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Abstract: Scientific and technological innovation is increasingly playing a role for promoting the
transition towards a circular economy and sustainable development. Thanks to its dual function
of harvesting energy from waste and cleaning up waste from organic pollutants, microbial fuel
cells (MFCs) provide a revolutionary answer to the global environmental challenges. Yet, one key
factor that limits the implementation of larger scale MFCs is the high cost and low durability of
current electrode materials, owing to the use of platinum at the cathode side. To address this issue,
the scientific community has devoted its research efforts for identifying innovative and low cost
materials and components to assemble lab-scale MFC prototypes, fed with wastewaters of different
nature. This review work summarizes the state-of the-art of developing platinum group metal-free
(PGM-free) catalysts for applications at the cathode side of MFCs. We address how different catalyst
families boost oxygen reduction reaction (ORR) in neutral pH, as result of an interplay between
surface chemistry and morphology on the efficiency of ORR active sites. We particularly review the
properties, performance, and applicability of metal-free carbon-based materials, molecular catalysts
based on metal macrocycles supported on carbon nanostructures, M-N-C catalysts activated via
pyrolysis, metal oxide-based catalysts, and enzyme catalysts. We finally discuss recent progress on
MFC cathode design, providing a guidance for improving cathode activity and stability under MFC
operating conditions.

Keywords: bioelectrocatalysis; carbon nanostructures; microbial fuel cells; oxygen reduction reaction;
platinum group metal-free electrodes

1. Introduction

The recent shortage of fossil fuels and significant influences of global warming warrant the
need for eco-friendly sources of energy. Bioelectrochemical systems (BESs) have been known as
the modern technology to harvest clean energy from wastewater and biomass, through the direct
conversion of chemical energy stored in the organic matter present in wastewater into electricity, using
the metabolism of microorganisms as a catalyst without any environmental pollution [1]. In the last
decade, the efforts of the scientific community allowed improving the principles of operation and
energy efficiency of this technology, followed by a reduction of costs of materials and components [2,3].

Among the various types of BESs, greater attention has been focused on microbial fuel cells and
enzymatic fuel cells owing to their multifunction field that combines biotic catalytic redox activity with
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conventional abiotic electrochemical reactions [4,5]. In these devices, microorganisms are responsible
for catalyzing the electrochemical reactions and give a level of complexity in energy storage as compared
with conventional electrochemical systems [6,7]. From this point, there is an increased interest in
improving all components of BESs towards a future expansion in large scale production with high
energy performance and green environmental impact [8,9]. Recent advances in microbial fuel cells
have increased power production by optimizing the different microbial fuel cells components, such
as using carbon and non-noble metals materials at both cathode and anode [10-12], improving cell
architecture and configurations [13], and tuning the electrolyte chemistry [14-16].

However, this system still needs to achieve high performance in terms of power, activity,
and long-time stability for practical applications, and the costs of the components need to be reduced [17].
On the cathode side, the oxygen reduction is one of the major challenges to be overcome, owing
to the need for a high efficiency catalyst that permits a conversion of oxygen to water involving a
four-electron pathway and desirable long-term stability [18]. In this context, many studies have been
addressed to develop different types of catalysts based on platinum-group-metal-free (PGM-free) and
metal-free catalysts to replace PGM-based materials [6,19-23].

In this review, we consider several aspects of the BES technology, with a special emphasis on the
challenges and constraints for technology development. Among the different BES types, microbial fuel
cells will be extensively discussed, including the most recent progress to enhance oxygen reduction
reaction at the cathode side of air cathode microbial fuel cells. Much attention will be devoted to
catalysts based on metal-free carbon-based materials, molecular catalysts based on metal macrocycles
supported on carbon nanostructures, M-N-C catalysts activated via pyrolysis, metal oxide-based
catalysts, and enzyme catalysts. We finally discuss recent progress on microbial fuel cell cathode
design, providing a guidance for improving cathode activity and stability under microbial fuel cell
operating conditions.

2. Main Types of Bioelectrochemical Systems

Bioelectrochemical systems (BESs) link a microbial metabolism to an electrochemical system
and have a variety of different configurations and potential applications. All BESs have in common
microorganisms as catalyst in the anode side, which transfer electrons via direct interface between
biological systems and electrical circuits. By diversifying the reaction at the cathode side, several
applications have been developed by utilizing this in situ current, such as direct power generation
(enzymatic fuel cell (EFC) and microbial fuel cells (MFCs)), high added-value chemical production
(microbial electrolysis cells (MECs) or microbial electrosynthesis (MES)), or water desalination (microbial
desalination cells (MDCs)) [23].

In terms of sustainable energy harvesting, enzymatic fuel cells, microbial fuel cells, and microbial
electrolysis cell are the most appropriate and promising BES types.

2.1. Enzymatic Fuel Cells

For all living systems, enzymes are of paramount importance because they are involved in several
biochemical reactions taking place in living systems. Generally speaking, enzymes increase the reaction
rate by a factor up to 10 as compared with an uncatalyzed reaction. A variety of organic and inorganic
materials are oxidized through oxidizing enzymes or reduced by reducing enzymes obtaining electrical
energy or high-value chemicals. As illustrated in Figure 1, enzymatic fuel cells (EFCs) directly convert
chemical into electrical energy using enzymes as catalysts. The frequently used enzymes for anodic
reaction are the enzyme family of oxidases and dehydrogenases [24-27]. Both enzyme families remove
electrons from the substrates (glucose, alcohols, alanine, and so on) and transfer them to the anode
electrode. One drawback of the oxidase family, however, is converting O, to toxic HyO, as one of
the final enzymatic products and lowering the O, level in the solution. On the other hand, use of
dehydrogenases, which do not consume Oy, in EFC has thus received increasing attention recently.
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Figure 1. Schematics of an enzymatic fuel cell (EFC).

