7® ROYAL SOCIETY
P OF CHEMISTRY

Analyst

View Article Online
View Journal | View Issue

TUTORIAL REVIEW

Reagentless protein-based electrochemical

{ '.) Check for updates ‘
biosensors

Cite this: Analyst, 2023, 148, 1930

b,c

*a.cde Migosi Li, (22 Alexandre Xavier Mendes and

b,c.d

Saimon M. Silva,
Simon E. Moulton

The creation of reagentless protein-based biosensors that are capable of monitoring molecular analytes
directly in bodily fluids could revolutionize our understanding of biology and personalized health moni-
toring. The limited number of molecular sensors that are currently available in the market depends on the
specific enzymatic or chemical reactivity of their target analytes and therefore are not applicable to many
relevant biomarkers. Aiming to overcome this limited molecular sensing generality, a new class of
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reagentless protein-based electrochemical sensors has been introduced for the direct measurements of
biomarkers in unprocessed biological fluids. This mini-review will discuss the most recent cutting-edge
discoveries for the development of electroanalytical modular biosensors, where all the sensors’ com-
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Introduction

For years the detection of clinically relevant proteins and other
biomarkers has been attained in point-of-care settings mostly
using fluorescence anisotropy (also often called fluorescence
polarization)."™ In fluorescence polarization, the occurrence
of a specific protein—-protein complex is measured through
binding-induced variations in the tumbling of a surface-
attached fluorophore.® Such a technique is one of the most
suitable methodologies for quantifying the levels of specific
proteins in clinically relevant samples, as it does not necessi-
tate washing steps to eliminate unbound reagents.” However,
the effectiveness of fluorescence polarization in the point-of-
care is significantly hindered due to its numerous limitations.
First, it requires considerably large sample volumes, demand-
ing hence venous blood draws, which limits its direct appli-
cation in the point-of-care. Second, when challenged with
clinically complex fluids (e.g. unprocessed blood), it requires
substantial signalling processing for background correction as
it displays a modest signal gain.®® Typically, the intensity
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ponents are integrated into a self-sufficient sensor allowing hence its autonomous functionality.

difference between the two polarizations (bound and unbound
states) for an antibody-antigen complex is in the order of
~15%, which needs to be measured against background polar-
izations of comparable magnitudes.’® Thirdly, fluorescence
polarization cannot be straightforwardly applied for multiplex
diagnostics.

Therefore, this challenge of how to detect target bio-
molecules dynamically in unprocessed bodily fluids using self-
generating signal biosensors remained unsolved until recently.
Thus, having a new technology with the capability to monitor
protein biomarkers in vivo or in point-of-care settings would
create a powerful tool for disease diagnostics, monitoring of
disease  progression, and monitoring of treatment
efficacies.” ™ A crucial prerequisite for this category of sensing
applications is a reagentless assay format where all necessary
components are integrated into a self-contained sensor to
permit independent function. Recently, aiming to overcome
these above-mentioned challenges, an innovative sensing
concept has emerged in the electroanalytical field, the so-called
reagentless, protein-based electrochemical biosensors. This new
class of sensors is the electrochemical analogy of fluorescence
polarization, and it can be applied to detect proteins, peptides,
and other relevant biomarkers.'*'> The sensor surface chem-
istry comprises three main components: (1) a protein or anti-
body as the recognition element that specifically binds to the
target analytes, (2) a flexible linker (i.e. short polypeptides, DNA
strands, or even proteins), and (3) a redox reporter engineered
at a specific location on the surface chemistry (e.g. within the
recognition element or linker) (Fig. 1)."

In a general manner, all the reagentless protein-based
electrochemical sensors that will be described here work based
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Fig. 1 Scheme illustrating the three main components of protein-based electrochemical biosensors: the recognition elements engineered within a

redox reporter and attached to an electrode surface using a flexible linker.

on the alteration of the efficiency with which the redox repor-
ter approaches the electrode surface upon binding the reco-
gnition element with the target analyte (Fig. 2). This alteration
leads to changes in redox current that can be directly
measured using electrochemical voltammetric techniques.
Despite the common working principle of these sensors
relying on alterations in the efficiency of redox reporter com-
munication with the electrode surface, the mechanisms
causing these changes are particular to each sensor embodi-
ment, and it will be discussed in detail in this review.

