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raphite felt anodes for enhanced
power generation in membrane-less soil microbial
fuel cells†

Simran Kaur Dhillon, ab Jakub Dziegielowski,a Patit Paban Kundu *b and Mirella Di
Lorenzo *a

There is a global need for sustainable and clean technologies that can actively contribute to reach the net-

zero carbon goal by 2050. In this context, Soil Microbial Fuel Cell (SMFC) technology has a huge potential as

an affordable and green energy harvesting source and as a carbon-neutral bioremediation strategy for the

treatment of polluted lands. In this work, for the first time, cobalt oxide (Co3O4) modified graphite felt (GF)

electrodes are explored as the anode material in SMFCs, with the aim of promoting the development of

a high-performing electroactive biofilm and, therefore, boosting electrogenesis. First, cobalt hydoxide

salt are hydrothermally distributed onto the graphite felt electrodes, then Co3O4 nanoflowers are

obtained by calcination. The resulting Co3O4–GF electrodes show lower hydrophobicity and higher

conductivity than GF, however, when Co3O4–GF is tested as the anode of a membrane-less, air-cathode

SMFC device, after an initial boost in power performance, the activity decays with time, probably due to

Co3O4 leaching. To overcome this issue, Co3O4 –GF electrodes are interweaved with polyaniline (PANI),

resulting in PANI–Co3O4–GF, for a much more stable SMFC system, which generates a peak power

density of 70 mW m−2 at a current density of 143 mA m−2. This value of power density is nearly three

times greater than the power generated by the same SMFC system with a plain GF anode. The

interweaving of PANI onto the Co3O4–GF electrode leads to a porous structure that, while providing

stability to the electrode over prolonged periods of operation, also favours microbial attachment.

Overall, these results provide exciting perspectives on the development of composite carbon-based

anode materials for high performing soil microbial fuel cells, thus inspiring future trends in the field.
Sustainability spotlight

We are facing unprecedent times of crisis on multiple fronts. Energy demands are rising to respond to the needs of an ever-expanding population that poses
serious threats to the resilience of cities. Land pollution is one of the sad outcomes of this situation. Soil microbial fuel cell technology provides a very attractive
opportunity for clean and emission-free energy production and sustainable bioremediation of contaminated soil. In this study, we investigate the use of carbon-
based composite electrode materials to enhance the electrochemical performance of this technology and help its progress towards practical implementations.
Our work is primarily aligned with the UN SDGs 7, 11, but it is also related to the UN SDGs 15 and 13.
1. Introduction

To contrast the devastating effects of climate change, we must
increase our reliance on low-carbon emission technologies and
move away from fossil fuels. According to the World Economic
Forum, decarbonization, which refers to the reduction of
carbon dioxide emissions resulting from human activity in the
entre for Biosensors, Bioelectronics &

erton Down, BA2 7AY, UK. E-mail: m.di.

dian Institute of Technology, Roorkee,

ac.in

tion (ESI) available. See DOI:

–325
atmosphere, is the only solution to climate stabilization.
Microbial fuel cell technology can help address this global
emergency by providing a net-zero carbon, sustainable and cost-
effective solution.1 Microbial fuel cell technology generates
electricity through microbial degradation of organic substrates
from low-value energy sources, including wastewaters, to H2O
and CO2.2 Amongst the several types of microbial fuel cell
designs, soil microbial fuel cells (SMFCs) are particularly
attractive, given the simplicity of design, the long-term stability
and the minimum maintenance required, which facilitates
remote applications.3 SMFCs also offer attractive perspectives
for self-powered soil bioremediation;4 organic pollutants in
soils are degraded at the anode via the action of endogenous
microorganisms, and the electrons generated throughout the
© 2023 The Author(s). Published by the Royal Society of Chemistry
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process are transported to the cathode via an external circuit,
thus producing electricity. At the cathode, the electrons partic-
ipate in the oxygen reduction reaction (ORR) together with the
protons generated at the anode, which are transferred to the
cathode across the soil matrix.5 As the redox reactions proceed,
a potential gradient develops, favouring power generation and
bioremediation processes.6 Soil characteristics, such as avail-
ability of liable organics, endogenous microbial communities,
water content, and pH, markedly inuence the electrochemical
performance of the SMFC.5 Design factors, such as electrode
conguration and orientation, also inuence the electroactive
efficiency of SMFCs.7

The anode material inuences the development of the elec-
troactive biolm and, therefore, the overall performance of the
SMFC.8 Carbonaceous materials, including carbon paper,
carbon felt, and graphite felt, have been extensively exploited in
microbial fuel cells.9–11 In microbial fuel cells, carbon electrodes
are preferred over metal-based ones as they are cost-effective
and also facilitate the attachment and growth of biolms, due to
their high biocompatibility, specic surface area and
roughness.12–14 In SMFCs, carbon-based additives such as bio-
char15 and carbon bers16 can be added to the soil to overcome
charge transfer limitations. Graphite felt (GF) is a particularly
popular electrode material in microbial fuel cells due to its 3D
structure with a high specic surface area.17 A recent study
compared the performance of SMFCs with graphite felt as the
cathode against different anodes such as graphite felt,
aluminium sheet, activated carbon felt, graphite paper, and
carbon cloth. Aer 115 days of continuous operation, SMFCs
with graphite felt as the cathode and anode electrode, generated
the greatest cell potential and power density compared to other
2D electrodes.18 Nonetheless, GF has greater hydrophobicity
compared to other carbon-based electrodes, which can limit
microbial attachment and the effective development of elec-
troactive biolms.19 Consequently, GF electrodes are typically
acid treated to allow protonation of the –OH group onto the
electrode surface and enhance electrostatic interactions.20 The
conductivity of carbon-based anodes can be enhanced with the
use of metals.21 For example, the functionalization of graphite
felt with Fe3O4 and bentonite–Fe, led the power density gener-
ated by the SMFC to be, respectively, two times and three times
higher than that in the case of pure graphite felt anodes.22

