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Abstract: Cofactors are required for almost half of all enzyme reactions, but their functions and binding partners are not
fully understood even after decades of research. Functionalised cofactor mimics that bind in place of the unmodified
cofactor can provide answers, as well as expand the scope of cofactor activity. Through chemical proteomics approaches
such as activity-based protein profiling, the interactome and localisation of the native cofactor in its physiological
environment can be deciphered and previously uncharacterised proteins annotated. Furthermore, cofactors that supply
functional groups to substrate biomolecules can be hijacked by mimics to site-specifically label targets and unravel the
complex biology of post-translational protein modification. The diverse activity of cofactors has inspired the design of
mimics for use as inhibitors, antibiotic therapeutics, and chemo- and biosensors, and cofactor conjugates have enabled
the generation of novel enzymes and artificial DNAzymes.

1. Introduction

Cofactors are essential small molecules or metal ions bound
by enzymes to assist catalysis and function. Nearly half of all
enzyme reactions are cofactor-dependent.[1] Cofactors may
be tightly bound (prosthetic groups) or loosely associated
(coenzymes). Typically, cofactors are functionally diverse
and capable of a range of roles depending on the enzyme
they are bound to and the substrates available. Cofactors
are critically important for the biological function of
proteins, with roles including group transfer, catalysis, and
redox chemistry. Their catalytically active forms are then
regenerated in situ or via subsequent recycling. Although
the subject of study for decades, the scope of cofactor
functions, binding modes, and binding proteins is not fully
understood.[2] In silico prediction can reveal cofactor binding
proteins based on sequence and structure similarity to
known binding proteins.[3] However, the high structural and
functional diversity of cofactor binding proteins remains a
challenge for bioinformatic prediction. Moreover, in silico
methods require experimental validation, for which a high-
throughput solution is desired.

Functionalised cofactor mimics that bind in place of the
unmodified cofactor are increasingly used to address these
unanswered questions. The cofactor biotin could be consid-
ered the archetypal case here since it has been used
countless times to functionalise other cofactors and small
molecules as a purification tag, owing to its exceptional
affinity to avidin.

The introduction of a small clickable handle (e.g. alkyne
or azide) to the cofactor structure can often be tolerated by
cofactor binding proteins, and enable the expansion of its
activity. Incorporation of photoaffinity groups can be used
to capture noncovalently bound interacting partners upon
irradiation. Subsequent bioorthogonal attachment of affinity
tags such as biotin to click-reactive handles can allow for

enrichment of cofactor binding or target proteins. Enriched
proteins can then be identified by mass spectrometry, and
proteins of unknown function annotated with cofactor bind-
ing after confirmatory validation. In this way, functionalised
cofactor mimics can be used to profile a cofactor’s
interactome (Section 2).

Additionally, cofactors that behave as co-substrates to
supply functional groups to substrate biomolecules can be
hijacked by mimics which transfer enrichment tags, click
handles, or photoaffinity groups which in turn can be used
to reveal those substrates. By this strategy, functionalised
cofactor mimics can be used to discover the substrates of
cofactor-binding enzymes and thereby study post-transla-
tional modifications like acetylation, methylation, AMPyla-
tion, and PARylation (Section 3).

Synthetic cofactors have also been exploited beyond the
field of chemical proteomics profiling, including in myriad
successful drug discovery and biotechnology applications.
For example, cofactor mimics have been functionalised with
fluorophores for inhibitor development, real-time cellular
imaging, or biochemical sensors of the cellular environment
(Section 4). Artificial cofactor mimics have also been
developed to expand their intrinsic functionality, resulting in
the development of artificial enzymes including electro-
enzymes and DNAzymes (Section 5).

This Review covers synthetic cofactors modified with
moieties that extend their functionality, such as click
chemistry handles, photoaffinity labels, fluorophores, and
photosensitisers. Although cofactors conjugated to solid
supports, electrodes, or nanoparticles have been described
e.g. for PQQ,[4] FAD,[5] heme,[6,7] and coenzyme A,[8] they
are not the focus of this Review. In addition, synthetic
cofactor analogues that do not incorporate additional
functionality, such as those developed as inhibitors for
medicinal chemistry or biochemical studies (see Table 1, for
examples) are not discussed. Meanwhile, the reader is
directed elsewhere[9–20] for discussion of (nonfunctionalised)
cofactor analogues employed to generate artificial metal-
loenzyme or biohybrid catalysts with improved stability,
efficiency, chemoselectivity, or reactivity scope.
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2. Cofactor Interactome Discovery Using
Functionalised Cofactor Mimics

Much is unknown about the diversity of cofactors, but the
continuous discovery of novel cofactor-dependent enzymes
and their substrate proteins indicates a still large number yet
to be characterised. Moreover, the role of some cofactors as
allosteric modulators and signalling molecules means diffi-
cult-to-predict noncanonical cofactor binding modes that are
still not fully understood. Functionalised cofactor mimics
can be profitably employed to profile such cofactor inter-
actomes by leveraging their affinity for their binding
proteins and their activity towards native reactive nucleo-
philes.

