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This review presents a comprehensive summary of the material-microorganism interface in microbial
hybrid electrocatalysis systems. Microbial hybrid electrocatalysis has been developed to combine the
advantages of inorganic electrocatalysis and microbial catalysis. However, electron transfer at the inter-
faces between microorganisms and materials is a very critical issue that affects the efficiency of the
system. Therefore, this review focuses on the electron transfer at the material-microorganism interface
and the strategies for building efficient microorganism and material interfaces. We begin with a brief intro-
duction of the electron transfer mechanism in both the bioanode and biocathode of bioelectrochemical
systems to understand the material-microorganism interface. Next, we summarise the strategies for con-
structing efficient material-microorganism interfaces including material design and modification and bac-
terial engineering. We also discuss emerging studies on the bio-inorganic hybrid electrocatalysis system.
Understanding the interface between electrode/active materials and the microorganisms, especially the
electron transfer processes, could help to drive the evolution of material-microorganism hybrid electro-
catalysis systems towards maturity.
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1. Introduction

The increasing energy demands and impending climate
change have been driving the development of sustainable
pathways to produce fuels and chemicals. Inorganic electroca-
talysis can electrochemically convert water, carbon dioxide, or
nitrogen into value-added fuels and chemicals.'™ This will
play a key role in energy conversion technologies of the future.
However, inorganic electrocatalysis also presents some pro-
blems. Some critical reactions are often kinetically sluggish
and operate in the oxidation/reduction potential windows and
cause significant overpotential and catalyst stability issues.®
For example, there are high energy demands and costs in the
water electrolysis process,””® and relatively low selectivity, slow
production speed and unsatisfactory energy conversion
efficiency in the carbon dioxide (CO,) electrolysis process.'®™*?
Microorganisms are probably capable of tackling these syn-
thetic challenges through their intracellular metabolic path-
ways. Microbial cells contain an entire system of metabolic
pathways and can produce metabolites with high specificity.
They are capable of decomposing complex organic substrates
into small molecules but also synthesize complex products
from the simplest and most stable feedstocks (e.g., H,O, CO,,
N,, etc.)."> Besides, microorganisms can self-replicate and self-
repair; thus, the cost of microbial catalysts is comparatively
low. Therefore, the combination of inorganic electrocatalysis
and microbial catalysis has been attracting significant
attention.
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Over the past decades, microbial catalysis has been com-
bined with electrocatalysis to construct bioelectrochemical
system (BES). BES uses microorganisms as the catallysts14 to
realize the conversion of matter and energy, such as the con-
version from chemical energy to electricity in microbial fuel
cell (MFC)," the generation of hydrogen in microbial electro-
Iytic cell (MEC),"® and CO, reduction in microbial electrosynth-
esis (MES)."” However, BES is still far from real applications,
because of the low efficacy and output of the scaled-up
systems, which are not economically feasible for commercial
applications.® There are still many challenges due to thermal
limitations, cost, and technical barriers, which hinder the
scale-up and application of BES. Apart from the economic
factors, the practical application of BES is mainly restricted by
low power and product generation, and the limited electron
transfer efficiency is usually one of the major bottlenecks.

In recent years, bio-inorganic hybrid systems that couple
living microorganisms with inorganic nanomaterials have
received much attention.'®>* The bio-inorganic hybrid system
combines the advantages of inorganic catalysis, especially arti-
ficial photosynthesis, and microbial catalysis to overcome the
intrinsic limitations of inorganic catalysis and promote and
even change the microbial metabolisms.'*?* In a bio-inorganic
hybrid electrocatalysis system, nanomaterials are closely
attached/coated on the outer membrane of the microbial cells
or even inside the cells, not just as a separate traditional elec-
trode to participate in the electrochemical reactions.

In both BES and bio-inorganic hybrid electrocatalysis
systems, electrons and matter are transferred and converted
between microorganisms and materials. Therefore, in order to
improve the efficiency of the combination of microbial cataly-
sis and inorganic electrocatalysis, it is necessary to understand
what happens at the material-microorganism interface and
how to construct efficient microorganism and material inter-
faces, but a specific discussion on this issue is missing.

This review discusses the electron transfer mechanism at
the material-microorganism interface and the strategies for
building efficient microorganism and material interfaces. By
summarizing and understanding the solved problems and
unsolved challenges on this topic, we hope this review will
attract more researchers to pay attention to this fast-growing
field and thereby assist in moving such microbial hybrid elec-
trocatalysis systems towards practical uses.

2. The electron transfer process at
the material-microorganism interface

Most microorganisms cannot exchange electrons with extra-
cellular electrodes or materials because their outer layers are
usually known to consist of non-conductive lipid membranes,
peptidoglycans and lipopolysaccharides.>** In contrast, elec-
troactive microorganisms can exchange electrons with their
extracellular environment across their cell membranes.
Exoelectrogens can transfer electrons generated from the
organic substrates to extracellular insoluble electron acceptors,
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such as electrodes or iron oxides, via the extracellular electron
transfer (EET) pathways.>®” Electrotrophs can accept electrons
from extracellular electron donors via extracellular electron
uptake (EEU) processes. Due to the electron exchange ability,
electrons can be transferred at the interface between microor-
ganisms and materials. There are already many studies on the
electron exchange pathways; here, we focus on and summarize
the mechanisms of electron transfer at the material-microor-
ganism interfaces.

2.1. The electron transfer from the microorganism to the
anode

In the bioanode of BES, exoelectrogens transfer intracellular
electrons mainly by direct electron transfer (DET) through
redox-active proteins®*° on the outer cell surface and conduc-
tive pili and microbial nanowires,*’* or mediated electron
transfer (MET) mediated by soluble electron mediators
secreted by microorganisms®*® or present in the natural
environment.’”*® At present, mechanisms on EET mainly
focus on some model exoelectrogens.

