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A nine-step (longest linear) batch total synthesis of the cyclic hexadepsipeptide (�)-enniatin B is
described. The synthesis minimizes precipitation during reaction conditions for adaptability to flow syn-
thesis. The route was used to prepare >100 mg of the natural product.
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(�)-Enniatin B (1, Fig. 1) is a cyclohexadepsipeptide fungal
product known to possess various antibiotic,1 cytotoxic,2 and ion-
transport3 activities. It has also been investigated for its potential
as an anti-HIV4 and anti-cancer agent,5 the latter due to its recently
discovered new mechanisms of pro-apoptotic activity.6 Addition-
ally, as a chemically stable mycotoxin, enniatin B serves as an indi-
cator of fungal contamination of food grains,7 and is thus required
as an analytical standard worldwide.8 Small quantities of enniatin
B for such diverse research purposes are commercially available
through fermentation, albeit though at high cost (�$200 USD per
milligram). A simple chemical synthesis of enniatin B to provide
both material and potential analogs is therefore desirable.

In our laboratories, we have been investigating methods for the
flow chemical synthesis of natural products.9–11 Despite their sim-
ple appearance, the syntheses of cyclodepsipeptides such as enni-
atin B are known to be difficult to automate with solid-phase
chemistry:12 depsipeptide bonds require several equivalents of
the expensive hydroxyester component to drive on-resin chain
extension to completion,13 N-methyl amines are known to be very
poor nucleophilic coupling partners,14 and N-methyl amides are
known to cause difficulties such as epimerization during chain
extension due to the rapid formation of oxazolones.14 We therefore
wished to apply newly developed flow technologies to automate
the synthesis of enniatin-type cyclodepsipeptides in the solution
phase. To study the application of our flow technologies, we first
needed to define a batch synthesis that would minimize the risk
of in-line precipitation events throughout the sequence.15–17
012 Published by Elsevier Ltd. All r

: +44 1223 336442.
Previous syntheses of enniatin B were completed simulta-
neously in 1963 by Shemyakin18,19 and Plattner20 using PCl5 and
HBr-mediated couplings. Another synthesis of enniatin B was
reported in 2006 employing Mitsunobu reactions to form the
required ester bonds and a silver-mediated amide trimethylation
process for the final step.21 Neither route is ideally suited for flow
chemistry, due to precipitation and difficult intermediate purifica-
tion steps. We have therefore developed an improved batch
synthesis, disclosed herein.

In initial studies, several attempts to couple fragments 2 and 3
failed to provide desired tetramer 4, evidently due to rapid forma-
tion of oxazolonium cation 5 (Scheme 1).

We thus opted to reverse the order of bond formation to pre-
vent amide-induced deactivation of the necessary acid coupling
components. EDCI coupling of acid 822 and alcohol 7 cleanly
provided depsipeptide 9 (Scheme 2). In the coupling step, it was
important to use stoichiometric DMAP to minimize the formation
Figure 1. (�)-Enniatin B (1), a fungal cyclohexadepsipeptide.
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Scheme 1. Initial coupling partners 2 and 3 failed to provide product 4 due to rapid
formation of oxazalonium cation 5; anhydride 6 resulted from a similar interaction
with the Boc-protecting group in acid 8.

Scheme 2. Total synthesis of (�)-enniatin B. Reagents and conditions: (a) EDCI,
DMAP (1.3 equiv), CH2Cl2 (82%); (b) H2, Pd/C, EtOAc (100%) (c) 4 M HCl/1,4-dioxane
(100%), then vacuum; (d) 10, Ghosez’s reagent, DIPEA, CH2Cl2 (91%); (e) H2, Pd/C,
EtOAc (100%); (f) 11, Ghosez’s reagent, DIPEA, CH2Cl2 (69%, 86% based on recovered
starting material); (g) H2, Pd/C, EtOAc (88%); (h) 4 M HCl/1,4-dioxane, then vacuum
(100%); (i) Ghosez’s reagent, then DIPEA, 0.005 M CH2Cl2 (56%). Ghosez’s
reagent = 1-chloro-N,N,2-trimethyl-1-propenylamine, DMAP = 4-dimethylamino-
pyridine, DIPEA = diisopropylethylamine.
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of anhydride 6 (Scheme 1). Hydrogenolysis and acid-catalyzed
deprotection of 9 provided acid 10 and amine salt 11 respectively,
which were then coupled using Ghosez’s chloroenamine re-
agent23,24 to provide tetradepsipeptide 12. Tetradepsipeptide 12
was subjected to hydrogenolysis and coupled to a second equiva-
lent of amine salt 11 to provide hexadepsipeptide 13. Global
deprotection of 13 by hydrogenolysis and acidification provided a
linear amino acid HCl salt25 which was cyclized with Ghosez’s
reagent with the assistance of a tertiary amine base to provide
synthetic (�)-1, which was identical in all respects to a sample of
enniatin B.26

In summary, a convenient batch total synthesis of (�)-enniatin
B from (2R)-2-hydroxy-3-methylbutanoic acid has been described
(nine steps, longest linear, 15% yield overall). Notably, only two
chromatography steps were necessary in the entire sequence
beginning from L-valine and no precipitation from reaction solu-
tion was observed during the reaction sequence. Our efforts to
harness this sequence using flow technology and biological inves-
tigations on the natural product will be disclosed in due course.
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