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Designing biomimetic materials with high activity and customized biological functions by mimicking the
central structure of biomolecules has become an important avenue for the development of medical
materials. As an essential electron carrier, the iron—sulfur (Fe—S) clusters have the advantages of simple
structure and high electron transport capacity. To rationally design and accurately construct functional
materials, it is crucial to clarify the electronic structure and conformational relationships of Fe=S clusters.
However, due to the complex catalytic mechanism and synthetic process in vitro, it is hard to reveal the
structure—activity relationship of Fe—S clusters accurately. This review introduces the main structural types
of Fe=S clusters and their catalytic mechanisms first. Then, several typical structural design strategies of
biomimetic Fe-S clusters are systematically introduced. Furthermore, the development of Fe-S clusters
in the biocatalytic field is enumerated, including tumor treatment, antibacterial, virus inhibition and plant
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photoprotection. Finally, the problems and development directions of Fe-S clusters are summarized. This
review aims to guide people to accurately understand and regulate the electronic structure of Fe-S at the
atomic level, which is of great significance for designing biomimetic materials with specific functions and

rsc.li/nanoscale expanding their applications in biocatalysis.
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Iron-sulfur (Fe-S) clusters, one of the oldest proteins, play a
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vital role in biological processes. Back in the 1960s, it was first
discovered that an unknown protein could act as an electron
transport medium and was soon confirmed that it contained
Fe." Around 1965, the proteins were revealed to be a complex
of Fe, S atoms, and cysteine (Cys), called Fe-S clusters. The
structures of natural Fe-S clusters with minor elements are
relatively simple.>® And the delocalization of electron density
on S and Fe atoms makes Fe-S clusters well-suited for bio-
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mediated electron transport.*® Moreover, the diverse and
stable ligands enable Fe-S clusters to achieve strong perform-
ance by meeting different environmental requirements.” For
example, the Cys ligands of Fe-S clusters interact with the H
atoms of peptides or water via S atoms, affecting the redox
process of the clusters in the organism and achieving electron
transfer.” Recently, more and more discoveries about the bio-
logical functions of Fe-S clusters have been reported, such as
electron transport,® ' catalysis,'>"* cluster assembly,"**™"”
biosensing,'®>* metabolic pathway regulation,>*** etc. It has
been shown that Fe-S clusters are being developed to be used
in the biomedical field.'®'®2°*® However, due to the complex
physiological environment, it is difficult to accurately reveal
the relationship between the structure and functions of Fe-S
clusters. Therefore, the structure-activity relationship needs to
be investigated in vitro and appropriately modified to adapt to
various application scenarios.

In general, there are two ways to obtain Fe-S clusters,
including biological extraction and chemical synthesis, but the
synthesis of Fe-S clusters in biological systems presents
several challenges. Firstly, the process requires precise environ-
mental conditions, such as optimal pH, temperature, and ion
concentrations,>*° which are difficult to control within a
living organism. Additionally, the formation of Fe-S clusters
involves the coordinated action of various enzymes and
ligands,®® making the biosynthetic pathways and regulatory
mechanisms highly complex and finely tuned. The stability of
Fe-S clusters is another major issue, as they are susceptible to
oxidation and reduction reactions.>*”** There is still limited
understanding of the synthesis and assembly of Fe-S clusters,
complicating their reconstruction in vitro. Consequently, the
direct chemical synthesis method was well received. Holm pre-
pared the first artificial [Fe,S,] cluster in the 1970s,*® and
since then, many Fe-S clusters based on Fe-S structure have
emerged. For example, the Fe;RHH-cluster ([FeqSo(SEt),]'7),
the Mo-cluster ([(n5-pentamethylcy-clopentadienyl)
MoFe;So(SH)>7),>® [Fe,Sg] nanoflower’” and [MoFe;S,]
cluster®® are adapted from the Fe-S clusters. There are antitu-
berculosis drugs based on the Rieske-like structure [Fe,S,]
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cluster.®® In addition to the basic skeleton, the researchers
have also examined the arrangement of ligands around Fe-S
and found that the use of 3-Cys and 1-His attached to the
[Fe,S,] cluster helps regulate the stability of the cluster.*>*!
Based on functional modifications, Xie et al. incorporated
FeS into bovine serum albumin (FeS@BSA) to generate reac-
tive oxygen species (ROS) for tumor therapy.*” Using the
same mechanisms of ROS, our group has developed a
series of artificial nanoclusters that can inhibit ROS for
the treatment of brain injury as well as inflammation in
the body, including atom-precise Au,s; clusterzymes,****
carbon nanozymes,*> trimetallic nanozyme,*® hollow
PtPdRh nanocubes,”” Pt or Cr doped CeO, nanozymes,
etc.*®* The above work gives us a clue to accurately under-
stand the relationship between the structure and biological
function of Fe-S clusters. However, these synthetic Fe-S
cluster analogs are limited in terms of function and are not
universal in interpreting their structure-activity relation-
ships. Until now, the catalytic mechanism, structure-
activity relationship and applications of Fe-S clusters have
been poorly understood. The systematic presentation of
Fe-S clusters is also scarce, which poses the challenge of
precisely regulating the structure of the Fe-S clusters to
realize future functionalization. In this review, the basic
structure and catalysis of Fe-S clusters formation are dis-
cussed. Various strategies for the design of biomimetic
Fe-S clusters, including configuration design, element
doping and ligand regulation are presented. And the effect
of structure on catalytic performance is clearly explained
from the perspective of electron transfer. What’s more, the
progress of Fe-S clusters in biocatalytic fields, involving
tumor therapy, antibacterial, viral suppression, and plant
photoprotection is also listed. Finally, the problems and
development direction of the Fe-S cluster are summarized.
This review attempts to elucidate the connection between
the structure and function of Fe-S clusters at the atom
level, provide more theoretical design ideas for the precise
synthesis of Fe-S clusters in the future, and achieve func-
tional selective design.
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2. The main structural types of Fe-S
clusters