The reagentless molecular assays described here were
inspired by the extraordinary success of the electrochemical
aptamer-based (EAB) sensors. EAB sensors employ nucleic
acid aptamer as recognition elements, which can reversibly

and selectively bind to molecular targets even in complex bio-
logical fluids such as whole blood."® In this sensing design,
usually, nucleic acid aptamers are functionalized with redox
reporters and covalently attached to electrode surfaces via an
alkyl thiol self-assembled monolayer."”"® EAB sensors pre-
sented many advantages, including modularity to allow the
detection of any arbitrary target molecules for which aptamers
are available. The successful use of EAB sensors for in vivo
monitoring has already been reported for a dozen of molecular
targets, and such technology is one step closer to translation to
biomedical and clinical research, decentralized diagnostics, and
other medical applications.>®>> The progress of the EAB
sensors field has been discussed in many other excellent review
articles,?>*"2° and we direct the reader for further information.

analyte

Fig. 2 Scheme illustrating how binding of the recognition element to the target analyte leads to protein conformational changes and consequently
alters the relative position of redox reporter to the electrode surface. This alteration in redox reporter position, in this case moving far away from the
electrode surface, results in a measurable voltammetric current which is proportional to target analyte concentration.
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This review provides an overview of reagentless protein-
based electrochemical sensors research. The first part of the
review will concentrate on the sensors that are based on
response signals arising directly from protein recognition
elements that undergo conformational changes upon binding
to target species. Then it will cover strategies where the reco-
gnition element does not change conformation, but the signal
transduction mechanism is based on the incorporation of a
flexible linker (i.e. DNA duplexes). The final part of the review
sheds insight into future directions toward translation and
clinical applications of such sensors.

Biomolecular sensing: mimicking tricks from nature

The versatileness, specificity, and high affinity of biomolecular
recognition have inspired decades of research intended to
adapt biomolecules into a general platform for molecular
sensing. Lessons learnt from nature’s remarkable capability of
real-time molecular sensing in highly complex environments,
for example, proteins or nucleic acids that specifically bind to
their complementary target biomolecules, have consequently
assisted in the development of enhanced sensing technologies.
In particular, proteins present impressive engineering features
such as three-dimensional shapes, specific binding affinities,
and when they encounter their target biomolecules, they bind
together, leading to precise binding-induced changes in con-
formation or oligomerization state.>” These conformational
changes, sequentially, generate specific output signals, includ-
ing the activation of an enzyme or the opening of an ion
channel.”®

Thus, proteins or nucleic acids that reversibly adopt
different conformations in response to the binding event of a
specific target biomolecule can be called biomolecular
switches.?® Numerous characteristics make such switches very
appropriate for engineering new innovative biosensors. Firstly,
binding-specific conformational changes create a reliable
method of transducing binding events into output signals
which are not effortlessly affected by non-specific binding of
non-target biomolecules. Particularly, because proteins struc-
ture alterations are only instigated by the formation of various
weak, non-covalent bonds (e.g hydrogen bonding, hydro-
phobic effect, and van der Waals forces), and it is normally
very specific to a given target biomolecule and therefore unsus-
ceptible to the presence of other non-target species which are
found in abundance in complex biological environments such
as bodily fluids.?® Secondly, the protein and nucleic acid con-
formation changes are quick, and so is the signal transduc-
tion, they are reversible and reagentless, making these nano-
scale switches suitable for application in continuous, real-time
detection of target biomolecules even inside living bodies.
Thirdly, due to the versatility of biomolecular switches, they
can be engineered and used with electrochemical and optical
methods. Lastly, the conformational equilibria of biomolecular
switches are associated with both switch’s underlying thermo-
dynamics and target concentration. Therefore protein confor-
mational based biosensors can be quantitative and offer the
possibility of rationally optimizing the dynamic ranges without
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impacting proteins’ binding specificity.”® Here, we review the
successful examples of reagentless and protein-based electro-
chemical biosensors, giving special focus on the sensor con-
figuration, chosen recognition element, sensing mechanism,
electrochemical performance, and we will discuss the possible
pathways for translation of such technologies.

