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Abstract
The current in vivo models for the utility and discovery of new potential anti-leishmanial

drugs targeting Cutaneous Leishmaniasis (CL) differ vastly in their immunological re-

sponses to the disease and clinical presentation of symptoms. Animal models that show

similarities to the human form of CL after infection with Leishmania should be more repre-

sentative as to the effect of the parasite within a human. Thus, these models are used to

evaluate the efficacy of new anti-leishmanial compounds before human clinical trials.

Current animal models aim to investigate (i) host–parasite interactions, (ii) pathogenesis,

(iii) biochemical changes/pathways, (iv) in vivo maintenance of parasites, and (v) clinical

evaluation of drug candidates. This review focuses on the trends of infection observed

between Leishmania parasites, the predictability of different strains, and the determination

of parasite load. These factors were used to investigate the overall effectiveness of the cur-

rent animal models. The main aim was to assess the efficacy and limitations of the various

CL models and their potential for drug discovery and evaluation. In conclusion, we found

that the following models are the most suitable for the assessment of anti-leishmanial drugs:

L.major–C57BL/6 mice (or–vervet monkey, or–rhesus monkeys), L. tropica–CsS-16mice,

L. amazonensis–CBAmice, L. braziliensis–golden hamster (or–rhesus monkey). We also pro-

vide in-depth guidance for which models are not suitable for these investigations.

Introduction
Cutaneous Leishmaniasis (CL) is a poverty-associated disease that presents as lesions in the
form of ulcers, nodules, papules, and plaques on exposed body parts (arms, legs, face). There
are approximately 1 million new cases of CL each year; however, it is difficult to estimate the
true incidence of leishmaniasis due to a lack of surveillance systems in remote areas and mar-
ginalized populations where the disease occurs, and because it is not a reportable disease within
the health systems of many endemic countries. CL has a wide geographical range, with the
majority of cases occurring in Afghanistan, Algeria, Colombia, Brazil, Iran, Syria, Ethiopia,
Sudan, Costa Rica, and Peru. It is estimated that there are 20 species of Leishmania that cause
CL, each with different epidemiology and natural history. Some species of Leishmania are
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more common than others, and their incidences vary widely amongst their geographical loca-
tions. The most common Old World species that cause CL are L. tropica, L. aethiopica, and L.
major and the NewWorld parasites include L.mexicana, L. amazonensis, L. braziliensis, L.
panamensis, and L. guyanensis [1]. It must be noted that hybrid Leishmania have been isolated
in nature and conjugation (transfer of genetic materials) has been demonstrated in the sandfly
vector [2].

Leishmania infections typically originate from the bite of sandflies belonging to either Phle-
botomus spp (Old World) or Lutzomyia spp (NewWorld), which transmit the parasites into
the skin of the host. The first sign of infection appears as a small erythema that develops at the
site of the sandfly bite and advances within a few weeks to months. Lesions often become
chronic after the initial erythema develops into a papule, then a nodule that may ulcerate over
a period of two weeks to six months before becoming the characteristic lesion [3]. In strict CL,
each lesion is representative of an independent fly bite, but, in rare cases, the disease can mani-
fest as a disseminated disease (diffuse CL [DCL]) [4].

There is currently no satisfactory treatment for any form of CL and a need to develop short,
safe, efficacious, affordable, and field-friendly treatments for the disease. The Drugs for
Neglected Diseases initiative (DNDi) is a collaborative, patients’ needs-driven, nonprofit drug
research and development (R&D) organization that is developing new treatments for neglected
diseases, including drug discovery against CL. DNDi decided to focus on development of treat-
ment for CL that is predominately caused by the L. tropica and L. braziliensis species. This is
due to the severity and public health importance of these particular species; however, it is likely
that these new treatments would be efficacious against CL caused by other parasites, too, as
described in the 2007 consultative meeting to develop a strategy for treatment of cutaneous
leishmaniasis [5]. Here, they suggest that these parasites will be targeted primarily because of
the public health importance of the disease they produce. L. tropica is an anthroponotic para-
site; therefore, treatment of cases is essential for controlling transmission. L. braziliensis is asso-
ciated with mucosal leishmaniasis (ML) more often than other NewWorld Leishmania, and
one risk factor for developing ML is duration of infection. Hence, again, early treatment is
important for control of ML. Furthermore, it was suggested that highly active drugs against
L. tropica and L. braziliensismay be active against others (such as amphotericin-B). Decisions
on how to treat CL are individualized. Treatment approach depends on a number of factors,
including Leishmania spp. and/or geographic incidence as well as clinical characteristics and
symptoms. For example, the oral agent miltefosine has FDA-approved indications that are lim-
ited to L. braziliensis, L. panamensis, and L. guyanensis.

Animal models can be used to evaluate drug candidates, with the goal of developing new
drugs that offer a safe, effective, and shorter-course treatment for CL, as well as an acceptable
safety profile. Therefore, it is essential to review the current animal models, which are highly
diverse, and provide guidance on which models are the best for the discovery and utility of new
anti-leishmanial drugs.

Animal Models for Different Species of Leishmania
It must be noted that there is no validated animal model for CL, although these models are rou-
tinely used in several laboratories. Animal model validity refers to the similarity between the
model and the human condition. Standardized animal models are used in laboratories that
screen drug compounds against Leishmania strains to assure reproducibility. However, the pre-
dictive validity of the animal models is often low due to incomplete correlation between animal
and human disease mechanisms. The philosophy is that if an agent was ineffective in these
models, then no further development would be justified. Besides, some preliminary data on
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dose response and toxicity may be collected. Certain parameters must be considered when
determining the similarity of an animal model to the human disease. These parameters include,
but are not limited to, the clinical manifestations and presentations of the disease, disease path-
ogenesis, and the immunological responses that occur. For an animal model to be considered
“validated” and used as part of preclinical development studies of an agent for therapy or pro-
phylaxis, it must be similar to humans with respect to etiology, pathophysiology, symptomatol-
ogy, and response to the therapeutic or prophylactic agents. For example, the BALB/c–L.major
model is far from being a validated model for human CL based on the above criteria. Immuno-
suppression renders BALB/c mice resistant to L.major infection [6], whereas it has the oppo-
site effect in humans. However, it is convenient, with easy read out using conventional
methods. The inbred, resistant strains have many similarities with human disease, but don’t
have the same pathological features and disease manifestations, such as secretions from the
lesions (classically known as wet lesions), chronic persistent lesions, and the variety of disease
presentation. Being inbred, these mice don’t show the variations in the presentation of the dis-
ease seen in humans; nevertheless, they are the most appropriate models available.

Ideally, outbred mice challenged by sandfly bites would be closer to human disease, particu-
larly for vaccine studies, but it would require a large number of mice with complex endpoint
evaluation (different disease manifestation) and a setup for sandfly challenge, which would be
time-consuming and expensive and also require special expertise. It is therefore not practical
for routine screening of drugs.

Many in vivo experimental models of both the NewWorld and Old World CL have been
developed for the study and testing of new compounds against the parasite, but few accurately
reproduce the biological responses that would occur in humans. Inbred mice strains are most
commonly used for experimental CL infections. However, other animal models, such as ham-
ster and rat species (primary tests), dogs (secondary tests), and nonhuman primates (tertiary
tests) have also been used. Examples of experimental CL involving dogs are lacking (though
not unheard of [7–9]), and, as a result, this paper focuses solely on rodents and nonhuman pri-
mates as the potential models for drug evaluation. In vivo models for CL should aim to mimic
the natural transmission of the disease—for example, the parasite load, presence of saliva, and
site of inoculation—to enable accurate representation of disease progression. However, in
many of the current models, this is not always the case.

The purpose of an animal model regarding CL is to investigate the parasitic cause of the
human disease and use this information in drug studies to prevent increased risk to the human
population. When exposed to the different Leishmania species, which each have individual
pathogenic characteristics, the animal model should have pathological features and immuno-
logical responses that are similar or identical to humans. The model can then be used for the
development and evaluation of new potential anti-leishmanial compounds and/or immuno-
therapy or therapeutic vaccines. There are many ethical issues that arise when using animal
models, and thus their use should be avoided when possible. The three R’s of animal testing
(Replacement, Reduction and Refinement), which were first described in 1955 by Russell and
Burch [10], must always be considered as guiding principles for the more ethical use of in vivo
models for the discovery of new drugs. The drug discovery algorithms for CL typically begin
with the in vitro high throughput screening (HTS) during lead identification, which initially
assesses the efficacy of large numbers of compounds against the parasites directly. The com-
pounds that qualify as an in vitro hit are then assessed using in silico methods to determine
their pharmacokinetic properties and toxicity during candidate identification. Assessing these
properties via computer simulation has the potential to speed the rate of discovery without the
need for expensive laboratory work. Drug discovery is a very innovative part of the drug devel-
opment pipeline, with customised in vitro HTS and in silico packages, allowing for the
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identification of drugs with high on-target efficacy, low off-target toxicity, and favourable phar-
macokinetics. Moreover, the in vitro results may potentially correlate with the in vivo studies
[11] and the in silico ADME screening tools for pharmacokinetics and pharmacodynamics are
gaining increasing accuracy and regulatory acceptance as well. Such weight is now given to
these results that drug candidates with an unacceptable in silico and/or in vitro profile are
excluded from further study by the drug developer. In vitro drug discovery has many advan-
tages over in vivo testing, such as the very quick generation of results and the minute amount
of test compound used. However, current drug screening methods in CL are laborious, espe-
cially when the intracellular amastigote model is used. In addition, the drug discovery test
results of in vitro systems will always need to be verified in animals during drug development
and before the human clinical trials of the compound begin. This is because the in vitro predic-
tions for the compounds may not necessarily transfer to in vivo situations. Similarly, results of
animal models may not be totally predictive of the response in humans, as evidenced by the
low/lack of efficacy of allopurinol alone in humans, while it was shown to be active in vitro and
in animal models [12–15].

It is also important to use recent isolates of Leishmania from the field for in vitro as well as
in vivo tests. Some laboratories prefer to use old WHO reference organisms isolated in the
1960s–1970s for consistency and uniformity; however, Leishmania change over time and those
circulating presently have different characteristics (Ana Rabello, personal communication).
Changes have also been demonstrated in L. donovani parasites kept in culture (in vitro) com-
pared to parasites freshly isolated out of rodents [16].

Nonhuman primate models are often used for the evaluation of potential anti-leishmanial
compounds as a precursor to human clinical trials [17]. However, the results achieved from
these nonhuman primate studies are often no better than those from the rodent models, and
their use over rodent models may even be inferior [18]. The determination of parasite load
within the animal model is also an important factor to consider when establishing the efficacy
of a compound.

The requirement of an animal model capable of generating reproducible results is therefore
crucial for the study of potential anti-leishmanial compounds. It is important to mention that,
as of yet, the translation of results from preclinical to clinical is very poor, hence almost no
compound has reached Phase III. With these factors in mind, it is important to determine the
most effective animal model for CL drug discovery to help focus on robust systems and reduce
the use of animals. Rodent models are most commonly used for studies of experimental CL
infections, especially when studying the pathogenesis of disease or to test novel anti-leishman-
ial agents. This is because of the high availability of cellular markers and inbred, congenic, and
now even transgenic mice, in addition to all other attributes that have made rodents a suitable
animal for laboratory-based experiments. Mice in particular are susceptible to most strains and
species of Leishmania in both the non-cure and self-cure models [19]. Much of the recent work
towards the study of CL has been based on initial findings [20–22] deducing that different
strains of mice, with differing phenotypes, vary in their susceptibility to different Leishmania
species.

