Downloaded via UNIVERSIDADE DE LISBOA 00700 on April 13, 2022 at 15:34:41 (UTC).
See https://pubs.acs.org/sharingguidelines for options on how to legitimately share published articles.

Infectious
ACS | Diseases 0060

pubs.acs.org/journal/aidcbc

Pre-erythrocytic Activity of M5717 in Monotherapy and
Combination in Preclinical Plasmodium Infection Models

Diana Fontinha,! Francisca Arez,! Isabella Ramella Gal, Gongalo Nogueira, Diana Moita,
Tobias Hyun Ho Baeurle, Catarina Brito, Thomas Spangenberg,* Paula M. Alves,*
and Miguel Prudencio*

Cite This: ACS Infect. Dis. 2022, 8, 721-727 I: I Read Online

ACCESS | [l Metrics & More | Article Recommendations | @ Supporting Information

ABSTRACT: Combination therapies have emerged to mitigate HepG2 cells

Plasmodium drug resistance, which has hampered the fight against M5717-Pyro ‘\ y

malaria. M5717 is a potent multistage antiplasmodial drug under (Combo) _T  Vehicle |
\ {Stirred-tank |

clinical development, which inhibits parasite protein synthesis. The 2
combination of MS717 with pyronaridine, an inhibitor of
hemozoin formation, displays potent activity against blood stage P
Plasmodium infection. However, the impact of this therapy on liver m’

infection by Plasmodium remains unknown. Here, we employed a

recently described 3D culture-based hepatic infection platform to

evaluate the activity of the MS5717-pyronaridine combination Question Experimental approach Outcome
against hepatic infection by P. berghei. This effect was further

confirmed in vivo by employing the CS57BL/6J rodent Plasmodium infection model. Collectively, our data demonstrate that
pyronaridine potentiates the activity of MS717 against P. berghei hepatic development. These preclinical results contribute to the
validation of pyronaridine as a suitable partner drug for MS717, supporting the clinical evaluation of this novel antiplasmodial
combination therapy.
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n 2020 alone, malaria was responsible for more than maintain a stable hepatic phenotype over the course of 4 weeks
600 000 deaths worldwide, resulting from over 200 million and enable the evaluation of drugs against hepatic infection by
infections by Plasmodium parasites, the causative agents of the rodent P. berghei parasite, in either static or dynamic
disease. The burden of malaria is mostly felt in the African culture conditions.’
region and primarily affects children under the age of $." MS717, or DDD107498, a drug candidate under clinical
Plasmodium parasites, of which P. falciparum is the deadliest development, was shown to inhibit protein synthesis by
to humans, cycle between a mammalian host and an insect targeting P. falciparum’s translation elongation factor 2
vector. An obligatory and clinically silent pre-erythrocytic stage (eEF2).” In preclinical studies, M5717 displayed nanomolar-

of Plasmodium infection takes place in the host’s liver cells,”’
where the parasite develops within a parasitophorous vacuole,
giving rise to thousands of red blood cell-infectious
merozoites,”” leading to the erythrocytic stage of infection.
The latter is responsible for the clinical manifestations of
malaria® and for the transmission to the mosquito vector upon
ingestion of gametocytes during a blood meal.”

Most pharmacological approaches against malaria focus on
the clinically relevant erythrocytic stage of infection. However,
the obligatorily nature of the pre-erythrocytic stage of the
parasite’s life cycle provides an appealing opportunity for
prophylaxis.” Only few drugs target the hepatic stage of Received:  December 7, 2021
infection, a scarcity that can be explained by the constraints in Published: March 21, 2022
experimental access to sporozoites and the lack of drug
screening models that faithfully recapitulate the liver micro-
environment. We have recently established a 3D infection
platform, employing spheroids of human hepatic cell lines that

ranged activity across the life cycle of Plasmodium parasites,
including blocking of transmission. The pre-erythrocytic
activity of MS5717 against P. yoelii and P. berghei infection
was also demonstrated in vitro.”” Employing our in vitro
platform, we estimated a 10 nM minimum inhibitory
concentration of MS5717, when administered during the
hepatic development of Plasmodium.® This observation
correlated with the plasma concentration that cleared liver-
stage P. berghei infection in vivo when MS717 was administered
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as a radical cure® or as a prophylactic treatment, prior to
infection.” MS5717’s novel mechanism of action, potent
multistage antiplasmodial activity, and long plasma half-life
make it a promising candidate for the treatment and
prevention of malaria.® Since generation of resistance to
M5717 was identified in preclinical studies,” suitable partner
drugs have been sought. Pyronaridine (Pyro), a hemozoin
formation inhibitor,”’ "' was identified as a suitable combina-
tion partner for M5717 in a mouse model of human malaria."”
No detrimental pharmacodynamic interactions were observed
between the two drugs, and MS717 did not impact the killing
rate of Pyro. Moreover, the latter cleared MS5717-related
resistance and delayed parasite recrudescence.'” The effective-
ness of the combination of MS5717 and Pyro against pre-
erythrocytic stage parasites remains unknown.