The most used enzymes for cathodic reaction are the enzyme family of multi-copper oxidases
(MCOs) including bilirubin oxidase, copper efflux oxidase, and laccase [28-31]. For example, bilirubin
oxidase catalyzes the oxidation of bilirubin to biliverdin and, concomitantly, four-electron reduction of
O, to H,O (direct pathway) after receiving electrons from the cathode electrode.

Likewise, MCOs catalyze the direct pathway of O, reduction transferring electrons from the
cathode to O, molecule. For improving electron transfer, the following two methods were extensively
investigated: direct electron transfer (DET) and mediated electron transfer (MET). In the DET method,
electron transfer occurs directly between enzyme and electrodes. Accordingly, the enzyme active
site is close enough to the electrode surface because of the DET rate decreasing exponentially with
the distance. In addition, a correct orientation of enzyme is required to maintain the active site of
the enzyme at the distance to achieve DET. This is because the active site of most redox enzymes is
deeply buried within the protein matrix, which acts as insulator and will prevent DET. Over 1400 redox
enzymes are known, but less than a hundred enzymes work in DET mode due to severe constraints.
Conducting nanofibers like carbon nanotubes (CNTs) can enhance DET because their diameters range
from a few to several tens of nanometers with length up to micrometers scale to facilitate electron
transfer between enzymes to electrode [32,33].

As anode catalyst enzymes, glucose oxidase, fructose dehydrogenase, and cellobiose
dehydrogenase have been known to incur DET. On the other hand, as cathode catalyst enzymes,
the MOCs families of laccase and bilirubin oxidase have been investigated extensively on their DET
properties when they catalyze the reduction of O, to H,O coupled to the enzymatic oxidation of
corresponding substrates [28]. One important point of DET-type EFC is that the output voltage is
controlled by the redox potential of enzyme’s active site, which electrically communicates with each
electrode, and accordingly, a set of a cathodic enzymes with a negative redox potential and an anodic
enzyme with positive redox potential is preferable. In the MET method, additional redox active
compounds such as ferrocene derivatives, 2, 2’ -azinobis(3 ethylbenzothiazolin-6-sulfronate (ABTS),
and cyano-metal complexes ([Fe(CN)s >4, [Os(CN)s >4, [W(CN)s]* 74, and [Mo(CN)g]*/4~) are
used as a diffusive redox mediator to shuttle electrons between the active site of enzymes and electrode
surface [26,34-37]. In this case, the enzyme catalyzes the oxidation or reduction of the mediator, which
is regenerated on the electrode. Thus, the mediator must have chemically stable oxidized and reduced
forms [38].

Redox polymers have been also extensively used as non-diffusive mediators that are attached
along with enzymes and on electrodes [39,40]. Polymer structures such as are polyvinylimidazole,
polyallylamine, and polyvinylpyridine as the backbone and osmium or ruthenium complexes as the
redox centers have been widely investigated. To improve the catalytic efficiency of redox polymer,
the electron-hopping along the chain or between the chains is a key factor. Most of enzymes are not
able to perform a DET process, while many EFC systems use the MET method. It is notable that a
large increase in current density can be obtained by MET, but an unavoidable thermodynamic loss is
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incurred; in fact, the mediators require a potential shift from that of the enzyme’s active site to induce
electron transfer.

One of the major drawbacks of EFCs is limited long-term stability, which is caused by denaturation
or conformational change of enzymes. The immobilized enzymes on an electrode can be active for
a few weeks, but it is still short as a part of real application devices [41]. Significant progresses
on the lifetime extension have been made by encapsulation of the enzyme in micelles or polymer
layer, which physically confines the enzymes to prevent denaturation [42], or utilizing the enzymes
from thermophillic microorganisms, which are more stable under a wide range of experimental
conditions [43].

2.2. Microbial Fuel Cells (MFCs)

Differently from EFCs, MFCs directly convert chemical into electrical energy using microorganisms
as catalysts, which can either be located in both the anode and cathode, or only the anode or only the
cathode [4]. There are several designs of MFC currently being used, dual or two-chamber MFC and
single chamber MFC (Figure 2).

Organic

N Nanocatalyst

7o
o H Cathode

Proton Exchange Membrane

Figure 2. Schematic diagram of a two-chamber microbial fuel cell (MFC) (A) and a single-chamber
MEC (B).

A two-chamber MFC generally consists of an anode (in this case, a bio-anode, where the microbes
act as catalysts), a cathode (also called the air cathode, as it has direct contact with the oxygen in the
atmosphere), and an electrolyte (such as a polymer membrane). Exoelectrogen microorganisms (i.e.,
having the capability to transfer electrons extracellularly) can be in one or both compartments to degrade
organic matter (called substrates) via their metabolisms (Figure 2A). Then, electrons are produced at
the anode and transferred through an external circuit to the cathode, while a charge balancing number
of cations and anions are transferred between the anode and cathode. A single-chamber MFC contains
only one vessel in which both anode and cathode electrodes reside, and substrate is filled into the
vessel (Figure 2B). A single-chamber MFC was first demonstrated by Zeikus and Park, who developed
an Fe3* graphite cathode with an internal proton-permeable porcelain layer [44,45]. Years later, Liu
and Logan assembled an oxygen-permeable air cathode membrane suitable for single-chamber MFCs,
and these cell configurations are now the most widely used. In this system, cathode catalysts (i.e.,
platinum or platinum group metal catalysts) are supported on a carbon-cloth electrode and are in direct
contact with an electrolyte. An air-cathode system can also be equipped with a polymer membrane, to
avoid electrolyte leakages through the cathode promoted by hydrostatic pressure. Electrolyte leakages
can also be minimized by applying coatings, such as polytetrafluoroethylene (PTFE), to the outside of
the cathode (diffusion layer), allowing oxygen diffusion, but limiting bulk water loss [46]. On the other
hand, oxygen diffusion into the anode chamber needs to be controlled, for the use of oxygen as final
acceptor of microbial metabolism in the anode chamber leads to a decrease of Coulombic efficiency,
which is defined as the fraction of electrons recovered as the current versus maximum recovery.
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3. Oxygen Reduction Reaction at the Cathode Side of MFCs: Electrode Kinetics
and Electrocatalysis

MFC performance still needs to be improved for practical applications, as the costs of the materials
are high. Related to the prototype costs, the cathode accounts for about 50% of the total cost of
the cell, owing to the use of expensive catalysts for accelerating the sluggish kinetics of the oxygen
reduction [47,48].