Some of the observations made in the rodent models of CL might not be similar or relevant
to human hosts due to the distance in phylogeny. However, rodent models can provide a fast
turnaround during the drug research program prior to testing in nonhuman primate models.
Old World monkey species (macaques, baboons, mandrills, etc.) have the closest evolutionary
relatedness to humans among the approachable nonhuman primate models [17]. Therefore,
nonhuman primate models are generally used as the final experimental study of the safety and
efficacy of drugs, with the hope that their relatedness to humans will confer a similar mecha-
nism of CL infection and disease progression.
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Standardization of Inoculum
It is well known that promastigotes go through developmental stages (metacyclogenesis) dur-
ing growth in culture. Therefore, the composition and size of inoculum as well as the method,
route, and site of inoculation greatly influences the outcome of infection. It is therefore impor-
tant that all these parameters are standardized for obtaining reproducible results.

During the course of in vitro growth, Leishmania undergo some essential changes (similar
to that within sandfly vector) from highly dividing but non-infective form in log phase to non-
dividing but highly infective metacyclic form in stationary phase [23]. Therefore, most labora-
tories harvest the parasite during the late stationary phase of growth and employ peanut agglu-
tinin (PNA) to remove non-metacyclic parasites before inoculation. The size of inoculum is
also important since, up to a certain level, higher doses produce larger lesions, which develop
faster. Generally, 1 × 106 metacyclic-enriched parasites were injected subcutaneously in a vol-
ume of 40μl. However, with the highly purified infective form of parasites, a few thousands of
parasites are injected to simulate delivery by infected sandflies, which are estimated to be
<5,000 [24]. The site of injection is also important for development of lesions. Footpads of
mice are usually used for drug screening and provide easy measurement of lesion and parasite
load at the lesion. The base of the tail of mice and the forehead of monkeys have also been used
for vaccine studies. Another interesting site for mouse studies is the ear, which has also been
used for inoculation by infected sandflies to simulate natural infection. Needle injections pri-
marily deliver parasites subcutaneously, whereas sandfly introduces the parasite intradermally.
The course of infections and the immune responses that ensue are different, primarily due to
the type of inflammatory cells that appear soon after the introduction of parasites at the differ-
ent sites [25]. Ideally, ear infection by infected sandflies would be preferable, particularly for
vaccine development, since it is closer to natural infection in humans and has been shown to
be different from needle challenge in vaccinated mice [24]. It should be noted that this method
should be validated for humans first before making it a prerequisite for testing safe candidate
vaccines in human clinical trials. However, this method requires availability of sandflies and
consistent maintenance of infection rates. For drug screening, needle injection of a standard
inoculum given subcutaneously in the food pad of mice would make it possible for many labo-
ratories to screen drugs, albeit not simulating natural infection.

The composition of the inoculum with respect to the types of parasites (at various stages)
should be determined and standardized. The PNA negative selection to enrich metacyclic L.
major contains apoptotic parasites that can promote infection [26] and, ideally, their propor-
tion in the inoculum should be known. The screening labs have their consistent method of
growing the parasite, harvesting at a predetermined time, and preparing metacyclic-rich inoc-
ula within their own laboratories, in order to limit variation. However, comparison of results
from different labs can be difficult because of the strain of parasite used, the age of the parasite
since the isolation from the field, method of growth, separation of infective parasite, etc.

OldWorld: L.major, L. tropica, and L. aethiopica
L. major
It is a common misconception that the BALB/c–L.majormodel is the best for studies of immu-
nology and drug evaluation regarding CL [27,28]. This misconception may be because the
method of infection is highly reproducible and thus they are widely used as an in vivo model
for CL drug discovery. Alternatively, the BALB/c–L.major has shown clinical [29] and immu-
nological features closer to the human visceral disease [30–32]. All indicate the similarity of
this model to human visceral leishmaniasis (VL) and not CL, except that a skin lesion is also
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produced. The majority of inbred mouse strains are resistant to infection by L.major (C3H/
He, CBA, C57BL/6, 129Sv/Ev [33]) and develop local cutaneous lesions, which spontaneously
resolve in 10–12 weeks. However, the BALB/c inbred strain contrasts to this and is well known
for being highly susceptible to infection. The clinical features observed in this model are quite
unlike the human disease [34] and there is much concern about its relevance, suggesting that
alternative models for drug discovery should be developed. The BALB/c mice develop large
skin ulcers, which expand and metastasize, leading to death [21]. The drug discovery algorithm
by Grogl et al., 2013, describes the concise and rigorous stages of anti-leishmanial drug discov-
ery using both the BALB/c–L.major and golden hamster–L. panamesismodels [35]. However,
the former BALB/c model has limitations when considering pathological similarities in
humans. Alternatively, the use of L.major in a humanized mouse model has proven effective
when predicting the possible side effects that may be observed in human clinical trials [36].

The L.major parasite is one of the most widely studied species in nonhuman primates. A
study in 1987 by Githure et al. described that the vervet (Chlorocebus pygerythrus), Sykes (Cer-
copithecus albogularis), and baboon species are all equally susceptible to L.major infection,
while bushbabies are resistant [37]. The vervet and Sykes monkeys, in particular, developed
erythema and conspicuous nodules on the eyelids and ears, which rapidly become ulcerating
lesions, before demonstrating a self-healing phenomenon within approximately 3 months.
This is comparable to that observed in humans infected with L.major and thus the vervet and
Sykes species are considered to be suitable models for drug trials against human CL. The L.
major parasite has also been shown to infect the vervet monkey via natural infection in the
wild [38], which enhances the model’s potential. Additionally, vervet, Sykes, and baboon spe-
cies breed fairly well in captivity [39]. One of the most ethically acceptable models for drug and
vaccine testing in nonhuman primates has been demonstrated in the L.major–rhesus monkey
(Macaca mulatta) model [40,41]. Consistent with the human cases of CL caused by L.major,
the parasite also causes a self-limiting CL of moderate severity, which resolves within three
months, suggesting that this model could serve as a prelude to human vaccine trials. However,
this model is not always feasible, given the enormous expense in conducting trials in monkeys.
The L.major–resistant strains of mice are the most appropriate available model, because of
similarities with human disease and because it is now more practical, with L.major carrying
fluorescent genes or fluorogenic markers than before with standard methods of measuring effi-
cacy. However, the L.major–rhesus model provides for evaluating immune response modifiers
(to be used for immune-chemotherapy and prophylactic vaccines) that are not active in mice,
i.e., CpG deoxyoligonucleotides with species specific sequences that can activate human and
monkey cells in vitro. These have shown therapeutic and prophylactic properties in L.major–
rhesus monkeys [42].

L. tropica
Leishmania tropica is a major cause of CL in the Middle East and some areas of Africa. Infect-
ing BALB/c mice with L. tropica results in non-ulcerating small nodules and delayed type
hypersensitivity [43]. A susceptible murine model for infection by the L. tropica strain is
needed, as there is insufficient knowledge on the pathogenicity of this parasite in mammalian
hosts, due to its difficulty to establish infection in vivo. Previous rodent models for L. tropica
infection have involved C57BL/6 and BALB/c mice [44], black rats (Rattus rattus) [45], and
Sprague Dawley rats (Rattus norvegicus spp.) [46]. None of these models effectively represent
the clinical manifestations of CL in humans. A suitable rodent model for L. tropica infection
has only recently come to light in the study by Kobets et al., 2012, which examined the genetics
and susceptibility of host response to L. tropica in BALB/c-c-STS/A (CcS/Dem) recombinant
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congenic (RC) mouse strains [47]. The CcS16 strain is more susceptible to L. tropica than
BALB/c, carrying 12.5% of genes from the resistant parental strain STS/A and 87.5% of genes
from the susceptible BALB/c strain. There is ongoing work to map the genes for susceptibility
and response to L. tropica in CcS-16 [48]. This group deduced that the response to L. tropica is
controlled by multiple genes with heterogenous effects, detecting eight loci in the CcS-16 strain
that control host–parasite interaction. The identification of these complexities will now allow
their functional basis to be elucidated and the subsequent detection of homologous processes
in humans. The CcS-16 model therefore shows great potential for the evaluation of new anti-
leishmanial drugs.

There are very few examples of nonhuman primate models infected with L. tropica. The
L. tropica infection of rhesus monkey does not follow the same immune pattern of cutaneous
infection as it usually does in humans and is not an appropriate host for the parasite [49]. Like-
wise, none of the four East African nonhuman primates studied by Githure et al., 1987, resulted
in infection after challenge with L. tropica [37]. The current nonhuman primate L. tropica
models will therefore be ineffective for drug discovery.

L. aethiopica
There are very few murine models that show susceptibility to the L. aethiopica strain and the
models that currently attempt to utilize it result in poor clinical outcomes that do not represent
the human form of the disease. The pathogenesis of L. aethiopica infection has been demon-
strated in BALB/c mice [50] whereby no ulceration of the lesion was observed and there
were no overt clinical symptoms after 203 days of infection. Likewise, Childs et al., 1984, dis-
covered that only slight swellings of the nose were seen across 12 different strains of inbred
mice infected with L. aethiopica, suggesting that murine models show little susceptibility to the
parasite [51]. The models do not represent the human form of the disease and thus are poor
models for drug discovery.

Experimental infections of L. aethiopica in nonhuman primates have not been studied re-
cently. A report by Hailu et al., 1995, evaluated the susceptibility of three species of monkey—
vervet monkey (Chlorocebus pygerythrus), Gelada baboon (Theropithecus gelada), and Olive
baboon (Papio anubis)—to the parasite [52]. Infections in all the vervet monkeys and half of
the Gelada baboons produced recognizable lesions; however, no lesions were produced during
infection in the Olive baboon. The maximum lesion size was observed among vervet monkeys
and the scars that formed after complete healing of the ulcerating lesions were typical of the
CL scars observed in humans. This species of monkey is, as of yet, the only nonhuman primate
that is susceptible to infection with L. aethiopica. However, further experimental studies are
needed to explore its potential as a nonhuman primate model of CL for the evaluation of new
drugs, due to infection with L. aethiopica.

NewWorld: L.mexicana, L. amazonensis, L. braziliensis, L.
panamensis, and L. guyanensis
L. mexicana
Most inbred mice will display susceptibility to L.mexicana and its subspecies at high doses.
However, when infected via a model that mimics natural transmission, the mice display
marked differences in their ability to control parasite growth. Of the three strains of mice
(BALB/c, C57BL/6, and CBA/J) that were subjected to a low parasite dose of 103 L.mexicana
promastigotes inoculated via the intra-dermal route of infection, BALB/c proved to be the
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most susceptible, despite all mice strains previously showing an equal susceptibility when inoc-
ulated with high dose (106) L.mexicana promastigotes subcutaneously [53].