The EET pathways of two typical Gram-negative exoelectro-
gens, Shewanella oneidensis MR-1 and Geobacter sulfurreducens,
have been well studied.>® They transfer electrons across the
outer membrane through porin-cytochrome complexes. The
EET pathway of S. oneidensis MR-1 is called the metal-reducing
(Mtr) pathway (Fig. 1A), which involves six c-type cytochromes
(c-Cyts): CymA, Fcez, MtrA, MtrC, OmcA, small tetrahaem cyto-
chrome (STC) and the porin-like outer membrane protein
MtrB.***%*3 CymA acquires electrons from the quinone pool
and transfers the electrons to Fccz, STC and then to MtrA,
MtrB and MtrC.**** On the cell surface, MtrC and OmcA
transfer electrons directly to the extracellular acceptors.>>™*!
S. oneidensis MR-1 also has the structure of microbial nano-
wires containing MtrC and OmcA, which are extensions of the
outer membrane that can physically connect with neighbour-
ing cells,** mediating electron transfer through the multistep
hopping mechanism.®* Besides, S. oneidensis MR-1 can trans-
fer electrons by releasing flavin extracellularly.®*®> Through
the above processes, S. oneidensis MR-1 can transfer electrons
to extracellular electron receptors. The EET pathway in
G. sulfurreducens is called the porin-cytochrome (Pcc) pathway
(Fig. 1B). Inner membrane cytochromes consisting of quinol
oxidases ImcH and CbcL connect the electron flow between
intracellular electron transport chains and periplasmic
cytochromes.®®®” Periplasmic cytochrome homologs PpcA,
PpcB, PpcC, PpcD, and PpcE link the electron transfer between
inner and outer membranes.®®® Quter membrane c-Cyts are
the final step in the direct EET consisting of porin-cytochrome
complexes. The complexes consist of porin-like outer mem-
brane proteins OmbB and OmbC, periplasmic c-Cyts OmaB
and OmaC, and outer membrane c-Cyts OmcB and
0OmcC.>*7°7? G. sulfurreducens also has electrically conductive
pili (e-pili) comprised of c-Cyts OmcS.”*> These c-Cyts and
porin-like proteins transfer electrons from quinone and the
quinone pool and across the extracellular membrane to the
extracellular electron acceptors. Through the above EET path-

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 The proposed extracellular electron transfer pathways in Gram-negative exoelectrogens. (A) The metal-reducing (Mtr) pathway in
S. oneidensis MR-1 and (B) porin—cytochrome (Pcc) pathway in G. sulfurreducens. Adapted from ref. 39 with permission from Nature Publishing

Group, Copyright 2016.

ways, S. oneidensis MR-1 and G. sulfurreducens transfer intra-
cellular electrons to extracellular electron acceptors.

In the last decade, several Gram-positive bacteria have been
found to perform extracellular electron transfer, though they
lack outer membranes and contain a thick cell wall that is
thought to prevent electron transfer.”*”® The studies on EET
mechanisms of Gram-positive bacteria were only carried out
for a few bacteria. Genomic analysis of Thermincola potens
suggested that multiheme c-type cytochromes could be
involved in the EET process.”” A model for the EET in 7. potens
has been presented that a series of a multiheme c-type cyto-
chromes, TherJR_1117, TherJR_0764-0765, TherJR_0333,
TherJR_1122 and TherJR_2595, transfer electrons through the
cell wall to the extracellular electron acceptor.”® Listeria mono-
cytogenes has been reported to use a flavin-based EET mecha-
nism to deliver electrons to iron or an electrode.”” An eight-
gene locus was identified as being responsible for EET. Ndh2
transfers electrons from NAD to DMK. Electrons are then
transferred from DMK to FMN groups on PplA or free flavin
shuttles EetA and EetB, and ultimately to a terminal electron
acceptor.”’ Further studies are needed to clarify the EET
mechanisms of Gram-positive bacteria.

To date, phylogenetically diverse exoelectrogens have been
found, but the full diversity of exoelectrogens is still poorly
understood.®® Extensive and in-depth studies are still needed
to clearly and thoroughly understand the mechanisms of EET.

2.2. The electron transfer from the cathode to the
microorganisms

The mechanisms of EEU are proposed, based on the electron
transfer pathways in the anode.®" EEU also includes the DET
and MET routes. In a direct EEU, microorganisms attach to
solid cathode surfaces and take up electrons from them
through direct contact, or the nanowires. During indirect EEU,
microorganisms acquire electrons from the electrode through
mediators, by-products, or extracellular polymeric sub-
stances.®” So far, EEU processes have been found in several
microorganisms including metal-oxidizing bacteria, sulfur-
reducing bacteria (SRB) and sulfur-oxidizing bacteria (SOB).

This journal is © The Royal Society of Chemistry 2023

Some microorganisms take up electrons directly from elec-
trodes. For instance, the phototrophic Fe(un)-oxidizing bacter-
ium Rhodopseudomonas palustris TIE-1 has been reported to
accept electrons from a poised electrode, with CO, as the sole
carbon source/electron acceptor.®® R. palustris TIE-1 has photo-
trophic iron oxidation (Pio) operon encoding three proteins: a
multiheme cytochrome c (PioA), an outer membrane porin
(PioB), and a periplasmic high-potential iron-sulfur protein
(PioC).®* Electrons can enter the photosynthetic electron trans-
port chain through the EEU and are then linked to the CO, fix-
ation process via the Calvin-Benson-Bassham cycle.®® Another
Fe(u)-oxidizing bacterium Sideroxydans lithotrophicus ES-1 was
hypothesized to oxidize iron via its Mto gene cluster. MtoA is a
decaheme c-type cytochrome that can oxidize soluble Fe(i),*®
while MtoD acts as an electron shuttle to transfer electrons
from MtoA to CymAgs, in the cytoplasmic membrane.®”
CymAgs., then reduces quinone in the cytoplasmic membrane
to quinol. The sulfur-reducing bacteria (SRB) and sulfur-oxidiz-
ing bacteria (SOB) were also reported to use electrons through
DET from a cathode. The electron uptake of SRB Desulfovibrio
ferrophilus 1S5 from the cathode is dependent on direct cell
contact via a biofilm on the cathode surface rather than
through secreted intermediates.®® The SOB Thioclava electrotro-
pha ElOx9 was also demonstrated to perform electron uptake
from cathodes through a direct-contact mechanism with a
formal potential of —94 mV vs. the standard hydrogen elec-
trode (SHE), rather than soluble intermediate electron car-
8 Two typical exoelectrogens S. oneidensis MR-1 and
G. sulfurreducens have been found to uptake the electrons from
the cathode. Current studies suggest that S. oneidensis MR-1
can receives electrons from the cathode in a reverse Mtr
pathway. It proposes that electrons from the electrode surface
are transferred to MtrC. MtrC then transfers electrons to MtrA
by interacting through MtrB. Then electrons are passed to
CymA and through the menaquinone pool to a second CymA
interacting with FccA.*' However, G. sulfurreducens was con-
sidered to have mechanisms for accepting electrons from the
cathode that are substantially different from those for transfer-
ring electrons to the anode. A gene (GSU3274) encoding a

riers.
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putative monoheme, c-type cytochrome is vital to EEU. The
deletion of genes for outer-surface proteins essential for EET
had no impact on EEU from electrodes. However, the deletion
of GSU3274 completely inhibited EEU but had no impact on
EET.”

