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Reductive Release from a Hybrid PKS-NRPS during the

Biosynthesis of Pyrichalasin H

Henrike Heinemann,® Haili Zhang,” and Russell J. Cox*"

Three central steps during the biosynthesis of cytochalasan
precursors, including reductive release, Knoevenagel cyclisation
and Diels Alder cyclisation are not yet understood at a detailed
molecular level. In this work we investigated the reductive
release step catalysed by a hybrid polyketide synthase non-
ribosomal peptide synthetase (PKS-NRPS) from the pyrichalasin
H pathway. Synthetic thiolesters were used as substrate mimics
for in vitro studies with the isolated reduction (R) and holo-

Introduction

Cytochalasans, such as the phytotoxin pyrichalasin H 1 from the
fungus Pyricularia grisea, are a structurally diverse family of
fungal secondary metabolites with broad biological activities
such as anticancer, antibacterial and antiviral agents."’ The main
effect of cytochalasans is the inhibition of actin
polymerisation.”’ Cytochalasans are biosynthesised by hybrid
polyketide synthase non-ribosomal peptide synthetases (PKS-
NRPS) that build a specific polyketide, attached as an amide to
the nitrogen of an amino acid. In the case of 1 this is O-methyl
tyrosine 3. The amino acid is, in turn, bound as a thiolester to
the phosphopantetheine (PP) prosthetic group of a thiolation
(T) domain (4, Scheme 1A)."” Immediately downstream of the T-
domain is a putative reductive (R) release domain (Scheme 1).
Biosynthetic gene clusters (BGC) involved in the biosyn-
thesis of cytochalasans are well-known. For example, in the case
of pyrichalasin H 1 the pyi BGC contains a core set of genes
encoding the PKS-NRPS itself (PyiS), a trans-ER (PyiC) required
for correct reduction and programming by the PKS, a Diels-
Alderase (DA, PyiF) and an o,f-hydrolase (PyiE) likely involved in
formation of 5. In addition, the pyi BGC also contains:
tailoring genes pyiBDGH; pyiA that encodes an O-meth-
yltransferase; pyiR that encodes a pathway-specific transcription
factor; and pyiT encoding a transporter (Scheme 1B).*” Bio-
synthetic steps including the synthesis of 3, and tailoring steps

[a]l H. Heinemann, Dr. H. Zhang, Prof. Dr. R. J. Cox
Institute for Organic Chemistry and BMWZ
Leibniz Universitdt Hannover
Schneiderberg 38, 30167 Hannover (Germany)
E-mail: russell.cox@oci.uni-hannover.de

B Supporting information for this article is available on the WWW under
https://doi.org/10.1002/chem.202302590

© © 2023 The Authors. Chemistry - A European Journal published by Wiley-VCH

GmbH. This is an open access article under the terms of the Creative
Commons Attribution Non-Commercial License, which permits use, dis-
tribution and reproduction in any medium, provided the original work is
properly cited and is not used for commercial purposes.

Chem. Eur. J. 2024, 30, €202302590 (1 of 8)

thiolation (T) domains of the PKS-NRPS hybrid PyiS. These
assays demonstrate that the PyiS R-domain mainly catalyses an
NADPH-dependent reductive release of an aldehyde intermedi-
ate that quickly undergoes spontaneous Knoevenagel cyclisa-
tion. The R-domain can only process substrates that are
covalently bound to the phosphopantetheine thiol of the
upstream T-domain, but it shows little selectivity for the
polyketide.
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Scheme 1. Proposed biosynthesis of pyrichalasin H 1. A, the proposed
biosynthetic route towards pyrichalasin H 1. B, Biosynthetic gene cluster
responsible for pyrichalasin H production in P. grisea.

catalysed by PyiBDGH are well-understood in vivo.” However,
the central steps including the proposed release of the enzyme-
bound thiolester 4 from PyiS, the subsequent cyclisation step
towards the pyrrolinone 5, and the Diels-Alder reaction forming
the cytochalasan core 6, are not yet understood at a detailed
molecular level.

Evidence for PyiE being involved in formation of 5, and PyiF
in the Diels-Alder cyclisation was gained in vivo in previous
gene knockout studies.*”’ However, the intermediate(s) be-
tween 4 and 6 have not been directly observed in vivo or
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in vitro. In principle formation of the pyrrolone 5 could be
achieved by three different routes: via Dieckmann cyclisation to
tetramic acid 7, followed by reduction and dehydration; by two-
electron reductive release of the aldehyde intermediate 8,
followed by Knoevenagel cyclization; or via four-electron
reduction to an alcohol intermediate 9 and subsequent
oxidation and cyclisation (Scheme 2A).”