The recent model by Sosa-Bibiano et al., 2012, made use of local mammalian fauna, the
Yucatan deer mouse (Peromyscus yucatanicus), as a model host to study the development of L.
mexicana infection with the aim of mimicking natural infection conditions [54]. The typical
human patient will develop a localized cutaneous nodular ulcerated lesion when infected by L.
mexicana, and this symptom presented itself in seven of 36 (19.44%) P. yucatanicus. Addition-
ally, the scars that resulted in P. yucatanicus were round or oval-shaped with smooth surfaces,
and showed a depression along with hypopigmentation, much like the healed lesions in
humans with CL. However, the absence of these local clinical signs was observed in 29 of the 36
animals (80.55%). Although these former results support the utility of P. yucatanicus as a novel
experimental model to study LCL caused by L.mexicana, more work is needed to utilize the
model for drug discovery.

There is no recent work on the use of L.mexicana as the parasite for infection in nonhuman
primate models.

L. amazonensis
Infection by L. amazonensismay lead to the development of diffuse CL in a few human
patients, which is characterized by nodular lesions. Recently, L. amazonensis-infected female
BALB/c mice were used to evaluate the efficacy of different CL treatments [55]. The animals
were inoculated with 107 promastigotes through subcutaneous injections at the base of the tail.
Despite some treatments showing promising results in vivo, limitations of the study included
the use of an extremely susceptible animal model and the lack of an extended period to follow
up on healing lesions. Many additional mouse strains are susceptible to L. amazonensis, in par-
ticular, the CBA strain, which develops severe lesions in comparison to C57BL/6, presenting
small chronic lesions [56]. An advantage of the C57BL/6 mouse is the large number of gene
knockout lines in the C57BL/6 background that can be used to address important questions
such as the contribution of a specific immune response to drug efficacy. In the study by Charret
et al., 2013, the CBA strain was chosen over the BALB/c strain due to its susceptibility to infec-
tion by L. amazonensis, developing cutaneous lesions without intense parasite dissemination
[18]. It was also noted from Lemos de Souza, et al., 2000, that CBA mice infected with L. ama-
zonensis produce increased levels of IL-4 and IL-10, whilst CBA mice infected with L.major
produced IFN-γ and IL-10 [57]. In humans, IL-4 is associated with disease development and
thus the similarity in immune response suggests the CBA strain has potential in replicating the
human form of CL. This CBA–L. amazonensismodel shows potential for use as a method for
the development of new anti-leishmanial drugs.

Dose-dependent lesion development was observed in both the rhesus monkey (Macaca
mulatta) and tufted capuchin (Cebus apella) infected by L. amazonensis [58,59]. Amaral et al.,
1996, infected rhesus monkeys with L. amazonensis and found that animals inoculated with
108 promastigotes consistently resulted in establishment of infection, including earlier onset
and/or larger size of lesions [58]. The cutaneous lesions of infected monkeys shared the patho-
logic features of CL in humans: amastigotes with mononuclear infiltrate of macrophages, lym-
phocytes, and plasma cells, with the formation of tuberculoid-type granulomas. However, the
DCL that could occur in humans was not observed in the animals during the time course of
experiments and it is likely that the anergic form would not have developed according to the
level of immune responsiveness found.

Garcez et al., 2002, successfully used the C. apellamonkey for experimental studies of Amer-
ican CL and as a model for vaccine trials [59]. An intermediary dose of 2 × 106 promastigotes
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was sufficient to induce consistent cutaneous lesions in these monkeys. This dose is extremely
large in comparison with the dose injected by a vector in natural infection that varies from 10
to 1,000 promastigotes [60]. However, under this high dose, all animals presented nodular
lesion development. C. apellamonkeys only developed an erythematous nodule during pri-
mary infection that varied in size and persistence, curing spontaneously, unlike humans
infected by L. amazonensis that typically developed characteristic ulcerations that do not typi-
cally self-cure. Although this L. amazonensis–C. apellamodel is considered to be a good model
for vaccine trials, it is perhaps not as good as other models (such as the L. amazonensis–rhesus
monkey), due to many aspects of infection that are dissimilar to the same disease in humans.

L. braziliensis
Less experimental work has been conducted involving the infection of rodents with L. brazi-
liensis, despite its wide distribution and burden in South America. L. braziliensis does not grow
easily in vitro [61]. Most mouse strains are resistant to infection by L. braziliensis due to the
inability of this species to inhibit the Th1 immune response [62]. Mouse strains such as C3H/
HeJ, C57BL/6J, and CBA/CaJ show no evidence of infection by L. braziliensis, whereas strains
AKR/J and CBA/J showed only a slight and transient swelling of the infected tissue, when para-
sites were inoculated in the snout [51]. Additionally, the L. braziliensis parasite has previously
been shown not to produce severe or lasting cutaneous lesions in the BALB/c mouse strain
[20], which has even been shown to kill the L. braziliensis parasite after infection and is there-
fore highly resistant [62]. However, a few reports have employed a BALB/c model in vaccina-
tion studies that successfully obtained chronic ulcerated lesions after infection by L. braziliensis
promastigotes [63,64]. The addition of salivary gland exudates promotes infection in mice due
to the presence of highly active vasodilators. Some of these proteins (LJM11) are now being
used to generate blocking antibodies/cellular response in vaccine studies to reduce infection
and lesion formation [65].

The only model which shows true potential for the evaluation of potential drugs targeting L.
braziliensis is the golden hamster (Mesocricetus auratus). Hamsters are commonly used for
strains of Leishmania that show low susceptibility to mice (L. Viannia subspecies), and disease
progression can be monitored over longer periods of time due to the chronic nature of the dis-
ease in the rodent [14]. Gomes-Silva et al., 2013, demonstrated that, after infection with L. bra-
ziliensis, all hamsters developed cutaneous lesions very similar to those observed in humans
during the observational period (110 days), with no spontaneous healing [66]. Although this
particular hamster model shows predictable disease evolution, other models using different iso-
lates and/or protocols have not shown reproducibility, especially in contrast to other well-
established mouse/Leishmaniamodels such as the BALB/c–L.majormodel. Nonetheless, the
golden hamster could be recommended for clinical vaccine or therapeutic studies against L.
braziliensis due to the fact that the chronic state of the disease closely resembles non-healing
human CL and possibly reproduces some of the immunopathological aspects of the human dis-
ease. Unfortunately, the wider use of hamsters is still limited for CL drug discovery due to the
lack of available reagents—such as antibodies to cell markers and cytokines specific to the CL
response [67]—in addition to the higher doses of drugs required to dose hamsters compared to
mice.

The L. braziliensis–rhesus model induced self-healing CL in which the T cell-mediated
inflammatory response effectively promoted parasite clearance and granuloma resolution, with
the lesional granulomas being remarkably similar to those seen in humans infected with the L.
braziliensis pathogen [68]. A similar study by de-Campos et al., 2010, also confirms that the
model can be used to elucidate the regulatory mechanisms that may render granulomas
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inadequate for fighting intracellular pathogens [69]. Further study of the various immune sup-
pression mechanisms that induce granulomas in L. braziliensis-infected rhesus monkeys may
reveal new opportunities for therapeutic control of the disease. The marmoset (Callithrix peni-
cillata) has also been shown to develop a cutaneous lesion at the point of inoculation by L. bra-
ziliensis [70]. In this experiment, all but three of the 14 marmosets developed this lesion three
to nine weeks after infection, and were characterized by the appearance of subcutaneous nod-
ules containing parasites. The model may serve as a useful experimental model for the study of
CL in the future, but for now, further work is needed.

L. panamensis
The initial study by Neal and Hale, 1983, demonstrated that the BALB/c mouse strain is sus-
ceptible to high inoculums of L. panamensis promastigotes [20]. Subsequent work by Castilho
et al., 2010, utilized this knowledge to develop a chronic infection model for L. panamensis
using numbers of parasites that would more closely approximate infection in nature [71].
5 × 104 L. panamensis promastigotes generated chronic lesions in BALB/c mice with persistent
parasites at the site of the infection for over one year. They also discovered that the immune
response of the mouse resembles that found for L. panamensis-infected patients with chronic
and recurrent lesions. Thus, the murine model should be useful in the understanding of the
pathology of the human disease and may eventually be used as a model to develop methods for
the treatment and prevention of CL caused by L. panamensis parasites. The golden hamster has
also been shown to be susceptible to L. panamensis infection [72] but the cutaneous metastatic
lesions vary considerably between animals and thus the model is unreliable. There is little
research into L. panamesis-infected nonhuman primate models, however, one early study was
reported using aotus monkey for evaluation of allopurinol [13].

L. guyanensis
There are very few examples of L. guyanensis–rodent animal models. However, the golden
hamster has been shown to provide an experimental model for most L. Viannia species, includ-
ing L. guyanensis [72,73]. The extent of the model’s usefulness is limited, however, and not rep-
resentative of the human disease. Very little research has been conducted into L. guyanensis–
nonhuman primate models of infection and hence their use for the evaluation of potential anti-
leishmanial compounds remains unclear.

It is important to note that there are many experimental variables that can be used to modu-
late disease outcome. These variables involve methods in the administration of the disease and
affect phenotypes, such as modular or ulcerative lesions and fast or slow development of dis-
ease. These variables, including parasite dose [74], site of inoculation [75], co-injection with
sandfly saliva [76], and temperature [77], have all been shown to affect disease outcome in ani-
mal models, thus demonstrating the importance of mimicking the natural route of infection in
all animal models.

Continuous Monitoring of the Parasite Load in the In Vivo Models,
Using Reporter Molecules
Leishmaniasis affects many millions of people worldwide and hence there is an ever-growing
need for a rapid screening assay to allow the high throughput screening of potential anti-leish-
manial compounds. The current classical methods of in vivo parasite load determination are
laborious, time consuming, and do no support automation. Furthermore, methods such as
lesion size measurements are not always indicative of parasite killing due to immunological
responses such as inflammation, which might also contribute to lesion size. Previously,
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methods required the animals to be euthanized at various times after infection. Quantification
was then achieved by measuring the parasite load either by microscopy, limiting dilution assay,
or q-PCR amplification of the parasite DNA. As Calvo-Alvarez et al. wrote, “Furthermore, this
approach has some important limitations that must be overcome: (i) postmortem analysis of
animals makes it impossible to track the space/time progression of the pathogen within the
hosts; (ii) spread of the pathogen to unexpected anatomic sites can remain undetected; (iii) in
order to achieve precise and relevant data, it is necessary to kill large numbers of animals” [78].
The measurements of lesion size and footpad and ear thickness are all common methods used
to quantify the progression of the disease and hence the parasite number [35,66]. However,
these methods require an incubation period of about two weeks before any visual observations
of infection can be made. Thus, it is important to devise a way of detecting parasite numbers in
the earlier stages of infection, before a visual phenotype is observed. More recently, the in vivo
imaging system (IVIS) has been developed to allow the detection of measurable signals associ-
ated with cells in living organisms [79]. It is extremely important to quantify the parasite load
present in an in vivo model in a live host, in order to determine the infectivity of the Leish-
mania parasite and/or to measure the efficacy of a potential anti-leishmanial drug.

Many reporter molecules have been devised for the quantification of protozoan parasites
and each one comes with different degrees of sensitivity, advantages, and disadvantages.
Reporter genes must encode a gene product that has a readily measurable phenotype that must
also be distinguishable over a phenotypic background [80]. As described by Dube et al., 2009,
“The ideal reporter gene should be (i) absent from the host; (ii) inert (and should not affect the
physiology of the parasite cell); and (iii) should represent a simple, sensitive and inexpensive
assay for quantification of reporter expression” [81]. Continuous monitoring of parasite load
in vivo is an ideal way to monitor drug treatment outcome.

