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Abstract—Compounds that control rice blast, but not other crop diseases, were selected for testing as inhibitors of trihydroxy-
naphthalene reductase of the fungal melanin biosynthetic pathway. A potent inhibitor of the enzyme (2) (K;=25 nM) was identified.
An X-ray structure of the enzyme-NADPH-2 complex was determined at 2.1 A resolution. © 2000 DuPont Pharmaceuticals

Company. Published by Elsevier Science Ltd. All rights reserved.

Enzymes of fungal melanin biosynthesis are fertile
ground for the discovery of inhibitors useful for the
control of blast disease in rice. Trihydroxynaphthalene
reductase (3HNR) is the biochemical target of tricycla-
zole! (K;=24 nM),?> pyroquilon® (K;=14 nM),* and
phthalide® (K;=2.0 nM),* effective agents available for
preventing the crop disease (Fig. 1). Carpropamid,®” a
potent inhibitor (K;=30 pM)? of scytalone dehydratase
(SD), has been recently commercialized and two addi-
tional inhibitors of SD are currently under develop-
ment.”'% There is one X-ray structure of 3HNR in
complex with tricyclazole and NADPH'! and several of
the SD-inhibitor complexes.®!?17 Examples of struc-
ture-based design of potent SD inhibitors with blasticide
activity have been reported.'>”'® 3HNR and SD are
particularly attractive targets for fungicide design
because the fungal melanin biosynthetic pathway does
not exist in off-target organisms; the commercial blas-
ticides shown in Figure 1 are notable for their safety to
off-target organisms.%!8

Fungal melanin biosynthesis includes a pentaketide
pathway that links acetate units to produce 1,3,6,8-
tetrahydroxynaphthalene.'® Through a series of two
reductions and two dehydrations, tetrahydroxy-
naphthalene is transformed to 1,8-dihydroxynaph-
thalene, presumably the ultimate precursor of the
polymeric fungal melanin. Fungal melanin is employed in
the initiation of disease whereby the pathogen develops
and focuses enough turgor pressure to punch itself
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through the leaf cells of the host plant.2>?! Among
plant diseases, rice blast stands out as the economically
most important one requiring melanin biosynthesis for
infection. From over two decades of whole-plant
screening for fungicides at DuPont, rice blast is the only
melanin-dependent disease that has been incorporated
into routine assays. In view of this singularity, we
sought to find melanin biosynthesis inhibitors by
searching our database for compounds that control rice
blast but lack significant activity against other plant
diseases, the purpose of this selection strategy being to
identify potential inhibitors of 3HNR and SD.

Results and Discussion

Selection and screening

Biological data for nearly 400,000 compounds in the
DuPont data warehouse were searched for those having
>90% control of rice blast and <80% control of the
other fungal diseases reported (wheat powdery mildew,
grape downy mildew, grape powdery mildew, tomato
late blight, wheat leaf rust, wheat glume blotch, wheat
foot rot, apple scab, potato late blight, and rice sheath
blight). The search generated a list of 1000 compounds
putatively enriched in those that inhibit fungal melanin
biosynthesis. Over 150 compounds were eliminated
from the list because they, indeed, had been prepared as
inhibitors of SD and 3HNR in directed fungicide design
programs. The remaining list was further culled to
eliminate samples with unknown structures (e.g. natural
product extracts). Though a large number of the
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remaining candidates were depleted, 390 were still in
storage; these were obtained and screened against the
catalytic activities of 3HNR? and SD'3-?? using pub-
lished procedures.?? The results of the survey indicate
that two potent inhibitors were among the collection of
compounds: 1, which has a K; of 6.4 nM against SD,
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Figure 1. Commercial blasticides that target melanin biosynthesis.
Capropamid inhibits SD, and the others inhibit 3HNR.

