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Abstract: Conducting polymers are an important class of functional materials that has been
widely applied to fabricate electrochemical biosensors, because of their interesting and tunable
chemical, electrical, and structural properties. Conducting polymers can also be designed through
chemical grafting of functional groups, nanostructured, or associated with other functional materials
such as nanoparticles to provide tremendous improvements in sensitivity, selectivity, stability
and reproducibility of the biosensor’s response to a variety of bioanalytes. Such biosensors are
expected to play a growing and significant role in delivering the diagnostic information and therapy
monitoring since they have advantages including their low cost and low detection limit. Therefore,
this article starts with the description of electroanalytical methods (potentiometry, amperometry,
conductometry, voltammetry, impedometry) used in electrochemical biosensors, and continues with
a review of the recent advances in the application of conducting polymers in the recognition of
bioanalytes leading to the development of enzyme based biosensors, immunosensors, DNA biosensors,
and whole-cell biosensors.
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1. Introduction

Conducting polymers have attracted much interest since Shirakawa et al. demonstrated in 1977 that
halogen doping of polyacetylene strongly increased its conductivity [1]. Thanks to this revolutionary
research, Shirakawa, MacDiarmid, and Heeger were awarded the Nobel Prize in Chemistry in 2000,
and opened the way to the development of other conducting polymers combining properties of organic
polymers and electronic properties of semiconductors. Another major breakthrough in this field
was achieved by Diaz et al., who reported the electrodeposition of highly conductive, stable and
processable polypyrrole films [2-4]. Following these pioneering studies, numerous conducting
polymers have been prepared and used in various applications, such as polyacetylene, polypyrrole
(PPy), polyaniline (PANI), polycarbazole, polythiophene (PTh), poly(3,4-ethylenedioxythiophene)
(PEDOT), polyphenylene, poly(phenylene vinylene), and polyfluorene (Table 1). All these organic
polymers are characterized by alternating single (o) and double (7) bonds and by the presence of 7t
electrons delocalized across their entire conjugated structure, thus resulting in polymers which can
be easily oxidized or reduced [5]. This doping, that can be performed upon oxidation (p-doping) or
reduction (n-doping), increases significantly the conductivity of the polymers since this conductivity
can vary from less than 107® S/cm in the neutral state [5] to more than 10° S/cm in the doped state [6,7].
The conductivity of the polymers is also dependent on a number of factors including the nature
and concentration of the dopant [8-10], temperature [11-13], swelling/deswelling [14], polymer
morphology [8], pH and applied potential [15], and polymer chain length [16]. For most heterocyclic
polymers, such as PPy [17] or PTh [18], the mechanism of conduction corresponds to a p-doping and
starts with the removal of one electron from the initial monomer leading to the formation of an unstable
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radical cation (named polaron). Then, a second electron is removed from another monomer or from an
oligomer, leading to the formation of a dication (named bipolaron) [19]. Under an applied electric field,
these polarons and bipolarons serve as charge carriers which are delocalized over the polymer chains
and their movement along polymer chains produces electronic conductivity [20].

Table 1. Chemical structures of some common conducting polymers: (a) polyacetylene, (b) polypyrrole,
(c) polyaniline, (d) polycarbazole, (e) polythiophenes, (f) poly(3,4-ethylenedioxythiophene),
(g) polyphenylenes, (h) poly(phenylene vinylene), (i) polyfluorene.
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Conducting polymers have become an important class of materials since they combine some
useful properties of organic polymers (such as strength, plasticity, flexibility, toughness or elasticity)
with unusual electronic [5], optical [21,22] and thermoelectric [23,24] properties due to the charge
mobility along the 7 electron polymer chains. These unique properties explain the use of conducting
polymers in a wide variety of applications including energy storage with rechargeable batteries [25,26]
and supercapacitors [27,28], photovoltaics with solar cells [29-32], light-emitting diodes [33,34],
electrocatalysis [35], anti-corrosion [36,37] or electrochromic applications such as electrochromic
displays [38,39] or rearview mirrors and smart windows [40,41].

2. Preparation of Sensitive Materials

2.1. Preparation of Conducting Polymers

Although it is possible to prepare conducting polymers using gas phase techniques such as
CVD [42] or plasma polymerization [43,44], conducting polymers are mostly prepared via chemical
or electrochemical oxidative polymerization even if it is sometimes possible to use non-oxidative
chemical polymerization methods such as Grignard metathesis [45] or dehydrobrominative
polycondensation [46]. In traditional chemical oxidative polymerization [47], the synthesis of polymers
can be done under harsh oxidative conditions with the use of oxidants such as K,Cr,O7, KMnOy, K75,0g,
KIO; and FeCls [48], or under mild conditions by using, for example, the catalytic action of redox
enzymes to produce hydrogen peroxide that initiates the polymerization [49], or less frequently at the
liquid/air interface [50]. However, the electrochemical oxidative polymerization is the most frequently
used method, mainly because it allows a better control of the polymer deposition [51]. Electrochemical
polymerization is carried out with a classical three-electrode set-up in an electrochemical cell containing
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a monomer, a solvent and a supporting salt. The electropolymerization can be achieved either with
a potentiodynamic technique such as cyclic voltammetry where the current response to a linearly
cycled potential sweep between two or more set values is measured, with a potentiostatic technique
where a constant potential is applied to initiate the polymerization, or with a galvanostatic technique
where a constant current is applied to initiate polymerization. The potentiostatic technique allows
easy control of the film thickness through Faraday’s law, whereas potentiodynamic techniques lead to
more homogeneous and adherent films on the electrode. Additionally, the galvanostatic technique
is generally considered as the best approach since it allows to follow the growth of the conducting
polymer film by monitoring the potential changes with time which reflects the conductivity.
Conducting polymers have been widely used in the area of bioanalytical and biomedical
science [52,53], drug delivery [54-56], tissue engineering [57-59], and cell culture [60-62] due to
their intrinsic properties and biocompatibility [63-66]. In addition, conducting polymers represent
an attractive sensitive material for biosensors due to their electrical properties that allow to convert
biochemical information into electrical signals. Additionally, conducting polymers can be easily
modified by grafting of functional groups which offers the possibility to enhance their abilities to
detect and quantify bioanalytes or to maximize the interactions between the biomolecules and the
functionalized polymer. Therefore, after a short description of the electrochemical techniques used in
conducting polymer-based biosensors, a series of examples of such biosensors will be described to
highlight the recent advances in the field of conducting polymer-based electrochemical biosensors.