Composite materials, consisting of carbon and transition
metals such as Fe, Co, Ni, Fe, and Cu, offer an attractive anode
material alternative for microbial fuel cells since they combine
the benets of carbon-based materials with the great conduc-
tivity of metal oxides for high electron transfer rates.23–25 Among
several options, cobalt oxide is particularly promising as an
anode material, as it has been shown to reduce the hydropho-
bicity of GF and improve the interfacial charge transfer rates.26,27

These benets result from an enhanced specic surface area of
the electrode thanks to the 3D structure of the Co3O4 nano-
owers combined with the generation of positively charged
metal catalytic sites that promote the adhesion of negatively
charged bacteria onto the electrode surface.28

In the development of carbon–metal composite electrode
materials, porous conducting polymers can provide a matrix for
© 2023 The Author(s). Published by the Royal Society of Chemistry
the entrapment of the metal catalyst to prevent leaching and
enhances stability while increasing electronic and ionic
conductivity.29 In particular, polyaniline (PANI) modied
composites have been widely used in microbial fuel cells.30–32

The interweaving of PANI with metals or metal oxides leads to
conducting nanocomposites that, compared to conventional
carbon electrodes, have a larger surface area, better catalytic
activity, and, thus, can lead to better performing microbial fuel
cells.33 PANI can enhance the roughness of the
electrode,35 which has been reported as crucial for anode
performance in microbial fuel cells.36,37 Moreover, the positively
charged PANI would attract negatively charged microorganisms
at the anode facilitating their attachment;38 PANI has been
shown to allow direct electron transfer to the anode via redox
centers in the outer membrane and mediators excreted by
electroactive species like Shewanella oneidensis.39,40

In this study, we explore the use of graphite felt functional-
ized with cobalt oxide nanoowers as the anode material in
SMFCs. The cobalt oxide nanoowers are obtained by calci-
nating cobalt hydroxide salt hydrothermally deposited onto
graphite felt. The performance of the resulting Co3O4–GF elec-
trode as the anode of an air-cathode and membrane-less SMFC
is investigated and compared with a second type of composite
anode material in which the Co3O4 nanoowers on GF are
embedded within a polyaniline structure (PANI–Co3O4–GF), to
overcome the risk of poor electron transfer efficiency.34 To the
best of our knowledge, this is the rst example of using
a composite anode material, consisting of a conductive polymer
and a transition metal oxide, in a soil microbial fuel cell system.
The two composite anode electrodes, along with two controls,
GF coated with PANI (PANI–GF) and GF, are physically and
electrochemically characterized. This work paves the way for
future development on composite anode materials based on
cost-effective metal derivatives for high performing SMFC
systems.

2. Materials and methods
2.1. Materials

All the reagents used were purchased from Sigma-Aldrich and
were of analytical grade and used without further purication.
Co(NO3)$6H2O was purchased from Sigma-Aldrich. Aniline
$99.5% and ammonium peroxodisulphate (APS) $98% were
purchased from VWR chemicals. Graphite felt was purchased
from Online Furnace Services Ltd, Scotland, UK. All aqueous
solutions were prepared in deionised water.

The soil used in the study was collected from the University
of Bath campus. No additives were used to improve the soil
quality or organic content. Aer collection, the soil was manu-
ally sieved and cleaned of small stones, roots, and leaves. Table
1 summarises the properties of the soil used. An HI-3869 soil
test kit by Hanna Instruments was used to test the elemental
content, particularly nitrogen (N), phosphorous (P), and potas-
sium, for soil quality analysis (soil test interpretation guide).
The conductivity and pH of the soil were determined using
a Thermo Scientic Orion Star A325 probe before the operation.
To determine the moisture content of the soil, a measured
RSC Sustainability, 2023, 1, 310–325 | 311
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Table 1 Physicochemical parameters of the soil used in this study

Parameters
Measured values from
laboratory tests

pH 6.8
Conductivity 1084 mS cm−1

Nitrogen content High
Phosphorous content Low
Potassium content Medium
Moisture content 28.75%
Organic matter content 5.52
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amount of soil was oven dried at 105 °C for 24 h and the
difference in the initial weight of the soil and the weight aer
thermal treatment was used according to eqn (1).