R-domains located at the C-termini of PKS and NRPS
systems are known to be capable of performing these three
different reactions (Scheme 2B).® For example, enzyme cata-
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Scheme 2. A, Alternative proposed routes towards pyrrolinone intermediate
5 via Dieckmann cyclisation or four-electron reduction during the biosyn-
thesis of pyrichalasin H 1; B, Known activities of N-terminal R- and R*-
domains.
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lysed (non-redox) Dieckmann cyclisations are known to form
acyl tetramic acids such as 10. These domains are named R*-
domains or Dieckmann cyclases (DKC)"'” and are exemplified in
the case of the cyclopiazonic acid PKS-NRPS CpaS.'*'"?

Remarkably, R*- and R-domains share high sequence
homology, despite the fact that R*-domains catalyse redox-
neutral reactions. On the other hand, R-domains can catalyse an
NADPH-dependent reductive release of the T-domain bound
thiolester, releasing an aldehyde. Bacterial carboxylic acid
reductases (CAR),"® for example, can convert benzoic acid to
benzaldehyde 11 in a two-step process that involves initial ATP-
dependent adenylation (A-domain), attachment to the phos-
phopantetheine (PP) thiol of the T-domain as a thiolester, and
final two-electron reduction using NADPH.'*'® Four-electron
reduction to an alcohol has also been observed in the case of
the NRPS MxaA that forms myxalamid S 12 (Scheme 2B).l'*"7'®
Heterologous expression of cytochalasan PKS-NRPS systems
such as those involved in ACE1® and cytochalasin E"
construction in Aspergillus oryzae afford the corresponding
primary alcohols analogous to 9, raising the possibility that
cytochalasan R-domains could also function by a double
reduction. However, such alcohols were not detected in
heterologous expression studies of the aspochalasin cluster in
Aspergillus nidulans. Instead, shunts putatively derived from the
pyrrolone intermediate analogous to 5, were detected.””

R and R*-domains belong to the family of short-chain
dehydrogenases (SDR). While some bacterial systems (e.g., CAR)
have been studied in detail at structural and biochemical
levels,"? fungal systems, and specifically reductive release
systems from PKS-NRPS hybrid synthetases have received little
attention. Since there is only ca.20% sequence identity
between the CAR TR-didomain and that of PyiS, questions
remain regarding the substrate selectivity of the fungal TR-
didomains, and whether they function as Dieckmann cyclases,
two-electron, or four-electron reductases. We therefore aimed
to elucidate the release process and identify the resulting
intermediate(s) from the PyiS PKS-NRPS in vitro.

Results

To elucidate the catalytic capacity of the purified PyiS R-domain
in vitro, substrate analogues were synthesised. The ideal
substrate would be the proposed intermediate 4 (Scheme 1).
However, in earlier work with related compounds, the hydro-
phobicity of the full polyketide, and reactivity of the triene of 4,
had blocked development of in vitro assays.” We therefore
truncated the polyketide to: an N-acetoacetyl group (C,) that
bears the key B-ketone (e.g. 16); and a simple N-acetate (C,)
that lacks this moiety (e.g., 15). These compounds were
synthesised, and in chemical or chemoenzymatic processes
attached to backbones mimicking the native PP (Scheme 3).
Thus, by using either acetic anhydride 13, or 2,2,6-trimethyl-4H-
1,3-dioxin-4-one (TMD) 14, O-methyl tyrosine 3 was converted
into amides 15 and 16, respectively (Scheme 3A). The resulting
carboxylic acids were coupled with either N-acetylcysteamine
18, to give the SNAC derivatives 19 and 20, or pantetheine
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Scheme 3. Chemical and chemoenzymatic synthesis of substrate analogues.
Reagents and conditions: A, a, acetic anhydride 13, H,0, NaOH to pH 9-11,
0°C, then HCl to pH 1, 0°C; b, K,CO,, TMD 14, H,0, 100°C, then HCl to pH 1;
B, a, NaOH, 2 h; b, N-acetylcysteamine 18, EDCI, DMAP, CH,Cl,, RT, 4 h; c,
pantetheine dimethyl ketal 21, EDCI, DMAP, CH,Cl,, RT, 4 h; d, CH;CN, H,0,
InCl; 3 h, RT; C, Enzymatic conversion of pantetheine substrates by: PanK to
PP-linked substrates; PPAT to dephospho-CoA-linked substrates; and DPCK
to CoA-linked substrates.

