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Abstract: Electrochemical biosensors include a recognition component and an electronic transducer,
which detect the body fluids with a high degree of accuracy. More importantly, they generate timely
readings of the related physiological parameters, and they are suitable for integration into portable,
wearable and implantable devices that are significant relative to point-of-care diagnostics scenarios.
As an example, the personal glucose meter fundamentally improves the management of diabetes
in the comfort of the patients” homes. This review paper analyzes the principles of electrochemical
biosensing and the structural features of electrochemical biosensors relative to the implementation
of health monitoring and disease diagnostics strategies. The analysis particularly considers the
integration of the biosensors into wearable, portable, and implantable systems. The fundamental aim
of this paper is to present and critically evaluate the identified significant developments in the scope
of electrochemical biosensing for preventive and customized point-of-care diagnostic devices. The
paper also approaches the most important engineering challenges that should be addressed in order
to improve the sensing accuracy, and enable multiplexing and one-step processes, which mediate the
integration of electrochemical biosensing devices into digital healthcare scenarios.

Keywords: biosensors; electrochemical biosensors; wearable devices; IoT devices; health monitoring;
personal health data

1. Introduction

Biosensors are generally considered relative to various real-world use case scenarios,
such as clinical settings, industrial manufacturing processes, agricultural analyses, and
environmental optimizations. It is worth to note that one of the earliest developments
is represented by the introduction of the amperometric glucose enzyme electrode [1] in
1962. The International Union of Pure and Applied Chemistry [2] provides the conceptual
description of biosensors, which is generally accepted as the most comprehensive one.
Thus, “a biosensor is a self-contained, integrated, analytical device, in which a biological
recognition element (biochemical receptors, including enzymes, antibodies, antigens, pep-
tides, DNA, aptamers or living cells) is retained in direct spatial contact with a transduction
element (such as electrochemical, optical, and mechanical transducers)”. Originally, the
development of biosensors was triggered by the requirement to design and deploy func-
tional point-of-care (POC) evaluation systems relative to biomolecular entities. This has
permits the implementation of clinical analysis processes outside dedicated laboratories, in
minimally configured public environments, such as nurseries, residential homes, or mini-
mally equipped hospitals [3]. Several solutions regarding the development of biosensors
that concern the isolation of molecules that provoke diseases are reported in the scientific
literature [4]. Nevertheless, the clinical deployment (clinical translation) of biosensors is
affected by the difficult integration of miniature sensors into wearable devices. It is relevant
to note that the surveyed literature includes papers that propose scientifically relevant
technical solutions, such as the approach that was reported in article [5] which concerns
the study of electrochemical biosensors in the agrifood sector.
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The fundamental aim of this paper is to present and critically evaluate the identified
significant developments in the scope of electrochemical biosensing for preventive and
customized POC diagnostic devices. Thus, the paper analyzes the design, integration,
and deployment of amperometric, voltammetric, potentiometric, organic electrochemical
transistor (OECT), photoelectrochemical, and electrochemiluminescent biosensors. The dis-
cussion is essentially linked to the diagnosis of problematic contemporary diseases, general
health management processes, cell monitoring, and neuroscience. Additionally, relevant
manufacturing processes are examined. Furthermore, the manipulation of biological fluids,
the amplification and readouts of signals, and the related signal processing algorithms are
also analyzed. The resulting visualizations which are based on the collected biological data
are analytically evaluated.

The paper is structured according to the following sections. The next section discusses
the significant general aspects regarding the application of electrochemical biosensors to
various real-world use case scenarios, which include complex IoT and wearable device
infrastructures. Furthermore, the problem of electrochemical sensing of biomarkers is
analyzed. Consequently, the study approaches the scope of amperometric and voltammetric
biosensors, which is followed by a discussion of potentiometric biosensors. The following
sections evaluate the relevance of certain types of biosensors. The analysis is sustained by
the presentation of relevant results that were obtained during the conducted experimental
validation process. These are represented by organic electrochemical transistor biosensors
and photoelectrochemical biosensors. This analysis is further extended by an assessment
concerning the possible design and implementation of electrochemiluminescence (ECL)
biosensing and bioimaging processes. Moreover, the problem of biosensor integration
is discussed with an emphasis on portable electrochemical biosensing devices and the
integration of biosensors into wearable devices. Additionally, relevant aspects regarding
the integration of biosensors into implantable devices are also discussed. The last section
concludes the paper and presents the possible development avenues.

2. General Remarks

Considering the general field of biosensors, electrochemical biosensors involve the
integration of the biorecognition component into an electrochemical transducer. This can
be represented by an electrode or field-effect transistor. These technical solutions are espe-
cially proper for device integration scenarios considering they are readily miniaturized and
integrated on the same chip with a proper electronic acquisition module [6-8]. More details
may be obtained by consulting the visual representation in Figure 1a, which represents
a schematic description of electrochemical biosensors that relate to various biochemical
receptors and detection probes. They are also easy and economical to manufacture. More-
over, electrochemical signals, for example, electrical currents and related potentials, may be
gathered using plain, portable, and low-power wearable devices. It is relevant to note that
the signal generated using affinity recognition of the target analyte by the biorecognition
element may be enhanced through several strategies. These relate to chemical, biologi-
cal, and physical approaches, which significantly enhance the sensitivity of the detection
process. Therefore, electrochemical biosensors are promising concerning the design and
implementation of POC devices, which may be considered relative to medical diagnosis
scenarios. The World Health Organization asserts that POC biosensors should be specific,
user-friendly, affordable, sensitive, rapid and robust devices, which are free and easily
accessible to end users. This set of specifications has the role to enable on-site testing
and diagnosis without significantly affecting the daily routines of target consumers and
patients. Moreover, POC medical diagnosis is envisioned to hold a key role relative to the
revolutionary diagnosis and treatment of important contemporary diseases. Thus, the elec-
trochemical glucose meter, which is generally regarded as the most successful commercial
POC biosensing device, has been widely considered worldwide in order to improve the
quality of life in the case of patients with diabetes.
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Figure 1. Presentation of the electrochemical biosensors.