% Moisture content ¼
�
initial weight� final weight

final weight

�
� 100

(1)

Aer moisture content analysis, the dried sample was further
heated in a muffle furnace at 350 °C for another 24 h to obtain
the organic matter content according to eqn (2).3

% Organic content ¼
�
W105 �W350

W105

�
� 100 (2)

whereW105 (g) is the weight of soil obtained aer drying at 105 °
C and W350 is the nal weight (g) aer drying at 350 °C.
Fig. 1 Synthesis steps for the electrodes developed (a); SMFC design an
set-up (c).

312 | RSC Sustainability, 2023, 1, 310–325
2.2. Preparation of functionalized graphite felt anodes

Before modication, graphite felt (7 cm × 7 cm) was thoroughly
washed by sequentially soaking it in 1 M HCl, 3% H2O2 and
distilled water at 60 °C for 30 min each, and nally heated at
450 °C. Flower-like Co3O4 nanostructures were synthesized onto
GF via a two-stage hydrothermal-calcination process, following
previous work.41 The resulting GF pieces were soaked in an
aqueous solution containing 0.44 g of Co(NO3)$6H2O and 0.42 g
of urea and sonicated for 30 minutes to ensure a uniform
concoction. The electrode suspension was transferred to
a Teon-lined hydrothermal reactor (150 mL) and maintained
at 120 °C for 6 h in a hot-air oven. Aer cooling to room
temperature, the GF pieces coated with cobalt hydroxide were
carefully rinsed in distilled water and dried at 60 °C. Finally,
calcination was performed at 300 °C in a muffle furnace for 3 h
to obtain GF coated with Co3O4 nanoowers (Co3O4–GF)
(Fig. 1a). Fig. 1b and c provide, respectively, an overview of the
electrodes tested in this study and the experimental set-up. The
PANI–Co3O4–GF electrode was prepared by electro-
polymerization of aniline onto the surface of Co3O4–GF elec-
trodes in a three-electrode cell with a stainless steel mesh (7 cm
× 7 cm) as a counter for an unhindered ow of electrons and Ag/
AgCl as the reference electrode, respectively, using PalmSens4
potentiostat equipped with the PSTrace soware. First, the
surface of the Co3O4–GF electrode was activated by cyclic vol-
tammetry (CV) at 50 mV s−1 for 5 cycles in a 0.7 M HNO3

aqueous solution. Then, 0.4 M aniline was added to the acidic
solution, followed by N2 purging for 30 minutes before electro-
polymerization. The synthesis was initiated by
d overview of the electrodes tested in this study (b); and experimental

© 2023 The Author(s). Published by the Royal Society of Chemistry
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chronoamperometry at 0.75 V for 30 minutes.42 The resulting
electrode was rinsed with dilute HCl and distilled water, to
remove any impurities, and dried overnight.

PANI–GF electrodes were also tested as a control. In this
case, PANI was electro-polymerized (following the method
described above) onto a GF electrode not functionalized with
Co3O4.

2.3. Material characterization and electrochemical analysis

The structure of the generated electrodes was analyzed by X-ray
diffraction (XRD, STOE STADI P), while Fourier transform-
infrared spectroscopy (PerkinElmer FT-IR spectrometer) was
performed to identify the surface functionalities of the elec-
trodes within the wavelength range of 400–4000 cm−1. Scanning
electron microscopy (SEM, Hitachi SU3900) and elemental
mapping were used to assess electrode material morphology
and elemental distribution. The electrodes were gold-coated
before the analysis. ImageJ soware was used to analyse the
SEM images generated. Contact angle measurements (Data-
Physics OCA 25) were performed to assess the hydrophobicity of
the electrodes. To examine the morphology of the anodic bio-
lm, aer 4 months of operation the anodes were conditioned
with 4% glutaraldehyde solution for 4 h, followed by dehydra-
tion in different concentrations of ethanol solution (25%, 50%,
75%, and 100%) at room temperature, each for 15 min.43 The
air-dried anodes were coated with gold by sputtering and ana-
lysed by SEM.

The electrochemical performance of the electrodes devel-
oped as the anode in an SMFC was investigated at different
stages of batch operation by using Ag/AgCl as the reference
electrode and the SMFC cathode (plain GF) as the counter
electrode. The working electrode was cycled at 0.01 V s−1 within
the potential window −0.5 V to 1 V for at least 15 min before
data collection. Cyclic voltammetry (CV) and linear sweep vol-
tammetry (LSV) measurements were recorded. Furthermore, the
stability of the electrodes developed was determined by chro-
noamperometry (CA) at 0.25 V for 30 minutes aer 30 days of
operation to examine the effect of biolm adhesion onto the
electrode surface. Electrochemical impedance spectroscopy
(EIS) was carried out in the frequency range 105 Hz to 0.1 Hz to
assess the ohmic and charge transfer resistances of the several
electrodes produced prior to being used as the anode in the
SMFC. Tests were performed in a three-electrode set-up in
50 mM PBS, using the anode as the working electrode, Pt wire as
the counter electrode and a Ag/AgCl electrode as the reference
electrode. EIS measurements were also repeated aer four
months of operation to assess the effect that the anodic biolm
has on the electrode resistance. In this case, the tests were
performed directly in the soil media where the SMFCs were
operated, with the anode as the working electrode, the GF
cathode as the counter electrode, and the Ag/AgCl electrode as
the reference electrode.

