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A New Experimental Model for Assessing
Drug Efficacy against Trypanosoma cruzi
Infection Based on Highly Sensitive In Vivo
Imaging

Michael D. Lewis', Amanda Fortes Francisco',
Martin C. Taylor', and John M. Kelly'

Abstract

The protozoan Trypanosoma cruzi is the causative agent of Chagas disease, one of the world’s major neglected infections.
Although development of improved antiparasitic drugs is considered a priority, there have been no significant treatment
advances in the past 40 years. Factors that have limited progress include an incomplete understanding of pathogenesis, tissue
tropism, and disease progression. In addition, in vivo models, which allow parasite burdens to be tracked throughout the
chronic stage of infection, have been lacking. To address these issues, we have developed a highly sensitive in vivo imaging
system based on bioluminescent T. cruzi, which express a red-shifted luciferase that emits light in the tissue-penetrating
orange-red region of the spectrum. The exquisite sensitivity of this noninvasive murine model has been exploited to
monitor parasite burden in real time throughout the chronic stage, has allowed the identification of the gastrointestinal
tract as the major niche of long-term infection, and has demonstrated that chagasic heart disease can develop in the
absence of locally persistent parasites. Here, we review the parameters of the imaging system and describe how this
experimental model can be incorporated into drug development programs as a valuable tool for assessing efficacy against
both acute and chronic T. cruzi infections.
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difficult to detect. Around 30% of infected individuals proceed
to the “chronic” stage, sometimes decades later.* This phase is
characterized by clinical manifestations, including cardiomy-
opathy and, more rarely, damage to the digestive tract (mainly
megacolon and megaesophagus) and/or lesions in the periph-
eral nervous system.

T’ cruzi is an obligate intracellular parasite and can invade
many mammalian cell types, including smooth and cardiac
muscle cells, macrophages, and neurons. Both innate and
adaptive immune responses are activated by infection.””’

Background

The protozoan Trypanosoma cruzi is the causative agent of
Chagas disease and is the most important parasite in Latin
America, infecting 10 million people.' Throughout endemic
regions, it is a leading cause of premature heart disease. The
parasite is spread primarily by blood-sucking triatomine
bugs, although other means of transmission include the con-
genital route, contaminated food and drink, organ trans-
plantation, and blood transfusion. Due to increased mobility
and migration, the disease is also appearing in nonendemic
regions. There are estimated to be 300,000 infected indi-
viduals in the United States® and 80,000 in Europe.’
Chagas disease can be divided into distinct stages. The
“acute” stage is usually relatively mild and often undiagnosed.
In children, the infection can be more severe, presenting as a
febrile illness, with death from meningoencephalitis or myo-
carditis in up to 5% of diagnosed cases. With the development
of an adaptive immune response, parasitemia is suppressed,
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Chagas disease is also characterized by induction of nonspe-
cific polyclonal B-cell and T-cell responses, some of which
may be autoreactive.*’ These findings have prompted a long-
standing debate about whether chronic stage cardiac disease
results from autoimmune mechanisms or from inflammatory
immune responses driven by parasite persistence within the
heart and other organs.'* "

Because of the long-term nature of Chagas disease and
its complex pathology, there is no realistic prospect of a
vaccine in the foreseeable future. For treatment of 7. cruzi
infections, only two drugs are currently available, the nitro-
heterocyclic compounds nifurtimox and benznidazole." In
each case, however, long-term therapeutic schedules are
required, and toxic side effects are frequently observed.
Although effective against acute stage infections, their abil-
ity to prevent the development of chronic chagasic heart
disease is unresolved.'*" Both nifurtimox and benznida-
zole are prodrugs and are activated by the same mitochon-
drial nitroreductase,'®'” a phenomenon with potential to
result in cross-resistance. This, coupled with frequent
reports of treatment failure, makes the development of new
drugs a major priority.

Bioluminescence Imaging

It has been almost a decade since noninvasive biolumines-
cence imaging technology was first used as a tool for study-
ing protozoan infections."® The approach requires the
generation of genetically modified parasites capable of
expressing luciferase.'”?’ This class of enzyme oxidizes a
luciferin substrate by an adenosine triphosphate (ATP)-
dependent mechanism, resulting in light emission. Using an
appropriate in vivo imaging system, parasite location within
the infected host (almost invariably a mouse) can then be
inferred and monitored in real time by detection of the sig-
nal. This procedure has been a powerful addition to the
range of techniques applicable to infectious disease
research.”’ Importantly, whole-body bioluminescence can
also be directly correlated with parasite load and provides a
simple, noninvasive method for quantifying therapeutic
intervention. Moreover, the ability to serially evaluate indi-
vidual animals provides richer and more relevant data sets,
while simultaneously enabling a drastic reduction in the
number of animals required.

