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Research has shown that estrogen is present and plays a critical role in vertebrate
reproduction and metabolism, but the influence of steroids on Toxoplasma gondii has
received less attention. Our data showed that estradiol and progesterone induced
parasitic cytosolic Ca2+ fluxes. This process required estrogen to enter the cytoplasm
of T. gondii, and cGMP-dependent protein kinase G (PKG) and phosphoinositide-
phospholipase C (PI-PLC) emerged as important factors controlling parasitic intracellular
(IC) Ca2+ signals. Cytosolic Ca2+, which is regulated by estradiol, was mostly mobilized
from acidic organelles. Moreover, cytosolic Ca2+ slightly increased MIC2 protein
secretion and promoted the gliding motility and egress of parasites, thus enhancing
the pathogenicity of T. gondii, as shown in our previous research. We subsequently
determined that the main source of Ca2+ regulated by progesterone was a neutral store.
In contrast to the findings of estradiol, progesterone reduced MIC2 protein secretion
and inhibited the gliding motility of parasites, which may decrease their pathogenicity.
Additionally, unlike in mammals, estradiol and progesterone had no effect on nitric oxide
(NO) or reactive oxygen species (ROS) production in T. gondii.

Keywords: estradiol, progesterone, Toxoplasma, calcium intracellular release, gliding, microneme secretion,
egress

INTRODUCTION

Toxoplasma gondii is found worldwide, and this pathogen can infect a wide range of hosts, such as
humans, livestock, pets, and wildlife. All karyocytes are considered to be definitive cells of T. gondii
(Montoya and Liesenfeld, 2004). As an opportunistic parasite, T. gondii has been held responsible
for high morbidity in some special cases, such as the high transmission frequency of T. gondii
observed during pregnancy (Roberts et al., 2001). Concentrations of estradiol and progesterone
are several-fold higher in pregnant females than in non-pregnant females, and the infection rate of
pathogens is also significantly increased. However, the fact that pathogens can utilize sex steroid
hormones for their survival and reproductive success is often overlooked (Vom Steeg and Klein,
2016).
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In mammals, hormone effects are divided into short-term
actions (seconds to minutes) and long-term actions (hours to
days), which depend on different receptors. There are currently
no available reports concerning T. gondii estrogen receptors.
Although our research group has attempted to explore nuclear
receptors (mediating long-term actions) of T. gondii for quite
some time, the results have been inconclusive. Therefore,
the study of estrogen-mediated rapid effects is a different
approach for obtaining an in-depth understanding of this topic.
Short-term actions, such as membrane-and/or cytosol-initiated
mechanisms, involve a rapid response through the activation of
signal transduction pathways mediated by membrane estrogen
receptors (mERs) or G-protein-coupled receptors (GPCRs) and
ion channels, modulating kinase activation and ionic fluxes,
such as calcium fluxes (Vasudevan and Pfaff, 2008; Mcewen
et al., 2012). Because calcium and hormone membrane-initiated
mechanisms have physiological implications relevant to other
organisms as non-transcriptional mechanisms (Vega-Vela et al.,
2017), the possible interaction between estrogen and calcium
fluxes in T. gondii is a topic deserving of discussion.

The life cycle of T. gondii is accompanied by fluxes of cytosolic
Ca2+. These fluxes are necessary for parasite motility and egress
from host cells. During theT. gondii life cycle, the parasite invades
host cells to create a parasitophorous vacuole (PV), where it
divides and matures. Parasite development involves several steps:
(i) gliding motility, (ii) conoid extrusion, (iii) secretion of specific
proteins, (iv) attachment to the host cell, (v) active invasion, and
(vi) egress. Previous studies have shown that intracellular (IC)
Ca2+ fluxes are important for the initiation of gliding motility,
microneme secretion, conoid extrusion, active parasite invasion,
and egress (Pu and Zhang, 2012). Our previous work showed
that estradiol could promote the invasion and proliferation of
T. gondii and thus significantly contribute to the pathogenicity of
T. gondii in mice (Zhang et al., 2017). Therefore, Ca2+ induced
by estradiol in these processes may be one factor in estrogen-
promoted high pathogenicity.

Genetically encoded Ca2+ indicators (GCaMPs) were used
to develop a parasite strain for the observation of estrogen-
induced Ca2+ signals in T. gondii. Our results showed that
estradiol and progesterone induce the release of Ca2+ of T. gondii
from different stores. Additionally, estrogen-induced Ca2+ fluxes
relate to parasite gliding motility, microneme secretion, and
egress.