Microorganisms can also use artificial mediators, by-pro-
ducts, or extracellular polymeric substances and other sub-
stances to take electrons from the electrode through indirect
electron transfer.”’ For example, hydrogen and formate can act
as special electron shuttles. Most acetogens, methanogens and
SRB can use hydrogen as an electron donor.”” Electrochemically
generated formate has been demonstrated to shuttle electrons
from the cathode to Ralstonia eutropha H16.>> Methyl viologen
and flavin have also been shown to mediate electron transfer
from electrodes to microorganisms during the reduction of
acetate and 0,.°% Overall, the ability of a microorganism to
take up electrons from cathode materials has been explored in
MES, however, a detailed understanding of how electrons are
transferred from the cathode to the microbes is still needed,
especially for the DET process. The mechanism and direct
observation of electron transfer from the cathode to the micro-
organism still require further investigation.

In addition to the extracellular electron uptake, the
reduction reaction by the enzymes of microorganisms after
obtaining electrons is also a key concern. Hydrogen pro-
duction and CO, reduction are the two main reactions in MES
biocathodes, which are closely associated with the material-
microorganism interfaces. Hydrogen production is mainly
catalyzed by hydrogenases in a microbial system.®
Desulfovibrio species are known for their ability to catalyze
hydrogen production, where the hydrogenases including
[FeFe], [NiFe] and [NiFeSe] are involved in the species.
Desulfovibrio paquesii attached to a graphite electrode was
found to catalyze hydrogen production at a potential of less
than —900 mV vs. SHE.”” Desulfovibrio vulgaris was found to
catalyze the reaction in the presence of methyl viologen as a
redox mediator,”® although Desulfovibrio was reported to
handle direct EET as studies with purified Desulfovibrio
enzymes have shown direct electron transfer from a cathode
through cytochrome c3 to a [NiFe]-hydrogenase to produce
hydrogen.’® For the Desulfovibrio genus, c-type cytochromes
seem to be required for electron transfer to and from hydroge-
nases. The genome sequence of D. vulgaris (Hildenborough)
reveald the presence of a pool of c-type cytochromes, likely pro-
viding the electrical wiring for connecting multiple periplas-
mic enzymes, including hydrogenases.'’® Two typical exoelec-
trogens S. oneidensis MR-1 and G. sulfurreducens also encode
several hydrogenases. Four [NiFe]-hydrogenases are encoded
in the G. sulfurreducens genome: two periplasmically oriented,
membrane-bound hydrogenases Hya and Hyb, and two cyto-
plasmic hydrogenases, Mvh and Hox.'*" G. sulfurreducens pro-
duces hydrogen when it acts as the biocatalyst at the
cathode."®® S. oneidensis MR-1 encodes a [NiFe]- and an [FeFe]-
hydrogenase,'® which was found to catalyze cathodic hydro-
gen evolution at a potential of —758 mV vs. SHE.'** Several
microorganisms have been reported to obtain electrons from
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the cathode, and then transfer the electrons to the intracellular
hydrogenases to generate hydrogen.

Microorganisms known as electroautotrophs are reported to
use CO, as the sole carbon source and electrochemical-reducing
power as the energy source. Electroautotrophs have been discov-
ered in several groups of microorganisms, including iron-oxidiz-
ing bacteria, iron-reducing bacteria, nitrate-reducing bacteria,
acetogens, methanogens and sulfate-reducing bacteria.”?
Methanogens are one of the important biocatalysts to reduce
CO, in the MES. The ability of microorganisms to produce
methane directly from CO, and electrons was reported in 2009.
At a set potential of less than —700 mV (vs. Ag/AgCl), CO, was
reduced to methane with Methanobacterium palustre as the bioca-
talyst using the electrons from the cathode.'®® Methanococcus
vannielii, Methanococcus maripaludis, Methanolacinia petrolearia,
Methanobacterium congolense and Methanoculleus submarinus
were also able to produce methane at —700 mV vs. SHE.'% There
are two possible mechanisms for methane formation including
acetotrophic and hydrogenotrophic methanogens based on the
substrates. The observed methane production was via the elec-
tron transfer and interspecies hydrogen transfer between H,-pro-
ducing and H,-utilizing methanogens.'”’"'%® Acetogenic bacteria
have also been used for the production of commodity chemicals
from CO, and electricity in MES. The Gram-negative bacteria
Sporomusa silvacetica and Sporomusa sphaeroides can reduce CO,
to acetate. In addition, Gram-positive bacteria Clostridium ljung-
dahlii, Clostridium aceticum and Moorella thermoacetica were
reported to capture electrons from the cathode for acetic acid
synthesis. Among them, Sporomusa ovata is the biocatalyst with
the highest acetate production rate as described in reports'®
because it has a unique autotrophic metabolism that uses CO,
as an electron acceptor and generates acetyl-CoA via the Wood-
Ljungdahl pathway for efficient reduction.™*°

Overall, several microorganisms have been reported to
obtain electrons from the cathode, and then transfer the elec-
trons to the intracellular hydrogenases to generate hydrogen.
However, the underlying mechanisms of the relationship
between the electron-transferring components (e.g. c-type cyto-
chromes, other oxidoreductases or mediators) and the hydro-
genase activity remains unsettled. CO, can also be reduced to
various products through the metabolic systems of various
microorganisms at the biocathode. In an actual BES, the bio-
cathodes are often composed of mixed bacteria, also including
the microorganisms that do not use and/or convert CO,. The
reactions on biocathodes are complex and often involve mul-
tiple different reactions. More attention is required to fully
clarify the underlying mechanisms through experiments and
simulations to drive the development of this field.

3. The strategies for constructing
efficient material-microorganism
interfaces

High interfacial electron transfer is essential for electrocataly-
sis systems. The reported electron transfer efficiency is still

This journal is © The Royal Society of Chemistry 2023
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very low, limited by the sluggish transmembrane and EET pro-
cesses. To date, many methods have been used to build
efficient material-microorganism interfaces, including elec-
trode materials design and modification, microorganisms
engineering, and the bio-inorganic hybrid system that has
attracted much attention. Next, we summarize and discuss the
three strategies for building efficient material-microorganism
interfaces.

3.1. The material design and modification

At the material-microorganism interface, the extracellular
membrane components of the microorganism can interact
with the electrode surface, which is where the electron
exchange takes place. Due to the diverse physical and chemical
properties of electrode materials, different material-microbe
interfaces are formed, which affect the electron transfer at the
interface. It is beneficial to form efficient interfaces for elec-
tron transfer by optimizing the design and modification of
electrode materials.