2.1. Cofactor Interactome Discovery Using Activity-Based
Cofactor Probes

Chemical proteomics approaches using cofactor mimics
functionalised with enrichment tags or click handles have
been broadly and successfully applied for cofactor inter-
actome discovery. Where the native cofactor is covalently
bound by its interacting partners, this activity can be
leveraged by functional mimics that bind under physiological
conditions enabling subsequent isolation of these partners
for identification. Exemplifying this approach, a suite of
clickable probes (1.2–1.4, Figure 1) of the cofactor pyridoxal
phosphate (1.1, PLP) was used to interrogate the Staph-
ylococcus aureus PLP-binding proteome.[21] Inspired by
activity-based protein profiling (ABPP),[22–24] pyridoxal (PL)

was equipped with a small alkyne tag that did not impair
cellular uptake, phosphorylation by PL kinase, or activity of
PLP-dependent enzymes (PLP-DEs). Probe-treated cells
were lysed, the transient aldimine bond between the probe
and active site lysine of PLP-DEs reduced, and the alkyne
tag clicked to biotin-azide to enable enrichment of proteins
bound by the cofactor probe on avidin beads (Figure 1A).
After elution, tryptic digest, and analysis via label-free mass
spectrometry, 73% of the known as well as several
previously uncharacterised PLP-dependent enzymes were
identified, demonstrating the utility of this strategy. Apply-
ing the principle in human cancer cell lines led to the
identification of one-third of the human PLP-dependent
enzymes.[25] More recently, additional probes (e.g. 1.5 and
1.6) have been developed, resulting in a total of 13 diverse
PL mimics.[26] PLPome profiling of different pathogenic
bacteria using this probe library revealed enhanced labelling
coverage and five novel PLP-DEs were further characterised
by a series of in vitro activity assays. Additionally, a library
of small molecules was screened for their antibiotic activity
and two PLP-dependent enzymes were verified as targets of
the marketed drug phenelzine.[26]

Profiling a cofactor’s interactome can also be accom-
plished using cofactor mimics functionalised with reactive
electrophiles to transfer tags to nucleophilic residues in
cofactor binding pockets. Some of the most established
probes using this approach are ATP and ADP analogues
developed to study protein kinases by leveraging conserved
active site lysine residues. Examples include reactive
(desthio)biotinylated acyl phosphates of ATP or ADP
probes,[27,28] which, upon target binding and attack from the
lysine ɛ-amino group, release ATP or ADP and covalently
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attach the biotin moiety to the kinase through an amide
bond (e.g. Figure 1B), enabling isolation and identification
by mass spectrometry. Impressively, at least 75% of the
known human kinases have been engaged with these

probes,[27] demonstrating improved sensitivity over alterna-
tive approaches like affinity chromatography using sephar-
ose beads equipped with ATP or kinase inhibitor-immobi-
lized beads (kinobeads).[29,30] However, these reactive ATP
probes have poorer kinase selectivity than kinobeads, due to
reaction with abundant non-kinase ATP-binding proteins
such as ATPase heat shock proteins.[31] Nonspecific binding
proteins, however, can be reduced using ATP
competition,[32] which has been applied to both identify off-
targets and profile selectivity of ATP-competitive kinase
inhibitors.[33] Similarly, functionalising cofactors with electro-
philic warheads to enable covalent linkage of the cofactor
itself to nucleophilic binding site residues also allows for
activity-based identification of binding enzymes. Incorporat-
ing a Michael acceptor into a vitamin A mimic in place of an
aldehyde or carboxylic acid moiety (1.7) made it possible to
study retinal aldehyde dehydrogenases (ALDHs).[34] The
authors showed that their substrate-based probe is not only
able to detect endogenous retinal ALDHs and retinoid-
interacting proteins but also suitable for competitive ABPP
experiments in order to find (off-)targets of inhibitors.[34]

However, detection of retinal binding proteins correlated
strongly with abundance, indicating difficulties in identifying
low-abundance targets.

A similar trap approach was adopted in the design of
PLP cofactor probes bearing either a vinyl amide (1.8, 1.10)
or a chloromethyl amide (1.9) to target pyridoxal kinases
(PLKs) containing a catalytically active Cys residue. Inter-
estingly, different probe structures led to different binding
efficiencies in Gram-positive and Gram-negative bacteria,
enabling a tailored approach for the study of this enzyme
class.[35]

Metal ion cofactors play essential roles in protein
structure, catalysis, and signal transduction. Like small-
molecule cofactors, chemical proteomics methods have been
developed to map metal cofactor binding proteomes.[36] For
example, metalloproteins that bind Zn2+ and Fe/S cluster
cofactors via cysteine residues have been profiled through
competition with cysteine reactive probes.[37,38] Other work
instead focused on identifying proteins localised in Zn2+

-rich environments using an electrophilic protein labelling
probe (1.11), which is activated in the presence of zinc,
enabling transfer of a fluorophore to nucleophilic
residues.[39] This strategy enabled characterisation of the
proteomes of Zn2+-rich vesicles generated by oxidative
stress and was also subsequently extended to visualise
copper flux in brain cells.[40] Although this approach does
not profile proteins directly binding metal cofactors, it can
offer insights into metal homeostasis and their dynamic roles
as signal transducers.

