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Four 5-carbon-linked trioxane dimer orthoesters (6a—-6d) have been prepared in 4 or 5 chemical steps
from the natural trioxane artemisinin (1). When administered orally to malaria-infected mice using a sin-
gle dose of only 6 mg/kg body weight along with 18 mg/kg of mefloquine hydrochloride, trioxane dimer
orthoester sulfone 6d completely and safely cured the mice; after 30 days, the cured mice showed no
detectable parasitemia, gained at least as much weight as the control mice (no infection), and behaved

© 2010 Elsevier Ltd. All rights reserved.

Many standard antimalarial drugs like chloroquine are no long-
er effective due to widespread resistance.! A new non-alkaloid
class of antimalarial artemisinin trioxanes,>™® based on ancient
Chinese folk medicine, is now recommended by the World Health
Organization (WHO) and is being adopted widely'%-'6; artemisinin
combination therapy (ACT) features the very rapid clearance of
most of the parasites by the trioxane drug followed by the pro-
longed antimalarial action of the partner drug. Typically, fixed dose
combinations are used,!” with the most popular example being a
curative six dose regimen of a 1:6 fixed combination of artemether
(total 320 mg) and lumefantrine (total 1920 mg). Often, however,
patient compliance with a repeated-dose regimen is problematic.
Therefore, a single dose cure of malaria-infected humans is highly
desirable. Toward this goal, we have developed some trioxane
monomers'® and dimers'® able to cure malaria-infected mice using
only a single low oral dose combined with mefloquine. We recently
reported a new series of 5-carbon-linked trioxane dimers 4 which,
combined with mefloquine, cure malaria-infected mice.2’° We re-
port here a new series of 5-carbon-linked trioxane dimer orthoes-
ters 6a-6d.

C-10 Acetoxy artemisinin 2b, prepared in nearly quantitative
yield by reducing and then acetylating artemisinin ((1-2a—2b),?!
reacted with silylated 5-carbon-linker 3 to form 10B,10p-dimer
allylic alcohol 4 as the major product in 65% yield (Fig. 1).2° Scale
up is not expected to be problematic. Dithexylborane hydroboration
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of bis-allylic alcohol 4 followed by basic oxidation produced 1,3,5-
triol 5 as the major product in 50% yield. Acyclic 1,3,5-triol 5 reacted
with three equivalents of a series of commercial orthoesters to form
trioxane dimer orthoesters 6a-6¢in 75-91%yields. The stereochem-
istry of triol 5 was clarified by X-ray crystallography of phenyl ortho-
ester 6b, establishing its structure as shown in Figure 2. X-ray
coordinates have been deposited with the Cambridge Crystallo-
graphic Data Center (CCDC# 789228). Trioxane dimer orthoester
sulfone 6d was prepared by thiophenoxide displacement of the
bromine atom in bromo orthoester 6¢ followed by sulfide—sulfone
oxidation. It is noteworthy that thiophenoxide accomplishes this
substitution reaction without cleaving the antimalarially crucial
peroxide bond in trioxane 6¢; peroxides generally are easily cleaved
by thiolate anions.?? Displacement of bromo orthoester 6¢ with so-
dium benzene-sulfinate gave orthoester sulfone 6d directly in 84%
yield and in >99% purity by HPLC analysis. Trioxane dimer orthoester
sulfone 6d in the absence of solvent is stable at 60 °C for at least one
week, with less than 5% decomposition detected by 'H NMR spec-
troscopy. Orthoesters like 6, derived from 1,3,5-triols, are consider-
ably more stable toward acid hydrolysis than the corresponding
trialkyl orthoesters.

Orthoester sulfone 6d is stable to simulated stomach acid®* (pH 2)
for at least 24 h at 25°C as determined by analytical thin layer
chromatography.

Each trioxane dimer 6a-6d (0.48 mg) was dissolved in 0.08 mL
of 7:3 Tween 80/ethanol and then diluted with 0.73 mL of distilled
water for oral administration to 5-week old, approximately 20 g
C57BL/6] male mice (from the Jackson Laboratory) weighing


http://dx.doi.org/10.1016/j.bmcl.2010.09.123
mailto:ghp@jhu.edu
http://dx.doi.org/10.1016/j.bmcl.2010.09.123
http://www.sciencedirect.com/science/journal/0960894X
http://www.elsevier.com/locate/bmcl

2774 D. K. Moon et al./Bioorg. Med. Chem. Lett. 21 (2011) 2773-2775

2a,R=H
2b,R=Ac(a0)
2c,R=CH3(B)

OSiMe;

MesSi SiMe;,
3
2b -
sncl,
CH,Cl, -78°C, 1h
65%

1) (Thexyl),BH At OH  Art
HO OH 2) H,0, / NaOH
5 50%
RC(OMe),
75-91 % ®
yields SNHE
| 0S(0),Tol
=
Art Art
6a,R=H
: ! 6b,R =Ph
HY o \H

6c, R = (CHy)sBr

1) PhSNa )3

o—d i ( ) NaOS(0)Ph
R 2) MCPBA " 6d,R = (CH,)38(02)Ph 84%

85%

Fig. 1. Trioxane dimer orthoesters.

