=2 � v1=2

Based on the equation, ipa is the peak current, n is the
number of electrons, A is the active surface area, C° is the con-

centration of the analyte, D is the diffusion coefficient of the
oxidized analyte and v is the scan rate. The electroactive
surface area (A) of the two prepared electrodes was estimated
according to the equation. In this study, the concentration of
[Fe (CN)6

3−] solution C° = 5.0 × 10−6 mol cm−3 was used with
the number of electrons n = 1. The diffusion coefficient value
D = 3.14 × 10−6 was extracted from the plotted curves in Fig. 1c
and 2d. The effective surface area was determined as 24 mm2

and 29 mm2 for the Ti3C2Tx- and Mo2Ti2C3Tx-modified electro-
des, respectively. These findings confirm that the Mo2Ti2C3Tx
MXene allows faster electron transfer through the interface
sensing surface solution than the Ti3C2Tx MXene.

EIS was further implemented for the electrochemical study
of the Ti3C2Tx- and Mo2Ti2C3Tx-modified electrodes. The impe-
dance spectra shown in Fig. 2e show the enhanced electron
transfer on the Mo2Ti2C3Tx-modified surface as compared to
Ti3C2Tx. The Nyquist plots were fitted using a modified
Randles equivalent circuit shown in Fig. S2.† We note that the
resistance Ret increases after the addition of the two MXene
materials on the GOx/SPCE surface. The Ret of the bare elec-
trode was fitted to be 22.45 kΩ; it decreased to 18.72 kΩ after
the addition of Ti3C2Tx. In parallel, we note a noticeable
decrease in the charge resistance transfer Rct (1.87 kΩ) after
the surface modification with Mo2Ti2C3Tx. These results
confirm that the Mo2Ti2C3Tx MXene constitutes an excellent
sensing surface and immobilization support for our biorecep-

Scheme 1 Schematic illustration of (A) the fabrication steps of the Mo2Ti2C3Tx MXene-based immunosensor and (B) its application in the electro-
chemical detection of the RSV antigen.
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tor. The EIS analysis results are in good agreement with the
study of the electroactive surface area.

3.2. SEM and EDS analyses

The electrode surface was studied before and after the addition
of the Mo2Ti2C3Tx MXene by using SEM. Fig. 2a shows the
SEM image of the GOx-modified carbon electrode. Single-layer
structured GOx with smooth surfaces with folds and wrinkles
is visible.35 After the addition of Mo2Ti2C3Tx on the graphene
oxide-modified electrode, we noted the formation of a few
layered MXene. SEM images displayed in Fig. 2b and c confirm
the layered sheet-like structure of the MXene.

Furthermore, elemental mapping was carried out on SPCE/
GOx before and after the addition of Mo2Ti2C3Tx nanosheets
by EDS (ESI†). The obtained images show the spatial distri-
bution of Mo, Ti and C. The presence of these elements con-
firms the successful modification of our SPCE/GOx surface
with the Mo2Ti2C3Tx MXene. In parallel, EDS analysis validates
the presence of surface termination (O, OH and F). These find-
ings are in good agreement with the electrochemical character-
ization results, indicating the effect of these chemical groups.

3.3. Electrochemical characterization of the Mo2Ti2C3Tx
MXene-based immunosensor

Cyclic voltammetry was used to study the electrochemical be-
havior of the GOx/Mo2Ti2C3Tx immunosensor. The interfacial
charge transfer between the surface and the supporting redox