dimethyl ketal 21, resulting in pantetheine derivatives 22 and
23 after deprotection (Scheme 3B). These were, in turn,
converted to their respective CoA derivatives 28 and 29 by
in vitro treatment with pantothenate kinase (PanK),”" phospho-
pantetheine adenylyltransferase (PPAT)?" and dephosphocoen-
zyme A kinase (DPCK,*" Scheme 3C, for details and for ESI-MS
traces see Figures 51-53).%"

Two E. coli protein expression plasmids were constructed,
containing coding sequences for PyiS T- and PyiS R-domains. T-
domain boundaries were set to 3626-3720 and R-domain
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boundaries to 3721-4064, in order to include potential linker
sequences.”? The PyiS R-domain was expressed in E. coli and
purified as a soluble, N-terminal hiss-tagged protein. The PyiS T-
domain was not soluble as a stand-alone protein unless
expressed as a thioredoxin-fusion protein (TrxA-T, Figures S4
and S5).

Correct folding of apo-TrxA-T-domain was demonstrated via
in vitro phosphopantetheinylation of the active site serine by
the promiscuous pantetheinyltransferase Sfp.”®! ESI-MS analysis
of the resulting protein (Scheme 4A) identified a mass shift
from 24777 kDa (calc. 24.775kDa) to 25.116 kDa (calc.
25.115 kDa) consistent with formation of holo-TrxA-T.

Confirmation of correctly folded R-domain was achieved by
isothermal titration calorimetry (ITC). A dissociation constant of
70 uM for NADPH was determined, indicating the expected
interaction between both partners and correct folding of the
PyiS R-domain (ESI, Figure S6). Size exclusion chromatography
(SEC) coupled to multi-angle light-scattering (MALS) showed
the R-protein to be monomeric (Figure S7).

Initial in vitro assays were conducted with the N-acetoace-
tyl-O-methyl tyrosine derived subset of substrates. SNAC-linked
substrate 19, pantetheine 22, phosphopantetheine 24 and CoA
derivative 28 were incubated with the purified PyiS R-domain
and NADPH under different conditions (varied reaction time,
buffer, presence of apo or holo-TrxA-T-domain). However, none
of these free substrates was processed by the PyiS R-domain as
revealed by ESI-MS analysis of assay extracts (Figures S8-512).
In two-hour assays no evidence of Dieckmann cyclisation was
observed by LCMS, but the Dieckmann product 30 was
observed after 24 h (Figure S8) corresponding to slow sponta-
neous cyclisation in reaction and control.

A more sophisticated approach was then devised that
involved covalent linkage of the N-acetoacetyl-O-methyl tyro-
sine moiety to the PP group of the holo-PyiS T-domain itself. To
achieve this, the pantetheinyltransferase Sfp was used to
transfer the S-acyl PP to the apo-TrxA-PyiS T-domain in vitro
using the CoA derivative 28 as substrate.”” Conversion of apo-
TrxA-T-domain (24.772 kDa, calc. 24.775 kDa) to acyl-holo-TrxA-
T-domain (25.372 kDa, calc. 25.376 kDa) was directly monitored
and confirmed by ESI-MS (Scheme 4B, Figure S13). The acyl-
holo-TrxA-T-domain was presented to the PyiS R-domain
(40 kDa) in the presence of NADPH, resulting in release of the
acyl group from the holo-TrxA-T-domain (Scheme 4E). The
release was observed directly by ESI-MS as a mass shift from
acyl-holo-TrxA-T-domain to holo-TrxA-T after 2 h. However, in
the absence of NADPH and/or functional R-domain, only minor
amounts of holo-TrxA-T-domain were detected, presumably
derived via either slow hydrolysis or Dieckmann cyclisation
(Schemes 4C, D).

