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The report provides a broad approach to deciphering the evolution of coenzyme biosynthetic pathways.

Here, these various pathways are analyzed with respect to the coenzymes required for this purpose.

Coenzymes whose biosynthesis relies on a large number of coenzyme-mediated reactions probably

appeared on the scene at a later stage of biological evolution, whereas the biosyntheses of pyridoxal

phosphate (PLP) and nicotinamide (NAD+) require little additional coenzymatic support and are therefore

most likely very ancient biosynthetic pathways.
1. Introduction
2. Biosyntheses of coenzymes
2.1 Biosynthesis of redox coenzymes
2.1.1 NAD(P)+ (2) and the biosynthetic precursor niacin (31)
2.1.2 Riboavins 3, deazaavins 21 and prenylated riboavin

36
2.1.3 Lipoic acid (4)
2.1.4 Pyrroloquinoline quinone (5)
2.1.5 Naphthoquinone coenzymes menaquinone (6) and

ubiquinone (7)
2.2. Biosynthesis of transition metal dependent coenzymes
2.2.1 Uroporphyrinogen III (8)
2.2.2 Ferredoxins 11 and other metal-sulfur clusters
2.2.3 Cyclic pyranopterin monophosphate (cPMP, 52),

molybdopterin (MPT, 53) and molybdenum cofactor
(Moco, 12)

2.2.4 Nickel–pincer nucleotide (NPN)
2.3. Coenzymes in functional group activations
2.3.1 Adenosine triphosphate (13)
2.3.2 Coenzyme A (14)
2.3.3 Biotin (15)
2.4. Coenzymes for C1-transfer reactions
2.4.1 Cobalamin (10)
2.4.2 Tetrahydrofolic acid (16) and THMPT (24)
2.4.3 Other pterins related to folic acid
2.4.4 S-Adenosylmethionine (17)
2.5 Other coenzymes for group transfer reactions
2.5.1 Pyridoxal phosphate (19)
2.5.2 Thiamine pyrophosphate (18)
2.5.3 4-Methylideneimidazole-5-one (MIO) (20)
niversity Hannover, Schneiderberg 1B,

as.kirschning@oci.uni-hannover.de; Fax:

614

hington, Seattle, USA).

f Chemistry 2022
2.6. Coenzymes of methanogenesis
2.6.1 Coenzyme M (22)
2.6.2 Coenzyme B (23)
2.6.3 Biosynthesis of methanofuran (25)
2.6.4 Cofactor F430 (26)
2.6.5 Guanylylpyridinol cofactor (FeGP) 27
3. Can the analysis provide insight into coenzyme

evolution?
3.1 A proposal
3.1.1 Coenzymes for which several biosynthetic routes are

known
3.1.2 The beginning: PLP, NAD+, uroporphyrinogen III and

iron–sulfur cluster
3.1.3 Evolutionary straggler
3.1.4 Implementation of TCA cycle, sugar metabolism and

amino acid biosynthesis
3.1.5 Coenzymes specic for methanogenesis
3.2 The evolution of tetrapyrrole biosynthesis
4. Conclusions
5. Conicts of interest
6. Acknowledgements
7. Notes and references
1. Introduction

Metabolism is one of the cornerstones of life and is character-
ized by an elaborate network of interconnected biosynthetic
pathways and their regulation.1 It is responsible for the
synthesis (anabolism) and degradation (catabolism) of
biomolecules. In addition to the catalytically active proteins or
enzymes, other small chemical entities, called cofactors, play an
important role in the catalytic abilities of enzymes. Cofactors
are oen divided into metal ions and small organic molecules,
so-called coenzymes (Fig. 1). However, the term “cofactor” is
Nat. Prod. Rep., 2022, 39, 2175–2199 | 2175
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Scheme 1 Cofactors in enzyme catalysis and “AMP”-handle 1.
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sometimes associated exclusively with metal cations. Coen-
zymes can be differentiated according to the binding in the
active pocket of the enzyme. The rst is called a prosthetic
group, which is made up of a coenzyme that is tightly, possibly
covalently, and permanently bound to a protein whereas
reversibly bound coenzymes are sometimes termed co-
substrates. In this report, I will generally use the term coen-
zyme, despite the terminology just outlined.

From an evolutionary point of view, cofactors and also the
organic representatives must be very old and give us a clue to
the origin of life, since their purpose and role have remained
unchanged since the presumed starting point of life.2 It is likely
that most of the examples described below already existed about
4 billion years ago.

Cofactors promote chemical reactions that the protein
template cannot.3 These include (a) redox chemistry including
halogenations, (b) activation of functional groups such as
alcohols and carboxylates, and (c) group transfer reactions such
as methylations. Coenzymes are embedded in the active site of
the protein template, where they take up substrates and convert
them into products (Scheme 1). Polar or ionic elements in the
coenzyme, as well as functional groups of the protein, ensure
the common association and alignment of the substrate in the
Andreas Kirschning studied
chemistry at the University of
Hamburg and at Southampton
University (UK). In Hamburg, he
joined the group of Prof. Ernst
Schaumann and received his PhD
in 1989. Aer a postdoctoral stay
at the University of Washington
(Seattle, USA) with Prof. Heinz G.
Floss, he moved to the Technical
University of Clausthal in 1991.
In 2000, he was appointed full
professor at Leibniz Universität

Hannover. His research interests include all aspects of natural
products including total synthesis, mutasynthesis and the use of
terpene synthases. Another important aspect of his research has
been the development of synthesis technologies, including ow
chemistry combined with inductive heating techniques. More
recently, his interest in natural products and enzymology has led to
the exploration of theoretical aspects of molecular evolution, with
a focus on coenzymes and cofactors.
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active site. Coenzymes that mediate redox and group transfer
reactions require regeneration mechanisms.

Many coenzymes are based on heterocyclic cores, oen
structurally modied with nucleic acid elements, as is particu-
larly manifested in the “AMP handle” 1. In addition, elements of
nucleotides are hidden in and biosynthetically derived from the
heterocyclic core structures of some coenzymes, most notably
guanosine triphosphate (GTP). Fig. 1 lists the major coenzymes
and metal-dependent coenzymes 2–20. These are subdivided
according to their chemical properties and their role in
metabolism. The recently discovered nickel pincer nucleotide
cofactor (NPN, 2c) is derived from nicotinamides and is
a limiting case as it catalyzes racemizations of a-hydrox-
ycarboxylates, however, this is a redox process. Since it is
a metal complex, this cofactor will be discussed in section 2.2.
Most of them are distributed across all phylogenetic kingdoms.
4-Methylideneimidazole-5-one (MIO, 20) is also found in the
list, although it is like pyrroloquinoline quinone (PQQ, 5)
a polypeptide modication.4 The common biosynthetic
precursor uroporphyrinogen III 8 is shown for the macrocyclic
ligands heme 9 and cobalamin 10, which are present in many
metalloenzymes.

Methanogens rely on several coenzymes commonly not
found in other organisms (Fig. 2).5 These prokaryotes belong to
the domain of archaea and are hydrogen-dependent autotrophs
that produce methane and have been proposed as good candi-
dates for the physiological primordial state.5c As such, they are
limited to carbon dioxide, formate, methanol, methylamines,
and acetate as possible carbon sources.

Such unique coenzymes are the 5-deazaavins, coenzymes F0
and F420 (21a and 21b), which are structurally related to FMN 3a
and FAD 3b, coenzyme M (22), 7-mercaptoheptanoylthreonine
phosphate (coenzyme B, 23), tetrahydromethanopterin
(THMPT, 24), methanofuran (25), and cofactor F430 (26).6

Coenzymes found today are formed enzymatically via
biosynthetic cascades and are the result of an evolutionary
process. Remarkably, in some cases nature has found distinctly
different biosynthetic solutions for the same coenzyme (see
below). The analysis of such different biosynthetic pathways can
be seen as a way to shed light on the evolutionary development
of modern coenzyme biosynthesis as was reviewed by Warren
et al. before.7 Consistent with these basic considerations, this
review analyzes the known biosynthetic pathways to coenzymes,
specically focusing on other coenzymes that are required for
their formation. As a result, (fragmented) proposals for the
evolution of coenzyme biosynthetic pathways are presented.
They are not based on genetically analyzed protein-coding genes
and protein clusters, but choose the perspective of a (bio)
synthetic chemist and metabolism. On the basis of these eval-
uations, with regard to known hypothetical approaches, an
additional perspective on the possible origin of an early
metabolism becomes available (Table 1).2

2. Biosyntheses of coenzymes

In this section, the biosyntheses of most coenzymes are
summarized, and all coenzymes required for their biosynthesis
This journal is © The Royal Society of Chemistry 2022
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Fig. 1 Structures and chemical role of (metal-dependent) coenzymes 2–20 (phosphates and carboxylates are depicted in fully protonated form
throughout the text, although physiologically the salt form would be correct) and polypeptide MIO 20 (numbers I–V are linked to sections 2.1–
2.5). a Other iron/metal sulfur clusters are covered in section 2.2.2; b further details of chemical transformations promoted by coenzymes are
found in section 2.2; c SAM is also involved in S-ylide chemistry and in combination with FeS-clusters also responsible for radical-triggered
biotransformation.
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in each case are listed in abbreviated form at the bottom of each
graphical scheme. The classication by sections is made with
reference to the chemical role of the individual coenzymes, e.g.
for redox reactions. The author is aware that other classica-
tions would have been equally possible. At the end of this
review, when evolutionary considerations will be dealt with, the
subdivision made will then resolve itself within the new context.
2.1 Biosynthesis of redox coenzymes

2.1.1 NAD(P)+ (2) and the biosynthetic precursor niacin
(31). In recent years, the classical coenzyme NAD+ has received
renewed academic attention.8 Nicotinamides have been found
to function as signaling molecules in a variety of cellular
processes in addition to their known role in redox biochemistry
and energy metabolism.8d,e NAD(P)+ also serves as a substrate in
mono- and poly-ADP-ribosylation reactions leading to covalent
modication of proteins.8e
This journal is © The Royal Society of Chemistry 2022
Currently, two different NAD(P)+ biosyntheses are known,
with quinolinic acid (30) and niacin (31) being the key inter-
mediates for both routes (Fig. 3). In bacteria, niacin is formed
from dihydroxyacetone phosphate (DHA-3-P, 28) and L-aspartate
(29a) (Fig. 3, le),9 whereas in plants, L-tryptophan (33) acts as
a precursor (Fig. 3, right).10

In bacteria and archaea, aspartic acid (29a) is rst oxidized
by L-aspartate oxidase to the corresponding imine 29b, using
FAD 3 as a coenzyme in which oxygen and hence FADHOOH
serve as oxidant. Alternatively, oxaloacetate 29c, an interme-
diate of the TCA cycle, could also serve as a building block for
intermediate 29b, so that FAD-mediated oxidation is then not
required at all. Subsequently, condensation with DHA-3-P 28
takes place, which is catalyzed by quinolinate synthase,
whereby, remarkably, a [4Fe–4S] cluster serves as Lewis acid and
is not employed for electron transfer.11 Noteworthy, the imine
29b can also be regarded as a formal condensation adduct of
oxaloacetate 29c and ammonia.12
Nat. Prod. Rep., 2022, 39, 2175–2199 | 2177
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Fig. 2 Coenzymes 21–27 found in methanogens (note: CoF420 has
been found in all methanogens but also in numerous actinomycetes)
(GMP ¼ guanosine monophosphate).
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In plants and some bacteria, L-tryptophan (33) provides all
the atoms for the construction of the niacin backbone with
quinolinic acid as an intermediate.12 Starting from niacin, the
nal steps involve the quaternization of the pyridine nitrogen
atom with 5-phospho-D-ribose-1-diphosphate (PRPP, 32) as the
alkylating building block, which provides NAD+ and from there
ATP-mediated phosphorylation furnishes NADP+.