[Fe,S,], [FesS4] and [Fe,S,] clusters are common Fe-S clusters.
The ligands in these clusters present in a typical homocysteine
form,"° where the individual Cys can be removed or replaced
by histidine (His), thereby deviating from the homocysteine
form.>>® For instance, the [Fe,S,] cluster behaves as the sim-
plest polymetallic system among the Fe-S clusters. It consists
of two Fe ions bridging two S ions to form a core part (Fig. 1a),
which is blocked by four Cys ligands.> Other common ligand
forms include two Cys and two His, as well as three Cys and
one His coordination. [Fe,S,] clusters exist in two oxidation
states, [Fe,S,]>" and [Fe,S,]". Additionally, the [Fe,S,] cluster
with four Fe ions and four S ions is the most widely used poly-
metallic system of Fe-S clusters,®” which is also the most clas-
sical cubic cluster (Fig. 1b). Others are linear structures con-
taining four or three Cys ligands.”® The oxidation states of
[Fe4S4] clusters add the all-iron state ([Fe;S,4]°) and the highly
oxidized state ([Fe4S;]*") compared to [Fe,S,] cluster. [Fe;S,]
cluster can be simply considered as [Fe,S,] cluster with one
less iron in the core (Fig. 1c).>® The oxidation states of [Fe;S,]
clusters include [Fe;S,]", [FesS4]%, [FesSs]~ and [Fe;S,).>** In
addition, [Fe,S,] clusters may be part of P ([FegS,]) -clusters
(Fig. 1d), which are the more complex Fe-S clusters in present-
day organisms. The oxidized states contain both [FegS,]*>" and
[FegS,]**.>*>* Generally, the simple Fe-S clusters with various
oxidation states have different electronic and magnetic pro-
perties, which contribute to the functional diversity and bio-
logical behavior of Fe-S clusters (Table 1).

The most complex Fe-S clusters are almost present in nitro-
genase in living organisms. With a deeper exploration of nitro-
genase, an interesting phenomenon has attracted attention.
The complex Fe-S clusters in nitrogenase can be assembled
from the [Fe,S,] cluster. Tanifuji and co-workers researched
the whole process of [Fe,S,] cluster assembly to form the M
([(homocitrate) MoFe;,SoC]) -cluster, one of the significant cata-
lytic cofactors in nitrogenase.'®*® And explained the origin
and insertion order of the ninth “S”."* Specifically, K-cluster
(2 x [Fe,S4]) uses the C source provided by S-adenosyl-l-meth-

Xiao-Dong Zhang is a full pro-
fessor at Tianjin University. His
primary research interests are
the design of smart medical
materials and their application
in neurological diseases, and the
application of NIR-II fluo-
rescence imaging in brain dis-
eases.

Xiao-Dong Zhang

18646 | Nanoscale, 2024, 16, 18644-18665

View Article Online

Nanoscale

a c g

209D ° N

[FesS,]

.

b * d

[Fe,S,] [FegS,]

Fig. 1 Structure of common natural Fe—S clusters. The structure of (a)
[Fe,S,l, (b) [FesSal, (c) [FesS4] and (d) [FegS;l clusters. Reproduced with
permission from ref. 14. Copyright 2005, Annual Reviews.

N

ionine (SAM)-cluster to link Fe in the two [Fe,S,] clusters, and
SAM was further converted to 5-deoxyadenosyl radical (5'-
dAH). Subsequently, sulfite was inserted into the K-cluster con-
taining C as the ninth “S” source to produce the L (FegSoC)
-cluster.”® An apical Fe of the L-cluster in the assembly protein
will be replaced by Mo, which then connects the homocitrate
to become a mature M-cluster transferred to the assembly
protein binding site (Fig. 2a and b).>>*® In addition to the
M-cluster, which can be formed by the assembly of the [Fe,S,]
cluster in the catalytic cofactor nitrogenase, another important
catalytic P-cluster can be viewed as the coupling of two [Fe,S,]
clusters (Fig. 3a and b). It is reported that P-cluster assembly
occurs at the a—B interface of the assembly protein.>”*® Nifw,
NifZ and NifH assembly factors convert two immature
P-clusters into mature P-clusters. NifW binds to the immature
P-cluster in this process and subsequently dissociates from the
mature P-cluster. Notably, the maturation of either the first or
second P-cluster is equivalent (Fig. 3c).>® However, the for-
mation process of the two P-clusters was different. The first
P-cluster formed in 5 min, and the other one formed slowly
over 2 h from a pair of [Fe,S,] clusters. In the process, a precur-
sor [Fe,S,]" is first converted into a [Fe,S;_4] cluster. Then, an
antimagnetic cluster with the possible structure [FegS; glp
is formed. The final transformation into mature
P-clusters.'”®°® It is worth mentioning that M-cluster and
P-cluster are essential in catalyzing N, reduction.®® Among
them, the M-cluster provides the N, catalytic binding site,
while the P-cluster mainly mediates the intermolecular elec-
tron transfer to the M-cluster and thus realizes the reduction
process. The biological processes of Fe-S proteins involve their
synthesis, assembly, and function in the cell.®>® First, the bio-

This journal is © The Royal Society of Chemistry 2024
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Table 1 The main structure types and physicochemical properties of Fe—S clusters
Fe-S
clusters  Structure Oxidation state  Spin state Function Example Ref.
[Fe,S,] r "“SI""F [Fe,S, 1, §$=08=1/2  Electron transfer/coupled Ferredoxins; redox enzymes/ 29 and
°N s [Fe,S,]" orS=9/2 electron/regulation of gene Rieske protein/SoxR; IscR 143
expression
[FesS4] ASs,, WS, Fe;S,]", S$=1/2,S=2, Electron transfer Ferredoxins; redox enzymes 143
e Fe._ _Fe Fe;S4)°, S=5/2
vs7 s’ Fe,S,]”
(Fe—S Fe3S,]”~
1]
| S—,Fe
Fomms’
[FesS4] lFe—lS Fe,S,*, §$=1/2,S=0, Electron transfer/substrate Ferredoxins; redox enzymes/ 1
S:—Fe FeySy|™, S=1/2or binding and activation/structural/  (de)Hydratases/
|'s— -Fe Fe,S4]', §=3/2,S=4 regulation of gene expression Endonuclease III/FNR
Fe==S Fe,S,)°
[FegS5] /S\Fe Fe 7 [FesS, T, S=1/2or Coupled electron/proton transfer ~ Nitrogenase 15 and
Fe\.S)Fe Neird SfFe [FegS, I+ 5=5/2,5=0 144
/N L8
Fe Fe
a 2 X [Fe,S,] [MoFe,S,C]
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Fig. 2 Structure of complex natural Fe-S clusters and assembly of M-clusters. (a) Structures of K-, L- and M-clusters. Fe, orange; S, yellow; Mo,
cyan; C, gray; N, blue; O, red. (b) M-cluster assembly process and its corresponding structure. Reproduced with permission from ref. 15. Copyright

