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Abstract
Schistosomes are the causative agents of schistosomiasis, a neglected tropical disease affecting
hundreds of millions worldwide and a major global health burden. Current control of
schistosomiasis depends largely on a single drug, praziquantel (PZQ). One potential physiological
target for new antischistosomal drugs is the parasite's excretory system, which removes wastes and
xenobiotics. Multidrug resistance (MDR) transporters that are members of the ATP-binding
cassette (ABC) superfamily of proteins are ATP-dependent efflux pumps involved in removal of
toxins and xenobiotics from cells. They mediate the phenomenon of multidrug resistance, in which
cells resistant to one drug show cross-resistance to a broad range of other agents, and are also
associated with reduced drug susceptibility in parasitic helminths. In this review, we survey the
different types of ABC transporter genes present within the schistosome genome, and examine
recent evidence indicating that at least some of these transporters may play a role in fine-tuning
susceptibility of schistosomes to PZQ. Disruption of their function may therefore provide a
strategy for enhancing drug action or overcoming or attenuating drug resistance. Furthermore,
dissection of the roles these transporters may play in normal schistosome physiology could
potentially lead to identification of highly “druggable” targets for new antischistosomals.

1. Introduction
The most recent assessments suggest that schistosomiasis affects over 400 million people
worldwide, with as many as 280,000 deaths per year in Africa alone (King, 2010, van der
Werf et al., 2003). The global health burden of schistosomiasis has been estimated at 9–36
million disability-adjusted life years (DALYs), a value similar to that of malaria or
tuberculosis (Hotez and Fenwick, 2009, King, 2010). Chemotherapy continues to be the
primary intervention for schistosomiasis, and is the main force in its control. Praziquantel
(PZQ), the current drug of choice against schistosomiasis (Caffrey, 2007, Doenhoff et al.,
2009, Hagan et al., 2004), is effective against all human schistosome species, has relatively
mild side effects, and is able to cure schistosomiasis in a single dose (or 2–3 divided doses).
The value of PZQ has been demonstrated repeatedly in large-scale schistosomiasis control
efforts in a variety of countries (Toure et al., 2008, Vennervald et al., 2005). Indeed, because
of these advantages, as well as steadily reduced costs, PZQ now serves as the only
commercially available antischistosomal treatment in most parts of the world (Fenwick et
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al., 2003, Hagan et al., 2004). However, such reliance on a single drug represents a
precarious situation (Caffrey, 2007), particularly in light of reports of schistosome isolates
with reduced susceptibility to PZQ (Day and Botros, 2006, Doenhoff and Pica-Mattoccia,
2006, Melman et al., 2009). Schistosomes also show major stage-specific differences in
PZQ susceptibility; immature worms are highly refractory to PZQ, which means that
treatment is not fully effective until approximately 6 weeks post-infection (Aragon et al.,
2009, Pica-Mattoccia and Cioli, 2004, Sabah et al., 1986, Xiao et al., 1985). Furthermore,
the mode of PZQ action remains incompletely defined (Doenhoff et al., 2008, Greenberg,
2005, Redman et al., 1996); this lack of a definite mechanism makes the possibility of
emerging PZQ resistance especially daunting. One strategy that has been proposed to
overcome drug resistance, as well as to enhance drug efficacy, is to potentiate current
anthelmintics by including additional agents targeted against different, but perhaps
interacting, sites of action, or against cellular components that regulate rates of drug uptake,
metabolism, or efflux. Multidrug resistance transporters have been suggested as particularly
attractive targets of this type (Lespine et al., 2008, Liang and Aszalos, 2006).