The aspartate pathway is clearly the simpler of the two
pathways, and indeed Cleaves and Miller suggested that this
pathway should in principle be feasible by chemical means
under presumably prebiotic conditions.13 Another argument for
why the tryptophan pathway should be more recent centers on
the large number of coenzymes, including NADPH 2, required
for this multistep biosynthesis and the use of O2 in association
Table 1 Chemical reactions performed by coenzymes 21–27 found in m

CO2 + 4H2 / CH4 + H2O (DG0
′ ¼ −131 KJ mol−1)

Coenzyme

Coenzyme F0 21a
Coenzyme F420 21b

Coenzyme M 22
Coenzyme B 23
THMPT 24
Methanofuran 25

Cofactor F430 26

FeGP cofactor 27

2178 | Nat. Prod. Rep., 2022, 39, 2175–2199
with heme. Finally, the kynurenine pathway relies on trypto-
phan as a starting building block, one of the rarest amino acids,
which is built up via one of the most complex biosyntheses of
any proteinogenic amino acid overall.12 The kynurenine
pathway seems somewhat meaningless so what might its
signicance be? It has been shown that some organisms such as
yeast (S. cerevisiae) use this pathway during aerobic growth and
the de novo pathway during anaerobic growth.14

2.1.2 Riboavins 3, deazaavins 21 and prenylated ribo-
avin 36. Flavonoids such as FMN 3a and FAD 3b are coenzymes
essential for various redox reactions, including hydrogen and
electron transfer reactions, electrophilic hydroxylations, and
halogenations.15 They are also involved in light sensitization
processes, bioluminescence, circadian timing, and DNA
repair.16 Inherent redox reactivity is localized in the so called
pterin ring system 34 and specically in its extended version,
the isoalloxazine core 35. In their reduced form (e.g., FMNH2

and FADH2), they are responsible for hydrogen transfer reac-
tions through single electron transfer steps. In combination
with oxygen, peroxyavin species are formed that can provide
a single atom of molecular oxygen or halogen.15 Related to
riboavins are 6-hydroxy-7,8-dimethyl-isoalloxazine (6-hydroxy-
FAD), 7-methyl-8-hydroxy-isoalloxazine, and prenylated avin
mononucleotide (prFMN) 36.

Riboavins are biosynthesized in plants, fungi, bacteria, and
archaea by a remarkable pathway (Fig. 4).15 The eastern part is
derived from guanosine triphosphate (GTP, 38), losing a C atom
at C8 in the form of formate, and hydrolysis yields the 5,6-dia-
minopyrimidine dione derivative 39. All other carbon and
nitrogen atoms remain in the coenzyme. The dimethyl-
substituted benzene ring is built up sequentially from two
molecules of ribulose-5-phosphate (Ru-5-P, 37) by a unique
mechanism.

Recently, prenylated avin (prFMN) 36 was discovered that
was shown to be important in the ubiquitous microbial UbiDX
system.17 UbiX acts as a avin prenyltransferase (Fig. 5)18 while
UbiD is a prFMN-dependent reversible (de)carboxylase, e.g. it
promotes the decarboxylation of cinnamic acid derivatives.
Although knowledge of prFMN-driven biochemistry is still in its
ethanogens (archaea)

Role in methanogenesis

Biosynthetic precursor of coenzyme F420
F420H2 reduces different C1-loaded THMPT intermediates; delivers
electrons to hydrogenases
Accepts methyl from methyl-H4MPT
Forms disulde with S-methylated coenzyme M yielding methane
Binds C1-units of different oxidation states
Accepts CO2 to form N-carboxymethanofuran (1st step of
methanogenesis)
Prosthetic group in methyl coenzyme M reductase: catalyses release of
methane in the nal step of methanogenesis. Catalysis the rst step of
methane oxidation
[Fe]-hydrogenase: reversible dehydrogenation of methylene-THMPT

This journal is © The Royal Society of Chemistry 2022
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Fig. 3 Summary of NAD+ biosyntheses in prokaryotes and plants: building blocks are marked in sienna and blue including positions where they
end up in quinolic acid (30), niacin (31) and finally in NAD(P)+ 2. a Coenzyme-dependent enzymes (bacteria, archaea): FAD: L-aspartate oxidase
(NadB); Fe4S4: quinolinate synthetase (NadA). b Coenzyme-dependent enzymes (eukaryotes): heme: tryptophan 2,3-dioxygenase (TDO);
NADPH: kynurenine 3-monooxygenase (KMO); PLP: kynureninase (KYN); FeII: 3-hydroxyanthranilate-3,4-dioxygenase (HAD). c Both pathways:
ATP for transformation of NAD+ to NAD(P)+.
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infancy, it can be noted that it should not be able to perform
classical N5-based avin chemistry. Instead, it is capable of
forming cycloadducts with dipolarophiles as well as with long-
lived C4a-based radical species. In addition, photochemically
driven isomerization chemistry was described.

Comparing FMN/FAD biosynthesis with that of prFMN 36, it
is evident that the latter must be an evolutionary downstream
metabolite that appeared on the scene only aer riboavin-
based coenzyme biosynthesis was established.
Fig. 4 Structures of pterin 34, isoalloxazine 35 and prFMN 36 (top).
Summary of flavin biosynthesis with building blocks marked in sienna
and blue including positions where they end up (bottom). Coenzyme-
dependent enzymes: NAD(P)H: 6-phosphogluconate-dehydrogenase
and 5-amino-6-(5-phosphoribosylamino)uracil reductase (ribD); ATP:
riboflavin kinase (ribF); biosyntheses in fungi and bacteria only differ in
timing of individual steps.

This journal is © The Royal Society of Chemistry 2022
The group of 5-deazaavins includes coenzymes F0 and F420
21a and 21b, which are thought to be truly ancient redox
factors.19 Functionally, 5-deazaavin F420 21b facilitates various
two-electron redox reactions inmethanogenic, sulfate-reducing,
and probably methanotrophic archaea. In addition to its role in
methanogenesis, coenzyme F420 is also involved in antibiotic
biosynthesis and DNA repair.20 Both structurally and chemi-
cally, coenzymes F0 and F420 21a and 21b are more closely
related to nicotinamide than to avins, which is why they have
occasionally been referred to as “nicotinamide in a avin's
clothing”.21

The biosynthesis of the deazaavin chromophore of F420 is
supposed to start from tyrosine (41) and GTP 38, respectively22

and is closely related to the biosynthesis of riboavins 3 (Fig. 6)
Again, diaminopyrimidine-dione 39 serves as one key interme-
diate. Interestingly L-tyrosine (41) is rst oxidized to the phenol
radical which spontaneously fragments to p-methide quinone
42. It was suggested that Michael addition of C-5 in 39 occurs
onto the d-position in 42 and later a second Michael addition of
Fig. 5 Summary of prenylated flavin mononucleotide biosynthesis
with building blocks marked in sienna and blue including positions
where they end up in prenylated flavin mononucleotide (prFMN) 36.
Coenzyme-dependent enzymes (refer to the synthesis of DMAPP by
the mevalonate pathway): NAD(P)H: HMG-CoA reductase; ATP:
mevalonate kinase and phosphomevalonate kinase.

Nat. Prod. Rep., 2022, 39, 2175–2199 | 2179
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Fig. 6 Summary of coenzymes F0/F420 biosynthesis: building blocks
aremarked in sienna and blue including positions where they end up in
coenzymes F0/F420 21a and 21b. Coenzyme-dependent enzymes:
Fe4S4/SAM: F0 synthase (sequentially generates the adenosyl radical at
two separate sites).

Fig. 7 Summary of lipoic acid biosynthesis: carbon atoms marked in
blue and positions where they end up in lipoic acid 4 (for fatty acid
biosynthesis, NADH and FADH2 are required as coenzymes, as well as
ATP and CoA for acyl activation; if malonyl-CoA acts as an extender,
biotin would be required as a third coenzyme). Coenzyme-dependent
enzymes: Fe4S4/SAM/F4S4: lipoate synthase (LipA).

Fig. 8 Summary of PQQ biosynthesis: building blocks are marked in
sienna and blue including positions where they end up in PQQ 5.
Coenzyme-dependent enzymes: Fe4S4/SAM: PqqE.

Fig. 10 Formation of ubiquinone (7). Coenzyme-dependent enzymes:
SAM: methyl transferase; FAD: monooxygenases UbiB, UbiH, and UbiF.
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the amino nitrogen at C-6 onto the b-position of 42 sets up the
tricyclic system. In between a second H radical abstraction at
the benzylic position initiates removal of the amino group at C-5
Fig. 9 Two biosynthetic routes towards menaquinone (6). Coenzyme
(MenE); TPP: 2-succinyl-5-enolpyruvyl-6-hydroxy-3-cyclohexene-1-ca
futalosine synthase (MqnE); dehypoxanthinyl futalosine cyclase (MqnC);

2180 | Nat. Prod. Rep., 2022, 39, 2175–2199
through elimination. The two radical abstraction steps are
promoted by radical SAM/Fe4S4.22a

There is a direct link to thiamine pyrophosphate (TPP, 14,
vide supra)23 and the [FeFe]-hydrogenase maturase HydG, the
latter being responsible for the synthesis of the CO and CN–
ligands present in [FeFe]-hydrogenase H cluster which is
generated from tyrosine-derived dehydroglycine (NH]

CHCO2H) (see also section 2.2.2).24 Both enzymes yield cresol as
a byproduct resulting from reduction of 42.

2.1.3 Lipoic acid (4). Lipoic acid (4), a metabolite derived
from the fatty acid octanoic acid 43 operates almost universally
in aerobic metabolism.25 In the rst step, ACP-activated octa-
noic acid bound to fatty acid synthase is transferred to LipB
(Fig. 7). Then, incorporation of the disulde moiety by the
enzyme LipA is initiated by radical SAM chemistry using the 5′-
deoxyribosyladenosyl 5′-radical as a key mediator. A second
iron–sulfur cluster has been identied as the source of the
sulfur atoms.26 The incorporation occurs in a manner similar to
S-transfer in biotin biosynthesis (vide supra).27

2.1.4 Pyrroloquinoline quinone (5). Pyrroloquinoline
quinone (PQQ, 5) is a redox coenzyme found in many prokary-
otes and is produced from a ribosomal and posttranslationally
modied peptide PqqA.28 Here, the glutamic acid (40*) and
tyrosine (41*) residues represent the critical amino acids of the
precursor peptide (Fig. 8).