β-galactosidase
β-galactosidase is widely used as an intracellular reporter gene and is the product of the bacte-
rial lacZ gene. The primary advantages of using β-gal as a reporter gene is its simplicity, low
cost and sensitivity. Depending on the substrate used, it offers a number of detection options
[81]. The reporter molecule cannot be applied directly in vivo to observe the parasite load and
progression in real time analyses, but β-galactosidase-positive L. amazonensis parasites were
easily detected in mouse tissue as blue spots after staining with X-Gal [82]. Nevertheless, a con-
siderable drawback to this method is the large size of the β-gal-expressed protein (116kDa) and
its endogenous expression within most mammalian cell lines (macrophages), resulting in a
false positive readout for parasite growth [81]. For this reason, the molecule is inaccurate for
the quantification of parasite load, especially when determining the efficacy of a potential drug.

β-lactamase
Unlike β-galactosidase, the reporter molecule β-lactamase shows no endogenous expression by
mammalian cells and hence proves to be an excellent choice for protozoan reporter gene assays
[83,84]. Betalactamases are a family of bacterial enzymes that cleave penicillins and cephalo-
sporins [81]. The method is rapid, sensitive, and nonradioactive. Bukner and Wilson, 2005,
engineered strains of L.major and L. amazonensis expressing the β-lactamase gene in an
episomal vector [83]. Their method facilitated the relatively high throughput screening of the
intracellular stages of the Leishmania strains against chemical libraries with potential anti-
leishmanial activity. However, its utility was still limited as it was necessary to keep strong
selective pressure over the parasite in culture to avoid the possible elimination of the parasite’s
episomal construct. This colorimetric assay also requires the lysis of cells, and repeated
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measurements are not always possible. The β-lactamase reporter gene system devised by Man-
dal et al., 2009, uses transgenic parasites to optimize their utility in amastigote–macrophage
drug screening assays, and is a vast improvement of the 2005 Buckner andWilson model [84].
Currently, the β-lactamase reporter gene has not been applied directly in vivo.

Luciferase
The gene expressing luciferase has been cloned from several different species, the firefly lucifer-
ase being the most commonly used form. Luciferase catalyses the oxidation of luciferin in the
presence of Mg2+ and ATP into oxyluciferin, which produces a short flash of light directly pro-
portional to the number of luciferase enzyme molecules. Thus, it provides a rapid indication of
the transcriptional activity of the gene [81]. Roy et al., 2000, was able to visualise transfectant L.
major strains stably expressing the firefly luciferase gene in vivo to monitor disease progression
in real time analyses [85]. Likewise, a recent paper by Thalhofer et al., 2010, describes the IVIS
technology which enabled the noninvasive visualization of luciferase-expressing Leishmania
spp. parasites in living anesthetized BALB/c mice in real-time [79]. This technique allowed
bio-imaging at the highest efficiency with the absence of background activity by host cells. A
similar study was conducted by Lang et al., 2005 [86]. The IVIS technique has also been utilized
to assess drug therapy (amphotericin B) on L. amazonensis infection in the skin of BALB/c
mice [87]. This model enabled successful visualization of the decrease in parasite load after
treatment with AmB in the mouse model. However, the method also comes with its disadvan-
tages. The methodology is limited by the requirement of the substrate luciferin, which must be
administered intravenously or intraperitoneally for the detection of the luciferase activity. This
makes the technique expensive [81]. Additionally, the luminescence produced is unstable and
dependent upon the metabolic activity of the cells, which have been transfected with luciferase.

Green Fluorescent Protein
All of the above mentioned reporter genes require exogenous substrates, which limit their use
and introduce an extra step in the detection of reporter expression. Using fluorescence for
determining parasite load has many advantages over other reporter molecules. The fluorescent
proteins work intrinsically, which allows real-time analysis of the molecular events in living
cells. Additionally, fluorescent reporters do not require specific substrates and the fluorescence
emitted is very stable over time. The use of fluorescence allows greater simplicity, easier kinetic
monitoring, low cost, and enhanced biosafety [88], and thus has great potential for in vitro
HTS of potential drug candidates. Green Fluorescent Protein (GFP) is the most commonly
used fluorescent reporter molecule. It has been used over a large number of species for in vitro
drug screening due to its flexibility, sensitivity, and the additional possibility of automization of
the screening process using flow cytometry or fluorometry [88]. Variants of the GFP have been
developed, which have optimal properties for high-throughput screening. These variants have
different emission spectra and can fluoresce at wavelengths longer than that of native GFP, as
seen in the enhanced green fluorescent protein (EGFP) [89]. More recently, the stable transfec-
tion of the EGFP reporter has been found suitable for in vivo as well as in vitro infection stud-
ies, showing potential use in drug screening assays in vivo, as there are no considerable
variations in virulence or infectivity due to the genetic manipulation of the parasites [89,90].
Infrared fluorescence has recently been utilised as a tool for in vitro, ex vivo, and in vivo models
of visceral leishmaniasis [91]. Here, in vivo noninvasive imaging of the visceral infection in
BALB/c mice was achieved using transgenic fluorescent parasites. It is possible that this
method may be transferred to studies of CL, opening up the possibility of testing vast amounts
of potential drug compounds.
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The introduction of the fluorescent reporter gene into the Leishmania parasite can be either
transgenic or episomal. The use of an episomal vector carrying a given gene is limited for two
reasons: (1) Gene expression is extremely heterogeneous in populations of transfected parasites
due to the wide variation in the copy number of plasmids per cell. (2) The host loses the plas-
mid in the absence of an antibiotic resistance marker. These problems can be overcome by the
integration of the reporter DNA into the parasite genome, thus creating a permanent transfec-
tant [92]. Expression of GFP as an episomal transgene is useful for drug screening in either
promastigotes or intracellular amastigotes in vitro (by flow cytometry [93]) and in vivo [94],
but fluorescence in those parasites was very heterogeneous due to variation in the number of
copies of the transgene. For the reasons described, it is more practical to consider transgenically
introduced reporter genes in order to efficiently determine the parasite load. The GFP reporter
system still has its disadvantages. The excitation maximum is close to ultraviolet (UV) range,
which can cause damage to living cells. Additionally, the GFP model is not sensitive enough to
enable a precise and reliable microplate screening in vitro, and, consequently, an in-depth flow
cytometric analysis is required.

EGFP-labelled L.major transfectants have been detected in both the amastigote and pro-
mastigote stages in the footpad lesions of BALB/c mice [89]. The study showed an in vivo cor-
relation between parasite fluorescence and footpad thickness, suggesting that the method could
be applied as a semi-quantitative parameter for parasite load. The paper also suggests that the
model could be utilized for in vivo real-time whole body fluorescence imaging and eventually
be applied to different animal species such as hamsters and dogs. Pulido et al., 2012, used Bol-
hassini’s system to describe the first NewWorld Leishmania strain (L. panamensis) to stably
express GFP transgenically [90]. Their in vivo model uses the golden hamster, which they
described as the best animal model for CL (based on work by Hommel et al., 1995 [95]),
infected with L. panamensis plR3(-)eGFP. Fluorescence was homogenous and persisted for
long periods of time. Promastigotes taken from the infected hamster were used to infect and
produce induration in the hamster nose, indicating that the virulence of recombinant strains is
not affected by genetic manipulation. Transfected cells remained as a homogenous and unique
population.

A recent paper by Calvo-Alvarez et al., 2012, suggests that fluorescent reporter molecules
that emit light in the red spectrum prove excellent candidates for in vivo drug screening assays
[78]. The group used mCherry as their red reporter molecule, which was considered the best
choice for their studies based on improved photostability and suitability for intravital imaging.
The transgenic L.major LV39c5 + mCherry strain was used to infect BALB/c mice. Lesion size
and fluorescence intensity showed good correlation. As the authors wrote, “It is remarkable
that a weak but measurable fluorescence signal from infected hind limbs was detectable two
weeks prior to visible and measurable injury took place in all dose groups” [78], and the in vivo
model was subsequently applied to a vaccination study. Fluorescence was lower in the vacci-
nated group than the control by 80%. These results were reproducible, thus indicating that the
model can be considered a highly suitable system for drug discovery. The mCherry fluorescent
protein system is highly sensitive—being able to detect 104 amastigotes isolated from a lesion—
and shows possibilities for automation and miniaturization, reducing both cost and time.

Another recent paper utilises two reporter proteins: EGFP and luciferase combined [96].
They generated stable transgenic L.major expressing fused EGFP and firefly luciferase simulta-
neously, thus increasing the experimental sensitivity. These signals from the parasite were mea-
surable within a mammalian host (BALB/c mice) and promastigotes. Their results concluded
that both quantitative reporter genes could be used to detect parasite load in vitro and in vivo
and demonstrated that firefly luciferase was 10-fold more sensitive than EGFP in promastigote
stage. This model also has exciting potential for use in drug discovery.
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Discussion
To summarize, animal models that show the greatest potential for the evaluation of new poten-
tial anti-leishmanial drugs have not been certified, and this review goes some way in clarifying
our understanding of the predictive validity and representativeness of the models for human
disease. Currently, the BALB/c–L.majormodel is one of the most widely used. The idea of
using BALB/c mice for drug studies is based on the notion that if the BALB/c mice can be pro-
tected or cured from the parasite disease, then so can the resistant mouse strains. However,
using this model will possibly result in the inability to detect potentially useful compounds due
to the stringencies and peculiarities associated with it. The risk of overlooking such compounds
is too great, and thus, the model has limitations. Despite this, it should be noted that the choice
of a rodent model strongly depends on the research question that is being addressed. The use
of BALB/c–L.major can be justified in drug testing, as it is reproducible and generally accepted
to be a rigorous test. CL progresses quickly in this non-healing model; hence, when a lesion
size and parasite load reduction is obtained, it is likely to lead to reduction in other self-cure
models. The in vivo model should be considered solely as a predictive tool in a complete set of
experiments involving in vitro and additional in vivo work in which each experiment answers
a different defined question, as demonstrated by Grogl et al., 2013.

It is usually difficult to refute a dogma. The BALB/c–L.majormodel has been used for test-
ing drugs for decades [97,98], primarily because of extreme sensitivity of BALB/c to L.major
infection and ease of outcome evaluation. It is now clear that the outcome of the infection is
directly influenced by the immune responses of the host. It is also known that L.major infec-
tion in BALB/c triggers a strong Th-2 response to leishmanial antigens, leading to rapid lesion
growth and generalized infection and, eventually, death. Hence, as mentioned elsewhere in the
text, immune-suppressive agents, which control this Th-2 response, reduce the lesion size and
parasite load. We would like to caution that reduction in lesion size and parasite burden may
not be due only to the anti-parasitic activity of the agents being tested but also their effects on
the immune responses. As of yet, the most comprehensive rodent models are the L. tropica–
CsS-16 [48], L. amazonensis–CBA [18], and L. braziliensis–golden hamster [66], which each
show promise for drug discovery (Table 1).