Nevertheless, the market of electrochemical biosensors currently offers the possibility
to detect small molecules or ions. In this respect, further information is provided in Figure 2,
which also specifies the related reviewed papers through their reference numbers. Contrary
to this, the detection of significant biomarkers, such as bacteria, cells, proteins, and nucleic
acids, essentially considers affinity recognition and needs several steps to generate a signal
that can be detected. Various transduction mechanisms may favor the inclusion of fully
automatic electrochemical biosensors relative to the affinity biomarkers. This may include
the affinity recognition processes concerning glucose [9-13]. Additionally, it is also possible
to consider one-step affinity-sensing processes, such as binding-induced folding sensing
and proximity binding-based affinity sensing [14,15]. This is usually connected to the
integration of fluid systems like pump-assisted fluidics and polydimethylsiloxane (PDMS)-
based microfluidics [16-18]. Additionally, considering the low dose of disease markers
contained in the body fluids, particularly relative to the early stages of disease (femtomolar
or attomolar level), the signal amplification models are mandatory in order to increase the
sensitivity of the detection. This important goal may be reached through the consideration
of proper nanotechnologies and biotechnologies. As an example, proper approaches may
relate to amplification strategies based on nanotags, nanocatalysis, and nanocarriers [19,20].

The design and implementation of efficient healthcare management strategies relate
to the consideration of electrochemical biosensors, which are useful for both invasive
and non-invasive measurement of the target molecules. The recent developments in
the fields of microelectronic engineering, precision manufacture of semiconductors, and
also regarding the wireless communication technologies have stimulated the inclusion
of electrochemical biosensors in wearable and implantable devices [21-24] for continued
detection of molecules in various biofluids like cerebrospinal fluid, interstitial fluid, sweat,
saliva, urine, requires electrochemical biosensors that can be included into flexible films,
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textiles, glasses, teeth, and even diapers. Moreover, the hybrid systems that consider
biosensors, smartphones, and other mobile devices are useful to continuously monitor
dynamic physiological processes. Such approaches may also mediate the integration of
intelligent data processing components into proper devices, which connect the sensors
to the Internet. Such scenarios are particularly relevant in connection to real-world use
cases that consider the Internet of Things and cloud computing to process and mine big
medical databases.

It is significant to note that certain up-to-date technical developments that are relevant
to the scope of biosensors are reported in the surveyed scientific literature. As an example,
paper [25] discusses silicon transistors and metal oxide semiconductor field-effect tran-
sistors. Furthermore, paper [26] analyzes flexible electronics solutions, which are proper
for the development of the biosensors technological solutions that constitute the object of
this paper.

This review paper considers state-of-the-art developments that concern the electro-
chemical biosensors applied to prophylactic and customized POC diagnosis devices. Thus,
the paper discusses the design and deployment of amperometric, voltammetric, poten-
tiometric, organic electrochemical transistor (OECT), photoelectrochemical, and electro-
chemiluminescent biosensors to disease diagnosis scenarios, general health management
processes, and cell dynamics evaluation. Thus, a succinct presentation of these perspec-
tives is realized in Figure 2. Additionally, the thorough survey effort that was conducted
suggested that the scientific literature also considers the broader scope of neuroscience. It is
also relevant to note that this review also assesses the manipulation of fluids, the amplifica-
tion of signals and their processing through efficient and algorithmically advanced models.
Moreover, the visualization of the results generated by the data processing operations,
which consider data collected using built-in biosensors, is also studied.

Sensor type Main target Sensing Detection performance Technical Future directions Device
mechanism challenges integration
Amperometric Metabolites Enzymatic Good sensitivity (180 yAcm™2 Improvement Robust and highly sensitive Portable and
reaction mmol™ for glucose detectionfﬁ: of stability and sensors for point-of-care wearable
medium stability (-1 month)*’ sensitivity diagnostics in different

environments, including
wearable sweat monitoring

Voltammetric Proteinsand  Bio-affinity Good sensitivity and low LOD  Simplification and Simple, rapid, cost-effective Portable
nucleic acids  recognition (10fM for insulin®, <1 pgml™ for  automation of biosensing systems by
glycoproteins™*®and ~<100fM  multistep affinity designing automatic fluidics or
for DNA™); easy reuse***® reactions one-step sensing mechanisms
Potentiometric Electrolytes lon-selective  Good stability (more than Miniaturizationand  Stable all-solid-state sensing Portable and
penetration  1month) and medium sensitivity ~ flexibility of sensors  electrodes wearable
(~60mV per decade)”’
QOrganic Small Bio-affinity Good sensitivity and low LOD  Batch preparation Batch production and portable  Portable and
electrochemical molecules, recognition  (30nM for glucose™, 10pM of sensing data processing systems wearable
transistor proteins and for DNA®? and 1pgml™ for electrodes
nucleic acids proteins®)
Photoelectrochemistry Bio-affinity Good sensitivity and low Equipped with Miniaturized, implantable Portable and
recognition LOD™ (~1uM for lactate, ~1fM alight source sensing devices for in vivo implantable
for DNA and ~1pg ml™ for applications
glycoproteins)
ECL Bio-affinity Good sensitivity (LOD of ~3pM Efficient ECL Highly sensitive ECL imaging Portable and
recognition for microRNA®®, microimaging reactions and systems for high-throughput implantable
of membrane proteins onsingle  probes; equipped detection and single-cell
cells® and sensing of dopamine ~ with an ECL analysis
released by a single cell*®) collection module

ECL, electrochemiluminescence; LOD, limit of detection.

Figure 2. Features of electrochemical biosensors (relevant reference numbers are provided).