probe of ferro/ferricyanide was evaluated after each step of
surface modification. Fig. 1d shows the obtained voltammo-
grams, where the black line corresponding to the carbon elec-
trode surface modified with GOx shows a characteristic revers-
ible redox peak with a peak-to-peak separation (ΔEp) of 0.38
V. After the addition of the Mo2Ti2C3Tx MXene, we noted an
increase in the peak current accompanied by a decrease of the
peak-to-peak separation to 0.3 V (red line). The non-electrical
conductivity of graphene oxide was compensated by MXene
properties. The enhanced charge transfer is certainly due to
the synergistic effect of the double transition metals, Mo and
Ti, resulting in a large active surface area and electrical con-
ductivity. The electrochemical characteristics of the
Mo2Ti2C3Tx MXene could promote electron transfer, inhibit
electrolyte decomposition, and maintain electrode structural
integrity.36 The voltammogram recorded after the anchoring of
the RSV antibody on the GOx/Mo2Ti2C3Tx MXene-modified
SPCEs shows a significant decrease in the peak current with a
peak-to-peak separation of 0.72 V due to the proteic nature of
antibodies (blue line). This result confirms the successful
immobilization of our bioreceptor on the nano-assembly GOx/
Mo2Ti2C3Tx MXene. This returns to the abundant functional
groups in the graphene oxide structure (epoxy, hydroxyl, carbo-
nyl and carboxyl groups) that enable the covalent interaction
of amine groups of the antibody,24,37 in addition to the func-
tional termination groups of the Mo2Ti2C3Tx MXene (–OH, –O,
and –F). Finally, the drop in the peak current and the

Fig. 2 SEM images of screen-printed electrodes: (a) bare GOx/SPCE, (b) GOx/Mo2Ti2C3Tx/SPCE (×1000) and (c) GOx/Mo2Ti2C3Tx/SPCE (×2000).
The accelerating voltage was 5 kV. (d) Electrochemical characterization corresponding to each step of GOx/Mo2Ti2C3Tx/SPCE immunosensor fabri-
cation: the GOx modified-SPCE (black line), the GOx/Mo2Ti2C3Tx/SPCE (red line), the GOx/Mo2Ti2C3Tx/SPCE immunosensor (blue line) and the
GOx/Mo2Ti2C3Tx/SPCE immunosensor after binding with the RSV antigen at a concentration of 25 pg mL−1 (pink line) using cyclic voltammetry (CV)
by scanning the potential between −0.6 V and 0.6 V at a scan rate of 100 mV s−1. (e) EIS characterization corresponding to the GOx modified SPCE
(black line), the GOx/Mo2Ti2C3Tx/SPCE (red line) and the GOx/Mo2Ti2C3Tx/SPCE immunosensor (blue line). EIS spectra were recorded in the same
electrolyte, over the frequency range from 105 to 1 Hz, a potential of +0.4 V and an amplitude of 10 mV. EIS spectra were fitted using the circuit
shown in Fig. S2.†
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increased ΔEp (0.8 V) observed in the pink line indicates the
formation of the complex antibody–RSV antigen and confirms
the good orientation of the antibodies immobilized on the
GOx/Mo2Ti2C3Tx-modified surface.

Voltammetric analysis was supported with electrochemical
impedance characterization shown in Fig. 2e. The recorded
spectra are in good agreement with the cyclic voltammograms,
where we note an increase in the surface resistance and a
decrease in the electron transfer after the addition of the RSV
antibody (blue line).

3.4. Dose-to-dose response of the RSV immunosensor

Before the application of the Mo2Ti2C3Tx MXene-based immu-
nosensor for RSV determination, the optimization of two key
parameters was conducted. First, the amount of the biorecep-

tor (RSV monoclonal antibody), which strongly affects the
sensor sensitivity, was optimized. For that, different concen-
trations of the RSV antibody, ranging from 50 µg mL−1 to
200 µg mL−1, were incubated with the GOx/Mo2Ti2C3Tx
MXene-modified SPCEs overnight at 4 °C. The resulting immu-
nosensors were then used for RSV detection, where we
observed that low signals were recorded by using small
amounts of antibody and a concentration of 100 µg mL−1

allowed better detection of RSV with a high signal/noise ratio
(data not shown). Therefore, the antibody concentration of
100 µg mL−1 was selected to conduct the next experiments.
The binding time between the antibody and its antigen is also
of critical importance and needs to be optimized. To address
this, we tested five incubation durations (5, 10, 15, 20, and
25 minutes) for the interaction between the immunosensor