2.2. Cofactor Interactome Discovery Using
Photoaffinity-Functionalised Cofactor Mimics

When cofactor mimics do not covalently bind to their
protein partners through their own activity or the use of
electrophilic traps, a photoaffinity label can be introduced to
cement the cofactor binding protein interactions upon

Figure 1. Examples of activity-based cofactor probes designed to bind
covalently to binding proteins to enable identification. A) Suite of
clickable pyridoxal probes and schematic for profiling the PLP
interactome. PL probes are taken up by bacterial cells, phosphorylated,
and incorporated into PLP-dependent enzymes. Following cell lysis,
sodium borohydride-mediated reduction of the imine bond and click
ligation to enrichment tags enables identification of labelled enzymes
by mass spectrometry (adapted from Hoegl et al.[21]); B) mechanism of
transfer of the biotin tag from an ATP mimic to a kinase active site
lysine residue; C) vitamin A probe and D) electrophile trap pyridoxal
mimics; e) AIZin-1, a zinc-responsive protein labelling reagent; PL:
pyridoxal; PLP: pyridoxal phosphate; LC-MS/MS: liquid chromatogra-
phy tandem mass spectrometry.
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irradiation. Early examples of photoaffinity-functionalised
cofactor mimics include a series of azidoflavins which were
used as active site probes of flavin enzymes in vitro.[41,42]

The use of bifunctionalised cofactor mimics containing
both a photoaffinity group and a click handle is a powerful
strategy for the chemical proteomic profiling of binding
partners based solely on the affinity of the binding, rather
than intrinsic cofactor activity. Cell-permeable mimics
enable profiling in situ, i.e. in live cells or tissues, affording
greater biological relevance. This greatly increases the scope
of cofactor profiling, although the success of the approach
hinges on the development of bifunctionalised mimics that
maintain activity and cellular permeability. Optimisation of
the biological system under investigation can also provide
challenges. For example, a benzophenone photoaffinity label
and an alkyne were introduced in the development of
bisubstrate probes based on the cofactor CoA (e.g. 2.1,
Figure 2) that were designed to target both the substrate
and cofactor binding sites of lysine acetyltransferases.[43]

Chemical proteomic profiling with these probes identified
two lysine acetyltransferase enzymes out of a total of 34,
with noted limitations including low crosslinking yields and
non-cell permeability of the probe. Improved enrichment (
�50%) of lysine acetyltransferases was later achieved with
a modified approach, using biotinylated and amine-function-

alised Lys-CoA probes, which were immobilised on resins
prior to incubation with cell lysates.[44]

Similarly, a benzophenone and terminal alkyne were
appended to the thiol of glutathione to generate a photo-
affinity-functionalised cofactor mimic for proteomic profil-
ing of glutathione S-transferases (GSTs) 2.2.[45] When the
tissues with the highest GST activity (liver and lung) were
selected for use in proteomic profiling, the probe then
identified 9 out of 19 cytosolic mammalian glutathione S-
transferases. Besides the choice of tissue type, cellular
fractionation can also aid proteomic detection of low-
abundance target proteins.[46] These experiments underline
the importance of optimising target protein abundance for
successful chemical proteomic profiling.

In another study, a series of biotinylated S-adenosyl-L-
homocysteine (SAH) photoaffinity probes (e.g. 2.3) were
used to profile methyltransferases in three human cancer
cell lysates.[46] Comparing probes bearing an aliphatic
diazirine, a benzophenone, or an aryl azide, the authors
concluded that the diazirine led to the broadest and most
specific profiling of human methyltransferases, at �25% of
the 200+ known and predicted.

Diazirine photoaffinity labels have been frequently
exploited in conjunction with alkynes for the generation of
functionalised cofactor mimics. This approach was adopted
in the synthesis of chemical probes of vitamin B derived
cofactors thiamine, riboflavin, and biotin[47] (2.4–2.6). These
probes enriched B vitamin transporters and other proteins
in the filamentous anoxygenic photoheterotroph Chloro-
flexus aurantiacus J-10-fl, though inclusion of a control using
the unmodified cofactor as a competitor could have verified
the specificity of binding. The same research group devel-
oped a photoaffinity cobalamin (vitamin B12) cofactor mimic
2.7.[48] This probe was found to support the growth of B12-
auxotrophic bacteria and archaea and be taken up and
adenosylated (2.8) by E. coli.[49] Proteomic profiling with the
probe led to five significantly enriched proteins in E. coli, of
which four were known cobalamin binders, although no
components of the B12 transporter system were found.