Oxygen as a final electron acceptor in an air-cathode MFC is an ideal choice, but the high activation
energy (498 k] mol~!) to break the O=0 bond requires the use of a catalyst [49]. The nature of the
catalyst and the operating conditions, such as pH, affect oxygen reduction reaction (ORR) pathways;
indeed, ORR occurs as a multi-step reaction via either a four-electron pathway or a two-electron
pathway [50], as illustrated in Table 1. To gain maximum energy from the reaction, the catalyst should
support a mechanism involving a direct four-electron pathway or involving two steps of a two-electron
pathway; by contrast, the peroxide production should be avoided, for it causes a decrease of voltage
efficiency in terms of operating potential and promotes degradation of fuel cell components [50,51].

Table 1. Oxygen reduction reaction (ORR) mechanisms in acidic and alkaline media.

pH Pathway Reactions E° vs. RHE!
<7 Direct four-electron Oy +4H* + 4~ —» 2 H,0 1.230
<7 two-electron O, +2H" + 2™ —» Hy,O, 0.695
<7 - H,O0, + 2H* + 2~ — 2 H,O 1.776
>7 Direct four-electron O; +2H;0 +4e~ -4 0OH™ 1.230
>7 two-electron O, + H,O + 2~ - H,O™ + OH™ 0.695
>7 - H,O™ + H,O + 2e™ 90OH™ 1.776

1 RHE: reversible hydrogen electrode.

The oxygen reduction kinetics on various electrocatalysts was investigated using a rotating
ring-disk electrode (RRDE) and rotating disk electrode (RDE) setup to measure current density,
and overpotential for ORR.

Insights on ORR mechanisms have been achieved by evaluating the number of electrons exchanged
during the reaction, and such a number is generally evaluated or calculated using two different
approaches [52,53].

By applying the Koutecky-Levich (K-L) theory, it is possible to separate kinetic and diffusional
contributions to the measured current through Equation (1):

1 — l + l — l + 1 (1)
I Ik I Ik 062nFAD?/3)1/6Ce!/?

where I is the measured current and I and Iy, are the kinetic-limited and mass transfer-limited current,
respectively. As also indicated in Equation (1), I1, is proportional to the square root of angular velocity
(w) of the RDE, through the Faraday constant (F), the electrode area (A), the diffusion coefficient of the
reactant (D), the kinematic viscosity of the electrolyte (v), and the concentration of the reactant in the
bulk electrolyte (C). From here, the electron number (n) can be deduced from the slope of the linear
plot of the inverse of current (i~!) versus the inverse of the square root of the electrode rotation rate
(w™2), named the Koutecky-Levich plot [53,54].

Although the K-L theory is fine, previous reports explicitly indicated that the K-L method is
not suitable to determine n for the ORR either theoretically or experimentally [55]. It is generally
considered more appropriate and less speculative to evaluate the number of electrons transferred in
ORR by RRDE tests [56].
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With the RRDE setup, hydrogen peroxide produced during ORR is oxidized at a Pt ring, and by
separately measuring the ring and disk current, it is possible to quantify the hydrogen peroxide yield
(Equation (2)):

200 x T
%H,0, = — - (2)

Lyisk + R

where N is the collection efficiency (theorical number related to the electrode).
The number of electrons transferred (n) can be thus calculated from Equation (3):
I .
4x
N
n= Irinq (3)
Laisk + &

Detailed studies using either the RDE or RRDE technique have demonstrated the role of pH in
affecting ORR mechanisms. An investigation of ORR mechanisms on Pt and non-Pt surfaces indicated
that, in an acidic environment, the adsorption of hydroxide species, resulting from water activation,
inhibits O, adsorption on active sites. Differently, in an alkaline environment, the adsorption of hydroxide
species, resulting from a specific adsorption of OH groups, not only inhibits O, adsorption (as in the
case of Ph <7), but also favors an outer-sphere electron transfer mechanism, leading to peroxide as the
product [56]. The absence of this outer-sphere mechanism at pH <7 imposes the need for using ORR
electrocatalysts based on Pt, while the use of non-Pt surfaces in alkaline media allowed achieving high
ORR performance. By tuning the surface chemistry and morphology of non-noble metal catalyst surfaces,
it is possible to boost the inner-sphere electron transfer mechanism in alkaline media by favoring the
O, adsorption and promoting a four-electron transfer process. Atanassov et al. studied the role of pH
on ORR at the surface of Fe-based catalysts, and found the occurrence of a mechanism shift that takes
place at pH = 7, resulting from variations in the structure of the electrical double-layer structure and
the reaction mechanism [57]. By analyzing the changes in kinetic current density and the number of
electrons exchanged, it was possible to conclude that ORR is faster in an acidic environment, thanks
to a solely inner-sphere electron transfer process, which leads to a four-electron mechanism; at pH =7,
this mechanism shifts to contributions from both inner and outer-sphere electron transfer mechanisms,
leading to a decrease in the number of electrons exchanged from 3.77 at pH = 1 to 2.38 at pH = 13.7.

