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ABSTRACT

The Trypanosoma and Toxoplasma spp, are etiological agents of diseases capable of causing significant
morbidity, mortality and economic burden, predominantly in developing countries. Currently, there are
no effective vaccines for the diseases caused by these parasites; therefore, therapy relies heavily on
antiprotozoal drugs. However, the treatment options for these parasitic diseases are limited, thus
underscoring the need for new anti-protozoal agents. Here, we investigated the anti-parasite action of
nanoparticles. We found that the nanoparticles have strong and selective in vitro activity against
T. b. brucei but moderate in vitro activity against T. congolense and T. evansi. An estimation of the
in vitro anti-Trypanosoma efficacy showed that the nanoparticles had >200-fold selective activity
against the parasite versus mammalian cells. Moreover, the nanoparticle alloys moderately suppressed
the in vitro growth of T. gondii by >60%. In our in vivo study, the nanoparticles appeared to exhibit a
trypanostatic effect, but did not totally suppress the rat parasite burden, thereby failing to appreciably
extend the survival time of infected animals compared with the untreated control. In conclusion, this is
the first study to demonstrate the selective in vitro anti-Trypanosoma action of nanoparticles and thus
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supports the potential of nanoparticles as alternative anti-parasitic agents.

Introduction

Trypanosoma and Toxoplasma are protozoan parasites
responsible for diseases that cause significant morbidity,
mortality and economic burden, predominantly in developing
countries [1-3]. For example, African trypanosomosis is a
lethal infectious disease for both humans and livestock; an
epidemic of this infection would have a major impact on the
economic development of sub-Saharan Africa [4]. The causa-
tive agents are hemoflagellated protozoan parasites
(i.e. Trypanosoma species), which elicit fatal diseases in
African mammalian hosts. The human African trypanosomia-
sis (HAT, also called sleeping sickness) is caused by
Trypanosoma brucei rhodesiense and Trypanosoma brucei gam-
biense, whereas bovine Trypanosomosis or nagana is caused
by Trypanosoma brucei brucei [5-7]. Trypanosoma infection
is fatal if left untreated either in humans or animals.
Chemotherapy is a major means of controlling the infection;
however, the available treatment options have various short-
comings including limited efficacy, toxicity and the emer-
gence of resistant strains of trypanosomes [2,8]. Melarsoprol,
one of the few drugs effective against the second stage of
the disease, is reported to cause encephalopathy in 10-15%
of patients, and approximately 40% of these cases are fatal
[9,10]. These highlight the need for innovative strategies to

combat trypanosomosis, which puts the health of more than
60 million people in the sub-Saharan Africa at risk annually
[11]. Consequently, the lack of effective anti-Trypanosoma
therapies, coupled with unsuccessful attempts at vaccine
development due to antigenic variation, has stimulated
the search for new chemotherapy for trypanosomosis.
Therefore, new candidate drugs against trypanosomosis are
urgently needed.

Toxoplasmosis is another parasitic disease that constitutes
a huge public health challenge. Toxoplasmosis, which is
caused by the intracellular parasite Toxoplasma gondii, is a
common parasitic disease capable of infecting a range of
hosts, including nearly one-third of the human population
[12]. Current treatment options for toxoplasmosis patients
are limited; they include the use of anti-malarial drugs or
antibiotics, which often cause significant side effects [13].
Thus, as with Trypanosomosis, this infection represents large
global burden that is further enhanced by the shortcomings
of available therapeutic options. These factors underscore the
need for better anti-T. gondii treatment and/or new
treatment approaches. Taken together, new antiprotozoals
are urgently required, as most of the current treatment
options have limitations such as poor efficacy, drug
resistance, toxicity, high cost or unsuitable pharmacokinetic
properties [1].
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The use of nanomaterials or nanoparticles for biomedical
purposes is on the rise particularly because of their nanoscale
size, which affords unique and remarkable properties that
can be explored for various biomedical purposes [14]. For
example, nanoparticles such as silver (AgNP), gold (AuNP)
and platinum (PtNP) have good solubility and have been
shown to have anti-microbial [15,16] and anti-parasitic activ-
ities [3,17-19]. Separate studies have demonstrated that
these nanoparticles also have other bioactivies such as select-
ive binding and enzyme inhibition [20-22]. We recently
reported the potential of AuNP and AgNP to selectively
inhibit recombinant target enzymes from T. b. brucei [23,24].
In addtion, we reported the potential of inorganic nanopar-
ticles to restrict the growth of T. gondii [3,25]. Taken
together, these findings support the further biological profil-
ing of nanoparticles in experimental parasitic infection. It is
against this backdrop that the present study investigated the
anti-Trypanosoma potential of several metal nanoparticles
in vitro and in vivo. Alloys of these nanparticles were also
screened for anti-T. gondii activity in vitro.