2018, Springer Nature.
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Fig. 3 Structure of complex natural Fe—S clusters and assembly of P-clusters. (a) Structures of P-clusters. Fe, orange; S, yellow; Mo, cyan; C, gray;
N, blue; O, red. Reproduced with permission from ref. 61. Copyright 2018, American Chemical Society. (b and c) P-cluster assembly process and its
corresponding structure in the organism. Reproduced with permission from ref. 59. Copyright 2019, ScienceDirect.

synthesis of Fe-S proteins begins with the synthesis of their
precursors and the assembly of Fe-S clusters into proteins
via specific biosynthetic pathways.®”®® Next, Fe-S proteins
perform key functions within the cell, including participation
in electron transfer, catalyzing reactions, and regulating cellu-
lar metabolism.®® These proteins typically function in the
mitochondria, plastids, and cytoplasm of the cell.”””" The
function of Fe-S proteins is dependent on the structural stabi-
lity and electron-transferring ability of their iron-sulfur clus-
ters, and the assembly and repair of these clusters are tightly
regulated.

3. Catalytic mechanisms of Fe—-S
clusters

The excellent redox properties of Fe-S clusters make them
indispensable in most biological processes.”> By examining
the catalytic mechanism and the Fe-S clusters pathway, we can
further regulate the structure of Fe-S clusters to construct
stable Fe-S cluster systems for biomedical applications. Here,
the mechanism of Fe-S clusters in plants, viruses and other
organisms is introduced. The catalytic mechanisms and path-

18648 | Nanoscale, 2024, 16, 18644-18665

ways of the Fe-S clusters for dipeptide biosynthesis and
carbon dioxide (CO,) reduction are presented, and the general
mechanisms of electron transfer in the Fe-S cluster redox pro-
cesses are summarized. Fe-S clusters are widely present in
functional proteins of organisms. When inhibitors are present
(such as nitric oxide (NO), strong light, etc.), the Fe-S clusters
in functional proteins of organisms undergo electron transfer
with specific inhibitors, thus affecting the function of the
organism. Dph2 is one of the critical enzymes for diphthamide
synthesis. The reaction pathway and energy distribution of the
Fe-S clusters in Dph2 were calculated by molecular dynamics
(MD) simulations and quantum mechanics/molecular mech-
anics (QM/MM) calculations. The introduction of the elonga-
tion factor 2 (EF2) histidine residue led to the cleavage of the
reductive S-C(y) in the Fe-S clusters ligand to generate the
3-amino-3-carboxypropyl (ACP) radical species (Fig. 4al). The
structure of ACP is shown in Fig. 4b. Further, EF2 histidine
residues bound to ACP via C-C coupling to form the ACP-His
radical (Fig. 4all). In the third step, the histidine proton is
transferred to the residue and the electron is transferred to the
Fe-S clusters, producing the dipeptide product (Fig. 4alll).
Additionally, the Fe atom attached to the ligand may be called
Fe4, and the remaining three Fe atoms are numbered Fel, Fe2

This journal is © The Royal Society of Chemistry 2024
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Fig. 4 The catalytic mechanism of Fe-S clusters catalyzing dipeptide synthesis. (a) Mechanism of synthesis of diphthamide by Dph2. (b) The struc-
ture of 3-amino-3-carboxypropyl (ACP) radical. (c) Spin-regulated electron transfer in Fe—S clusters-mediated redox reactions. Reproduced with

permission from ref. 73. Copyright 2021 Wiley-VCH GmbH.

and Fe3. Feng found that the transition of S-C(y) components
strongly depends on the electron spin structure of the Fe-S
class, and the electron transfer via the Fe1-Fe2-Fe3-Fe4 model
to the Fe4 to C(y) transfer. The entire Fe1-Fe2-Fe3 process acts
as an electron reservoir. Fe4 regions are responsible for sub-
strate coordination (Fig. 4c).”>”*

In a typical CO, reduction process, Stiebritz proposes a
possible way to reduce CO, that can be divided into three parts
(Fig. 52).*”> During CO, reduction, CO, binds to the [Fe,S,]
cluster and produces a small amount of heat (Fig. 5a step 1).
Electron transfer removes a water molecule and forms a
[FesS4]'" cluster in the form of connected CO (Fig. 5a, steps 2
and 3). After the dissociation of CO, [Fe,S,]'" cluster is
reduced to [Fe,S,]° (Fig. 5a, steps 4 and 5). The reduction and
proton-induced dissociation branches from step 3 depend on
the thiol ligands at the same Fe center (Fig. 5a, step 6).
Second, the proton-coupled electron is transferred to the
bound CO site to form an aldehyde-like species, followed by a
series of proton transfers and dissociation of water molecules,
finally resulting in the binding of [Fe,S,]" to CH; (Fig. 5b, step
7-11). The free thiol molecules donate a proton to obtain CHy,
and the thiol ligand rebinds to [Fe,S,]" (Fig. 5b, step 12). C-C
coupling relies on the activation of C1. When C1 binds to the
[FesS,]" cluster, the CO attached to the Fe center bound to C1
to form a Fe acetyl intermediate (Fig. 5c, steps 13-15). After a
series of proton transfers, exothermic dehydration and Fe-

This journal is © The Royal Society of Chemistry 2024

bound ethyl species are combined (Fig. 5c, steps 16-19).
Apparently, the dissociation of water results in the cluster con-
version from the reduced state [Fe,S4]'" to the all-ferrous state
[Fe,S4]°. C,H, is removed using a new thiocluster similar to
C1. Whether to add an extra electron can be divided into two
steps (Fig. 5c, steps 20a, 20b). Furthermore, the C-C bond has
a synthetic pathway similar to that of CH; and requires proto-
nation competition between the two pathways, and protona-
tion can occur at any stage. The CH, formation process is
shorter and CH, reaction intermediates are more accessible,
thus promoting CH, production. Therefore, the yield of CH, is
higher than that of C,Hs. These findings demonstrate the
reliability of this approach.”®®® Overall, Fe-S clusters utilize
electron spin and exchange to regulate redox in both biosyn-
thesis and CO, reduction, which is universal for understand-
ing the redox mechanisms of various metalloenzymes.”
Understanding the origin of catalytic activity and structural
design of FeS nanozymes is instructive for the rational design
of mimetic Fe-S clusters. Fan et al. constructed pyrite (FeS,)
nanozymes for tumor therapy.®* FeS, possesses stronger per-
oxidase (POD)-like activity compared to Fe;S, nanozymes.
Density functional theory (DFT) calculations show that the
POD-like activity of FeS, mainly originates from the combi-
nation of Fe(u) on the surface of FeS, with hydrogen peroxide
to form an intraorbital complex, which leads to a smaller
energy barrier for the base-like decomposition of hydrogen