Double layer capacitance (Cdl) and specific capacitance (Cs) are important parameters related
to the structure of the electrical double layer and the surface area of the electrode [58], and they are
usually evaluated to get insights on the effect of the catalyst on ORR. Cdl values can be obtained from
cyclic voltammetry (CV) measurements in Nj-saturated electrolytes, in the absence of any faradic
process. Cdl is thus estimated by plotting the current as a function of potential scan rate (v) at a fixed
overpotential in the region where mostly a capacitive behaviour takes place, with Cdl being the slope
of the linear regression line (Equation (4)).

1= Cdl xv @)

The specific capacitance (Cs) can be also estimated by integrating CV curves in an Nj-saturated
atmosphere, in an E;—E; potential window, as indicated in Equation (5) [59]:

E
Cs— f “i(E)dE = 2(Es - Ey)mv 5)
Ey

where Cs is the specific capacitance, E; and E, are the cut-off potentials in cyclic voltammetry, i(E) is
the measured current, m is the mass of catalyst on the electrode surface, and v is the potential scan rate.

Complementarily to electrochemical characterization, other analytic methods, as X-ray absorption
spectroscopy, Mossbauer spectroscopy, X-ray photoelectron spectroscopy (XPS), and Raman
spectroscopy, provide information about the catalyst surface chemistry and structural defects,
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respectively. Moreover, Brunauer-Emmett-Teller (BET) surface area analysis, scanning electron
microscopy (SEM), atomic force microscopy, and transmission electron microscopy (TEM) allow
achieving insights into catalyst morphology. This combined characterization allows evaluating catalyst
performance by simulating operational conditions and selecting the best catalyst material for test in a
complete system [60-62].

Platinum nanoparticles supported on high surface area carbon (Pt/C) still represent the
state-of-the-art catalyst to drive oxygen reduction through a direct 4™ mechanism at the cathode
side of BESs. However, the high cost of platinum and limited resources hinders practical application
in BESs, beyond its low long-term durability owing to the poisoning [63,64]. Therefore, finding
alternative catalysts to replace Pt-based catalysts is indispensable for scaling up MFC technology in
waste treatment scenarios and energy recovery [20,22]. Several methods have been developed for
producing catalyst materials as an alternative to platinum-metal-group (PGM). Materials obtained by
combining nanostructured carbon and non-precious transition metals, recently classified as PGM-free
catalysts, are the best candidate to replace expensive PGMs.

4. Oxygen Reducing Catalysts Based on Platinum Group Metal-Free Materials

PGM-free catalysts are mostly based on a nitrogen-containing carbon matrix with atomically
dispersed particles of a transition metal such as iron, manganese, cobalt, and nickel [65-67]. Carbon
substrates include graphene, graphene oxide, carbon black, carbon nanotubes, carbon nanofibers,
and biochar. Heteroatom-doping with nitrogen, phosphorus, and sulphur allows introducing defects on
a graphitic-like structure. Artyushkova et al. have shown that a direct four-electron transfer mechanism
only occurs in the case of transition metal coordinated with nitrogen; otherwise, the mechanism involves
2 X 2-electron transfer [68].

Among PGM-free catalysts, M-N-C (metal-nitrogen-carbon) [63], TMO (transition metal oxide) [69],
and activated carbon (metal-free) catalysts [70] can be considered the most representative of the series
of best performing materials. Figure 3 schematically represent the three classes of PGM-free catalysts,
which will be reviewed and discussed in detail below.

M-Free

Figure 3. Schematic illustration of M-N-C catalysts, transition metal oxide (TMO) catalysts, and activated
carbon catalysts, with typical scanning electron microscopy (SEM) images. PGM, platinum group metal.

4.1. Transition Metal-Nitrogen-Carbon (M-N-C) Catalysts

Transition metal-nitrogen-carbon (M-N-C) catalysts are obtained by combining different sources of
a transition metal, nitrogen, and carbon. They can be easily synthetized using inexpensive precursors,
as a different carbon substrate, nitrogen-containing compounds, organic polymers, and transition
metal sources [55].
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4.1.1. Pyrolyzed Catalysts

Pyrolyzed catalysts can be easily synthesized by combining transition metal salts, nitrogen-rich
organic precursors, and carbon sources followed by pyrolysis steps. Among the different transition
metals, iron has received much attention owing to its low environmental impact and high ORR
activity. The efficiency of active sites in Fe-N-C catalysts is ascribed to Fe-Ny structures (where the
central iron cation is coordinated to x nitrogen atoms (x~4)), which directly catalyze the reduction of
molecular oxygen to water via the four-electron mechanism. Previous investigations based on >’ Fe
Mgossbauer spectroscopy, X-ray absorption spectroscopy, and density functional theory on Fe-N-C
electrocatalysts identified FeNx moieties mainly in Fe(II) low-spin and Fe(III) high-spin states [71-74].
The temperature of pyrolysis is crucial for Fe-N coordination and catalytic stability; metal-nitrogen
coordination improves up to 600-700 °C, while a higher temperature may cause a detrimental effect,
as previous reported [75,76]. In addition, iron content is also as key factor to tune ORR activity.
While a low iron content in the precursors results in a low density of FeNy sites, a high Fe content
leads to clustering of Fe atoms and causes the formation of inactive Fe clusters and/or nanoparticles,
as demonstrated by advanced electron microscopy studies [77].

Surface area and porosity of the F-N-C catalysts is also of paramount importance to boost ORR
activity. Highly porous 3D hierarchical Fe-N4 composites have demonstrated good activity in terms of
oxygen reduction and long-term stability thanks to the synergistic effect of the high concentration of
active sites and a porous 3D hierarchical structure, which favours mass transfer [78-80]. Moreover,
Chen et al. have proposed a highly porous 3D Fe-N-C catalyst based on single-metal-site zeolitic
imidazolate framework with ORR activity as high as that of current state-of-the-art Pt/C taken as
control [81]. In fact, the use of multiple-step annealing high-temperature treatments on metal organic
frameworks leads to catalyst with good conductivity, avoiding agglomerations of carbon matrix [82].