SAM-mediated H-radical abstraction at the g-position of the
glutamic acid side chain by the enzyme PqqE initiates the
formation of a C–C bond, with the C atom ortho to the phenol
group. This step requires the presence of the chaperone PqqD,
which forms a complex with PqqA prior to oxidation. Further
details of PQQ biosynthesis have not yet been fully elucidated.
Only the nal steps promoted by the PqqC enzyme have been
studied in vitro. It promotes an aza-Michael ring closure and an
-dependent enzymes (left): ATP/CoA: succinylbenzoate–CoA ligase
rboxylate synthase (MenD); radical SAM: (right): radical SAM: amino-
radical SAM: demethylmenaquinone methyltransferase (DmtH).

This journal is © The Royal Society of Chemistry 2022
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Fig. 11 Formation of chorismate (42). Coenzyme-dependent enzymes (left): NAD(P)H: shikimate dehydrogenase; ATP: shikimate kinase; (right):
NAD(P)H: aspartate semialdehyde dehydrogenase and methylglyoxal dehydrogenase; ATP: aspartate kinase; NAD+: responsible for an oxidative
deamination.

Fig. 12 Summary of uroporphyrinogen III biosynthesis: building blocks are labelled in sienna and blue at positions where they end up in uro-
porphyrinogen III (8). Coenzyme-dependent enzymes (left): PLP: ALA synthase (hemA). Coenzyme-dependent enzymes (right): NADPH: glu-
tamyl-tRNA reductase (GluTR); PLP: glutamate-1-semialdehyde aminomutase (GSAM).
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otherwise unknown eight-electron oxidation with O2 as
oxidant.29

2.1.5 Naphthoquinone coenzymes menaquinone (6) and
ubiquinone (7). Menaquinone (6) is a coenzyme bearing
a quinone unit that is involved in electron transfer between
membrane-bound redox enzymes and is commonly found in
the respiratory and photosynthetic systems of microorganisms
and plants.30 In addition, demethylmenaquinone is known that
lacks the methyl group that is marked in yellow in Fig. 9, and
both quinone derivatives are produced by essentially identical
biosynthesis pathways (Fig. 9, le). In the biosynthesis of
demethylmenaquinone the methyl transferase is missing. Iso-
prenoid side chains can vary in size depending on the number
of monomeric C5 isoprene units, with n ¼ 7 and 8 being the
most common. Menaquinone biosynthesis commences from
chorismate 42 in Escherichia coli.31

The formation of the second ring is initiated by TPP-
mediated acylation with a-ketoglutarate 43 as building block
and the other substituents, the methyl group and the isoprene
side chains (oligoprenoid pyrophosphates 44) are nally intro-
duced by electrophilic substitutions.

Bioinformatic analyses of whole-genome sequences have
suggested that some microorganisms, such as Helicobacter
pylori and Campylobacter jejuni use another route to menaqui-
none (Fig. 9, right).32 Both biosynthetic pathways diverge at
chorismate 42 and re-converge again aer the formation of
naphthoquinol. Between these two points, the two pathways
differ fundamentally. In contrast to the rst o-succinylbenzoate
This journal is © The Royal Society of Chemistry 2022
pathway the futalosine pathway relies heavily on radical
chemistry triggered by radical SAM.33 SAM also provides two
carbons that become part of the quinone ring.

Ubiquinone (7) is an important coenzyme of electron trans-
fer chains in proteobacteria and eukaryotes. Recent results
indicate a rather large diversity of biosynthetic pathways in
bacteria (Fig. 10).34 The rst phase of the common pathway to
ubiquinone is the shikimate pathway. Chorismate 42 is rst
converted to p-hydroxybenzoate, which undergoes prenylation,
two monooxygenase-mediated hydroxylations, and a third aer
decarboxylation. In addition, two phenolic groups and the last
free position on the aromatic ring are methylated. Accordingly,
the coenzymes SAM 17 and FAD 3 are required repeatedly.
Structurally related to ubiquinone are plastoquinone and rho-
doquinone which are not covered here.34

The key building block chorismate 42 is a product of the
shikimate pathway. This in turn serves to provide access to
aromatic amino acids and various other aromatic natural
substances.35 An aldolase-mediated coupling of erythrose-4-
phosphate (E4P, 45, formed from D-glucose and requires TPP)
and phosphoenolpyruvate (PEP, 46), followed by an intra-
molecular aldol reaction producing 3-deoxy-D-arabino-
heptulosonate-7-phosphate (DAHP), from which shikimic acid
and nally chorismate are formed (Fig. 11, le).

An alternative, TPP-free entrance into the shikimate pathway
was found in some archaea such as Methanocaldococcus janna-
schii (Fig. 11, right). 6-Deoxy-5-ketofructose-1-phosphate is
formed from glyceraldehyde-3-phosphate (G3P, 47) and from
Nat. Prod. Rep., 2022, 39, 2175–2199 | 2181
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Fig. 13 Summary of ferredoxin (iron–sulfur cluster) 11 generation.
Coenzyme-dependent enzymes: PLP: cysteine desulfurase (IscS).

Fig. 14 Structures of FeM (M ¼ Mo, V, Fe) cofactors found in different
nitrogenases and the coenzymes involved in their synthesis (starting
from the [4Fe–4S] cluster). Coenzyme-dependent enzymes: Fe4S4/
SAM, NifB (linking two [4Fe–4S] subcubanes via sulfur and a carbon).

Fig. 15 (a) Structure of the [FeFe]-hydrogenase H-cluster and the
coenzymes involved in their biosynthesis (hypothesis). Coenzyme-
dependent enzymes: [4Fe–4S]/SAM ¼ Fe–S maturase composed of
HydG, HydE, HydF. (b) Structure of the [NiFe]-hydrogenase cluster and
the coenzymes involved in their biosynthesis (hypothesis). Coenzyme-
dependent enzymes: ATP¼ HypF and carbamoyl phosphate synthase;
GTP ¼ HypA/HypE (Ni-insertase).
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aspartate 29a, both of which are rst reduced to the corre-
sponding aldehydes.36 Oxidative deamination leads to 4,5-
dihydroxy-2,6-dioxoheptanoic acid which is converted to 3-
dehydroquinic acid and hence to chorismate 42.

2.2. Biosynthesis of transition metal dependent coenzymes

2.2.1 Uroporphyrinogen III (8). Uroporphyrinogen III (8) is
an important biosynthetic precursor for heme, cofactor F430,
cobalamins, and siroheme (9) and the last common biosyn-
thetic precursor for all tetrapyrroles.37,38 Porphyrin-containing
proteins are ubiquitously distributed in all kingdoms of life,
and among them, heme and chlorophylls are the most impor-
tant members.39

Siroheme (9) is derived from 8 and is part of the active sites
of enzymes responsible for the six-electron reduction of sulfur
and nitrogen. Structurally, corrin macrocycle 10 is related to
uroporphyrinogen III, but the ring size is reduced by one carbon
atom compared to 8. The corrin macrocycle is found in cobal-
amin and frequently forms complexes with cobalt(I) (see also
section 2.4.1). From an evolutionary perspective, it seems
2182 | Nat. Prod. Rep., 2022, 39, 2175–2199
reasonable to assume that transition metals such as Fe, Ni, Co,
Mo, W, and others dominated redox chemistry during the
transitional phase from protometabolism to the biotic
world.40,41

The two known biosynthetic pathways for uroporphyrinogen
III (8), found in all kingdoms of life including archaea,38,42

utilize 5-aminolevulinic acid (d-ALA, 50) as a linear precursor
(Fig. 12, le). d-ALA is biosynthesized either from glycine (48)
and succinyl-CoA (49) or from glutamyl-tRNA (40#) in a two-step
enzymatic process. In the rst case, ALA synthase catalyzes the
decarboxylative coupling of glycine to succinyl-CoA and this is
catalyzed by PLP 19. In the second pathway, NADPH 2b and PLP
19 participate as coenzymes in the biosynthesis of d-ALA 50
(Fig. 12, right). Subsequently, eight molecules of d-ALA are
condensed, which nally form macrocycle 8.

2.2.2 Ferredoxins 11 and other metal-sulfur clusters.
Ferredoxins 11 are proteins that contain [Fe–S] clusters and
these represent a versatile and modular system that is widely
distributed in nature. While the [2Fe–2S] and [3Fe–4S] clusters
are mainly used for one-electron transfer reactions, the chem-
istry of the [4Fe–4S] clusters is much more diverse. In addition
to electron transfer and initiation of radical chemistry, they also
play a role in the coupling of proton and electron transfer,
substrate binding and activation. They also regulate enzyme
This journal is © The Royal Society of Chemistry 2022
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Fig. 16 Summary of molybdenum cofactor biosynthesis: building
blocks are marked in sienna and blue at positions where they end up in
cPMP 52 and MPT 53, precursor of molybdenum cofactor Moco 12.
Coenzyme-dependent enzymes: Fe4S4/SAM: molybdenum cofactor
biosynthesis protein MoaA; PLP: cysteine desulfurase (IscS); ATP/CTP/
GTP: late stage modification of Moco 12.
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activity and gene expression, recognize reactive species, and
donate sulfur.43

Although [Fe–S] centers in proteins can assemble sponta-
neously, they require iron and sulde in concentrations that far
exceed those found in cells. Such concentrations, however,
would be highly toxic, and indeed a complex mechanism has
evolved for their biosynthesis.44 Thus, three major pathways
have been identied: the Isc system (iron–sulfur cluster), the Suf
system (sulfur formation), and the Nif system (nitrogen xa-
tion). Without going into too much detail within the scope of
this report, one pathway involves the donation of sulfur cata-
lyzed by cysteine desulfurase (IscS) in which L-cysteine (51)
serves as sulfur donor (by transforming a cysteine residue in
IscS into active R-S-S-H), while iron is provided by an iron
chaperone (such as CyaY) or by direct iron capture at IscU
(Fig. 13).45

The central iron–sulfur cluster motif is replicated in several
other variants that can be regarded to be “follow up” clusters.
The FeMo cofactor has the stoichiometry Fe7MoS9C and is the
most important cofactor of the nitrogenase.46 This is the key
enzyme in nitrogen xation, in which molecular nitrogen (N2) is
reduced to ammonia (NH3).47 The cluster consists of an Fe4S3
sub-cluster and a MoFe3S3 sub-cluster and the two sub-clusters
are connected by three sulde bridges (Fig. 14). Structurally
closely related are VFeco and FeFeco, in which the replacement
of molybdenum by vanadium and iron, respectively, is the most
important new feature.46,48 It has to be noted that the MoFe
protein is an a2b2 heterotetramer, while VFe and FeFe proteins
are a2b2g2 heterohexamers.

Three proteins (NifH, NifEN, NifB) serve for the biosynthesis
of the FeMo cofactor.48 NifB is responsible for the assembly of
the Fe–S core, in which two [4Fe–4S] clusters are stitched
together. It relies on the coenzyme SAM 17 and [4Fe–4S] to
provide the carbide-like carbon atom located in the center of the
iron–sulfur cluster. Thus, [4Fe–4S] has two roles here: (a)
a building block and (b) cofactor to merge two [4Fe–4S]
cubanes. Noteworthy, it is speculated that the FeMo cofactor,
and thus the nitrogenases need the extra carbon atom as part of
the metal sulfur cluster architecture to acquire catalytic activity,
since the carbon atom keeps the structure rigid.