2.2. Strategies for Immobilizing Biological Sensing Elements into Conducting Polymers

Biological sensing element immobilization plays a fundamental role in the performance
characteristics of biosensors since biomolecules must be directly attached to the surface of the
biosensor to obtain a good sensitivity and a long operational life. The most commonly used methods
to immobilize biomolecules to polymers are physical adsorption, covalent attachment and entrapment
(Figure 1). The choice of immobilization strategy mainly depends on the type of biological element.
Indeed, antibodies and ssDNA are preferentially immobilized by adsorption or covalent binding onto
the surface of the conducting polymer films to facilitate the access of the analyte to these biorecognition
molecules when entrapment is generally used to immobilize oxidoreductases within the polymer film
to facilitate the electron transfer from the enzyme’s redox center to the analyte solution surrounding the
conducting polymer and the rapid redox reaction of electroactive species such as hydrogen peroxide
generated by enzymatic catalysis.

Adsorption of biomolecules (B) Entrapment of biomolecules Covalent attachment of biomolecules
on conducting polymers (P): in conducting polymers: to conducting polymers:

(+) easy (+) strong adhesion B/P (+) strong binding B/P
(-) leakage of B (+) one step (+) reduced leakage

(-) accessibility of B (-) multiple steps

(

)
-) harsh polymerization conditions

Figure 1. Strategies of immobilization of biomolecules in/on conducting polymers: advantages
and drawbacks.

The method of covalent immobilization uses the functional groups of biomolecules (such as
—COQH, -NHjy, or -SH) for binding with a conducting polymer. Thus, a biomolecule containing amino
groups has the capacity to form amide bonds with a conducting polymer bearing carboxylic groups.
For example, Kim et al. have developed a glucose biosensor with a conducting electrosynthesized
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poly(terthiophene benzoic acid) bearing benzoic acid groups which allow the immobilization of glucose
oxidase (GOx) through amide bond formation [67]. Similarly, Tuncagil et al. electrosynthesized
the conducting polymer 4-(2,5-di(thiophen-2-yl)-1H-pyrrol-1-yl) benzenamine to immobilize GOx
through amide bonds [68]. Moreover, covalent attachment of biomolecules is frequently achieved by
initial synthesis of functionalized monomers with an amino side group, followed by electrochemical
polymerization of these functionalized monomers leading to conducting polymer films with interfacial
attachable side groups that can be covalently bound to biomolecules containing the corresponding
groups. To facilitate the formation of covalent bonds between biomolecules and polymers, crosslinking
agents such as glutaraldehyde [69,70] or 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide (EDC) [71,72]
are commonly used. The covalent immobilization method has the benefit of providing low diffusional
resistance, giving strong binding force between biomolecule and polymer, thus reducing loss of
biomolecule. Therefore, these electrodes are more stable in time even if it may be difficult in some
cases to retain the biomolecule activity.

The adsorption method is very simple and only consists in the physical adsorption of the
biomolecule on the polymer surface. Sometimes, the presence of opposite charges into the conducting
polymer and the biomolecule facilitates the immobilization of the biomolecule. Thus, negatively
charged glucose oxidase was successfully adsorbed onto positively charged polyaniline-polyisoprene
films at pH 4.5 to provide a material sensitive to glucose concentration changes [73]. This method
has the benefit of providing small perturbation of the biomolecule native structure and function and
so generally leads to very sensitive responses. However, a strong drawback is that direct physical
adsorption of biomolecule on a surface generally leads to poor long-term stability of the sensor because
of biomolecule leakage from the surface when changes in the environment arise (pH, ionic strength)
even if the modification of the surface by a polymer film can slow this leakage [74,75].

Entrapment is another method widely used for the immobilization of enzymes [76,77],
antibodies [78] or DNA [79]. It involves the preparation of an electrolyte solution containing
both monomer and biomolecule, followed by the electropolymerization of the whole solution. Thus,
a polymer film containing biomolecules is formed at the electrode surface. Entrapment is an interesting
technique since it leads to a strong adhesion between biomolecule and polymer film in a single step.
Additionally, this strategy includes the possibility of controlling the amount of entrapped biomolecules
simply by controlling the thickness of the electrodeposited polymer film. Entrapment generally leads
to biosensors with a good sensitivity and a long lifetime. On the contrary, entrapment can generate
problems associated with inaccessibility of the embedded biomolecule. Additionally, some conducting
polymers require very acidic conditions or high oxidation potential during the electropolymerization
process to be prepared but these conditions are not favorable to biomolecules [80]. It is also important
to note that supporting electrolytes are usually used during the electropolymerization process to
increase the conductivity of the monomer solution. Besides, the electrolytes tend to compete with the
biomolecules for the polymer doping sites, and so reduce the amount of biomolecule entrapped which
is a problem especially for costly biomolecules. A solution to this problem is the use of biomolecules as
counter-ions during the growth of the conducting polymer film to allow a more efficient entrapment as
previously done with polypyrrole and GOx enzyme [81]. To enhance the incorporation of enzymes
into polymers during their electropolymerization, it is also possible to use sinusoidal voltages as
evidenced by Lupu et al. who developed dopamine biosensors based on tyrosinase entrapped into
PEDOT film [82].

3. Electroanalytical Methods

When conducting polymers are used as sensitive material in electrochemical sensors, the capture
of a target analyte to a bioreceptor immobilized in a conducting polymer generates an analytical
measurable signal which is converted into an electrical signal (Figure 2). The presence of the conducting
polymer is beneficial for improving sensitivity and selectivity of the biosensor while reducing the effect
of interfering species. The selectivity of the biosensor strongly depends on the presence of specific
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interactions between the analyte and the bioreceptor when the quality of the immobilization of the
bioreceptor to the conducting polymer and of the conducting polymer to the surface of the biosensor is
mainly responsible for the long-term efficiency of the biosensor. The sensitivity of the biosensor depends
on many factors, the main one being the intensity of the electrochemical signal generated by the reaction
between the analyte, the bioreceptor and the conducting polymer. This electrochemical signal can be a
change in the value of the voltage, current, conductivity/resistance, impedance, or number of electrons
exchanged through an oxidation or reduction reaction leading to the fabrication of potentiometric,
amperometric, conductimetric, impedimetric and voltametric biosensors, respectively.

Measurable
Bioreceptor Transducer signal Detector

O . O ’ ’ Voltage Potentiometry
) Current Amperometry
. 0 . ’— Cgln:_jnuecrtslng Conductivity | Conductometry
poly Electrons Voltammetry
’— Impedance | Impedancemetry|
Analyte

?

Immobilization
method

Electronic

signal =

Figure 2. Detection principles of conducting polymer-based electrochemical biosensors.

3.1. Potentiometry

In potentiometric conducting polymer-based biosensors, the potential between a reference
electrode and an electrode coated either with a conducting polymer and a biorecognition element
is measured using a high impedance voltmeter. The conducting polymer must be sensitive to the
products of a reaction involving the analyte bound to the biorecognition element. This modified
electrode senses the variation in protons (or other ions) amount since potential and pH are linked
by the Nernst equation, leading to a recorded analytical signal which is generally logarithmically
correlated with the analyte concentration.

