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Introduction

Antimony and arsenic are elements that
have a long history of use as poisons,
therapeutic agents, or cosmetics. For over
a century, compounds containing penta-
valent antimony (antimonials) have
formed the basis of treatment of the
leishmaniases ~ worldwide. ~ Antimonial
preparations remain first-line drugs for
visceral leishmaniasis in Sub-Saharan
Africa and Brazil [1], but in the hyperen-
demic state of Bihar, India, the cure rate of
antimonial compounds has declined over
the past 30 years from over 85% to less
than 50% (Figure 1) [2] and resistance in
parasites has been demonstrated [3]. This
marked decrease in efficacy has been
attributed to long-term, widespread misuse
of antimonials, with patients undergoing
inappropriate treatment courses often
administered by the largely unregulated
Indian private health care system [4,5].
Here we propose an additional hypothesis
to explain the substantially lower efficacy
of antimony in Bihar compared to other
regions in the world.

Since the 1970s, millions of inhabitants
of Asia have been chronically exposed to
naturally occurring arsenic on a daily basis
through the large-scale insertion of multi-
ple shallow tubewells which were original-
ly installed for provision of clean and safe
drinking water [6]. Antimony and arsenic
are metalloids belonging to Group 15 of
the periodic table that share many struc-
tural and chemical properties [7]. Anti-
mony resistance in Leishmania parasites can
be induced experimentally by exposure to
stepwise Increasing concentrations of sub-
lethal concentrations of trivalent arsenite
in culture [8]. If an individual who is
chronically exposed to arsenic is infected
with Leishmania, the parasites would be
exposed to arsenic due to its presence
within organs of the lymphoreticular
system [9]. This could lead to the
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development of an arsenic-resistant Leush-
manta strain that would be cross-resistant
to antimonial therapy. This viewpoint
article will expand on, and discuss the
evidence for, the possible contribution of
arsenic to decreased antimonial efficacy in
Bihar.

Visceral Leishmaniasis

The Leishmaniases are a group of
diseases caused by infection with the
protozoan parasite Leishmania, transmitted
by the sandfly. The most serious form of
the disease is visceral leishmaniasis, which
results from infection with Leishmania
donovant  and  Leishmania  infantum. The
amastigote form replicates in macrophages
of the liver, spleen, and bone marrow,
causing persistent fever, hepatosplenomeg-
aly, weight loss, and pancytopenia. If
untreated it is eventually fatal [10] and is
thought to account for 41,000 deaths per
year [1].

Approximately 60% of the worldwide
incidence of visceral leishmaniasis is in the
Indian subcontinent [11], where it has an
anthroponotic transmission which follows
a cluster pattern. Ninety percent of India’s
disease burden is thought to occur in Bihar
[12], and in 2009, the incidence was
estimated at 22 per 10,000 of the popula-
tion [13]. Supported by the World Health
Organisation, the governments of India,

Nepal, and Bangladesh are currently
implementing an elimination programme
that aims to reduce the incidence of the
disease to less than 1 per 10,000 by 2015

[13].

Resistance and Epidemiology

Visceral leishmaniasis was almost elim-
inated in India in the 1950s and 1960s as a
secondary consequence of the National
Malaria Eradication programme. After the
programme’s termination the sandfly vec-
tor population increased, resulting in a
resurgence of visceral leishmaniasis reach-
ing epidemic proportions in the late 1970s
[14]. Primary unresponsiveness to antimo-
nials became evident during this epidemic
when physicians found the prior standard
6-day antimonial regime to be “‘grossly
inadequate” [15]. As a result, a 20-day
regime at 10 mg/kg was introduced which
was further increased in subsequent years
up to 20 mg/kg for 30 days to try to
reduce the increasingly high rate of relapse
[16]. Despite this, cure rates with antimo-
nial treatment continued to fall [2].
Subsequently, new, effective therapies,
such as oral miltefosine and intravenous
amphotericin B deoxycholate, have been
incorporated into routine clinical practice
and now form the treatment backbone of
the visceral leishmaniasis elimination pro-

gramme [11].
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Figure 1. Results of consecutive clinical studies of antimonials at 20 mg/kg dosing in
Bihar, India. Graph drawn from data presented in tabular form in a systematic review of clinical
trials done in India between 1980 and 2004 [2]. Doses received are indicated in the figure key.
Linear regression correlation coefficient = —0.831.