Materials and methods
Nanoparticle synthesis and characterization

The nanoparticles were prepared as previously reported;
AuNP, AgNP and PtNP were synthesized from HAuCl,, AgNO3
and H,PtCls, respectively, and stabilized with tannic acid/
ethanol [23,24,26,27]. Alloys of the nanoparticles (Ag-Au-Pt-
NP, Ag-Pt-NP, Au-Pt-NP and Ag-Au-NP) were synthesized as
previously reported [27] with little modification. Briefly, the
individual salts (HAuCl,, AgNOs or H,PtCls) were reduced one
after the other in ethanol using microwave-assisted heating
to produce Ag-Au-Pt-NP, Ag-Pt-NP, Au-Pt-NP or Ag-Au-NP.
The tryptophan-nanoparticle conjugates (AuNP™  and
AgNP™®) were prepared as previously described and charac-
terized [28]. The resulting coloured solutions (AgNP, pale
yellow; AuNP, ruby red; PtNP, dark brown; Ag-Au-Pt-NP,
dark-brown; Ag-Pt-NP, dark brown; Au-Pt-NP, dark wine red;
Ag-Au-NP, brownish wine red; AuNP™", wine-red; and
AgNP™" pale yellow) were filtered through 0.22-um filters
and characterized by use of UV/Vis spectrophotometry,
inductively coupled plasma optical emission spectrometry
(ICP-OES), energy dispersive X-ray spectroscopy (EDX) and
transmission electron microscopy (TEM) [23,24,26,27,29].

In vitro experiments

Trypanosoma parasites

Parasite culture conditions were as previously reported [8].
Briefly, Trypanosoma congolense IL3000, a savannah-type
strain isolated near the Kenya/Tanzania border in 1966,
Trypanosoma evansi Tansui and T. b. brucei GUTat 3.1 were
maintained in the bloodstream form (BSF) in HMI-9 medium
[30] and propagated at 33°C (T. congolense) and 37°C
(T. evansi and T. b. brucei) in the air. The culture medium
included Iscove’s modified Dulbecco’s medium (Sigma-
Aldrich Japan, Tokyo, Japan) supplemented with 20% foetal
bovine serum (FBS; Gibco, Invitrogen, Waltham, MA), 60 mM
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HEPES (Sigma-Aldrich, St Louis, MO), 1mM pyruvic acid
sodium salt (Sigma-Aldrich, St Louis, MO), 0.1 mM bathocu-
proine (Sigma-Aldrich, St Louis, MO), TmM hypoxanthine,
16 uM thymidine (HT supplement: Thermo Fisher Scientific
KK. Yokohama, Japan), 10ug/L insulin, 5.5 ug/L transferrin,
6.7ng/L sodium selenite (ITS-X: Thermo Fisher Scientific,
Pittsburgh, PA), 0.0001% 2-B-mercaptoethanol (Sigma-Aldrich)
and 2mM L-cysteine (Sigma-Aldrich, St Louis, MO). The
cultures were maintained by replacing the entire supernatant
with fresh medium every other day.