The most widely studied potentiometric biosensors are enzymatic biosensors that use an enzyme
incorporated in the conducting polymer to catalyze a reaction producing protons. For example,
in potentiometric urea enzymatic biosensors, urease is immobilized in a polymer and is used to catalyze
the conversion of urea to carbon dioxide, ammonia and protons which produce a pH increase detected
by the potentiometric biosensor (see Section 4.1).

3.2. Amperometry

In amperometric conducting polymer-based biosensors, the current produced during the oxidation
or reduction of an electroactive biological element at a constant potential that is applied between a
reference electrode and a polymer-modified electrode is measured, thus providing specific quantitative
analytical information. Such biosensors are inspired by the first and simplest amperometric biosensor
developed by Clark in 1956 who fabricated an amperometric oxygen sensor that produced a current
proportional to the oxygen concentration when a potential of —0.6 V vs. Ag/AgCl electrode was applied
to a platinum electrode [83].

The most widely studied amperometric biosensor is the glucose biosensor. In this system, glucose
oxidase catalyzes the reaction of glucose with oxygen to produce gluconolactone and hydrogen
peroxide. By monitoring the amount of hydrogen peroxide produced by this reaction in the presence
of GOx through amperometric measurements, it is possible to determine the glucose concentration.
In such biosensors, the GOx is immobilized in the conducting polymer either by electropolymerization
of a solution containing a monomer and GOx or by addition of GOx in an electrodeposited conducting
polymer film (see Section 4.1).
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3.3. Conductometry

In conductometric conducting polymer-based biosensors, a change in electrical conductivity or
resistivity is measured against the analyte concentration when a constant or sweeping potential is
applied between a reference electrode and a polymer-modified electrode. To increase the sensitivity
of the sensor, the conducting polymer must be highly conductive when it is charged (doped) and
lowly conductive when it is neutral (dedoped), thus leading to a strong conductivity change when
the conducting polymer reacts with the analyte. Furthermore, the morphology of the conducting
polymer is important since the charges that are created within the backbone of the polymer must be
able to interact with the surrounding environment and thus to change the polymer’s conductivity.
However, these biosensors often suffer from their lack of selectivity since any change in conductivity in
the solution modifies their signal.

An example of conductometric biosensor was fabricated by Forzani et al. [84] who coated a
pair of nanoelectrodes with PANI/GOx. Their exposure to glucose resulted in the reduction of GOx
which was spontaneously reoxidized in the presence of oxygen to form hydrogen peroxide which
oxidized the PANI, leading to a change in conductivity that can be monitored and used to determine
the glucose concentration.

3.4. Voltammetry

In voltametric conducting polymer-based biosensors, a current is produced by sweeping the
potential applied between a reference electrode and a polymer-modified electrode over a range that is
associated with the redox reaction of the analyte. This redox reaction generates a change in the peak
current which can be correlated with the analyte concentration, thus providing specific quantitative
analytical information. All the voltametric methods that can be used, such as linear voltammetry,
cyclic voltammetry, differential pulse voltammetry, or square wave voltammetry, have the advantage
of providing both qualitative information deduced from the potential location of the current peak and
quantitative information deduced from the peak current intensity.

For example, the detection of acetylcholine was successfully achieved using a conductive PEDOT
film loaded with Fe3O4 nanoparticles and reduced graphene oxide since the intensity of the oxidation
peak present in the cyclic voltammograms was linear to the acetylcholine concentration [85]. Similarly,
the detection of serotonin in banana was done by square wave voltammetry using conducting
polypyrrole/Fe;O4 nanocomposites [86] and the detection of danazol was performed by differential
pulse voltammetry using conducting electrodeposited polyaniline [87].

3.5. Impedancemetry

Electrochemical impedance spectroscopy (EIS) is a sensitive technique for the analysis of
biomolecular recognition events of specific binding proteins, nucleic acids, whole cells, antibodies or
antibody-related substances, occurring at the modified surface [88-90]. In particular, many studies on
impedometric biosensors are focused on immunosensors since the bonding between antibodies and
antigens leads to the formation of an immunocomplex resulting in electron transfers and impedance
changes (see Section 4.2). Moreover, impedometric biosensors allow direct detection of biomolecular
recognition events without using enzyme labels and have the advantages of low cost, ease of use,
portability and ability to perform both screening and online monitoring without being destructive.
In impedometric immunosensors, conducting polymers are generally used to immobilize the antigens,
commonly through covalent attachment, thus allowing the detection of the antibodies due to the high
antigen-antibody affinity [91-93].
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4. Conducting Polymer-Based Electrochemical Biosensors

4.1. Conducting Polymer-Based Enzyme Biosensors

Enzymatic electrochemical biosensors utilize the biospecificity of an enzymatic reaction, along with
an electrode reaction that generates a current or potential for quantitative analysis. Many biomolecules
such as glucose, cholesterol, or urea are important analytes due to their adverse effects on health.
Enzymatic biosensors utilize the biochemical reactions between analyte and enzyme resulting in
a product (hydrogen peroxide, protons, ammonium ions) that can be quantified by a transducer.
In general, many oxidoreductases, for example glucose oxidase, catalyze the oxidation of substrates
by electron transfer to oxygen to form hydrogen peroxide. These oxidoreductase enzymes can be
immobilized on conducting polymer films and the H,O, formed as a result of enzyme-catalyzed
reactions induces an amperometric signal measured by the electrochemical biosensor. As a consequence,
many biosensors have already been prepared that use conducting polymers as a matrix to immobilize
enzymes at the surface of the biosensors.

My objective here is not to describe all the very numerous works in the field of enzymatic
biosensors, but to focus on some examples of glucose sensors, illustrating the major current trends
and the progress made in recent years in this research area. Indeed, in the field of biosensors,
glucose biosensors have given rise to the highest number of studies due to the clinical significance of
measuring blood glucose levels in patients with diabetes. Thus, some potentiometric biosensors used
polyaniline films to detect pH changes due to the production of protons by oxidation of hydrogen
peroxide [94,95]. However, the vast majority of classical glucose biosensors have been prepared
by electropolymerization of a solution containing glucose oxidase and a monomer and used an
amperometric detection. Thus, many glucose biosensors associated GOx with polyaniline or GOx
with polypyrrole as extensively described in the reviews from Lai et al. [96] and Singh et al. [97],
respectively. However, such conventional conducting-based glucose biosensors still present some
problems such as unsatisfactory sensitivity or detection limit and relatively high applied potential.
That is why more recent biosensors have substituted polymer matrix with polymer nanocomposites
having the properties of increasing permselectivity, sensitivity and stability, and to decrease applied
potential. Thus, conducting polymers were combined with artificial mediators such as benzoquinone
derivatives [98], ferrocene derivatives [99], and Os-complex mediators [100], which were able to
reoxidize the reduced GOx to its oxidized state. Thus, the released electrons from the reduced
GOx are transferred to the polymer modified electrode through the redox process of the mediators.
Therefore, the incorporation of a mediator leads to a better charge transport which is responsible for an
enhancement of the biosensor’s sensitivity. Another problem encountered in classical biosensors is
that a high anodic potential (exceeding +0.6 V) is applied, leading to interference from other oxidizable
substances, such as ascorbic acid, acetaminophen or uric acid. To solve this problem of interferences,
it is possible to add to the sensitive layer of the biosensor a polymeric membrane (for example in
Nafion or polyphenol) permeable to glucose and hydrogen peroxide but impermeable to the interfering
species [101,102]. Similarly, electrocatalysts for reduction of hydrogen peroxide, such as Prussian
Blue, can be used to lower reduction potential of H,O, and solve the selectivity problem. Thus,
Chen et al. have prepared a glucose biosensor where GOx was entrapped in a polyaniline and Prussian
Blue film and which operated at the low potential of 0.0 V/SCE. This biosensor does not exhibit any
interference with ascorbic acid and uric acid. It also shows a good stability, high sensitivity, rapid
response, good reproducibility, and long-term stability [103].