3. Relevant Types of Biosensors
3.1. Electrochemical Detection of Biomarkers

Considering the electrochemical biosensing devices, the detected signal is usually
generated by the transfer of electrons or ions over a conductive transducer. This essentially
generates a biorecognition process. The physical components or properties of the signals
are current, potential, impedance, capacitance, conductivity, and light, which are generally
determined by intensity, propagation direction, frequency or wavelength spectrum, and
polarization. Thus, the impedimetric biosensors usually generate superior outcomes rel-
ative to POC diagnosis, and also concerning the integration to devices, considering that
they are proper to detect biorecognition events through measurements of the non-Faradaic
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resistance and capacitance properties of the sensing component (electrode). This is a con-
sequence of their ability to detect biorecognition events by measuring the resistance and
capacitance of the electrode that effectively senses the physiological parameters. Neverthe-
less, the reported experimental evaluations suggested that their real-world usage is affected
by atypical linkages of non-target compounds. This essentially determines a suboptimal
level of sensitivity.

The impedimetric biosensors have been significantly enhanced during the COVID-19
pandemic. Thus, the utilization of molecular imprints to manufacture virus-imprinted
impedimetric biosensors allows for a precise detection of entire virus particles [27,28].
Alternatively, the consideration of a dielectrophoresis process relates to an improvement
of the detection accuracy of impedimetric immunosensors manufactured on Au micro-
interdigitated electrodes [29]. Nevertheless, it is interesting to note that their functional
behaviour is generally proved through the utilization of synthetic physiological samples,
which replace the real-world clinical samples.

The accuracy and reliability of electrochemical biosensors may be enhanced through
the consideration of biosensor arrays. These sensibly improve the detection process relative
to various environmental conditions. The manufacturing of these arrays may benefit from
all-solid-state electrodes, which have the advantage of efficient integration into printed
circuit boards. The biosensor arrays generally produce convoluted signals, which may
be decomposed (deconvoluted) through specific algorithmic models, such as Fourier and
wavelet transformations.

The following subsections describe each particular category of biosensors, and relevant
technical examples and data are provided. The experimental numerical values are obtained
and calibrated using the infrastructure of the Research Institute, Transilvania University of
Brasov, Romania, and also data provided by relevant industrial partners.

3.2. Voltammetric and Amperometric Biosensors

Voltammetric and amperometric biosensing devices function using a system with
three electrodes. This includes a biosensing device in the form of a working electrode
(WE), which detects the target entity, a counter electrode that generates the current, and a
reference electrode that induces a stable potential. The signals of the current are produced
by electrochemical reactions on the WE, which are generated by a properly applied potential.
The voltammetric detection is different from amperometric measurements considering
the applied potential, which is constant for amperometric biosensors, and variable for
voltammetric biosensing devices. More precisely, the measurements that relate to three
electrodes are based on the usage of a potentiostat.

Amperometric biosensing devices are mostly used to detect metabolites, such as
glucose, lactate, and uric acid. Thus, an enzyme that is specific to the target, such as
glucose oxidase (GOx), lactate oxidase, or urate oxidase (uricase), is applied on the WE
as a catalyst to the oxidation of the target [6]. As an example, glucose meters are usually
manufactured with amperometric biosensing components that employ GOx to catalyze
the oxidation of glucose. Thus, more details are visually presented in Figure 1b relating
to an amperometric biosensing of metabolite targets based on an enzyme electrode. This
includes the current-time (i~f) curve, and the i signal to obtain the quantitative measure.
This figure also suggests that voltammetric biosensing of proteins or nucleic acids may
be conducted using an antibody-modified or nucleic acid-modified electrode through a
multistep sandwich detection process. As an implementation alternative, amperometric
glucose sensors may consider the enzymatic oxidation of glucose with natural oxygen.
This both detects and generates hydrogen peroxide using a mediating substance, such as
Paris blue [30]. The manufacturing process of amperometric biosensing devices is relatively
simple. Additionally, they are usually featured by a high level of sensitivity, and they
efficiently select the intended target. This ensures their suitability as basic elements of
real-world wearable applications. It is relevant to note that nanomaterials, such as metallic
nanoparticles, carbon nanotubes, and graphene, may be applied to these biosensors to
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mediate the electron transfers, which helps to increase the sensitivity and decrease the limit
of detection [31]. As an example, such a biosensing device may be suitable to construct a
smart contact lens, which measures the concentration of glucose from tears [32].

In addition, nanomaterials that act as artificial nanoenzymes may be constructed as
part of amperometric biosensing components in order to prevent the degradation that
is characteristic of natural enzymes. The reviewed literature reports the integration of
such a biosensor with portable stations built using smartphones, which are considered for
measuring the levels of glucose relative to commercial devices [33].

Metabolites may be determined through an enzymatic detection process. In contrast,
disease biomarkers like proteins and nucleic acids are determined by affinity recognition.
This method cannot directly produce electron transfers on the biosensor’s surface. There-
fore, a supplementary electroactive label is required relative to the target sensing entity,
such as enzymes like horseradish peroxidase and alkaline phosphatase, nanomaterials like
nanoparticles, nanotubes and quantum dots. Additionally, in this context, it is also worth
to mention electroactive molecules like ferrocene and methylene blue. The respective labels
are usually determined through cyclic voltammetry, differential pulse voltammetry, square
wave voltammetry, and anodic stripping voltammetry. Consequently, the affinity sensors
are, in general, voltammetric biosensing devices. The manufacturing of such sensors may
relate to the immobilization of capture biomolecules, such as antibodies and antigens, on
the WE [34-36]. This approach mediates the detection of nucleic acids or proteins through
a sandwich assay format. Thus, the process is visually presented in Figure 1b.

The science of microfluidics studies the behaviour of fluids through micro-channels
and the technology of manufacturing microminiaturized devices that include chambers and
tunnels through which fluids flow or are confined [37]. Consequently, liquid processing
models that consider multiple stages may be built into a single chip, which performs the
full analysis process, from the initial sample analysis to the generation of the required
result [38,39]. While these specialized products allow for the assessment of disease biomark-
ers at home, they are very expensive. As an alternative, economically effective and sensitive
electrochemical biosensors may be designed through a combination of amperometric or
voltammetric biosensing components with paper-based microfluidics components, which
feature self-pumping capabilities. These functional solutions may include multiplex sens-
ing electrodes, which relate to differential pulse voltammetry, or square wave voltammetry
detection processes that relate to proteins and nucleic acids biomarkers [16,18]. As an
example, the reviewed literature suggests that an origami paper-based aptamer and anti-
body biosensing chip mediates the simultaneous detection of C-reactive protein (CRP) and
pre-albumin down to the picogram per millilitre level [40-43]. Additionally, an interesting
approach concerning the detection of breast cancer biomarker was reported in article [44].