The small molecule products of the reaction were analysed
by LCMS. In reactions lacking R-domain or NADPH, hydrolysis
product 16 and Dieckmann product 30 were detected as the
only products by comparison to synthetic standards (Schem-
es 5E, F). 1,3-dihydro-2H-pyrrol-2-one 31 was detected (R;
6.8 min, Scheme 5D) in the presence of R-domain and NADPH,
in addition to lower amounts of 16 and 30. The identity of
pyrrolone 31 was confirmed by comparison with a synthetic
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Scheme 4. ESMS analysis of in vitro reductive release studies focussed on protein components. A, Sfp-mediated phosphopantetheinylation of apo-TrxA-T-
domain forming holo-TrxA-T-domain using CoA. Left: Apo-TrxA-T-domain, right: Holo-TrxA-T-domain; B, Sfp-mediated formation of acyl-holo-TrxA-T-domain
using a synthetic CoA derivative 28. Left: Apo-TrxA-T-domain. Right: Acyl-holo-TrxA-T-domain; C, detection of acyl-holo-TrxA-T-domain after incubation with
PyiS R-domain without NADPH; Acyl-holo-TrxA-T-domain; D, detection of acyl-holo-TrxA-T-domain after incubation with NADPH and boiled PyiS R-domain;
Acyl-holo-TrxA-T-domain, E, detection of holo-TrxA-T-domain after incubation of acyl-holo-TrxA-T-domain with NADPH and PyiS R-domain; F, Sfp-mediated
formation of acyl-holo-TrxA-T-domain using synthetic CoA derivative 29: Acyl-holo-TrxA-T-domain. Other proteins detected: His,-Sfp (calculated mass:
28.133 kDa) with 28.1 kDa and 28.3 kDa (gluconoylated His¢-Sfp); Hiss-PyiS R domain (calculated mass: 40.415 kDa) with 40.4 kDa.

standard (Schemes 5B and H, Figure S14-517). The correspond-
ing alcohol 33 from four-electron reduction was detected under
reducing conditions, but at <4% the level of 31 (ion
integration, Figure S18). Aldehyde 32 is already known to
cyclise quickly under assay conditions to give the 1,5-dihydro-
2H-pyrrol-2-one 34 that rapidly tautomerises to 1,3-dihydro-2H-
pyrrol-2-one 31 (Scheme 5A)."”

Since the invitro assay using an N-acetoacetyl-O-methyl-
tyrosine loaded PyiS holo-TrxA-T-domain led to detection of the
cyclised reductive release product 31, instead of the aldehyde
32 itself, we sought to directly detect the aldehyde using the N-
acetyl-O-methyl-tyrosine derivative that cannot cyclise. To this
end, the CoA derivative of N-acetyl-O-methyl-tyrosine 29 was
loaded onto the PyiS TrxA-T-domain by Sfp. Again, the
formation of the correct acyl-holo-TrxA-T-domain was confirmed
by ESI-MS (Scheme 4F, Figure S19). However, after incubation
with NADPH and active PyiS R-domain for 2 h, little holo-TrxA-T-
domain was observed by ESI-MS (Figure S19). After 4 h around
20% of the acyl-holo-TrxA-T-domain was converted into holo-
TrxA-T-domain. After 4 h around 20% of the acyl-holo-TrxA-T-
domain was converted into holo- TrxA-T-domain, showing that
reductive release of the N-acetyl substrate is less efficient than

Chem. Eur. J. 2024, 30, €202302590 (4 of 8)

the N-acetoacetyl substrate. In the control reactions lacking
functional R-domain or NADPH, only minor amounts of the
holo-TrxA-T-domain were observed (Figure S19).

The released aldehyde 36 was identified by comparison to a
synthetic standard. The synthesis of 36 (Scheme 6) involved N-
protection of L-tyrosine 2, to afford 38. Double methylation was
achieved with Mel under basic conditions. Reduction of methyl
ester 39 with LiAlH, afforded alcohol 40 and basic deprotection
gave 41.%Y Peracetylation with excess acetyl chloride then gave
42. Selective ester hydrolysis gave 43 and then a modified
Moffat oxidation gave aldehyde 36.