The development of a minimalist diazirine alkyne
linker[50] has greatly facilitated the synthesis of photoaffinity-
labelled and clickable probes. This linker was incorporated
into a lipoylated peptide to serve as a functionalised mimic
of the cofactor lipoamide (2.9) in order to identify potential
regulators of lysine lipoylation.[51] This probe was used in
chemical proteomic profiling experiments, uncovering a new
delipoylation function of Sirt2. Recently, proteomic profiling
of lipoylation has also been performed by functionalising
lipoamide in situ, utilising the reactivity of the lipoamide
1,2-dithiolane ring to chemoselectively conjugate cyclo-
octyne probes to lipoamide-bound proteins in bacterial and
mammalian lysates.[52]

The minimalist photocrosslinker was also exploited in
the recently developed ATP mimetic 2.10, which was found
to enrich 59 known ATP-binding proteins in A549 cell
membrane fractions, as well as highly abundant cytosolic
ATP binders from cell lysates.[53] A contrasting chemical
proteomics method, thermal proteome profiling (TPP),[54]

which examines the stabilisation of proteins induced by
Figure 2. Examples of photoaffinity-functionalised cofactor mimics
designed to identify substrate or binding proteins.
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ligand binding, has also been recently used to profile ATP-
binding proteins, finding 315 of 7859 of proteins annotated
with GO terms relating to this cofactor.[55] One significant
advantage of TPP is that there is no requirement for ligand
functionalisation which may alter bioactivity, and thus bind-
ing proteins can be identified using only the native cofactor.
However, TPP depends on full proteome profiling, without
enrichment of binding proteins, unlike a workflow using
functionalised cofactor mimics (Figure 1A). Thus, low-
abundance proteins are more liable to escape detection by
the mass spectrometer, meaning many cofactor-dependent
enzymes may remain unknown. Given the respective advan-
tages and disadvantages of the two methods, it may be that,
similar to target deconvolution,[56] the two orthogonal
methods complement each other to improve the scope of
cofactor proteome profiling.

3. Cofactor Mimics Functionalised to Transfer Tags
to Substrate Biomolecules

Certain cofactors are employed by enzymes as co-substrates
to supply a moiety to be transferred to a substrate protein or
other biomolecule. Profiling these modifications is of great
interest due to their crucial roles in cell signaling and
regulation of enzyme activity, stability, and localization. An
ideal readout would exploit the native modification, for
example in the case of phosphorylation, a PTM using ATP
as a co-substrate, complexing agents can be used to enrich
the negatively charged phosphate group.[57]

Where this is not feasible, functionalised cofactor mimics
can be leveraged to transfer artificial tags onto these
substrates, to enable their identification or visualisation. For
example, ATP is also used in the post-translational mod-
ification of proteins through the transfer of AMP to serine,
tyrosine, or threonine residues (AMPylation) of substrate
proteins. Alkyne-functionalised ATP derivatives have been
used to profile AMPylated substrates in mammalian lysates
using a chemical proteomics workflow.[58–60] This method-
ology was recently extended with the development of cell-
permeable alkyne-functionalised pro-AMP probes to study
proteins that are AMPylated during human neurogenesis[61]

and bacterial infection.[62] Functionalised ATP mimics also
have utility beyond the proteome: an alkyne-bearing
analogue was used to supplement media supporting HeLa
cells, with the resultant incorporation into nascent cellular
RNAs enabling localisation and structural studies.[63]

The methyl donor S-adenosyl-L-methionine (SAM) is
another cofactor that has been modified in various ways to
site-specifically label and functionalise substrate biomole-
cules including DNA,[64–67] RNA,[68–71] proteins,[72,73] and small
molecules.[74] Examples of such SAM mimics, which include
alkenyl and alkynyl selenium analogues[73] (3.1–3.3, Figure 3)
with increased stability and reactivity towards nucleophiles,
are reviewed elsewhere.[75] Three different photoaffinity-
functionalised SAM probes (3.4–3.6) have also been devel-
oped, and were accepted by a promiscuous methyl trans-
ferase, even though they are much bulkier than unmodified

Figure 3. Examples of functionalised cofactor mimics designed to
transfer labels onto substrate proteins. A) Alkyne- and photoaffinity-
labelled SAM mimics; B) alkyne- and photoaffinity-labelled NAD+

mimics. Schematic for profiling the interaction network of PARylated
proteins; C) probes based on the structure of coenzyme A; NAD+ :
nicotinamide adenine dinucleotide; PARPs: poly-ADP-ribose polymer-
ases; MS: mass spectrometry; PARylation: polyADP-ribosylation.
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SAM. This enabled the efficient transfer of the photoaffinity
labels from the cofactor mimics to the 5’ caps of mRNA in
vitro.[76] The generated aryl azide- and diazirine-functional-
ised mRNAs were then capable of crosslinking cap interact-
ing protein eIF4E, whereas the bulkier benzophenone steri-
cally hindered protein binding.

Elsewhere, to facilitate studies in live cells, cell-perme-
able alkynylated methionine analogues (3.7–3.8) have been
supplied exogenously for uptake and in situ conversion to
SAM analogues by an engineered SAM-synthetase.[77] En-
gineering specific protein methyltransferases to accept the
alkynylated SAM allowed the analysis of specific targets
(e.g. histones) in live cells in the presence of native SAM.