Protein sensors that rely directly on protein’s conformational
changes

The first example of an electrochemical sensor that used a
protein as a recognition element as well as its folding switch-
ing to generate electrochemical output signals, was reported
by Kevin Plaxco and co-workers." In this first sensor design,
the authors used a bacterial chemotaxis protein (CheY) as the
recognition element. CheY presents two binding target ana-
lytes, the P2 domain of the chemotaxis kinase (CheA-P) and
the 16-residue target region of the flagellar switch protein
(FliM)."> The reason why the authors chose CheY as a first
proof-of-concept for the reagentless protein-based sensors is
that the structure of CheY and its folding behaviors upon
binding to the targets FliM and CheA have been explored
extensively in the literature, and hence it could be used a good
model system.'® To create the functional protein capable of
generating electrochemical signals, the authors produced a
pool of CheY variants containing a carboxy-terminal hexa-His-
tag, where each variant presented a single cysteine amino acid.
The cysteine group was then used for conjugation with methyl-
ene blue maleimide derivative (the redox reporter) through
thiol chemistry. Copper complexation with the His-tag was
employed to tether the CheY recognition element to the gold
electrode surface. The gold electrode also contained an alka-
nethiol self-assembled monolayer (Fig. 3a)."> When the CheY’s
binding targets are absent, and the sensor is interrogated
using voltammetry, the methylene blue redox reporter is fairly
free to collide with the electrode surface, generating hence a
large faradaic current at the redox potential expected for
methylene blue redox reaction. The faradaic current is then
reduced when the sensor is exposed to a sample solution con-
taining either of its binding targets (Fig. 3b and c¢). With this
new sensing design, it was possible to detect the target ana-
Iytes in concentrations as low as micromolar range, the sensor
also responded well when challenged in 20% human blood
serum.”

The same research group further investigated this category
of biosensors for the detection of SH3 domain-binding
peptide (VSL12) in whole blood.*® Similarly to the example
cited above, the authors coupled a methylene blue redox repor-
ter to a SH3 domain from human Fyn kinase (FynSH3), the
recognition element. The methylene blue-FynSH3 was
anchored to a gold electrode surface using a 7-carbon alkyl-
thiol linker on its amino-terminus, which was further bound
to an electrode surface passivated with a mercapto-hexanol
self-assembled monolayer.>® The constructed sensor presented
a signal gain of approximately 30%, and a limit of the detec-
tion of 2.5 pM for VSL12 in a clean buffer solution. The sensor
presented good selectivity for VSL12, where it showed practi-
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Fig. 3 (a) Figure showing the first reagentless protein-based electro-
chemical biosensor. Electrochemical response occurs when a target
protein binds to the surface tethered protein recognition element, redu-
cing the efficacy with which the attached reporter transfers electrons to
the electrode surface when interrogated using a voltammetric tech-
nique. (b and c) Alteration in voltammetric response when the sensor
was measured in a solution containing its binding partners (CheA-P2 or
FliM). Figure reproduced from ref. 15, with permission from American
Chemical Society, Copyright © 2017.

cally no binding to p85a-2, a peptide that can also bind to
FynSH3 but with low binding affinity. This same sensor was
successfully challenged in unprocessed whole blood for con-
tinuous, real-time measurement of VSL12. However, in order
to function directly in whole blood, the protein recognition
element necessitated being further engineered.”® This was due
to the FynSH3 protein stabilization in high ionic strength solu-
tions and causing the sensor to be insensitive to the addition
of target VSL12. To overcome this, the FynSH3 was engineered
by introducing a I50L substitution in the hydrophobic core of
the protein, which caused the folding equilibrium to be
shifted back to the unfolded state.>

This state-of-art sensing approach described here creates
many opportunities for diagnostic and clinical applications as
it does not depend on the specific chemical reactivity of the
target analyte. Instead, reagentless protein-based electro-
chemical biosensors accomplish detection by monitoring the
binding-induced changes in electron transfer between a
surface tethered, redox reporter modified protein recognition
element and the electrode surface. This sensing mechanism is
inspired by the behavior of naturally occurring chemoreceptors
in the body. Beyond creating many opportunities for the
analytical detection of important biomarkers, it is also a new
methodology for studying the thermodynamic consequences
of protein-surface interactions, which so far have been mostly
attained using theoretical or computational studies.*® It is well
known that proteins behave differently when interacting with
artificial surfaces, where they often fold, adopting unexpected
configurations.?'*?
surfaces, proteins remain stable.
mental approach is also appropriate for investigating the long-