Most of the bioluminescence imaging systems applied to
trypanosomatids'®**>* have used reporter enzymes, such as
firefly luciferase, which emit light in the blue-green region of
the spectrum. One factor that has restricted their wider utility
is the significant reduction in optical resolution that occurs at
this wavelength (<600 nm) when parasites are situated deep
within the viscera.?' This loss of sensitivity results from
absorption and scattering of the emitted light. In the case of
the former, hemoglobin is the primary chromophore, with
absorbance occurring mainly in the region of the spectrum

that overlaps with the light emitted in the luciferase reactions.
With light scatter, the effect is also greater at shorter wave-
lengths. In combination, these factors result in blue-green
light having restricted tissue penetration. To overcome these
optical limitations, bioluminescent reporters that emit light
above 600 nm have been engineered for in vivo imaging.***’
As an example of the enhanced level of sensitivity that is now
achievable, we have generated transgenic African trypano-
somes expressing a red-shifted firefly luciferase (emission
maximum changed from 562 nm to 617 nm), where the limit
of detection is less than 100 parasites in an inoculated
mouse.***’ This is an improvement of up to three orders of
magnitude on previously described reporter systems.

Optimizing In Vivo Imaging of
T. cruzi Infections

Several murine models that mimic aspects of human Chagas
discase are available and have been widely used.’®™*!
However, predictive experimental systems that enable dis-
ease pathology to be matched to both the level and distribu-
tion of parasite burden during drug treatment have been
lacking. This has limited our ability to identify the determi-
nants of pathology and to assess drug treatment in real time.
In chronic 7. cruzi infection models, parasitemia is gener-
ally subpatent, and nondividing extracellular trypomasti-
gotes are only rarely detected in the blood by standard
microscopy procedures. One of our aims, therefore, was to
develop an experimental model that would allow parasite
dissemination and tissue tropism to be monitored in a non-
invasive manner throughout chronic stage infections.

First, we designed a DNA construct to integrate the
PpyRE9h thermostable red-shifted luciferase gene®>* into
the multicopy ribosomal locus of the parasite, so that tran-
scription would be under the control of an RNA polymerase
I-dependent promoter and its associated downstream termi-
nation sequences®” (Fig. 1A). Trypanosomes are unusual in
allowing integrated protein coding genes to be expressed in
this context, and previous studies had demonstrated that
high levels of transcription are achievable from ribosomal
loci.*® When transgenic parasites were subsequently ana-
lyzed, we found considerable variation in the level of lucif-
erase expression between different clones selected from the
same transfection, a phenomenon that may be associated
with locus-specific epigenetic regulation. However, once
highly expressing parasite clones were isolated, the level of
bioluminescence remained consistent between parasites in
the population (Fig. 1B) and was stable over time. Parasites
maintained for more than 300 days in absence of G418, the
drug used to select transfectants, displayed unaltered levels
of bioluminescence.* In addition, there was no significant
variation in the level of expression between the differing
life cycle stages. Importantly, these parasites displayed
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Figure I. In vivo imaging of Trypanosoma cruzi. (A) The vector pTRIX2-RE9h* was constructed by inserting the red-shifted firefly
luciferase variant gene PpyRE9h* into the T. cruzi rDNA targeting plasmid pTRIX.® For transfection, the linearized targeting fragment

can be produced by digesting the vector with the restriction enzymes indicated by arrows. (B) Cloned pTRIX2-RE9h—-transfected T.

cruzi epimastigotes, paraformaldehyde fixed and stained with anti—-luciferase polyclonal antibody. Parasite DNA is stained red with
Hoechst 33342. (C) Standard procedure for in vivo imaging experiments. Mice can be infected with bioluminescent parasites by the
intraperitoneal, intravenous, or subcutaneous routes. At defined time points thereafter, they are inoculated with 150 mg™ kg™ d-luciferin,
anaesthetized, and imaged for up to 5 min using an IVIS Lumina Il system (PerkinElmer, Seer Green, UK).* (D) Establishing the optimal
“imaging window.” The variation in total ventral bioluminescence flux over time following injection of the luciferin substrate is shown.

growth and virulence properties that were indistinguishable
from the parental CL Brener strain.