Recently, rapid progress in the field of nanotechnology has contributed to new achievements
in glucose biosensing. Indeed, association of conducting polymers with metal nanoparticles such
as Au [104,105], Pt [106] or carbon materials, such as carbon nanotubes (CNT) or graphene, allowed
higher GOx loading to be accessed and facilitated the electron transfer between GOX and the electrode
due to their remarkable electrochemical and electrocatalytic properties. For example, Chowdhury et al.
immobilized GOx onto Au nanoparticles decorated polyaniline nanowires by covalent attachment
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for sensing of glucose leading to lower detection limit, higher sensitivity, and greater stability than
those obtained without nanoparticles [104]. Concerning carbon materials, Yuan et al. constructed a
glucose biosensor based on GOx adsorbed onto a film of polyaniline containing multiwall nanotubes
and Pt nanoparticles via covalent interaction with glutaraldehyde [107]. The resulting biosensor
exhibited very high sensitivity because of the synergistic catalytic activity between polyaniline,
multiwall nanotubes and Pt nanoparticles. Another electrochemical glucose biosensor based on
glucose oxidase immobilized on a surface containing Pt nanoparticles electrodeposited on conducting
poly(Azure A) previously electropolymerized on activated screen-printed carbon electrodes has
been developed [108]. The resulting biosensor was validated towards glucose oxidation in real
samples and further electrochemical measurement associated with the generated H,O, (Figure 3).
The electrochemical biosensor operated at a low potential (0.2 V vs. Ag/AgCl) and was successfully
applied to glucose quantification in several real samples (commercial juices and a plant cell culture
medium), exhibiting a high accuracy when compared with a classical spectrophotometric method.

= SPCE
aSPCE
300 - PAA-aSPCE
—— PtNPs-PAA-aSPCE /

- GOx-PtNPs-PAA-aSPCE | J

! !
0e 10 12 14

00 02 04 06
E(vsAg)/V

Figure 3. Anodic linear scan voltammetry responss of the different electrode modification steps in the

absence (dashed lines) and the presence of 5M of H,O; (solid lines) in 0.1 M phosphate buffer solution.
SPCE: Screen-printed carbon electrodes, aSPCE: activated SPCE, PAA: Poly(Azur A), PtNPs: Platinum
Nanoparticles, GOx: glucose oxidase. Reproduced with permission of [108], Copyright 2020, MDPL

Enzymatic electrochemical biosensors can also be based on a conducting polymer and metal
oxide nanoparticles. For example, a biosensor based on lipase was developed for amlodipine besylate
(AMD) drug using a mixture of polyaniline, iron oxide and gelatin (Figure 4). After preparation of the
sensitive material (step 1), the enzyme was entrapped in the biocomposite matrix film with the aid
of a glutaraldehyde cross-linking reagent (step 2) to establish the immobilization of the lipase (step
3) [109]. Cyclic voltammetry (A) and impedometry (B) were then used for detection experiments which
proved that such material was a good candidate for the construction of a sensitive biosensor for AMD
analysis (Figure 4b). Similarly, another glucose biosensor was prepared from polyaniline, nickel oxide
nanoparticles and graphene oxide in order to exploit the synergy between those kinds of materials
The biosensor showed a good sensitivity, a low detection limit of 0.5 mM, and a good selectively since
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glucose could be detected in the presence of common interfering species such as ascorbic acid, uric acid
and dopamine. [110].
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Pt-PANLa Fe.O,

Pt
O [w] L]

Step 2 H§ Hg Hg
H H H
H H M = M

Pt-FANLa Fe., O, Colutar aldehu]e (c, A) Pt-FPANLa Fe, O,-GA

P99

$53 338

Pt-PANTwFe,0,-GA-CRL

—
—F
o

FPt-PANLa Fey, O3-GA Lipasze CRL
(a)
a: Pt electrode
b Pt Modified electrode
04 a: Pt electrode =D
b : Pt Modified electrode o
™\ 210000 4
0.3+ / \ -
N\ e
-
-
024 AN
1.0 S~ - g
A £ L

0.1 5 /
=z =
: /~ N 10000 - V4
=% b 7 E 't

e W
0.1+ a’ o
¥ a

T T
10000 210000
Re(Z)/ohm

(A) (B)
(b)

Figure 4. (a) Schematic representation of the biosensor elaboration using PANI@Fe; Os; (b) Voltammograms
at 50 mV/s (A) and Diagram of Nyquist at —200 mV potential of Pt bare electrode and Pt electrode modified
with an enzymatic membrane in 0.1 M phosphate buffered saline solution in the presence of Fe(CNg)> 4.
(B) impedometry Reproduced with permission of [109], Copyright 2018, MDPL

At nanoscale, conducting polymer are processable and it is possible to prepare polymer
nanostructures, using chemical template-based syntheses or template free methods, that allow higher
GOxloading and more sensitive response to glucose. For example, a glucose biosensor has been reported
which is based on GOx electrochemically entrapped into the inner wall of highly ordered polyaniline
nanotubes synthesized using anodic aluminium oxide as template [111]. This biosensor-enhanced
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electrocatalysis as indicated by its high sensitivity (97 pA-mM~1-cm~2), fast response time (3 s),
efficient preservation of enzyme activity, and effective discrimination to common interfering species.
The strategy consisting in the use of polymer nanowires was also chosen by Xu et al. who developed
a glucose biosensor, based on the modification of well-aligned polypyrrole nanowires array with Pt
nanoparticles and subsequent surface adsorption of GOx [112]. This biosensor showed evidence of
direct electron transfer due mainly to modification incorporating Pt nanoparticles and allowed either
potentiometric or amperometric detection. Using another strategy, Komathi et al. prepared polyaniline
nanoflowers with protruded whiskers at the edge of the flowers using cetyltrimethylammonium
bromide as a soft template and fine tuning the graft co-polymerization conditions. These nanostructures
exhibited wider linear concentration range, low detection limit, and high sensitivity compared to most
of the previously reported classical enzyme glucose sensors [113].