2.4. Soil microbial fuel cell conguration and operation

Air-cathode, membrane-less SMFCs, which differed according
to the anode material used, were constructed as previously
© 2023 The Author(s). Published by the Royal Society of Chemistry
described.3 Briey, the system consisted of an anode (7 × 7 cm),
either GF, Co3O4–GF, PANI–Co3O4–GF, or PANI–GF, buried
inside the soil, and a cathode (7 × 7 cm), made of untreated GF,
placed onto the soil surface at a xed distance from the anode of
4 cm, and it was exposed to air. Rectangular PVA containers
(33 cm × 21 cm × 14 cm), lled with approximately 7–8 kg soil,
were used to host three replicates of a specic SMFC type for
a total of four PVA containers and 12 SMFCs tested. The mois-
ture content in soil is a key factor for SMFC operation.3

Accordingly, approximately 250 mL of tap water was sprinkled
over the topsoil layer on a two-day basis to compensate for
moisture loss due to evaporation. This helps maintain water
saturation conditions in the soil while ensuring that the cath-
odes are not submerged in water. Titanium wire (0.25 mm, Alfa
Aesar) intertwined within the electrodes was used to connect
the anode and cathode to an external resistance of 510 U.
Voltage drops (V) across each SMFC were recorded and collected
using a data acquisition system (DAQ6510, Keithley instru-
ments, Tektronix UK Ltd). Polarization tests were conducted by
rst operating the SMFCs at open circuit voltage for 12 h and
then applying decreasing external loads (R), from 10 000U, 5000
U, 1000 U, 700 U, 500 U, 300 U, and 100 U, at 10 min intervals
using a resistor box (Cropico resistance decade box, resistance
range 10 MU–10 U) and recording the output voltage and
current. Current density (mA cm−2) was calculated according to
Ohm's law; I = V/(RA), where V is the cell voltage (V) and A is the
geometric anode area (49 cm2). Power density (mW cm−2) was
calculated as P = (IV)/A.
3. Results and discussion
3.1. Physicochemical characterization studies of the anodes
developed

In this study, four different types of graphite felt electrodes were
tested as the anode in an air-cathode and membrane-less soil
microbial fuel cell: plain graphite felt (GF), graphite felt coated
with polyaniline (PANI–GF), graphite felt functionalized with
cobalt oxide nanoowers (Co3O4–GF), and graphite felt func-
tionalized with cobalt oxide nanoowers and coated with poly-
aniline (PANI–Co3O4–GF). The hydrophobicity of the four
electrodes was investigated and compared. As expected, the
functionalization of graphite felt with Co3O4 led to a decrease in
the hydrophobicity, corresponding to a reduction of the contact
angle to 116 ± 0.6° from a value of 139 ± 0.1° for plain GF
(Fig. 2a). This improvement in the electrode wettability could be
a consequence of the oxygen atoms introduced by Co3O4 that
could alter the electrostatic eld at the surface of graphite felt
and facilitate interaction between the electrode material and
water molecules.28,44 The electrodeposition of PANI further
decreased the surface hydrophobicity, with PANI–Co3O4–GF
reaching a contact angle of 97 ± 0.9. The decrease in the elec-
trode hydrophobicity resulting from the synergistic effect of
Co3O4 and PANI, along with the porosity and high specic
surface area achieved, promotes good contact between the
electroactive biolm and anode, thus enhancing electron
transfer.45,46
RSC Sustainability, 2023, 1, 310–325 | 313
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Fig. 2 Physicochemical analyses of the four anodes tested in this study. (a) Contact angle measurements, error bars account for the deviation in
the measured angle at three different points on the electrode surface. (b) FTIR spectra. (c) XRD analysis.
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FTIR spectroscopy analysis of the four electrodes was also
carried out. Fig. 2b shows the spectra obtained for each anode
material. All electrodes exhibit similar peaks over the wave-
number range 500–4000 cm−1, which are associated with GF.
However, the intensity of the peaks varied signicantly with the
surface modications introduced. For all electrodes, absorption
bands observed at around 1020 cm−1 (–CO), 1110 cm−1 (–
COOH), 1640 cm−1 (–C]O), 2855 cm−1 (–CH), 2918 cm−1 (–
CH), and 3377 cm−1 (–OH), belong to stretching vibrations of
hydroxyl and carboxyl groups.47 The peaks observed at
1579 cm−1 and 1476 cm−1 in the case of PANI–GF and PANI–
Co3O4–GF are associated with C]C stretching vibrations of
benzene and quinine rings due to polyaniline oxidation.
Distinct peaks in the range of 650–500 cm−1 indicate tetrahe-
dral and octahedral occupancies of metal (M)–O bonds formed
with the deposition of Co3O4 on GF electrodes, which suggests
the formation of Co–O moieties in Co3O4–GF and PANI–Co3O4–

GF.48 The absorption band of C–H bending peaks for PANI shis
to higher peak positions in PANI–Co3O4–GF, which suggests
a strong interaction between interweaved PANI and Co3O4

nanostructures on GF.42 Furthermore, the broadening of the
peak at 1306 cm−1 conrms the formation of a coordination
compound between cobalt ions and amine/imine-nitrogen
groups of PANI and enhanced charge delocalization on PANI
with the incorporation of transition metal ions.49