In vitro evaluation of the anti-trypanosoma activity of
nanoparticles

The in vitro evaluation for anti-Trypanosoma activity was
performed as previously described [8]. Briefly, T. congolense,
T. b. brucei and T. evansi were seeded at 1 x 10°, 1 x 10* and
2x 10% cells/mL, respectively, in a Nunc™ 96-well optical
bottom plate (Thermo Fisher Scientific, Pittsburgh, PA) and
exposed to various concentrations of nanoparticles (0 to
10 pg/mL). The plates were incubated at 33 °C (T. congolense)
and 37°C (T. b. brucei and T. evansi). After a 72 h-incubation,
25uL of CellTiter-Glo™ Luminescent Cell Viability Assay
reagent (Promega Japan, Tokyo, Japan) was added and the
plates were shaken for 2 min using an MS3 basic plate shaker
(IKA® Japan KK, Osaka, Japan) to facilitate cell lysis and the
release of intracellular ATP. After a 10 min-incubation at room
temperature, the ATP concentration was measured using a
GloMax®-Multi + Detection System plate reader (Promega
Japan). The experiments were carried out in triplicate.

Cytotoxicity of the nanoparticles in mammalian cells

The cell viability assays were as described elsewhere [3,28].
Briefly, Human foreskin fibroblast monolayers (HFF; ATCC®,
Manassas, VA) cultured in Dulbecco’s Modified Eagle Medium
(DMEM; Nissui, Tokyo, Japan) and supplemented with
GlutaMAX™\-| (Gibco, Invitrogen, Waltham, MA), 10% (v/v)
FBS (Gibco, Invitrogen, Waltham, MA) and penicillin and
streptomycin (10,000 U/ml; Leicestershire, UK) were allowed
to grow to confluence at 37°C in a 5% CO, atmosphere.
At confluence, the cells were harvested and seeded in clear
96-well plates (Nunc; Fisher Scientific, Pittsburgh, PA), at a
density of 1x10° cells per well. After a 72 h-incubation at
37°Cin a 5% CO, atmosphere, various concentrations of the
nanoparticles (0 to 10 ug/mL) were added. Culture medium
lacking the test compounds was added to the control well
and the medium only well was used for background correc-
tion. After a further 72h-incubation at 37°C in a 5% CO,
atmosphere, cell viability was determined by use of the
CellTitre-Aqueous One Solution proliferation assay kit
(Promega, Madison, WI) following the manufacturer’s instruc-
tions. Briefly, the plates and their contents were equilibrated
to room temperature. Then, 20 ul of the CellTitre-Aqueous
One reagent was added to each well. The contents were
briefly mixed on an orbital shaker and then incubated at
37°C in a 5% CO, atmosphere for 1-4h. The absorbance
signal was recorded at 490 nm by using a microplate reader
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(MTP 500; Corona Electric, Hitachinaka Japan). The assay was
repeated three times, in triplicate.

Toxoplasma gondii parasite strain

A luciferase-expressing parasite strain, T. gondii RH-2F (ATCC®
50839), was used for this study. The parasite was maintained
by repeated passages in monolayers of HFF cells (ATCC®,
Manassas, VA) cultured in DMEM (Nissui, Tokyo, Japan)
and supplemented with GlutaMAX™-I (Gibco, Invitrogen,
Waltham, MA), 10% (v/v) FBS (Gibco, Invitrogen, Waltham,
MA) and penicillin  and  streptomycin (10,000 U/ml;
Leicestershire, UK). The number of T. gondii tachyzoites
was determined by using a luminescence-based assay of
B-galactosidase (B-gal) activity expressed by the parasite
strain RH-2F. To obtain a purified parasite suspension for the
assays, infected cells were syringe-released using a 27-gauge
needle in order to lyse them. The lysates were passed
through a 5-um filter to obtain parasite suspension free of
host cell debris. The parasite suspension was then washed
with fresh culture medium and parasite density was meas-
ured with a haemocytometer and adjusted for in vitro experi-
mental infection analysis.