Materials with high electrical conductivity have been used
to optimize the material-microorganism interface to facilitate
electron transfer.'"''* Various carbon materials in diverse
morphologies such as graphite, carbon cloth, carbon paper,
active carbon, carbon black, carbon nanoparticles, carbon
nanotubes and graphene have been used as electrode
materials due to high conductivity and good
biocompatibility.'**''* For example, graphitized mesophase
pitch-based carbon foam was used as an MFC anode, and the
GMCF-MFC exhibited an excellent power density of 1800 mW
m~2.'"% Nitrogen-doped carbon dots (CDs) were decorated
onto the carbon paper surface to prepare the MFC anode,
which was reported to be beneficial to the formation of a
highly hydrophilic surface. A hydrophilic surface is usually
considered a key parameter to enable microbial immobiliz-
ation. The electrode showed a small charge transfer barrier,
which enhanced the interaction between microbes and the
anodes as stated by the researchers, producing power 1.1
times higher than that of the raw carbon paper anode with the
same measurement area.''® Carbon nanotubes (CNT) have
been employed as the electrode in MFC due to their unique
mechanical and electrical properties.''” Nitrogen-doped
carbon nanotubes with a bamboo-like nanostructure signifi-
cantly reduced the internal resistance of the anode and
improved the performance of an MFC in current production
and power output.’'® Graphene is the most famous 2D carbon
material and it has low charge transfer resistance.'’®"*°
Graphene and its derivatives such as graphene oxide (GO),
reduced graphene oxide (r-GO), and functionalized graphene
have been used as electrodes. For instance, the crumpled gra-
phene particles showed the highest maximum power density
(3.6 W m™) of MFC."' Metal-based materials have much
higher conductivity than carbon-based materials, but they are
easily corroded and of high cost, which make them difficult to
use in large-scale systems, therefore, metal materials are often
used to decorate carbon materials. For example, gold nano-
particles (Au NPs) were sputtered on carbon paper as electro-

This journal is © The Royal Society of Chemistry 2023
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des of MFCs. The highest power density was obtained by
depositing carbon paper with an Au thickness of 50 nm and
100 nm on each side. The modification of Au NPs can reduce
the electrode resistance.' Conductive polymers were also
involved in the anode applications due to their intrinsic con-
ductivity and biological compatibility. For instance, the cat-
ionic polythiophene derivative poly(3-(3'-N,N,N-triethylamino-
1'-propyloxy)-4-methyl-2,5-thiophene hydrochloride) (PMNT)
could enhance bacterial biofilm formation, improve the bac-
terial viability, decrease the resistance value and accelerate the
EET at the material-microorganism interface, and as a result,
the maximum current density and power density respectively
increased 4.6 and 5.5 times.'*® A cathode with electropolymer-
izing conductive poly (3,4-ethylenedioxythiophene) (PEDOT)
on GO film-modified carbon cloth was used in MES to convert
CO,. The GO/PEDOT modified electrode was applied in the
MES of CO, reduction to CH,, and a maximum CH, production
rate of 315.3 = 13.2 mM m~> d™' was achieved with a Faraday
efficiency >92% at 900 mV (vs. Ag/AgCl)."** On the whole, select-
ing materials with high conductivity or improving the conduc-
tivity of materials through modification can reduce internal re-
sistance, stimulate the formation of biofilm, and promote elec-
tron transfer at the material-microorganism interface.

Large surface area and porosity are good for microbial
attachment, biofilm formation and electron transfer.
Nanostructures, especially three-dimensional (3D) structures,
have been widely used to increase specific surface area.'*® For
example, a 3D porous inverse opal-indium tin oxide (IO-ITO)
electrode hosted a large population of Geobacter and attained a
current density of 3 mA cm™? stemming from bacterial respir-
ation (Fig. 2A-C). Geobacter was considered to express more
electron-relaying proteins when interfaced with electrodes.*®
A 3D CNTs-coated carbon-textile electrode provided a macro-
porous structure, which created an open space for efficient
feed transport and internal bacteria immobilization.*” A 3D
rGO-Ni foam-based anode was synthesized by controlling the
deposition of rGO sheets onto a current collector (nickel
foams). This 3D rGO-Ni anode not only has a highly accessible
surface area for bacterial immobilization, but also a conductive
macro-porous structure for efficient electron transfer and mass
diffusion. The rGO-Ni anode produced a remarkable volu-
metric power density of 661 W m™> (27 W m™) at a stable
power generation, calculated based on the volume of the
anode material (based on the anode chamber volume).'?®
Similarly, a hierarchical porous nitrogen-doped carbon nano-
tube (N-CNTs)/rGO composite possessed a 3D hierarchically
porous structure for rich microbial biofilm growth (Fig. 2D).
The improved bio-electrocatalysis could be attributed to the
enhanced adsorption of flavins on the N-doped carbon surface
and the high density of biofilm adhesion for fast interfacial
electron transfer. The maximum power density reached
1137 mW m™2, 8.9 times that of the carbon cloth anode, and
higher than that of N-CNTs, N-rGO and the CNTs/rGO compo-
site without nitrogen doping.'?® A MES with 3D CNTs on reti-
culated vitreous carbon achieved acetate production rates of
1.3 mM cm > d”' from CO,. The improved performance was
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(A) Atomic force microscopy (AFM) image of G. sulfurreducens on a silicon wafer. (B) Schematic representation of a biohybrid electrode

where G. sulfurreducens colonized the |0-ITO scaffold. (C) Extracellular electron transfer at the interface between G. sulfurreducens and an elec-
trode. Acetate is metabolized into CO, via the TCA cycle and excess electrons are discharged to an external electrode via OMCs. (A—C) Reproduced
from ref. 126 with permission from the National Academy of Sciences of the United States of America, Copyright 2020. (D) Mechanism of synchro-
nous enhanced biofilm extracellular electron transport and electronic mediator electrochemistry of a hierarchically porous nitrogen-doped carbon
nanotubes (N-CNTs)/reduced graphene oxide (rGO) composite anode. (D) Reproduced from ref. 129 with permission from the American Chemical

Society, Copyright 2018.

attributed to the nanostructure of the electrode.”*® Generally,
3D materials have a large surface area, open macroporous
structure and suitable surface properties for bacteria attach-
ment and electron transfer and can facilitate biofilm
formation.™"