An ultimate goal of the biosensors is to eliminate the usage of the mediator to lower fabrication
cost and complexity while increasing the durability of the biosensor. Therefore, the third-generation
biosensors based on the direct electron transfer from immobilized enzyme to the working electrode are a
more progressive type of sensor. Such direct electron transfer have been evidenced from redox enzymes
to electrode in conducting polymer-based biosensors by Ramanivicius et al. who reported for the first
time that direct electron-transfer processes between a polypyrrole entrapped quinohemoprotein alcohol
dehydrogenase from Gluconobacter sp. 33 and a platinum electrode take place via the conducting-polymer
network [114]. The cooperative action of the enzyme-integrated prosthetic groups is assumed to allow
this electron-transfer pathway from the enzyme’s active site to the conducting-polymer backbone.
This electron-transfer pathway leads to a significantly increased linear detection range of an ethanol sensor.
Since this work, dehydrogenase based bioelectrocatalysis has been increasingly exploited in order to
develop electrochemical biosensors with improved performances since dehydrogeases are able to directly
exchange electrons with an appropriately designed electrode surface, without the need for an added
redox mediator, allowing bioelectrocatalysis based on a direct electron transfer process [115]. A direct
electron transfer can also occur from immobilized glucose oxidase via grafted and electropolymerized
1,10-phenanthroline [116]. Such polymer-modified biosensor showed superior electron transfer to/from
flavine adenine dinucleotide cofactor of GOx as well as an excellent selectivity towards glucose and a good
operational-stability. Similarly, a biosensor based on electrodeposited polycarbazole was fabricated and
exhibited good electrocatalytic activity toward enzymatic glucose sensors with a high sensitivity, a wide
linear range of detection up to 5 mM due to direct electron transfer from the enzyme to electrode and
direct glucose oxidation on the electrode [117]. Table 2 summarizes the performances of these conducting
polymer-based glucose amperometric biosensors.

Table 2. Comparison of conducting-polymer-based glucose amperometric biosensor performances.

Active Layer Linear Range Sensitivity Detection Limit Stability Real Samples? Ref.
Polypyrrole-CNT-chitosan 1-4.7 mM 2860 pA mM ! em™2 5.0 uM 45 days serum [101]
Polypyrrole-CNT 14.1mM 54.2 pA mM~! em™2 5.0 uM 45 days serum [102]
Polyaniline-Prussian Blue 2-1.6 MM 99.4 uA mM~! em~2 0.4 uM. 15 days serum [103]
Polyaniline-Au NP 1-20 mM 14.6 uA mM~1 cm2 1.0 uM — — [104]
Polyaniline-Pt NP 0.01-8 mM 96.1 uA mM~! cm~2 0.7 uM — — [106]
Polyaniline-CNT 3-82 mM 16.1 uA mM~1 cm~2 1.0 uM 48 days serum [107]
Poly(Azure A)-Pt NP 0.02-2.3 mM 42.7uA mM~! ecm™2 7.6 uM 3 month fruit juice [108]
Polyaniline-Graphene-NiO, ~ 0.02-5.56 mM  376.2 nA mM~! em~2 0.5 uM — serum [110]
Polyaniline 0.01-5.5 mM 97.2 pA mM~ cm™2 0.3 uM 15 days urine [111]
Polypyrrole-Pt NP 0.1-9 mM 34.7 pAmM ! em™2 27.7 uM — — [112]
Polyaniline-nanodiamonds 1-30 mM 2.03 mA mM~! ecm™2 18.0 uM 30 days serum [113]
[

Polycarbazole 0.01-5 mM 14.0 yA mM~! cm2 0.2 uM — — 117]
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4.2. Conducting Polymer-Based Immunosensors

Animmunosensor is a type of affinity solid-state based biosensor in which a specific target analyte,
antigen (Ag), is detected by formation of a stable immunocomplex between antigen and antibody as a
capture agent (Ab) due to the generation of a measurable signal. Thanks to the strong affinity between
antigen and antibody, electrochemical immunosensors are among the most promising bioanalytical
sensors. Another advantage of the antibody-based recognition method is that the target analyte,
the antigen, does not need to be purified prior to detection contrary to enzymes for example. Thus,
a variety of conducting polymer-based electrochemical biosensors have been developed in recent years
that showed promising sensing performances.

For example, Grennan et al. fabricated an amperometric immunosensor allowing a very low level
detection of atrazine (0.1 ppb) using recombinant single-chain antibody fragments electrostatically
attached to classical polyaniline associated with poly(vinylsulphonic acid) which enables direct
mediatorless coupling to take place between the redox centers of antigen-labelled horseradish
peroxidase and the electrode surface [118]. Similarly, Grant et al. reported the fabrication of
an impedimetric immunosensor based on the direct incorporation of antibodies (anti-BSA) into
polypyrrole films that allows the detection of BSA proteins with a linear response from 0 to
75 ppm [91]. Darain et al. synthesized a more original terthiophene monomer having a carboxylic acid
group, 5,2:52”-terthiophene-3'-carboxylic acid, and used it to immobilize the antibody monoclonal
anti-vitellogenin (Vtg) through covalent amine bonds. The resulting layer allowed the detection of
vitellogenin, a biomarker for xenobiotic estrogens responsible for causing endocrine disruption through
antibody-antigen interactions with high selectivity and sensitive response to Vtg [119]. Similarly,
Aydin et al. synthesized poly(2-thiophen-3-yl-malonic acid), an original polythiophene derivative
bearing two acid side groups per monomer allowing the immobilization of anti-Interleukin-1f3 antibody
through amide bonds after EDC-NHS treatment [92]. This sensitive layer was then used to detect
Interleukin 1p in human serum and saliva by impedometric detection leading to low detection limit
(3 fg/mL), good specificity, reproducibility, and stability. The immunosensor was applicable for
detection of IL-13 samples.