Anti-T. gondii potential of nanoparticles in vitro

The nanoparticles were screened for in vitro anti-T. gondii
as previously described [3,28,31]. Briefly, purified parasite
suspension plus various concentrations of the nanoparticles
(0 to 10 pg/mL; reconstituted in culture medium prior to use)
were added to growing HFF monolayers in 96-well solid
white plates (Nunc; Fisher Scientific, Pittsburgh, PA).
Untreated but infected cells served as controls, whereas the
culture medium only well was used for background correc-
tion. Sulfadiazine (Sigma, St Louis, MO) and/or pyrimethamine
(Wako Pure Chemical, Osaka, Japan) were included as posi-
tive drug controls. After the 48-h incubation at 37°C in a 5%
CO, atmosphere, the viability of the RH-2F parasite strain
was determined by assaying for B-gal activity by using a
Beta-Glo luminescent assay kit (Promega, Madison, WI). The
assay was performed in triplicate and repeated three times
independently.

In vivo experiments

Parasite strain

T. b. brucei (Lafia strain) adapted to animal experimental
trypanosomosis was used for this study. The Lafia strain of
T. b. brucei was originally obtained from the Department of
Veterinary and Livestock Studies, Nigerian Institute for
Trypanosomiasis Research (NITR), Vom, Nigeria. The parasite
was maintained by repeated passages in rats by inoculating
0.5ml of parasite suspension (approximately 10° trypano-
somes/ml) into the peritoneal cavity of uninfected rats. The
suspension usually contained 1 trypanosome per view at
10 x 40 magnification. Animals were inoculated with the
parasite and parasitaemia was monitored daily to establish
infection progress until the infected animals died.

Experimental animals

Male Wistar rats (weighting 150-160g) were used as an
experimental model of trypanosomosis. Caution was taken to
ensure that all rats were germ- and disease-free. The animals
were sourced from the small animal unit of the Department
of Biochemistry, University of llorin, Nigeria. Animals were
acclimatized for two weeks before commencement of
the study.

Ethics statement

The animals were treated in accordance with approved
guidelines for the handling of experimental animals and
consistent with the International Guiding Principles for
Biomedical Research Involving Animals. Geneva, Switzerland:
(CIOMS) [32], under the observation of the local Institutional
Ethics Committee on Scientific Research with approval and
protocol 3152015.

Preliminary experiments
To establish the progress of infection in the animals, the rats
were randomly divided into two groups as follows:

Group A: Uninfected and control

Group B: Infected with T. b. brucei and untreated

Parasite load was monitored daily to establish the pro-
gress of infection, until day 6 post-infection when
infected animals died. To count the parasites, blood
smears were made by collecting fresh blood from the tail
vein of the animals and counting the parasites under a
light microscopy (10 x 40 magnification) using the match-
ing method of Herbert and Lumsden [33] as described
elsewhere [34].

Anti-Trypanosoma evaluation of nanopatrticles in vivo
After establishing the trend of events during infection by
T. b. brucei, Wistar rats were assigned randomly into different
groups with at least six animals per group. All animals were
monitored daily for either parasite load or other physical
changes. Treatment was assessed by determining the degree
of reduction in parasite burden since parasite load correlates
with severity of infection. DMZ and nanoparticle treatment
commenced 96 h post-infection. Parasite load was monitored
daily as previously reported [34]. The groupings were
as follows:

Group 1: Uninfected and untreated
Group 2: Negative drug control (infected and untreated)

Group 3: Infected and treated with diminazene aceturate (DMZ;
3.5mg/kg bw)

Group 4: Infected and treated with either gold, silver or platinum
nanoparticles (5 pg/kg bw)

Group 5: Infected and treated with either gold, silver or platinum
nanoparticles (10 pg/kg bw)