Along with iron salts, iron macrocycles such as iron phthalocyanines (FePc) have been explored
as iron sources, as a self-supported catalyst and/or a simultaneous source of carbon, nitrogen, and iron.
Thanks to the composition of these metal macrocycles, it is possible to obtain a catalyst with high
surface area and high active site density [83-85].

Zhang et al. showed that Fe(II)Pc supported on carbon black exhibits high performance toward
ORR owing to the interaction of catalyst with support, which modulates electronic properties through
the delocalized m-electron cloud [86]. Many studies have been performed to elucidate the role of
supporting FePc on graphene, graphene oxide, and nitrogen-doped graphene; by tuning the surface
chemistry and morphology of the support, it is possible to promote metal stabilization through m—m
interaction, resulting in good ORR activity and durability in neutral media [87-91]. Osmieri et al. have
developed different pyrolyzed MePc (Me = Fe, Co, Mn, and Zn) as ORR catalysts. As compared with
cobalt, copper, and zinc, iron showed a superior catalytic activity towards ORR performance involving
a direct four-electron transfer mechanism [92]. In addition, through a hard template method as a
synthesis strategy, ORR catalytic activity can be further enhanced [83,84].

As far as nitrogen sources are concerned, Santoro et al. presented a variety of electrochemical
studies of Fe-N-C catalysts obtained using different nitrogen-rich organic precursors, including
benzimidazole and nicosamide. The obtained catalysts have shown a very high catalytic activity
toward ORR in neutral media, involving a very close to four-electron transfer during ex situ experiments
and in microbial fuel cells devices [21,93-95].

Table 2 shows a summary of the MFC performance (power density) of M-N-C catalysts obtained
by different sources of carbon, iron, and nitrogen, and different pyrolysis treatments.
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Table 2. Summary of the microbial fuel cell (MFC) performance (power density, PD) of M-N-C catalysts
obtained by different sources of carbon, iron, and nitrogen, and different pyrolysis treatments.

Nitrogen

Carbon Source Iron Source S Pyrolysis T PD Ref.
ource
Benzimidazole, Benzimidazole, o _

Aminobenzimidazole Fe(NO3)3 Aminobenzimidazole 900°C 1620 mWm™ [95]
Ketjen Black Cngg\pr NHs ) 700 °C 590 mWm™2 [96]
Aminoantipyrine Fe(NO3)3 Aminoantipyrine 950 °C 2510 mWm ™2 [97]
Graphene Fe, O3 Pyrrole 600 °C 1380 mWm™2 [98]
Activated carbon FeClj Chitosan 800 °C 2400 mWm2 [99]
Graphene oxide Fe,O3 BNNSls 550 °C 1673 mWm™2 [100]
2-methylimidazole FeCl, 2-methylimidazole 800 °C 4335 mWm™2 [101]
Aminoantipyrine Fe(NO3)3 Aminoantipyrine 950 °C 1300 mWm™2 [102]
Nicarbazin Fe(NO3); Nggf)(ag;’m 900 °C 1850 mWm~2 [103]
Activated carbon Fe(I)Pc Fe(II)Pc 900 °C 1092 mWm~2 [104]
Phenolic resin Fe(Il)Pc Fe(II)Pc 600 °C 330 mWm™2 [75]
Activated carbon Fe(Il)Pc Fe(Il)Pc 400-1000 °C 120 mWm™2 [76]

Ricobendazole, Fe(NO Ricobendazole, 975 °C o 1
niclosamide e(NOs)3 niclosamide 2510 mWm [(21]

1 BNNS: Boron nitride nanosheets.

4.1.2. Molecular Catalysts

Along with energy conversion, ORR is also essential for life processes, such as biological respiration.
Because this reaction is catalyzed by iron porphyrins in cytochromes, mimicking the efficiency of
biological systems has inspired the current research on ORR catalysts towards the use of metal
complexes of porphyrinoids. Since the first demonstration that cobalt phthalocyanines can reduce
molecular oxygen [105], different metal complexes of phthalocyanines, porphyrins, and corroles have
been investigated as catalysts in ORR [106-109].

Electrocatalysis of ORR at the surface of molecular catalysts is generally controlled by the metal
center and ligand interactions [110,111].

Among the different metal macrocycles, Fe-N, systems supported on carbon materials have shown
a good performance for oxygen reduction in air-cathode MFC [112]. The intrinsic activity of Fe-Ny
sites is beneficial to ORR through the synergistic effects between Fe-N4 moieties and their interaction
with carbon support [113]. Catalytic activity is not only the result of the Fe-N4 complex interaction, but
also carbon substrate properties, such as the adjustable surface area and chemical structure, which are
crucial to keep the macrocycle structure open, avoiding the aggregation phenomena, and consequently
providing a high density of active sites for the oxygen reduction. Interestingly, the development of
Fe-Ny catalyst involves low cost synthesis processes, contributing to reducing the overall MFC cost.
Oliveira et al. have shown a high performing electrocatalyst in a single chamber microbial fuel cell with
a maximum power density of 295 mWm™2. The catalyst was obtained by electrochemical exfoliation of
graphite to produce graphene oxide as substrate to support an FePc macrocycle [20]. Successively,
the same research group have improved the activity of graphene oxide support by adding nitrogen
functionalities via a single step nitrogen doping solution process. They have demonstrated that the
catalyst has not only high catalytic activity, but also a long lifetime [63]. In fact, FePc supported on
graphene oxide is stabilized through m-stacking, allowing comparable activity and higher long-term
stability as compared with the Pt/C catalyst [20,114].