Recently, Wang et al. proposed an immunosensor for the detection of the tumor marker neuron
specific enolase (NSE) based on a complex and original sensitive layer [120]. Indeed, they prepared
a hydrogel containing polypyrrole and polythionine along with GOx as a doping agent, and gold
nanoparticles used to enhance the conductivity and provide a binding surface for the antibody,
anti-neuron specific enolase (anti-NSE). Moreover, glucose was added to the analyte solution to react
with GOx, and so generate H,O, which amplified the biosensor’s response. Square wave voltammetry
was then used to detect NSE levels, leading to a low detection limit (0.65 pg/mL) and a wide linear
range. Another group developed an immunosensor for the detection of carcinoma antigen-125 (CA 125)
which was based on a hydrogel composed of polypyrrole, polythionine, gold nanoparticles, and phytic
acid used as a polymer crosslinker to increase hydrophilicity and provide an antifouling capability.
The as-prepared immunosensor exhibited a wide linear range from 0.1 mU/mL to 1 kU/mL, a low limit
of detection (1.25 mU/mL), a high sensitivity and an excellent specificity [121]. Another immunosensor
dedicated to the detection of CA 125 and based on electrodeposited poly(anthranilic acid) and gold
nanoparticles was prepared by Taleat et al. [94]. The monoclonal anti-CA 125 antibodies were covalently
immobilized on poly(anthranilic acid) using EDC-NHS and labeled with gold nanoparticles before
being used to capture and detect CA 125 using electrochemical impedimetric measurements with a
good sensitivity and reproducibility which matches the request of clinical needs (cancer antigens CA
125 are cancer biomarkers). Similarly, Shaikh et al. developed an impedimetric immunosensor for
the sensitive, specific, and label-free detection of human serum albumin (HSA, a valuable clinical
biomarker for the early detection of chronic kidney disease) in urine. To enable efficient antibody
immobilization and improved sensitivity, the carbon working electrode was sequentially modified with
electropolymerized polyaniline and electrodeposited gold nanocrystals (Figure 5). Indeed, polyaniline
(b) and Au nanocrystals (c) were successively electrodeposited on the screen-printed working electrode
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(a). Then, oxidized HSA antibody (d) and BSA (e) were immobilized onto the polyaniline-Au layer.
Finally, the evolution of impedance (g) was used to quantify the amount of HSA (f). The normalized
impedance variation during immunosensing increased linearly with HSA concentration and the
biosensor displayed highly repeatable and highly specific response to HSA concentration [122].

(a) () (c) ()
NH, NH, NH, NHJ NH, NH’) 4 Ab-HSA
PANI Electro AuNCs i Oxidized HSA o
Polymerization Electrodeposition

Working

Antibody @

Electrode ’
SPCE SPCE/PANI SPCE/PANI/AuNCs SPCE/PANI/AuNCs/Ab-HSA
(2) ® BSA (©
HSA Blocking
e Before Immunosensing ‘.ﬁ' HSA

& At A &

i After Immunosensing Ab-HSA

HSA Spiked
Sample Solution
—e

()

[m

Immunosensing SPCE/PANI/AuNCs

Frequency (Hz) /Ab-HSA/BSA

Figure 5. Schematic representation of the protocol for surface modification and immunosensing. SPCE:
Screen-printed carbon electrodes, PANI: polyailine, AuNCs: gold nanocrystals, HSA: human serum
albumin, Ab-HSA: anti-HAS, EIS: electrochemical impedance spectroscopy. (a) screen-printed working
electrode ; (b) polyaniline ; (c) Au nanocrystals (d) oxidized HSA antibody (e) BSA (g) the evolution of
impedance (g) HSA Reproduced with permission of [122], Copyright 2019, MDPL

Recently, the first immunosensors based on conducting polymer nanostructures using template
methods have been developed. For example, an immunosensor for the determination of
alpha-fetoprotein (AFP) was fabricated based on the three-dimensional macroporous polyaniline doped
with poly (sodium 4-styrene sulfonate) by using a hard-template method [123]. The 3D macroporous
PANI possessed large surface area, high conductivity and many functional groups, which allowed the
immobilization of anti-AFP. Based on differential pulse voltammetry measurements, the prepared AFP
immunosensor showed a wide linear range for AFP from 0.01 to 1000 pg/mL, with a detection limit of
3.7 fg/mL. Table 3 summarizes the performances of these conducting polymer-based immunosensors.

Table 3. Comparison of conducting polymer-based immunosensor performances.

Active Layer Target Detection Mode Linear Range Detection Limit Ref.

Polyaniline-poly(vinylsulfonic

acid) atrazine amperometry 0.12-5 uM 0.1 ug/L [118]
Polythiophene derivative . . .
(with—COOH groups) Carp vittelogenin impedometry 1-8 pg/L 0.42 ng/L [119]
Polypyrrole-polythionine neuron-specific enolase voltammetry 0.001-100 pg/mL 0.65 pg/mL [120]
Polypyrrole-polythionine carcinoma antigen-125 1-20 mM 0.0001-1000 U/mL 0.00125 U/mL [121]

voltammetry +
impedometry

voltammetry 0.01-1000 pg/L 3.7 fg/mL [123]

Polyaniline/Au nanocrystals ~ human serumalbumin 3-300 pug/mL 3 pug/mL [122]

Polyaniline-poly(sodium
styrene sulfonate)

4.3. Conducting Polymer-Based DNA Biosensors

There is a great interest in the development of easy-to-use DNA biosensors, since detection of
specific DNA sequences is of great importance in medical research and clinical diagnosis, in particular
for DNA diagnostics and gene analysis. DNA biosensors generally rely on the immobilization of a single
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stranded DNA (ssDNA) probe onto a surface to recognize its complementary DNA target sequence by
hybridization. Conducting polymers are frequently used for fabrication of DNA biosensors since the
immobilization of oligonucleotide (ODN) probes onto conducting polymers generally provides an
electrochemical response which allows a direct way to detect hybridization events.

Adsorption method for probe DNA immobilization into conducting polymers offers the simplest
methodology but suffers from poor stability and response if not properly optimized. One of the most
convincing studies using the adsorption method has been carried out by Dutta et al. who used few
layered MoS; nanosheets blended with conducting polyaniline to perform DNA sensing via differential
pulse voltammetry technique [124]. This biosensor worked well even at concentrations as low as
10715 M of target DNA and showed highly satisfactory results in case of serum samples. It is also
possible to use ODN entrapment in conducting polymer films even if this method is not the most
widely used in the area of DNA sensors since it can be difficult for the DNA target to access the
entrapped ODN. However, some works exist such as the one of Eguiluz et al. who entrapped an
ODN probe in a polypyrrole film during its electropolymerization, leading to a low detection limit of
Alicyclobacillus acidoterrestris DNA [125]. Another strategy was used by Tlili et al. who synthesized
a polypyrrole derivative to facilitate the covalent attachment of an ODN. Indeed, the copolymer
poly [3-acetic acid pyrrole, 3-N-hydroxyphthalimide pyrrole)] was electropolymerized, then a direct
chemical substitution of the leaving N-hydroxyphthalimide group by the oligonucleotide was realized
leading to the formation of amide bonds between the ODN probe bearing a terminal amino group on
its 5" phosphorylated position and the copolymer film [126]. The hybridization reactions with the DNA
complementary target and non-complementary target were then investigated by both amperometric
and impedimetric analyses which demonstrated a good sensitivity and low detection limit (1 pmol).