Data analysis

Data were analysed by using a one-way ANOVA (GraphPad
Software Inc, San Diego, CA) and are presented as the
mean + SEM. Comparisons among groups were determined
by using a one-way ANOVA and Dunnett's post hoc test.
p Values <.05 were considered to be statistically significant
(GraphPad; CA). The concentration of the nanoparticles show-
ing a 50% reduction in parasite and/or mammalian cell viabil-
ity (i.e. ECso and/or ICsy values) were estimated by using
Prism 5 (GraphPad; CA); non-linear regression analysis was
used to fit the curve. The % parasite load in the animals was
plotted as a function of the days/concentrations of nanopar-
ticle or drug used.

Results

The UV/Vis spectra and TEM images of the nanoparticles
(Figures 1 and 2) conform with earlier reports [23,26,27] and
thus confirm the successful synthesis of the nanoparticles.
The TEM images revealed the nanoparticles as spherical in
shape, while further analysis using ImageJ (National Institutes
of Health, Bethesda, MD) revealed that the particles were pol-
ydispersed with diameter size ranges of 5-50 nm.

To establish the anti-parasite activity and mammalian cell
cytotoxic potential of the nanoparticles (NPs), we screened
the inorganic NPs at various concentrations between 0 and
10 ug/mL for anti-Trypanosoma activity by incubating fresh
parasite suspension (T. b. brucei, T. congolense and T. evansi)
with the NPs for 72 h under the indicated cell culture condi-
tions. Parasite growth curves were determined by measuring
the ATP concentrations of the viable parasites by using a
luminescence-based assay. To validate our assay for anti-
Trypanosoma screening, we included pentamidine as a refer-
ence drug. This drug significantly inhibited the growth of
Trypanosoma thus validating our assay. The NPs exhibited
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differential anti-Trypanosoma potential among the three dif-
ferent species of Trypanosoma. For example, the gold and sil-
ver nanoparticles (AuNP and AgNP respectively) significantly
reduced T. b. brucei viability by >95% (Figure 3(A,B)), whereas
AuNP was less effective against T. congolense and T. evansi
with an average of <50% parasite growth inhibition. AgNP
reduced the growth of T. congolense and T. evansi by >70%,
suggesting that these NPs may have different parasite tar-
gets. Further, the platinum nanoparticles (PtNP) was only
effective against T. congolense (Figure 3(C)), with >50% para-
site growth inhibition. Although the NPs showed different
anti-Trypanosoma action against the three species, there is
no doubt that the anti-Trypanosoma activities of the NPs
were strongly selective toward the parasite. An estimation of
the ratio of the mammalian cell cytotoxic I1Cso values to the
anti-parasite ECs5o values as a measure of the anti-parasite
efficacy or selectivity index (SI) revealed a promising trend
(Table 1); the NPs showed >200-fold selectivity toward the
various species versus the mammalian cell, indicating that
the NPs may have specificity for Trypanosoma elimination.
Furthermore, it should be noted that the ECs, values of these
NPs are in the sub-microgram range.

Next, we asked whether combining the individual NPs as
alloys would increase their anti-Trypanosoma efficacy. We
screened NP alloys, including Ag-Au-Pt-NP, Ag-Pt-NP, Au-Pt-
NP and Ag-Au-NP, for their potential to inhibit Trypanosoma
growth. However, we found that the NP alloys failed to sup-
press parasite growth across the three species of
Trypanosoma, exhibiting an average of <50% parasite inhib-
ition (Figure 4(A-D)). This finding may indicate that these NP
alloys lack anti-Trypanosoma efficacy or that combining the
individual NPs as alloys reduces their individual anti-parasitic
action. Although, Ag-Au-NP moderately suppressed the
growth of T. b. brucei by an average of >60%, there was no
synergy among the NP activities when the NPs were com-
bined as alloys. Moreover, some of the NP alloys showed

Platinum nanoparticles (PtNP)
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Figure 2. Transmission electron microscopy (TEM) images of nanoparticles. Scale bar =100 nm.
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Figure 3. In vitro anti-Trypanosoma activity of nanoparticles: (A) AuNP; (B) AgNP; (C) PtNP. Values are expressed as the mean + standard error of the mean (SEM).
Growth viability of parasites was determined after a 72-h incubation at 33°C (T. congolense) or 37 °C (T. b. brucei and T. evansi) using Luminescent Cell Viability
Assay reagent (Promega Japan, Tokyo, Japan). The experiment was repeated three times independently.