For in vivo imaging experiments, we normally inoculate
mice by the intraperitoneal (i.p.) route, using bloodstream
trypomastigotes derived from infected immunodeficient
SCID mice. At defined time points thereafter, mice are
injected with d-luciferin (Fig. 1C) and imaged 10 to 20 min
later (Fig. 1D). Under these conditions, the limit of detec-
tion by in vivo imaging is close to 100 parasites (Fig. 2A,B),
with a linear relationship between parasite load and whole-
body bioluminescence at 1000 parasites and above* (Fig.
2C). To put this into context, a single infected mammalian
cell can contain several hundred amastigotes.

In Vivo Imaging Provides New Insights
into Chronic T. cruzi Infections

With this bioluminescence imaging system, which is at least
10%-fold more sensitive than others reported previ-
ously,”>?*% it was possible for the first time to track T,
cruzi distribution in an individual mouse for more than a
year throughout a long-term chronic infection (Fig. 3A,B).
In the BALB/c model, following i.p. inoculation with 10°
bloodstream trypomastigotes (CL Brener strain), total bio-
luminescence peaked 14 days postinfection, with parasites
widely disseminated, infecting all of the major organs,
including the heart (Fig. 3C). The ubiquitous detection of
bioluminescence, which could be correlated with parasite

burden by tissue-specific quantitative PCR (qPCR),* sug-
gests that the bioavailability of d-luciferin is not a limiting
factor in application of the technology. This peak in parasite
burden during the acute stage was followed by a progres-
sive decrease and elimination from most tissues, with para-
sites microscopically undetectable in blood smears by day
35.* As infections entered the chronic stage, total parasite
levels were up to 1000 times lower than in the acute stage,
although highly dynamic bioluminescent foci could be
detected that fluctuated in a spatiotemporally dynamic man-
ner (Fig. 3A,B). Typically during the chronic stage, between
1 and 5 specific infection foci could be observed in each
animal, with these appearing and disappearing over a 24- to
48-h period. This pattern was independent of the route of
inoculation (i.p., intravenous [i.v.], or subcutaneous [s.c.])
or the type of infectious parasite used to initiate the infec-
tion (metacyclic, bloodstream-form, or tissue culture—
derived trypomastigotes). Given the short-term nature of
these bioluminescent foci and the sensitivity of the imaging
system, the most likely explanation is that they represent
single infected phagocytes that become detectable as they
are trafficked to peripheral sites.

To gain a more definitive assessment of tissue-specific
parasite burdens, ex vivo imaging of selected organs and tis-
sue samples can be undertaken immediately postmortem.
When BALB/c mice in the chronic stage of infection were
analyzed using this approach, parasites were consistently
found to be restricted to the gastrointestinal tract (GIT),
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Figure 2. Highly sensitive in vivo
imaging achieved with red-shifted
luciferase. (A) Ventral images of

SCID mice | h after intraperitoneal
injection with bioluminescent
bloodstream trypomastigotes (CL
Brener strain, numbers indicated).

The bioluminescence intensity is based
on a log , scale heatmap as indicated
(right). (B) Abdominal bioluminescence
displayed by mice | h after infection
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signal quantification are outlined by the
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Figure 3. Imaging the development of chronic Trypanosoma cruzi infections. (A) Ventral and dorsal images of the same individual
BALB/c mouse infected with PbyRE9h-expressing T. cruzi imaged at the indicated day postinfection (dpi) over the course of >1| year.
(B) Quantification of combined ventral and dorsal bioluminescence for the mouse shown in A. Gray line and dashed line are the
mean and mean +2 SDs, respectively, for uninfected control mice. (C) Ex vivo bioluminescence analysis of selected organs and tissue
samples imaged immediately postmortem. An example is shown for acute (14 dpi) and chronic (167 dpi) infection. |, lung; 2, heart; 3,
visceral adipose; 4, skeletal muscle (quadriceps); 5, spleen; 6, gut mesenteries; 7, stomach; 8, small intestine; 9, large intestine.

mainly localized to the colon and/or stomach (Fig. 3C).
Minor infection foci were detected in the gut mesenteries or
skeletal muscle on some occasions but surprisingly not in the
heart, the main site of disease pathology. Despite the absence
of locally persistent heart infection in this model, mice dis-
played signatures of chagasic cardiac pathology, including

infiltration with inflammatory mononuclear cells, mild
edema, and fibrosis.* The absence of parasites in heart tissue
and their persistent presence in the GIT were confirmed by a
highly sensitive qPCR-based DNA detection assay.