In this work, we assessed the impact of MS5717 combination
with Pyro on the pre-erythrocytic stage of the malaria parasite’s
life cycle, employing preclinical models of P. berghei infection.
We show that Pyro is not detrimental to the pre-erythrocytic
activity of MS717, rather potentiating its activity against P.
berghei hepatic infection in vitro and in vivo. Altogether, our
results support the selection of Pyro as a suitable partner drug
for M5717.

B PRE-ERYTHROCYTIC ACTIVITY OF THE
M5717-PYRO COMBINATION

As a hemozoin inhibitor, pyronaridine is not expected to
possess liver-stage antiplasmodial activity. However, drug—
drug interactions are an important aspect in the development
of new combination therapies. Therefore, the effect of the
MS717-Pyro combination against the pre-erythrocytic stage of
Plasmodium infection was compared to that of MS717 in
monotherapy, employing luciferase-expressing P. berghei (Pb-
Luc) parasites.

In vitro drug activity was assessed in HepG2 spheroids, as
previously established and validated for drug evaluation
purposes (Figure 1A).°

A range of eight concentrations of MS717, employed in
monotherapy or combined with a fixed dose of 1 uM of Pyro,
was added to Pb-Luc-infected HepG2 spheroids at 24 h post
infection (hpi) (Figure 1A). Twenty-four hours later, at 48 hpi,
the impact of each drug concentration on the infection rate
was assessed by bioluminescence, and the half-maximal
inhibitory concentration (ICsy) of MS717 alone or in
combination with Pyro was determined (Figure 1B). The
ICso of MS717 (1.3 + 0.2 nM) was in agreement to what had
been previously determined in this platform.® The addition of
1 yM of Pyro resulted in a statistically significant 3-fold
reduction of the ICy, of MS717 (0.4 + 0.1 nM). Importantly,
no dose-dependent toxicity toward the host cell was noted, as
observed by the percentage of cell viability, which was
relatively constant across the experimental conditions tested
(Figure S1).

Next, the difference between the impact of the admin-
istration of MS717 alone or in combination with Pyro
observed in vitro was confirmed in vivo, in a rodent model of
P. berghei infection (Figure 2). Mice were injected with Pb-Luc
sporozoites, and the success of the liver infection was
confirmed by live bioluminescence after 24 h. Drugs were
then administered by oral gavage, and their impact on the liver
load was determined by real time quantitative PCR (RT-
gPCR) 24 h later, at 48 hpi (Figure 2A). A dose of 0.3 mg/kg
of M5717 per mouse body weight was selected, as it has
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Figure 1. In vitro assessment of the pre-erythrocytic activity of
MS717-Pyro combination in Pb-Luc-infected HepG2 spheroids. (A)
Schematic representation of the static infection platform employing
HepG2 spheroids and Pb-Luc sporozoites (not at scale) and the drug
exposure mode used for ICy, determination. (B) Dose—response
curves and ICy, determination of M$717 (pink) and MS717-Pyro
combination (M5717 + Pyro, blue). Cells were plated at a density of
2.5 X 10* cell/well and infected at a cell:spz ratio of 1:2. Infection rate
was normalized to that of DMSO-exposed spheroids and results are
represented as the mean + SD of at least three independent
experiments. Statistical analysis was performed using an unpaired ¢
test. ** P < 0.01.