Nanoscale, 2024, 16, 18644-13665 | 18649
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Fig. 5 Mechanism of CO, reduction catalyzed by Fe-S clusters. (a) Fe—S clusters catalyze CO formation. (b) Fe—S clusters catalyze methane for-
mation. (c) Fe—S clusters catalyze C—C coupling. Reproduced with permission from ref. 26. Copyright 2018, Springer Nature.

peroxide (H,0,).®> In addition, the inherent glutathione (GSH)-
oxidase (OXD) activity of FeS, nanozymes can oxidize GSH to
oxidized glutathione (GSSH) and H,0,, which would produce
abundant H,0, and depleted GSH, thus causing tumor cell
death.®® In their work, FeS, nanozymes were further modified
with -polyethylene glycol (PEG)-folic acid (FA), which increased
water solubility while enabling the nanozymes to target tumor
cells. Based on the ultra-high antibacterial properties of metal
inorganic sulfides, Gao et al. used a nanotransformation strat-
egy to convert organic sulfur compounds into inorganic nano-
iron sulfur compounds (nFeS). The antibacterial properties of
this inorganic compound were 500 times higher than those of
natural sulfides in garlic, and the activity originated from the
hydrogen polysulfanes released during the oxidation of nFeS
to iron oxide. Not only that, the addition of H,O, enhances the
release of hydrogen polysulfanes.?” These studies provide new
ideas for the design and application of bionic Fe-S clusters.

4. Bionic structure design strategy of
Fe-S cluster
4.1 Artificial Fe-S clusters based on configuration design

The artificial Fe-S clusters have the advantage of controlling
the molecular structure. The performance of the Fe-S clusters
by structural design is the major method in their development.
As we all know, nitrogenase can fix nitrogen,*®*"*® and

18650 | Nanoscale, 2024, 16, 18644-18665

L-cluster and M-cluster can also reduce CO, and CO. Due to
the limitations of their synthesis, several Fe-S-like clusters
have been designed and coordinated according to their active
centers.?>?° Sickerman et al. constructed the FegRHH-cluster,
which is homologous to the L-cluster and has a similar topolo-
gical structure to the M-cluster (Fig. 6a).>® They suggest that
both the L-cluster and M-cluster have three pairs of Fe atoms
bonded to three S, which are considered to be catalytic for the
L-cluster.”’ Depending on the site structure of the L-cluster,
the FecRHH-cluster with two pairs of S-bridged Fe atoms is
constructed. And S in the center is similar to the single C atom
in the L-cluster. Such a structure allows the introduction of the
FesRHH-cluster as a catalytic component to the nitrogenase.
As shown in Fig. 6b-d, comparing the catalytic activity of
FecRHH-cluster with those of natural L-cluster, FecRHH-cluster
also catalyzes the reduction of cyanide ions (CN™), CO and CO,
to C1-C5 hydrocarbons,**> especially CH,. In addition,
Fig. 6e depicts the product occupancy and turnover numbers
(TONS; calculated based on pmol total C in hydrocarbons/
pmol cluster) for the hydrocarbon-forming of the L- and
FesRHH-clusters. FesRHH-cluster appears to be more condu-
cive to the formation of a higher proportion of long-chain
hydrocarbons than L-cluster. Another Mo-dependent cofactor
is a Mo (homocitrate MoFesS;,)-cluster, which is a complex of
Mo bound to a homocitrate ligand (Fig. 6f). It has the same
core configuration and catalytic activity as the FesRHH-
cluster.”” In another example, the V (VFe,S,C)-cluster mimics

This journal is © The Royal Society of Chemistry 2024
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the overall structure of the M-cluster (Fig. 6g).>® The catalytic
reduction capacity of M-, L-, Mo-, and FesRHH-clusters for
CN™, CO, and CO, was compared by calculating the total TON
(Fig. 6h).>® Unsurprisingly, the M-cluster exhibits strong cata-
Iytic activities for the reduction of CN~, CO and CO, *® It illus-
trates that homocitrate and Mo addition are necessary
and selected by the evolutionary process. The L-, Mo-, and
FecRHH-clusters can selectively reduce substrates. The L-cluster
tends to reduce CO and the Mo-cluster has an overall TON distri-
bution of about 20%. Although the Mo-cluster contains Mo
atoms, the Mo atoms are surrounded by larger citrates and Fe,

This journal is © The Royal Society of Chemistry 2024

which may affect the behavior of the substrate for Mo-active
centers.”” However, the TON for the reduction of CN™~ by FesRHH-
cluster is higher than that of CO and CO,, up to 30%, even higher
than that of Mo-cluster. It suggests the catalytic reduction reaction
of the Fe-S clusters independent of the center C.

Moreover, artificial Fe-S clusters designed by conformation-
al design can simulate not only the catalytic activity of natural
Fe-S clusters but also some artificial Fe-S cluster reactions
used in nitrogenase research.”’ For example, a [MoFe;S,]
cluster similar to the [Fe,S,] configuration can form definite
coordination with N, (Fig. 7a). Through X-ray -crystal
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structure analysis, the N, ligand is located in the inverted
center of the crystal and binds to the Fe sites of two
[(n5pentamethylcyclopentadienyl)-MoFe;S,(IPr),] cubic (Fig. 7b).
Raman spectrum was also observed for the N-N stretching
vibrations (1830 cm™") (Fig. 7c). Mossbauer spectra show that
the average Fe-S distances decrease modestly after the
[MoFesS,] cluster binds N,. The covalent interaction of N, with
Fe-S clusters indicates the fixation process of N, (Fig. 7d and
e).’® Overall, the design of Fe-S clusters with high efficiency,
specificity and biocompatibility based on the conformation is
instructive for advancing the field of biomaterials science and
biocatalytic applications.