A similar chemical genetic approach has been used in
the development of functionalised NAD mimics to study
cellular protein ADP-ribosylation, the transfer of up to 200
ADP-ribosyl groups from NAD to substrate proteins
(PARylation), by poly-ADP-ribose polymerases (PARPs).
Implementing a “bump-hole” strategy, NAD analogues
containing a range of bulky substituents (e.g. 3.9) have been
used as substrates only by engineered PARPs containing
“holes” in their binding pocket to accommodate the
“bumps”.[78–80] Many other biotinylated, alkyne and azide
derivatives of NAD have also been synthesized to inves-
tigate PARylation using native PARPs,[81,82] including mod-
ifications to the purine base[83] and the ribose alcohol
moieties which led to improved activity and selectivity
(3.10–3.12).[84]

An alternative way to study PARylation has also been
established, using simple alkynylated adenosine analogues
(e.g. 3.14) for in situ metabolism. ADP-ribosylation was
then quantitatively measured via TMT isobaric mass spec-
trometry. This robust strategy led to the identification of
thousands of protein targets, the largest number to date.
Moreover, it enabled quantification of responses of PARy-
lated proteins to the clinical PARP inhibitors olaparib and
rucaparib.[85]

Further functionalised NAD cofactor mimics include
recently reported clickable photoaffinity probes with diazir-
ine moieties on different positions of the adenine.[86,87] These
probes were used in different applications: one report
focused on the profiling of reader and eraser proteins that
bind to PARylated proteins in a PARylation-dependent
manner, by using the synthesised NAD mimic (3.13) as a
PARP substrate (Figure 3B). Proteins PARylated with the
NAD mimic were then photoaffinity labelled, and trapped
interacting partners after UV irradiation, enabling enrich-
ment and identification.[87] The other study used a photo-
affinity NAD mimic with an enzymatically stable nicotina-
mide glycosidic bond (3.15) to preclude consumption of the
probe as a PARylation substrate, and instead enable
identification of proteins that directly interact with the NAD
cofactor itself.[86]

Cofactor co-substrate acetyl coenzyme A (Ac-CoA)
supplies the acetyl group for lysine acetyltransferase (KAT)
mediated acetylation of ɛ-amino groups of certain Lys
residues of target proteins. This post-translational modifica-
tion facilitates epigenetic programming, the cell cycle,
apoptosis, metabolism, and signal transduction.[88] Ac-CoA

analogues designed to transfer functionalized alkyne- or
azide-modified acyl groups to substrate proteins (3.16–3.17),
mediated by either engineered KATs[88] and/or wild-type
KATs,[89] led to the identification of hundreds of KAT target
proteins, including histone proteins as the primary substrates
for both enzymes investigated.[89]

Coenzyme A is also used as a co-substrate for the
transfer of 4’-phosphopantetheine to substrate proteins.
Recently, alkyne-bearing panthetheine probes (e.g. 3.18)
were developed and supplied to live HepG2 cells.[90] Probe
uptake and metabolic incorporation yielded functional
alkyne-substituted CoA mimics, enabling the profiling of 4’-
phosphopantetheinylated proteins. Thus, the exact modifica-
tion sites of all five known 4’-phosphopantetheinylated
proteins and an additional putative 4’-phosphopantetheiny-
lation site in the protein DHRS2 were identified by mass
spectrometry.

4. Fluorescent Cofactor Mimics and Cofactor-Based
Sensors

Profiling of cofactor binding proteins and their targets aside,
functionalised cofactor mimics with fluorophores have been
exploited in many important applications. These include
studying enzyme mechanisms, covalent labelling of target
proteins and DNA, real-time monitoring of the cellular
environment, and discovering novel inhibitors in screening
assays.[81]

Fluorophores are often bulky hydrophobic moieties;
nevertheless, conjugates to cofactors can make effective
probes, often with binding constants highly similar to that of
the unmodified cofactor. This was the case for fluorescein
derivatives of folic acid (vitamin B9) and dihydrofolate,
which bound human dehydrofolate reductase with dissocia-
tion constants of 115 vs. 111 nM and 47 vs. 44 nM
(comparison to the unmodified compounds), respectively.[91]

Conjugation to fluorophores can also be tolerated by
cofactor uptake mechanisms across different organisms, as
shown by fluorophore derivatives of cobalamin (vita-
min B12), modified either on the main tetrapyrrole corrin
ring (biosynthesised using an allyl-functionalised SAM
mimic) or on the ribose moiety of the lower nucleotide loop,
and successfully uptaken by bacteria, C. elegans, and garden
cress.[92]