Fig. 3 (a) Square wave voltammograms recorded for the GOx/Mo2Ti2C3Tx/SPCE immunosensor towards increasing concentrations of the RSV
antigen (0, 0.01, 0.1, 1, 25, 100, 1000 and 10 000 pg mL−1) prepared in PBS. (c) Effect of the binding time on the response of the RSV immunosensor.
The measurements were carried out in a 5 mM ferri/ferrocyanide solution in PBS buffer at a pH of 7.4. The measurements were recorded in the
ferro/ferricyanide electrolyte in the range of −0.2 to 0.3 V, at an interval time of 0.04 s, a frequency of 25 Hz, a scan rate of 125 mV s−1, an amplitude
of 20 mV, and a step potential of −5 mV. (b) Plot of the sensor’s response versus the logarithm of RSV antigen concentrations.
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and the RSV antibody. Fig. 3c shows the effect of incubation
time on the immunosensor response. The response of the
sensor was determined as (i° − i)/i°%, where i° is the electro-
chemical signal obtained before RSV addition on the immuno-
sensor and i corresponds to the peak current recorded after
each incubation time. We noted that the immunosensor
exhibited a better response by increasing the incubation time
from 5 to 20 minutes, after which, we noted a slight decrease
in the response of the biosensor. Consequently, 20 minutes
was chosen as the optimum incubation time for the complex
antibody–RSV antigen.

Under the optimized experimental conditions, the analyti-
cal performance of the proposed Mo2Ti2C3Tx MXene-based
immunosensor was studied. For that, the functionalized
surface was incubated with different concentrations of the RSV
antigen varying from 0.01 pg mL−1 to 10 µg mL−1 for
20 minutes, separately. After washing with PBS, SWV measure-
ments were conducted in the presence of the redox probe ferri/
ferrocyanide by scanning the potential in the range of −0.2 to
0.3 V, at an interval time of 0.04 s, a frequency of 25 Hz, a scan
rate of 125 mV s−1, an amplitude of 20 mV and a step potential
of −5 mV. In this work, the principle of detection is simple
based on monitoring the electron transfer rate variation on the
GOx/Mo2Ti2C3Tx MXene-modified SPCEs after the addition of
the targeted antigen RSV. Fig. 3a shows the square wave vol-
tammograms recorded before and after the addition of
different concentrations of the RSV antigen. As can be seen
from Fig. 2a, the peak currents were decreased by increasing
the antigen concentration. This decrease confirms the for-
mation of the complex antibody–RSV which hampers electron
transfer to the electrode surface.

The obtained peak currents were then used to determine the
response of the sensor (i° − i)/i°%, where i° is the electro-
chemical signal obtained before RSV addition on the immuno-
sensor and i corresponds to the peak current recorded after incu-
bation of each RSV concentration. Afterwards, the calibration
curve in Fig. 3b was obtained by plotting the response (i° − i)/i°
% versus the logarithm of RSV concentration. A good linear
relationship was obtained within the range of 0.01 pg mL−1–
10 µg mL−1 with the regression equation (i° − i)/i°% = 8.43 +
1.99 log[RSV] (pg mL−1) and a coefficient of determination (R2)
of 0.9737. A low limit of detection of 0.015 pg mL−1 was also
achieved for the proposed RSV immunosensor; it was also calcu-
lated as 3σ/b, where σ is the standard deviation of the blank and
b is the slope. The excellent analytical performances, mainly the
wide linear range and the low limit of detection, could be attrib-
uted to the characteristics of the double transition metal
Mo2Ti2C3Tx MXene. First, the large surface area and the terminal
groups –O and –OH enabled the binding of a large number of
capture RSV antibodies. On the other hand, the excellent elec-
tronic behavior of this material contributes to enhancing the
charge transport and thus amplifying the electrochemical signal.