doi:10.1371/journal.pntd.0001227.g001

The emergence of decreased antimonial
efficacy within the epidemic occurred in
the years directly following the large-scale
insertion of shallow tubewells across Asia
in the early 1970s. The natural occurrence
of high levels of arsenic in the groundwater
accessed by many of these tubewells was
only discovered in Bihar in 2002 [17],
although it is believed to have been
present since the tubewells were inserted
[6]. This late finding came despite Bihar’s
close geographic proximity to West Bengal
and Bangladesh, where the occurrence of
mass arsenic poisoning was identified in
the 1980s and 1990s, respectively [6]. By
2007 UNICEF had tested 66,623 tube-
wells in Bihar and found 28.9% had
arsenic levels greater than the WHO
standard of 10 pg/L, affecting at least
7.2 million of the population [6].

The Indian subcontinent is the only
place worldwide where endemic visceral
leishmaniasis and significant arsenic con-
tamination of the groundwater co-exist
[6], and it is from Bihar and Nepal that
the highest rates of antimonial treatment
failures are found [4,18]. In the map of
Bihar in Figure 2, the available informa-
tion from journals, websites, and published
databases on the incidence of visceral
leishmaniasis, antimonial resistance, and
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arsenic contamination of the groundwater
has been collated. This epidemiological
data must be interpreted in the context of
an estimated 73%-90% under-reporting
of visceral leishmaniasis [19] and the
incomplete analysis of tubewell water
throughout Bihar. However, it does dem-
onstrate 10 endemic VL districts where
part of the population’s consumption of
water from arsenic contaminated tube-
wells could have resulted in the induction
of antimonial resistance of Leshmania
parasites through arsenic exposure via
their human host. Our hypothesis has
parallels with the subtherapeutic exposure
of South American, South East Asian, and
African  populations to  chloroquine
through medicated salt in the 1950s and
1960s, which is thought to have contrib-
uted to the spread of chloroquine resistant
malaria [20].

In the northern areas of Bihar there is
less reported arsenic contamination of
groundwater [6], but antimonial resistance
is still present at high levels. Worker
migration between districts is common in
Bihar [21] and dissemination of resistant
strains from areas of high level arsenic
exposure along the Ganges to the north
through clusters of dense visceral leish-
maniasis incidence would account for this

epidemiological pattern. This is supported
by known high rates of transmission [19],
demonstrable superior fitness of clinical
resistant strains [22], and long-term
stability of resistant laboratory strains
passaged in the absence of metalloid
pressure [23,24].

In neighbouring Bangladesh, where
minimal antimonial resistance has been
reported, high-level arsenic contamination
is mainly in the south of the country [6],
whereas visceral leishmaniasis is mainly
found in the north [25]. In other endemic
countries such as Sudan and Brazil, where
there is no reported arsenic contamination
of the groundwater, efficacy rates are
greater than 95% [1]. In Sudan and Brazil
prevalent issues such as intermittent poor
drug availability, low treatment compli-
ance, and civil unrest could also have led
to inadequate or interrupted treatment
courses. The current thinking that drug
misuse 1s solely responsible for the dra-
matic development of resistance in Bihar
does not account for the presence of these
same issues in countries where antimonials
remain an effective treatment.

Resistance and Biochemistry

Chronic arsenic exposure
drinking water is associated with an
increased mortality rate [26], particularly
from cancer, cardiovascular diseases, and
infections [27]. Arsenic exists in ground-
water as arscnate (As') or arsenite (As™),
which, following ingestion, is metabolised
in the liver via a series of reduction and
subsequent oxidative methylation steps to
methylarsonic acid and dimethylarsinic
acid. The majority is excreted in those
forms over subsequent days in the urine
[28], but a small proportion accumulates
in the skin, hair, and nails [28] mainly as
As™ and AsY [29] and, significantly for
this hypothesis, in the liver [9,30]. There
are no data currently available in chron-
ically arsenic exposed humans on arsenic
levels in the spleen or bone marrow, the
other organs where parasites reside in
visceral leishmaniasis.