Special structures such as microelectrodes and nanowires
at the microbial interface are reported to enhance the inter-
action between bacteria and electrodes. The microbial current
generated by Shewanella loihica PV-4 could be greatly improved
115-fold by adding antimony-doped tin oxide (ATO) nano-
particles because the ATO nanoparticles acted as microelec-
trodes to facilitate the formation of cells/ATO composite
biofilm. These ATO nanoparticles stimulated the reduction of
the outer membrane c-Cyts.'*> A Sn-doped In,O; nanowires
array with a flat F-doped In,0; (FTO) electrode was reported to
promote EET via outer membrane c-type cytochromes (OMCs)
by physical contact with microbes, and the Sn-doped In,O;
nanowires were considered to provide a suitable energy level to
facilitate the EET via the OMC-flavins cofactor, rather than the
certain redox state of OMCs at a given potential (Fig. 3A-C).
The composite electrode can highly boost EET by over 60
times at a certain potential of 0.2 V.'** In addition, the long
nanowire structure endows materials with good binding
capacity with the microbial cell walls, which also assists the
interfacial electron transfer."**'*> Multi-walled carbon nano-
tubes (MWCNTs) could be directly grown in the radial direc-
tion from the wires of stainless steel meshes for use. MWCNTSs
can capture microbes like tentacles, resulting in good charge
transfer characteristics between CNTs and the pili of microbes.
The long-term performance showed a maximum power density
of 3360 mW m™>, 7.4 times higher than that of carbon
cloth.?® A MWCNTs network was also used to modify the
anodic surface to form a highly conductive, interconnected,
biocompatible, and microbial cell wall-attached network in the
anolyte. The carbonaceous network is reported to transfer elec-
trons away from suspended microorganisms, which greatly
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Fig. 3 (A) Cross-section SEM images of the flat FTO film and SINW/FTO
with the nanowire lengths of 2.47, 5.80, and 9.85 pm. (B) SEM images of
SINW/FTO electrodes integrated with microbes of S. loihica PV-4 after
25 h electrochemical culture at 0.2 V. The red arrows mark the pili
grown among cells. (C) Cartoon illustrating the active EET pathways on
the SINW/FTO electrode. Reproduced from ref. 133 with permission
from Wiley Online Library, Copyright 2018.

improves the electron transfer efficiency.’?” Besides, unique

interfaces can be formed to produce special effects to facilitate
electron transfer. A suction effect was demonstrated in a bioin-
spired active anode by constructing polypyrrole nanotubular
arrays on carbon textiles. A vacuum in the nanotubular space
was formed due to the depletion of the oxygen in the inner
space of the nanosucker, which then activated the electrode to
draw the microorganism by suction to improve the EET."*® A
cathode by using nickel nanowires anchored to graphite was
used in the MES for Sporomusa-catalyzed reduction of CO, to

This journal is © The Royal Society of Chemistry 2023


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3nr00742a

Open Access Article. Published on 27 Ginora 2023. Downloaded on 06.02.2026 11:24:41.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Nanoscale

acetate. This porous nickel-nanowire-network-coated graphite
electrode was reported to increase the interfacial area and
interfacial interactions between the cathode surface and the
microbial biofilm. Around 282 mM m™> d™" of acetate was pro-
duced with 82 + 14% of the electrons consumed being recov-
ered in acetate.

Fe oxides were employed as electrode modifiers to improve
bacterial electron transfer because of their high biocompatibil-
ity and great specific affinity to the bacterial OM c-Cyts."**'°
For instance, a study showed that S. loihica PV-4 had the
ability to self-organize an electrically conductive network using
outer-membrane proteins OM c-Cyts and semiconductive min-
erals a-Fe,O; as a long-distance electron transfer conduit.’*!
An o-Fe,0; nanorod and chitosan were used to modify the ITO
as the anode. The MFC with modified anode produced a
higher quantity of electricity output with 320% enhancement
as compared with the bare anode.'** A carbon-coated Fe,O;
electrode MFC exhibited the maximum biocurrent density of
0.22 + 0.01 mA cm™ >, which was nearly 6-times higher than
that of a bare carbon cloth electrode.’*® Similarly, Fe;O,,
Fe;0,/CNT and graphite belt hosted bentonite-Fe have also
been applied in the systems.'****

In addition to the morphologies and type of electrode
materials, other properties affect the material-microorganism
interface. The surface charge of the electrode material was
reported to influence microbial attachment. It is thought that
the positively charged electrode material forms a strong
adsorption interface to enhance the attachment of negatively
charged bacteria due to electrostatic attraction. For example,
an electrochemical modification of a glassy carbon electrode
showed that the surface equipped with -N"(CHj); was the
fastest to colonise and produce the highest current density
compared to negatively charged and more hydrophobic sur-
faces.'*® Electrostatic self-assembly of charged polymers was
used to systematically modify the surface of indium-tin-
coated electrodes, wherein the thickest biofilms, highest
current density and shortest start-up time were achieved for
negatively charged electrode surfaces or polystyrol sulfonate-
coated electrodes, while positively charged chitosan, nega-
tively charged alginate and positively charged polyethylene
imine produced thinner biofilms with less current and a
longer start-up time.'*® Surface functional groups also affect
the attachment of microorganisms, the formation of biofilm
and electron transfer. C-, N-, O- and S-containing functional
groups were reported to enhance microbial attachment at
the interface.'®” S. loihica PV-4 expressed enhanced EET
activity on the hydrophilically-functionalized surface. It pro-
posed that the redox state of OMCs varies significantly at
electrodes with different wettability, resulting in different
EET activities.'*®

In brief, an efficient material-microorganism interface can
afford a large surface area that offers sufficient locations for
microorganism adhesion, contact with outer membrane com-
ponents, stimulate the release of mediators, and thus establish
an efficient electron transfer conduit through the microelec-
trodes to promote the chemical processes.

This journal is © The Royal Society of Chemistry 2023

View Article Online

Review
3.2. The bacterial engineering strategies

In addition to the approaches involving optimizing the
materials to increase the specific surface area, biocompatibil-
ity, conductivity, etc., or enhancing the interaction between
bacteria and electrodes through the special structure of the
materials to promote electron transfer, the engineering of
microorganisms is also a emerging method. In recent years,
the studies on the modification of bacteria to promote electron
transfer through metabolic engineering methods and synthetic
biology strategies have attracted widespread attention.