Where, when interacting with biological

3 Thus, this new experi-
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standing unsolved questions around the unusual physico-
chemical behavior of proteins when interacting with artificial
surfaces (e.g., bionic implants).*® This is quite important for
allowing further development of protein-based sensors or
other technologies that necessitate surfaces that do not alter
protein structure and function.*

Cross-linked protein brush strategy

Next, we will describe a new reagentless protein-based bio-
sensor that has been reported recently and which is aimed at
the detection of cancer biomarkers directly in human blood.
The difference between this new approach and the direct
protein-folding biosensor is that instead of attaching the
protein recognition element to the electrode surface using
alkanethiol chemistry, it uses a second recombinant protein as
a surface linker as well as a multifunctional component. The
limitation of using alkanethiol chemistry is that only noble
metal electrodes (e.g. gold) can be used as electrode substrate
to design the sensing interface. This new reagentless protein-
based biosensor comprised a peanut agglutinin (PNA) functio-
nalized with a methylene blue redox reporter, which was
further attached to the electrode surface via a glycoprotein
called lubricin (LUB), the surface linker in this case.** This is
facilitated by the natural binding affinities of LUB and PNA.**
PNA is a plant-based lectin, which possesses a highly specific
carbohydrate binding site that permits interactions with its
carbohydrate-binding targets, cancer T and Tn antigens.>*® T
and Tn antigens are cancer biomarkers that are expressed at
the surface of cancer cells and not expressed by healthy cells.*®

The self-assembly of LUB onto different electrode materials
(e.g. carbon-based substrates, metal surfaces and conducting
polymers) and its excellent performance as an antifouling
coating for biosensors and bioelectronics applications have
been extensively investigated by our research group.’”** LUB
is a flexible protein, which when fully extended, displays a
length of roughly 200 nm, and it basically comprises three
domains; the central mucin domain and two end domains.
The mucin domain presents a high glycosylation degree con-
taining polar galactose (encompassing ~33% of the glycans)
and negatively charged sialic acid (encompassing ~66% of the
overall glycans).*®** Attached to each side of the middle mucin
domain are two globular end-domains, which contain sub-
domains similar to two globular proteins, hemopexin and
somatomedin B. The end-domains of LUB are very adhesive,
and therefore it provides LUB with the capability to self-assem-
ble on different surfaces.** When self-assembled onto a
surface, LUB adopts a telechelic brush configuration. This
brush configuration displays two main characteristics that are
very attractive for electrochemical sensing applications. First,
when self-assembled on a surface, LUB is fully extended even
at low surface graft density (%9 nm between end domains).*®
Second, the LUB brush presents a very diffuse nature (>95%
water), creating hence a flexible brush, which is required for
electrochemical sensors that are based on the principle of elec-
tronic transfer between surface tethered redox reporters and
the electrode surface.’**>

Analyst, 2023, 148, 1930-1938 | 1933
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Therefore in this reagentless protein-based sensing archi-
tecture, LUB present multi-functionalities: it anchors the
methylene blue-PNA to the electrode surface (referred to as
LUB-PNA interface), it works as an antifouling agent, and it
also creates a dynamic harmonic motion which is central to
the sensing transduction mechanism.** Fig. 4 shows the LUB-
PNA sensing mechanism, where in the absence of the Tn
antigen target, the LUB brush is cross-linked with the PNA.
This cross-linked brush structure is elastic in nature, creating
a dynamic fluctuation motion in which the methylene blue
collides with the electrode surface at a given rate. In this way, a
high faradaic current can be measured at the redox potential
expected for methylene blue using voltammetric techniques.
When the LUB-PNA sensor is exposed to a solution containing
the target antigens, it breaks the LUB-PNA cross-links as the
antigens binds to the PNA. This break in the cross-linked
LUB-PNA brush leads to isolated LUB molecules, and small
island clusters of coupled LUB become severed and seques-
tered from the larger, cross-linked network. This causes the
dynamic motion of the brush to fluctuate at an altered rate,
which consequently diminishes the efficiency with which the
attached redox reporter, methylene blue, transfers electrons to
the electrode surface. Resulting hence in a reduced measured
current signal.**