In the livers of laboratory animals, total
arsenic levels (both methylated and inor-
ganic forms) have been shown to be
related to dose and duration of exposure.
BALB/c mice orally dosed with 150 pg of
arsenite for 6 out of 7 days a week for a
year show an almost 10-fold increase in
total hepatic arsenic from <0.5 mg/kg to
~4.5 mg/kg [30]. Comparable total he-
patic arsenic contents, ranging from un-
detectable levels up to 6 mg/kg, were
found in liver biopsies performed on a
small cohort of 13 hepatomegalic patients

through
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Figure 2. Map of Bihar showing district distribution of visceral leishmaniasis endemicity, antimonial resistance, and arsenic
contamination of the groundwater. The map is based on published data [4,6,44-46] with additional data from http://www.indiawaterportal.org/
node/10925 and http://www.soesju.org/arsenic/groundwater_bihar.htm, both last accessed 12/20/2010. Data for Muzaffarpur are from personal
correspondence with Dr. Ashok Ghosh, A.N. College, Patna.

doi:10.1371/journal.pntd.0001227.g002

from West Bengal, who had been envi-
ronmentally exposed to arsenic levels of
220 to 2,000 pg/L for 1 to 20 years [9].
Should arsenite levels in spleen, bone
marrow, and liver macrophages be freely
bioavailable and similar to total hepatic
arsenic content, then it is theoretically
possible that arsenite could kill Leishmania
parasites and thus have a protective effect
against infection. More likely, however, is
that arsenic levels within macrophages of
chronically arsenic exposed patients are
sublethal, thus creating an environment
where resistance can develop. Developing
arsenical resistance through selective envi-
ronmental exposure is a well-researched
and established mechanism in microor-
ganisms [31]. Since the incubation period
of visceral leishmaniasis ranges from weeks
to months [10], parasites could develop
tolerance to arsenite by evolving resistance
mechanisms that would also be effec-
tive against antimonial compounds when
administered as treatment. Although there
are no direct reports of uptake of arsenic
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into macrophages, it is plausible to assume
that this does occur because pentavalent
antimony is known to be taken up by
macrophages [32] and both trivalent
arsenic and antimony have be shown to
be taken up, via aquaglyceroporin 9, by
undifferentiated human leukaemia cells
[33].

There has been extensive research on
the mechanisms by which Leishmania
parasites acquire resistance to antimonial
preparations [4]. This research initially
involved generation of antimonial-resistant
strains through stepwise exposure of Leish-
mama parasites to arsenite in vitro in order
to study an arsenite-thiol conjugate trans-
porter PgpA [34], which was subsequently
found to be an important vacuolar seques-
tration mechanism involved in Leishmania
antimonial resistance [35]. Both arsenite
and antimony have since been used to
select resistance and many common
mechanisms have been demonstrated [4]
that have subsequently been identified in
antimonial-resistant clinical isolates [36,37].

The full mechanism of action of anti-
mony itself is incompletely understood. It
is known to be active in its trivalent form
[38], but is administered as a prodrug in
pentavalent form and reduced either in
the macrophage, in the amastigote, or
both [4]. In a sensitive parasite lineage
trivalent forms of arsenic and antimony
accumulate within the parasite, but this
accumulation is found to be reduced in
resistant strains [39]. Both antimony and
arsenic in their molecular form as anti-
monite (Sb(OH)s) and arsenite (As(OH)s)
react with sulphydryl groups and are
thought to be leishmanicidal through
depletion and interference with the para-
site’s unique thiol system [38,40], which is
dependent on the dithiol trypanothione.
This system is responsible for maintaining
the parasite’s redox balance and thus its
ability to defend against oxidative stress. In
both laboratory and clinical-resistant par-
asite isolates an increase in protective
thiols [39] and overexpression of associat-
ed enzymes has been reported [41].
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Further Investigation

Establishing whether arsenic exposure
could have contributed to antimonial
resistance is a process that will require
the integration of epidemiological, clinical,
biological, and analytical chemistry data.
Due to high levels of treatment failure
antimonial compounds are no longer the
first-line treatment in Bihar. Thus, assess-
ment of resistance relies on retrospective
clinical data or upon the analysis of clinical
parasite isolates using in vitro assays. The
latter can be an unreliable indication of
clinical response [42] and produce vari-
able results depending on the methods
used [43]. Furthermore, if resistance is
identified in a Leishmania clinical isolate it is

References

1. Guerin PJ, Olliaro P, Sundar S, Boelaert M,
Croft SL, Desjeux P, Wasunna MK, Bryceson AD
(2002) Visceral leishmaniasis: current status of
control, diagnosis, and treatment, and a proposed
research and development agenda. Lancet Infect
Dis 2: 494-501.