Figure 2. Inhibitors of SD (1) or 3HNR (2) selected through the
screening strategy.
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and 2, which has a K; of 25 nM against 3HNR (Fig. 2).
A number of other inhibitors considerably less potent
than 1 and 2 were identified, and these were not
further pursued. The inhibition constant for 2 is in
the range of the most potent inhibitors known for
3HNR, and it is therefore of greater interest than com-
pound 1, whose K; value is 1000-fold less potent than
the best SD inhibitors. Nanomolar K; values for inhibi-
tors are known to translate into in vivo activity (control
of rice blast) for the reductase, while picomolar K;
values are required to do so for the dehydratase. It is
possible that there are inhibitors of fungal melanin bio-
synthetic enzymes other than the enzymes screened
(3HNR and SD) among the rice blast selective com-
pounds surveyed; e.g. there may exist, within the
surveyed compounds, inhibitors of the enzyme(s)
responsible for condensing acetate units to yield 1,3,6,8-
tetrahydroxynaphthalene.'®

The original crystal structure of 3HNR in complex with
tricyclazole and NADPH (PDB accession code 1YBV)
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Figure 4. Interactions of 2 within the active site of 3HNR. Distances
are in A.
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Figure 3. Binding of 2 within the active site of 3HNR. Hydrogen Bonds are indicated.
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Figure 5. Overlays of 2 and tricyclazole from their orientations within the active site of 3HNR.

clearly indicates two hydrogen bonds from the hydroxyl
groups of Ser164 and Tyr178 to the two adjacent imi-
dazole nitrogen atoms of the inhibitor.!! It was unclear
whether the nitro group or the carbonyl oxygen of 2
would be oriented for sharing hydrogen bonds with the
hydroxyl groups of Ser164 and Tyr178. For that matter,
it was considered that 2 may occupy an altogether
different binding site than tricyclazole. Because of the
uncertainties regarding the orientation of 2 within
3HNR, a study to solve the three-dimensional structure
was initiated.

The X-ray structure of 3HNR-NADPH-2

Co-crystallization of 3HNR with 2 and NADPH, data
collection, and refinement were conducted by the meth-
ods of Andersson et al.!'! with some modifications.?*
The structure (PDB accession code 1DOH), solved at
2.1 A resolution, provides an excellent model (Fig. 3)
according to the refinement statistics and by visual
inspection of the electron density surrounding the inhi-
bitor, NADPH and the protein. The resolution
improves upon that of the original 3HNR structure
reported at 2.8 A. The crystal structure shows that 2 is
sandwiched between the nicotinamide ring of NADPH
and the phenol ring of Tyr223. Its carbonyl oxygen is
oriented towards the hydroxyl groups of Ser164 and
Tyr178 for accepting hydrogen atoms. The nitro group
is pointed towards a lipophylic region of the active site
occupied by Tyr216 and Cys220. Distances of key
interactions are listed in Figure 4. When the new struc-
ture is superimposed on that of 3HNR complexed with
tricyclazole and NADPH,!! the two inhibitors occupy
nearly the same space (Fig. 5). Most notably the two
inhibitors, which are flat molecules, lie nearly co-planar
to one another in three-dimensional space; the carbonyl
oxygen of 2 bisects the bond connecting the adjacent
nitrogen atoms of tricyclazole. There is little movement
of amino acid side residues involved in inhibitor inter-
actions between the two crystal structures.

Conclusions

A strategy for enriching a collection of compounds with
inhibitors of melanin biosynthetic enzymes was devised
and executed. The selection procedure was proven

effective in that it retrieved inhibitors of 3HNR and SD
that had been synthesized in design programs. In gen-
eral, the strategy may be considered as a short cut for
finding biologically active molecules for specific bio-
chemical targets. The fact that only two novel and
potent inhibitors of the two enzymes were found indi-
cates that the collection of compounds screened is not a
rich source of such molecules. Nonetheless, inhibitor 2
is of high interest for follow-up synthesis because its K;
compares favorably with those of commercial blas-
ticides. The 3HNR-NADPH-2 complex is the second
inhibitor structure reported for the enzyme. The new
structure adds a measure of confidence for making pre-
dictions for the binding of other inhibitors to 3HNR,
including those derived from the design of future gen-
erations of inhibitors.
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