The aldehyde 34 rapidly equilibrated with hydrate 44 in
water (Figure $20). LCMS analysis of the reaction mixture of the
acyl-holo-TrxA-T-domain incubated with the PyiS R-domain and
NADPH led to the detection of hydrate 42 (Figure S20-21). In
control reactions lacking active R-domain or NADPH, neither
the aldehyde 36 nor hydrate 44 were detected. However, N-
acetyl-O-methyl tyrosine 15, from spontaneous hydrolysis, was
present in all reactions (Figure S21). Once again, under reducing
conditions the double reduction product 43 was observed, but
less than 5% the level of 36 based on ion integral (Figures $22-
$23).
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control reaction after incubation of acyl-holo-TrxA-T-domain with R-domain mechanism (Scheme 2). Our in vitro work shows conclusively
without NADPH; G-J, ES™, ES™ and DAD spectra of: G, reductive release that two-electron NADPH-mediated reduction is the major
product 31; H, synthetic standard of 1,3- dihydro-2H-pyrrol-2-one 31; |, - - -
spontaneous by-product tetramic acid 30; J, spontaneous by-product N- pathway, releasllng an aldehyde (e.g., 3?) that rapidly cyclises to
acetoacetyl-O-methyl tyrosine 16. the corresponding pyrrolone (e.g., 31) in the case of the B-keto

substrate analogues derived from 16 (Scheme 4). While slow
non-redox Dieckmann cyclisation occurs (e.g., to 30), and very
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Figure 1. PyiS TR-didomain model. A, Overall structure of the TR-didomain showing the T-domain and linkers in green and grey, respectively, the cofactor-
binding domain in light blue, the substrate-binding domain in dark blue and the HTH motif in orange. The so-called gating loop is indicated in yellow and the
cofactor-binding sequence in magenta. The same colours are used in the multiple sequence alignment (Figure S27). B, Detailed view of the cofactor (cyan)

bound in the tunnel and catalytic tetrad residues (grey).

slow hydrolysis to 16 is also observed, these reactions are
unrelated to the presence or absence of cofactor or protein.

Although the PyiS TR-didomain shows low sequence
similarity to the known bacterial TR-systems (ca 20 % identity to
CAR), the developed structural model shows that the PyiS
system takes up the same overall structure and aligns to 3.5 A
RMSD with the bacterial CAR system that is a two-electron
reductase and 3.0 A RMSD with the MxaA four-electron TR (20%
identity).

The active site tetrad residues of N-S/T-Y—K are conserved
in the PyiS R-domain and appear poised to play their known
roles (e.g., Figure 525-527, ESI).2? It might be expected that
loss of these residues could convert a reductase (R) to a cyclase
(R*). TR* enzymes are interesting because they have the same
overall fold as TR-didomains, but they catalyse a redox-neutral
Dieckmann cyclisation. Loss of an active site residue as a reason
for loss of reductase activity could be true in the case of the
CpaS R*-domain where the key Y is replaced by L™ but not in
the case of the FsdS R*-domain where N—S—Y—K is present."" In
the case of the FsdS R*-domain the enzyme does not require
cofactor and it might therefore be assumed that R* release is a
default reaction in the absence of faster reduction. Liu and
Walsh have suggested that R* release could be a default
offloading mechanism when reduction does not occur."? In the
PyiS system, where again the full compliment of active site
residues appears to be present, we did observe slow sponta-
neous release but this was not catalysed by the protein and did
not require cofactor. Also, in the case of PyiS, we observed that
the R-domain did not accelerate this possible default mode of
release over background levels.

This contrasts with previous in vitro assays with R*-domains
from the CpaS and fusaridione (FsdS) systems where rapid
Dieckmann cyclisation is catalysed.""'%*

One conceivable way in which reduction could be sup-
pressed in favour of R* release would be by blocking the
cofactor-binding site. Indeed, in the case of a TR-didomain from
a mycobacterial NRPS®? it was proposed that a loop in the
cofactor-binding subdomain, the so called “gating loop”, could
block the cofactor-binding site in the absence of a fully mature
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PP-bound substrate.***¥ In the case of PyiS this does not appear
to be the case because we showed that NADPH binds to the
isolated R-domain in the absence of the T-domain and PP. This
is consistent with observations that in R-domains performing
two-electron reductions, NADPH and substrate binding follows
a random bi-bi kinetic mechanism.?”

Moreover, in the case of CpaS, aspartate D3803 was
correlated with the Dieckmann cyclisation activity.'”? Our
sequence alignment and model show that this residue is
conserved in PyiS (D3966) that does not catalyse Dieckmann
cyclisation. Thus, the presence or absence of this residue does
not appear to control the selectivity of R vs R* release alone,
and a more complex mechanism to differentiate R and R*
reactions must be in play. Further work will be required to
probe this in detail.