The combination of biosensing devices with automatic fluid devices facilitates the
detection process. Nevertheless, complete device integration stays problematic considering
the necessity to also deploy pumps and reservoirs. Thus, one-step affinity biosensing
devices offer a simpler solution. As an example, a binding-induced folding electrochemical
biosensing device may be manufactured through specific changes applied to a redox-
tagged DNA probe over the already presented working electrode (WE) [14]. Consequently,
the detection of the target element relates to the binding-induced change of DNA probe
rigidity. The process is visually presented in Figure 1b. This class of binding-induced
folding electrochemical biosensing devices may produce faster and more accurate answers
using aptamer receptors. Nevertheless, they exhibit a general low sensitivity. The related
signals may be enhanced using approaches that are based on DNA hybridization [45,46]. For
example, there is an electrochemical DNA biosensor considers target-induced CRISPR-
Cas12a cleaving of interfacial single-stranded DNA with methylene blue. This is based on
the assumption that the related signal can detect human papillomavirus 16 (HPV16) and
parvovirus B19 (PB19), going all the way down to the picomolar level [47]. It is relevant to
note that the sensitivity of the DNA biosensor may be improved through the consideration
of a hairpin DNA probe, as it was demonstrated in paper [48].
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A voltammetry biosensing device which considers the wash-free and separation-
free square wave technique is used to implement the direct detection of insulin [49]. The
inclusion of uracils (one of the four nucleobases in the nucleic acid RNA) in the DNA
sequence determines a reusable biosensor, which also provides fast detection times [50].
The detection capabilities of proximity binding-based affinity electrochemical biosensors
may also be enhanced through the consideration of DNA amplification strategies. Thus,
interesting contributions in this respect were described in papers [51-56].

Thus, we determined that a concentration of metabolites in non-blood fluids that
is lower than the concentration of metabolites in blood (e.g., a concentration of sweat
glucose that is between 10 and 200 uM or glucose in tears that is between 0 and 2 mM,
which are, respectively, 100-fold and 10-fold lower than that of blood glucose (1-20 mM))
implies that nanomaterials like metallic nanoparticles, carbon nanotubes and graphene,
may be considered as part of the biosensing interface. This would facilitate the transfer
of electrons in order to increase the level of sensitivity, which would imply the existence
of lower detection limits. As an example, Au-Pt bimetallic nanocatalysts coupled with
nanoporous hydrogels activate GOx immobilization and glucose detection with a sensitivity
of 178 pAcm~2mmol ! and a detection threshold of 0.01 mg dL. ! (0.56 uM). Considering
the technical experiments that were conducted, it is relevant to note that this level of
technical performance opens ways for interesting real-world use case scenarios. Thus, these
biosensors may be considered to construct smart contact lenses used to measure the level
of glucose in tears.

It is also relevant to note that artificial nanoenzymes may be constructed relative to
amperometric biosensors, which would prevent unwanted changes in the structure of natu-
ral enzymes. The experiments that were conducted demonstrated that the consideration of
a laser-induced graphene array coupled with CuyO and Au nanoparticles mediated the
implementation of an electrochemical, flexible, miniature, and non-enzymatic biosensor.
This generated precise and stable detection signals over 52 application-removal cycles. Let
us recall that this result was obtained in the experimental setting that was set up while the
surveyed literature reports certain lower numerical values. Thus, paper [32] reported a
stable utilization of such biosensors over 25 application—-removal cycles. The reported infe-
rior performance may be determined by particular implementation glitches or by certain
suboptimal materials that were used to construct the biosensors.

3.3. Potentiometric Biosensors

Potentiometric biosensing devices generally consider a two-electrode system, which
relates to a sensing electrode, and a reference electrode. These allow direct detection of
targets using the value of the potential signal concerning the change in surface charge
on the target recognition of the sensing electrode. Usually, these consider ion-selective
electrodes made of ion-selective membranes and a liquid contact structure that determines
the potentiometric sensing electrodes. More details are provided in Figure 1c, which
represents ion-selective electrodes featured by three different structures. The process
includes the recording of potential (E) for the determination of quantitative values. Thus,
this functional model is able to detect enzymes, nucleic acids, and proteins through the
integration of the respective biological compound over the ion-selective electrode. This acts
as a catalyst of the reaction that generates the ions through the combination of the target
event with an ion-based reaction [57-60].

It is important to note that solid-contact ion-selective electrodes are not based on
internal solutions. They are reliable and exhibit morphological diversity, while simple
manufacturing processes offer ample possibilities for miniaturization. Solid-contact ion-
selective electrodes mediate the analysis of proteins and nucleic acids relative to the detec-
tion of ions generated by probes tagged with nanoparticles. As an example, a miniature
solid-contact Ag ion-selective electrode can be used for the detection of DNA targets down
to the femtomolar level. Such analyses consider microlitre-level samples [61]. Additionally,
ion-selective electrodes that are all-solid-state can be manufactured with conductive poly-
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mers or proper nanomaterials, which realize a reliable contact under the ion-selective and
reference membranes. More information is visually presented in Figure 1c.

It is interesting to note that a paper potentiometric biosensor, which is based on an all-
solid-state butyrylcholine-sensitive ion-selective electrode, and a 3D origami paper-based
fluid system may be used to detect butyrylcholinesterase activities and also organophos-
phate pesticides. This useful model is further enhanced by the inclusion of a miniature
USB electrochemical analysis element. This essentially creates adequate conditions for the
implementation of a handheld potentiometric device [62].

During the conducted experiments, we considered two commercial portable devices
to detect electrolytes and blood gases in POC settings. The respective devices are i-STAT
from Abbott and BGA-102 from Wondfo Biotech. Additionally, all solid-state electrodes
may be built into wearable devices for the purpose of detection of ions in biofluids. Thus, a
smart wristband featured with Na* and K™ ion-selective electrodes was considered during
the experiments to evaluate Na™ and K* in sweat through an in-place (in situ) approach.