Many Leishmania species are ineffective at producing human-like immune and clinical
responses in nonhuman primate models, or else have not been widely studied (L. tropica, L.
mexicana, L. panamensis, and L. guyanensis). The L.major–vervets model is one that well rep-
resents the human form of disease and has the additional advantage of the animal breeding rel-
atively well in captivity. The vervet monkey has also been shown to produce recognizable
lesions after infection with L. aethiopica, but more research is needed to evaluate the models’
potential for drug discovery. The L.major–rhesus model also shows consistency with human
cases of CL and has been used in vaccine evaluation. Both the rhesus monkey and Cepus apella
develop clinical symptoms after infection with L. amazonensis, however, the former model is
more representative of the human CL disease and thus may be better for drug trials. The rhesus
monkey also develops characteristic lesional granulomas remarkably similar to those seen in
humans infected with L. braziliensis. Therefore, the L.major–vervets (37), L.major–rhesus
[40,41], and L. braziliensis–rhesus [68,69] models show the greatest potential for the evaluation
of new potential anti-leishmanial drugs.

The use of nonhuman primate models for the evaluation of potential anti-leishmanial com-
pounds is often used as a precursor to human clinical trials. However, the results achieved
from these nonhuman primate studies are often inferior to those that use rodent models. Non-
human primates should only be used as a model for drug evaluation if rodent models are inca-
pable of reproducing reliable results. As of January 1, 2013, Directive 2010/63/EU replaced
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Directive 86/609, stating that the use of nonhuman primates can only be used under strict cir-
cumstances, for example, for the benefit of human beings when it involves life-threatening or
debilitating diseases. Nonhuman primates must only be used if there is scientific justification
to the effect that the purpose of the procedure cannot be achieved by the use of species other
than nonhuman primates. Their use should not be sanctioned during the early stages of
research and is more appropriate for toxicology testing at the preclinical stage of development.
Often, the rodent models are far better at assessing the efficacy of a drug, and some reproduce
aspects of human infection to a far greater extent than the nonhuman primates. When consid-
ering in vivo models for drug discovery purposes, it should be noted that only small fractions
of drugs are available. Relatively restricted amounts of drug are used in mice, being smaller
than hamsters. Nonhuman primate models require much higher doses that are often not avail-
able at early stages. Animal models that show potential for studies of drug evaluation should
have obtained the disease through a method that mimics natural infection and, additionally,
should present similar clinical symptoms as are observed in humans. It is also important to
choose the right animal model for the Leishmania species, since it has been demonstrated in
multiple clinical trials that the efficacy of a given compound varies depending on the species of
Leishmania causing the infection. These factors should be considered although it is acknowl-
edged that such parameters are not always feasible. From this analysis, we conclude that L.
major–vervet, L.major–rhesus, L. tropica–CsS-16, L. amazonensis–CBA, L. braziliensis–
golden, or L. braziliensis–rhesus are the best models for CL drug discovery. However, the use of
these nonhuman primate models should only be used under extreme cases whereby they con-
form to the new directive and are scientifically justified.

Neither β-galactosidase nor β-lactamase are effective reporter molecules for in vivo drug
discovery. However, their use in vitro is widely used due to their simplicity and low cost. The
use of the firefly luciferase reporter molecule in transgenic Leishmania species shows exciting
results in its use for drug evaluation due to its high sensitivity and use in real-time analyses;
however, the process is costly due to the need for the substrate luciferin. Alternatively, fluores-
cent reporter molecules can be used to determine parasite load and have the advantage that
they do not require the use of exogenous substrates. Fluorescent proteins work intrinsically,
allowing for the real-time analysis of the molecular events in living cells. Although the GFP
and its variants have been used to quantify Leishmania parasites in in vivo models previously,
there are concerns that the excitation maxima of these proteins are close to the UV range, caus-
ing damage to living cells. The recent mCherry + L.majormodel has been shown effective in a
vaccination study in BALB/c mice and has greater sensitivity over the more commonly used
GFP models. Additionally, the combined use of EGFP and firefly luciferase in the L.major–
BALB/c model demonstrates a highly sensitive method for parasite quantification that has
potential for drug evaluation.

It is important to emphasize the extra valuable information we can obtain using reporter
molecules as tools for calculation of parasite load when compared to conventional methods.
The conventional methods used to quantify parasite load, such as the direct measurement of
parasite via microscopy or q-PCR amplification of parasite DNA, are not only laborious and
time consuming, but also require the euthanasia of large numbers of animals. In addition, these
methods cannot detect the spread of pathogens to unexpected anatomic sites or track their
space/time progression. In contrast, reporter molecules provide a readily measurable pheno-
type that allows the continuous monitoring of parasite load in vivo. These tools are highly sen-
sitive and often show potential for automation resulting in high-throughput quantification,
especially when combined with computational methods.

Current animal models for the utility and discovery of new potential anti-leishmanial drugs
differ vastly in their immunological response to disease and clinical presentation of symptoms.
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After the initial HTS of the drugs in vitro, animal models are used to ensure correlation of drug
results in vivo before human clinical trials begin. Infected animal models with similarities to
the human form of CL should be more representative when considering the effectiveness of a
compound within a human. Models with dissimilar clinical presentations should be avoided.
The accurate quantification of parasite load and, thus, effect of a drug must then be determined
through the use of reliable quantification methods as described. It should also be noted that the
overall curative effects of anti-leishmanial drugs in vivo depend not only on antiparasitic activi-
ties of the agents but also on immune responses of the host. Hence, understanding the immu-
nopathology of the animal model is important when selecting agents for clinical development.

In conclusion, we found that the following models are the most suitable for the assessment
of anti-leishmanial drugs: L.major–C57BL/6 mice or–vervet monkey, L.major–rhesus, L. tro-
pica–CsS-16, L. amazonensis–CBA, L. braziliensis–golden or L. braziliensis–rhesus. We also
found that the other models investigated here are not currently supported. The guidance pro-
vided in this report should help when considering a CL animal model for drug discovery, and
we suggest that further work should focus on these recommended models.

References
1. Roberts MTM. Current understandings on the immunology of leishmaniasis and recent developments

in prevention and treatment. British Medical Bulletin. 2009; (75&76: ): 115–130 PMID: 16847165

2. Akopyants NS, Kimblin N, Secundino N, Patrick R, Peters N, Lawyer P, et al. Demonstration of genetic
exchange during cyclical development of Leishmania in the sand fly vector. Science (New York, N.Y.)
2009; 324(5924):265–268.

3. Reithinger R, Dujardin JC, Louzir H, Pirmez C, Alexander B, Brooker S. Cutaneous leishmaniasis. Lan-
cet Infect Dis. 2007; Sep; 7(9): 581–96. PMID: 17714672

4. David CV, Craft N. Cutaneous and mucocutaneous leishmaniasis. Dermatol Ther. 2009; NovDec; 22
(6): 491–502. doi: 10.1111/j.1529-8019.2009.01272.x PMID: 19889134

5. Modabber F, Buffet PA, Torreele E, Milon G, Croft SL. Consultative meeting to develop a strategy for
treatment of cutaneous leishmaniasis. Institute Pasteur, Paris. 13–15 June, 2006. Kinetoplastid Biology
and Disease. 2007; 6, 3. PMID: 17456237

6. Behforouz NC, Wenger CD, Mathison BA. Prophylactic treatment of BALB/c mice with cyclosporine A
and its analog B-5-49 enhances resistance to Leishmania major. J.immunol. 1986; 136(8): 3067–75.
PMID: 3958489

7. Cruz-Chan JV, Aguilar-Cetina AC, Villanueva-Lizama LE, Martínez-Vega PP, Ramírez-Sierra MJ,
Rosado-Vallado ME, et al. A canine model of experimental infection with Leishmania (L.) mexicana. Par-
asites & Vectors. 2014; 7, 361.

8. Fondevila D, Vilafranca M, Ferrer L. Epidermal immunocompetence in canine leishmaniasis. Veterinary
Immunology and Immunopathology. 1997; 56(3–4): 319–327. PMID: 9223235

9. Pirmez C, Coutinho SG, Marzochi MCA, Nunes MP, Grimaldi G. Canine American Cutaneous Leish-
maniasis: A Clinical and Immunological Study in Dogs Naturally Infected with Leishmania Braziliensis
Braziliensis in an Endemic Area of Rio de Janeiro, Brazil. Am J Trop Med Hyg. 1988; Jan 38: 52–58.
PMID: 3277465

10. Russell WMS, Burch RL. The principles of humane experimental technique. London: Methuen; 1959.

11. Bhatnagar S, Guru PY, Katiyar JC, Srivastava R, Mukherjee A, Akhtar MS, et al. Exploration of antil-
eishmanial activity in heterocycles; results of their in vivo & in vitro bioevaluations. Indian J Med Res.
1989; Nov; 89:439–44. PMID: 2620947

12. Nelson DJ, LaFon SW, Tuttle JV, Miller WH, Miller RL, Krenitsky TA, et al. Allopurinol Ribonucleoside
as an antileishmanial agent. Biological effects, metabolism, and enzymatic phosphorylation. J.Biol
Chem. 1979; Nov 254(22): 11544–49. PMID: 500658

13. Walton BC, Harper J, Neal RA. Effectiveness of allopurinol against L. braziliensis panamensis in Aotus
trivirgatus. Am J Trop Med. 1983; 32: 46–50.

14. D’Olivera A Jr, Machado PR, Carvalho EM. Evaluating the efficacy of allopurinol for the treatment of
cutaneous leishmaniasis. Int J Derm. 1997; 36: 938–46. PMID: 9466205

15. Velez I, Agudelo S, Hendrickx E, Puerta J, Grogl M, Modebber F et al. Inefficacy of allopurinol as mono-
therapy for Colombian cutaneous leishmaniasis. A randomized controlled study. Ann Intern Med. 1997;
126(3): 232–6. PMID: 9027276

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 17 / 23

http://www.ncbi.nlm.nih.gov/pubmed/16847165
http://www.ncbi.nlm.nih.gov/pubmed/17714672
http://dx.doi.org/10.1111/j.1529-8019.2009.01272.x
http://www.ncbi.nlm.nih.gov/pubmed/19889134
http://www.ncbi.nlm.nih.gov/pubmed/17456237
http://www.ncbi.nlm.nih.gov/pubmed/3958489
http://www.ncbi.nlm.nih.gov/pubmed/9223235
http://www.ncbi.nlm.nih.gov/pubmed/3277465
http://www.ncbi.nlm.nih.gov/pubmed/2620947
http://www.ncbi.nlm.nih.gov/pubmed/500658
http://www.ncbi.nlm.nih.gov/pubmed/9466205
http://www.ncbi.nlm.nih.gov/pubmed/9027276


16. Pescher P, Blisnick T, Bastin P, Späth GF. Quantitative proteome profiling informs on phenotypic traits
that adapt Leishmania donovani for axenic and intracellular proliferation. Cellular Microbiology. 2011;
13: 978–991. doi: 10.1111/j.1462-5822.2011.01593.x PMID: 21501362

17. Grimaldi G Jr. The utility of rhesus monkey (Macaca mulatta) and other non-human primate models for
preclinical testing of Leishmania candidate vaccines. Mem Inst Oswaldo Cruz. 2008; Nov 103(7): 629–
44. PMID: 19057811

18. Charret KS, Lagrota-Cândido J, Carvalho-Pinto CE, Hottz CF, Lira ML, Rodrigues RF, et al. The histo-
pathological and immunological pattern of CBAmice infected with Leishmania amazonensis after treat-
ment with pyrazole carbohydrazide derivatives. Exp Parasitol. 2013; Feb 133(2): 201–10. Epub 2012
Dec 5. doi: 10.1016/j.exppara.2012.11.022 PMID: 23219949

19. De Oliveira CI, Teixeira MJ, Gomes R, Barral A, Brodskyn C. Animal models for infectious diseases
caused by parasites: Leishmaniasis. Drug Dis Today: Dis Mod. 2004; 1(1): 81–6.