The electrons transferred extracellularly come from the cyto-
plasmic electrons generated by the intracellular metabolism.
Promoting the use of carbon sources will also promote the
generation of electrons. By expressing a proteorhodopsin in
S. oneidensis MR-1, a significant increase in current generation
was achieved during illumination. Because the light-driven
proton pump proteorhodopsin activity enhanced the lactate
uptake by increasing the proton motive force, the engineered
strain was able to consume lactate at an increased rate to accel-
erate the EET rate."*® Nicotinamide adenine dinucleotide
(NAD") and its reduced form NADH are essential cofactors for
the metabolism of microorganisms,'***>* and they have also
been shown to be intracellular electron pools for EET. The
increase of the electron pool can improve intracellular electron
flux and the EET rate."”* The heterogeneous expression of
formate dehydrogenase enabled enhanced NADH regeneration
in Clostridium ljungdahlii to manipulate the [NADH]/[NAD']
ratio, thereby increasing the release of intracellular electrons
and power generation."®® In order to further improve the EET
rate, a modular synthetic biology approach was used to
increase the de novo biosynthesis of the total endogenous NAD
(H/") pool in S. oneidensis MR-1, leading to a 2.1-fold increase
in the total intracellular NAD(H/") level in S. oneidensis (Fig. 4).
The maximum power density of S. oneidensis was increased
from 30.2 + 3.4 mW m™2 to 162.8 + 5.6 mW m™2, and the cou-
lombic efficiency increased from 8.6% to 21.7%.">*

There have also been many studies focusing on the optimiz-
ation of extracellular electron transfer, such as the over-
expression of c-type cytochromes and shuttles and the pro-
motion of the formation of biofilm. The overexpression of
CymaA of S. oneidensis improved the extracellular electron trans-
fer rate and the resulting electrochemical performance."*® By
the co-expression of the metal-reducing conduit biosynthesis
gene cluster mtrC-mtrA-mtrB in S. oneidensis (Fig. 5), a 1.9-
fold higher biodegradation rate than that of the wild-type
strain was exhibited."”” The promotion of shuttles biosynthesis
and secretion would also be an efficient approach to enhan-
cing EET efficiency. Isoprenoid quinones are bioactive mole-
cules that include an isoprenoid chain and a quinone head,
which also act as electron transporters. Saccharomyces cerevi-
siae EPYFA3 was engineered to overproduce the endogenous
isoprenoid quinone coenzyme Q6, resulting in a nearly three-
fold production increase.'”® A synthetic riboflavin biosynthesis
pathway from Bacillus subtilis was integrated into S. oneidensis,
resulting in a significant increase in secreted riboflavin and a

Nanoscale, 2023, 15, 6009-6024 | 6015
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Fig. 4 Schematic of modular design to enhance NAD™ biosynthesis and EET rate in S. oneidensis MR-1. (A) The NAD™* biosynthesis pathway of the
wild-type S. oneidensis MR-1 (as revealed by genomic studies) is categorized into three modules. (B) Recombinant S. oneidensis SN5 harboring five
homogeneously and heterogeneously introduced genes (ycel, pncB, nadM, nadD*, and nadE*) to enhance NAD" biosynthesis. Reproduced from ref.

154 with permission from Nature Publishing Group, Copyright 2018.

subsequently increased EET rate.'>>'®® Similarly, increasing
the biosynthesis of phenazines has been shown to improve the
EET efficiency of Pseudomonas aeruginosa. The quorum
sensing system regulates the current generation of
P. aeruginosa by controlling the production of phenazines, and
the overexpression of the quorum sensing system can increase
the production of phenazines, thus increasing the EET
efficiency.'® Studies have demonstrated that thicker biofilms
generally exhibit better electrical conductivity than thinner
ones. For example, the heterologous overexpression of the c-di-

6016 | Nanoscale, 2023,15, 6009-6024

GMP biosynthesis gene ydeH from Escherichia coli in
S. oneidensis MR-1 increased the production of cyclic-di-GMP,
a key intracellular regulator for controlling biofilm formation,
and generated ~2.8 times more current in MFC than that of
the wild-type S. oneidensis.'®® In addition, cell-surface polysac-
charides and other biofilm-related components were also
reported to influence the EET efficiency of S. oneidensis.
Destruction of the putative cell surface polysaccharide biosyn-
thesis gene SO3177 in S. oneidensis MR-1 could enhance its
hydrophobicity and ability to attach to graphite electrodes,

This journal is © The Royal Society of Chemistry 2023
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Fig. 5 (A) Schematic illustration of the flavin and metal-reducing
conduit-mediated EET pathway in S. oneidensis MR-1. (B) Schematic of
the EET rate in S. oneidensis MR-1 before and after metabolic engineer-
ing. Reproduced from ref. 157 with permission from American Chemical
Society, Copyright 2017.

resulting in larger colonies than the wild-type S. oneidensis
MR-1, generating ~1.5 times the current in the MFC."®

Synthetic biology has played a good role in modifying
microorganisms to improve EET at the material-microorgan-
ism interface, which is usually a rate-limiting step of bioelec-
trochemical systems. However, because of the lack of key
knowledge and a systematic understanding of the molecular
mechanism of electron transfer and the development of new
gene editing tools, there is still much room for synthetic
biology strategies to improve EET. More researches and atten-
tion should be paid to the optimization of EEU using synthetic
biology, which is a more complex but important issue.

3.3. The bio-inorganic hybrid system to construct efficient
material-microorganism interface

Very recently, various nanomaterials and microorganisms have
been integrated to construct bio-inorganic hybrid electrocataly-
sis systems. In bio-inorganic hybrid systems, nanomaterials
are located on the outer membrane or inside the cell of the
microorganism, establishing an effective material-microorgan-
ism interface at the electrode to facilitate electron transfer.
Bio-inorganic hybrid systems have been used to improve
conductivity to promote EET. A highly conductive polymer,
polypyrrole (PPy), was coated on the surface of mixed culture
acetogens in situ and was inoculated on the cathode of BES.
The charge transfer resistance of the PPy-coated biocathode
was found to be lower than that of the uncoated. The acetate
production rate and faradaic efficiency in PPy-coated bio-
cathodes were increased by 3 to 6 times.'®* Similarly, a
polymer/inorganic materials hybrid system was designed. A
bacterial surface anchored electron collector (S collector), and
a surface and periplasmic single cell in situ electron collector
(SP collector) were proposed (Fig. 6). The former modification

This journal is © The Royal Society of Chemistry 2023
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Fig. 6 Schematic of the biointerfacial electron transfer between an
electrode and cells. (a) Native cell, (b) S collector encapsulated cell
(cell@S) and (c) SP collector encapsulated cell (cell@SP). Reproduced
from ref. 165 with permission from Nature Publishing Group, Copyright
2020.