These observations provide new insights into 7. cruzi
infection and the processes underlying disease pathology.
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Figure 4. Validation of in vivo imaging as a tool to assess efficacy of drug treatment against acute and chronic Trypanosoma cruzi
infections. (A) SCID mice infected with 10 bioluminescent T. cruzi bloodstream trypomastigotes (CL Brener strain) were treated

(T) with benznidazole (daily by oral route, 100 mg™'/kg™") 14 to 19 days postinfection (dpi) and compared with control nontreated
(NT) mice. The bioluminescence intensity is represented by a log,, scale heatmap as indicated (right). (B) BALB/c mice chronically
infected with bioluminescent T. cruzi were treated (T) for 5 days with 100 mg™'/kg™' benznidazole by the oral route starting at 66 dpi
and compared with control nontreated (NT) mice. The bioluminescence intensity is represented by a linear scale heatmap as indicated
(right). (C) Quantification of total ventral bioluminescence for the experiment including the mice shown in B (n = 3). Gray line and
dashed line are the mean and mean +2 SDs, respectively, for uninfected control mice. Red arrows indicate treatment days.

First, they implicate the GIT as a permissive niche that acts
as a parasite reservoir, allowing long-term parasite persis-
tence. Second, they suggest a mechanism that facilitates
disease transmission by ensuring continual migration of
parasite-infected cells to peripheral sites where they become
accessible to triatomine vectors during a blood meal. Third,
they provide evidence that locally persistent infection of the
heart during chronic infection is not an essential require-
ment for the development of cardiac pathology during
chronic 7. cruzi infections.

An Improved Experimental Model for
Assessing Drug Efficacy

Attempts to assess the efficacy of new drugs against Chagas
disease are made complex by the long-term nature of the
disease in humans (which can stretch over decades) and dif-
ficulties in demonstrating parasitological cure during the
chronic stage. In experimental animal models, continuous
monitoring of parasite burden is also difficult to achieve
because bloodstream infections are generally subpatent and
tissue sampling requires animals to be sacrificed at each
time point. While PCR-based methodologies benefit from
high sensitivity, reproducibility has often been a problem.
This is now understandable given the discrete locations of
infection foci and their highly dynamic nature (Fig. 3). The
advances in imaging technology described above therefore
provide a basis for developing improved predictive models
for drug development programs. This can be demonstrated

by monitoring the effectiveness of benznidazole therapy
against both acute and chronic infections.

When immunodeficient SCID mice are inoculated with
T. cruzi, there is a widely disseminated infection (Fig. 4A)
that causes a rapidly progressive cachexia-like syndrome.
Humane end points are typically reached within 3 to 4
weeks depending on the inoculum. We treated mice with
oral benznidazole (100 mg/kg "), starting 14 days postinfec-
tion (Fig. 4A), and observed a progressive reduction in
parasitemia over the 5-day treatment schedule, as assessed
by in vivo imaging. This correlated with improvements in
animal condition and the reversion of parasitemia to sub-
patent levels. However, when mice were first judged as
clear by microscopic examination of peripheral blood sam-
ples, parasites remained readily detectable by biolumines-
cence (e.g., day 18; Fig. 4A). Similarly, the sensitivity of
the in vivo imaging system has provided a means of moni-
toring the effectiveness of therapy against chronic 7. cruzi
infections in an experimental model of Chagas disease,
when parasites are rarely visualized in the bloodstream. As
a shown in Figure 4B,C, the approach allows the real-time
evaluation of treatment in BALB/c mice in a manner that
should be scalable to the needs of a drug development
pipeline.