20. Neal RA, Hale C. A comparative study of susceptibility of inbred and outbred mouse strains compared
with hamsters to infection with NewWorld cutaneous leishmaniases. Parasitology. 1983; Aug 87(Pt1):
7–13.

21. Nasseri M, Modabber FZ. Generalized infection and lack of delayed hypersensitivity in BALB/c mice
infected with Leishmania tropica major. Infect Immun. 1979; Nov 26(2): 611–4. PMID: 546790

22. Behin R, Mauel J, Sordat B. Leishmania tropica: pathogenicity and in vitromacrophage function in
strains of mice. Exp Pasitol.1979; 48: 81–91.

23. Sacks DL, Perkins PV. Identification of an infective stage of Leishmania promastigotes. Science. 1984;
223(4643): 1417–9. PMID: 6701528

24. Peters NC, Kimblin N, Secundino N, Kamhawi S, Lawyer P, Sacks DL. Vector Transmission of Leish-
mania Abrogates Vaccine-Induced Protective Immunity. PLoS Pathogens. 2009; 5(6), e1000484. doi:
10.1371/journal.ppat.1000484 PMID: 19543375

25. Ribeiro-Gomes FL, Roma EH, Carneiro MBH, Doria NA, Sacks DL, Peters NC. Site-Dependent
Recruitment of Inflammatory Cells Determines the Effective Dose of Leishmania major. Infection and
Immunity. 2014; 82(7): 2713–2727. doi: 10.1128/IAI.01600-13 PMID: 24733090

26. Van Zandbergen G, Bollinger A, Wenzel A, Kamhawi S, Voll R, Klinger M, et al. Leishmania disease
development depends on the presence of apoptotic promastigotes in the virulent inoculum. Proceed-
ings of the National Academy of Sciences of the United States of America. 2006; 103(37): 13837–
13842. PMID: 16945916

27. Louis J, Gumy A, Voigt H, Rocken M, Launois P. Experimental cutaneous leishmaniasis: a powerful
model to study in vivo the mechanisms underlying genetic differences in Th subset differentiation. Eur J
Dermatol. 2002; 12: 316–8 PMID: 12095873

28. Tacchini-Cottier F, Weinkopff T, Launois P. Does T Helper Differentiation Correlate with Resistance or
Susceptibility to Infection with L. major? Some Insights From the Murine Model. Front Immunol. 2012;
Feb 27; 3:32. doi: 10.3389/fimmu.2012.00032 PMID: 22566916

29. Djoko-Tamnu J, Leclerc C, Modabber F, Chedid L. Studies on visceral Leishmania tropica infection in
BALB/c mice. Clinical features and cellular changes. Clin Exp Immunol. 1983; 46(3): 493–8.

30. Leclerc C, Modabber F, Deriaud E, Djoko-Tamnou J, Chedid L. Visceral Leishmania tropica infection of
BALB/c mice: cellular analysis of in vitro unresponsiveness to sheep erythrocytes. Infection and Immu-
nity. 1982; 37(3): 895–902. PMID: 6982232

31. Colle JH, Truffa-Bachi P, Chedid L, Modabber F. Lack of general immunosuppression during visceral
Leishmania tropica infection in BALB/c mice: augmented antibody response to thymus-independent
antigens and polyclonal activation. J Immunol. 1983; 131(3): 1492–5. PMID: 6350457

32. Mirkovich AM, Galelli A, Allison AC, Modabber FZ. Increased myelopoiesis during Leishmania major
infection in mice: generation of ‘safe targets’, a possible way to evade the effector immune mechanism.
Clin Exp Immunol. 1986; 64(1): 1–7. PMID: 3488146

33. Gumy A, Louis JA, Launois P. The murine model of infection with Leishmania major and its importance
for the deciphering of mechanisms underlying differences in Th cell differentiation in mice from different
genetic backgrounds. Int J Parasitol. 2004; 34(4): 433–444 PMID: 15013733

34. Modabber F. Experiences with vaccines against cutaneous leishmaniasis: of men and mice. Parasitol-
ogy. 1989; 98 Suppl:S49–60. PMID: 2657601

35. Grogl M, Hickman M, Ellis W, Hudson T, Lazo JS, Sharlow ER, et al. Drug discovery algorithm for cuta-
neous leishmaniasis. Am J Trop Med Hyg. 2013; Feb 88(2): 216–21. doi: 10.4269/ajtmh.11-0812
PMID: 23390221

36. Wege AK, Florian C, Ernst W, Zimara N, Schleicher U, Hanses F, et al. Leishmania major Infection in
Humanized Mice Induces Systemic Infection and Provokes a Nonprotective Human Immune

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 18 / 23

http://dx.doi.org/10.1111/j.1462-5822.2011.01593.x
http://www.ncbi.nlm.nih.gov/pubmed/21501362
http://www.ncbi.nlm.nih.gov/pubmed/19057811
http://dx.doi.org/10.1016/j.exppara.2012.11.022
http://www.ncbi.nlm.nih.gov/pubmed/23219949
http://www.ncbi.nlm.nih.gov/pubmed/546790
http://www.ncbi.nlm.nih.gov/pubmed/6701528
http://dx.doi.org/10.1371/journal.ppat.1000484
http://www.ncbi.nlm.nih.gov/pubmed/19543375
http://dx.doi.org/10.1128/IAI.01600-13
http://www.ncbi.nlm.nih.gov/pubmed/24733090
http://www.ncbi.nlm.nih.gov/pubmed/16945916
http://www.ncbi.nlm.nih.gov/pubmed/12095873
http://dx.doi.org/10.3389/fimmu.2012.00032
http://www.ncbi.nlm.nih.gov/pubmed/22566916
http://www.ncbi.nlm.nih.gov/pubmed/6982232
http://www.ncbi.nlm.nih.gov/pubmed/6350457
http://www.ncbi.nlm.nih.gov/pubmed/3488146
http://www.ncbi.nlm.nih.gov/pubmed/15013733
http://www.ncbi.nlm.nih.gov/pubmed/2657601
http://dx.doi.org/10.4269/ajtmh.11-0812
http://www.ncbi.nlm.nih.gov/pubmed/23390221


Response. Dumonteil E, ed. PLoS Negl Trop Dis. 2012; 6(7): e1741. doi: 10.1371/journal.pntd.
0001741 PMID: 22848771

37. Githure JI, Reid GD, Binhazim AA, Anjili CO, Shatry AM, Hendricks LD. Leishmania major: the suitabil-
ity of East African nonhuman primates as animal models for cutaneous leishmaniasis. Exp Parasitol.
1987; Dec 64(3): 438–47. PMID: 3678449

38. Binhazim AA, Githure JI, Muchemi GK, Reid GD. Isolation of Leishmania major from a naturally infected
vervet monkey (Cercopithecus aethiops) caught in Kiambu District, Kenya. J Parasitol. 1987; Dec 73
(6): 1278–9. PMID: 3437365

39. Olobo JO, Gicheru MM, Anjili CO. The African Green Monkey model for cutaneous and visceral leish-
maniasis. Trends Parasitol. 2001; Dec 17(12): 588–92. PMID: 11756043

40. Amaral VF, Teva A, Oliveira-Neto MP, Silva AJ, Pereira MS, Cupolillo E, et al. Study of the safety,
immunogenicity and efficacy of attenuated and killed Leishmania (Leishmania) major vaccines in a rhe-
sus monkey (Macaca mulatta) model of the human disease. Mem Inst Oswaldo Cruz. 2002; Oct 97(7):
1041–8. PMID: 12471434

41. Freidag BL, Mendez S, Cheever AW, Kenney RT, Flynn B, Sacks DL, et al. Immunological and patho-
logical evaluation of rhesus macaques infected with Leishmania major. Exp Parasitol. 2003; MarApr
103(3–4): 160–8. PMID: 12880593

42. Flynn B, Wang V, Sacks DL, Sedar RA, Verthelyi D. Prevention and Treatment of Cutaneous Leish-
maniasis in Primates by Using Synthetic Type D/A Oligodeoxynucleotides Expressing CpGMotifs.
Infection and Immunity. 2005; 73(8): 4948–4954. PMID: 16041009

43. Mahmoudzadeh-Niknam H, Kiaei SS, Iravani D. Leishmania tropica infection, in comparison to Leish-
mania major, induces lower delayed type hypersensitivity in BALB/c mice. Korean J Parasitol. 2007;
Jun 45(2): 103–9. PMID: 17570972

44. Anderson CF, Lira R, Kamhawi S, Belkaid Y, Wynn TA, Sacks D. IL-10 and TGF-beta control the estab-
lishment of persistent and transmissible infections produced by Leishmania tropica in C57BL/6 mice. J
Immunol. 2008; Mar 180(6): 4090–7. PMID: 18322219

45. Svobodová M, Votýpka J, Nicolas L, Volf P. Leishmania tropica in the black rat (Rattus rattus):persis-
tence and transmission from asymptomatic host to sand fly vector Phlebotomus sergenti. Microbes
Infect. 2003; Apr 5(5): 361–4. PMID: 12737990

46. Talmi-Frank D, Jaffe CL, Nasereddin A, Baneth G. Leishmania tropica experimental infection in the rat
using luciferase-transfected parasites. Vet Parasitol. 2012; Jun 187(1–2): 57–62. Epub 2012 Jan 5.
doi: 10.1016/j.vetpar.2011.12.035 PMID: 22270032

47. Kobets T, Havelková H, Grekov I, Volkova V, Vojtíšková J, Slapničková M, et al. Genetics of host
response to Leishmania tropica in mice—different control of skin pathology, chemokine reaction, and
invasion into spleen and liver. PLoS Negl Trop Dis. 2012; 6(6): e1667. Epub 2012 Jun 5. doi: 10.1371/
journal.pntd.0001667 PMID: 22679519

48. Sohrabi Y, Havelková H, Kobets T, Síma M, Volkova V, Grekov I, et al. Mapping the Genes for Suscep-
tibility and Response to Leishmania tropica in Mouse. PLoS Negl Trop Dis. 2013; Jul 7(7): e2282. Print
2013 Jul. doi: 10.1371/journal.pntd.0002282 PMID: 23875032

49. Wolf RE. Immune response to Leishmania tropica in Macaca Mulatta. J Parasitol. 1976; Apr 62(2):
209–14. PMID: 817009

50. Akuffo HO, Walford C, Nilsen R. The pathogenesis of Leishmania aethiopica infection in BALB/c mice.
Scand J Immunol. 1990; Aug 32(2): 103–10. PMID: 2389113