4.2 Artificial Fe-S clusters based on element doping

Selenium and tellurium are sulfur congeners, so the idea of
replacing sulfur with selenium or tellurium is predictable.
Solomon et al. successfully synthesized a water-soluble [Fe,Se,]
cluster, whose structures were contrasted to the overlapping

18652 | Nanoscale, 2024, 16, 18644-18665

[Fe,S4] cluster as depicted in Fig. 8a-c. There is not much
difference in terms of general structure or core portion, it still
shows a cubic core structure. Compared with the Fe K-edge
X-ray absorption spectroscopy (XAS) of the [Fe,S,] cluster, the
deviation of the metal center from the symmetry center in the
[Fe,Se,] cluster leads to an increase of 4.5 units in the three-
dimensional jump intensity of the region below the leading
edge (Fig. 8d).> From the various structures and properties, it
is clear that the Se substitution does not cause much change
in the structure of the [Fe,S4] cluster, and the [Fe,Se,] cluster
still has three redox states. However, the data were slightly
different and their reaction properties varied significantly,
which can be verified by measuring the midpoints between
the three redox states of [Fe,S,] and [Fe,Se,], respectively.
Midpoint potentials of [Fe,S,]*"*" and [Fe,Se,]*"*" were deter-
mined to be —240 mV and —285 mV by redox titration (Fig. 8e).
Fig. 8f utilizes the electron paramagnetic resonance (EPR) data
to represent the midpoint potentials of [Fe,S,]”*" and [Fe,Se,]”*".

This journal is © The Royal Society of Chemistry 2024


https://doi.org/10.1039/d4nr02883j

Published on 05 September 2024. Downloaded on 6/12/2026 5:38:48 PM.

View Article Online

Nanoscale Review
a p d C -
_f se152 ¢ 8 0.15 | [Fe,Se ] 100 | AvNifH
o v = c o
Fe2 | L ] g 75th
W £ Boaof il 8
s1 Se2 S / SEsof
b c = 7| 4g
L 2 0.05} =Sl
NP / g e Z% .
N 8 \c £ = 2 ol AvNifH%®
ﬁi'—@ -‘q)/r g 0.00 1 i 1 I:E 1 1 1
7108 7112 7116 = 350 -250 -150
[Fe,Se,] Energy(eV) E° (mV vs SHE) )
=X
f g | oles el
€O (CO,) S10FEas FT100FA =
€400 | AVNIfH 6 = - =
100 I AvNifHse S 75| S 75l
G ! © 1]
g 80 o4 E g
E 60 .Q . 50 k- 50 |
S 40 2 o 3
2 B 26| @ 25
S 20 3 2
14 T? ]
o l g
w op-= - = s 0 . = 0 > a =
4 3 33 o x ;
R R A ¥ ¢ & 0“{\6"@ 8 {\é‘&

Fig. 8 Artificial Fe—S clusters based on Se element doping. (a) Crystal structure of [FesSe4] cluster. [Fe;Se,] (solid) and [Fe4S4] (transparent) superim-
posed side view (b) and top view (c) of the core structure. (d) [Fe,Se,4] cluster pre-edge region analysis. The experimental data (black dashed line),
baseline (red dashed line), pre-edge peak component (red solid), residual (brown solid), and total fit (blue solid). (e) [Fe,Se,]**/?* midpoint potential
of AVNifHS® (blue) and [Fe,S41**/2* midpoint potential of AvNifH (black). (f) EPR signal strength (%) (g = 16.4) at different reduction points of AvNifH>®
(blue) or AvNifH (black). (g) AvNifHS® (blue) or AvNifH (black) act as independent reductases to reduce CO, to CO. (h) reduce C,H,, H*(Ar), and N, to
CHa, Ha, and NHs/H,, respectively, where AvNifHS® (blue) or AvNifH (black). Reproduced with permission from ref. 2. Copyright 2022, Wiley-VCH

GmbH.

Since it is difficult to find the reduction potential where the
EPR signal of the all-iron state (g = 16.4) reaches half of
the maximum value, it is considered to be a midpoint
potential.®>°*% The [Fe,Se,] cluster exhibits lower reducing
potential and higher activity than the [Fe,S,] cluster (Fig. 8g).
When the reduction potential is —0.49 V (low potential), the
[FesSe,] cluster forms an all-iron state [Fe,S,]°, showing a high
CO, reduction capacity.”>®” It indicates that the [Fe,Ses]
cluster can form the reduced all-iron state [Fe,Se;]° under the
action of mild reductants, avoiding the effect of strong reduc-
tants on other components. Meanwhile, the effect of doping
on the assembly process of the [Fe,S,] cluster was analyzed. It
was found that the addition of selenium does not alter the
inherent assembly capacity of [Fe,S,] (Fig. 8h).” Additionally,
Wittkamp et al. synthesized Te-doped [Fe;S,] and used isotope
labels of Fe and Te (Fig. 9a). When combined with DFT calcu-
lations and nuclear resonance vibration spectroscopy (NRVS),
the [Fe,Te,] cluster contains two Et,N" ions and D2d symmetry
at its core (Fig. 9b). Fig. 9c—e show the core structure and bond
length information of the [Fe,Te,] clusters. Moreover, the
[Fe,Te,] cluster was used as a probe for the electron transport
process.”® Such doping of [Fe,S,] with other non-metal or elec-

This journal is © The Royal Society of Chemistry 2024

tron donors provides an effective way to modify Fe-S clusters.
The miraculous in-body conversion process of Fe-S clusters
has also inspired a large number of researchers to explore, and
they are trying to find a faster and more efficient way to design
Fe-S clusters with high catalytic properties.