The most challenging aspect for the development of pre-
dictive treatment models, and one that is by no means
unique to Chagas disease research, is the capacity to
unequivocally demonstrate sterile cure. In the absence of
definitive cure criteria, a number of proxy measures are
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commonly used, including fresh blood examination, blood
cultures, inoculation of immunocompromised animals with
blood samples, PCR on DNA from blood and tissue sam-
ples, and serological assays. Tissue PCR is understandably
the most sensitive of these traditional approaches and can
identify a significant number of noncured mice that would
otherwise appear as cured on blood-based criteria.*’ The
insight into the dynamics of 7. cruzi infection provided by
bioluminescence imaging shows that even tissue PCR is
likely to misclassify treatment failures as cures, due to the
highly focal distribution of parasites. The immunosuppres-
sive drug cyclophosphamide has been used to enhance post-
treatment parasite detection sensitivity,***® the rationale for
this being that residual foci of infection are allowed to
expand to detectable levels when adaptive immunity is
compromised. Thus, combining cyclophosphamide treat-
ment with bioluminescence imaging should provide a maxi-
mally sensitive approach to assess cure and relapse.

Cyclophosphamide has toxic side effects and increases the
risk of secondary infections, so it is important to implement
appropriate monitoring procedures. It is also necessary to tai-
lor immunosuppression protocols to particular host-parasite
strain combinations. For example, two alternative treatment
schedules have been described.***’ Preliminary testing in our
laboratory on BALB/c mice chronically infected with the
PpyRE9h-expressing CL Brener strain has shown that immu-
nosuppression does lead to an increase in bioluminescence
(Fig. 5), although neither protocol caused reversion to patent
parasitemia. We were also able to demonstrate that treatment
with 100 mg™" kg™' benznidazole daily for 20 days results in
sterile cure, whereas treatment with 10 mg™ kg™ does not,
even though parasite burden falls transiently below the level
of detection (Fig. 5 as an example). Integrating posttreatment
immunosuppression and bioluminescence imaging should
therefore provide a method to evaluate the true dynamics of
T cruzi reactivation and dissemination in animals that are
treated but not cured.

In conclusion, drug development for Chagas disease has
been hampered by a lack of sufficiently sensitive tools for the
detection of parasites that remain following drug treatment of
experimental infections. Highly sensitive in vivo imaging
models using transgenic bioluminescent 7. cruzi parasites
therefore represent an important advance. This technology is
reproducible, is relatively scalable, and can be adapted to
diverse experimental schedules and models. Furthermore,
serial imaging of individual animals means the data generated
are more robust yet require far fewer experimental animals
than with traditional methods. It is important to recognize that
bioluminescence imaging alone will not provide a definitive
measure of sterile cure, but when combined with posttreatment
immunosuppression, it will provide a drastically improved
approach to evaluate the efficacy of novel therapeutic com-
pounds for the treatment of 7. cruzi infections.
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Figure 5. Combining in vivo imaging and immunosuppression
to monitor the effectiveness of benznidazole treatment.
Ventral views of BALB/c mice infected with 10® bioluminescent
Trypanosoma cruzi bloodstream trypomastigotes and treated
with benznidazole. (A) Nontreated control. (B) Nontreated,
immunosuppressed with 200 mg™' kg™' cyclophosphamide

by intraperitoneal injection 124, 127, 130, and 133 days
postinfection (dpi). (C) Treated with daily oral doses of

10 mg™' kg™ benznidazole between 90 and 110 dpi, then
immunosuppressed with cyclophosphamide as above. (D)
Treated with daily oral doses of 100 mg™' kg™ benznidazole
between 90 and | 10 dpi, then immunosuppressed with
cyclophosphamide. The bioluminescence intensity is represented
by a linear scale heatmap as indicated (left).

Acknowledgments

We thank Chris Bot and Shane Wilkinson for the pTRIX con-
struct, Bruce Branchini for the PpyRE9h luciferase gene, and
Michael Miles for valuable discussion. Constructs and cell lines
described in this manuscript are freely available from the corre-
sponding author.

Declaration of Conflicting Interests

The authors declared no potential conflicts of interest with respect
to the research, authorship, and/or publication of this article.

Funding

The authors disclosed receipt of the following financial support
for the research, authorship, and/or publication of this article: This
work was supported by the Wellcome Trust (Grant 084175), the
British Heart Foundation (Grant PG/13/88/30556), and the Drugs
for Neglected Diseases Initiative (DNDi). A.F.F. received a
Brazilian National Council for Scientific and Technological
Development (CNPq) fellowship.