Fig. 2. X-ray crystallography of phenyl orthoester 6b.

about 20 g that were infected intraperitoneally on day O with the
Plasmodium berghei, ANKA malaria strain (5 x 107 parasitized
erythrocytes).

Each of three mice in a group was treated orally 24 h post infec-
tion with a single dose of 0.20 mL (0.20 mL/0.81 mL x 0.48
mg =0.12 mg) of diluted compound solution, corresponding to a

Table 1
Antimalarial efficacy using a single oral dose (6 mg/kg) of trioxane combined with
mefloquine hydrochloride (18 mg/kg) in Plasmodium berghei-infected mice

Trioxane Average survival

(days) after infection

% Suppression of
parasitemia on day
3 post infection

143 (11, 15, 17) >99.9

Artemether (2c)

Artemether (6 mg/kg) + 24.0 (23, 23, 26) >99.99
lumefantrine (18 mg/kg)
5 18.6 (12, 16, 30) >99.9
6a 19.0 (11, 16, 30) >99.9
6b 23.7 (19, 19, 30) >99.9
6¢ 20.7 (12, 22, 30) >99.99
6d 30(30, 30, 30 >99.9
Controls
Vehicle (no drug) 73(7,7,8) 0
Mefloquine (18 mg/kg) 20.0 (16, 17, 28) >99.9
Lumefantrine (18 mg/kg) 11.7 (11,12, 12) 99.1

dose of 6 mg/kg, combined with 18 mg/kg of mefloquine hydrochlo-
ride. Both determining blood parasitemia levels as well as monitor-
ing the duration of animal survival compared to survival time of
infected animals receiving no drug were the malariometrics used.

Three days after infection, an average of 9% blood parasitemia
(Giemsa microscopy) was observed in the no-drug control group
of mice. The average survival time of the malaria-infected animals
receiving no drug was 7.3 days post infection.

All of the infected mice in this study receiving trioxane drug
artemether (2c¢) plus mefloquine died on the average on day 14 post
infection. Importantly, a single oral dose of artemether (6 mg/kg)
plus lumefantrine (18 mg/kg) was not curative (Table 1). With mef-
loquine hydrochloride alone at a single oral dose of 18 mg/kg, the
average survival time of the infected mice was 20 days. A widely
accepted indication of complete cure (i.e., 100% efficacy) is survival
of animals to day 30 post infection with no detectable malaria para-
sites in the animals’ blood at that time.

The average survival times of orthoester-treated infected mice
are shown in Table 1. Noteworthy is that orthoesters 6a-6¢ plus
mefloquine were not curative. In sharp contrast, orthoester sulfone
6d plus mefloquine was fully curative (Table 1). It is apparent from
the data presented in Table 1 that the trioxane dimer orthoester
sulfone 6d, at a single oral dose of only 6 mg/kg plus 18 mg/kg of
mefloquine hydrochloride, is much higher in efficacy than the anti-
malarial drug 2¢ plus mefloquine and is fully efficacious at curing
the malaria-infected mice; all three mice in this 30-day surviving
group were completely cured (no parasites in their blood on day
30 post infection), and they had gained at least as much weight as
the uninfected control mice (data not shown). All of the orthoesters
6a-6d, as well as trioxane drug 2c, caused at least 99.9% suppres-
sion of parasitemia on day 3 post infection. Neither overt toxicity
nor behavioral change attributable to trioxane drug administration
was observed in any of the malaria-infected animals cured by
trioxane orthoester sulfone 6d plus mefloquine hydrochloride
combination.

In conclusion, syntheses of trioxane dimer orthoesters 6 were
achieved in moderate overall yields from the natural trioxane arte-
misinin (1); scale-up synthesis to kilogram quantities of these
thermally and hydrolytically stable new chemical entities is ex-
pected to be straightforward. The single oral dose antimalarial effi-
cacy of trioxane dimer orthoester sulfone 6d combined with
mefloquine hydrochloride is superior to that of the popular clini-
cally used monomeric trioxane drug 2c.2>2® Investigation of the
preclinical pharmacology of trioxane dimer orthoester sulfone 6d
will allow a fuller comparison of the chemotherapeutic value of
this semi-synthetic endoperoxide versus that of the popular anti-
malarial trioxane drug 2c.



D. K. Moon et al./Bioorg. Med. Chem. Lett. 21 (2011) 2773-2775

Acknowledgments

We thank the NIH (Al 34885 to G.H.P.), the Johns Hopkins

Malaria Research Institute, and the Bloomberg Family Foundation
for financial support (to G.H.P. and to D.S.).

Supplementary data

Supplementary data (experimental details and spectroscopic

data for 5 and 6a-6d) associated with this article can be found,
in the online version, at doi:10.1016/j.bmcl.2010.09.123.