The invitro assays reveal that the PyiS R-domain only
reduces T-domain-bound thiolesters. All other possible free
substrates were inactive (ESI Figure S8-12). Likewise, assays in
which free substrates were incubated with the R-domain and
NADPH in the presence of holo- or apo-T-domain were also
catalytically-inactive. Lack of reaction of the free substrates
suggests two possible selectivity mechanisms. First, it may be
that the active site of the R-domain possesses low affinity for
substrates, so that only tethered substrates react fast enough.
Alternatively, it may be that binding of the T-domain and its PP
is required to set up a conformational change in the R-domain
to allow it to bind cofactor and substrate. However, the second
possibility seems unlikely given that we observed NADPH
binding to the R-domain in the absence of T, and that even in
the presence of apo- or holo-T-domain, non-tethered substrates
were not processed.

The diketide p-ketoamide substrate 16 and N-acetate 15 are
significantly shorter than the true PyiS octaketide substrate 4,
but both are successfully reduced in vitro when attached as
thiolesters to the PP of the T-domain, showing that the R-
domain possesses little selectivity for the polyketide, consistent
with the previous conclusion of low affinity between the
substrate and the R-domain active site.
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Our previous observations that diverse aminoacyl substrates
created by mutasynthesis can be released by the PyiS R-domain
also suggest low selectivity for the amino acid component.®® In
other related work, in which the tenellin PKS-NRPS was
engineered to vary the chain-length between tetraketides and
heptaketides with different methylation patterns, all products
were successfully off-loaded by the TENS R*-domain.®” This
observation is also consistent with that in the bacterial CAR
system where PP-tethered substrate did not strongly interact
with the R-domain active site.!"”

The low substrate-selectivity of the PyiS R-domain is
consistent with most observations to-date that indicate that the
PKS component in hybrid PKS-NRPS systems controls the
polyketide chain-length by failing to extend particular B-keto
intermediates.*® Such stalled p-keto intermediates appear to be
passed to the NRPS to be attached to the appropriate amino
acid (i.e., A-domain selectivity) prior to reductive release in the
case of cytochalasans or Dieckmann release in the case of acyl-
tetramic acids.®” It thus makes sense that the downstream
domains such as R do not have high intrinsic selectivity - they
reduce the substrates they receive. This also enables evolution
of the PKS to produce new structures, without the requirement
for co-evolution of the release domain.

The PyiS TR-release domain predominantly reduces once to
release aldehydes. Evidence of double reduction was detected,
but at only up to 5% of the amount of aldehyde products. This
indicates that the aldehydes 32 and 36 can either remain in, or
re-enter, the active site while the cofactor is replaced at a low
level. Since non-tethered groups are not reduced by the R-
domain, it seems likely that the reduced aldehyde lingers in the
active site while the cofactor is replaced. In systems that do
catalyse double reduction such as the MxaA R-domain, this
kinetic mechanism also seems likely, as the MxaA R-domain is
also unable to process non-tethered substrates.

Primary alcohols corresponding to 9 have been observed
in vivo when some cytochalasin PKS-NRPS are expressed in
fungal hosts.”'” These alcohols must arise from rapid reduction
of the released aldehydes by adventitious enzymes in the host
organism, since the TR-didomain does not catalyse double
reduction to an appreciable degree.

Collectively, the results of our in vitro studies show that the
T-domain bound thiolester intermediate is released in a single
two-electron reduction as an aldehyde and fast spontaneous
Knoevenagel cyclisation forms the observed pyrrolone inter-
mediate. This is the first detailed evidence for the biosynthetic
role of the PKS-NRPS R-domain during the biosynthesis of
cytochalasans. Our results highlight the lack of strong hypoth-
eses and experimental evidence regarding the mechanism that
controls the selectivity of these systems for Dieckmann, single-
reductive or double-reductive release and further detailed
structural work will be required to untangle these effects.
However, the PyiS R-domain appears to show very low
selectivity for its PP-tethered substrate, and its ability to act as
an unselective release mechanism will be advantageous for
future cytochalasan engineering work. The results of this study
also build a platform for further in vitro studies of the chemical

Chem. Eur. J. 2024, 30, €202302590 (7 of 8)

steps catalysed by the a,p-hydrolase PyiE®™ and Diels-Alderase
PyiF," that follow the reductive release.
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