Downloaded from jbx.sagepub.com at London School of Hygiene and Tropical Med on April 1, 2015


http://jbx.sagepub.com/

42

Journal of Biomolecular Screening 20(1)

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Moncayo, A.; Silveira, A. C. Current Epidemiological Trends
for Chagas Disease in Latin America and Future Challenges
in Epidemiology, Surveillance and Health Policy. Mem. Inst.
Oswaldo Cruz. 2009, 104, 17-30.

. Bern, C.; Montgomery, S. P. An Estimate of the Burden of

Chagas Disease in the United States. Clin. Infect. Dis. 2009,
49, e52—e54.

. World Health Organization. www.who.int/neglected diseases/

integrated media_chagas_statement/en/

. Henao-Martinez, A. F.; Schwartz, D. A.; Yang, I. V. Chagasic

Cardiomyopathy, from Acute to Chronic: Is This Mediated by
Host Susceptibility Factors? Trans. R. Soc. Trop. Med. Hyg.
2012, 106, 521-527.

. Kayama, H.; Takeda, K. The Innate Immune Response to

Trypanosoma cruzi Infection. Microbes Infect. 2010, 12,
511-517.

. Padilla, A. M.; Bustamante, J. M.; Tarleton, R. L. CD8+ T

Cells in Trypanosoma cruzi Infection. Curr. Opin. Immunol.
2009, 21, 385-390.

. Tarleton, R. L. Immune System Recognition of Trypanosoma

cruzi. Curr. Opin Immunol. 2007, 19, 430-434.

. Bermejo, D. A.; Amezcua Vesely, M. C.; Khan, M.

et al. Trypanosoma cruzi Infection Induces a Massive
Extrafollicular and Follicular Splenic B-Cell Response
Which Is a High Source of Non-Parasite-Specific Antibodies.
Immunology 2011, 132, 123-133.

. Iwai, L. K.; Juliano, M. A.; Juliano, L.; et al. T-Cell Molecular

Mimicry in Chagas Disease: Identification and Partial
Structural Analysis of Multiple Cross-Reactive Epitopes
between Trypanosoma cruzi B13 and Cardiac Myosin Heavy
Chain. J. Autoimmun. 2005, 24, 111-117.

Gutierrez, F. R.; Guedes, P. M.; Gazzinelli, R. T.; et al. The
Role of Parasite Persistence in Pathogenesis of Chagas Heart
Disease. Parasite Immunol. 2009, 31, 673—685.

Bonney, K. M.; Engman, D. M. Chagas Heart Disease
Pathogenesis: One Mechanism or Many? Curr. Mol. Med.
2008, 8, 510-518.

Girongs, N.; Cuervo, H.; Fresno, M. Trypanosoma cruzi—
Induced Molecular Mimicry and Chagas’ Disease. Curr. Top.
Microbiol. Immunol. 2005, 296, 89—123.

Kierszenbaum, F. Where Do We Stand on the Autoimmunity
Hypothesis of Chagas Disease? Trends Parasitol. 2005, 21,
513-516.

Wilkinson, S. R.; Kelly, J. M. Trypanocidal Drugs:
Mechanisms, Resistance and New Targets. Expert Rev.
Molec. Med. 2009, 11, e31.

Marin-Neto, J. A.; Rassi, A.; Avezum, A.; etal. The BENEFIT
Trial: Testing the Hypothesis That Trypanocidal Therapy Is
Beneficial for Patients with Chronic Chagas Heart Disease.
Mem. Inst. Oswaldo Cruz. 2009, 104, 319-324.

Wilkinson, S. R.; Taylor, M. C.; Horn, D.; et al. A Mechanism
for Cross-Resistance to Nifurtimox and Benznidazole in
Trypanosomes. Proc. Natl. Acad. Sci. U. S. A. 2008, 105,
5022-5027.

Mejia, A. M.; Hall, B. S.; Taylor, M. C.; et al. Benznidazole-
Resistance in Trypanosoma cruzi Is a Readily Acquired Trait

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

That Can Arise Independently in a Single Population. J. Inf-
Dis. 2012, 206, 220-228.

Lang, T.; Goyard, S.; Lebastard, M. Bioluminescent
Leishmania Expressing Luciferase for Rapid and High
Throughput Screening of Drugs Acting on Amastigote-
Harbouring Macrophages and for Quantitative Real-Time
Monitoring of Parasitism Features in Living Mice. Cell.
Microbiol. 2005, 7, 383-392.