3.4. Organic Electrochemical Transistor Biosensors

Organic electrochemical transistor biosensors (usually abbreviated as OECT) are
organic thin-film transistors, which include gate (G), drain (D), and source (S) electrodes.
There is an organic semiconductor film between the D and S electrodes. The operating
principle implies that a potential drop change or a capacitance change modify the detected
channel current. As a consequence, OECT biosensing elements may be manufactured
through the immobilization of the detection component relative to the G electrode, or
directly over the channel’s surface, as it is suggested in Figure 1d, which displays two types
of organic electrochemical transistor sensors prepared by immobilizing the recognition
element on the channel surface or on the gate electrode (G). Thus, the particular feedback of
the OECT biosensing element relative to the target determines the potential of the interface.
This essentially generates a quantitative measurement of the channel’s current feedback.

Thus, OECT biosensing elements provide a high level of sensitivity, low manufacturing
and implementation costs, and also low working voltages of less than 1 V. This mediates the
detection of electroactive molecules, such as dopamine, glucose, and epinephrine [63-65], and
also electroinactive molecules, such as cortisol [66], DNA [67], proteins [68,69], bacteria [70],
cells [71], and also glycans [72-75]. Additionally, the reviewed scientific literature reports
contributions that describe the electrostatic interactions or affinity binding between targets
and the respective sensing interfaces [76].

The OECT biosensing components may be readily miniaturized and consequently
integrated into IoT or general wearable devices. This is particularly possible considering
that their detection performance is not adversely influenced as their size reduces relative to
a constant channel width per length ratio. As an example, a lab-on-a-chip (LOC) device
that includes an OECT biosensor may detect DNA molecules with a limit of 10 picometres.
Thus, the microfluidic device is stored over a flexible substrate that contained a thiolated
DNA probe fixed on the Au gate electrode. Additionally, OECT microarrays may also
be manufactured by solution processes that pertain to high-throughput sensing. As an
example, the biosensors may be included into a diaper to assess the glucose levels found in
urine, while the collected signal levels are displayed and stored on a mobile phone. The
data transfer is conducted using the Bluetooth interface [77].

3.5. Photoelectrochemical Biosensors

The scientific field of photoelectrochemistry assesses the effects of light on photoelec-
trodes and photosensitive materials, as well as the processes of sun light conversion to
electricity. Photoelectrochemical biosensors blend photoelectrochemistry with sensor-based
bioanalysis. Thus, light serves as the source of excitation, and the generated electrical
current constitutes the produced data readout. Photoelectrochemical biosensors generally
relate to three electrodes and a source of light, as it is also suggested in Figure 1le, which
relates to a photoelectrochemistry biosensing process based on a three-electrode system and
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a light source. This includes the storage of the photoelectrode photocurrent’s values. The
detection is possible considering the modification of the photocurrent on the determination
of the target at the surface of the biosensing component. This essentially creates a charge or
energy transfer that is determined by the photoelectrochemical reaction between a donor
electron, an acceptor, and a photoactive material placed on the surface of the electrode [78].

Photoelectrochemical biosensors provide a functional hybrid between the advantages
of optical and electrochemical assays. These may allow their efficient usage for the detec-
tion of disease molecules, such as glutathione, lactate, DNA, microRNA (miRNA), protein
tumour markers, and cells [78]. The light stimuli can be generated contactlessly, which
suggests photoelectrochemical biosensors as reliable technical solutions for in vivo sensing.
Moreover, the distinction between the excitation source of light, the detection electrical
signal, and their different energy patterns may produce a scenario featured by low back-
ground noise and high sensitivity. This suggests that photoelectrochemical biosensors are
proper for in vivo or single-cell analysis [79,80]. The contribution that was reported in
paper [81] relates to an interesting real-world use case, which evaluates cerebral ischemia
in the brain of the target living rats. The considered fluorescence resonance energy transfer
(FRET) model relates to a photoelectrochemical microbiosensing system that can selectively
monitor SO,. Moreover, the FRET mechanism was implemented using upconversion
nanoparticles (UCNPs) with the role of energy source, while an organic dye played the
role of an energy receptor. Therefore, the surface that acts as a biosensor was built through
the simultaneous immobilization of the UCNP and FRET pair, and also using Cadmium
telluride (CdTe) crystalline compounds placed on the microelectrode. Thus, relative to a rat
brain affected by cerebral ischaemia-reperfusion and febrile seizure, the SO, blocked the
FRET process and reactivated the generation of UCNP. This modulated the photocurrent
that passes through the photoactive material, which effectively implements the detection
of SOZ

3.6. Biosensing and Bioimaging Based on Electrochemiluminescence

Electrochemiluminescence (ECL) is an energy relaxation process that is triggered
electrochemically, in which a luminophore goes through a transfer of electrons. The process
generates excited states that produce light. Thus, ECL biosensors are proper for the
quantitative detection of specific molecules using ECL emission signals. Comparable to
amperometric and voltammetric biosensors, ECL components consider three electrodes.
The working electrode is customized so that the detection component acts as the biosensing
electrode, as it is suggested in Figure 1f, which displays the ECL biosensing of cells
using an aptamer-modified electrode. The approach is connected to a sandwich-sensing
format. Considering the hybrid detection model that relates to electrochemistry and
spectroscopy, these biosensors work in the absence of light. They generate very low
levels of background noise, and they are highly sensitive. These features recommend
electrochemiluminescent biosensors as efficient analysis instruments for the determination
of various disease molecules, such as DNA, miRNA, proteins, and tumour cells [82-86].

Usually, ECL biosensing setups may be complemented by a charge-coupled camera
device, and also a conventional microscope that conducts the actual bioimaging. This
system allows for the concurrent detection of several biomarkers using spatial or poten-
tial resolutions. Thus, there are related immunosensing arrays that concurrently detect
three antigens through the individual detection of the microbeads located in a microwell
array [87]. A logically related contribution was described in paper [88].