Yang et al. have used multi-wall carbon nanotubes (MWNTSs) to support FePc. The hybrid
catalyst with a well-defined nanostructure achieved a power density of 185 mWm™2, and excellent
durability, suggesting that the Fe-N4 on MWNTs significantly changes the geometry and electronic
structure of the Fe-complex, owing to 7—m interactions [115]. Chung et al. added the relevance of
synthesis temperature to the study of molecular catalysts. A low-temperature annealing treatment was
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found to be suitable for maintaining the Fe-N-C structure in contact with carbon nanoribbons. Indeed,
this two-dimensional catalyst showed higher ORR activity than the Pt/C catalyst [80].

The effect of the type of carbon support on the catalytic activity of FePc was also investigated [116,117].
The content of pyridinic nitrogen on the carbon structure was identified as an important parameter to
boost ORR [118]. By supporting FePc on either carbon black or carbon black pearls, oxygen reduction to
water involves a mechanism of four-electron transfer [119]. When assembled at the cathode side in an
MEC device, long-term operation depends on cathode morphology, which can be tuned by hot pressing.
The optimized cathode allowed achieving a power density of 206 mWm ™2, higher than that of the Pt/C
cathode after 100 days of MFC operation [64].

There are still open issues that need to be addressed before the widespread application of
molecular catalysts in energy conversion devices, such as durability and reaction kinetics. In fact,
molecular catalysts, in their intrinsic nonpyrolyzed form, have shown lower activity and stability as
compared with the corresponding pyrolyzed form, but the improvement made recently supports their
applicability. This is particularly evident for microbial fuel cells, where the operating conditions are
mild (circumneutral pH and room temperature) and the reduction of materials cost is mandatory to
support the sustainability of this technology. In fact, avoiding any pyrolysis step allows not only a
higher control on the active site structure, but also a cost reduction for materials synthesis.

Figure 4 summarizes the power density performance of different molecular catalysts based
on iron supported on different carbon substrates assembled at the cathode side of MFC devices.
In particular, Figure 4A schematically shows ORR at the surface of a molecular catalyst, Figure 4B
shows the polarization and power density curves of an MFC equipped with a typical Fe-N-C at the
cathode side, and Figure 4C shows the different MFC performance of Fe-N-C molecular catalysts
in terms of maximum power density. All the catalysts shown in Figure 4C have high activity in a
neutral environment, FePc on BP(NH3), CTNs, and polyindole(PID)/CTNs allow achieving the highest
power densities.
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Figure 4. (A) Schematics of oxygen reduction reaction (ORR) at the surface of a molecular catalyst;
(B) polarization and power density curves of FePc on N-doped graphene oxide in a single-chamber
MEFC; (C) MEC performance (maximum power density) of different types of molecular catalysts.

4.2. Transition Metal Oxides (TMOs)

Among PGM-free catalysts, transition metal oxides have also been exploited for oxygen reduction
reaction in MFC devices. It is owing to their properties such as structural diversity, electrochemical
activity, and ease of doping. In addition, TMOs can be combined with conductive carbon materials as
an approach to improve the electronic conductivity of the catalyst. Hannah Osgood and co-workers
have synthesized different TMOs (Fe?*/3*, Co?*/3*, Mn®**/4*, and Ni**/**) and evaluated the effect of
structure on ORR activity [120]. Electrochemical conductivity has been also identified as a key factor to
enhance ORR performance. Along combining TMOs with carbon support, electrical conductivity can be
improved by introducing defects in the matrix (dopants or electronic structures) [121]. The importance of
crystallite size and morphology on ORR performance was discussed by Goswami et al., studying cobalt
oxides, copper oxides, manganese oxides, and iron oxides combined with different types of conductive
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materials like carbon nanotubes, carbon nanofibers, mesoporous carbon, and graphene [122]. Sun and
co-workers developed different TMOs (FeOx, MnOx, and CoOx) on graphene oxide, demonstrating that
ORR performance and mechanisms are structure-dependent [123]. Seonghee et al. have synthetized
three N-doped carbon/TMO (Fe, Co, Ni) catalysts by the plasma process and studied its electrochemical
behaviour toward ORR. The catalyst containing iron oxide exhibited the best catalytic activity, and this
can be attributed to the coordination of Fe cations with graphitic nitrogen and pyridinic nitrogen,
increasing oxygen reduction activity [124]. A nanocomposite catalyst based on cobalt oxide and
nitrogen-doped graphene was also prepared and assembled at the cathode side of an MFC. The catalyst
had long-term stability in neutral electrolyte and achieved a power density of 1340 mWm~2, very close
to that achieved with Pt/C assembled on air-cathode MFC [125].

Among the different TMOs, manganese oxides have received much attention from the scientific
community. MnO, with a cryptomelane-type octahedral molecular sieve (OMS-2) structure was
assembled at the cathode side of an MFC, exhibiting good catalytic performance towards oxygen
reduction reaction (ORR) with a power density of 165 mWm~2 [126]. a«-MnO, nanorods supported on
N-doped reduced graphene were also obtained via the hydrothermal method involving only one step
of synthesis. The prepared catalyst showed an electrochemical performance producing a maximum
power density of 135 mWm~2 in MFCs [127]. In addition, multivalent MnOx supported on two
different hybrid carbon materials, as nitrogen-doped carbon and reduced graphene oxide, was also
prepared and characterized. The catalytic activity toward oxygen reduction in neutral media was
higher for MnOx supported on N-doped carbon than reduced graphene oxide owing to the interplay of
surface chemistry and morphology of the resulting composite catalyst. Additionally, the catalyst has a
high performance when assembled in an MFC cathode, with a power density maximum of 467 mWm2,
higher than Pt/C as the control [128]. A bimetallic Fe-Mn oxide supported on graphene oxide and
carbon Vulcan was also proposed, obtaining a very good catalytic activity of oxygen reduction to water
in a microbial fuel cell with a power density of 450 mWm~2 [129]. Huang and co-workers proposed a
CoFeyO, onto N-doped graphene oxide as catalyst with a very large surface area and low resistance
with a direct four-electron transfer during the oxygen reduction. MFC cathode modified with CoFe,O,
onto N-doped graphene oxide produced a power of 1771 mWm~2, demonstrating promising practical
application in prototypes [130]. Bukitt and collaborators developed an FePc-MnOx on carbon Cabot
composite catalyst and demonstrated the high oxygen reduction performance in neutral media. In an
air-cathode MFC, the catalyst achieved 143 mWm~2, higher than bare FePc on carbon Cabot as catalyst.
This affect was attributed to the ability of bimetallic-TMO of decreasing hydrogen peroxide production,
thus avoiding the poisoning of MnOx during ORR [131].