4.3 Artificial Fe-S clusters based on ligand regulation

The properties and functions of clusters depend in part on the
surface ligands. The type of ligands on the surface of the Fe-S
clusters, weak interactions with the protein matrix and the
degree of exposure to the medium affect the function of clus-
ters. Therefore, the development of novel Fe-S clusters modi-
fied with ligands is an effective way to control the functionality
of clusters. In a recent study, Waser and colleagues synthesized
and characterized the bis-biotinylated clusters [(Biot-gly),Fe,S,].”°
Specifically, the [Fe,S,] center is tightly connected to the
3,5-dimercaptobenzene scaffold to reduce the distortion of the
core. This structure also binds to glycine (Gly) as a blocking posi-
tion and ultimately binds to biotin on the surface to achieve mole-
cular orientation (Fig. 10a)."°*'%" Ultraviolet-visible spectroscopy
(UV-vis), high-resolution mass spectrometry (HRMS) and nuclear
magnetic resonance (NMR) confirm the successful synthesis of
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Fe-S clusters (Fig. 10b). Results from the spectrophotometer show
that the clusters have good stability in aqueous solution (Fig. 10c).
The effect of the protein environment on the ligands was deter-
mined by cyclic voltammetry, demonstrating the outstanding
accessibility of the bibiotin-substituted [Fe,S,] cluster. To improve
the catalytic performance of Fe-S clusters, they reduced CO, to
hydrocarbons by chemo-genetic means, whose overall turnover is
14.'°> What's more, the change of ligand can also regulate the
redox level of clusters. An N-heterocyclic carbene ligand was
designed in the outer layer of the [Fe,S,] core. When CO binds to
[Fe,S;] core, the intramolecular valence disproportionation
occurs, and the co-bound Fe site forms a low-priced Fe" oxidation
state, which can significantly activate the C-O bond.'”
Modification of ligands can not only stabilize the structure,
improve the water solubility of the material and adjust the level of
redox but also improve its biocompatibility and enhance other
properties (optical, electrical, etc.), which is indispensable for the
design of artificial Fe-S clusters.

5. Biocatalysis progress of Fe—S
clusters
5.1 Fe-S clusters for cancer

Cancer has been a leading cause of death worldwide for
decades.'®* Various anticancer strategies have been developed

18654 | Nanoscale, 2024, 16, 18644-18665

to increase tumor cell death while minimizing damage to
normal tissues. Therefore, the discovery of new drug targets is
significant. Mitochondria regulate cellular metabolism and
produce cellular energy. There is no doubt that this will be an
important target in cancer therapy. Based on this, Bai et al.
compared three mitocan drugs (CLV, MAD-28, MAD-44) that
target the Fe-S clusters in mito NEET (mNT) proteins
(Fig. 11a—c) and found that the binding of MDA-28 to the Fe-S
clusters breaks the bond between the mNT proteins and the
Fe-S clusters to destabilize them (Fig. 11d). Notably, MAD-28
selectively targets cancer cell mitochondria, causing a decrease
in the number of mito-primary cells and an increase in mito-
primary Fe in breast cancer cells (Fig. 11e-g).'"® For another
example, Zhu et al. constructed a hollow HMnO, drug carrier
for loading prodrugs and disulfiram (DSF). They also loaded
the cancer cell membranes on its surface to target the tumors
while releasing the drug through membrane fusion (Fig. 12).
In cancer cells, DSF reacts with intracellular Cu®** to form Cu".
On the one hand, Cu" leads to the acylation of proteolipids.
On the other hand, Cu" participates in the bioorthogonal reac-
tions to achieve in situ synthesis of glycolysis inhibitors. In
addition, the presence of Fe-S clusters enhances the resistance
of cancer cells. Removal of excess intracellular GSH and H,O,
by MnO, can effectively inhibit the biosynthesis of the Fe-S
clusters, thus improving the effect of copper toxicity in the
treatment of tumors.'°®'%” Ferroptosis as a novel mode of cell

This journal is © The Royal Society of Chemistry 2024
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death provides new insights for tumor therapy.'°*'°° Liu et al.
constructed iron-containing protein-mimic supramolecular
iron delivery systems (SIDS) with ultra-high iron content and
efficient iron delivery. In their work, SIDS promotes their
accumulation in tumors through iron-containing protein-

110,111 11y tumor

mimic structures and shuttle-like morphology.
microenvironments containing high concentrations of GSH,
SIDS inhibited glutathione peroxidase (GPx) activity by deplet-
ing GSH,""? accompanied by Fe*" release, which triggered fer-
roptosis. In addition, some FeS nanozymes have been used in
tumor therapy due to their unique catalytic activity photoelec-
tric and photothermal effects."*>"'* Fan et al. prepared FA-
modified pyrite nanozymes with prominent POD-like activity
and targeting properties.®* The intrinsic GSH-OXD activity of
pyrite catalyzes the oxidation of GSH and the concomitant
generation of H,0,, which is further reacted to hydroxyl rad-
icals (OH), thereby inducing apoptosis and ferroptosis in
tumor cells."™ In some typical examples, FeS nanozymes have
been designed as multifunctional synergistic therapeutic
nanoplatforms. For example, antiferromagnetic pyrite poly-
ethylene glycol (FeS,-PEG) nanocubes were able to utilize
excess peroxides in tumors to generate ‘OH, during which the
Fe valence state on the surface of the nanozyme was markedly

This journal is © The Royal Society of Chemistry 2024

elevated thereby facilitating magnetic resonance imaging
(MRI).''® Furthermore, the local heat generated by photother-
mal treatment can accelerate the Fenton reaction in tumors.""’
Biologically amenable phototheranostic pyrite nanocrystals
were developed for multispectral photoacoustic tomography
(MSOT) and photothermal ablation, and near-infrared (NIR)
light was utilized to enhance the Fenton reaction, triggering
the dual death pathways of apoptosis and ferroptosis.''®
Overall, whether by targeting mitochondria, optimizing drug
and optimizing material properties to

improve cancer therapy. Fe-S cluster mimetic materials and

delivery systems,

their derivatives have shown great potential in cancer therapy,
and future research needs to optimize these strategies for clini-
cal translation.

5.2 Fe-S clusters for antibacterial

Fe-S clusters can bind to inhibitors to achieve antimicrobial
effects.’*®'?° For example, binding of the Fe-S cluster to the
inhibitor 4,5-dithiohydroxyphthalic acid (DTHPA) resulted in
the inhibition of the synthesis of Nicotinamide adenine dinu-
cleotide (NAD) (Fig. 13a)."*' NAD is a cofactor involved in the
majority of biological processes and plays a vital role in E. coli
biosynthesis. Its synthesis involves the formation of quinolinic
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acid (QA), which requires the assistance of Fe-S clusters.
However, the addition of inhibitors leads to the formation
of new species of Fe-S clusters (Fig. 13b). The activity of
L-aspartate oxidase (NadA) carrying Fe-S clusters decreased as
the DTHPA concentration decreased (Fig. 13c). The inhibitory
effect of DTHPA on bacteria can be mitigated by adding small
but large amounts of QA, although QA DTHPA can cause the
death of bacteria by inhibiting other metalloproteins
(Fig. 13d). Wang and his colleagues designed a series of pyri-
dine inhibitors to bind and disrupt the Fe-S clusters in IspH
for the treatment of certain bacterial infections. Hyperfine sub-
level correlation (HYSCORE) spectroscopy demonstrated that
the pyridine inhibitors of IspH were directly linked to the Fe in
the Fe-S clusters. IspH protein is involved in isoprenoid bio-
synthesis, and isoprenoid is associated with cell wall syn-