It is relevant to note that ECL biosensors are suitable for the implementation of cell
analysis setups, as they generate both morphological and quantitative information [89].
Therefore, these sensors are routinely applied to various targets that include small molecules
released from cells and membrane proteins that adhere the surface of the cell [90]. The
quantitative analysis of the detection process considers the biosensing interface. This
may consist of a Pdot-modified-indium tin oxide (ITO) glass electrode sheet, which is
merged with a single-cell capture microfluid chip [91]. This enables the implementation
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of a high-throughput quantitative analysis model relative to the dopamine produced by a
single cell.

The experiments that were conducted considered a commercial ECL biosensing system,
which is Elecsys 1010/2010/E170 produced by Roche Diagnostics. This is generally re-
garded as one of the most accurate detection systems that are used in clinical environments
relative to glycoprotein tumour markers. Nevertheless, we determined that this accurate
device is large, which may pose practical problems in certain real-world use case scenarios.
Therefore, we experimentally implemented a portable ECL device which is based on a
screen-printed carbon electrode-based ECL biosensing component, paper microfluidics,
and a mobile phone camera. This miniature system can detect 2-(dibutylamino)-ethanol
and NADH. Complementary, the experimental process also considered the design and im-
plementation of a portable ECL biosensing device, which is compatible with the detection
of the mammalian microRNA miRNA-21.

It is also relevant to note that electrochemiluminescent polymer dots (Pdots), luminol-
doped Pdots, and diethylamine-coupled Pdots can be considered for the high-throughput
detection of miRNAs. Thus, luminol-doped Pdots exhibit electrical voltages of +0.6 V, while
diethylamine-coupled Pdots generate electrical voltages of +1.0 V.

4. Integration Into Wearable Devices

Electrochemical biosensing components may be built into portable, wearable, or
implantable devices, as suggested by Figure 1g, which presents the integration strategies of
electrochemical biosensors into portable, wearable, and implantable devices. Relative to
this figure, the following components may be observed: CE (counter electrode), D (drain
electrode), Med,, (oxidized form of mediator), Med,,; (reduced form of mediator), RE
(reference electrode), S (source electrode), and WE (working electrode). Thus, amperometric
biosensors are mostly used for the analysis of metabolites. Considering the particular
enzymatic reactions, they generally produce a sufficient level of selectivity. Additionally,
the enzymatic catalytic signal may be improved through the usage of nanomaterials, which
generates a superior sensitivity. These enzymatic biosensors are configured in batches, and
the process is easily reproducible. Nevertheless, the enzymatic dynamics may be affected
by certain features of the environment. Therefore, it is necessary to design reliable sensing
electrodes that are proper for various environmental conditions.

Potentiometric biosensors may be considered as components of wearable sweat mon-
itoring systems, which specifically analyze the electrolytes. Relative to the ion-selective
membranes, the potentiometric biosensors exhibit the necessary selectivity, reproducibility,
and stability. Their main disadvantage is represented by the low sensitivity. By contrast,
a flexible all-solid-state wearable ion-selective electrode may sustain a continuous sweat
monitoring process. It is also relevant to note that voltammetric, photoelectrochemical,
OECT, and electrochemiluminescent biosensing components are proper for the determi-
nation of proteins and nucleic acids, considering their physical capacity to select, and
also their high sensitivity. Nevertheless, they are more difficult to manufacture than the
enzyme electrodes.

4.1. Portable Electrochemical Biosensing Devices

These have been initially proposed to measure the levels of glucose relative to patients
with diabetes [92]. The personal glucose meter represents a portable electrochemical biosen-
sor that offers a quick quantitative analysis of the glucose levels in blood. Technically, this is
generally an amperometric biosensor that relates to a redox enzyme. It features a disposable
test strip and a handheld electrochemical reader. The disposable test elements may be man-
ufactured using economically effective materials like plastics and conductive pastes [93].
The glucose meter is the typical example of a biosensors that has been continuously improved
in order to improve its reliability, accuracy, and user friendliness [94-96].

It is also relevant to note that the personal glucose meter may also be considered
for the detection of metal ions, drugs, enzymes, proteins, organic metabolites, DNA,
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and influenza viruses. The detection mechanism analyzes the reference detection events
relative to the usage of glucose, considering both its generation and consumption [97-102].
Relevant real-world use cases imply that the glucose meter can detect cocaine, uranium,
and even adenosine in related blood samples [97]. Additional relevant contributions were
reported in articles [103-110]. Thus, the functional logic of the personal glucose meter is
presented in Figure 3, which suggests that the portable blood glucose meter is composed
of a handheld electrochemical detection sensor and disposable test strips. These contain a
bottom electrode layer, an adhesive spacer layer, and a hydrophilic cover layer. The blood
sample enters the reaction cell through capillary force.

Test strip Handheld detector
i - -\.\.'
Cover layer
Spacer layer
58 mM
Electrode layer L|_'_-|

o

Glucose)(Enzyme(ox))(Mediator(Dx} w
Gluconic acid  Enzyme (red) Mediator (red) Q

Working

electrode Capillary
filling
of blood

Figure 3. Functional architecture of portable glucose meter.

Miniature electrochemical biosensors may also be linked to smartphones. Mobile de-
vices may be used as data processing and storage devices. They may even provide power to
other subsystems and display the results of data processing operations [111]. Additionally,
the results may also be uploaded to various e-health distributed infrastructures using the
proper data privacy mechanisms [112,113]. Thus, relevant real-world field deployments
consider the connection of a portable electrochemical biosensors to a mobile phone using
the Bluetooth interface or another similar wireless protocol [111,114].

4.2. Relevant Wearable Biosensors Integration Scenarios

Wearable biosensors may be linked to smartwatches, bracelets, glasses, and other
similar wearable devices to monitor the health parameters, such as the heart rate and
the related electrocardiogram variables [115-118]. It is also relevant to note that it is
algorithmically possible to convert the concentration of glucose relative to other types
of fluids like sweat and tears [119-121]. Relative to portable electrochemical biosensors,
wearable electrochemical biosensors are not at the same level of technological readiness.

