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To discover more potential antifungal agents, 17 novel trichodermin derivatives were designed and
synthesized by modification of 3 and 4a. The structures of all the synthesized compounds were confirmed
by 'H NMR, ESI-MS and HRMS. Their antifungal activities against Ustilaginoidea oryzae and Pyricularia
oryzae were evaluated. Most of the target compounds showed potent inhibitory activity, in which 4g

showed superior inhibitory effects than 4a and commercial fungicide prochloraz. Furthermore, 4h
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demonstrated comparable inhibitory activity to 4a. Moreover, 4i and 41 exhibited excellent inhibitory
activity for Pyricularia oryzae. Additionally, compound 9 was found to be more active against all tested
fungal strains than 3, with ECsq values of 0.47 and 3.71 mg L™}, respectively.

© 2014 Elsevier Ltd. All rights reserved.

Fungal diseases have long been one of the major causes of crop
losses, and to control the epidemic of these diseases has a vital
importance.! To date, the commonly treatment method for the
epidemic spread of fungal diseases is the application of chemical
fungicide. The excessive use of these synthetic chemicals over
the years, however, has led to the rapid development of fungicide
resistance, which in turn makes the management of fungal dis-
eases more precarious.”™ Therefore, there is an urgent need for
the development of novel, effective and environmentally-friendly
agents to replace the conventional chemical fungicides.

Natural products have received a considerable attention as
shown by the numerous studies published on their broad-spec-
trum biological activities, such as insecticidal, anti-inflammatory,
antifungal, antitumor and antibacterial activities.”"'' Trichodermin
(1, Fig. 1), a naturally occurring sesquiterpene antibiotic, was iso-
lated from metabolites of fungi, which had been found to possess
excellent antifungal activity.'>'> Trichodermin was considered as
one of the ideal lead compounds for new fungicides because of
its unique mechanism of action that could inhibit protein synthesis
in eukaryotes.'4"1°

As far as structure-activity relationship is concerned, in our
previous studies, series of structure modifications on trichodermin
mother nucleus have been carried out, indicating that appropriate
substituents introduced to the C-4 and C-8 position could help
improve the antifungal activities of the compounds, and the conju-
gated structure in molecular could contribute to enhancing their
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bioactivity.'”"'® Among these compounds, 3 and 4a, which all
contained conjugated structure, exhibited relatively stronger
antifungal activities against Ustilaginoidea oryzae (U. ory.) and
Pyricularia oryzae (P. ory.) than trichodermin (Fig. 1). Therefore,
inspired by the above results, we designed and synthesized a series
of novel trichodermin derivatives based on the general structures of
3 and 4a to better understand the structure-activity relationship.

The synthesis of the key intermediates 2 and 3 were readily
obtained in one step from starting material trichodermin. The
synthetic pathway was depicted in Scheme 1. In our previous
manuscript, we disclosed a method to obtain 2 and 3 by reacting
1 with stannic oxide in 1,4-dioxane.'® Through this method, 2
could be obtained as expected. However, intermediate 3 as by-
product resulted in a relatively low yield. To optimize this reaction,
several different solvent systems were investigated (Table 1).
According to the screening of solvent systems, acetonitrile/H,O
(10:1, v/v) (Table 1, entry 3) presented a relatively higher yield
of both 2 and 3, which was then introduced to produce these
two key intermediates.

In an attempt to explore the electronic effect of the substituent
in the benzene ring on the investigated biological activity, the
desired compounds 4a-4m were prepared through treating 2 with
substituted cinnamoyl chloride in the presence of triethylamine as
acid acceptor and N,N-dimethylaminopyridine as catalyst, as
shown in Scheme 2. In addition, considering that the chirality of
drug isomer sometimes has significant effects on their biological
activity,'?° we designed 4n (cis-conformer of 4a) via the route
outlined in Scheme 2. On the other hand, we also did some proper
structure modification on 3 with instability of aldehyde group
taken into account. As outlined in Scheme 3, thiazole amine, which
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Figure 1. Chemical structures of trichodermin (1), compounds 3 and 4a.
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Scheme 1. Synthetic route to compounds 2 and 3.