Fig. 2c shows the XRD patterns for the four electrodes
investigated. As shown, distinct diffraction patterns are
observed at around 25.05°, 42.82°, 43.24°, and 52.48° assigned
respectively to (002), (100), (101), and (102) planes of graphite
(#).50 Other carbon planes are observed at 37.24°, 62.64°, and
80.20°, which correspond to the turbostratic structure of carbon
314 | RSC Sustainability, 2023, 1, 310–325
(JCPDS no. 10-074-2330). The broad reection from the (002)
plane indicated the deprived crystallinity of GF.51 The XRD
spectrum of PANI–GF shows good crystallinity. In addition to
the peaks of GF, new diffractions are observed at around 16.90°
(011), 19.33°/20.49° (020), 25.16 (200), 27.39° (121), and 30.01°
(022), which are assigned to reection from (011), (020), (200),
(121), and (022) planes of PANI (*).52,53 Among these, the
observed peaks at 19.33° and 25.16° correspond to the period-
icity parallel and perpendicular to the long polymeric chains of
PANI, suggesting a partially crystalline nature of the polymer.54

The XRD spectrum of Co3O4–GF indicates reections at 31.41°,
36.6°, 44.3°, and 54.54° attributed respectively to (220), (311),
(400), and (422) planes of cobalt(II,III) oxide; Co3O4 (^) (JCPDS
no. 00-074-1657).55 The weak reection at 62.54° is attributed to
the (220) plane of cobalt(II) oxide; CoO (A) (JCPDS card no. 43-
1004).56 The presence of Co3O4 peaks in the XRD spectrum of
PANI–Co3O4–GF suggests that electro polymerization of PANI
does not alter the crystalline structure of Co3O4. GF modied
with cobalt oxide could act as an efficient platform to improve
the anode mass transfer efficiency by enhancing the extracel-
lular electron transfer in SMFCs, considering the excellent
capacitive properties of Co3O4–GF that would act as an internal
capacitor by accumulating the charge produced by the biolm
during the cell operation.57 Sharp peaks at around 20° and
22.46° correspond to (110) and (003) lattice planes of PANI,
respectively, conrming the amorphous state of the polyaniline
deposited.58

SEM images of the four electrodes show structure changes.
Despite harsh etching with acid and H2O2, GF bers exhibit
a smooth surface, which could be attributed to the limited
oxidation ability of peroxide (Fig. 3a). The average diameter of
© 2023 The Author(s). Published by the Royal Society of Chemistry
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the microbers increases from 13.1 mm for GF to 35.4 mm for
PANI–GF, thus conrming the polymer deposition onto the GF
bers (Fig. 3b). Co3O4–GF shows a characteristic 3D ower-like
nanostructure anchored on the GF bers, which consists of
many nanowires mounted together with sharp edges (Fig. 3c).
Although the incorporation of transition metal oxides can
enhance the electrical conductivity of anode electrodes in
microbial fuel cells, they are typically characterised by a smooth
surface and by poor corrosion resistance, which prevent the
development of a good microbial biolm.59,60 The interweaving
Fig. 3 SEM images of electrodes: (a) GF , (b) PANI–GF, (c) Co3O4–GF, a

© 2023 The Author(s). Published by the Royal Society of Chemistry
of PANI and Co3O4–GF reveals a signicant change in the
electrode morphology, with a large density of defect sites, high
porosity, and a rough surface that markedly enhance the elec-
trode surface area (Fig. 3d). Microbial adhesion and charge
diffusion are expected to be enhanced in PANI–Co3O4–GF.61

The elemental mapping of PANI–Co3O4–GF is assessed by
energy dispersive X-ray spectroscopy (EDS) (Fig. 3e). As shown,
cobalt, oxygen and nitrogen are uniformly distributed on the
carbon matrix, thus suggesting that Co3O4 nanoowers on the
GF surface are covered by PANI with no phase segregation.62
nd (d) PANI–Co3O4–GF. (e) Elemental mapping of PANI–Co3O4–GF.
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Interweaving of PANI provides stability to Co3O4 by enhancing
the interlayer distance to accommodate high ion density, thus
increasing the specic capacity of the resulting composite
electrode.63 The elemental composition of PANI–Co3O4–GF is
detailed in Table S1.†
3.2. Electrochemical performance of the anode electrodes
developed

CV scans of the modied anodes prior to use in the SMFCs
(Fig. 4a), revealed that PANI–GF generates the highest current
density and largest area of the CV curve. This result suggests
that the deposition of porous polyaniline enhances the double
layer capacitance of the carbon electrode, with an increase in
the charge storage.64 PANI–Co3O4–GF shows a high redox
potential, which could be a consequence of the synergistic effect
of Co3O4 and PANI; this modication enhances the surface area
of the electrode and its catalytic activity due to an increase in the
density of active sites available for the redox reactions at the
anode and an enhancement in the ion/electron diffusion
rate.65–67