previously been shown to not abolish infection completely.®
Pyro was employed at 12 mg/kg of mouse body weight, a dose
previously assessed in vivo in combination with M5717, in the
context of erythrocytic activity.'> Mice that received the drug
vehicle alone were used as controls. Our results show that mice
from all experimental groups were similarly infected prior to
drug administration (Figure 2B and Figure S2A). Pharmaco-
kinetic analysis of the blood of the treated mice by liquid
chromatography (LC)-mass spectrometry (MS)/MS showed
that the plasma concentrations of Pyro in monotherapy and in
combination with MS717 remained stable throughout the
duration of parasite exposure to the drugs (i.e., from 28 to 48
hpi; Table S1). Unfortunately, we were unable to quantify
MS717 at the selected concentration using this methodology
(Table S1). Nevertheless, 0.3 mg/kg MS717 drastically
reduced infection at 48 hpi to 22% of that of vehicle-treated
mice, while Pyro administered in monotherapy had no impact
on the P. berghei liver load (Figure 2C). Importantly, the
combination of Pyro with MS717 further reduced infection to
9%, a 2.3-fold reduction relative to that observed upon
administration of MS717 alone (Figure 2C). A similar decrease
was observed when the same dose of Pyro was combined with
a slightly higher dose of 0.4 mg/kg of MS717, resulting in a
2.2-fold reduction of infection upon administration of the
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Figure 2. In vivo assessment of the pre-erythrocytic activity of M5717-
Pyro combination. (A) Schematic representation of in vivo drug
administration and analysis of liver infection. C57BL/6J mice were
infected with 3 X 10* Pb-Luc sporozoites. At 24 h postinfection (hpi),
the liver load was assessed by live bioluminescence and the drugs of
interest were administered. At 48 hpi the impact of MS717 (pink) or
MS717-Pyro combination (blue) on the liver load of the same mice
was evaluated by RT-qPCR analysis. At 28 and 48 hpi, a blood sample
was collected for LC-MS analysis. (B) Assessment of the liver load at
24 hpi by live bioluminescence. (C) Assessment of the infection rate
at 48 hpi by gene expression analysis (RT-qPCR). Infection (B,C)
was normalized to the vehicle-treated control group, and results are
represented as mean + SD of three to seven mice from one
independent experiment. Statistical analysis of luminescence data was
performed by one-way ANOVA, whereas analysis of RT-qPCR data
was performed using a Mann—Whitney test. *** P < 0.001.

combination, when compared with administration of M5717
alone (Figure S2B).

Collectively, the in vitro and in vivo assessment of Pyro as a
possible drug partner of MS717 against the hepatic stage of
infection by P. berghei shows not only that the former is not
detrimental to the latter but also that addition of Pyro
consistently potentiates MS717’s antiplasmodial effect during
this phase of the parasite’s life cycle.

Between 2010 and 2018, the global incidence rate and the
number of malaria deaths have declined. However, despite the
long lasting struggle to end this infectious disease, this progress
is coming to a halt' New antiplasmodial strategies are,
therefore, required to accelerate the progress toward the goal
of malaria eradication. In a context where a highly desirable
effective vaccine against malaria remains unavailable, vector
control measures and therapeutics persist as the cornerstone of
disease control.
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As for other infectious diseases, such as tuberculosis, the
treatment of malaria resorts to combination therapies as a
means of decreasing the risk of emergence of drug resistance.'”
In the search for a suitable combination partner for a given
drug, several aspects need to be taken into consideration,
including each drug’s mode of action, pharmacokinetic
properties, and toxicity."” Crucially, combinations should be
assessed for drug—drug interactions that may compromise the
efficacy of either drug. MS5717-resistant Plasmodium parasites
have been identified in vitro during the preclinical character-
ization of this drug, highlighting the need to combine it with a
suitable partner drug.” A second study identified Pyro as an
appropriate candidate for combination with MS717, given its
different target, faster action, matching half-life, and ability to
suppress the selection of M5717-resistant mutants when tested
against the asexual erythrocytic stage of the Plasmodium life
cycle."” Importantly, in vitro isobologram studies and in vivo
testing revealed a non detrimental interaction between both
drugs.12