The LUB-PNA sensor presented a great analytical perform-
ance for the detection of Tn antigen. It was capable of detect-
ing Tn antigen directly in whole blood in concentrations as
low as 54 pM.>* The versatility of this sensor was tested by pro-
ducing the surface chemistry on different substrates, carbon
screen-printed and gold electrodes. The LUB-PNA sensor
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response was also tested in retrospective clinical samples,
where the sensor could differentiate the response arising from
plasma samples collected from healthy donors from response
measured in plasma samples from patients with breast, color-
ectal, and prostate cancer.>® This new reagentless, protein-
based sensor offered an easy, fast, and precise means of creat-
ing an ultrasensitive point-of-care diagnostic tool for the detec-
tion of tumour associated antigens. The time for sample ana-
lysis can be as quick as a few minutes, it necessitates low-cost
supporting electronics, and it can be produced on a large
scale, using similar manufacturing technologies to those used
for the production of glucose meter test strips. The challenges
faced with this sensor configuration for future translation and
commercialization will be the essential improvement of the
lectin recognition element’s selectivity for specific cancer bio-
markers and the requirement of sensor multiplexing capability
(detection of multiple target analytes simultaneously) for an
effective diagnostic tool. Next, we will discuss the cutting-edge
reagentless protein-based sensors called the molecular
pendulum.

Molecular pendulum: using antibodies as recognition
elements

Aiming to solve the long-standing challenges around how to
monitor a broad range of relevant biomarkers using a method-
ology that is compatible with continuous in vivo monitoring,
Shana Kelley and co-workers recently developed a new electro-
chemical concept called inverted molecular pendulum.*®*”
The new molecular pendulum uses antibodies as the reco-
gnition element. Antibodies have been used extensively to
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Fig. 4 Schematic illustration of the LUB—PNA sensor for the detection of Tn antigen in whole blood. Figure reproduced from ref. 36, with per-
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develop biosensors as they provide high sensitivity and speci-
ficity for biomolecular antibody-target biomolecule inter-
actions. However, one of the main challenges that have
impeded antibody-based electrochemical biosensors to reach
sensors translation and commercialization, is that antibodies
do not change their shape or conformation easily upon
binding their target species. This limitation has now been
overcome with the molecular pendulum that translates the
binding with the target analyte into an electrochemical
readout. The inverted molecular pendulum approach uses a
double-stranded DNA linker covalently immobilized on an
electrode surface. The double-stranded DNA contains on its
distal end an antibody that recognizes the target analyte as
well as a ferrocene redox reporter that generates an electro-
chemical measurable current response (Fig. 5a).*° By applying
a positive potential to the sensor interface, the negatively
charged DNA pendulum is pulled down towards the electrode
surface, where the motion dynamics are dictated by the hydro-
dynamics of the DNA pendulum. When the target analyte
binds to the antibody, the pendulum kinetics slows down,
increasing hence the hydrodynamic radius of the pendulum.*®
Thus, by using ferrocene redox reporter and the inverted mole-
cular pendulum complex it is possible to attain time-resolved
electrochemical measurements of the electron transfer kinetics
relating intrinsically to the occupancy of the antibody with its
target analyte.

Using this new sensing technology, the detection of Cardiac
troponin I (an important clinical biomarker of heart failure)*®
and SARS-CoV-2 spike protein®” has been reported in two sep-
arate works. The modularity for sensing different target
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species is achieved by simply replacing the antibody reco-
gnition element that is a conjugated double-stranded DNA
linker. Chronoamperometry measurements are used to deter-
mine the target concentration through the binding-caused
change in the current decay rate (Fig. 5b). The current decay
rate for an unbound (absence of target analyte) inverted mole-
cular pendulum is fast, but it slows significantly when the
target is present, as the mass change leads to an increased
drag force and slower current decay rates. Concentration-
dependent signal change for troponin I, SARS-CoV-2 viral par-
ticles, and SARS-CoV-2 N protein, reported in these works
demonstrates the quantitative detection features and satisfac-
tory sensitivity of the molecular pendulum biosensor.*>*’

Overall, more than 10 different proteins, including viral pro-
teins and biomarkers with varying charges, sizes, and mole-
cular weights, have been detected using the molecular pendu-
lum sensor.*® All proteins were detectable using the same
mechanism by simply changing the recognition antibody, indi-
cating that the kinetic measurements of molecular pendulum
transport behavior provide a universal method for protein bio-
marker detection.