The elaboration of nanocomposites by combination of conducting polymers and metallic or carbon
materials can also be used to covalently attach ODN and enhance the response of DNA biosensors. Thus,
Wilson et al. fabricated a DNA biosensor in which a DNA labelled at 5’ end using 6-mercapto-1-hexhane
was covalently immobilized by the Au-thiol chemistry onto a PPy-PANI-Au film obtained by successive
chemical oxidation of PPy and PANI, followed by electrodeposition of gold [127]. This association of
conducting polymers with Au nanoparticles increased the conductivity and provided an enhancement
of the hybridization efficiency. Similarly, the electrochemical DNA hybridization sensing of bipolymer
polypyrrole and PEDOT functionalized with Ag nanoparticles has been investigated [128]. DNA labeled
at5’ end using 6-mercapto-1-hexhane was immobilized on the PPy-PEDOT-Ag surface, and the resulting
impedometric biosensor effectively allowed the detection of target DNA sequences with a wide dynamic
detection range and a low detection limit of 5.4 X 107> M. It is also possible to combine polymers
and carbon nanotubes as done by Xu et al. who prepared an impedometric DNA biosensor by
using a composite material of polypyrrole electropolymerized in the presence of carboxylic groups
ended multiwalled carbon nanotubes [129]. Amino group ended single-stranded DNA probe was
linked onto the PPy/MWNTs-COOH using carbodiimide for crosslinking amine and carboxylic acid
group. The PPy/MWNTs-COOH film exhibited a good electronic transfer property and a large specific
surface area and led to a high sensitivity and selectivity of this biosensor. In this work, PPy did not
consist in a film deposited on a substrate but it consisted of nanotubes. This is a recent trend to
use nanostructured polymers for biosensing applications and PANI nanotubes have also be used in
DNA biosensors [130] as well as PANI nanowires [131] or PANI nanofibers [132,133]. Chang et al.
prepared conducting polyaniline nanotubes to induce a signal enhancement compared to classical
polyaniline [130]. A PANI nanotube array with a highly organized structure was fabricated under a
well-controlled nanoscale dimension on a graphite electrode using a nanoporous layer as a template,
and 21-mer oligonucleotide probes were immobilized on these nanotubes. The electrochemical results
showed that the DNA biosensor detected the target oligonucleotide at a concentration as low as 1.0 fM.
In addition, this biosensor demonstrated good capability of differentiating the perfect matched target
ODN from one-nucleotide mismatched ODN even at a low concentration. Another electrochemical
DNA biosensor based on electrochemically fabricated polyaniline nanowires and methylene blue
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was used for DNA hybridization [131]. Nanowires of conducting polymers, with diameters in the
range from 80 to 100 nm, were directly synthesized through an electrochemical deposition procedure.
Oligonucleotides with phosphate groups at the 5’ end were covalently linked onto the amino groups
of polyaniline nanowires on the electrode. The hybridization events were monitored with differential
pulse voltammetry measurement using methylene blue as an indicator. The approach described here
can effectively discriminate complementary from non-complementary DNA sequence, with a detection
limit of 1.0 x 107! mol/L of complementary target, suggesting that the polyaniline nanowires hold
great promises for sensitive electrochemical biosensor applications. Du et al. have electrodeposited
reduced graphene oxide on polyaniline nanofibers, and the formed nanocomposites were applied
to bind ssDNA probe via the non-covalent assembly [132]. After the hybridization of ssDNA probe
with complementary DNA, the response of the biosensor changed obviously, and allowed selective
detection of the sequence-specific DNA of cauliflower mosaic virus gene with a detection limit of
3.2 x 10~ mol/L. Finally, polyaniline and graphene composite nanofibers (ranging from 90 to 360 nm
in diameter) were prepared by oxidative polymerization in the presence of a solution containing
poly(methyl vinyl ether-alt-maleic acid) (Figure 6). The composite nanofibers with an immobilized DNA
probe were used for the detection of Mycobacterium tuberculosis by using differential pulse voltammetry
method leading to a detection range of 107°~10~" M with the detection limit of 7.8 x 10~ M under
optimum conditions [133]. These results show that the composite nanofibers have a great potential in
a range of applications for DNA sensors. Table 4 summarizes the performances of these conducting
polymer-based DNA biosensors.

N

ﬁ GP + Aniline '

R

Immobilization \
i DNA probe )

WIS,
SOV

Hybridization target
DNA

Figure 6. Schematic illustration of the stepwise electrochemical fabrication process for DNA biosensor.
Reproduced with permission of [133], Copyright 2017, MDPL
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Table 4. Comparison of conducting polymer-based DNA biosensor performances.

Active Layer Detection Mode Linear Range DE::::,:) n Ref.
Polyaniline-MoS, voltammetry 10~15-10"° M 10715 M [124]
Polypyrrole-Au and Ag NPs voltammetry 7-150 nM 7nM [125]
pyrrole,3—N—p}$§1‘[§x;;;ttl}i;§$ide pyrrole)] impedometry 0.05-5.5nM 1pM [126]
Polypyrrole-Polyaniline— impedometry 10713-10"° M 10713 M [127]
Polypyrrole-PEDOT-Ag NP impedometry 10--1071 M 5x 107 M [128]
Polypyrrole-CNT-COOH impedometry 1071221077 M 5x10712M [129]
Polyaniline voltammetry 10~15-10"12 M 101> M [130]
Polyaniline-methylene blue voltammetry 10712210710 M 1072 M [131]
Polyaniline-graphene voltammetry 107131077 M 3x1074M [132]
Polyaniline-graphene voltammetry 1079-107° M 8§x 1077 M [133]

4.4. Conducting Polymer-Based Whole Cell Biosensors

Whole cells are more complex biological recognition elements than isolated components such
as enzymes, but they offer many advantages including low cost (no cost for isolation process),
less time consuming due to reduced processing, better resistance to pH and temperature. Therefore,
whole cells hold the promise of allowing significant progress in the field of cell-based electrochemical
biosensors having a wide range of applications in pharmacology, medicine, cell biology, toxicology,
and neuroscience [134].

Until now, conducting polymers have been mainly used as conductive scaffolds to enhance the
adhesion and proliferation of cells on substrates [135-138]. Thus, El-Said et al. electrodeposited a
film of conductive polyaniline on the ITO electrode of a cell-based chip which was used to measure
the cellular electrochemical properties of HeLa carcinoma cells and monitor the effects of different
anticancer drugs on the cell viability [137]. To go further and to develop interface electrical devices
with neural cells allowing long-term implantation, some research groups develop nanoelectrode arrays
incorporating nanostructured conducting polymers. For example, Nguyen-Vu et al. achieved the
culture of neural cells on electrodeposited vertically aligned polypyrrole nanoarrays that can serve as
a 3D interface between neural tissues and electronic biosensors [139]. In another study, polypyrrole
nanowires electrodeposited in highly ordered nanoporous alumina substrates were used to immobilize
cancer cells. These polypyrrole nanowires were found to exhibit better cell adhesion and proliferation
than traditional culture substrates showing the potential of biocompatible electroactive polymer for
both healthy and cancer cell cultures applications [140].