Thus, wearable biosensors are mostly used to detect levels of glucose in the related
blood samples and also relative to saliva, sweat, and tears [122-124]. The non-invasive
nature of wearable glucose meters brings clear advantages both considering the contin-
uous monitoring of the glucose levels and also the comfortable application for the end
users [125-128]. The technique of sampling is relevant concerning biosensing processes
that are based on wearable devices. The concentration of target molecules in the body fluid
samples is influenced by several phenomena such as evaporation, secretion rate, substances
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that interfere with the detection process, reabsorption, and metabolism of the secretion
glands [115,119,129]. Wearable devices that are designed to process microfluids may be
used to collect biological samples. Thus, sweat may be processed to the biosensing compo-
nent of a relevant device, which would reduce the proportion of sweat that evaporates or is
reabsorbed. This strategy supports the implementation of real-time monitoring systems.
Additionally, this solution may also allow for the collection of small biological samples,
which implies that the monitoring process can be accomplished at rest [130]. This architec-
tural solution is proper for monitoring systems that are compatible with the end users’ daily
activities, including physical exercise. These may also allow for the assessment of relevant
biomarkers’ time-induced variation [131]. The reviewed literature also describes epidermal
microfluidic devices featured with thermosensitive hydrogel valves, which implement the
active control of sweat [132]. This is accomplished by the on-demand transportation of
sweat molecules to the implied biosensor, which circumvents the problematic variable
flow rate and is consequently compatible with the implementation of scheduled sweat
analysis scenarios.

Nevertheless, empirical studies report that certain problematic aspects should be
addressed. Thus, it is difficult to implement these devices as they need to undergo multiple
processing stages regarding incubation, amplification, and washing. This sensibly limits
their usefulness to monitor protein and nucleic acid biomarkers that are found in sweat.
Consequently, it is necessary to develop more efficient biofluids control units, which would
sustain automatic multistep bioassays processes.

It is relevant to note that a power source is mandatory for the continuous bioanaly-
sis based on electrochemical wearable devices. The surveyed literature describes wear-
able devices that are self-powered and produce the necessary energy out of human
motion [133-135]. This is accomplished through a piezoelectric nanogenerator [136,137]
or a triboelectric nanogenerator [138-140] that converts mechanical energy into electrical
energy. Further relevant technical solutions were reported in papers [141,142].

As an alternative, biofuel cells can produce the required power for the wearable biosen-
sors based on the redox substances found in biological fluids through bioelectrocatalytic
reactions [134,143,144]. Thus, a self-sufficient contact lens can measure the glucose levels
found in tears [145]. In a similar way, a self-sufficient wireless sensing system that uses
glucose and lactate biofuel cells may detect the glucose levels in sweat and also the lactate
levels [146]. There are cases when a power source is not enough to power the device. Con-
sequently, a microgrid system that includes biofuel cells, supercapacitors, and triboelectric
generators may generate the required power output [147].

There are wearable electrochemical biosensors that are designed for long-term usage
scenarios. These may consider flexible electrode materials, such as certain metals and
conductive polymers, which are resistant to mechanical deformations and are able to
self-heal [148]. Additionally, it is possible to design flexible printed circuit boards. These
include fully featured microcontrollers, communication modules, and other necessary
electronic components [149]. Certain wireless data transmission protocols, for example,
Bluetooth [150,151] and near-field communication (NFC) [152,153], feature low power
requirements over sufficiently long distances. This allows for the biosensing devices to
transmit collected data to remote appliances, such as mobile phones, which are able to
display, analyze, and store the data. If necessary, these may also send the data further to
relevant distributed or cloud-based infrastructures [112].

Nevertheless, the real-world behavior of wearable biosensors is affected by variable
levels of connectivity and also by the electrical impedance generated by human activities,
which may provoke inaccurate detection instances. The reviewed literature describes
certain algorithmic solutions and calibration techniques which have the role to recover these
errors [121]. Certain relatively advanced algorithmic models, such as wavelet-transform
projection, may be considered to separate motions from the actual electrochemical detection
process [154]. The relative variation of the electrochemical signal may be considered to the
detriment of the absolute value of the signal to attenuate the measurements’ error levels [122].
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4.3. Implantable Devices

Implantable devices designate a category of wearable devices that include various
biosensors in real-world scenarios. Thus, implantable electrochemical biosensing compo-
nents blend the high accuracy of invasive finger-prick assessments with the long-term moni-
toring model of non-invasive evaluations based on wearable devices [124,155]. Implantable
biosensing devices are usually considered for monitoring the levels of glucose [125,126]
and also for the detection of certain biomarkers, such as neurochemicals that are found in
the brain [127,156].

Relative to electrochemical biosensors, the detection takes place on the surface of
the electrodes. Therefore, these sensors may be integrated into an implantable capsule
along with the necessary electronic circuitry [157,158]. Implantable biosensing devices,
such as intravascular or subcutaneous, may offer real-time or near-real-time updates
regarding the levels of glucose. This may further support the proper adjustments of clinical
treatment regimens [128,129,159]. Additionally, spatiotemporal electrochemical detection
of neurochemicals, such as dopamine and acetylcholine, may effectively indicate the pattern
of brain activity and help to discover any potential abnormalities [130,160,161].

The mechanical and general physical incompatibilities between implantable biosensors
and the target tissuesmare also studied in the surveyed literature. These may lead to the
failure of the implanted devices or even to problematic or life-threatening inflammatory
reactions. Consequently, the implanted components (electrodes) should be sufficiently soft
and flexible in order to ensure the maximum possible physical compatibility with the target
tissues [162].

Implantable biosensing devices usually stay in the body over a long time period. This
requires proper reliable power supply [136] which is featured in a high-density energy
storage model [137,138]. Batteries fulfill the energy storage density constraints, but need to
be replaced periodically. This poses easily discernible medical risks, such as the possible
infection of target tissues [163]. Therefore, as it has already been mentioned, it is possible
to manufacture self-sufficient implantable biosensors which generate the necessary power
using piezoelectric materials, triboelectric materials, or fuel cells [163,164]. It is also inter-
esting to note that electrical power may be generated wirelessly through the consideration
of technical solutions that pertain to the scope of near-field communication [139]. In such a
scenario, the power transmission channel may also act as the data transmission link [140].