2. Multidrug resistance transporters
Similar to other organisms, schistosomes must take up nutrients and excrete toxic metabolic
wastes, and they must do so within the presumably hostile environment of the host
circulatory system. Efflux of metabolic toxins and xenobiotics is mediated by several types
of transporters, a subset of which are members of the ATP binding cassette (ABC)
superfamily of transporters identified initially by their role in multidrug resistance (MDR).
MDR was first described in mammalian tumor cells which were selected for resistance to a
single drug, but which demonstrated unexpected cross-resistance to several structurally
unrelated compounds. The phenomenon is linked to amplification and overexpression of
MDR transporters, resulting in increased drug efflux. MDR transporters include P-
glycoprotein (Pgp), which was the first of these transporters identified, multidrug resistance-
associated proteins (MRPs), breast cancer resistance protein (BCRP), and others (Ambudkar
et al., 2003, Gimenez-Bonafe et al., 2008). ABC transporter genes have been subsequently
divided into subfamilies based on gene structure, order of domains, and sequence similarity
(Dean et al., 2001, Leonard et al., 2003). In mammals, there are seven ABC gene
subfamilies, labeled ABCA through ABCG. Each of these families comprises from one
(ABCE) to several (ABCA, ABCB, ABCC) representatives. For example, the gene for Pgp,
which is also known as MDR1, is ABCB1, the gene for MRP1 is ABCC1, and the gene for
BCRP is ABCG2. The human genome is estimated to contain almost 50 different ABC
transporter genes (Dean et al., 2001).

The function of MDR transporters in normal cellular physiology is to remove or exclude
xenobiotics and metabolic toxins from cells, as well as to transport signaling molecules.
They also play essential roles in a wide variety of physiological processes (Johnstone et al.,
2000, Mizutani et al., 2008) including regulation of apoptosis (Johnstone et al., 2000),
immune responses (van de Ven et al., 2009), and possibly tumor promotion (Fletcher et al.,
2010). MDR transporters are likely to be important components of normal parasite
physiology as well, and there is increasing evidence that they additionally affect drug
susceptibility in helminths (Ardelli et al., 2005, Ardelli et al., 2006, Bartley et al., 2009,
Blackhall et al., 1998, Blackhall et al., 2008, Kerboeuf et al., 2003, Kumkate et al., 2008,
Messerli et al., 2009, Sangster et al., 1999, Xu et al., 1998). The potential role of these
transporters in helminth and other parasite drug resistance has recently been reviewed
(James et al., 2009, James et al., 2009, Jones and George, 2005, Kerboeuf et al., 2003,
Lespine et al., 2008).
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3. ABC transporters in schistosomes
Several years ago, two ABC transporter cDNAs were cloned from S. mansoni. One of them,
SMDR2, codes for a protein that resembles Pgp, with two putative ATP-binding domains
and 12 predicted transmembrane segments; the other, SMDR1, is a half-transporter, with
only a single predicted ATP-binding domain (Bosch et al., 1994). With the publication of
the S. mansoni genome (Berriman et al., 2009), several other S. mansoni genes predicted to
encode ABC transporters are now available (see Table 1). Some of the more potentially
interesting representatives include orthologs of MRP1/ABCC1 (SmMRP1); MRP4/ABCC4
(Smp_083750, Smp_167610); BCRP/ABCG2 (Smp_126450, Smp_137890); the lipid
transporter ABCA4 (Smp_056290); ABCB7 (Smp_087930), a mitochondrial transporter
involved in biogenesis of iron-sulfur clusters (Zutz et al., 2009); and ABCB6
(Smp_134890), which is likely involved in heme biosynthesis (Zutz et al., 2009). There also
appear to be at least four predicted Pgp-like transporters in addition to SMDR2 (Table 1).
Many of these gene products are almost certain to play critical roles in schistosome
physiology and parasite/host interactions.

4. S. mansoni ABC transporters and drug susceptibility
In the original publication of Bosch et al. (1994), SMDR2 RNA was shown to be expressed
at higher levels in adult female schistosomes than in males. We have confirmed that pattern
for SMDR2 RNA levels, but surprisingly find higher Pgp-immunoreactive protein in males
compared with females. In contrast to SMDR2, RNA for SmMRP1, the S. mansoni MRP1-
like sequence, is expressed at higher levels in males than in females, and male and female
adults show differential anti-MRP1 localization (Kasinathan et al., 2010a). Thus, in adult
male parasites, anti-MRP1 immunoreactivity localizes most prominently to the testes and
the gut epithelium, while in females, anti-MRP1 immunoreactivity is found near the
excretory pore and in subtegumental regions.