In the context of Fe- and S-containing metalloclusters, it is
sensible to include hydrogenases in the discussion.

Hydrogenases are enzymes that catalyze the utilization and
production of H2. They are particularly essential for the anaer-
obic bacteria as well as sulfate-reducing bacteria of the genus
Desulfovibrio. The best known hydrogenases are [NiFe] hydrog-
enases found in bacteria and archaea as well as [FeFe] hydrog-
enases found in bacteria and eukaryotes. Key elements of these
hydrogenases are [FeFe]-hydrogenase H-cluster and [NiFe]-
hydrogenase cluster (Fig. 15).49 In addition to the dinuclear
metal center, both hydrogenases have at least one [4Fe–4S]
cluster positioned nearby. Independent of these hydrogenases,
there is a third type of hydrogenase, the [Fe] hydrogenase that
bears a mononuclear iron center. It will be covered in section
2.6. The biosynthesis of the [2Fe] H-subcluster50 requires several
maturases that rely on or require iron–sulfur clusters. A
bifunctional radical S-adenosylmethionine (SAM) enzyme
This journal is © The Royal Society of Chemistry 2022
(HydG) rst cleaves tyrosine 41 to nally generate CO and
cyanide. The resulting organometallic precursor that contains
an Fe(CO)2(CN) moiety is eventually incorporated into the H-
cluster. So far it is only known that these two reactions are
carried out by two Fe–S clusters in HydG but many details have
not been elucidated so far.

The biosynthesis of the Fe(CN)2CO complex occurs in
a protein cluster composed of HypC, HypD, and HypE. Here,
cyanide originates from enzyme-bound thiocarbamoylate and
requires ATP for activation before cyanide is transferred to iron.
Interestingly, enzyme-bound carbamothioate has been
proposed as intermediate.

Other important iron–sulfur-containing clusters are associ-
ated with C1 xation, specically in the Wood–Ljungdahl
pathway. Of particular note here are carbon monoxide dehy-
drogenase (CODH) and acetyl-CoA synthase (ACS), which are
formed from the [4Fe–4S] cluster and are mixed with nickel
atoms. However, they will not be discussed in this report.

2.2.3 Cyclic pyranopterin monophosphate (cPMP, 52),
molybdopterin (MPT, 53) and molybdenum cofactor (Moco,
12). Molybdenum is an essential micronutrient found in all
kingdoms of life. This metal exhibits very rich coordination and
redox chemistry, and it is the only member of the second
transition series with important biological functions.51 Without
being embedded in a ligand sphere, it is biologically unim-
portant. Moco 12 is such a molybdenum complex containing
one or two dithiolate ligands. It is based on a tricyclic pterin
moiety commonly referred to as molybdopterin (MPT, 53).
Nat. Prod. Rep., 2022, 39, 2175–2199 | 2183
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Fig. 18 Summary of coenzyme A (14) biosynthesis: building blocks are
marked in sienna, blue and green at positions where they end up in
coenzyme A. Coenzyme-dependent enzymes: ATP: PanA, CoaC,
CoaD, CoaE; CTP: CoaB; THF: ketopantoate hydroxymethyltransfer-
ase (PanB); NADPH: ketopantoate reductase (PanE); PLP: aspartate 1-
decarboxylase (PanD), 4′-phosphopantothenoyl cysteine decarbox-
ylase (CoaC) and valine-pyruvate transaminase.

Fig. 17 Summary of nickel–pincer nucleotide (NPN) (2c) biosynthesis:
building blocks are marked in sienna, blue and yellow at positions
where they end up in NPN. Coenzyme-dependent enzymes: ATP/
cystidyl or Fe4S4: sulfur insertase (LarE), Ni/CTP: nickel insertase
(LarcC).
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The molybdenum cofactor (Moco, 12) and its dimer (Fig. 16)
are part of redox enzymes, and the pterin ligand controls the
redox behavior of the metal. Moco and its dimer are capable of
transferring an oxygen atom that is ultimately extracted from or
incorporated into water. Typical Moco-dependent enzymes
include formate dehydrogenase, sulte oxidase, nitrate reduc-
tase, and glyceraldehyde-3-phosphate ferredoxin oxidoreduc-
tase.51,52 Moco biosynthesis is evolutionarily conserved,
occurring in eukaryotes as well as eubacteria and archaea. In
bacteria, the biosynthesis of cyclic pyranopterin mono-
phosphate (cPMP, 52) and MPT 53, and thus of Moco 12, can be
divided into the following main steps: (a) formation of cPMP 52,
(b) formation of MPT 53, (c) insertion of molybdenum into
molybdopterin to form Moco, and (d) the additional modica-
tion of Moco by addition of GMP or CMP to the phosphate
group in MPT 53.53

GTP 38 serves as the starting point for the biosynthesis of all
pterin-containing enzymes. Mediated by SAM, the cyclic pyr-
anopterin monophosphate (cPMP, 52) is formed in a radical
cascade. The dithiolene function in MPT is generated by PLP-
mediated desulfurization of two protein-bound terminal thio-
carboxylates that are generated from a persulde made via free
L-cysteine. This protein-mediated sulfur transfer is similar to
the S-transfer process also found in TPP biosynthesis (see
section 2.5.2). The two thiol groups in MPT 53 nally serve as
ligands to trap inorganic molybdate (MoO4

2−). Remarkably,
tungsten appears to be the physiologically active metal for MPT
53 in hyperthermophilic archaea. Tungsten plays a role in
aldehyde ferredoxin oxidoreductase (AOR), formaldehyde
ferredoxin oxidoreductase (FOR), and glyceraldehyde-3-
phosphate ferredoxin oxidoreductase (GAPOR) in archaea.

2.2.4 Nickel–pincer nucleotide (NPN). The structurally
unique nickel–pincer nucleotide cofactor (NPN) 2c was recently
discovered in studies on lactate racemase (LarA) from Lactoba-
cillus plantarum.54 There, this so-called nickel–pincer nucleotide
(NPN) functions as a transient hydride acceptor.

Apparently, it is recruited from NAD(P)+ biosynthesis with
the intermediate nicotinic acid adenine dinucleotide (NAAD) 54
serving as precursor.55 An initial protein-bound cysteine-
mediated activation of the pyridinium ring allows the
2184 | Nat. Prod. Rep., 2022, 39, 2175–2199
introduction of the second carboxylate at C5 with CO2 as C1
source. Carboxylation is accompanied by hydrolysis of the
diphosphate moiety and cleavage of AMP. Next, sulfur transfer
occurs from cysteine (in L. plantarum) to form dehydroalanine
or from a [4Fe–4S] cluster (in Thermotoga maritima) that
repeatedly can act as a sulfur source in the presence of cysteine
desulfurase (IscS) and free L-cysteine (Fig. 17). In this process,
the thiocarbonyl functions are formed aer ATP-mediated
activation of the carboxylic acids. Finally, nickel is introduced
by a CTP-dependent nickel insertase. Bioinformatics studies
show that the biosynthetic genes are widely distributed in
microorganisms, so the full potential of NPN has not yet been
fully explored.
2.3. Coenzymes in functional group activations

2.3.1 Adenosine triphosphate (13). The nucleotide adeno-
sine triphosphate (13) is the most abundant chemical energy
currency in the biotic world. It is usually formed, catalyzed by
ATP synthase, from adenosine diphosphate (ADP) and inor-
ganic phosphate (Pi). The process is energetically unfavorable,
which is why this step is usually coupled to an electrochemical
gradient with cellular respiration. In bacteria, this gradient
results from the difference in proton concentration at the
plasma membrane.

The evolution of ATP synthase has been extensively studied
and is thought to have begun with the merging of two func-
tionally independent subunits, a presumably early step in
evolution, since the structure and activity of ATP synthases are
found in all phylogenetic trees.56
This journal is © The Royal Society of Chemistry 2022
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Fig. 19 Summary of biotin (15) biosynthesis: building blocks are
marked in sienna, blue, yellow and green at positions where they end
up in biotin (15). Coenzyme-dependent enzymes: SAM: O-methyl-
transferase (BioC); SAM/Fe4S4/Fe2S2: biotin synthase (BioB); PLP: 8-
amino-7-oxononanoate synthase (BioF), PLP/SAM: 7,8-dia-
minononanoate synthase (DANS, BioA); ATP: dethiobiotin synthase
(DTBS, BioD); NADH: fatty acid synthase (FabI and FabG).

Fig. 20 Summary of cobalamin (10) biosynthesis: the building blocks
are marked in sienna and blue at positions where they end up in
cobalamine. In addition, the ligand X and the central metal are col-
oured. Coenzyme-dependent enzymes in anaerobic organisms (top):
SAM: CysG, CbiL, CbiH, CbiF, CbiD, CbiE/T; NAD(P)H: CbiJ, CobR;
NAD+: CysG; ATP ¼ CobA. Coenzyme-dependent enzymes to intro-
duce threonine: ATP: L-threonine kinase; PLP: L-threonine-O-3-
phosphate decarboxylase (CobD). Coenzyme-dependent enzymes in
anaerobic organisms (bottom): 3� SAM: methyltransferases BzaC,
BzaD, and BzaE; THF: phosphoribosylglycinamide formyltransferase,
[4Fe–4S]SAM: hydroxybenzimidazole (HBI) synthase.

Fig. 21 Summary of tetrahydrofolate biosynthesis: building blocks are
marked in sienna and blue at positions where they end up in THF 12.
Coenzyme-dependent enzymes: ATP: 7,8-dihydro-6-hydroxy-
methylpterin-pyrophosphokinase (HPPK), folylpolyglutamate synthase
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2.3.2 Coenzyme A (14). Coenzyme A (14) serves to chemi-
cally activate carboxylic acids as corresponding thioesters. It
consists of cysteamine, b-alanine, pantoic acid, and adenosine
diphosphate (ADP) (Fig. 18).57 In its acetyl form, coenzyme A (14)
is widely found and performs metabolic functions in both
anabolic and catabolic pathways.

Several amino acids are required for the biosynthesis of
coenzyme A (14), namely L-cysteine (51), L-aspartate (29a), and L-
valine (55), as well as the nucleotide ATP 13.58 PLP-mediated
decarboxylations of aspartate and cysteine, the latter already
bound to pantothenic acid, give rise to the b-alanine and
cysteamine units in coenzyme A (14). Biosynthesis of pantoic
acid begins with L-valine (55), which is transaminated by PLP to
3-methyl-2-oxobutanoic acid and formylated with formaldehyde
derived from the coenzyme THF 16. The keto group is then
reduced to the secondary alcohol of pantoic acid with the
assistance of NADPH, and subsequently the individual building
blocks are linked together with the aid of ATP and CTP.