4.4. Considerations Regarding Resource-Constrained Wearable Devices

The wearable biosensing devices that are designed for point-of-care (POC) evaluation
scenarios should be easy and economical to manufacture, portable, friendly to the end
users, and provide timely results. Naturally, the aspects that pertain to data storage and to
the system’s long-term stability should also be analyzed. Thus, electrochemical biosensing
devices may be manufactured in the form of disposable test strips. The data readouts
can be gathered and consulted using a handheld reader. The necessary test strips, such
as glucose-sensitive test strips, usually feature a shelf life of a few months in ideal room
temperature and dry conditions, which mediate the transportation and storage in the
absence of special cool chains.

This plain architectural model guarantees compatibility with large-scale and econom-
ically effective industrial manufacturing scenarios. Wearable devices that use test strips
offer sufficiently accurate and fast analysis results, even in the absence of qualified person-
nel. Moreover, the integration of electrochemical biosensing devices with smartphones,
watches, and wristbands is proper for conducting home analyses of biophysiological
molecules. Therefore, they can be perceived as valuable tools for health monitoring and
disease diagnosis.

4.5. Remarks Concerning Translational Research Processes

Translational research processes require the specification of precise diagnostic criteria
which are used to evaluate the results of the tests conducted relative to various types of
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samples. As an example, the testing procedure concerning glucose tests are thoroughly
specified relative to blood samples. Nevertheless, the technical specification of the testing
procedure is not sufficiently specific regarding other biological fluids, such as sweat, saliva,
and tears. Moreover, relative to blood samples, these types of biological fluids may be
influenced by sampling location. For example, saliva may be collected from different
portions of the mouth, and the collected sweat may be produced by different glands. The
dynamics of the environment may also affect the uniformity of the samples. As an example,
the biological samples may be collected before or after physical exercise, or relative to
the moment when water was drunk. Consequently, the reviewed scientific literature
suggests that it is still difficult to design a fully comparable evaluation system for target
biological samples.

Additionally, the criteria that define such tests are not fully and clearly specified.
Therefore, the translational research processes that involve blood samples may substantially
differ from the translational research processes that relate to other types of biological fluids.
Therefore, it is imperative to infer that it is necessary to standardize the sample processes
of biological fluids. This may be accomplished, for example, by the inclusion in the
process of additional biosensing and detection units to monitor the variation of pH values,
temperatures, and flow rates of the target biological fluids. Consequently, the enhanced
analysis process may benefit from a consistent phase of calibration.

For example, the initial commercial versions of blood glucose meters concerned
the measurements conducted in hospital settings, which clearly suggested the necessary
technical specifications for the biosensing devices. In contrast, contemporary wearable
biosensing devices designed for other types of biological fluids may not benefit from a
consistent empirical process conducted in hospitals, as they are mostly evaluated and
validated as consumer devices. Therefore, further conceptual and experimental work
should be conducted in order to fully validate the most recent wearable biosensing devices
in real-world medical scenarios.

5. Conclusions

Electrochemical biosensors have been continuously and intensely enhanced during
the past forty years, although the first functional biosensors for oxygen detection was
proposed in 1956 by Leland C. Clark. The sustained research and practical efforts generated
increasingly complex technical solutions, which also tend to fail more often than the past
biosensing devices. The sensitivity of the detection process and the selectivity essentially
relate to the recognition reaction that occurs on the delicate electrolyte—electrode interface.
The operation of this component is influenced by several factors, like the friction between
electrodes and biological tissues and the variation of pH values. The flow rate of the
biological fluids and the related temperatures are especially important relative to wearable
devices. Consequently, the robustness and reliability of the electrochemical biosensors
should be improved, which would allow the design and implementation of long-term
health monitoring systems. Thus, the reviewed literature suggests that the principle of
enzymatic chemistry may be replaced by solutions related to nanomaterial-based catalytic
sensing chemistry, which is less prone to be affected by environmental conditions like
temperature, pH, and ionic strength.

Moreover, electrochemical biosensors may be made more accurate and reliable through
the implementation of biosensor arrays. These sensibly improve the detection process
in various environmental conditions. The manufacturing of these arrays may consider
all-solid-state electrodes which have the advantage of fast integration into printed circuit
boards. The biosensor arrays generally produce convoluted signals, which may be decom-
posed (deconvoluted) through specific algorithmic models such as Fourier and wavelet
transformations. This approach is useful to implement efficient concurrent detections of
biological parameters. The improvement of the accuracy may be realized using approaches
that are generally used relative to electromyograms, electrocardiograms, and magnetic
resonance imaging. This may involve the compressed detection of signals through the
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consideration of a sampling rate that is lower than twice the value of the highest recorded
frequency of the detected signal.

This paper reports a comprehensive scientific survey and experimental evaluation
process. The thorough selection of relevant scientific articles is complemented by an ex-
perimental assessment process which has the role to validate the essential claims made
by the papers that are included into this survey. Significant numerical results of the ex-
perimental process, optimal values of certain technical parameters, and the biochemical
particulars of the conducted experiments are reported in Sections 2—4. Therefore, this
paper may constitute a useful reference concerning the up-to-date academic and indus-
trial developments regarding the available types of biosensors, their technical features,
their relevance to academic, research, medical, and general industrial real-world use case
scenarios, and the remaining problems that should be addressed by future research and
development processes.

The commercial application of electrochemical biosensors in general and to the scope
of wearable devices in particular requires consistent fundamental and applied research
efforts conducted by both the academia and the interested industry actors. These should
concern the optimization of the biosensing techniques and the improvement of the manu-
facturing materials considering their structural flexibility. Additionally, the set of electronic
components and technologies should be consolidated, both functionally and logically. The
ultimate goal is to improve the integration of the relevant biosensors into the target wear-
able devices, while the biological data collection, processing, and storage would conform
to efficient, reliable, and secure models.
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