18656 | Nanoscale, 2024, 16, 18644-18665

thesis.'**

These findings suggest that this may be an essential
target for the development of new antibiotics."*® Gao et al.
used Fe;S, and Fe; ,S to convert organic sulfur compounds
into inorganic nFeS, which has superior antibacterial activity,
500 times that of natural sulfide. nFeS releases hydrogen poly-
sulfanes with strong antibacterial effects, which have signifi-
cant inhibitory effects on Pseudomonas aeruginosa and
Staphylococcus aureus. Topical application of nFeS can disrupt
bacterial biofilm and accelerate the healing of infected
wounds.?”""'*1?4125 They successfully prepared an antibacter-
ial alternative. This work lays the foundation for the appli-
cation of Fe-S clusters in the prevention and treatment of bac-
terial infections. Although fewer Fe-S clusters are currently
used for antibacterial applications, these studies have demon-
strated the promising application of mimetic Fe-S clusters in

This journal is © The Royal Society of Chemistry 2024
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antimicrobial therapeutics and have provided new ideas for
future antimicrobial drug development.

5.3 The role of Fe-S clusters in viral suppression

Virus infection has always been a global problem that plagues
scholars from all walks of life, which has caused huge finan-
cial and human losses. The Fe-S clusters are involved in many
biological regulatory processes.>>"*® Ebrahimi et al. linked Fe-
S clusters involved in immunity to viral replication, investi-
gating how Fe-S clusters play a role in the immune process
(Fig. 14).>° When the body responds to a viral infection, the
Fe-S protein first recognizes the components of the invading

This journal is © The Royal Society of Chemistry 2024

virus and initiates the transcription of inflammatory factors
such as type I and type II interferons (IFNs). Transcription of
interferon stimulated genes (ISGs) is then induced by inter-
feron stimulation. These Fe-S proteins have catalytic subunits-
a (DNA Pol-a) and RNA polymerase (RNA Pol-IlI) of DNA
polymerase.'?””**° Translation occurs in ribosomes, and Fe-S
proteins include the homodimers Dph2 h and ABCE1 in
archaea.”® The primary role of Dph2 h is to translate and
modify histidine residues in elongation factors; ABCE1 stimu-
lates the degradation of circulating ribosomes. Stimulate the
expression of ISGs proteins, which RSAD2 contains Fe-S clus-
ters and can inhibit viral replication and regulate immune

Nanoscale, 2024, 16, 18644-18665 | 18657
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metabolism.***

Finally, mitochondrial autophagy and iron
stabilization are regulated.'*” The immunity response to viral
infection leads to the expression of inflammatory factors.
There is growing evidence that ROS are associated with the
initiation, development and resolution of the inflammatory
response. As a result, a large amount of ROS and reactive nitro-
gen species (RNS) will be produced in the body such as H,0,
and NO, which causes a decrease in oxygen. These ROS and
RNS will inactivate the Fe-S clusters in Fe-S proteins involved
in immune recognition, transcription, translation, and metab-

18658 | Nanoscale, 2024, 16, 18644-18665

olism. To solve these problems, on the one hand, large
amounts of H,O0, and NO caused by excessive stress can
provide feedback to protect the body by preventing harmful
substances. On the other hand, Fe-S proteins, which regulate
Fe homeostasis and mitochondrial autophagy, cause mito-
chondrial autophagy by sensing excess H,O, and NO in the
environment. These include proteins such as IRP1, FBXL5,
and mitoNEET.>*"3%134

The most prominent achievement of Fe-S clusters in the
immunization process is the formation of feedback by sensing

This journal is © The Royal Society of Chemistry 2024
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H,0,, NO, etc.*® In addition to inhibiting viral replication
through immunomodulation, Fe-S clusters can modulate
the gene expression process of certain viruses to inhibit
viruses.”™"*> Ekanger et al. studied the migration of the [Fe,S,]
cluster into the endonucleus after sensing environmental
NO.'® After binding NO, the [Fe,S,] cluster produces
nitrite products [(Cys),Fe(NO),]” and Roussin’s red ester
([(n-Cys),Fe,(NO),]). It causes [Fe,S,]*"** midpoint potential to
shift negatively by 800 mV. At the same time, the DNA binding
potential is not affected (Fig. 15a and b).*>?*! The electro-
chemical test was performed by graphite electrode with a wide
potential window and the differential pulse voltammetry was
drawn. The midpoint potential of redox after nitrosylation was
observed to shift negatively by 800 mV compared to native
endonucleases (Fig. 15c). Notably, affinity with DNA is also the
main criterion for evaluating endonuclease activity. As dis-
played in Fig. 15d, electrophoretic mobility analysis and circu-

= [FeaSq*"**

o™
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lar dichroic (CD) spectra showed that the affinity with DNA
after nitrosylated endonuclease sensing and binding to NO
was not reduced compared to the native endonucleases. It
indicates that NO is inactive by negatively shifting the redox
midpoint potential by the nitrosolated endonuclease [Fe,S,]
cluster, inhibiting viral proliferation. The role of Fe-S clusters
in immune responses and viral replication highlights their
critical role in cellular defense and disease processes. Fe-S
clusters are essential for the recognition of viral components
and the activation of inflammatory pathways. Their role in the
translation and modification of proteins that influence the
immune response emphasizes their importance in the regu-
lation of viral infection. In addition, Fe-S clusters modulate
the immune response by altering the redox midpoint potential
of endonucleases through the binding of NO, thereby effec-
tively inhibiting viral replication. NO modifies Fe-S clusters by
this mechanism, affecting their function, and demonstrating

= [(Cys)2Fe(NO)J”
)e(= [(Cys)FexNO)]

s_
N\ S
Fe s’ | NO P
| l —— Fe, Fe'
Fe-|—S ON” N\ N0 o/ No
s<-F¢ $
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Fig. 15 Regulate the gene expression process of the virus to inhibit the virus. (a) Schematic diagram of nitrosylation process of natural endonu-
clease. (b) Structure of nitrosation products of natural endonuclease. (c) Differential pulse voltammograms of natural (black) and nitrosylated (red)
nucleic acid endonucleases on edge-plane graphite electrodes. (d) CD chromatograms of the natural (black) and the nitrosylated (red) endonuclease.
Reproduced with permission from ref. 16. Copyright 2018, American Chemical Society.
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the complex balance in immune defense and the potential of
Fe-S clusters in maintaining immune system function.