2.3.3 Biotin (15). The coenzyme biotin (15) serves as
a carboxyl group carrier agent, shuttling carbon dioxide equiv-
alents onto nucleophilic organic substrates. This chemical
property is localized in the ureido ring at N8 of the bicyclic
system, which is additionally annulated with a tetrathiophene
ring.59 The reaction with carboxyphosphate, which is formed by
ATP activation of bicarbonate, produces the intermediate N-
carboxybiotin. This intermediate is stabilized by the particular
geometry of the bicyclic ring system, which prevents sp3

hybridization of the N8 nitrogen atom.
Biotin (15) is biosynthesized from L-alanine (52) and pimelic

acid (56), with a variety of coenzymes involved in each enzy-
matic step (Fig. 19). Pimelic acid (56) is biosynthesized by a fatty
acid synthase that uses malonyl-CoA methyl ester as one
building block. Subsequently, several reduction steps are
involved that require NADH as a coenzyme. PLP-dependent
transamination, in which SAM serves as an amino donor,
results in the formation of 7-keto-8-aminopelargonic acid
(KAPA). This is probably the only known example of the use of
SAM as a source of an amino group. The formation of the urea
group from carbonate is promoted by ATP. The sulfur atom is
nally inserted from an iron–sulfur cluster (Fe2S2) by a radical
SAM-promoted process (Fe4S4/SAM).
This journal is © The Royal Society of Chemistry 2022
2.4. Coenzymes for C1-transfer reactions

2.4.1 Cobalamin (10). Cobalamin 10 plays a prominent role
in radical-initiated rearrangements and transfers of methyl
groups, as in methionine synthase and dehalogenation
(FPGS), NAD(P)H: dihydrofolate reductase (DHFS).

Nat. Prod. Rep., 2022, 39, 2175–2199 | 2185
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Fig. 22 Summary of p-aminobenzoic acid (57) biosynthesis: building
blocks are marked in sienna, blue and green at positions where they
end up in PABA. Coenzyme-dependent enzymes: NADPH: shikimate
dehydrogenase (EC 1.1.1.25); ATP: shikimate kinase (EC 2.7.1.71);
FMNH2: chorismate synthase (EC 4.2.3.5).

Fig. 24 Structures of natural pterins 58–62.
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reactions. In these methyl transfer reactions, cobalt(I) serves as
a transition metal able to accept a methyl group.60 Its biosyn-
thesis is conned to a few bacteria and archaea and it starts
with uroporphyrinogen III 8 and is characterized by eight SAM-
mediated methylations and a ring contraction (Fig. 20). In
addition, the so-called lower ligand consists of amino-2-
propanol derived from L-threonine (via 2-amino-3-
oxobutanoate), a ribosyl phosphate moiety derived from nico-
tinamide mononucleotide (NAMN), and the unusual dime-
thylbenzimidazole (DMB), whose central precursor is
phosphoribosylaminoimidazole (AIR).61

2.4.2 Tetrahydrofolic acid (16) and THMPT (24). Tetrahy-
drofolic acid (16) is a coenzyme that serves as an electrophilic
donor for a carbon atom in various oxidation states (methyl,
methylene, and methine).62 Tetrahydrofolate is charged with
formaldehyde, which in turn may be derived from L-serine.63

Folates are involved in the biosynthesis of purines and pyrimi-
dines such as inosine monophosphate and 2′-deoxythymidine-
5′-phosphate (dTMP) from 2′-deoxyuridine-5′-phosphate
(dUMP), which is catalyzed by thymidylate synthase (Fig. 21).
Fig. 23 Summary of tetrahydro-methanopterin biosynthesis: building
blocksmarked in sienna, blue and yellow and positions where they end
up in THMPT 24 (a-HGlu ¼ a-hydroxyglutarate). Coenzyme-depen-
dent enzymes: The identification of enzymes involved in the biosyn-
thesis has proved very difficult, and many of the enzymes in the later
part of the pathway are still unknown so that only established enzymes
are listed. ATP: 7,8-dihydro-6-hydroxy-methylpterin-pyrophospho-
kinase (HPPK); folylpolyglutamate synthase (FPGS); NADPH: dihy-
drofolate reductase (DHFS).
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THF 16 consists of a pterin core, p-aminobenzoic acid (PABA,
49), and glutamic acid (35). It is biosynthesized in plants and
fungi as well as in certain protozoa, bacteria, and archaea.
Similar to the biosynthesis of riboavins and deazaavins and
molybdenum cofactor, THF biosynthesis relies on GTP (33) as
the starting point for the assembly of the pterin core.64 Zn-
promoted hydrolysis of GTP by GTP cyclohydrolase I
(GTPCH1h) yields the bicyclic pterin core, while formic acid is
formed as a byproduct. Dihydroneopterin aldolase (DHNA)
removes two carbon atoms of the original D-ribose in GTP in the
form of glycoaldehyde. Only the two amide-forming steps
require the assistance of the external coenzyme ATP. Finally, the
resulting dihydrofolate is reduced to THF 12 by the NAD(P)H-
dependent dihydrofolate reductase.

PABA 57 is formed via the shikimate metabolic pathway (see
Fig. 22),35,65 which has been identied in bacteria, archaea,
fungi, algae, some protozoa, and also in plants. Therefore, its
biosynthesis is also analyzed in terms of the coenzymes
required for its biosynthesis. PEP 46 and E4P 45 are the starting
point, and three coenzyme-dependent enzymes are involved on
the way to the chorismate 42, requiring NADPH, ATP, and
FMNH2, respectively. Remarkably, one of these enzymes, cho-
rismate synthase, uses FMNH2 in a redox-neutral elimination
process of phosphate. Finally, the amino group is introduced at
the chorismate level, with glutamine serving as the amino
donor. Since chorismate 42 is an important intermediate in
PABA biosynthesis, a second molecule of PEP 46 is required but
removed in the nal step once the aromatic system has been
established.

Chemically, the methanogenic coenzyme THMPT 24 and
THF 16 behave similarly, as both are carbon carriers. Meth-
anopterin is also capable of uploading oxidation states between
formyl and methyl, but there are differences between the two
pterin-based coenzymes. As such ATP is consumed in the entry
of carbon from CO2 into the 5,6,7,8-tetrahydrofolate pathway,
which is not the case for tetrahydromethanopterin.

Biosynthetically, the pterin ring is derived from GTP 38. The
guanine ring of GTP is cleaved to release formic acid, followed
by a recycle involving the ribose moiety (Fig. 23). Another
interesting and unique transformation is the condensation of 4-
aminobenzoate with the purine precursor 5-phospho-D-ribosyl
diphosphate (32). This reaction is unique among known PRPP
transferases in that a benzoate is decarboxylated to yield a C-
This journal is © The Royal Society of Chemistry 2022
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Fig. 25 Summary of S-adenosylmethionine (SAM) biosynthesis:
building blocks are marked in sienna and blue at positions where they
end up in SAM 17. Coenzyme-dependent enzymes: ATP as building
block. Regeneration of methionine occurs by THF- or cobalamin-
dependent methionine synthases.
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riboside. Finally, SAM and a [4Fe–4S] cluster serve for the
radical methylation of C7 and C9 of the pterin system.66

2.4.3 Other pterins related to folic acid. The pteridine
nucleus can undoubtedly be called a privileged heterobicyclic
structure particularly suitable for redox chemistry. Other
natural pterins 58–62 are found in various coenzymes with
different chemical roles in nature (Fig. 24).

On the route to folic acid, biopterin 61 (dihydroform) and
hydroxymethylpterin 59 (dehydroform) are formed, which show
redox properties similar to riboavins, with the 5,6,7,8-tetra-
hydro derivative being the reduced form.67 The biopteridine
redox system is of particular importance in the oxidation of
aromatic rings. A distinctive feature of these oxidations is that
they require the presence of molecular oxygen. They occur in all
kingdoms of life, including archaea.68

Xanthopterin (58) occurs as a yellow pterin pigment in
buttery wings, for example. Sepiapterin (60) is a yellow
pigment found in the eyes of Drosophila and is formed from D-
erythro-dihydroneopterin triphosphate.

2.4.4 S-Adenosylmethionine (17). S-Adenosylmethionine
(17) is a coenzyme involved in methyl group transfer reactions,
withmethyl transfer to nucleophilic C, N, O, and S centers being
most common. In combination with single-electron transfer
cofactors such as Fe4S4 clusters, it is involved in many radical
processes.69 SAM is biosynthesized by methionine adenosyl-
transferase from methionine (63) and adenosine triphosphate
13 (Fig. 25).
Fig. 26 Summary of pyridoxal phosphate biosynthesis: building blocks a
PLP 19. Coenzyme-dependent enzymes (left): ATP: glutamine synthase.
dehydrogenase; NAD+: erythronate-4-phosphate dehydrogenase; NAD
serine aminotransferase; FMN: pyridoxine 5′-phosphate oxidase; TPP: 1-

This journal is © The Royal Society of Chemistry 2022
2.5 Other coenzymes for group transfer reactions

2.5.1 Pyridoxal phosphate (19). Pyridoxal phosphate (19) is
a coenzyme that promotes a myriad of biotransformations
mainly in amino acid metabolism. However, it is also very
abundant in the biosynthesis of secondary metabolites such as
polyketides, alkaloids and rare deoxyaminosaccharides. Typical
reactions include transaminations in which the amino deriva-
tive pyridoxamine phosphate acts as a key intermediate,
decarboxylations, racemizations, retro-aldol reactions, and
Michael additions.70 It also participates as a “partner” in
radical-mediated reactions with radical SAM, as found in lysine
2,3-aminomutase.71 Its unique chemical reactivity can be
attributed to two structural elements. The aldehyde is capable
of forming imines with amino groups, and protonation of the
pyridine nitrogen atom removes electron density from the
bound substrate, triggering various types of C–H and C–C bond
cleavages. In this way, the N-heterocycle acts as an electron
acceptor and donor system, which in turn provides several
options for further transformations. In essence, pyridoxal
phosphate serves as an equivalent for an enolizable carbonyl
group equivalent that is only transiently bound to the substrate.
PLP is also known to act as a singlet oxygen scavenger and to
have protective effects against oxidative stress in fungi.

It is biosynthesized in microorganisms and plants, and to
date two biosynthetic pathways have been described (Fig. 26).72

The ribose-5-phosphate-dependent (or deoxy-xylulose-
phosphate-independent) pathway, found for example in
Bacillus subtilis, uses glyceraldehyde-3-phosphate 47 and ribose-
5-phosphate (R5P, 64 in equilibrium with ribulose-5-phosphate
(RuP)) as carbon sources, while the nitrogen atom is recruited
from glutamine in the form of ammonia (Fig. 26, le).73 This
biosynthetic pathway has also been found to occur in archaea,
fungi, and plants. PLP synthase, which carries an additional
glutaminase site to provide ammonia, condenses 47 and 64
directly to PLP 19. Remarkably, the entire metabolic pathway
requires no other coenzyme except ATP to regenerate glutamine
from glutamate.