Bosch et al. (1994) found no indication of higher expression in two hycanthone/
oxamniquine-resistant isolates, suggesting that increases in Pgp expression were not
associated with drug resistance, at least for those isolates. Since that time, PZQ has almost
entirely supplanted other antischistosomal drugs. Hence, we decided to investigate the
relationship between PZQ and this class of transporters. We were encouraged in part by
reports showing that fluorescent substrates for Pgp and MRP localized to the excretory
system of schistosomes (Sato et al., 2002, Sato et al., 2004), that PZQ disrupted that
localization (Kusel et al., 2006, Oliveira et al., 2006), and that PZQ had relatively potent
inhibitory activity against mammalian Pgp (Hayeshi, et al., 2006)..

We first examined whether exposure of adult schistosomes to sub-lethal concentrations of
PZQ changes expression levels of S. mansoni Pgp (SMDR2) or MRP1 (SmMRP1). We
found that both SMDR2 and SmMRP1 are transiently upregulated in response to 100–300
nM PZQ (Kasinathan et al., 2010, Messerli et al., 2009). Appearance of prominent anti-Pgp
immunoreactivity within and surrounding the gut occurs in males exposed to PZQ. These
findings might hint at a link for development of PZQ resistance. Indeed, in every case we
have examined, reduced sensitivity to PZQ correlates with increased expression of one or
both of these MDR transporters. Thus, EE2, an Egyptian S. mansoni isolate with reduced
(2–4-fold) PZQ susceptibility, shows dramatically higher levels of SMDR2 (but not
SmMRP1) RNA (approximately 10-fold) and protein (Kasinathan et al., 2010a, Messerli et
al., 2009); PZQ-refractory juvenile worms express significantly higher (approximately 2.5-
fold) levels of both SMDR2 and SmMRP1 RNAs (Kasinathan et al., 2010a); and worms
from single-sex infections, which are less susceptible to PZQ (Pica-Mattocia and Cioli,
2004), also express higher levels of both SMDR2 and SmMRP1 (Fig. 1). Interestingly,
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Couto et al. (2010) have shown that exposure to PZQ of an S. mansoni isolate with reduced
PZQ susceptibility retains normal labeling of the parasite excretory system by the
fluorescent Pgp substrate resorufin, in contrast to the disruption of labeling seen in PZQ-
susceptible worms

5. SMDR2 pharmacology
The observations described above suggested a possible association between PZQ action and
susceptibility and schistosome multidrug transporters. However, the mechanism that might
link the PZQ and these transporters remained unclear. In order to better understand a
possible connection, we expressed SMDR2 in mammalian Chinese Hamster Ovary cells and
analyzed its pharmacological properties (Kasinathan et al., 2010b). We found that
rhodamine transport via SMDR2 is, as might be expected, blocked by inhibitors of
mammalian Pgp such as verapamil and nifedipine. As with mammalian Pgp, SMDR2 is also
inhibited with relatively high potency by PZQ (IC50 = 17.4 µM). This IC50 value is far
higher than the sub-micromolar concentrations of PZQ capable of eliciting the initial
contractile response of S. mansoni adults in vitro. However, it falls within the range of PZQ
concentrations reported to be required to kill S. mansoni adults in vitro (or prevent their
recovery from effects of PZQ exposure); these measurements have been made by several
groups, each using different methodologies and assays for lethality, with reported EC50
values ranging from approximately 3 µM to >100 µM (Aragon et al., 2009, Pica-Mattoccia
and Cioli, 2004, Xiao et al., 1985). Estimates of PZQ concentrations found in vivo,
following administration to the mammalian host, range from a peak plasma concentration of
0.8 µM in humans (following a 20 mg/kg oral dose), to 68 µM in the portal blood of rats
(following a 300 mg/kg dose) (reviewed by Andrews, 1985). Active PZQ appears to be
eliminated less rapidly when given to schistosome-infected mice compared with uninfected
mice, and has been measured at 10 µM in peripheral plasma of S. mansoni-infected mice 1 h
following administration of a 100 mg/kg PZQ dose (Andrews, 1985).