Table 1. Estimation of anti-parasitic efficacy of nanoparticles (ig/ml).

Compounds  ECsq T. b. brucei ECsq T. congolense  ECsqy T. evansi  ECsqy T. gondii  1Cso HFF Cells  SI T. b. brucei S| T. congolense S| T. evansi Sl T. gondii

AuNP <0.001 <0.08 <0.12 - >97.63 >2000 >1000 >800 -
AgNP <0.001 <0.06 <0.08 - >32.71 >2000 >500 >400 -
PtNP <020 <7958 <0.02 - >9.27 <45 <10 <2 -
Ag-Au-Pt-NP <0.22 <0.06 <0.17 <0.15 >0.22 <2 <10 <6 <2
Ag-Pt-NP <0.66 <0.03 <0.04 <0.15 >0.24 <2 <1 >500 <2
Au-Pt-NP <1.65 <0.02 ND <5.75 >1.18 <1 >50 ND <1
Ag-Au-NP ND <0.05 <0.61 <0.16 >0.15 ND <5 <1 <1
AuNP™®? ND <0.07 <0.65 - >6.80 ND >90 <15 -
AgNPTR? ND <0.05 <0.31 - >0.31 ND <10 <1 -

Values presented are means (n=3). The experiment was repeated three times independently. AuNP: gold nanoparticle; AgNP: silver nanoparticle; PtNP: platinum
nanoparticle; ™ : tryptophan. * ND: not determined, SI: selectivity index (SI =1Cso in mammalian cell divided by the ECsg in parasite.).
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Figure 4. In vitro anti-Trypanosoma activity of nanoparticle alloy: (A) Ag-Au-Pt-NP; (B) Ag-Pt-NP; (C) Au-Pt-NP; (D) Ag-Au-NP. Values are expressed as the mean-
+ standard error of the mean (SEM). Growth viability of parasites was determined after a 72-h incubation at 33 °C (T. congolense) or 37 °C (T. b. brucei and T. evansi)
by using Luminescent Cell Viability Assay reagent (Promega Japan, Tokyo, Japan). The experiment was repeated three times independently.
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Figure 5. In vitro anti-Toxoplasma gondii activity of nanoparticle alloys. Values
are expressed as the mean + standard error of the mean (SEM). Parasite growth
inhibition was determined after a 48-h incubation at 37 °C/5% CO, by using a
luciferase reporter assay. The experiment was repeated three times
independently.

increased cytotoxicity toward the mammalian cells (Table 1)
compared with the individual NPs. We previously reported
that AuNP, AgNP and PtNP have anti-T. gondii activity [3];
therefore, we sought to determine how the NP alloys would
affect T. gondii growth. All of the NP alloys moderately sup-
pressed the in vitro growth of T. gondii by >60% except for
Au-Pt-NP (Figure 5). This finding contrasts with the poor
anti-Trypanosoma activity exhibited by the same NP
alloys (Figure 4(A-D)). Although the NP alloys had good anti-
T. gondii activity, their selectivity toward the parasite versus
the host mammalian cell was poor (<2-fold anti-parasitic
action). This is far less than the >20-fold selectivity earlier
reported for the anti-T. gondii action of the individual NPs
(AuNP, AgNP and PtNP). Sulfadiazine was included as refer-
ence drug for toxoplasmosis and, as expected, it restricted
the growth of T. gondii, thus validating our assay.