Hutchens, M.; Luker, G. D. Applications of Bioluminescence
Imaging to the Study of Infectious Diseases. Cell. Microbiol.
2007, 9, 2315-2322.

Andreu, N.; Zelmer, A.; Wiles, S. Noninvasive Biophotonic
Imaging for Studies of Infectious Disease. FEMS Microbiol.
Rev. 2011, 35, 360-394.

Luker, G. D.; Luker, K. E. Optical Imaging: Current
Applications and Future Directions. J. Nucl. Med. 2008, 49,
1-4.

Hyland, K. V.; Asfaw, S. H.; Olson, C. L.; et al. Bioluminescent
Imaging of Trypanosoma cruzi Infection. Int. J. Parasitol.
2008, 38, 1391-1400.

Claes, F.; Vodnala, S. K.; van Reet, N.; et al. Bioluminescent
Imaging of Trypanosoma brucei Shows Preferential Testis
Dissemination Which May Hamper Drug Efficacy in Sleeping
Sickness. PLoS Negl. Trop. Dis. 2009, 3, e486.

Giroud, C.; Ottones, F.; Coustou, V.; et al. Murine Models for
Trypanosoma brucei gambiense Disease Progression—From
Silent to Chronic Infections and Early Brain Tropism. PLoS
Negl. Trop. Dis. 2009, 3, e509.

Thalhofer, C. J.; Graff, J. W.; Love-Homan, L.; et al. In Vivo
Imaging of Transgenic Leishmania Parasites in a Live Host.
J. Vis. Exp. 2010, 41, pii, 1980.

Canavaci, A. M.; Bustamante, J. M.; Padilla, A. M.; et al. In
Vitro and In Vivo High-Throughput Assays for the Testing of
anti—Trypanosoma cruzi Compounds. PLoS Negl. Trop. Dis.
2010, 4, €740.

Michel, G.; Ferrua, B.; Lang, T.; et al. Luciferase-Expressing
Leishmania infantum Allows the Monitoring of Amastigote
Population Size, In Vivo, Ex Vivo and In Vitro. PLoS Negl.
Trop. Dis. 2011, 5, e1323.

Andriani, G.; Chessler, A. D.; Courtemanche, G.; et al.
Activity In Vivo of Anti-Trypanosoma cruzi Compounds
Selected from a High Throughput Screening. PLoS Negl.
Trop. Dis. 2011, 5, €1298.

Henriques, C.; Castro, D. P.; Gomes, L. H.; et al
Bioluminescent Imaging of Trypanosoma cruzi Infection in
Rhodnius prolixus. Parasite Vectors 2012, 5, 214.
D’Archivio, S.; Cosson, A.; Medina, M.; et al. Non-Invasive
In Vivo Study of the Trypanosoma vivax Infectious Process
Consolidates the Brain Commitment in Late Infections. PLoS
Negl. Trop. Dis. 2013, 7, ¢1976.

Myburgh, E.; Coles, J. A.; Ritchie, R.; et al. In Vivo Imaging
of Trypanosome-Brain Interactions and Development
of a Rapid Screening Test for Drugs against CNS Stage
Trypanosomiasis. PLoS Negl. Trop. Dis. 2013, 7, €2384.
Goyard, S.; Dutra, P. L.; Deolindo, P.; et al. In Vivo Imaging
of Trypanosomes for a Better Assessment of Host-Parasite
Relationships and Drug Efficacy. Parasitol. Int. 2014, 63,
260-268.

Downloaded from jbx.sagepub.com at London School of Hygiene and Tropical Med on April 1, 2015


www.who.int/neglected_diseases/integrated_media_chagas_statement/en/
http://jbx.sagepub.com/

Lewis et al.

43

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Henriques, C.; Henriques-Pons, A.; Meuser-Batista, M.; et
al. In Vivo Imaging of Mice Infected with Bioluminescent
Trypanosoma cruzi Unveils Novel Sites of Infection. Parasite
Vectors 2014, 7, 89.

Branchini, B. R.; Southworth, T. L.; Khattak, N. F.; et al.
Red- and Green-Emitting Firefly Luciferase Mutants for
Bioluminescent Reporter Applications. Anal. Biochem. 2005,
345, 140-148.