Although many protein-based sensors can maintain good
selectivity in biological media, their performance can be
inconsistent across different media types as the electrolyte
(ionic strength), buffering condition and viscosity may differ.
The molecular pendulum sensor of troponin I has also been
studied in various bodily fluids, including saliva, urine, tear
fluid, blood, and sweat. Although small fluctuations of transi-
ents and statistically significant changes were observed against
the type of fluid, the molecular pendulum was capable of per-
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Fig. 5 (a) Molecular pendulum signal generation mechanism. The inverted molecular pendulum strategy translates the binding of an antibody to its

target species into an electrochemical response, which is reversible and does not require extra reagents. The pendulum is comprised of a short
double-stranded DNA linker that is covalently attached to an electrode and functionalized on its distal end with both an antibody and the ferrocene
redox reporter. When a positive potential is applied to the electrode surface, the negatively charged molecular pendulum is attracted closer to the
surface, but the kinetics with which it approximates to the electrodes are controlled by the hydrodynamic size of the target. In simpler words, in the
absence of the target the free molecular pendulum moves to the surface more rapidly than when there is no target analyte present. Therefore, the
electronic transfer rate between ferrocene redox reporter and electrode surface depends on receptor occupancy. (b) An illustrative example of a
time-resolved chronoamperometry measurement used to monitor analyte binding.
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forming well in all tested bodily fluids.*® Encouraged by these
and based on the fact that the molecular pendulum transduc-
tion mechanism is reversible, Kelley’s team further challenged
the sensor for continuous, real-time in-vivo measurements. The
molecular pendulum sensor was positioned in the mouths of
anesthetized mice, where continuous monitoring of troponin I
was attained directly in saliva. The studied mice received intra-
venous injections of drugs that provoked cardiac damage, result-
ing in abnormal levels of troponin 1.*° The molecular pendulum
also shows excellent performance for the detection of
SARS-CoV-2 in direct saliva testing (Fig. 6a and b).*”

In a more recent work reported by Shana Kelley and co-
workers, the molecular pendulum sensing technology was
explored for the detection of two analytes simultaneously,
demonstrating the multiplexing capability.*® For multiplexing,
the authors used two working sensors in an array configur-
ation, where each working electrode contained a molecular
pendulum constructed with different target binding aptamers.
It was possible to detect B-type natriuretic peptide and
N-terminal pro B-type natriuretic peptide simultaneously in a
single clinical sample.”® It was also shown that cross-reactivity
of the molecular pendulums with the two peptides binding
aptamers was not an issue.*’

These results indicate the promising future for molecular
pendulum-based sensors for real-time and continuous moni-
toring of proteins in complex biological media. This is sub-
stantial progress in our capability to detect molecular markers
in health and disease.

Future outlook and challenges

The molecular level sensing approaches described here have
presented extraordinary analytical performances, such as
allowing sensors to work in complex biological matrices and
even presenting the capability of continuous monitoring of
molecular species, in real-time, in-vivo. This is an incredible
accomplishment that embodies a paradigm shift in what
electrochemical biosensors have been capable to do. The
reagentless protein-based biosensors, through close collabor-
ations between academic researchers and diagnostic compa-
nies, are moving towards translation and commercialization
for diverse health applications including rapid detection of
infectious diseases, point-of-care detection of cardiac bio-
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Fig. 6 Molecular pendulum sensor performance for the detection of
N-protein (a) and viral load (b) in healthy and Covid-19 patient saliva
samples. Figure reproduced from ref. 47, with permission from
American Chemical Society, Copyright © 2022.
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markers which are indicators of heart failure progression,
point-of-care detection of insulin levels in diabetic patients,
and point-of-care monitoring of cancer related antigens levels
in cancer patients to monitor disease progression and treat-
ment efficacies. While such technologies are progressing
towards translation, challenges are faced in different stages of
the process, and some considerations should be taken into
account for further development of such sensors.