2. Olliaro PL, Guerin PJ, Gerstl S, Haaskjold AA,
Rottingen JA, Sundar S (2005) Treatment options
for visceral leishmaniasis: a systematic review of
clinical studies done in India, 1980-2004. Lancet
Infect Dis 5: 763-774.

3. Lira R, Sundar S, Makharia A, Kenney R,
Gam A, Saraiva E, Sacks D (1999) Evidence that
the high incidence of treatment failures in Indian
kala-azar is due to the emergence of antimony-
resistant strains of Leishmania donovani. J Infect
Dis 180: 564-567.

4. Croft SL, Sundar S, Fairlamb AH (2006) Drug
resistance in Leishmaniasis. Clin Microbiol Rev
19: 111-126.

5. Hasker E, Singh SP, Malaviya P, Singh RP,
Shankar R, Boelaert M, Sundar S (2010)
Management of visceral leishmaniasis in rural
primary health care services in Bihar, India. Trop
Med Int Health 15: 55-62.

6. Ravenscroft P, Brammer H, Richards K (2009)
Arsenic pollution: a global synthesis. Chichester:
John Wiley & Sons. 588 p.

7. Yan S, Jin L, Sun H (2005) 5;Sb antimony in
medicine. In: Gielen M, Tiekink ERT, eds.
Metallotherapeutic drugs & metal-based diagnos-
tic agents, The use of metals in medicine. pp
441-461.

8. Dey S, Papadopoulou B, Haimer A, Roy G,
Grondin K, Dou D, Rosen BP, Ouellette M
(1994) High level arsenite resistance in Leishmania
tarentolae is mediated by an active extrusion
system. Mol Biochem Parasitol 67: 49-57.

9. Mazumder DNG (2005) Effect of chronic intake
of arsenic-contaminated water on liver. Toxicol
Appl Pharmacol 206: 169-175.

10. Herwaldt BL (1999) Leishmaniasis. Lancet 354:
1191-1199.

11. Sundar S, Mondal D, Rijal S, Bhattacharya S,
Ghalib H, Kroeger A, Boelaert M, Desjeux P,
Richter-Airijoki H, Harms G (2008) Implemen-
tation research to support the initiative on the
elimination of kala azar from Bangladesh, India
and Nepal—the challenges for diagnosis and
treatment. Trop Med Int Health 13: 2-5.

12. Singh RK, Pandey HP, Sundar S (2006) Visceral
leishmaniasis (kala-azar): challenges ahead.
Indian J] Med Res 123: 331-344.

13. Mondal D, Singh SP, Kumar N, Joshi A,
Sundar S, Das P, Siddhivinayak H, Kroeger A,
Boelaert M (2009) Visceral leishmaniasis elimi-
nation programme in India, Bangladesh, and

@ www.plosntds.org

not currently possible to determine wheth-
er this is due to prior arsenic or antimonial
exposure via the patient or whether this
was transmitted from a prior human host.
We hope to be able to demonstrate proof
of concept in the laboratory using in vitro
systems and through exposing L. donovani
infected laboratory animals to environ-
mentally relevant levels of arsenic in their
drinking water. This laboratory work will
help to guide future clinical and epidemi-
ological research.

Conclusion

Biochemical, historical, and geographi-
cal data indicate a significant link between
arsenic contamination of the groundwater

Nepal: reshaping the case finding/case manage-
ment strategy. PLoS Negl Trop Dis 3: e355.
doi:10.1371/journal.pntd.0000355.

14. Peters W (1981) The treatment of Kala-Azar -
new approaches to an old problem. Indian J] Med
Res 73: 1-18.

15. Thakur CP (1984) Epidemiological, clinical and
therapeutic features of Bihar kala-azar (including
post kala-azar dermal leishmaniasis). Trans R Soc
Trop Med Hyg 78: 391-398.