The second metabolic pathway (Fig. 26, right) has been
studied in detail in E. coli. It utilizes 3-hydroxy-aminoacetone
phosphate (AHP, 65) and 1-deoxy-xylulose 5-phosphate (DX5P,
66), which are brought together by pyridoxine 5′-phosphate
synthase to form the pyridine ring. AHP 65 is formed from
erythrose 4-phosphate (45), which is oxidized to 4-
re marked in sienna, blue and green at positions where they end up in
Coenzyme-dependent enzymes (right): NAD+: erythrose-4-phosphate
+: 4-hydroxythreonine-4-phosphate dehydrogenase; PLP: phospho-
deoxyxylulose 5-phosphate synthase.
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phosphoerythronate and further to 3-hydroxy-2-oxo-4-
(phosphonatooxy)butanoate, 4-phosphohydroxy-L-threonine,
and nally to AHP 65. One coenzyme is required for each of the
four steps (3� NAD+ and 1� PLP). Finally, the resulting pyri-
doxine is oxidized to PLP 19, for which FMN serves as a redox
coenzyme. The biosynthesis of DX5P 66 begins with the TPP-
dependent coupling of G3P 47 with pyruvate 67. This route is
clearly to be designated as a “straggler” pathway, precisely
because PLP is needed here for its own formation.

2.5.2 Thiamine pyrophosphate (18). The coenzyme thia-
mine pyrophosphate (18) plays a key role in carbohydrate
metabolism, where it is involved in the “Umpolung” of carbonyl
groups and subsequently in formal acyl anion reactions.74

Interestingly, the bacteria Borrelia and Rickettsia do not require
TPP 18 for their metabolism.75

Nature has evolved three different biosynthetic pathways to
TPP 18, all of which are completed by linking hydrox-
ymethylpyrimidine phosphate (HMP-P; 69) with hydrox-
yethylthiazole phosphate (HET-P; 70) in a substitution reaction
Fig. 27 Summary of three thiamine pyrophosphate biosyntheses: build
positions where they end up in TPP 18. Structures of key intermediates 6
ATP: ribose phosphate pyrophosphokinase (PRS-1); ATP: glycinamide
formyltransferase (GART formylase); ATP/glutamine: phosphoribosylfo
cyclase); Fe4S4/SAM: pyrimidine synthase (ThiC); ATP: hydroxymethylpyr
synthase (ThiF); PLP: cysteine desulfurase (IscS-SH); TPP: DXP synthase (D
right): ATP: phosphomethylpyrimidine kinase (Thi21); ATP: thiamine pyrop
ribose phosphate pyrophosphokinase (PRS-1); ATP: glycinamide ribon
myltransferase (GART formylase); ATP/glutamine: phosphoribosylformyl-
Fe4S4/SAM: pyrimidine synthase (ThiC). All three routes: ATP: thiamine p

2188 | Nat. Prod. Rep., 2022, 39, 2175–2199
followed by phosphorylation to the corresponding pyrophos-
phate (Fig. 27).

In bacteria, plant chloroplasts, and archaea, the enzyme
ThiC plays a key role. In a mechanistically highly remarkable
radical SAM-mediated cascade reaction, it converts AIR 68 to
HMP-P 69 (Fig. 24, top le).76 AIR 56 is an interesting interme-
diate in that it also serves as a general precursor for purine
metabolism. The HET building block 70 is biosynthesized in
most bacteria from DX5P (66) and glycine (48; in E. coli, glycine
is replaced by L-tyrosine).77 The sulfur atom derives from
a protein-bound thiocarboxylate that ultimately originates from
the free amino acid cysteine via a persulde intermediate.
Mechanistically, this process is similar to the S-transfer in the
biosynthesis of molybdopterin 54 (see above). DX5P 66 is
formed from pyruvate 67 and glyceraldehyde-3-phosphate (47),
and TPP 18 is required for this enzymatic step.

The second biosynthetic pathway was found in yeasts, e.g.,
Saccharomyces cerevisiae (Fig. 27, top right). HMP-P 69 is formed
from L-histidine (71) and PLP 19, for which a remarkable
ing blocks are marked in sienna, blue, green, orange and yellow at
8–70 (Pyr ¼ nicotinamide). Coenzyme-dependent enzymes (top left):
ribonucleotide synthetase (GARS); THF: phosphoribosylglycinamide
rmyl-glycinamidine synthase (FGMAS); ATP: AIR synthetase (FGMA
imidine/phosphomethylpyrimidine kinase (ThiD); ATP: thiocarboxylate
xs); FAD: glycine oxidase (ThiO). Coenzyme-dependent enzymes (top
hosphokinase (Thi80). Coenzyme-dependent enzymes (bottom): ATP:
ucleotide synthetase (GARS); THF: phosphoribosylglycinamide for-
glycinamidine synthase (FGMAS); ATP: AIR synthetase (FGMA cyclase);
hosphate kinase (ThiL) as final phosphorylation step.

This journal is © The Royal Society of Chemistry 2022

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2np00037g


Scheme 2 Formation of protein-bound coenzyme MIO 62.
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mechanism has also been proposed.78 A Diels–Alder type
cycloaddition is suggested, followed by radical oxidations
promoted by Fe3+ and O2. It is noteworthy that coenzyme 19 acts
as a building block here. HET-P 70 is formed from glycine 48,
the coenzyme NAD+ 2, and the sulfur atom is introduced as
described above. S-transfer is mediated by iron leaving a dehy-
droalanine residue in the protein. Remarkably, no coenzyme-
dependent enzymes other than ATP-promoted phosphoryla-
tions are involved in this biosynthetic pathway. Nevertheless,
the coenzymes required for the biosynthesis of the building
blocks PLP 19 and NAD+ 2 must, of course, be included in the
analysis.

Archaea harbor structural homologs of both bacterial and
eukaryotic proteins for biosynthesis (Fig. 27, bottom). HMP-P 69
is essentially fed by the same building blocks as in bacteria
(Fig. 27, top le), while biosynthesis of HET-P 70 follows the
pathway of TPP biosynthesis in fungi (Fig. 27, top right).79 For
a long time, the source of the sulfur atom remained in the dark.
But thermophilic methanogens from hydrothermal vents, in
which the sulde content is high, helped to unravel this
mystery. In fact, it was found that sulde serves as a sulfur
donor, with iron acting as a cofactor.

Preliminary analysis reveals that the rst biosynthetic
pathway found in bacteria occurred much later in evolution,
requiring TPP for the synthesis of DXP 66, which is a precursor
for the non-mevalonate pathway to terpenes. The second
pathway uses histidine and PLP and appears to be simple in
terms of the number of coenzymes required. However, the
biosynthesis of histidine starts with ATP 13 and PRPP 32 and
requires the coenzyme PLP 19 and 2� NAD(P)+ 2b. The third
biosynthetic pathway, which occurs in archaea, is a hybrid of
Fig. 28 Summary of coenzyme M biosyntheses: building blocks are
marked in sienna, blue and yellow at positions where they end up in
CoM 22. Coenzyme-dependent enzymes: Top: NAD+: L-sulfolactate
dehydrogenase (ComC); TPP: sulfopyruvate decarboxylase (ComDE);
bottom: PLP: cysteate synthase and aspartate aminotransferase; F420:
not unequivocally established.

This journal is © The Royal Society of Chemistry 2022
the other two biosynthetic routes because it feeds on their
fragment biosyntheses. The recruitment of sulfur may also
provide a hint on the evolution of these pathways. The protein
Thi4 is required for thiazole biosynthesis, and inMethanococcus
jannaschii the ortholog of Thi4 has a histidine at the site where
cysteine is normally found. Consequently, sulde had to serve
as the S source. Thus, it could be argued that this mode of
recruitment is the oldest, as hydrothermal vents are thought to
be the habitat for early forms of life.

2.5.3 4-Methylideneimidazole-5-one (MIO) (20). 4-
Methylideneimidazol-5-one (MIO) 20 is a prosthetic group that
serves as a catalytic component of the ammonia lyases enzyme
class. This family of enzymes is responsible for the processing
of amino acids by elimination of ammonia to the unsaturated
intermediate and re-addition of ammonia in the b-position.80

The biosynthesis of MIO 62, e.g. in histidine ammonia lyase,
occurs by a self-processing mechanism in which water is elim-
inated from a serine residue (in 72) and does not require
additional coenzymes (Scheme 2).
2.6. Coenzymes of methanogenesis

Methanogens use several unique coenzymes 21–26, which are
listed in Fig. 2. The biosynthesis of coenzymes F0 21a and F420
21b and of THMPT 24 has been described in earlier sections
because of their similarities to the biosynthesis of avins 3 and
THF 16, respectively.81

2.6.1 Coenzyme M (22). Coenzyme M is found in meth-
anogenic archaea where it has a key role in methane forma-
tion.82 The S-methyl derivative is generated from coenzyme M
(22) in methyl transfer reactions catalyzed by proteins con-
taining zinc. Coenzyme M is also involved in the bacterial
metabolism (e.g. in proteobacterium Xanthobacter auto-
trophicus) of alkenes and oxiranes.83

In methanogens, two biosynthetic pathways for coenzyme M
(22) are known, with the carbon skeleton derived from either
phosphoenolpyruvate 46 or L-phosphoserine 73 (Fig. 28).84 The
PEP-dependent pathway begins with the Michael addition of
sulte to PEP 46, which, including an oxidation step requiring
NAD+, leads to the key intermediate 2-oxo-3-sulfopropanoic
acid. Decarboxylation and reductive introduction of H2S even-
tually forms coenzyme M (22). Details on the active electron
Fig. 29 Summary of coenzyme B 23 biosyntheses: building blocks
marked in sienna, blue and yellow and positions where they end up in
CoB 23. Coenzyme-dependent enzymes: ATP: activation of threonine
and late stage phosphorylation; enzymes not characterized yet; 3�
NAD+: threo-isocitrate dehydrogenases (after each formal homolog-
ization step); Fe4S4: enzyme not characterized yet (for details see ref.
78).
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Fig. 30 Summary of methanofuran biosynthesis: building blocks are
marked in red and blue including positions where they end up in
methanofuran 25. Coenzyme-dependent enzymes: PLP: 2-fur-
aldehyde phosphate aminotransferase and L-tyrosine decarboxylase;
ATP: activation of glutamic acid.

Fig. 31 Summary of FeGP cofactor biosynthesis: building blocks are
marked in blue, sienna and yellow at positions where they end up in
the FeGP cofactor 27.
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donor for this last step have not yet been elucidated. The L-
phosphoserine-dependent pathway is based on the concerted
elimination of phosphate and addition of sulte, followed by
transamination. Both steps require PLP as a coenzyme. At this
point, both pathways converge via the intermediate 2-oxo-3-
sulfopropanoic acid.

2.6.2 Coenzyme B (23). Coenzyme B (CoB) 23 is another
coenzyme found in methanogenesis.82 At the end of this
process, the thiol group in coenzyme B (CoB) attacks the methyl
thioether of methyl CoM 22. In this process, methane is
released with disulde formation (CoM-S-S-CoB). For this to
occur, CoB must reach the active site buried in the depth of
methyl CoM reductase. Consequently, CoB consists of a linear
7-mercaptoheptanoyl chain which is linked to phospho-
threonine via an amide bond.