References and notes

. Olliaro, P. L.; Boland, P. B. Clinical Public Health Implications of Antimalarial

Drug Resistance. In Antimalarial Chemotherapy: Mechanisms of Action,
Resistance, and New Directions in Drug Discovery; Rosenthal, P. ., Ed.; Humana
Press: Totowa, NJ, 2001; pp 65-83.

. Bégué, J. P.; Bonnet-Delpon, D. ChemMedChem 2007, 2, 608.

Gelb, M. H. Curr. Opin. Chem. Biol. 2007, 11, 440.

. Haynes, R. K. Curr. Top. Med. Chem. 2006, 6, 509.

Jefford, C. W. Curr. Opin. Invest. Drugs 2004, 5, 866.

. Klayman, D. L. China Sci. 1985, 228, 1049.
. O'Neill, P. M.; Posner, G. H. J. Med. Chem. 2004, 47, 2945.
. Shizhen, L. Compendium of Materia Medica (Bencao Gangm); Foreign Languages

Press: Beijing, China, 2003. p 1593, First Published in Chinese.

. Tang, Y.; Dong, Y.; Vennerstrom, J. L. Med. Res. Rev. 2004, 24, 425.
. WHO Guidelines for the Treatment of Malaria; World Health Organization:

Geneva, Switzerland, 2006.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.
23.

24.
25.

26.

2775

Ashley, E. A.; White, N. ]. Curr. Opin. Infect. Dis. 2005, 18, 531.

de Pilla Varotti, F.; Botelho, A. C. C.; Andrade, A. A.; de Paula, R. C.; Fagundes, E.
M. S.; Valverde, A.; Mayer, L. M. U.; Mendonca, J. S.; de Souza, M. V. N.; Boechat,
N.; Krettli, A. U. Antimicrob. Agents Chemother. 2008, 52, 3868.

Adjuik, M.; Babiker, A.; Garner, P.; Olliaro, P.; Taylor, W.; White, N. Lancet 2004,
363, 9.

Guthmann, ]. P.; Cohuet, S.; Rigutto, C.; Fortes, F.; Saraiva, N.; Kiguli, J.;
Kyomuhendo, ].; Francis, M.; Noel, F.; Mulemba, M.; Balkan, S. Am. J. Trop. Med.
Hyg. 2006, 75, 143.

Myint, H. Y.; Ashley, E. A.; Day, N. P. ].; Nosten, F.; White, N. J. Trans. R. Soc. Trop.
Med. Hyg. 2007, 101, 858.

Sirima, S. B.; Tiono, A. B.; Gansane, A.; Diarra, A.; Ouedraogo, A.; Konate, A. T.;
Kiechel, J. R.; Morgan, C. C,; Olliaro, P. L.; Taylor, W. R. J. Malar. J. 2009, 8, 48.
Sagara, I.; Diallo, A. D.; Lone, M.; Coulibaly, M.; Diawara, S. I.; Guindo, O.;
Maiga, H.; Niambele, M. B.; Sissoko, M.; Dicko, A.; Djimde, A.; Doumbo, O. k.
Am. J. Trop. Med. Hyg. 2008, 79, 655.

Woodard, L.; Chang, W.; Chen, X.; Liu, J. O.; Shapiro, T. A.; Posner, G. H. J. Med.
Chem. 2009, 52, 7458.

Rosenthal, A. S.; Chen, X,; Liu, J. O.; West, D. C.; Hergenrother, P. ].; Shapiro, T.
A.; Posner, G. H. J. Med. Chem. 2009, 52, 1198.

Moon, D. K.; Singhal, V.; Kumar, N.; Shapiro, T. A.; Posner, G. H. Drug Dev. Res.
2010, 71, 76.

Posner, G. H.; Paik, I.-H.; Sur, S.; McRiner, A. J.; Bortsnik, K.; Xie, S.; Shapiro, T. A.
J. Med. Chem. 2003, 46, 1060.

Adam, W.; Heil, M. J. Am. Chem. Soc. 1992, 114, 5591.

Greene, T. W.; Wuts, P. G. M. Protective Groups in Organic Synthesis, 3rd ed.;
Wiley-Interscience, 1999. p 440.

Jung, M. K; Lee, S. ]. Bioorg. Med. Chem. Lett. 1998, 8, 1003.

Sagara, I.; Rulisa, S.; Mbacham, W.; Adam, L.; Sissoko, K.; Maiga, H.; Traore, O.
B.; Dara, N.; Dicko, Y. T.; Dicko, A.; Djimde, A.; Jansen, F. H.; Doumbo, O. K.
Malar. J. 2009, 8, 63.

Gautam, A.; Ahmed, T.; Batra, V.; Paliwal, J. Curr. Drug Metab. 2009, 10, 289.


http://dx.doi.org/10.1016/j.bmcl.2010.09.123

	A single, low, oral dose of a 5-carbon-linked trioxane dimer orthoester  plus mefloquine cures malaria-infected mice
	Acknowledgments
	Supplementary data
	References and notes