16. Thakur CP, Kumar M, Kumar P, Mishra BN,
Pandey AK (1988) Rationalisation of regimens of
treatment of kala-azar with sodium stibogluconate
in India: a randomised study. Br Med J (Clin Res
Ed) 296: 1557-1561.

17. Chakraborti D, Mukherjee SC, Pati S,
Sengupta MK, Rahman MM, Chowdhury UK,
Lodh D, Chanda CR, Chakraborty AK, Basul GK
(2003) Arsenic groundwater contamination in
Middle Ganga Plain, Bihar, India: a future danger?
Environ Health Perspect 111: 1194-1201.

18. Rijal S, Chappuis F, Singh R, Bovier PA,
Acharya P, Karki BMS, Das ML, Desjeux P,
Loutan L, Koirala S (2003) Treatment of visceral
leishmaniasis in south-eastern Nepal: decreasing
efficacy of sodium stibogluconate and need for a
policy to limit further decline. Trans R Soc Trop
Med Hyg 97: 350-354.

19. Mubayi A, Castillo-Chavez C, Chowell G, Kribs-
Zaleta C, Siddiqui NA, Kumar N, Das P (2010)
Transmission dynamics and underreporting of
Kala-azar in the Indian state of Bihar. ] Theor
Biol 262: 177-185.

20. Payne D (1988) Did medicated salt hasten the
spread of chloroquine resistance in Plasmodium

Jfalciparum. Parasitol Today 4: 112-115.

21. Deshingkar P, Kumar S, Chobey HK, Kumar D
(2006) The role of migration and remittances in
promoting livelihoods in Bihar. London: Over-
seas Development Institute. 48 p.

22. Vanaerschot M, Maes I, Ouakad M, Adaui V,
Maes L, De Doncker S, Rijal S, Chappuis F,
Dujardin JC, Decuypere S (2010) Linking un vitro
and i vivo survival of clinical Lewshmania donovani
strains. PLoS ONE 5: el2211. doi:10.1371/
journal.pone.0012211.

23. El Fadili K, Messier N, Leprohon P, Roy G,
Guimond C, Trudel N, Saravia NG, Pava-
dopoulou B, Legare D, Ouellette M (2005) Role
of the ABC transporter MRPA (PGPA) in
antimony resistance in Leishmania infantum axenic
and intracellular amastigotes. Antimicrob Agents
Chemother 49: 1988-1993.

24. Haimeur A, Brochu C, Genest PA, Papa-
dopoulou B, Ouellette M (2000) Amplification of
the ABC transporter gene PGPA and increased
trypanothione levels in potassium antimonyl tar-

and the development of high levels of
resistance to antimonial compounds found
in the treatment of visceral leishmaniasis
in Bihar. As antimonials are still being
used widely elsewhere in the world,
continued efforts into gaining full under-
standing of the reduced efficacy of this
drug in Bihar will be beneficial in guiding
future drug combination policy and treat-
ment options.

Acknowledgments

We would like to thank Dr. Adam Polnay,
Thomas De Majo, and the anonymous review-
ers for useful comments and suggestions.

trate (SbIII) resistant Leishmania tarentolae. Mol
Biochem Parasitol 108: 131-135.

25. Bern C, Chowdhury R (2006) The epidemiology
of visceral leishmaniasis in Bangladesh: prospects
for improved control. Indian J Med Res 123:
275-288.

26. Argos M, Kalra T, Rathouz PJ, Chen Y, Pierce B,
Parvez F, Islam T, Ahmed A, Rakibuz-Zaman M,
Hasan R, Sarwar G, Slavkovich V, van Geen A,
Graziano J, Ahsan H (2010) Arsenic exposure
from drinking water, and all-cause and chronic-
disease mortalities in Bangladesh (HEALS): a
prospective cohort study. Lancet 376: 252-258.

27. Sohel N, Persson LA, Rahman M, Streatfield PK,
Yunus M, Ekstrom EC, Vahter M (2009) Arsenic
in drinking water and adult mortality a popula-
tion-based cohort study in rural Bangladesh.
Epidemiology 20: 824-830.

28. Vahter M (1999) Methylation of inorganic arsenic
in different mammalian species and population
groups. Sci Prog 82: 69-88.