The biosynthesis repeatedly follows a sequence of trans-
formations encountered in the citric acid cycle (Krebs)85 and in
leucine biosynthesis (Fig. 29). In the present case, it is initiated
by the aldol reaction of 2-oxoglutarate and acetyl-CoA. What is
remarkable about the route is the iterative nature of the 2-
oxoacid elongation, which leads to a formal homologization by
one carbon and the release of carbon dioxide in three rounds.
The isomerization sequence, based on water elimination and
regioreversed hydration, is catalyzed by an iron–sulfur cluster,
which acts as a Lewis acid in the present case. Biosynthesis is
Scheme 3 Biosynthesis of cofactor F430 26.

2190 | Nat. Prod. Rep., 2022, 39, 2175–2199
completed by decarboxylation, producing an aldehyde inter-
mediate into which H2S is reductively introduced and nally
coenzyme B (23) is formed.86 Hydrogen sulde was found to
provide the sulfur atom for the formation of 7-mercaptohepta-
noic acid in a reaction that has been shown to likely obtain its
reducing equivalents from hydrogen via an F420-dependent
hydrogenase.86

2.6.3 Biosynthesis of methanofuran (25). Methanofuran 25
is involved in the rst two-electron reduction of carbon dioxide
that yields the formamide derivative of methanofuran in which
the primary amino group is modied.87 Despite the involvement
of methanofuran in this rst step of methanogenesis, less is
known about the enzymes and corresponding genes involved in
the following steps of methanofuran biosynthesis. The carbon
atoms of the furanmoiety are recruited fromG3P 47 and DHA-3-
P 28 and require the coenzyme PLP for introducing the terminal
amino group and to decarboxylate tyrosine (Fig. 30).

2.6.4 Cofactor F430 (26). Cofactor F430 26 is a modied
tetrapyrrole involved in the formation of methane mediated by
the enzymemethyl coenzymeM reductase in methanogenesis.88

The cofactor is found in methanogenic archaea and was rst
discovered in Methanobacterium thermoautotrophicum. Cofactor
F430 26 is also found in microbes that catalyse the anaerobic
oxidation of alkanes. In methanogenesis, the methyl radical/
Ni(II) thiolate intermediate plays a central role in catalysis. The
biosynthesis of cofactor F430 26 begins with precorrin-2 (74),
and during the six-step conversion, NAD+, ATP and presumably
ferredoxins 11 are used for nal electron transfer of six elec-
trons that reduce the tetrapyrrole nucleus (Scheme 3).89

2.6.5 Guanylylpyridinol cofactor (FeGP) 27. The guany-
lylpyridinol cofactor (FeGP) 27 is the iron complex found in the
[Fe] hydrogenase.49 This enzyme has been found in many
hydrogenotrophic methanogenic archaea. It catalyzes the
reversible dehydrogenation of methylene-THMPT (structure of
THMPT 24, see Fig. 31) to methenyl-THMPT+, which plays an
important role in CO2 reduction to methane.5 This homodi-
meric enzyme contains one non-redox active iron per subunit
linked to a guanylylpyridinol cofactor 27 in short the FeGP
cofactor.90

The biosynthesis of FeGP has not yet been fully elucidated.
So far, it is known that 2-(4,6-dihydroxy-3,5-dimethylpyridin-2-
yl)acetic acid 75 is the biosynthetic precursor for FeGP 27,
while so far only a few preliminary feeding experiments with
This journal is © The Royal Society of Chemistry 2022
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13C-labeled building blocks such as acetic acid and pyruvate
could give some clues about the origin of the pyridine ligand.90

3. Can the analysis provide insight
into coenzyme evolution?
3.1 A proposal

The compilation of biosyntheses of coenzymes presented in this
article searches for metabolic relationships and dependencies
of these and deliberately hides questions about bioinformatic
and phylogenetic relationships of the enzymes involved in the
biosyntheses. Rather, the author asks which coenzymes are
required for the biosynthesis of a particular coenzyme.
Biosyntheses that almost do without them would thus be older
than those that rely on a large number of coenzymes. It must be
emphasized, however, that this analysis in no way seeks to
include the possible prebiotic existence and role of coenzymes
or simpler analogs that may have served as nutrients for the rst
organisms. Nor does it include simplications or truncations of
coenzyme biosyntheses that might conceivably occur if some of
the required building blocks, such as amino acids, were of
prebiotic origin.91 Such a transitional phase on the way to life as
we know it is very conceivable; it was the time before the
appearance of the last unied common ancestor (LUCA).92 A
Scheme 4 Proposed appearance in time of the biosyntheses of coenzy
mes.a Their presence in LUCA according to ref. 93 as well as plausible
coenzymes for fatty acid biosynthesis and thus for lipoic acid, as well
elongation building block, biotin (15) would be required as an additional c
cofactors and in the tetrapyrrole-based coenzyme family are summarized
as it is part of NAD+ biosynthesis. a The FeGP 27 cofactor is not included in
the biosynthesis of the pyridinol ligand 75 are not known yet.

This journal is © The Royal Society of Chemistry 2022
recent analysis suggests that LUCA probably already had the
standard repertoire of coenzymes, like the autotrophic ther-
mophilic anaerobes today.93

Obviously, the approach pursued in this account can repre-
sent only one of several possible perspectives; nevertheless, it is
an attempt to address this question in a comprehensive
manner. In Scheme 4, the most important coenzymes and their
biosyntheses are arranged in such a way that they can be placed
in a possible chronological evolutionary relationship. The
scheme also contains four coenzymes that are dedicated to
methanogenesis and acetogenesis. Some aspects of this sorting
are highlighted and discussed below.

3.1.1 Coenzymes for which several biosynthetic routes are
known. In some cases, nature has evolved more than one
biosynthesis to coenzymes, as in the case of nicotinamide 2,
uroporphyrinogen III 8, thiamine pyrophosphate 18 and pyri-
doxal phosphate 19. In these cases, the most likely oldest
biosynthetic pathway was selected based on the required
coenzymes. Thus it is clear that one of the two biosynthetic
pathways to PLP 19 (Fig. 26) must be very old, since it relies only
on the activated nucleotide ATP 13 and two starting building
blocks from carbohydrate metabolism.

Two pathways are known for the key biosynthetic precursor
of uroporphyrinogen III 8 d-ALA 50, which differ in the required
mes under consideration of the required building blocks and coenzy-
prebiotic synthesis are listed too. NADH and FADH2 are required as
as ATP and CoA for acyl activation; if malonyl-CoA functions as an
oenzyme. The evolutionary relationships of iron–sulfur cluster-derived
in Schemes 5 and 6. NAADP 54 is listed as a coenzyme building block,
the list of coenzymes specific for methanogenesis, because details on
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Scheme 5 Proposed appearance in time of the biosyntheses of iron–
sulfur cluster derived cofactors (symbols and color code are found in
the legend in Scheme 4).
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use of coenzymes. For route A this is PLP and for route B PLP
and NADH. Similarly, eukaryotic biosynthesis of nicotinamide 2
can be evolutionarily eliminated as an early development, in
part because the biosynthesis of tryptophan requires NAD+ and
PLP among other coenzymes.2

Metabolic evolution led to the development of three routes
for TPP biosynthesis. As already indicated in section 2.5.2, the
Scheme 6 The (anaerobic) branched pathway of tetrapyrrole
biosynthesis starting with uroporphyrinogen III 8 (for additional details
see also Fig. 12 and 20). Fe, Ni and Co refer to metal salts actively taken
from the environment. For cobalamin, the coenzymes required for the
biosynthesis of DMB and the introduction of the threonine moiety are
included in the list. The biosynthesis of chlorophyll is not covered here.

2192 | Nat. Prod. Rep., 2022, 39, 2175–2199
version in bacteria is the youngest, since it builds on the (MEP/
DOXP) pathway for terpenes and starts with the coupling of
pyruvate 67 and G3P 47, which is based on the coenzyme TPP
itself. The other two biosynthetic pathways, however, are
embedded in Scheme 4.

3.1.2 The beginning: PLP, NAD+, uroporphyrinogen III and
iron–sulfur cluster. PLP is placed at the beginning of molecular
evolution in this analysis due to its simple structure, very short
and simple biosynthesis from basic building blocks of sugar
metabolism and almost universal role in the biosynthesis of
proteinogenic amino acids as well as other coenzymes. NAD(P)
H 2 seems to be a good next candidate, since the simpler of the
two biosyntheses (in prokaryotics and archaea) requires PLP as
a coenzyme in addition to ATP, and the building blocks are
again typical intermediates from carbohydrate metabolism and
the TCA cycle. However, these considerations also suggest that
one of the two pathways to uroporphyrinogen III 8, from which
various metal-binding ligands were later derived, was also
formed at this early stage. These considerations also suggest
that one of the two pathways to uroporphyrinogen III 8, from
which various metal-binding ligands were later derived, was
also formed at this early stage.The second biosynthesis addi-
tionally requires NAD(P)H 2 as a coenzyme and probably origi-
nated a bit later.

Iron–sulfur species have been regarded to be among the
oldest biological coenzymes and have strictly been conserved
until today.94 The in vitro chemistry of iron–sulfur clusters has
been documented as several species can be generated from
inorganic iron and sulde.95 Recently, it was demonstrated that
photooxidation of ferrous ions and the photolysis of organic
thiols are conditions under which polynuclear iron–sulfur
clusters are generated.96

The development of primitive catalysts into iron–sulfur clus-
ters could have spontaneously occurred by assembling on poly-
peptide templates. In all of these complexes, cysteine also plays
a central role as a proteinogenic ligand, so that in the evolution of
a-amino acids it must have appeared rather earlier. In prebiotic
times, other ligands, probably also based on thiols (such as
methanethiol), may have rst taken the later role of cysteine.

Once iron–sulfur clusters were available they could have
rearranged themselves to form the different clusters that are now
found in (Fe–S) proteins. These also include more complex metal
clusters in which iron is exchanged for other metals. As a conse-
quence, this evolution led to enzyme classes such as nitrogenases
and hydrogenases, both key enzymes in the evolution of life.
Here, based on the concept of determining the coenzymes
required for their biosynthetic generation, an evolutionary rela-
tionship can be proposed (Scheme 5). Noteworthy, four of the ve
clusters mentioned (the [FeFe], [MoFe], and [VFe] cofactors in
nitrogenases and the [FeFe] ‘H-cluster’ found in the corre-
sponding hydrogenase) alone had to wait for SAM 17 to appear
(Scheme 4) before they could step onto the stage.

From the analysis compiled in Scheme 5, it is clear that the
appearance of the cofactor encountered in [NiFe]-hydrogenases
should be ranked earlier. And ideas about early metabolisms
suggest the same as these hydrogenases have links to ancient
forms of metabolism, utilizing hydrogen as the original source
This journal is © The Royal Society of Chemistry 2022
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of reductant on Earth.97 It has not (yet) been chemically veried
whether, from the iron–sulfur clusters very likely present in the
“prebiotic” world, chemical accesses to catalytically active
clusters mixed with other metals did exist.