51. Childs GE, Lightner LK, McKinney L, Groves MG, Price EE, Hendricks LD. Inbred mice as model hosts
for cutaneous leishmaniasis. I. Resistance and susceptibility to infection with Leishmania braziliensis,
L.. mexicana, and L. aethiopica. Ann Trop Med Parasitol. 1984; Feb 78(1): 25–34. PMID: 6721612

52. Hailu A, Negesse Y, Abraham I. Leishmania aethiopica: experimental infections in non-human pri-
mates. Acta Trop. 1995; Jun 59(3): 243–50. PMID: 7572430

53. Rosas LE, Keiser T, Barbi J, Satoskar AA, Septer A, Kaczmarek J, et al. Genetic background influences
immune responses and disease outcome of cutaneous L. mexicana infection in mice. Int Immunol.
2005; Oct 17(10): 1347–57. Epub 2005 Sep 2. PMID: 16141242

54. Sosa-Bibiano EI, VanWynsberghe NR, Canto-Lara SB, Andrade-Narvaez FJ. Preliminary study
towards a novel experimental model to study localized cutaneous leishmaniasis caused by Leishmania
(Leishmania) Mexicana. Rev Inst Med Trop Sao Paulo. 2012; May-Jun 54(3): 165–9. PMID: 22634889

55. de Souza Pietra RC, Rodrigues LF, Teixeira E, Fried L, Lefkove B, Rabello A, et al. Triphenylmethane
derivatives have high in vitro and in vivo activity against the main causative agents of cutaneous leish-
maniasis. PLoS One. 2013; 8(1): e51864. Epub 2013 Jan 14. doi: 10.1371/journal.pone.0051864
PMID: 23341885

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 19 / 23

http://dx.doi.org/10.1371/journal.pntd.0001741
http://dx.doi.org/10.1371/journal.pntd.0001741
http://www.ncbi.nlm.nih.gov/pubmed/22848771
http://www.ncbi.nlm.nih.gov/pubmed/3678449
http://www.ncbi.nlm.nih.gov/pubmed/3437365
http://www.ncbi.nlm.nih.gov/pubmed/11756043
http://www.ncbi.nlm.nih.gov/pubmed/12471434
http://www.ncbi.nlm.nih.gov/pubmed/12880593
http://www.ncbi.nlm.nih.gov/pubmed/16041009
http://www.ncbi.nlm.nih.gov/pubmed/17570972
http://www.ncbi.nlm.nih.gov/pubmed/18322219
http://www.ncbi.nlm.nih.gov/pubmed/12737990
http://dx.doi.org/10.1016/j.vetpar.2011.12.035
http://www.ncbi.nlm.nih.gov/pubmed/22270032
http://dx.doi.org/10.1371/journal.pntd.0001667
http://dx.doi.org/10.1371/journal.pntd.0001667
http://www.ncbi.nlm.nih.gov/pubmed/22679519
http://dx.doi.org/10.1371/journal.pntd.0002282
http://www.ncbi.nlm.nih.gov/pubmed/23875032
http://www.ncbi.nlm.nih.gov/pubmed/817009
http://www.ncbi.nlm.nih.gov/pubmed/2389113
http://www.ncbi.nlm.nih.gov/pubmed/6721612
http://www.ncbi.nlm.nih.gov/pubmed/7572430
http://www.ncbi.nlm.nih.gov/pubmed/16141242
http://www.ncbi.nlm.nih.gov/pubmed/22634889
http://dx.doi.org/10.1371/journal.pone.0051864
http://www.ncbi.nlm.nih.gov/pubmed/23341885


56. Probst CM, Silva RA, Menezes JP, Almeida TF, Gomes IN, Dallabona AC, et al. A comparison of two
distinct murine macrophage gene expression profiles in response to Leishmania amazonensis infec-
tion. BMCMicrobiol. 2012; Feb 12:22. doi: 10.1186/1471-2180-12-22 PMID: 22321871

57. Lemos de Souza V, Ascenção Souza J, Correia Silva TM, Sampaio Tavares Veras P, Rodrigues
deFreitas LA. Different Leishmania species determine distinct profiles of immune and histopathological
responses in CBAmice. Microbes Infect. 2000; Dec 2(15): 1807–15. PMID: 11165924

58. Amaral VF, Ransatto VA, Conceicão-Silva F, Molinaro E, Ferreira V, Coutinho SG, et al. Leishmania
amazonensis: the Asian rhesus macaques (Macaca mulatta) as an experimental model for study of
cutaneous leishmaniasis. Exp Parasitol. 1996; Jan 82(1): 34–44. PMID: 8617329

59. Garcez LM, Goto H, Ramos PK, Brigido Mdo C, Gomes PA, Souza RA, et al. Leishmania (Leishmania)
amazonensis-induced cutaneous leishmaniasis in the primate Cebus apella: a model for vaccine trials.
Int J Parasitol. 2002; Dec 32(14): 1755–64. PMID: 12464422

60. Warburg A, Schlein Y. The effect of post-bloodmeal nutrition of Phlebotomus papatasi on the transmis-
sion of Leishmania major. Am J Trop Med Hyg. 1986; Sep 35(5): 926–30. PMID: 3766853

61. Lima HC, DeKrey GK, Titus RG. Resolution of an infection with Leishmania braziliensis confers com-
plete protection to a subsequent challenge with Leishmania major in BALB/c mice. Mem Inst Oswaldo
Cruz. 1999; Jan-Feb; 94(1): 71–6. PMID: 10029914

62. DeKrey GK, Lima HC, Titus RG. Analysis of the immune responses of mice to infection with Leishmania
braziliensis. Infect Immun. 1998; Feb 66(2): 827–9. PMID: 9453649

63. Salay G, Dorta ML, Santos NM, Mortara RA, Brodskyn C, Oliveira CI, et al. Testing of four Leishmania
vaccine candidates in a mouse model of infection with Leishmania (Viannia) braziliensis, the main
causative agent of cutaneous leishmaniasis in the NewWorld. Clin Vaccine Immunol. 2007; Sep 14(9):
1173–81. Epub 2007 Jul 11. PMID: 17626159

64. de Moura TR, Novais FO, Oliveira F, Clarêncio J, Noronha A, Barral A, et al. Toward a novel experi-
mental model of infection to study American cutaneous leishmaniasis caused by Leishmania brazilien-
sis. Infect Immun. 2005; Sep 73(9): 5827–34. PMID: 16113301

65. Gomes R, Oliveira F, Teixeira C, Meneses C, Gilmore DC, Elnaiem DE, et al. Immunity to sandfly sali-
vary protein LJM11 modulates host response to vector-transmitted Leishmania conferring ulcer-free
protection. J Invest. Dermatol. 2012; 132(2): 2735–43.

66. Gomes-Silva A, Valverde JG, Ribeiro-Romão RP, Plácido-Pereira RM, Da-Cruz AM. Golden hamster
(Mesocricetus auratus) as an experimental model for Leishmania (Viannia) braziliensis infection. Para-
sitology. 2013; May 140(6): 771–9. Epub 2013 Feb 1. doi: 10.1017/S0031182012002156 PMID:
23369503

67. Loría-Cervera EN, Andrade-Narváez FJ. Animal Models for the study of Leishmaniasis Immunology.
Revista do Instituto de Medicina Tropical de São Paulo 2014; 56(1): 1–11. doi: 10.1590/S0036-
46652014000100001 PMID: 24553602

68. Souza-Lemos C, de-Campos SN, Teva A, Porrozzi R, Grimaldi G Jr. In situ characterization of the gran-
ulomatous immune response with time in nonhealing lesional skin of Leishmania braziliensisinfected
rhesus macaques (Macaca mulatta). Vet Immunol Immunopathol. 2011; Aug 142(3–4):147–55. Epub
2011 May 7. doi: 10.1016/j.vetimm.2011.05.002 PMID: 21601294

69. de-Campos SN, Souza-Lemos C, Teva A, Porrozzi R, Grimaldi G Jr. Systemic and compartmentalised
immune responses in a Leishmania braziliensis-macaque model of self-healing cutaneous leishmania-
sis. Vet Immunol Immunopathol. 2010; Sep 137(1–2): 149–54. Epub 2010 Apr 21. doi: 10.1016/j.
vetimm.2010.04.009 PMID: 20546932

70. Cuba CA, Ferreira V, Bampi M, Magalhães A, Marsden PD, Vexenat A, et al. Experimental infection
with Leishmania (Viannia) braziliensis and Leishmania (Leishmania) amazonensis in the marmoset,
Callithrix penicillata (Primates:Callithricidae). Mem Inst Oswaldo Cruz. 1990; OctDec 85(4): 459–67.
PMID: 2152198

71. Castilho TM, Goldsmith-Pestana K, Lozano C, Valderrama L, Saravia NG, McMahon-Pratt D. Murine
model of chronic L. (Viannia) panamensis infection: role of IL-13 in disease. Eur J Immunol. 2010; Oct
40(10): 2816–29. doi: 10.1002/eji.201040384 PMID: 20827674

72. Martinez JE, Travi BL, Valencia AZ, Saravia NG. Metastatic capability of Leishmania (Viannia) pana-
mensis and Leishmania (Viannia) guyanensis in golden hamsters. J Parasitol. 1991; Oct 77(5): 762–8.
PMID: 1919926

73. Martínez JE, Valderrama L, Gama V, Leiby DA, Saravia NG. Clonal diversity in the expression and sta-
bility of the metastatic capability of Leishmania guyanensis in the golden hamster. J Parasitol. 2000;
Aug 86(4): 792–9. PMID: 10958458

74. Doherty TM, Coffman RL. Leishmania major: effect of infectious dose on T cell subset development in
BALB/c mice. Exp Parasitol. 1996; Nov 84(2): 124–35. PMID: 8932762

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 20 / 23

http://dx.doi.org/10.1186/1471-2180-12-22
http://www.ncbi.nlm.nih.gov/pubmed/22321871
http://www.ncbi.nlm.nih.gov/pubmed/11165924
http://www.ncbi.nlm.nih.gov/pubmed/8617329
http://www.ncbi.nlm.nih.gov/pubmed/12464422
http://www.ncbi.nlm.nih.gov/pubmed/3766853
http://www.ncbi.nlm.nih.gov/pubmed/10029914
http://www.ncbi.nlm.nih.gov/pubmed/9453649
http://www.ncbi.nlm.nih.gov/pubmed/17626159
http://www.ncbi.nlm.nih.gov/pubmed/16113301
http://dx.doi.org/10.1017/S0031182012002156
http://www.ncbi.nlm.nih.gov/pubmed/23369503
http://dx.doi.org/10.1590/S0036-46652014000100001
http://dx.doi.org/10.1590/S0036-46652014000100001
http://www.ncbi.nlm.nih.gov/pubmed/24553602
http://dx.doi.org/10.1016/j.vetimm.2011.05.002
http://www.ncbi.nlm.nih.gov/pubmed/21601294
http://dx.doi.org/10.1016/j.vetimm.2010.04.009
http://dx.doi.org/10.1016/j.vetimm.2010.04.009
http://www.ncbi.nlm.nih.gov/pubmed/20546932
http://www.ncbi.nlm.nih.gov/pubmed/2152198
http://dx.doi.org/10.1002/eji.201040384
http://www.ncbi.nlm.nih.gov/pubmed/20827674
http://www.ncbi.nlm.nih.gov/pubmed/1919926
http://www.ncbi.nlm.nih.gov/pubmed/10958458
http://www.ncbi.nlm.nih.gov/pubmed/8932762


75. Osorio Y, Melby PC, Pirmez C, Chandrasekar B, Guarín N, Travi BL. The site of cutaneous infection
influences the immunological response and clinical outcome of hamsters infected with Leishmania
panamensis. Parasite Immunol. 2003; Mar 25(3): 139–48. PMID: 12911522

76. de Moura TR, Oliveira F, Carneiro MW, Miranda JC, Clarêncio J, Barral-Netto M, et al. Functional tran-
scriptomics of wild-caught Lutzomyia intermedia salivary glands: identification of a protective salivary
protein against Leishmania braziliensis infection. PLoS Negl Trop Dis. 2013; May 7(5): e2242. Print
2013 May. doi: 10.1371/journal.pntd.0002242 PMID: 23717705

77. Quiñonez-Díaz L, Mancilla-Ramírez J, Avila-García M, Ortiz-Avalos J, Berron A, González S, et al.
Effect of ambient temperature on the clinical manifestations of experimental diffuse cutaneous leish-
maniasis in a rodent model. Vector Borne Zoonotic Dis. 2012; Oct 12(10): 85160. Epub 2012 May 31.