Branchini, B. R.; Ablamsky, D. M.; Davis, A. L.; et al. Red-
Emitting Luciferases for Bioluminescence Reporter and
Imaging Applications. Anal. Biochem. 2012, 396, 290-297.
McLatchie, A. P.; Burrell-Saward, H.; Myburgh, E.; et al.
Highly Sensitive In Vivo Imaging of Trypanosoma brucei
Expressing “Red-Shifted” Luciferase. PLoS Negl. Trop. Dis.
2013, 7, €2571.

Taylor, M. C.; Kelly, J. M. Optimizing Bioluminescence
Imaging to Study Protozoan Parasite Infections. Trends
Parasitol. 2014, 30, 161-162.

Keenan, M.; Chaplin, J. H.; Alexander, P. W.; et al. Two
Analogues of Fenarimol Show Curative Activity in an
Experimental Model of Chagas Disease. J. Med. Chem. 2013,
56,10158-10170.

Molina-Berrios, A.; Campos-Estrada, C.; Lapier, M.; et al.
Benznidazole Prevents Endothelial Damage in an Experimental
Model of Chagas Disease. Acta Trop. 2013, 127, 6-13.
Eickhoff, C. S.; Lawrence, C. T.; Sagartz, J. E.; et al. ECG
Detection of Murine Chagasic Cardiomyopathy. J. Parasitol.
2010, 96, 758-764.

Olivieri, B. P.; Molina, J. T.; de Castro, S. L.; et al. A
Comparative Study of Posaconazole and Benznidazole in the
Prevention of Heart Damage and Promotion of Trypanocidal
Immune Response in a Murine Model of Chagas Disease. Int.
J. Antimicrob. Agents. 2010, 36, 79-83.

Hernandez, R.; Cevallos, A. M. Ribosomal RNA Gene
Transcription in Trypanosomes. Parasitol. Res. 2014, 113,
2415-2424.

43.

44,

45.

46.

47.

48.

49.

50.

Zomerdijk, J. C.; Kieft, R.; Borst, P. Efficient Production
of Functional mRNA Mediated by RNA Polymerase I in
Trypanosoma brucei. Nature 1991, 353, 772-775.

Lewis, M. D.; Fortes Francisco, A.; Taylor, M. C.; et al.
Bioluminescence Imaging of Chronic Trypanosoma cruzi
Infections Reveals Tissue-Specific Parasite Dynamics and
Heart Disease in the Absence of Locally Persistent Infection.
Cell. Microbiol. 2014, 16, 1285-1300.

Martins, H. R.; Figueiredo, L. M.; Valamiel-Silva, J. C. O.;
et al. Persistence of PCR-Positive Tissue in Benznidazole-
Treated Mice with Negative Blood Parasitological and
Serological Tests in Dual Infections with Trypanosoma cruzi
Stocks from Different Genotypes. J. Antimicrob. Chemother.
2008, 61, 1319-1327.

Bustamante, J. M.; Bixby, L. M.; Tarleton, R. L. Drug-Induced
Cure Drives Conversion to a Stable and Protective CD8+T
Central Memory Response in Chronic Chagas Disease. Nat.
Med. 2008, 14, 542-550.

Cencig, S.; Coltel, N.; Truyens, C.; et al. Evaluation of
Benznidazole Treatment Combined with Nifurtimox,
Posaconazole or AmBisome® in Mice Infected with
Trypanosoma cruzi Strains. Int. J. Antimicrob. Agents. 2012,
40, 527-532.

Bustamante, J. M.; Craft, J. M.; Crowe, B. D.; et al. New,
Combined, and Reduced Dosing Treatment Protocols Cure
Trypanosoma cruzi Infection in Mice. J. Infect. Dis. 2014,
209, 150-162.

Romanha, A. J.; Castro, S. L.; Soeiro Mde, N.; et al. In Vitro
and In Vivo Experimental Models for Drug Screening and
Development for Chagas Disease. Mem. Inst. Oswaldo Cruz
2010, 705, 233-238.

Bot, C.; Hall, B. S.; Bashir, N.; et al. Trypanocidal Activity
of Aziridinyl Nitrobenzamide Prodrugs. Antimicrob. Agents
Chemother. 2010, 54, 4246-4252.

Downloaded from jbx.sagepub.com at London School of Hygiene and Tropical Med on April 1, 2015


http://jbx.sagepub.com/