Many (Fe–S) proteins have survived up today98 but it is
known that during evolution some of them have been replaced
by other redox systems.99 This is exemplied for the oxidation of
glucose in the Entner–Doudoroff pathway (glucose to gluconate
and glyceraldehyde to glycerate). Thereby, NAD(P)+-dependent
enzymes took over from the ferredoxins.100,101

Finally, an interesting nding of this analytical approach is
that for these four coenzymes whose biosyntheses likely became
established at an early time in evolution, chemical syntheses
under plausible prebiotic conditions were also reported
(Scheme 4). Or is this just a coincidence?2,91

3.1.3 Evolutionary straggler. Other biosyntheses of coen-
zymes could emerge that rely on a larger number of coenzymes
and consistently require PLP 19 and/or NAD(P)H 2. These
include avins and other pterins such as folic acid 16 that use
GTP 38 as an essential starting building block. And only aer
the appearance of the NAD(P)H biosynthetic pathway must
biotin 15 and two biosynthetic pathways to TPP 18 have been
established. Folic acid 16 is required for the regeneration of S-
adenosylmethionine (SAM, 17), which at rst glance is a simple
coenzyme if the biosynthesis of methionine is excluded from
the present analysis. If methionine is included in these
considerations, the picture changes, because methionine is
considered one of the “latecomers” among the 20 proteinogenic
amino acids, partly because its biosynthesis requires a large
number of coenzymes (top right; Scheme 4: ATP, 2� NAD+, 2�
PLP, THF).2

The analysis also shows that coenzyme A 14b, a universal
activator of carboxylic acids, must have arisen at a later stage of
(proto)metabolism because its biosynthesis requires numerous
coenzymes, including folic acid. Activation of carboxylic acids
as CoA thioesters normally occurs via the mixed phosphate
anhydrides with the participation of ATP 13. These, in turn,
represent particularly strongly activated carboxylate derivatives,
so that the development of CoA thioesters can be regarded as an
evolutionary advance. This is simply because thioesters are
chemically more stable than the corresponding phosphate
anhydrides, i.e. more “manageable”.

Furthermore, ATP 13 is part of the nucleotide metabolism.
So, if we assume that life without nucleotide biochemistry is
unthinkable, also with respect to the rst steps in the emer-
gence of life from a prebiotic world, as manifested in the RNA
world theory,102 then ATP 13 will be much older than CoA 14b.
However, it cannot be ruled out that the reverse is true, as has
been proposed for the prebiotic thioester world, but then based
on chemically simpler thiols than CoA 14b.103 The (bio)molec-
ular and physiological basis of LUCA was analyzed by genetic
analyses of protein clusters from sequenced prokaryotic
genomes of different phylogenetic trees.93 Its metabolism was
likely dominated by FeS clusters and radical chemistry.104

Analysis suggests the presence of biosynthetic pathways for
almost all coenzymes, including avins (molybdopterin), 5-
deazaavins (coenzyme F420, 21b), S-adenosylmethionine (SAM,
This journal is © The Royal Society of Chemistry 2022
17), coenzyme A (CoA, 14b), coenzyme M (CoM, 22), thiamine
pyrophosphate (TPP, 18), ferredoxin (Fe–S proteins), siroheme,
and corrin (Scheme 4).

3.1.4 Implementation of TCA cycle, sugar metabolism and
amino acid biosynthesis. The origin of the starting building
blocks for the biosyntheses to the coenzymes has hardly been
covered up to this point of the present report. The basic meta-
bolic systems from which these building blocks are recruited
are glycolysis, the citric acid cycle, nucleotide and amino acid
metabolism.2,105

Recent systems chemistry approaches have argued that the
basic metabolic networks of life,106,107 such as the TCA cycle and
especially its reverse counterpart, the rTCA cycle, but also
others, existed long before the appearance of LUCA.108–110 These
networks arose in parallel with RNA, which receives special
attention in the RNA-world theory because of its catalytic and
self-replicating capabilities.101

While there is hypothetical and experimental evidence for
the presence of sugar-like building blocks and small carboxylic
acids generated under prebiotic conditions (e.g. formose reac-
tion,111 Sutherland's cyanosuldic protometabolism112),91 the
picture for amino acids is more complex. Thus, no plausible
prebiotic approaches to methionine, tyrosine113 and histidine114

are known. In addition, the biosynthesis of methionine requires
diverse coenzymes, and other considerations (e.g., evolution of
the genetic code115) also suggest it to be one of the last estab-
lished amino acid biosyntheses. This gives additional support
for the argument that the coenzymes TPP 18, and biotin 15 are
evolutionarily among the late arrivers.

Glycine is not only the structurally simplest amino acid, but
is produced under almost all known plausible prebiotic condi-
tions.91 Interestingly, it appears preferentially as a building
block of the coenzyme uroporphyrinogen III (8) and cobalamin
(10), which are classied as evolutionary ancient in Scheme 4.

3.1.5 Coenzymes specic for methanogenesis. Following
a similar pattern of reasoning, four coenzymes found only in
methanogenesis, methanofuran (25), THMPT (24), as well as
coenzymes B (23) and M (22) are also embedded in Scheme 4.
The analysis suggests that methanogenesis is a process that
should have occurred later in evolution although recently it was
claimed that it could have existed already 3.5 billion years ago.5c

Instead, the biosynthetic pathways of coenzymes described here
provide additional support for the now favored hypothesis that
the evolutionarily oldest C1 xation pathway is the Wood–
Ljungdahl pathway and specically acetogenesis here. In this
metabolic pathway, two equivalents of carbon dioxide are
reductively combined to form acetyl-CoA and tetrahydrofolate
as well as iron–sulfur and iron–nickel–sulfur clusters play
important key roles here.116
3.2 The evolution of tetrapyrrole biosynthesis

Finally, the branched metabolic pathway responsible for the
synthesis of tetrapyrrole-containing natural products will be
discussed in more detail. Some aspects have already been dealt
with in sections 2.2.1, 2.4.1 and Scheme 3.117 Scheme 6 summa-
rizes the evolutionary relationships between tetrapyrrole scaffold-
Nat. Prod. Rep., 2022, 39, 2175–2199 | 2193
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containing coenzymes, which include cobalamin.118 Precorrin-2
(74) is the central branching site for the biosynthesis of
heme,119 cofactor F430 26, siroheme (9), and cobalamin (10).

In the further course of the biosyntheses, starting with uro-
porphyrinogen III (8), SAM 17 plays a central role both as
a methyl-transferring coenzyme and in radical SAM-mediated
reactions120 that also allow oxidations in the absence of
molecular oxygen. The analysis shows that cobalamin can by no
means be an ancient coenzyme, which is also reected in the
fact that its biosynthesis is based on about 30 enzymes.121,122

This is also reected in the fact that cobalamin was not
necessarily required to be involved in the development of DNA,
specically as part of ribonucleotide reductase, since this
radical deoxygenation process can instead be promoted by
radical SAM (ribonucleotide reductase type III).123

4. Conclusions

The evolution of the biosynthesis of coenzymes is proposed by
analyzing the individual biosynthetic pathways in terms of their
demand for (other) coenzymes. Although this approach
contains various imponderables, since it only chooses one
particular point of view, i.e., it leaves out the topic of phyloge-
netic analyses of proteins and bioinformatic approaches.
Indeed, it must be emphasized that the chronological-
evolutionary classication of coenzymes developed here and
e.g. summarised in Scheme 4 has a certain theoretical character,
since it analyzes the need for coenzymes and building blocks of
individual biosyntheses. This does not necessarily mean that
the appearance on the scene happened at the theoretically
possible moment. This shall be explained for the Ni-pincer
nucleotide 2c, lipoic acid (4) and for the prFMN 36. These
could have existed at a very early time based on the analysis
done here. But with respect to their chemical properties, was
their existence necessary in early organisms or could they have
appeared much later? Martin's analysis of LUCA, compiled for
coenzymes and cofactors in Scheme 4, may provide clues here.
According to this, the metabolism of LUCA was not based on
these coenzymes. The same is true for the FeM cofactors of the
hydrogenases.

Still, this report represents one of the rst comprehensive
attempts – another important one by Warren and coworkers7

must be mentioned here – to place coenzymes in an evolu-
tionary context. Future “thought experiments” would need to
take a more holistic approach. For example, the present report
has le open the essential question of enzymatic electrophilic
and radical methylations, for which nature has found various
solutions, such as in the Wood–Ljungdahl C1-xation
pathway,116 methionine metabolism,124 and the methylation of
uridine.125 Associated with this are the coenzymes SAM 17, THF
16, THMPT 24 and cobalamin 10. However, a deeper contem-
plation on this may imply the starting point for the narration of
another story.126
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A. G. Smith, Nat. Prod. Rep., 2007, 24, 988–1008; (e)
M. Richter, Nat. Prod. Rep., 2013, 30, 1324–1345; (f)
D. E. Scott, A. Ciulli and C. Abell, Nat. Prod. Rep., 2007,
24, 1009–1026.

40 Y. Li, N. Kitadai and R. Nakamura, Life, 2018, 8, 46.
41 (a) L. Belmonte and S. S. Mansy, Elements, 2016, 12, 413–

418; (b) N. Kitadai, R. Nakamura, M. Yamamoto, K. Takai,
N. Yoshida and Y. Oono, Sci. Adv., 2019, 5, eaav7848.

42 S. Storbeck, S. Rolfes, E. Raux-Deery, M. J. Warren, D. Jahn
and G. Layer, Archaea, 2010, 175050.

43 H. Beinert, R. H. Holm and E. Münck, Science, 1997, 277,
653–659.

44 (a) S. Bandyopadhyay, K. Chandramouli and M. K. Johnson,
Biochem. Soc. Trans., 2008, 36, 1112–1119; (b) C. Ayala-
Castro, A. Saini and F. W. Outten, Microbiol. Mol. Biol.
Rev., 2008, 72, 110–125.

45 (a) C. J. Schwartz, O. Djaman, J. A. Imlay and P. J. Kiley, Proc.
Natl. Acad. Sci., 2000, 97, 9009–9014; (b) D. C. Johnson,
D. R. Dean, A. D. Smith and M. K. Johnson, Annu. Rev.
Biochem., 2005, 74, 247–281.

46 (a) R. R. Eady, Chem. Rev., 1996, 96, 3013–3030; (b)
B. K. Burgess and D. J. Lowe, Chem. Rev., 1996, 96, 2983–
3012; (c) Y. Hu, C. C. Lee and M. W. Ribbe, Dalton Trans.,
2012, 41, 1118–1127.

47 D. Harris, D. Lukoyanov, S. Shaw, P. D. Compton,
M. Tokmina-Lukaszewska, B. Bothner, N. L. Kelleher,
D. R. Dean, B. M. Hoffman and L. C. Seefeldt,
Biochemistry, 2018, 57(5), 701–710.

48 (a) J. Raymond, J. L. Siefert, C. R. Staples and
R. E. Blankenship, Mol. Biol. Evol., 2004, 21, 541–554; (b)
N. Gruber and J. N. Galloway, Nature, 2008, 451, 293–296;
(c) Y. Hu and M. W. Ribbe, Coord. Chem. Rev., 2011, 255,
1218–1224.

49 (a) W. Lubitz, H. Ogata, O. Rüdiger and E. Reijerse, Chem.
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