was realized by coating polydopamine on the cell surface for
promoting electron transfer, while FeS was selected for SP col-
lector assembly due to their ease of biosynthesis, high electro-
activity and biocompatibility. The SP collector design was
made to further wire up more “idle” conduits and thus
improve interfacial electron transfer; the maximum power
output of 3.21 W m™> was achieved in the MFC inoculated
with S. oneidensis MR-1@SP cells, which is the highest
reported record with this model strain.'® As a kind of modifi-
cation to the electrode, CDs can be used to improve the inter-
facial electron transfer in the bio-nano system. The highly con-
ductive N-doped Fe;0, with a carbon dot shell was combined
with G. sulfurreducens to form a bio-inorganic hybrid system.
Fe;0,@CDs formed an interaction network with both internal
and external conductive proteins of G. sulfurreducens. In the
microbial electrolytic cell, the maximum current was 6.37
times higher than that without nanomaterials. The bacterial
surface was modified through electrostatic attraction between
the positively charged IL-NH,-modified N,S-doped carbon
dots (m-NSCDs) and negatively charged bacteria. The
m-NSCDs located on the surface of bacteria were reported to
enhance the EET between the anode and S. oneidensis MR-1,
with a power output 2.6 times higher than that of the raw bac-
teria."®® An emerging field of hybridizing microorganisms and
nanomaterials involves utilizing the self-generation properties
of the microbes to produce nanomaterials by themselves. For
example, Au NPs could be fabricated in situ into a
G. sulfurreducens biofilm. This strategy greatly lowered the
charge transfer resistance and enhanced the anodic limiting
current, and the removal percentage of the organic substrate
was enhanced 2.2 times.'®’

Since the electron pool driving the EET pathway is located
in the cytoplasm, nanomaterials entering the cytoplasm
through the cell membrane may cause additional interactions
that affect the physiological function of exoelectrogens and
EET efficiency. For example, the cellular internalization of CDs
into Shewanella xiamenensis was reported to afford enhanced

Nanoscale, 2023,15, 6009-6024 | 6017
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conductivity and also trigger the cellular physiological
response to secrete abundant electron shuttles to aid the
boosting of the EET efficiency, with a maximum current
density that was 2.4 times that of the S. xiamenensis elec-
trode.’®® CDs were found to be efficiently taken up by
S. oneidensis MR-1 (Fig. 7). The CDs-fed cells showed acceler-
ated metabolic rates, with increased intracellular charge,
higher adenosine triphosphate levels, quicker substrate con-
sumption, more abundant extracellular secretion, and
maximum current and power output increases of 7.34 and 6.46
times, respectively.'®® Palladium (Pd) nanoparticles were intro-
duced into the periplasm of the sulfate-reducing bacterium
Desulfovibrio desulfuricans. A small amount of Pd nanoparticles
facilitated electron transfer in the periplasm and a large
amount of Pd particles could directly act as a wire connecting
the cytochromes in the inner membrane and outer membrane,
leading to an increase in current.'”’

Photo-responsive nanomaterials have also been used to
facilitate electron transfer in microbial hybrid electrocatalytic
systems. By utilizing the electrostatic layer-by-layer assembly
strategy, the conductive Au NPs and photo-responsive CdS
NPs were alternatively modified onto the surface of E. coli at
the bioanodes in MFCs. The CdS layers can generate photo-
current without any loss of biocurrent because the outer Au
layer could serve as a conductive channel for the photo-
electron and bioelectron transfer between each bacterium.
The output power of its MFC increased 1.9 times in the dark
and 2.5 times in light."”" Similarly, Au nanoparticles were
biosynthesized in situ inside cyanobacteria to promote light
harvesting as a light absorber and facilitate extracellular elec-
tron transfer as a conductive conduit through the cell mem-
brane (Fig. 8). The intracellular nanoparticles efficiently
harvest sunlight and generate “hot” electrons via interband
transition, and electronically connect the cells with the exter-

Fig. 7
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Fig. 8 Conceptual image of the proposed work on the cyanobacterial
biophotovoltaics for enhanced biophotoelectricity generation.
Intracellularly biosynthesized Au NPs will improve cyanobacterial elec-
tron harvesting and extracellular electron transfer. Reproduced from ref.
172 with permission from Elsevier, Copyright 2021.

nal electrode, increasing the maximum power density by 33.6
times."”” Introducing transmembrane and outer-membrane
silver (Ag) nanoparticles into Shewanella was found to boost
the charge-extraction efficiency in MFCs. The resulting
Shewanella-silver MFCs delivered a maximum current density
of 3.85 mA cm™>, a power density of 0.66 mW cm™2, and a
single-cell turnover frequency of 8.6 x 10° s™*, which are all
considerably higher than those of the best MFCs reported
until then."”

In the bio-inorganic electrocatalysis system, the electron
transfer efficiency is enhanced due to the efficient interfaces
formed by the synergistic interaction of microorganisms and
nanomaterials. Nanomaterials can not only provide highly con-
ductive interfaces but also introduce additional functions,

(A) Illustration of the synthesis of the carbon dots (CDs) and the CDs-fed S. oneidensis MR-1 for enhanced bioelectricity generation. Cellular

uptake of the CDs by S. oneidensis MR-1. TEM images of S. oneidensis MR-1 cells (B and C) before and (D and E) after 6 h incubation with the CDs.
Reproduced from ref. 169 with permission from Nature Publishing Group, Copyright 2020.
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such as photogenerated electrons through photo-responsive
materials, to facilitate electron transfer.

3.4. Discussion of different strategies

The above three strategies promote electron transfer at the
material-microbial interface in microbial hybrid electrocataly-
sis systems by optimizing the design of electrode materials,
modifying bacteria through metabolic engineering methods
and synthetic biology strategies, and constructing bio-in-
organic hybrid systems.

So far, various materials have been used as electrode
materials for microbial electrocatalysis, including carbon-
based materials, metal and metal oxide materials, conductive
polymer materials, and so on. These materials have different
dimensions, ranging from 0D quantum dots, 1D nanowires,
and 2D films to 3D materials. Different kinds of materials are
often made into composite materials or modified to improve
performances, which has been reported to significantly reduce
the charge transfer resistance and facilitate the adsorption of
bacteria to promote the formation of biofilm, thus greatly
improving the performances of MFC. So far, through the
design and modification of materials, the electron transfer at
the interface has been optimized but is still the limiting factor.
There are some problems such as complex interface conditions
and limited technical means. Most importantly, due to the
limitation of the electron transfer ability of electroactive micro-
organisms, the restriction of electron transfer ability in the
system cannot be fundamentally breaked through only the
optimization of electrode materials. The cost should also be
taken into account in the selection and design of electrode
materials. Carbon-based materials are commonly used as elec-
trodes also because of their low cost. Efficient electrode
materials that can be synthesized on a large scale with a wide
range of sources and low production costs are beneficial to the
practical applications of microbial hybrid electrocatalysis
systems.