Table 1

The optimization of compounds 2 and 3
Entry Solvent Yield (%)

2 3

1 1,4-Dioxane/H,0 (10:1, v/v) 50 25
2 1,4-Dioxane [TBHP® (10:1, v/v) 32 15
3 Acetonitrile/H,0 (10:1, v/v) 50 35
4 Acetonitrile/TBHP (10:1, v/v) 45 20
5 Dicloromethane/TBHP (10:1, v/v) 36 22
6 Ethanol (95%) 26 12
7 THF 70 5
8 Xylene 56 2
9 Acetone 30 1

2 TBHP: tert-butyl hydroperoxide.
> THF: tetrahydrofuran.

is usually used as antifungal pharmacophore, was reacted with 3 in
dry methanol to give compounds 7a and 7b. Compound 8 was pre-
pared by treatment of 3 with potassium carbonate, which reacted
further with acetyl chloride to yield 9 (to improve its lipophilicity).
The structures of all the synthesized compounds were confirmed
by 'H NMR, ESI-MS and HRMS analyses.

In our previous study, the 3D structural information of
compound 4a was confirmed by single-crystal X-ray diffraction
analysis.'® In this Letter, in order to identify the stereostructure
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of 3, we were successful in preparing X-ray quality single crystal
of intermediate 3 obtained by slow evaporation of its 95% ethanol
solution (CCDC 934209). As shown in Figure 2, the crystal
was monoclinic with space group P212121, and the cell parameters
were a=7.1994(3)A, b=12.9564(5)A, c=16.9369(7)A, V=
1579.85(11) A3, Z=4. The final R=0.0398, wR = 0.0987, S = 1.000,
the difference density were <0.001 e/A> (max) and —0.145 e/A3
(min).

The in vitro antifungal activities of all the target compounds
have been evaluated against two representative pathogenic fungi
including U. ory. (ACCC 36443) and P. ory. (ACCC 37631) by the
mycelium growth rate method.?'?? Commercial fungicide prochlo-
raz was used as a comparative control. Each treatment was
performed three times, and the effective concentration 50 (ECsg)
defined as the concentration required to inhibit 50% of the fungal
growth, was used to describe the inhibitory activity of the
compounds. The antifungal activities of the target compounds
along with the standard drug for comparison are summarized in
Tables 2 and 3.

Initially, we aimed to investigate the influence of substituent in
the benzene ring on the antifungal activity. From the data
presented in Table 2, we can see that when 4a was modified by
varying the substituents on the benzene ring, the antifungal activ-
ities of these target compounds were changed obviously. When
para-position of the benzene ring of 4a was substituted with a
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4b: 4-CH; 4i: 2-Cl

4c: 2-OCH; 4j: 2-Br

4d: 4-OCH; 4k: 3-Br

4e: 3,4, 5-(OCHs); 4l: 4-Br

4f: 3-CF; 4m: 2-Cl4-F
4g: 2-F
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Scheme 2. Reagents and conditions: (a) Substituted cinnamoyl! chloride, Et;N, DMAP, CH,Cl,, rt, 75-85%; (b) CrOs, pyridine, 80 °C, 3 h, 68%; (c) KBH4, NH4Cl, H,0, CH50H,

24 h, rt, 45%; (c) Cinnamoyl chloride, EtsN, DMAP, CH,Cl,, rt, 12 h, 84%.
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Scheme 3. Reagents and conditions: (a) H,NR?, CH30H, 45 °C, 12 h, 70-76%; (b) NH,0H-HCl, K,CO3, CH30H, reflux, 5 h, 75%; (c) CH3COCI, DMAP, CH,Cl,, rt, 1 h, 71%.
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Figure 2. The single-crystal X-ray crystallography of 3.

Table 2
Antifungal activity of 4a-4n against U. ory. and P. ory.