Besides its efficacy against asexual blood-stage Plasmodium
parasites, MS5717 is also active against exoerythrocytic parasite
forms. Thus, it was important to ensure that its combination
with Pyro would not hamper these relevant prophylactic and
transmission-blocking activities. Our in vitro and in vivo
observations demonstrate that the combination of MS5717
with Pyro does not impair its pre-erythrocytic activity.
Interestingly, our results point to a potentiation of this activity,
both in vitro and in vivo. As an inhibitor of hemozoin
formation, Pyro is not expected to possess liver stage activity.
This has been formally demonstrated in an in vitro model of P.
yoelii infection of mouse primary hepatocytes, where infected
cells were exposed to Pyro throughout the 48 h of hepatic
infection.'* At nanomolar-range doses (100, 10, and 1 nM),
Pyro did not display activity against the parasite’s hepatic
stages. At higher doses, which included the 1 uM dose
employed in this study, Pyro was hepatotoxic, which did not
allow the assessment of its impact on the infection rate.'” In
our in vitro 3D model, 1 uM Pyro did not show hepatotoxicity,
as confirmed by different analytical methods (Figure S3).
Rather, the viability of cell spheroids that were exposed to the
MS717-Pyro combination was comparable to that of spheroids
that were exposed solely to M5717. The absence of pre-
erythrocytic activity of Pyro was further supported by our in
vivo observations, which show that the administration of this
drug to Pb-Luc-infected mice has no impact on the ongoing
liver infection. Thus, the enhanced pre-erythrocytic activity of
the combination is not justified by the addition of the activities
of the individual drugs. This type of interaction is not
unprecedented, as chloroquine, an antiplasmodial drug
structurally and target related to Pyro, has been described to
potentiate primaquine’s activity against the pre-erythrocytic
stage of infection, even though chloroquine has no inhibitory
activity of its own."” This effect was shown to be specific to this
combination, as it was not observed when chloroquine was
combined with atovaquone." Interestingly, this potentiation
effect was only noted in primary hepatocytes but not in
HepG2-A16 cells, which have reduced cytochrome P450
activities.”” The fact that we observed a potentiation of
MS717’s activity in vitro using the HepG2 cell line may be
related to the enhanced ghysiological relevance of the 3D
hepatic system employed.'°™"® Similar to the enhancement of
primaquine’s activity by chloroquine,'” the identification of the
molecular mechanism underlying the potentiation of M5717’s
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activity by Pyro described in this study requires further
experimental work.

An assessment of the effect of a drug combination against
the pre-erythrocytic stage of Plasmodium infection was first
carried out in 2016 for Malarone."” This combination of
atovaquone and proguanil, employed both for the chemo-
prevention and the treatment of malaria, was already known to
display a synergistic effect against the erythrocytic stage of
infection”” and was next demonstrated to also be synergistic
against developing hepatic P. yoelii parasites, providing a
pharmacological basis for its success in chemoprevention.'’
Although this study highlighted the importance of widening
the evaluation of antiplasmodial drug combinations against the
pre-erythrocytic stage of the parasite’s life cycle, the literature
on this subject remains rather limited. Other drug combina-
tions have since been evaluated in the pre-erythrocytic context,
such as the combination of several antiretroviral drugs*' or of
metformin with primaquine”® against rodent Plasmodium
infection, and of ivermectin and chloroquine against P.
cynomolgi in rhesus macaques.”” Our study now adds to the
scarce information available on the pre-erythrocytic activity of
antiplasmodial drug combinations and further validates the
physiologically relevant 3D in vitro hepatic platform to provide
data that correlates with the outcome of drug evaluation in
vivo.

This study identifies Pyro not only as a suitable partner drug
for M5717 but also as an enhancer of this drug’s activity
against the pre-erythrocytic stage of Plasmodium infection. Our
results demonstrate the added value of this drug combination
for malaria chemoprevention, informing the clinical develop-
ment of this compound and paving the way for its deployment
in the field.

B METHODS

Ethics Statement. Animal experiments carried out at
Instituto de Medicina Molecular Joao Lobo Antunes (iMM
JLA, Lisbon, Portugal) were performed in strict compliance
with the guidelines of the institute’s animal ethics committee
(ORBEA), which also approved the study, and the Federation
of European Laboratory Animal Science Associations (FELA-
SA). Animal experiments carried out at the Swiss Tropical and
Public Health Institute (Swiss TPH, Basel, Switzerland) were
in agreement with local and national regulations of laboratory
animal welfare in Switzerland (awarded permission no. 2693).
Protocols were regularly reviewed and revised following
approval by the local authority (Veteriniramt Basel Stadt).