Figure 5 shows a schematic of a carbon supported MnOx-based catalyst and performance (in terms
of peak power density) of different type of TMO catalysts in air-cathode MFC devices.
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Figure 5. Schematics of a carbon supported MnOx-based catalyst (A) and performance (in terms of
peak power density) of different type of TMO catalysts in air-cathode MFC devices (B).
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4.3. Metal-Free Catalysts

Metal-free carbon materials, such as biochar and activated carbon, have attracted the interest of
the scientific community owing to their properties such as availability in large scale from secondary
sources and a high surface area, which in turn enhances the ORR kinetics [132-134]. Activated carbon
(AC) is a pyrogenic carbonaceous material produced by thermal or chemical activation of a wide range
of carbonaceous precursors, such as carbon black, carbon black pearls, carbon nanotubes, and graphene.
Biochar is produced from sustainable biomass sources, as a corncob, olive mill waste, pistachio salted,
coconut shell, hardwood carbon, and bituminous coal [132,135-139]. However, it is not always possible
to establish a rigorous distinction between activated carbon and biochar, and research on both materials
is somehow overlapping [140].

As an added valued, the use of biochar in energy conversion and storage devices allows biomass
valorization and takes into account the principles of green energy and sustainability. Dhelipan and
co-workers have produced hierarchical carbon foams from orange peel as an active catalyst toward
oxygen reduction in a fuel cell [141]. Yaokong et al. have fabricated a hierarchical high surface
area (1650 m?g~!) biochar from banana peel as catalyst in supercapacitors. The high surface area
provides a favourable path for electrolyte penetration and transportation, which gives rise to excellent
electrochemical properties for oxygen reduction to water [142].

Along with surface area, the surface chemistry of biochar is also of paramount importance in
accelerating oxygen reduction. Different works have pointed that heteroatom doping improves the
catalytic activity of the resulting biochar. Using nitrogen-containing chemicals during production and
activation of either biochar or AC is one of the most effective methods for improving ORR catalysis;
in fact, treatment with ammonia gas at a temperature higher than 600 °C partially removes oxygen
functional groups, but also introduces N atoms, leading to higher activity than that of untreated
carbon [136,137].

As far as MFC application is concerned, Li-Fang and collaborators have used inner membrane
passion fruits to produce extremely porous biochar nanosheets. In neutral media, the catalyst exhibits
remarkable electrocatalytic activity towards ORR. When assembled at the cathode side of an MFC,
the catalysts allowed achieving a maximum power density of 1153 mWm~2 achieved in the microbial
fuel cells (MFCs), which is comparable to that of commercial Pt/C (1214 mWm™2) [143]. Yuan et al. have
studied the catalytic behavior of sewage sludge biochar at different pyrolysis temperatures. Treating at
temperatures as high as 900 °C allowed obtaining a material with super high micro porosity and a
very high nitrogen content, which were crucial for achieving a high catalytic activity in MFCs with a
power density of 500 mWm™2, followed by good stability and good methanol tolerance [6]. A similar
conclusion was drawn by Yuan et al., who prepared biochar from banana; the authors found that
ORR is improved for the materials obtained with thermal treatments at T = 900 °C, and the highest
power density achieved was 528 mWm~2, which is comparable to that achieved with a control Pt/C
cathode [136]. Li and co-workers demonstrated the ORR catalytic efficiency of biochar derived from
corncob, obtaining a maximum volumetric power density of 459 mWm~2 in an MFC [144]. Chang et al.
fabricated a biochar catalyst by pyrolyzing balsa wood chips at 800 °C. When assembled as air-cathode
catalyst in a single-chamber MFC, a maximum power density of 200 mWm™2 was achieved [145]. Liu et
al. proposed an egg-derived heteroatom-doped mesoporous biochar. The one-step synthesis resulted
in a low cost strategy to produce an efficient and active biochar catalyst in MFCs; maximum power
density was 737 mWm™2, higher than that achieved with control Pt/C 20% cathode (704 mWm™2) [146].
Moreover, orange peel and olive mill wastes have been proven to be a suitable biomass source to
obtain biochar with an interplay between surface chemistry and morphology, which enhances oxygen
reduction at the cathode side of MFCs [147-149].

Even though it is generally accepted that metal-free catalysts promote hydrogen peroxide
production through an ORR mechanism that involves two-electron transfer [133], Zhong et al. found
that a high content of carbon-nitrogen bonds (including a high concentration of pyridinic nitrogen
and graphitic nitrogen) in the prepared biochar facilitated a four-electron transfer pathway during



Catalysts 2020, 10, 475 13 of 22

oxygen reduction in an MFC [134]. On the other hand, chemical activation can introduce impurities
into a carbon- and N-doped carbon-based metal-free catalyst; the biomass source can also bring metal
residues in the obtained biochar. It has been demonstrated that even trace metals (such as Fe, Co,
and Mn), below the detection limit of XPS and common TEM, X-ray diffraction (XRD), and energy
dispersive X-ray spectrometry (EDS), play a dominant role in boosting activity of heteroatom-doped
carbon materials for oxygen reduction reaction (ORR) [132,150-153]. Hence, the designation of AC
catalysts fabricated using metal precursors as metal-free catalysts should be avoided, unless providing
a proof of their complete removal or of their non-involvement in the electrocatalytic reaction of interest.
Hence, it is recommended to reserve the designation of metal-free catalysts for materials prepared
without any metallic precursors, possibly subjected to an ad hoc characterization including inductively
coupled plasma optical emission spectrometry (ICP-OES), neutron activation analysis (NAA), magnetic
susceptibility, and X-ray fluorescence analysis (XRF) [154].