Perhaps the most established fluorophore-functionalised
cofactor mimics derive from ATP, of which modifications to
the ribose, base, or phosphate chain are well established[93–95]

and in many cases commercially available. These ATP
analogues not only serve to investigate ATP binding but
also can be used for high-throughput-screening approaches.
In a recent example, a fluorescence polarization-based assay
employing ATP-γ-S BODIPY FL was used to screen a small
set of predicted inhibitors of the Protein Kinase A ATP-
pocket.[96] Fluorescence polarisation was also recently ap-
plied to identify competitive inhibitors of KATs, using a
fluorescein-functionalised Ac-CoA probe (4.1, Figure 4),
illustrating its versatility for inhibitor discovery.[97]
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Fluorescent cofactor analogues often make use of linkers
to minimise disruption to protein binding; indeed, inclusion
of a linker was recently found to be necessary to generate
rhodamine-SAM mimics recognised by the meth-
yltransferase M.TaqI and thus capable of labelling the
enzyme’s DNA targets.[98,99] The linker approach was also
utilised in the design of a TAMRA-functionalised NAD+

mimic (4.5) which was accepted as a competitive substrate
for protein PARylation in live cells, allowing real-time
visualisation of the process by FRET-FLIM microscopy.[100]

However, fluorophores can also be nested in the
structure of the cofactor rather than appended via a linker.
Classic examples of this include the numerous fluorescent
adenosine analogues developed and applied to generate
fluorescent mimics of ATP,[93,101] SAM,[102,103] and
NAD[104–108] (4.2–4.4; reviewed elsewhere[81]). The most
successful analogues maintain similar size and H-bonding

pattern to adenosine to minimise functional perturbation
and thereby enable the real-time monitoring of the respec-
tive cofactor-mediated transformations.

Another facile method of generating fluorescent cofactor
mimics with minimal perturbation to the cofactor structure
and binding mode is achieved by exchanging the metal ion
in heme.[109] For example, ZnII protoporphyrin IX (4.6) is a
fluorescent heme analogue, and was recently incorporated
into different vertebrate globins, allowing the investigation
of the heme-binding pocket, electron transfer processes, and
even protein–protein interactions.[109] Another fluorescent
hemin analogue, GaIII-protoporphyrin IX (4.7), has been
studied as a photosensitizer for antimicrobial photodynamic
therapy, a proposed topical treatment for multiresistant
bacterial infections.[110] GaIII-protoporphyrin IX was shown
to be taken up by MRSA, in a manner attributed to the
expression of high-affinity cell-surface hemin receptors.
GaIII-protoporphyrin IX exerted antimicrobial activity upon
10 s irradiation with visible light, while exhibiting low
cytotoxicity towards HEK293 cells.[110] Thus, fluorescent
cofactor mimics are not only useful tools for chemical
biology, but may even have utility in clinical applications.

Besides fluorophore-functionalised cofactor mimics, co-
factor derivatives have been designed to serve as turn-on
fluorescent chemosensors to report on cellular redox or pH
status, or the presence of particular metal ions. Synthetically
tractable Schiff bases derived from pyridoxal (4.8) are
particularly frequent chemosensor scaffolds. Recent exam-
ples of pyridoxal-based chemosensors include a fluorescent
pH sensor[111] (4.9) and a colorimetric CuII sensor (4.10),
which additionally served as a fluorescent sensor for
hypochlorite ions with a potential application in monitoring
contaminants in tap and pond water samples.[112] In addition,
the cofactor pyridoxal phosphate has been conjugated to a
rhodamine spirolactam to create a chemosensor that is
colourless and nonfluorescent until binding of a AlIII or CrIII

ion triggers a ring-opening reaction, generating strongly
fluorescent 4.11.[113] This cofactor-based chemosensor then
successfully detected AlIII and CrIII ions in living HeLa cells.

The redox-sensitive cofactor ubiquinone (coenzyme
Q10, 4.12) has been functionalised with rhodamine[114] (4.13)
and BODIPY[115] (4.14) to generate fluorogenic on/off redox
sensors, with the fluorescent signal switched off by photo-
induced electron transfer between the fluorophore and
ubiquinone. However, these ubiquinone-based sensors were
characterised by low sensitivity, limiting their utility in
cellular studies. Adapting the strategy by replacing ubiq-
uinone with a truncated version of cofactor menaquinone
(vitamin K) resulted in a more sensitive redox sensor, which
was further capable of mimicking a native quinone substrate
of NAD(P)H:quinone oxidoreductase, resulting in similar
rates of reaction.[116]

Figure 4. Examples of fluorophore-functionalised cofactor mimics and
cofactor-based sensors.
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5. Artificial Cofactors Developed with Novel
Functionality