Mice, Cell Sources, and Parasites. Male C57BL/6] mice
(Charles River Laboratories), 7 to 12 weeks old, were housed
in specific pathogen-free (SPF) conditions at iMM JLA’s
rodent facility. Female NMRI mice (Charles River laborato-
ries), with 20—22 g of body weight were housed and
manipulated in Swiss TPH’s animal facility. The in vitro
studies were performed by employing the HepG2 cell line
purchased from ATCC (CRL/10741). Infection procedures
were performed employing sporozoites recovered from
infected Anopheles stephensi mosquitoes, reared and maintained
in the insectarium facilities of iMM JLA and of Swiss TPH.
Uninfected mosquitoes were allowed to feed on mice infected
with luciferase-expressing P. berghei ANKA (Pb-Luc) parasites.
Sporozoites were freshly isolated from mosquito salivary glands
into RPMI 1640 medium (Thermo Fisher Scientific) or
phosphate-buffered saline (PBS), macerated and filtered
through a 40 um cell strainer prior to infection experiments.
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Two-Dimensional (2D) Cell Culture. HepG2 2D cultures
were maintained in T-flasks in static conditions, as previously
described (Arez et al, 2019). Briefly, HepG2 cells were
cultured in low glucose DMEM (Thermo Fisher Scientific)
supplemented with 1% (v/v) pen/strep and 10% (v/v) FBS.
Cells were passaged twice every week at a cell inoculum of § X
10* cell/cm®. Cells were maintained in an incubator with
humidified environment, at 37 °C and 5% CO,.

Three-Dimensional (3D) Cell Culture (Spheroids).
Hepatic cell spheroids were generated and maintained in
dynamic suspension cultures under magnetic stirring (2mag
AG), in an incubator with humidified environment at 37 °C
and 5% CO,. HepG2 cells were inoculated as single cell
suspensions (3 X 10° cell/mL) in 125 mL spinners (Corning,
Merck KGaA, Darmstadt, Germany), in the culture medium
employed for the 2D cell culture. HepG2 3D cultures started at
an agitation rate of 40 rpm, and reached up to 120 rpm by the
end of culture time. Medium replacement was performed in
order to attain 100% medium renovation per week. Therefore,
50% of the culture medium was replaced every 3 days. To this
end, spheroids were sedimented by centrifugation, followed by
pellet resuspension in the adequate proportion of pre-existent
and fresh culture medium supplemented with 5% (v/v) FBS.

Determination of Cell Viability and Concentration.
Cell viability of spheroid cultures was assessed as previously
described (Arez et al. 2019). Briefly, spheroids were incubated
with a cell-permeant dye (fluorescein diacetate, Sigma-Aldrich,
Merck KGaA, Darmstadt, Germany) at 10 4g/mL and a DNA
dye (TO-PRO-3 Iodide, Thermo Fisher Scientific) at 1 uM for
detection of viable and dead cells, respectively. Visual
inspection of spheroids was performed using an inverted
fluorescence microscope (Leica DMI6000). The cell density of
2D and 3D cultures was determined by the Trypan blue
exclusion method, as previously described (Rebelo et al,
2014).

In Vitro Plasmodium Infection. Spheroids were inocu-
lated at 5 X 10° cell/mL in infection medium (basal culture
medium supplemented with 5% (v/v) FBS, 1:300 Amphoter-
icin B (250 pg/mL) and 1:1000 Gentamycin SO mg/mL, all
from Thermo Fisher Scientific), on the day of infection, in
ultralow attachment flat-bottom 96-well plates (Corning,
Merck KGaA, Darmstadt, Germany). Sporozoites were added
to 3D cultures at a 1:2 cell:spz ratio. Sporozoite addition in
microplates was followed by a centrifugation step at 1800g for
S min, after which plates were maintained in static conditions
at 37 °C and 5% CO, for 48 h. The infection rates were
assessed by bioluminescence, as a measurement of luciferase
activity.

In Vitro Assessment of Plasmodium Infection by
Bioluminescence. The infection load of Pb-Luc-infected cells
was assessed by employing a commercially available Firefly
Luciferase Assay Kit from Biotium, following the manufac-
turer’s instructions. Briefly, cells and spheroids were washed
twice with PBS and later incubated in lysis buffer diluted 1:4 in
Milli-Q water. Samples underwent several freeze—thaw cycles,
alternated with agitation steps at 500 rpm, until complete cell
lysis was confirmed by visual inspection. Bioluminescence was
measured using a microplate reader (Infinite 200 PRO, Tecan
Trading AG), and the light reaction of each well was measured
for 100 ms.