Table 3 summarizes previous studies dealing with biochar catalyst as cathodic catalysts in microbial
fuel cells for energy recovery.

Table 3. Summary of the MFC performance (power density) of biochar catalysts obtained by different
sources of biomass, and different pyrolysis treatments.

Biomass Pyrolysis T Power Density Ref.
Sewage sludge 900 °C 500 mWm 2 [6]

Banana 900 °C 528 mWm 2 [136]
Passion fruit 900 °C 1153 mWm~2 [143]
Corncob 650 °C 459 mWm 2 [144]
Balsa wood 800 °C 200 mWm 2 [145]
Egg 900 °C 737 mWm~2 [146]
Orange peel 50°C 359 mWm 2 [147]
Pt/C - 704 mWm~2 [146]

As highlighted by the table, a pyrolysis step at temperatures as high as 900 °C is necessary to
achieve a high power density output in an MFC.

5. Conclusions and Outlook

In the past years, microbial fuel cell (MFC) devices have attracted researchers’ attention owing
to their capability of harvesting energy from waste treatment. Different studies have pointed to
the development of alternative catalysts to replace platinum and platinum group metals (PGMs) at
the cathode side of MFCs. Herein, this review provides an overview of different catalysts based
on PGM-free catalysts for microbial fuel cell devices. The most common approaches for replacing
platinum as oxygen reduction catalyst result in three different families of materials: (i) enzyme catalysts,
(ii) transition metal-nitrogen-carbon (M-N-C) catalysts, and (iii) metal-free catalysts.

Enzymes have high biocompatibility, high efficiency, and activity under mild conditions; these
advantages are suitable for their use in the next-generation green power source system. In addition,
enzyme high specificity toward substrates allows a simple fuel cell design without using a separator
between the anode and cathode, which is usually necessary to avoid cross diffusion of oxidant and
fuel in traditional fuel cells. On the other hand, there are some obstacles to overcome for practical
applications. One of the major problems is limited long-term stability of enzyme-based fuel cells,
which is caused by denaturation or conformational change of enzymes. The immobilized enzymes on
an electrode can be active for a few weeks, but this is still short as a part of real application devices.
Significant progress on the lifetime extension has been made by encapsulation of the enzyme in the
micelles or polymer layer, which physically confines the enzymes preventing denaturation, or utilizing
the enzymes from thermophilic microorganisms.

M-N-C catalysts have been developed using different sources of transition metals such as iron,
cobalt, manganese, and nickel, owing to their redox couples (FeZ*/3+, Co?*3+, Mn3*/* 4, and Ni3*/4+),
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nitrogen and carbon. Those materials are less expensive and have lower sensitivity to poisoning
in comparison with PGM materials. Different conductive carbon material (carbon black, carbon
nanotubes, graphene, graphene oxide, carbon nanofibers) are used as carbon sources, mainly providing
a high high electrical conductivity, and a suitable surface area and porosity to guarantee a high density
of active sites for ORR. Usually, the properties of carbon materials facilitate the modification and
optimization of their structure, morphology, and surface chemistry. Heteroaton (nitrogen, phosphorous,
sulphur, oxygen) doping enhances metal coordination with the carbon matrix, while maintaining the
accessibility of active sites.

Among these, iron-based materials have demonstrated promising ORR activity and stability as
compared with the catalysts based on different transition metals. In the case of Fe-N-C catalysts,
morphology and structure was found to be strongly dependent on the pyrolysis temperature.
The temperature affects the porosity, stabilisation, and solubilisation of the composite, increasing the
coordination of Fe-N with carbon substrate via 7— interaction. A significant effort is still needed to
obtain a full understanding of active site structure of pyrolyzed Fe-N-C catalyst and its relationship
with activity and stability in MFC operating conditions. F-N-C catalysts can also be obtained using
a pyrolysis-free approach. In these molecular catalysts, Fe-Ny structures supported on different
nanostructured carbon substrates have shown significant performance toward oxygen reduction to
water in MFC. Iron phthalocyanine (FePc) macrocycles have demonstrated high catalytic activity and
tolerance to poisoning in neutral media in comparison with Pt/C-based catalysts. On the other hand,
a significant effort is still needed to increase the stability of molecular catalysts. The development of
transition metal oxide (TMO) catalysts has also enhanced the oxygen performance competitiveness
with Pt/C electrocatalysts in air-cathode MFCs. Still, further efforts are required to gain a better
understanding of the ORR mechanism, and how a second metal (such as binary-metal oxide) allows
preventing hydrogen peroxide formation. Many other studies have demonstrated the high activity of
metal-free such as ORR catalysts in microbial fuel cells. Different biomass sources (such as banana
peel, orange peel, corncob, balsa wood) can be used to obtain biochar with N and O surface functional
groups, providing a high power density even comparable to that obtained with Pt/C-based catalysts.
Meanwhile, to further promote the applicability of biochar in MFCs, a deeper understanding of the
real composition of these catalysts and the role of the surface functionalities on ORR is still needed.

To conclude, this review discusses current challenges and perspectives of the most exploited
types of PGM-free catalysts for application in bioelectrochemical systems. We have shown the best
performing catalysts toward oxygen reduction in microbial fuel cells and have also highlighted the
challenges to be overcome, especially on improving the activity, active sites, and stability, and ORR
mechanisms in neutral media. In this context, the state-of-the-art of platinum group metal-free
(PGM-free) and metal-free catalysts are good candidates to replace precious catalysts at the cathode
side of microbial fuel cells.
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