Beyond studying the interacting partners of cofactors or
cofactor binding proteins, cofactor mimics have been
developed to expand their intrinsic functionality. For
example, the cofactor FAD was modified with redox-active
ferrocene (5.1, Figure 5) to facilitate electron exchange
between protein-bound FAD and an electrode.[117] Recon-
stitution of glucose oxidase with the functionalised FAD
mimic resulted in a semisynthetic electroenzyme with 60%
of the native enzyme’s activity, for application as a glucose
biosensor. Similarly, a heme ferrocene was developed and
used to generate an electrochemically active horseradish
peroxidase.[118] Redox functionality has also been incorpo-
rated in mimics of the cofactor tetrahydrobiopterin via
conjugation to a ruthenium(II)–diimine redox-active sensi-
tizer (5.2).[119] The resultant fluorescent probe competed
with the native pterins for binding to the heme domain of
murine iNOS. Pterins conjugated with lipophilic decyl chains
have also been developed (e.g. 5.3), resulting in cofactor
mimics with increased singlet oxygen quantum yields which

intercalate in unilamellar vesicles, for potential use as
photosensitizers in biomembranes.[120]

Cofactors have also been functionalised with other
biomolecules to elicit novel activity. For example, two
cofactors—heme and flavin—have been conjugated together
and used to replace native heme in myoglobin, to transform
it from an oxygen-storage hemoprotein to an oxygen-
activating one, capable of generating FeIII-peroxoanions.[121]

Heme has been further functionalised via covalent attach-
ment to DNA G-quadruplex structures to form peroxidase-
mimicking DNAzymes (5.4), enhancing activity compared to
noncovalently attached unmodified hemin.[122–124] In addition
to conferring novel activity, hybrid cofactor mimics have
been reported to synergistically improve binding: conjuga-
tion of protoporphyrin IX with vitamin B12 derivative
dicyanocobinamide (each an activator of soluble guanylyl
cyclase by targeting the regulatory and catalytic domains,
respectively) resulted in a hybrid cofactor conjugate (5.5)
more potent than the individual cofactors.[125] Cofactor
conjugation can improve uptake as well as potency: so-called
“Trojan Horse” cofactor–drug conjugates exploit dedicated
cofactor transporters to mediate the active co-transport of
the drugs.[126] Indeed, a recently reported vitamin B12–
ampicillin conjugate exhibited more than 500 times im-
proved activity against E. coli compared with ampicillin
itself.[127] Furthermore, conjugation to vitamin B12 enabled
the unprecedented delivery of antisense RNA oligonucleo-
tides into E. coli and S. Typhimurium cells,[128] highlighting
the potential power of the approach. Thus through con-
jugation to biomolecules of interest, the diverse biochemical
functions of cofactors can be harnessed to create novel tools
with capabilities greater than the sum of their parts.

6. Summary and Outlook

Myriad synthetic cofactors have now been developed to
replace unmodified cofactors in their cognate binding sites
and provide additional functionality through click chemistry
handles, photoaffinity labels, fluorophores, or photosensi-
tisers. The diverse activity of cofactors has further inspired
the design of mimics for use as inhibitors, antibiotic
therapeutics, and chemo- and biosensors. By lending their
activity to other biomolecules through the synthesis of
conjugates, cofactors have also enabled the generation of
novel enzymes and artificial DNAzymes. Examples of these
synthetic cofactors are summarised in Table 1. Thus far,
many functionalised analogues are reported in the literature
for some cofactors, while others, such as PQQ, coenzyme B/
M/Q, and ascorbic acid are yet to be explored in this way.

Cofactor mimics have been particularly used to great
effect to reveal the interacting partners, functions, mecha-
nisms, and localisation of the native cofactor in its physio-
logical environment. They have also been used to study and
site-specifically label the substrate proteins, RNAs, and
DNA of cofactor-binding enzymes. They therefore represent
tools to study many important post-translational modifica-
tions including methylation, PARylation, acetylation, phos-
phopantetheinylation, and AMPylation. These tools couldFigure 5. Examples of cofactor mimics with artificial activity.
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be applied in the future to study changing patterns of
modification in response to environmental stimuli or dis-
ease.

The utility of cofactor mimics for interactome discovery
is impressive, with many reports of annotation of previously
uncharacterised proteins. In this regard, chemical proteo-
mics goes hand in hand with bioinformatic prediction
towards the goal of interactome annotation. When com-
bined with quantitative mass spectrometry, interactome
discovery has been particularly fruitful, indeed up to 73% of
known PLP-binding enzymes in S. aureus were identified
using cofactor probes.[21] However, challenges remain for
increasing the proportion of known (and previously un-
known) binding partners identified by functionalised mimics,
particularly in higher organisms. Issues that have arisen
include limited cell permeability and solubility of particular
functionalised cofactor mimics, as well as limited uptake in
the presence of the native cofactor. Reported circum-
ventions of these problems include design of truncated or
otherwise simplified cofactor analogues or prodrugs to mask
charged moieties, and alternative administration of more
permeable precursors that are converted to the active
cofactor mimic in situ. Uptake of cofactor mimics can also
be enhanced by the choice of organisms which are
auxotrophic for the cofactor and thus rely on uptake, by
suppression of endogenous cofactor synthesis via knockout

of biosynthesis genes, or by chemical inhibition of biosyn-
thetic enzymes. Other important considerations include the
optimisation of the biological sample, since the low
abundance of target proteins is a common issue preventing
identification even with sensitive mass spectrometry. Reme-
diation can include selection of tissues, organisms, or
organelles which highly express the target protein class.