3.5. Cross-reactivity studies

Aiming to demonstrate the ability of the developed immuno-
sensor to distinguish between different pathogens, Flu A, coro-

navirus, Strep A, and RSV antigens were separately incubated
on the GOx/Mo2Ti2C3Tx MXene/RSV antibody/SPCEs. These
pathogens were selected because they are responsible for res-
piratory infectious diseases. After incubating the antigens with
the immunosensing platform, square wave voltammograms
were recorded, as demonstrated above. Then, the sensor
response (i° − i)/i°% was determined for each of the non-
specific antigens and compared to that obtained for the RSV
antigen. As shown in Fig. 4, the sensor response was non-sig-
nificant for the different interfering antigens even at a concen-
tration of 9 µg mL−1. However, the presence of the RSV antigen
at the same concentration on the electrode surface resulted in
a drop in the electrochemical signal and thus a major
response (i° − i)/i°%. These findings confirm that our immu-
nosensor presents good selectivity towards other respiratory
bacteria and viruses. Our strategy would help healthcare practi-
cians in the rapid identification of the specific pathogen and
the selection of an appropriate treatment.

3.6. Matrix effect and applicability of the immunosensor in
human serum samples

To validate the proposed method and demonstrate its feasi-
bility in complex biological fluids, the Mo2Ti2C3Tx MXene-
based immunosensor was tested with real human serum
samples. The serum was first diluted 50 times in PBS and
spiked with different concentrations of the RSV antigen within
the linear range of the immunosensor: 0.01, 1, and 25 pg
mL−1. Then, the prepared samples were incubated with the
GOx/Mo2Ti2C3Tx MXene-modified SPCEs functionalized with
the RSV antibody. Square wave measurements were conducted
to analyze the sensor response in the absence and in the pres-
ence of different concentrations of RSV-spiked serum samples.
Based on the calculated (i° − i)/i°%, a recovery study was
carried out to compare the added concentrations and the

Fig. 4 Specificity of the developed GOx/Mo2Ti2C3Tx/SPCE immunosen-
sor against RSV and other antigens coronavirus, Flu A and Strep A at a
fixed concentration of 9 µg mL−1.
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found amounts of the RSV antigen. The recovery percentages
obtained for each concentration as well as the relative standard
deviation corresponding to the triplicate trials are listed in
Table 1. The recovery rates ranging between 95 and 98% with
reasonable RSDs confirm that the proposed immunosensor
could be applied in clinical analysis without the matrix effect.

4. Conclusions

In summary, a new label-free electrochemical immunosensor
was successfully constructed for the detection of the respirat-
ory virus RSV. The double transition metal MXene Mo2Ti2C3Tx
offers many binding sites and surface areas for antibody
immobilization. In addition, this material exhibits excellent
conductivity, thus improving the immunosensor sensitivity.
Mo2Ti2C3Tx showed better performance than Ti3C2Tx, possibly
due to more binding and active sites in the surface of
Mo2Ti2C3Tx. Surface functionalization with the MXene and
RSV antibody was characterized by cyclic voltammetry, EIS and
scanning electron microscopy. The electrochemical detection
of a wide range of RSV antigen concentrations was carried out
by square wave voltammetry, leading to a low detection limit of
0.015 pg mL−1 and a linear range (0.01 pg mL−1 to 10 µg
mL−1). The selectivity of the developed immunosensor was
also demonstrated against three antigens coronavirus, Flu A
and Strep A, known for their respiratory pathogenicity.
Moreover, the recovery study in real serum samples confirms
the applicability of the Mo2Ti2C3Tx MXene in complex
matrices without interfering effects. This immunosensor rep-
resents an excellent biomolecular tool for simple, low cost and
fast diagnostics of the respiratory syncytial virus. It combines
the high affinity of antibodies, the high sensitivity and easy
handling of electrochemical devices and the outstanding pro-
perties of MXene materials.
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