78. Calvo-Álvarez E, Guerrero NA, Alvarez-Velilla R, Prada CF, Requena JM, Punzón C, et al. Appraisal of
a Leishmania major strain stably expressing mCherry fluorescent protein for both in vitro and in vivo
studies of potential drugs and vaccine against cutaneous leishmaniasis. PLoS Negl Trop Dis. 2012; 6
(11): e1927. Epub 2012 Nov 29. doi: 10.1371/journal.pntd.0001927 PMID: 23209866

79. Thalhofer CJ, Graff JW, Love-Homan L, Hickerson SM, Craft N, Beverley SM, et al. In vivo imaging of
transgenic Leishmania parasites in a live host. J Vis Exp. 2010; Jul 27;(41: ).

80. Sereno D, Cordeiro da Silva A, Mathieu-Daude F, Ouaissi A. Advances and perspectives in Leishmania
cell based drug-screening procedures. Parasitol Int. 2007; Mar 56(1): 3–7. Epub 2006 Oct 31. PMID:
17079188

81. Dube A, Gupta R, Singh N. Reporter genes facilitating discovery of drugs targeting protozoan parasites.
Trends Parasitol. 2009; Sep 25(9): 432–9. doi: 10.1016/j.pt.2009.06.006 Epub 2009 Aug 31. Review.
PMID: 19720564

82. Okuno T, Goto Y, Matsumoto Y, Otsuka H, Matsumoto Y. Applications of recombinant Leishmania
amazonensis expressing egfp or the beta-galactosidase gene for drug screening and histopathological
analysis. Exp Anim. 2003; 52: 109–18

83. Buckner FS, Wilson AJ. Colorimetric assay for screening compounds against Leishmania amastigotes
grown in macrophages. Am J Trop Med Hyg. 2005; 72: 600–5. PMID: 15891135

84. Mandal S, Maharjan M, Ganguly S, Chatterjee M, Singh S, Buckner FS, et al. High throughput screen-
ing of amastigotes of Leishmania donovani clinical isolates against drugs using colorimetric βlactamase
assay. Indian J Exp Biol. 2009; 47(6): 475–9. PMID: 19634714

85. Roy G, Dumas C, Sereno D, Wu Y, Singh AK, Tremblay MJ, et al. Episomal and stable expression of
the luciferase reporter gene for quantifying Leishmania spp. infections in macrophages and in animal
models. Mol Biochem Parasitol. 2000; 110: 195–206. PMID: 11071276

86. Lang T, Goyard S, Lebastard M, Milon G. Bioluminescent Leishmania expressing luciferase for rapid
and high throughput screening of drugs acting on amastigote-harbouring macrophages and for quanti-
tative real-time monitoring of parasitism features in living mice. Cell Microbiol. 2005; 7: 383–92. PMID:
15679841

87. Reimão JQ, Trinconi CT, Yokoyama-Yasunaka JK, Miguel DC, Kalil SP, Uliana SR. Parasite burden in
Leishmania (Leishmania) amazonensis-infected mice: validation of luciferase as a quantitative tool. J
Microbiol Methods. 2013; May 93(2): 95–101. Epub 2013 Mar 4. doi: 10.1016/j.mimet.2013.02.007
PMID: 23466934

88. Kain SR. Green fluorescent protein (GFP): applications in cell-based assays for drug discovery. Drug
Discov Today. 1999; 77: 57–64.

89. Bolhassani A, Taheri T, Taslimi Y, Zamanilui S, Zahedifard F, Seyed N, et al. Fluorescent Leishmania
species: development of stable GFP expression and its application for in vitro and in vivo studies. Exp
Parasitol. 2011; Mar 127(3): 637–45. Epub 2010 Dec 25. doi: 10.1016/j.exppara.2010.12.006 PMID:
21187086

90. Pulido SA, Muñoz DL, Restrepo AM, Mesa CV, Alzate JF, Vélez ID, et al. Improvement of the green
fluorescent protein reporter system in Leishmania spp. for the in vitro and in vivo screening of antileish-
manial drugs. Acta Trop. 2012; Apr 122(1): 36–45. Epub 2011 Dec 6. doi: 10.1016/j.actatropica.2011.
11.015 PMID: 22155571

91. Calvo-Alvarez E, Stamatakis K, Punzon C, Alvarez-Velilla R, Tejeria A, Escudero-Martinez JM, et al.
Infrared Fluorescent Imaging as a Potent Tool for In Vitro, Ex Vivo and In VivoModels of Visceral Leish-
maniasis. PLOS Negl Trop Dis. 2015; 9(3): doi: 10.1371/journal.pntd.0003666

92. Misslitz A, Mottram JC, Overath P, Aebischer T. Targeted integration into a rRNA locus results in uni-
form and high level expression of transgenes in Leishmania amastigotes. Mol Biochem Parasitol. 2000;
Apr 107(2): 251–61. PMID: 10779601

93. Varela M RE, Muñoz DL, Robledo SM, Kolli BK, Dutta S, Chang KP, et al. Leishmania (Viannia) pana-
mensis: an in vitro assay using the expression of GFP for screening of antileishmanial drug. Exp Parasi-
tol. 2009; Jun 122(2): 134–9. Epub 2009 Mar 20. doi: 10.1016/j.exppara.2009.02.012 PMID: 19303871

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 21 / 23

http://www.ncbi.nlm.nih.gov/pubmed/12911522
http://dx.doi.org/10.1371/journal.pntd.0002242
http://www.ncbi.nlm.nih.gov/pubmed/23717705
http://dx.doi.org/10.1371/journal.pntd.0001927
http://www.ncbi.nlm.nih.gov/pubmed/23209866
http://www.ncbi.nlm.nih.gov/pubmed/17079188
http://dx.doi.org/10.1016/j.pt.2009.06.006
http://www.ncbi.nlm.nih.gov/pubmed/19720564
http://www.ncbi.nlm.nih.gov/pubmed/15891135
http://www.ncbi.nlm.nih.gov/pubmed/19634714
http://www.ncbi.nlm.nih.gov/pubmed/11071276
http://www.ncbi.nlm.nih.gov/pubmed/15679841
http://dx.doi.org/10.1016/j.mimet.2013.02.007
http://www.ncbi.nlm.nih.gov/pubmed/23466934
http://dx.doi.org/10.1016/j.exppara.2010.12.006
http://www.ncbi.nlm.nih.gov/pubmed/21187086
http://dx.doi.org/10.1016/j.actatropica.2011.11.015
http://dx.doi.org/10.1016/j.actatropica.2011.11.015
http://www.ncbi.nlm.nih.gov/pubmed/22155571
http://dx.doi.org/10.1371/journal.pntd.0003666
http://www.ncbi.nlm.nih.gov/pubmed/10779601
http://dx.doi.org/10.1016/j.exppara.2009.02.012
http://www.ncbi.nlm.nih.gov/pubmed/19303871


94. Mehta SR, Huang R, Yang M, Zhang XQ, Kolli B, Chang KP, et al. Real-time in vivo green fluorescent
protein imaging of a murine leishmaniasis model as a new tool for leishmania vaccine and drug discov-
ery. Clinical Vacc Immunol. 2008; 15: 1764–70.

95. Hommel M, Jaffe CL, Travi B, Milon G. Experimental models for leishmaniasis and for testing antileish-
manial vaccines. Ann Trop Med Parasitol. 1995; Dec 89(Suppl 1): 55–73. PMID: 8745928

96. Taheri T, Nik HS, Seyed N, Doustdari F, Etemadzadeh M-H, Torkashvand F et al. Generation of stable
L. major+EGFP-LUC and simultaneous comparison between EGPF and luciferase sensitivity. Experimen-
tal Parasitology. 2015; (150: ): 44–55

97. Yardley V, Croft SL. Animal models of cutaneous leishmaniasis (chapter 93) in Handbook of animals of
infection. London: Academic Press; 1999.

98. Kropf et al. The leishmaniasis model in Methods in microbiology. London: Academic Press; 2010.

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 22 / 23

http://www.ncbi.nlm.nih.gov/pubmed/8745928


Key Learning Points

• It is important to choose the right animal model for the Leishmania species, since it
has been demonstrated in multiple clinical trials that the efficacy of a given compound
varies depending on the species of Leishmania causing the infection.

• In many cases, rodent models are far better at assessing the efficacy of a drug, and
some reproduce aspects of human infection to a far greater extent than nonhuman
primates.

• Quantification of the parasite load present in an in vivo model is important to deter-
mine the infectivity of the Leishmania parasite and/or to measure the efficacy of a
potential anti-leishmanial drug.

• We conclude that L.major–vervet (or–rhesus), L. tropica–CsS-16, L. amazonensis–
CBA, and L. braziliensis–golden (or–rhesus) are the best models for CL drug discovery.

Top Five Papers

1. Reithinger R, Dujardin JC, Louzir H, Pirmez C, Alexander B, Brooker S. Cutaneous
leishmaniasis. Lancet Infect Dis. 2007 Sep;7(9):581–96.

2. Nasseri M, Modabber FZ. Generalized infection and lack of delayed hypersensitivity
in BALB/c mice infected with Leishmania tropica major. Infect Immun. 1979 Nov;26
(2):611–4.

3. Neal RA, Hale C. A comparative study of susceptibility of inbred and outbred mouse
strains compared with hamsters to infection with NewWorld cutaneous leishmania-
ses. Parasitology. 1983 Aug; 87(Pt 1):7–13.

4. Dube A, Gupta R, Singh N. Reporter genes facilitating discovery of drugs targeting
protozoan parasites. Trends Parasitol. 2009 Sep;25(9):432–9.

5. Calvo-Álvarez E, Guerrero NA, Alvarez-Velilla R, Prada CF, Requena JM, Punzón C.
Appraisal of a Leishmania major strain stably expressing mCherry fluorescent protein
for both in vitro and in vivo studies of potential drugs and vaccine against cutaneous
leishmaniasis. PLoS Negl Trop Dis. 2012;6(11):e1927.

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003889 September 3, 2015 23 / 23