Nevertheless, modification of the native cofactor may
inevitably impede binding to some of its cognate partners,
depending on the particular binding mode, meaning that the
full interactome is not captured. In order to maximise the
number of identified interactors, the following is recom-
mended: 1) the use of minimally modified mimics (e.g. small
diazirine photocrosslinker in the case of bifunctionalised
probes); 2) evaluation in parallel of a suite of probes
modified at different positions; and 3) parallel use of a
complementary method for interactome discovery such as
thermal proteome profiling or limited proteolysis–mass
spectrometry,[129,130] which obviates the need for synthetic
functionalisation.

In addition to interactome profiling, electrophilic trap
and photoaffinity-functionalised cofactor mimics can be
used to reveal the cofactor binding pocket by identifying via
MS the residue(s) that become modified. This can further
provide structural and mechanistic insights into the role of
cofactors in previously uncharacterised binding proteins.

Table 1: Summary table. Examples of functionalised cofactor mimics and cofactor-based inhibitors developed for chemical biology or medicinal
chemistry applications.

Cofactor Examples of functionalised cofactor mimics Biomimetic inhibitor, (indication, target)

Adenosine triphosphate (ATP) Various biotinylated,[27,28] alkynylated,[63] and photoaffinity-
functionalised[53] probes. Various fluorophore probes.[93]

Biotin Alkyne- and photoaffinity-functionalised probes[47]

Cobalamin and meth-
ylcobalamin (vitamin B12)

Alkyne-, azide-, and biotin-functionalised probes,[134] alkyne- and
photoaffinity-functionalised probes,[48] fluorophore probe,[92] proto-
porphyrin IX conjugate,[125] ampicillin conjugate,[126] antisense RNA
oligonucleotide conjugate[128]

Coenzyme A (panthothenic
acid)

Various biotin-,[44] alkyne-,[88] azide-,[89] and photoaffinity-
functionalised[43] probes. Various fluorophore probes.[97]

Flavin mononucleotide (FMN)
and flavin adenine dinucleotide
(FAD)

Azidoflavins[41,42] and alkyne- and photoaffinity-functionalised
probes,[47] redox sensitiser conjugate,[117] cofactor conjugate[121]

Glutathione Alkyne- and photoaffinity-functionalised probes[45] TLK199/ezatiostat hydrochloride/Telintra[131–133]

(myelodysplastic syndromes, glutathione S-
transferase 1)

Heme Fluorescent analogues,[109,110,135] alkyne derivatives,[136,137] redox
sensitiser conjugate,[118] cofactor conjugates,[121,125] G-quadruplex
conjugates[122–124]

Non-iron porphyrins (bacterial/protozoal para-
site infection[138] and hyperbilirubinemia)

Lipoamide Alkyne- and photoaffinity-functionalised probes[51]

Menaquinone (vitamin K) Fluorogenic redox sensor analogue[116] Ref. [139] (SXR-mediated transcriptional activity)
Molybdopterin Ref. [140] (cofactor deficiency)
NAD+ and NADP+ Various biotin-,[82] alkyne-,[78] azide-[84] and photoaffinity-functional-

ised probes.[86,87] Various fluorophore probes[83,100,104–108]
Ref. [141] NCB10 (cardiovascular disease, S-
adenosyl-L-homocysteine hydrolase)

Pyridoxal phosphate (PLP) Alkyne and electrophilic trap probes,[21,25, 35] fluorescent chemo-
sensor analogues[111–113]

S-Adenosyl methionine (SAM) Various alkyne-,[75] azide-[72] and photoaffinity-functionalised
probes.[76] Various fluorophore probes.[75,98,99]

Ref. [142,143] LLY-283 (cancer, PRMT5)

Tetrahydrofolic acid (TFA) Fluorophore probe[91]

Tetrahydrobiopterin Redox sensitiser conjugate[119]

Thiamine pyrophosphate (TPP) Alkyne and photoaffinity-labelled probe[47]

Ubiquinone Fluorogenic redox sensor analogues[114,115]
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Cofactor mimics are powerful tools not only for studying
biological systems but also for drug discovery and develop-
ment. Indeed, biomimetic cofactor-based inhibitors have
been developed for medicinal chemistry applications (see
Table 1), for example, antibiotic heme analogue Ga-PPIX or
clinical glutathione S-transferase 1 inhibitor ezatiostat (for-
merly Telintra and TLK199).[131–133] Furthermore, identifica-
tion of novel cofactor-binding proteins in bacteria can lead
to the discovery of biomarkers or therapeutic targets for
future antibiotic development. Cofactors can also be
employed to enhance antibiotic uptake through the use of
“Trojan horse” conjugates. Cofactor mimics also have utility
in the drug development pipeline since fluorescent ana-
logues aid high-throughput lead optimisation of cofactor
competitive inhibitors.

All in all, cofactors are extraordinarily versatile small
molecules, which are multifunctional in nature and now also
in scientific research. Through diversifying their scope with
artificial activities, they promise even greater utility.
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