We additionally found that, unlike mammalian Pgp, for which PZQ is not a substrate
(Hayeshi et al., 2006), SMDR2 does appear capable of transporting PZQ, or at least a
BODIPY-conjugated version of PZQ (Kasinathan et al., 2010b). These results may begin to
provide a connection between the upregulation of schistosome MDR transporters and
exposure to PZQ, as well as a model for MDR-mediated reduction in PZQ susceptibility.
The molecular target for PZQ remains undefined, though our evidence suggests involvement
of a novel calcium channel β subunit subtype found only in platyhelminths (Greenberg,
2005). Calcium channel β subunits are cytoplasmic proteins associated with the membrane-
bound, pore-forming α1 subunit of the channel. Other postulated PZQ targets include both
membrane and intracellular proteins. However, as Aragon et al.(2009) point out, how the
initial effects of PZQ on parasite muscle contraction and paralysis relate to ultimate worm
death remains an open question. SMDR2 (and perhaps other MDR transporters) may be
involved in excreting PZQ from schistosome cells, thus reducing its intracellular
concentration. In fact, SMDR2 may be precluding PZQ from even crossing the cell
membrane, transporting it out of the lipid bilayer before it has an opportunity to enter the
cell. Increased levels of SMDR2 could therefore prevent interaction of PZQ with its target(s)
more efficiently, thus attenuating the lethal effects of the drug.

6. Conclusions
These findings indicate that schistosome MDR transporters may be important for fine-tuning
schistosome drug susceptibility. On the other hand, they provide only limited information
about the possible role of these transporters in normal schistosome physiology. One way to
begin to answer this question is to examine the phenotypes that result following
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pharmacological or genetic disruption of these transporters. We are currently testing the
effects of knockdown of SMDR2 and SmMRP1 RNAs by RNAi and pharmacological
inhibition of these transporters with a variety of MDR inhibitors. Our preliminary results
indicate that either treatment disrupts parasite egg production. Such results would suggest
that, in addition to their possible role in modulating drug action and susceptibility, these
types of transporters are playing either a direct critical role in schistosome reproduction, or
possibly a role in some other parasite function that indirectly impacts egg production.
Further experimentation should resolve this issue. However, it is nonetheless clear that from
the totality of our (and others') results that schistosome (and possibly other helminth) MDR
transporters are likely to be eminently useful as “druggable” targets on their own, or perhaps
as enhancers of current anthelmintics. Of course, agents that selectively target parasite
transporters would be preferred, and our results indicating differences in the ability of
SMDR2 and mammalian Pgp to transport PZQ suggest that selective targeting may be
feasible. Likely, only very short-term administration of agents targeting these transporters
would be necessary, thereby overcoming some of the challenges of using these drugs in
long-term regimens, as would be required for cancer treatment (Coley, 2010, Shukla et al.,
2008).
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Fig. 1. Worms from single-sex infections express higher levels of both SmMRP1 and SMDR2
RNA than do paired worms
qRT-PCR analysis (SYBR) of RNA extracted from S. mansoni 6–7 weeks post-infection.
Parasites were perfused from mice infected with males and females (white bar), single-sex
males (grey bar), or single-sex females (black bar). Primers were directed against SMDR2 or
SmMRP1, and the reference gene was 18S RNA. (A) Relative SMDR2 RNA expression (n=
3) (B) Relative SmMRP1 RNA expression (n= 3–4). *, **, *** indicate P<0.05, P<0.01, and
P<0.001, respectively, ANOVA.
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Table 1

List of ABC transporter genes found in the S. mansoni genome.

Human gene family Accession Number

ABCA* Smp_176450

ABCA3 Smp_165800

ABCA4 Smp_056290

ABCB1 (SMDR2, Pgp) L26287, Smp_035720, Smp_055780

ABCB1 (other Pgp) Smp_089200

Smp_110180

Smp_137080

Smp_170820

ABCB6 Smp_134890

ABCB7 Smp_087930

ABCB8 (SMDR1) L26286, Smp_063000

ABCC1 (SmMRP1) GU967672, Smp_171740

ABCC1 (other MRP1) Smp_129820

Smp_189630

ABCC4 Smp_083750

Smp_167610

ABCC10 (MRP7) Smp_147250

ABCE1 Smp_124460

ABCF1 Smp_166040

ABCF2 Smp_040540

ABCF3 Smp_049490

ABCG1 Smp_181150

ABCG2 (BCRP) Smp_126450

Smp_137890

ABCG4 Smp_094330

*
BLAST/FASTA unable to resolve subclass
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