Compd R (R)or (S)  Antifungal activity (ECso, mg L")
U. ory. P. ory.
4a H (R) 1.48 0.74
ab 4-CH, (R) 6.21 5.99
ac 2-OCH, (R) 423 6.18
ad 4-0CH, (R) 6.86 6.68
de 34,5-(0CHs);  (R) 11.04 11.70
af 3-CFs (R) 10.31 12.47
ag 2-F (R) 056 053
4h 4F (R) 1.47 1.09
4 2-cl (R) 3.12 1.31
4j 2-Br (R) 3.17 2.70
aK 3-Br (R) 6.20 3.82
al 4-Br (R) 11.28 12.62
4m 2-Cl-4-F (R) 245 1.47
4n H (S) 20 >20
Prochloraz — - 0.82 0.96

methyl (compound 4b) or methoxy (compound 4d) group, their
fungicidal activity generally decreased. However, introducing hal-
ogen atoms into the benzene ring of 4a led to more than one half
compounds showed remarkable antifungal activity. To our delight,
both of the compounds 4g and 4h containing a fluorine atom
showed competitive inhibitory activities to 4a. Especially com-
pound 4g (2-fluorine) exhibited the better inhibitory activity
against all two tested fungi than prochloraz (ECse values: 0.56 vs
0.82 mgL™'; 0.53 vs 0.96 mg L™'). Altering the substitution groups
at the ortho-position of the benzene ring with F, Cl, Br systemati-
cally (4g, 4i, 4j), we found the antifungal activity against U. ory.
decreased in that order, and the same trend was observed in the
activity against P. ory. Using 3,4,5-triethoxy group (4e) instead of
a methoxy to determine its importance, the results showed that
there was remarkable activity decrease against all two tested fungi.

Table 3
Antifungal activity of 7a, 7b, 8, 9, and 3 against U. ory. and P. ory.

Compd Antifungal activity (ECso, mg L)
U. ory. P. ory.

7a 2.54 13.27

7b 1.52 12.48

8 3.67 8.91

9 047 3.71

3 0.80 11.82

Prochloraz 0.82 0.96

These results demonstrated that the volume of the substituent was
very important for the inhibitory activity of U. ory. and P. ory. Nota-
bly, the in vitro antifungal profile of 4b-4m is shown to be
increased when groups such as -OCH3, —-F and -Br are present at
ortho position as is also inferred by Table 2. For example, with
the comparisons of compounds 4j (0-Br), 4k (m-Br) and 41 (p-Br),
it can be seen that their inhibitory capacities in decreasing order
were: 41, 4k and 4j. Changing the configuration of the 4a also led
to a remarkable destruction of inhibitory activity in both U. ory.
and P. ory. The result indicated that the trans-isomer at the C-8
position was crucial for the antifungal activity.

On the other side, some preliminary structure-activity relation-
ships on the 3 derivatives were also investigated. As shown in
Table 3, compound 9 showed better inhibitory activity against all
two tested fungi than 3. Notably, compound 9 also exhibited more
promising antifungal activity than prochloraz (an ECsg value: 0.47
vs 0.82 mg L~1). However, the loss of the antifungal activities were
observed for compounds 7a and 7b containing a thiazole amine
group, revealing that thiazole amine group was not favorable for
the antifungal activity. In addition, compound 8 by replacement
aldehyde group with oxime group obviously decreased the anti-
fungal activity against U. ory. (an ECsq value: 3.67 vs 0.80 mg L™1).
These above results suggested that improving the lipophilicity of
trichodermin derivatives was more beneficial for the bioactivity.

In summary, we have developed a series of trichodermin deriv-
atives based on the general structures of 3 and 4a. Antifungal activ-
ities of these compounds were evaluated. The SARs revealed that
the nature of the substituent, the lipophilicity and the chirality of
the compounds were very important for the antifungal activity.
The biological test results showed that these compounds displayed
moderate to high antifungal activity against U. ory. and P. ory.
Among them, 4g showed better antifungal activity than the lead
compound 4a and prochloraz. Furthermore, 4h exhibited excellent
inhibitory activity compared with 4a and prochloraz. Moreover, 4i
and 41 demonstrated competitive inhibitory activity against P. ory.
to 4a. Additionally, compound 9 displayed superior activity against
all two tested fungi compared with 3, with ECso values of 0.47 and
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3.71 mg L~ !, respectively. Although some of them were still less
active than 4a and 3, they can be used as a good starting point
for further optimization.
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