Drug Assays. M5717 and Pyro were synthesized and
supplied by Merck KGaA, Darmstadt, Germany.
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In Vitro Drug Assays. Stock solutions of 10 mM were
prepared in DMSO. Working solutions of compounds
employed in drug assays were prepared freshly at concen-
trations ranging from 0.01 to 30 nM for MS5717 or at a fixed
concentration of 1 #M for Pyro. Pb-infected cells were exposed
to the aforementioned drug dilutions at 24 hpi and cultured for
an additional 24 h. For the dose—response analysis, cell
viability and infection rate were assessed at the end of the drug
incubation period (48 hpi), as previously described (Arez et al,,
2019). Briefly, cell metabolic activity was determined by
incubation of adherent cells and spheroids for 50 min at 37 °C,
protected from light, with 1X PrestoBlue Cell Viability Reagent
(A-13262, Thermo Fisher Scientific). The fluorescence of the
culture supernatant was measured at 560 and 590 nm
excitation and emission wavelengths, respectively. Cell
metabolic activity was used as a measurement of cell viability
and employed in the normalization of the infection rates.
Samples were further analyzed for bioluminescence as
described above.

In Vivo Drug Assays. Male C57BL/6] mice were infected by
intravenous injection (iv.) of 3 X 10* firefly luciferase-
expressing P. berghei sporozoites. Hepatic infection was
confirmed at 24 hpi by live bioluminescence, prior to
compound administration, as previously described.”* Briefly,
mice were anesthetized with isofluorane and subcutaneously
injected with 200 yL of D-Luciferin (PerkinElmer) dissolved
in PBS (10 mg/mL). After S min, mice were anesthetized by
an intraperitoneal injection of a ketamine/xylazine solution.
Image acquisition took place at approximately 10 min after D-
Luciferin injection, employing the in vivo IVIS Lumina Imaging
System (Caliper LifeSciences, Waltham, MA, U.S.A.). P.
berghei bioluminescence was measured as total flux (pho-
tons/s) and analyzed with the Living Image software (version
3.0, PerkinElmer, Waltham, MA, U.S.A.). Compounds were
solubilized in a solution of 70% Tween-80 and 30% ethanol,
followed by a 10-fold dilution in water, and administered by
oral gavage at 24 hpi. M5717 was administered at 0.4 or 0.3
mg/kg of mouse weight, whereas Pyro was administered at 12
mg/kg. An equivalent amount of drug vehicle was adminis-
tered as a control. At 48 hpi, mice were sacrificed and livers
were collected to denaturing solution (4 M guanidine
thiocyanate, 25 mM sodium citrate pH 7.0, 0.5% (w/v)
sarcosyl and 0.7% (v/v) b-mercaptoethanol in DEPC-treated
water) for parasite load quantification by quantitative real-time
PCR (qRT-PCR). Liver samples were then mechanically
homogenized, and RNA was extracted using the TripleXtractor
directRNA Kit (GRiSP), according to the manufacturer’s
recommendations. Complementary DNA (cDNA) was
synthesized from 1 pug of RNA, using the NZY First-strand
cDNA Synthesis Kit (NZYTech). P. berghei load was
quantified by qRT-PCR, employing primers specific for Pb
18S RNA (S'-AAGCATTAAATAAAGCGAATACA-
TCCTTAC-3" and 5 -GGAGATTGGTTTTGACGTTT-
ATGTG-3'). Gene expression levels were normalized to the
endogenous mouse housekeeping gene hypoxanthine-guanine
phosphoribosyltransferase (Hprt) (primers S-TTTGCTG-
ACCTGCTGGATTAC-3" and 5'- CAAGACATTCTTT-
CCAGTTAAAGTTG-3'). The RT-qPCR reaction was
performed in a total volume of 10 uL using the NZYSpeedy
gPCR Green, ROX (NZYtech), employing the ViiA 7 System
(Applied Biosystems). The comparative AACT method was
used for analysis of RT-qPCR results.

725

Data Analysis and Statistics. Nonlinear regression
analysis of the normalized results for the determination of
ICs, values and statistical analysis were performed employing
GraphPad Prism version 6 for Windows (GraphPad software,
La Jolla California U.S.A.). Outliers were identified by the
ROUT method. Normality was assessed by the Shapiro-Wilk
normality test. Significant differences were determined using a
parametric or nonparametric t test, considering paired
conditions when subjected to the same batch of spz, or using
one-way ANOVA. P values are presented for statistically
significant results (*, P < 0.0, **, P < 0.01, *** P < 0.001,
*kkkD < 0.0001), as indicated in each figure legend.
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