We also sought to determine the anti-Trypanosoma activ-
ity of AuNP- and AgNP-tryptophan conjugates. This was
premised on a recent report [28], that suggest that nanopar-
ticle-tryptophan  conjugates (AuNP™ and AgNP™") had

better anti-T. gondii activity than nanoparticles lacking this
amino acid. Therefore, we screened AuNP™™ and AgNP™" for
anti-Trypanosoma activity. Interestingly, both AuNP™" and
AgNP™® appreciably suppressed the growth of T. b. brucei by
>90% (Figure 6(A,B)), but had no effect against T. congolense
or T. evansi (<20 and 40% parasite inhibition, respectively).
This result is comparable to the anti-Trypanosoma activities
of the NPs lacking I-tryptophan.

Lastly, we sought to evaluate the anti-Trypanosoma effi-
cacy of the NPs in vivo by using a rat model of experimental
infection. However, the results were not promising (Figure 7);
there was no appreciable decline in the parasite burden for
the NP-treated animals compared with the untreated control.
Although it appeared that the NPs were trypanostatic, the NP
treatments failed to clear the systemic parasite burden and
consequently the animals succumbed to their infections in a
manner comparable to the fate of the negative drug control
group. However, diminazene aceturate treatment (3.5mg/kg
bw) not only reduced the systemic parasite burden but also
significantly extended the survival time of the animals.

Discussion

The nanoscale size of nanoparticles confers unique and
remarkable properties, such as enhanced solubility and large
surface area-to-volume ratio, that can be explored for bio-
medical purposes [14]. Inorganic nanoparticles, such as silver
and gold, have been shown to possess interesting properties
such as anti-microbial activity [15,16,35], as well as the ability
to modulate enzyme activities [20-22]. Previously, we
reported the potential of AuNP and AgNP to selectively
inhibit recombinant target enzymes from T. b. brucei [23,24].
On the basis of this finding as a view toward seeking better
therapy for the treatment of trypanosomosis, we herein
investigated the anti-parasite potential of these nanoparticles
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Figure 7. Anti-Trypanosoma effect of nanoparticles in rats. Values are expressed
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at 96 h post-infection. Parasite burden was determined by counting the number
of parasites in blood smears (made by collecting fresh blood from the tail vein
of the animals) under a light microscope (100 magnification).

in vitro and in vivo. As a proof-of-principle, in the present
study, we evaluated several nanoparticles (NPs) for their anti-
parasitic potential against different Trypanosoma species and
Toxoplasma gondii.

The NPs exhibited differential anti-Trypanosoma potential
among the three different species of Trypanosoma tested.
While AuNP was less effective against T. congolense and
T. evansi with an average of <50% parasite growth inhibition,
AgNP reduced the growth of T. congolense and T. evansi by
>70%, suggesting that these NPs may have different parasite
targets. The finding that AuUNP and AgNP showed better effi-
cacy against T. b. brucei may support exploring these NPs as
prospective treatment of the human type of trypanosomosis
caused by T. b. rhodiense and T. b. gambiense, given that
T. b. brucei belongs in the same group and is closer in terms
of morphological features to the human Trypanosoma patho-
gens. Taken together, AUNP and AgNP showed strong anti-
Trypanosoma activity, consistent with previously published
investigations of the anti-microbial and/or anti-parasite prop-
erties of AuNP and AgNP [3,16-19]. Similar studies using
PtNP are scarce in the literature except for our recent report
[3] that demonstrated the anti-T. gondii property of PtNP.
Moreover, our findings herein support our earlier reports that
AuNP and AgNP strongly and selectively inhibit recombinant
T. b. brucei arginine kinase [23,24]. Arginine kinase is a phos-
photransferase that is essential for the growth and survival of
T. b. brucei particularly in the bloodstream of the infected
host because it helps the parasite meet required energy
demands to maintain a reductive environment [23]. Whether
the NPs interact with this arginine kinase as a target in