5.4 Role of Fe-S clusters in the photoprotection process

During photosynthesis, light is essential and hazardous to the
photosystem, so protection from light plays an important role
in this process. Currently, photosystem II (PSII) and light-har-
vesting complex II (LHCII) photoprotection mechanisms are
the two major convergence points of research. The common

View Article Online
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photo-suppression reactions occur mainly in PSII. Photo sup-
pression is when light energy exceeds the amount that the
photosynthetic system can utilize, and the photosynthetic
function decreases to protect itself. It reflects some defensive
intensification of the excitation energy heat dissipation
process. In contrast, the role of photosystem I (PSI) in the
photoprotection process is rarely reported, especially the
photoprotection caused by Fe-S cluster damage.*®**” PSI can
reduce oxidized nicotinamide adenine dinucleotide (NADP')
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Fig. 16 Fe-S clusters for light protection. (a) Schematic diagram of the light protection process under low excitation and equilibrium electron flow.
(b) Schematic diagram of light protection process under controlled electron flow state. (c and d) Schematic diagram of light protection process
under uncontrolled electron flow state. (€) Redox kinetics of PSI. (f) Fo and Fg central EPR plots. Fluorescence emission spectra of WT plants. The
excitation light used is 440 nm. At room temperature (g); (h) at 77K. Reproduced with permission from ref. 27. Copyright 2016, Macmillan Publishers
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to nicotinamide adenine dinucleotide phosphate (NADPH)
using light energy and electrons produced by PSII. In addition,
PSI can tolerate excess light but detect more electrons pro-
duced by PSIL™® During excitation and equilibrium electron
flow at PSI, the photosynthetic process is related to the poten-
tial of the electron matrix. Simultaneously, the excitation
energy reduces the electron transfer rate of PSI (Fig. 16a).
Maintaining continuous oxidation of P700 is critical to protect
PSI and the Fe-S clusters within it from photooxidative
damage when highly excited and controlled electron flow to
PSI (Fig. 16b). When the excitation energy is further increased
and the electron flow cannot be controlled, P700 will be
reduced by the uncontrolled electron flow of PSII. At this
point, two kinds of Fe-S clusters, F, and Fg, will disappear
rapidly (Fig. 16c). When high excitation and unpaired electron
flow enter PSI, both the P700 and PSI are over-reduction and
the photooxidation ability of P700 disappears. In the mean-
while, the Fe-S cluster was destroyed, thereby the PSI receptor
side restriction was reduced. The non-photochemical photo-
protective energy dissipation of the damaged PSI center was
turned on (Fig. 16d). To maximize the transformation of exci-
tation energy to PSI, PSI dissipates excess excitation energy at
the expense of the PSII excitation. In addition, the excess
energy is consumed by the LHCII-dependent mechanisms."*’
As shown in Fig. 16e, when the plants were transferred to high
light for up to 120 minutes, the P700 redox kinetics were com-
pletely unaffected in typical plants, acting as an excess exci-
tation energy dissipator. However, this process will cause some
damage to the two forms of Fe-S clusters F, and Fy after illu-
mination (Fig. 16f). The fluorescence emission distribution
also confirmed that PSI was a very good quencher after degra-
dation (Fig. 16g) and confirmed that the quenching energy
decreased as a result of lowering the temperature
(Fig. 16h).>”7? In exploring the process of plant photoprotec-
tion, the role of Fe-S clusters in it cannot be ignored.
Therefore, an in-depth study of the photoprotective mecha-
nism of Fe-S clusters under different light intensities is of
great significance for optimizing photosynthesis and improv-
ing plant stress tolerance.

6. Conclusions

Over the past few decades, studies on the physicochemical pro-
perties and biotransformation of Fe-S proteins have elucidated
the structure of Fe-S clusters and their transformation pro-
cesses in vivo. There is no doubt that one of the factors
affecting the properties of materials is structure. Fe-S clusters
are naturally abundant in organic materials due to their flexi-
bility and versatility, making them ideal candidates for the
development of materials with specific functions. As we con-
tinue to update synthesis technology, it will become a trend to
exploit its catalytic activity by mimicking the active sites of Fe-
S clusters in vitro. It provides a platform for the formation of
structure-activity relationships and expands the application of
Fe-S clusters to other fields. Nowadays, synthetic Fe-S clusters

This journal is © The Royal Society of Chemistry 2024
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offer a valuable model for the research of their structure, cata-
Iytic and sensing properties. However, the characteristics of
many natural Fe-S clusters remain challenging to replicate
in vitro. In particular, the rational design of materials that
are stable and specific to satisfy the requirements of
different directions is still an urgent problem that needs to be
solved.

Firstly, at present, there are many types of artificial Fe-S
clusters, but their performance is misty. Natural Fe-S clusters
have powerful functions in vivo, but it is very difficult to syn-
thesize stable clusters in vitro. It limits the use of Fe-S clusters
in catalysis, disease treatment and other aspects. Therefore, it
is of great importance for basic research to design a simple
synthesis process for the Fe-S route that contains stable and
high-yield products.

Secondly, structure-activity relationships are key to the
whole of materials science. Previous reports have explored the
relationship between the structures and functions of Fe-S clus-
ters, revealing the influence of factors such as ligands, electron
configuration and configuration on Fe-S clusters in organ-
isms. So far, the creation of such relationship applications is
still lacking. In particular, many specific factors and structural
relationships have not been identified.

Thirdly, the biological functions of Fe-S clusters are limited
to tumor therapy, antibacterial, etc. Investigating other bio-
logical functions of Fe-S clusters, such as redox balance in
organisms and gene editing, is also one of the research
directions.

Fourthly, although a large number of artificial Fe-S clusters
have been developed, few are used in the clinic. Compared to
other clusters, Fe-S clusters are more abundant in organisms
and have the potential for clinical transformation. How to
determine the clinical changes of the Fe-S cluster and how to
fulfill the biological function of the Fe-S cluster is a question
that we need to consider.'*°

Finally, the role of the Fe-S clusters in the innate immune
system and the viral replication process is revealed. However,
the development of drugs aimed at achieving better treatment
and the creation of Fe-S models targeting other diseases (such
as neurodegenerative diseases) to identify biological mecha-
nisms between groups and diseases are still directions for
future work. "4
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