EIS spectra for the modied anodes were tted to an equiv-
alent circuit (Fig. 4b), consisting of ohmic resistance (R1),
charge transfer (or polarisation) resistance (R2), constant phase
element (Q), and Warburg resistance (W).68 The ohmic resis-
tance was recorded at around 11.05–13.55 U. The charge
transfer resistance was the highest for PANI–GF, followed by
PANI–Co3O4–GF, GF and Co3O4–GF. The high charge transfer
resistance of PANI–GF could be a consequence of the steric
hindrance towards ions induced with the deposition of poly-
aniline on graphite felt. PANI may hinder electron hopping,
thus increasing the transition energy and decreasing the
conductivity of the composite electrode, leading to high resis-
tance.69,70 Co3O4–GF showed the lowest resistance to charge
transfer and good pseudo-capacitance for charge storage, which
could be attributed to the extended surface area and high
conductivity of Co3O4 that facilitate ion transport in the
electrolyte.71
Fig. 4 Electrochemical characterisation of the anode electrodes before u
in a 3-electrode system in 50mMPBS (pH 7), with the anode as the workin

316 | RSC Sustainability, 2023, 1, 310–325
The catalytic activity of the biolms on the anode electrodes
was examined in SMFCs, implementing the four types of anodes
in triplicate. In particular, the redox behaviour of the biolm
developed on the anode surface aer 7, 30 and 60 days of
operation was electrochemically characterized by CV. As shown
in Fig. S1,† the CV curve recorded aer 7 days of operation did
not show any electrochemical activity. However, both the high
current magnitudes and the increased CV curve area compared
to those of GF suggest a superior electrochemical activity of
modied anodes.72 The electrocatalytic activity of the biolms
formed on several anode materials was tested aer 30 and 60
days of SMFC operation. An increase in the CV curve area was
observed for all electrodes, along with an increase in the
capacitive current of the electrodes over time (Fig. 5). The CV
surface area improvement indicates better extracellular electron
transfer between the anode and the microbial biolm.61 PANI–
GF exhibits an oxidation peak at −0.6 V, PANI–Co3O4–GF, at
0.56 V, Co3O4–GF, at 0.52 V, and GF, at 0.45 V, respectively. The
peak current of PANI–Co3O4–GF was 12.12 mA, while Co3O4–GF
recorded a current of 16.03 mA, followed by PANI–GF at 12.37
mA and GF at 8.83 mA. Compared to Co3O4–GF, the catalytic
activity of PANI–Co3O4–GF was slightly lower. The highest peak
and limiting current for Co3O4–GF suggest that Co3O4–GF could
be a potential charge reservoir for efficient electron transfer due
to its electrocapacitive behaviour.73 Compared to Co3O4–GF,
PANI–Co3O4–GF exhibits a lower capacitance and a greater
electrochemical surface area (in terms of CV area).

CA analysis was conducted to measure the current produced
as a function of anode modications (Fig. 6a). The potential
used in the CA tests was selected on the basis of the closed-
circuit potential against the highest power output of PANI–
Co3O4–GF from the polarization test conducted on day 7 of
operation (measured to be 246.7 mV, Table S2†). As shown in
Fig. 6a, a sharp drop in current was recorded, possibly due to
the charging effect,74 followed by a slow decrease rate. Co3O4–

GF was characterized by the highest drop in the current of 5.6
mA, followed by PANI–GF (3.3 mA), PANI–Co3O4–GF (1.3 mA),
and GF (0.5 mA). Although GF exhibits the lowest current drop,
se. (a) CV scans at 0.01 V s−1 and (b) EIS spectra. Tests were performed
g electrode and Pt wire (diameter: 0.127mm) as the counter electrode.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Comparison of CV scans at 0.01 V s−1 obtained with the anode tested in SMFCs operated for 30 and 60 days. (a) GF; (b) PANI–GF; (c)
Co3O4–GF; (d) PANI–Co3O4–GF. Values are averages calculated from 3 replicate anodes with a maximum standard deviation of ±6.1 mA, ±2.4
mA, ±4.5 mA and ±4 mA, respectively.
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the great value of the retention rate, which is a measure of the
electrode durability, for PANI–Co3O4–GF (41.07%) compared to
the other electrodes, suggests that GF functionalization with
cobalt oxide and PANI leads to a material better suitable for
long-term applications.75 Among the several types of anodes
tested, PANI–Co3O4–GF also records the highest current: 0.88 ±

14.5 mA (Table 2). LSV studies further conrm the better
performance of PANI–Co3O4–GF (Fig. 6b and c). At a potential of
0.48 V, the absolute value of the limiting current increased by
a factor of 1.6, compared to that for 30 days of operation,
reaching a value of 27.07 ± 5.9 mA for PANI–Co3O4–GF aer 60
days of operation while, Co3O4–GF, PANI–GF, and GF recorded
a current of 31.91 ± 12.4 mA, 20.38 ± 9.3 mA, and 12.65 ± 2.8
mA on day 60 compared to 17.67 ± 18.6 mA, 16.61 ± 8.9 mA,
and 14.17 ± 4.3 mA, on day 30, respectively.