suppressing the in vitro growth of Trypanosoma is yet to be
determined, but the previous finding [23] indicated that
arginine kinase might be a likely parasite target thus this
warrants further investigation. Further, because the field of
nanomedicine is still emerging, the modes of action of the
majority of NPs are yet to be clearly defined. Nevertheless,
studies have shown that the generation of reactive oxygen
species (ROS) contributes considerably to the anti-parasitic
action of NPs including AuNP, AgNP and others [3,36].
However, we cannot yet tell whether ROS production played
a part in the action of the NPs against Trypanosoma in the
present study. The differential efficacy of the NPs against the
different species studied here may be connected to their
mode of action, which would suggest that the NPs may
affect different parasite targets across the three species of
Trypanosoma investigated in this study. Furthermore, the NPs
showed >200-fold selectivity toward the various species ver-
sus the mammalian cell, suggesting that the NPs actually
have specificity for Trypanosoma elimination.

In contrast, alloys of these nanoparticles failed to suppress
parasite growth across all three species of Trypanosoma
tested, exhibiting an average of <50% parasite inhibition.
The reason for this is unknown, but it does suggest that
there is no synergy among the individual activities of the
NPs when combined together as NP alloys. Conversely, the
NP alloys moderately suppressed the in vitro growth of
T. gondii by >60%, except Au-Pt-NP. Taken together, these
findings indicate that AuUNP, AgNP and PtNP are more effect-
ive individually than as alloys. Further, the findings suggest
that AuNP and AgNP have potential as candidates for the
treatment of Trypanosoma-related infection. This is the first
study reporting the anti-Trypanosoma activities of these inor-
ganic NPs and their alloys. Our findings herein support the
anti-parasitic action of these NPs and are consistent with pre-
viously reported findings [3,16-19,37-40]. As further confirm-
ation that inorganic NPs show promise as novel agents for
the treatment of T. b. brucei-related infection, AuNP- and
AgNP-tryptophan conjugates appreciably suppressed the
growth of T. b. brucei by >90% but had less activity against
T. congolense and T. evansi (<20 and 40% parasite inhibition,
respectively). Whether this activity against T. b. brucei is
attributable to the presence of I-tryptophan remains to be
determined. However, recent findings from our laboratory
revealed that AuNP- and AgNP-tryptophan conjugates have
superior activity against T. gondii compared with ordinary



nanoparticles lacking the tryptophan [28]. It is likely that
since T. gondii is auxotrophic for I|-tryptophan and must
therefore obtain it from the host in order to survive, the
parasite becomes more sensitive to AuNP™ and AgNP™*"
leading to better anti-T. gondii activity compared with NPs
that lack I-tryptophan. Whether the same mechanism is
applicable in the present study is unclear. Although I-trypto-
phan is essential for the growth of trypanosomes, T. gondii is
an intracellular parasite whereas Trypanosoma is extracellular.

The NPs did not effectively reduce the rat systemic para-
site burden and consequently failed to extend the survival
time of the infected rats. Probably, the NP doses (<0.02 mg/
kg bw) used in the present study were too low to be effect-
ive in this rat model of experimental trypanosomosis. Our
future investigations would seek to determine the in vivo
anti-parasitic efficacy of these NPs by using higher doses
than those used in the current study. Several studies have
established that when orally administered, the LDso for AuNP,
AgNP, as well as PtNP, is >500 mg/kg [26,41,42].

In conclusion, this is the first study to report the anti-
Trypanosoma activity of inorganic NPs and their alloys. These
findings add support to the in vitro anti-parasitic action of
NPs against T. b. brucei, T. congolense and T. evansi. Our data
also indicate that NPs may be effective against both extracel-
lular and intracellular parasites. Although the present data do
not support the in vivo efficacy of these NPs, future investiga-
tions to determine the in vivo anti-Trypanosoma effectiveness
of these NPs at higher doses are warranted. Nevertheless,
the NPs exhibited promising and selective in vitro anti-
Trypanosoma action.
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