Chemical stability of the sensors components. Proteins and
nucleic acids present a rich chemical complexity, which make
their interactions with artificial surfaces complicated. Thus,
quantifiable experimental studies of the thermodynamic con-
sequences of protein immobilization on artificial surfaces
should be carefully planned and conducted. This will provide
a better understanding of the biophysics behind protein—
surface interactions, which can eventually be used to predict
and further improve protein stability on surfaces. This will
have a direct impact on the shelf-life of protein-based bio-
sensors, and it will facilitate its successful implementation
and commercialization.

Withstanding fouling in biological fluids. The issue of
surface fouling on electrochemical biosensors is widely estab-
lished and is considered to be one of the major roadblocks
impeding the widespread commercial success of electro-
chemical sensors.**® Such issue and possible solutions have
been widely discussed in many excellent review articles and we
direct the reader for further information.’’” Nonspecific
adsorption at the electrode surface by the uncountable bio-
molecules present in bodily fluids can severely hinder electro-
chemical performance, increasing background noise and redu-
cing both the electrochemical signal magnitude and specificity
of biosensors. Therefore, careful evaluation of the impact of
potential fouling species on sensor performance needs to be
performed.

Achieving multiplex detection. The capability of simul-
taneously and precisely measuring multiple target analytes in
biological samples is a high-reward goal of analytical sensors.
Multiplexing capability is essential for improving diagnostic
effectiveness, enhancing the diagnostic precision for specific
diseases and reducing associated costs with diagnoses and dis-
eases management. For example, in the case of cancer, most
cancers present biomarkers in common with other cancers,
thus detection multiple biomarkers are required for the
precise distinction of cancer types and/or location. Studies
have shown that several biomarkers are expressed high levels
in breast cancer patients versus patients with benign breast
disease.’® Therefore, having a sensing technology with the
capacity to detect simultaneously several biomarkers would
enable oncologists to correctly diagnose their patients and
choose the most suitable treatment, thus improving patient
outcomes and lessening healthcare costs. The reagentless
protein-based sensor discussed here are adaptable for the mul-
tiplexing detection and it could be achieved using two
different manners. The first strategy for multiplexing, would
be using multi recognition elements in a single electrode
surface, but using different redox reporters (with different

This journal is © The Royal Society of Chemistry 2023
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redox potentials). This however, can complicate the proteins’
thermodynamics. The second strategy, would be using the
same redox reporter but placing multiple recognition elements
on different electrodes or electrode arrays that can be interro-
gated concurrently. The second strategy with the current state-
of-art of protein-based biosensors is more attainable.

Methods for scalable device fabrication. The development of
methods for simple protein engineering and surface grafting
is an important stepping stone toward translation of versatile
and manufacturable sensing systems. The developed sensing
interfaces should amenable to methods of mass production.
In the recent example by Silva et al., a method for rapid self-
assembly of proteins was integrated with roll-to-roll manufac-
turing process.>* This same roll-to-roll manufacturing
methods was previously successfully implemented for the in-
expensive and worldwide distribution of glucose test strips.

Challenges with preclinical or clinical experiments. When a
new sensor is designed, and in the course of academic proof-of-
concept and for publication in scientific peer-reviewed journals,
scientists usually obtain data with just a limited realistic number
of samples demonstrating that the sensor can in theory function
for the proposed application. Nevertheless, for translation, vali-
dation of sensors with much larger number of samples or with
larger cohorts of patients is required. This necessitates the invol-
vement of several partners (e.g. industry, hospitals, and govern-
ment body agencies) and specific workflow and infrastructure.
The protein-based sensors described here are in the phase of vali-
dation and further extensive clinical testing is still required
before this technology reaches the market.

In this mini-review we discussed the cutting-edge develop-
ments of reagentless protein-based electrochemical biosensors
that can monitor relevant biomarkers directly in biofluids.
Given recent advances in the development of portable monitor-
ing electrochemical devices, these innovative sensors concept
will find broad applicability, especially in clinical diagnostics.
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