As shown in Fig. 6d, aer 4 months of operation in the
SMFCs, both the ohmic and charge transfer resistance changed
signicantly for each electrode. The increase in the ohmic
resistance is a consequence of testing the anodes in soil rather
than in PBS. The solution resistance (R1) for GF, PANI–GF,
Co3O4–GF, and PANI–Co3O4–GF was recorded as 18.64 U, 18.18
U, 18.95 U, and 18.72 U, respectively. The charge transfer
resistance (R2) was the highest for GF, followed by PANI–GF,
Co3O4–GF and PANI–Co3O4–GF (Table 3), implying that the
© 2023 The Author(s). Published by the Royal Society of Chemistry
energy barrier for the redox reaction was the lowest for PANI–
Co3O4–GF.76 The substitution of O ions in Co3O4 and anions in
PANI offers conducting holes, electron holes, and free electrons
allowing the PANI chain to develop a potential gradient and
consequently promote charge transfer to lower the internal
resistance barrier for the redox reaction.77 This improvement in
the catalytic activity and electrode capacitance suggests that
high active site density/defects on the electrode surface
substantially improves the electron transfer in SMFCs.78 The
reaction kinetics of the pristine GF enriched with a biolm is
mainly controlled by charge transfer resistance; on the other
hand, PANI–GF, Co3O4–GF, and PANI–Co3O4–GF show
a combination of charge transfer resistance and pseudo
capacitive properties.79 The CV and EIS spectra for the anodes
before and aer operation, and therefore biolm growth on the
electrode surface, suggest that the redox active species within
the biolms have a positive effect on the extracellular electron
transfer between the biolms and the electrode surface.
3.3. Measurement of the performance of anode composites
in SMFCs

Fig. S2 and S3† show the evolution of the anodic potential over
time in SMFCs operated at closed-circuit potentials. Aer 60 s of
RSC Sustainability, 2023, 1, 310–325 | 317
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Fig. 6 Electrochemical characterisation of the four anodes during operation in SMFCs. (a) CA tests at 250 V after 30 days of operation. (b and c)
LSV scans at a scan rate of 0.01 V s−1 after 30 and 60 days of operation. (d) EIS spectra of the anodes operated in SMFCs after four months of
operation. Data in (a)–(c) are the averages of three replicates with a maximum standard deviation of ±3.1 mA, ±2.7 mA, ±1.5 mA and ±1.8 mA,
respectively, for GF, PANI–GF, Co3O4–GF, and PANI–Co3O4–GF.
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operation, the anode potential for PANI–Co3O4–GF drops from
+312 mV to a stable potential of around −478 mV, while the
Co3O4–GF anode recorded −406 mV, followed by PANI–GF at
−363 mV and GF at−305 mV. Among the several anodes, PANI–
Table 2 Chronoamperometric values for the anodes (data refer to 3 rep

Anode material Current at 0 s (i0) mA
Curre
(i1800)

PANI–Co3O4–GF 2.13 � 16.4 0.88 �
PANI–GF 3.76 � 23.8 0.50 �
Co3O4–GF 6.52 � 36.4 0.9 �
GF 0.59 � 9.6 0.09 �

Table 3 Resistances from EIS tests of several anode electrodes before u

Anode

In 50 mM PBS solution

Solution resistance (U)
Charge
resista

GF 11.05 11.93
PANI–GF 13.38 18.92
Co3O4–GF 11.54 12.88
PANI–Co3O4–GF 13.54 12.01

318 | RSC Sustainability, 2023, 1, 310–325
Co3O4–GF attains a negative potential in the shortest time (day
24), suggesting early biolm formation and superior compati-
bility of the composite for biolm enrichment.78 Since, as ex-
pected, the performance of the cathode was similar in all
licates)

nt at 1800 s
mA (i1800)/(i0)

Retention rate
(i1800 × 100)/i0%

14.5 0.4131 � 0.9 41.31
6.2 0.1329 � 0.3 13.26
19.4 0.1411 � 0.5 14.11
3.6 0.1525 � 0.4 15.25

se and after 4 months of operation in SMFCs

In SMFCs (aer 4 months)

transfer
nce (U)

Solution resistance
(U)

Charge transfer
resistance (U)

18.64 22.03
18.18 21.04
18.79 13.25
18.52 9.58

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 8 Comparison of the power and current profile of the several
SMFCs at 700 U on day 60 of operation. Error bars refer to three
replicates.
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devices tested (see polarisation curves of the cathode in
Fig. S4(a)†), the performance difference in the several SMFCs
can be attributed to the anode. PANI–Co3O4–GF showed the
highest potential (in absolute value) amongst the several types
of anodes tested, which favours the oxidation reactions at the
anode with low charge transfer resistance, as shown in
Fig. S4(b).† 79

The power curves conrm the outperformance of the SMFCs
with the PANI–Co3O4–GF anode. As shown in Fig. 7, except for
the SMFC implementing the Co3O4–GF anode, the peak power
density and the peak current density increased with time (Table
S2†). In the case of the SMFC implementing the Co3O4–GF
anode, aer a 2.58 times increase in the power output aer 30
days of operation, aer 60 days of operation the increase with
respect to day 7 was only 1.88 times. Contact angle measure-
ments and CV studies conrm that Co3O4–GF exhibits low
hydrophobicity and electrochemical surface area, leading to its
better performance compared to plain GF. Nonetheless, the
decrease in performance aer 60 days of operation suggests
poor stability of the electrode. PANI coating enhances the
performance of plain GF, as the SMFC implementing the PANI–
GF anode generated a peak power density 2.59 times higher
than that of the SMFC with a plain GF anode aer 60 days of
operation. Moreover, PANI also contributes to stabilising Co3O4

on GF, as shown by the sustained greater performance of the
SMFC implementing the PANI–Co3O4–GF anode.