Synthetic biology has become the focus for enhancing the
electron transfer of electroactive microorganisms in recent
years, especially the extracellular electron transfer of exoelec-
trogens. Using metabolic engineering methods and synthetic
biology strategies to modify bacteria can promote intracellular
electron production and extracellular electron transfer, thus
significantly improving EET. Synthetic biology can impact
economic feasibility by increasing power generation and
product range."’* The engineering of exoelectrogens not only
focuses on the extracellular electron transfer pathways but also
starts from the intracellular metabolism. However, the internal
metabolic reactions of microorganisms are numerous and
complex, so the comprehension of molecular mechanisms of
EET is still incomplete. Another concern is that the current
researches on synthetic biology mainly focuse on EET, while
less attention is paid to EEU at the biocathode. The mecha-
nism of EEU is unclear, and how the electrons are transferred
to the target reaction inside the cell is still unknown. A full
understanding of the metabolisms and physiology of electroac-
tive microorganisms is necessary for establishing synthetic

This journal is © The Royal Society of Chemistry 2023
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biology approaches. It seems that there are bright prospects
for using synthetic biology to improve the electron transfer of
the material-microorganism interface in microbial hybrid elec-
trocatalysis systems.

In bio-inorganic hybrid electrocatalysis systems, the conver-
sion of energy and matter depends on the metabolism of
microorganisms. Combined with the respective advantages of
electrocatalysis and microbial conversion processes, bio-in-
organic hybrid systems have been proven to improve energy
conversion, electron transfer and product selectivity. In par-
ticular, the application of photocatalyst materials in hybrid
systems, injecting the energy of photons into the microorgan-
isms, not only promotes electron transfer but also promotes or
even changes the intracellular metabolic process. To date, the
research on bio-inorganic hybrid systems in microbial electro-
catalysis is still limited, especially cathodic microbial electroca-
talysis. In the future, more inorganic materials are expected to
be used in hybrid systems. With the development of electroac-
tive microorganisms, microbial electrocatalysis can involve
more abundant microorganisms, including engineering bac-
teria through synthetic biology. However, now there are still
problems to be solved. For example, the coating of a single
bacterial cell is usually unstable, affecting the long-term viabi-
lity and stability of the cell, which requires very close contact
and a high interface area, etc. Moreover, elucidating the
precise effects of physiological stress responses and interna-
lized nanomaterials on metabolism remains a challenge. In
bio-inorganic hybrid systems, microbial self-assembly is a low-
cost and low-energy consumption method for synthesizing
nanomaterials. However, the materials currently synthesized
are mainly metals and semiconductors, and the precursors are
often some expensive metal salts, such as HAuCl,.
Alternatively, if nanomaterials can be synthesized by microbial
synthesis from metal wastewater, it may also serve as an econ-
omic way to recycle waste metal.

Each of the above three strategies has its advantages and
disadvantages. At present, the selection, design and modifi-
cation of electrode materials to build an efficient interface
have been developed, with the inputs of a variety of electrode
materials and preparation methods. Reducing the cost of raw
materials and synthesis processes is one of the concerns.
Synthetic biology has great prospects for the construction of
efficient interfaces, but its development still needs some time.
The bio-inorganic hybrid electrocatalysis system has just
emerged, and there are many problems to be solved. Of
course, these three methods are not antagonistic and should
be considered together to solve the problems of electron trans-
fer at the interface.

4. Conclusions

This review presents a comprehensive summary of the
material-microorganism interfaces in electrocatalysis hybrid
systems. By coupling efficient living cell catalysis and material
catalysts, such a hybrid system is expected to be an innovative
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platform for energy harvesting and chemical production,
wherein the electron transfer efficiency is the key influencing
factor for practical applications. The transfer pathways of elec-
trons in the system are complicated and varied, depending on
the microorganism species, the electrode construction, and
particularly, the interfaces between the living cells and
additional organic/inorganic materials. We have discussed the
electron transfer mechanism at the material-microorganism
interface, the strategies for constructing efficient material-
microorganism interfaces including material designs and bac-
terial engineering and the bio-inorganic hybrid electrocatalysis
system.

The electron transfer at the interface between materials and
microorganisms is one of the key issues to improve the
efficiency of microbial hybrid electrocatalysis. Therefore, it is
necessary to understand the mechanism of electron transfer at
the interface. To date, there are many studies on the mecha-
nism of EET of exoelectrogens, and some mechanisms of EET
are well studied such as the porin-cytochrome pathway in
Gram-negative exoelectrogens, S. oneidensis MR-1 and
G. sulfurreducens. However, the exoelectrogens found are phylo-
genetically diverse, and the EET mechanisms of many other
exoelectrogens are still unclear. Besides, there are still many
exoelectrogens that have not been found. In addition, the
process of EET is not only related to the pathways that transfer
the electrons out of the cell but is also closely related to the
intracellular metabolism, which requires a lot of in-depth
researches. The studies on electron transfer have been mostly
focused on EET, and the research on how electrons are trans-
ferred from the cathode to the microbes in the EEU remains at
the initial stage. The EEU process is very important for the bio-
logical cathodic reduction of carbon dioxide and hydrogen pro-
duction, which needs and deserves further studies. After the
electrons are transferred inside the cell, how to interact with
the intracellular metabolisms is also an issue that needs to be
addressed. The underlying mechanisms of the relationship
between the electron-transferring components and the intra-
cellular metabolism remain unsettled.

Synthetic biology has great potential to improve electron
transfer at the material-microorganism interface because it
can break the limit of electron transfer by modifying microor-
ganisms. We think synthetic biology will be the emphasis of
the studies of microbial electrocatalysis. The bio-inorganic
hybrid system has been proven to improve electron transfer
and energy conversion in microbial electrocatalysis. The devel-
opment of the above two methods requires a deep understand-
ing of electron transfer, which still needs further experimental
researches as mentioned. In addition to promoting electron
transfer, the reductiones of carbon dioxide and hydrogen pro-
duction need to be addressed through these two methods
because it is difficult to control the transfer of electrons to the
target reactions. In addition to further understanding electron
transfer and metabolism in microorganisms, the cooperation
of synthetic biology and the bio-inorganic hybrid system may
be the direction taken for future development. Synthetic
biology solves the directional problem of reactions, and the
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hybrid system increases the source of electrons, especially by
injecting the energy of the photons into the system. The selec-
tion and design of electrode materials is a key part of
microbial hybrid electrocatalysis, although it cannot funda-
mentally solve the problem of electron transfer limitation.
However, it has a critical impact on the cost of the system, the
long-term sustainability and the real applications.

The hybrid electrocatalysis systems combining inorganic
catalysis and microbial catalysis have a broad development
space for the improvement of electrocatalysis efficiency and
the production of chemicals and energy. Extensive and in-
depth researches are needed to contribute to the practical
applications and underlying mechanisms. It is hoped that this
review will deepen the understanding of material-microorgan-
ism hybrid electrocatalytic systems and attract more research-
ers to pay attention to this field.
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