There are also a few examples of biosensors using both whole cells (mainly microbial cells)
and conductive polymers. Thus, a rapid and sensitive determination of glucose in biological
samples was performed using conducting polypyrrole and whole Aspergillus niger microbial cells,
rather than pure enzymes, as bioreceptors. The use of whole microbial cells enabled a reduction
in the cost of the biosensor and an improvement of the adaptability of the biosensor to adverse
conditions [141]. Another amperometric biosensor based on Gluconobacter oxydans whole cells and
electrodeposited poly(10-(4H-dithiyeno [3,2-b:2",3’-d]pyroll-4-il)decan-1-amine) was fabricated for the
detection of glucose and exhibited good analytical performances in terms of sensitivity and dynamic
range [142]. In another study, the same Gluconobacter oxydans whole cells were immobilized on an
electrodeposited poly(4,7-di(2,3)-dihydrothienol[3,4-b][1,4]dioxin-5-yl-benzo[1,2,5]thiadiazole) film
used to sense glucose since the respiratory activity of the cells was found to be directly proportional to
the glucose concentration [143]. Similar results were obtained with another glucose biosensor designed
by the same researchers and associating Gluconobacter oxydans whole cells with electrodeposited
poly(4-amino-N-(2,5-di(thiophen-2-yl)-1H-pyrrol-1-yl)benzamide) [144,145]. Furthermore, an efficient
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conductometric urea biosensor was fabricated which used the change in resistivity generated by an
increase of the pH due to the catalytic action of urease contained in the whole Brevibacterium ammoniagenes
cells previously immobilized in a polystyrene sulphonate—polyaniline (PSS-PANI) conducting
film [146].

4.5. Biosensors Based on Molecularly Imprinted Polymers

A new trend in the area of biosensors concerns the use of molecularly imprinted polymers (MIPs).
MIPs are biomimetic receptors that are synthetically prepared by polymerizing monomers in the
presence of the target analyte (used as a template). Upon template removal, this process generated a
three-dimensional polymer matrix that provides cavities (biomimetic receptors) with the correct size,
shape, and electrostatic environment to specifically interact with the molecular target.

Thus, the group of Ramanavicius electrodeposited a polypyrrole layer molecularly imprinted by
caffeine and studied its properties [147]. Using quartz crystal microbalance, they demonstrated
that the equilibrium of the interaction between the MIP and dissolved caffeine was shifted
towards the formation of MIP/caffeine complex while the equilibrium for the interaction of MIP
and theophylline was shifted towards dissociation of MIP/theophylline complex. Therefore,
the obtained MIP evidenced much higher selectivity towards caffeine in comparison with the selectivity
towards its homologue-theophylline. Additionally, an imprinted amperometric biosensor based on
polypyrrole-sulfonated graphene/hyaluronic acid-multiwalled carbon nanotubes was fabricated for
sensitive detection of tryptamine [148]. The biosensor was based on MIPs previously synthesized by
electropolymerization using tryptamine as the template, and para-aminobenzoic acid as the monomer.
The presence of the MIP induced an enhancement of the current response of the biosensor. The good
selectivity of the sensor allowed discrimination of tryptamine from interferents (tyramine, dopamine
and tryptophan). Another electrochemical sensor was developed for the recognition and detection
of epinephrine by combining a MIP, silica nanoparticles and multiwalled carbon nanotubes [149].
A molecular imprinted polypyrrole film was electropolymerized on the surface of a glassy carbon
electrode modified with silica nanoparticles and carbon nanotubes in the presence of epinephrine.
With the etching of silica nanoparticles, the obtained amperometric biosensor exhibited a multiporous
network structure which increased the efficiency of imprinted sites of the biosensor. The resulting
MIP-based biosensor showed high sensitivity, good selectivity and reproducibility for epinephrine
determination. Similarly, clopidol-imprinted polypyrrole films were electrochemically prepared on
screen printed carbon electrodes in aqueous solutions of pyrrole and clopidol [150]. The clopidol
template molecules were successfully trapped in the polypyrrole film where they created artificial
recognition sites. After extraction of the template, the polypyrrole film acted as a MIP for the specific
and selective recognition of clopidol. Using differential pulse voltammetry, the calibration curve of the
biosensor was found to be linear for a wide concentration range, sensitive, stable, and reproducible
without any influence of interferents existing in real samples. MIPs were also used to fabricate
immunosensors. For example, an AFP immunosensor based on polythionine and gold nanoparticles
coated by a polydopamine-AFP MIP was fabricated [151]. Indeed, a polydopamine-AFP complex
was electropolymerized on a polythionine/Au nanoparticles film, applying AFP as template and
dopamine as imprinted monomers. After elution, the specific cavities served to adsorb the target
molecules. Using differential pulse voltammetry detection, the peak current decreased with the
increase in concentration of AFP, and the linear response range of the biosensor was from 0.001 ng/mL
to 800 ng/mL with a low detection limit of 0.8 pg/mL. Another immunosensor based on a MIP was
developed to detect simultaneously prostate-specific antigen (PSA) and myoglobin (Myo) in human
serum and urine samples. Thus, target proteins were attached covalently to 3,3’-dithiodipropionic
acid di(N-hydroxysuccinimide ester) previously deposited on a gold substrate. The MIP was then
fabricated on this surface using acrylamide as monomer, N,N’-methylenebisacrylamide as a crosslinker,
and PSA and Myo as the templates, respectively [152]. After that, a nanocomposite was synthesized
based on the decorated magnetite nanoparticles with multi-walled carbon nanotubes, graphene oxide
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and specific antibody for PSA. The ability of proposed biosensor to detect PSA and Myo simultaneously
with high sensitivity and specificity offers an opportunity for a new generation of immunosensors.

5. Conclusions

This review presents an overview of the diverse strategies used for developing electrochemical
biosensors based on conducting polymers and outlines the significant advances in this field.
Indeed, conducting polymers have many advantages including their charge transport properties and
their chemical versatility that can be used to fabricate efficient biosensors through potentiometric,
amperometric, conductometric, voltametric and impedometric detection. Additionally, conductive
polymers with functional groups can be synthesized and used to facilitate the immobilization of
biorecognition molecules through covalent attachment which is the most commonly used method to
immobilize biomolecules, but adsorption or entrapment are also often used. As a result, conducting
polymers are now considered as good sensitive materials for the development of selective, specific,
and stable sensing devices. However, electrodeposited polymers still have many unexplored
possibilities, and so a lot of future research will probably be dedicated to the development of
new polymer-based biosensors. Another promising way for the future is the nanostructuration of
electrodeposited polymers since the electrosynthesis of polymer nanowires or nanotubes recently led
to strong improvements in the sensing properties of conducting polymers. In addition, the landscape
for hybrid conducting polymer systems combining polymers and conducting inorganic materials,
especially metallic nanoparticles and carbon nanomaterials, is rich in potential with numerous
promising materials, each with their own chemical, electrical and physical properties, yet to be explored
for biosensing.
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