29. Raab A, Feldmann J (2005) Arsenic speciation
in hair extracts. Anal Bioanal Chem 381:
332-338.

30. Das S, Santra A, Lahiri S, Mazumder DNG
(2005) Implications of oxidative stress and hepatic
cytokine (TNF-alpha and IL-6) response in the
pathogenesis of hepatic collagenesis in chronic
arsenic toxicity. Toxicol Appl Pharmacol 204:
18-26.

31. Mukhopadhyay R, Rosen BP, Pung LT, Silver S
(2002) Microbial arsenic: from geocycles to genes
and enzymes. FEMS Microbiol Rev 26:
311-325.

32. Berman JD, Gallalee JV, Hansen BD (1987)
Leishmania mexicana uptake of sodium stibogluco-
nate (pentostam) and pentamidine by parasite and
macrophages. Exp Parasitol 64: 127-131.

33. Bhattacharjee H, Carbrey J, Rosen BP,
Mukhopadhyay R (2004) Drug uptake and
pharmacological modulation of drug sensitivity
in leukemia by AQP9. Biochem Biophys Res
Commun 322: 836-841.

34. Dey S, Ouellette M, Lightbody J, Papadopoulou B,
Rosen BP (1996) An ATP-dependent As(III)-
glutathione transport system in membrane vesicles
of Leishmania tarentolae. Proc Natl Acad Sci U S A
93: 2192-2197.

35. Légaré D, Richard D, Mukhopadhyay R,
Stierhof YD, Rosen BP, Haimeur A, Papa-
dopoulou B, Ouellette M (2001) The Leishmania
ATP-binding cassette protein PGPA is an intracel-
lular metal-thiol transporter ATPase. J Biol Chem
276: 26301-26307.

36. Ashutosh, Sundar S, Goyal N (2007) Molecular
mechanisms of antimony resistance in Leishmania.

J Med Microbiol 56: 143-153.

September 2011 | Volume 5 | Issue 9 | e1227



37.

38.

39.

40.

Mittal MK, Rai S, Ravinder A, Gupta S,
Sundar S, Goyal N (2007) Characterization of
natural antimony resistance in Leushmania donovani
isolates. Am J Trop Med Hyg 76: 681-688.
Wyllie S, Cunningham ML, Fairlamb AH (2004)
Dual action of antimonial drugs on thiol redox
metabolism in the human pathogen Lewshmania
donovanz. ] Biol Chem 279: 39925-39932.
Brochu C, Wang JY, Roy G, Messier N,
Wang XY, Saravia NG, Ouellette M (2003)
Antimony uptake systems in the protozoan
parasite Leishmania and accumulation differences
in antimony-resistant parasites. Antimicrob
Agents Chemother 47: 3073-3079.

Wyllie S, Vickers TJ, Fairlamb AH (2008) Roles

of trypanothione S-transferase and tryparedoxin

@ www.plosntds.org

41.

42.

peroxidase in resistance to antimonials. Antimi-
crob Agents Chemother 52: 1359-1365.

Wyllie S, Mandal G, Singh N, Sundar S,
Fairlamb AH, Chatterjee M (2010) Elevated
levels of tryparedoxin peroxidase in antimony
unresponsive Leishmania donovani field isolates. Mol
Biochem Parasitol 173: 162-164.

Rijal S, Yardley V, Chappuis F, Decuypere S,
Khanal B, Singh R, Boelaert M, De DS, Croft S,
Dujardin  JC (2007) Antimonial treatment of
visceral leishmaniasis: are current in vitro
susceptibility assays adequate for prognosis of in
vivo therapy outcome? Microbes Infect 9:
529-535.

Seifert K, Escobar P, Croft SL (2010) In vitro

activity of anti-leishmanial drugs against Leish-

44.

45.

46.

manta donovani is host cell dependent. J Antimicrob
Chemother 65: 508-511.

Thakur CP, Narayan S, Ranjan A (2004)
Epidemiological, clinical & pharmacological
study of antimony-resistant visceral leishmaniasis
in Bihar, India. Indian Journal of Medical
Research 120: 166-172.

Sundar S (2001) Drug resistance in Indian
visceral leishmaniasis. Trop Med Int Health 6:
849-854.

Central Ground Water Board (2010) Ground-
water quality in shallow aquifers of India.
117 p.

September 2011 | Volume 5 | Issue 9 | e1227