The SMFC with the PANI–Co3O4–GF anode generated the
maximum power density, with a peak value of 70.4 ± 1.4 mW
Fig. 7 Comparison of power curves obtained with the SMFCs implem
operation. Error bars refer to three replicates.

© 2023 The Author(s). Published by the Royal Society of Chemistry
m−2, corresponding to a current density of 143.2 ± 1.4 mA m−2.
This corresponds to a 63.81% increase for the SMFC with the
Co3O4–GF anode (42.9 ± 0.7 mW m−2), a 16.62% increase over
the SMFC with PANI–GF (60.4 ± 5.1 mW m−2), and a 158.69%
increase for the case of the SMFC with a GF anode (27.2 ± 3.7
mW m−2) (Fig. 8). The high redox potential of PANI–Co3O4–GF
favours the electron movement along the microbial transfer
chains to the high potential anode, rendering them compatible
for microbial adhesion.80 The interweaving of polyaniline on
Co3O4–GF resulted in better power performance, unlike
enting the different types of anode materials at 7, 30 and 60 days of

RSC Sustainability, 2023, 1, 310–325 | 319
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Fig. 9 SEM images of after 4 months of operation of the anodes: (a) GF, (b) PANI–GF, (c) Co3O4–GF, and (d) PANI–Co3O4–GF. Images were
taken at 10 kV, with magnification 300. Red arrows in the images indicate filamentous assemblies.
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a Co3O4–GF anode-based SMFC, where limited electron diffu-
sion from the biolm to the Co3O4–GF electrode suppressed the
performance of the system with time.

The biolm growth on anodes plays a crucial role in SMFCs
for converting the chemical energy of the organics in soil to
energy. The morphology of the biolm developed on the anode
surface was investigated by SEM. As shown in Fig. 9(a and b),
the cell density was low on the surface of the GF and PANI–GF
electrodes, while a more uniform biolm coverage was observed
in the case of Co3O4–GF (Fig. 9c) and PANI–Co3O4–GF (Fig. 9d).
This result supports the hypothesis that Co3O4 nanoparticles
improve the electrode biocompatibility and microbial adhe-
sion.79 The SEM images (Fig. 9c and d) reveal a highly dense
biolm, with a wide range of shape and size of microbes and
lamentous microorganism assemblies colonizing the elec-
trodes (marked with red arrows). The presence of such la-
ments is benecial for connecting the felt bres, thus
enhancing the charge transfer between the biolm and the
electrode interface.81 This dense and uniform coverage of PANI–
Co3O4–GF with biolm is due to an enhancement in the elec-
trode's roughness and porosity and to a reduction in its
hydrophobicity.82 These results also suggest that the
conductive-nanowire like lamentous microorganisms in the
biolm were well embedded in the composite matrix, boosting
the extracellular electron transport in the SMFCs.
320 | RSC Sustainability, 2023, 1, 310–325
Further investigations, involving next generation
sequencing, should be carry out in future work to assess if and
how the functionalisation strategy proposed in this study
inuences the microbial composition of the anodic biolm.
4. Conclusion

Soil microbial fuel cells have great potential as a renewable
energy harvesting technology as well as a self-powered biore-
mediation strategy. Performance depends on the material and
design of the electrodes implemented and, particularly in the
case of the anode, a high specic surface area is key for the
development of a high performing electroactive biolm. In this
study, graphite felt was functionalised with cobalt oxide and/or
PANI to generate two different anode materials, Co3O4–GF and
PANI–Co3O4–GF, tested for the rst time in SMFCs. The
performance of SMFCs implementing these anodes was
compared, and benchmarked against two control SMFC
devices, implementing a PANI functionalised GF anode (PANI–
GF), to elucidate the effect of PANI on performance, and a plain
GF anode. The highest power density was observed with the
SMFC implementing the PANI–Co3O4–GF anode, with a peak
power of 70 mW m−2 aer 60 days of operation. This value was
1.6 times higher than the case of the Co3O4–GF anode, 1.3 times
higher than the case of the SMFC with a PANI–GF anode, and
2.6 times higher than the case of the GF anode. Initially (up to
© 2023 The Author(s). Published by the Royal Society of Chemistry
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30 days of operation) the SMFC with the Co3O4–GF anode
showed the best performance, however, the stability was poor;
aer 60 days of operation, the power density generated by the
SMFC with the Co3O4–GF anode decreased by over 30% with
respect to 30 days of operation, probably due to Co3O4 leaching.
These results suggest that PANI has an important role in sta-
bilising the Co3O4 nanostructure on the GF electrode surface.
PANI also favours the development of a functional electro-
chemical biolm, as demonstrated by the performance
enhancement of the SMFC with the PANI–GF anode compared
to the use of plain GF. While the cause for instability of the
Co3O4–GF electrode must be better investigated, this study
conrms the benets of implementing metal oxide-conductive
polymer composite electrode materials as anode in SMFCs for
better performance, and accordingly inspires future trends in
the eld.
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