MATERIALS AND METHODS

Parasites and Cell Culture
HFFs (human foreskin fibroblasts) and Vero cells (African green
monkey kidney cells) were obtained from the Cell Bank of the
Chinese Academy of Sciences (Shanghai, China). T. gondii RH
strain tachyzoites (provided by Xingquan Zhu, Chinese Academy
of Agricultural Sciences) and the RH-GCaMP6f strain (provided
by Silvia N. J. Moreno, University of Georgia) were maintained
in vitro on Vero or HFF cells in DMEM (M&C, China) containing
25 mM glucose and 4 mM glutamine supplemented with 8% fetal
bovine serum (FBS, Gibco, United States) and were incubated

at 37◦C with 5% CO2 in a humidified incubator. The medium
was changed 12 h after inoculation. The RH-GCaMP6f strain was
constructed and provided by Silvia N. J. Moreno, and the detailed
plasmid information was reported previously (Borgespereira
et al., 2015). Briefly, plasmids for the expression of GCaMP6 in
T. gondii were kindly provided by David Sibley at Washington
University. The coding DNA sequence for GCaMP6f (Addgene)
was amplified via PCR and cloned into a T. gondii vector for
expression under the tubulin promoter.

Measurement of Intracellular Oxidative
Activity
Intracellular reactive oxygen species (ROS) levels in T. gondii
were measured using the probe 2′, 7′-dichlorofluorescein
diacetate (DCF-DA, Sigma, United States). Tachyzoites were
pretreated with estrogen for different times and then harvested,
after which they were incubated with 10 µM DCF-DA for 1 h
at 37◦C, washed twice with phosphate-buffered saline (PBS),
and quantified utilizing flow cytometry. Estrogen-pretreated
parasites using same method were used to measure NO activity
in a chemiluminescence assay according to the manufacturer’s
instructions (Jiancheng, China).

Microneme Secretion Assay
Fresh tachyzoites were harvested, washed twice with PBS, and
resuspended in extracellular (EC) buffer (1 mM MgCl2, 142 mM
NaCl, 25 mM HEPES, 5 mM KCl, 5.6 mM D-glucose, 1.8 mM
CaCl2, pH 7.4). Estradiol (Sigma, E8875, United States), and
progesterone (Sigma, P0130, United States) were added to the
resuspension solution, and parasites were allowed to secrete for
15 min at 37◦C. After centrifugation at 2500 rpm, the supernatant
and pellet were collected for western blot analysis.

Cytosolic Ca2+ Measurements
For time-resolved microscopy, purified RH-GCaMP6f parasites
in IC buffer (142 mM KCl, 5 mM NaCl, 2 mM EGTA,
5 mM MgCl2, 25 mM HEPES-KOH pH 7.2, 1 mg/ml BSA)
were added to glass-bottom culture dishes and then heated
to 37◦C. Compounds were then added, and fluorescence
images (3 min duration) were collected on an Olympus
fluorescence microscope. The images were exported from Zen,
and fluorescence intensities in the GFP channel were quantified
in Image-Pro for each time slice.

Egress Assay
Egress assays were performed as previously described
(Morlonguyot et al., 2014). Fresh tachyzoites were harvested
and added to HFF cells in a 12-well plate for 24 h culture.
Then, the tachyzoites were washed with PBS, and dimethyl
sulfoxide (DMSO, Thermo Fisher Scientific, United States),
estradiol or progesterone diluted in DMEM was added followed
by incubation for 30 min. An equivalent amount of DMSO was
used as a solvent control. Parasites were labeled with anti-GAP45
antibodies (prepared in our laboratory), and the proportion
of egressed versus non-egressed vacuoles was calculated by
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counting 100 vacuoles in triplicate from three independent
biological replicates. Live images were obtained via microscopy.

Gliding Assay
Freshly egressed RH-GCaMP6f tachyzoites were collected,
purified, and lightly adhered to coverslips on ice for 4 min.
Non-adhered parasites were washed away. The coverslips
were then incubated with different reagents at 37◦C for
15 min. Gliding conditions were quantified by measuring trails
stained with a SAG1 antibody (prepared in our laboratory),
and immunofluorescence images were acquired as previously
described (Wetzel et al., 2004). For all treatments, at least 50
parasite trails were measured on each experiment.

Statistical Analysis
Statistical significance between groups was evaluated by two-
tailed unpaired Student’s t-tests using GraphPad Prism 5 (San
Diego, CA, United States). Statistical data are presented as the
mean value ± standard error of the mean (SEM). P < 0.05
and P < 0.01 were considered statistically significant and very
significant, respectively.

RESULTS

GCaMP6f-Expressing Tachyzoites Detect
Estrogen-Induced Ca2+ Fluxes
GCaMP is generated through fusion of green fluorescent
protein (GFP), calmodulin, and M13 (a peptide sequence
from myosin light chain kinase). When calcium is present,
calmodulin undergoes a conformational change and binds M13
to generate green fluorescence. To determine whether estradiol
and progesterone induce an increase in Ca2+ release from
parasitic IC stores, we used the genetically encoded Ca2+

biosensor GCaMP6s to monitor IC Ca2+ fluxes (Figure 1A). We
observed green fluorescence representing the flux of increased
Ca2+ in response to estradiol (Figure 1B) and progesterone
(Figure 1C). Our previous studies have shown that BSA-coupled
estradiol cannot enter the cytoplasm of T. gondii (Zhang et al.,
2017). In Figure 1D, it can be seen that BSA-coupled estradiol
failed to stimulate Ca2+ fluxes, which may indicate that there is
no membrane receptor on the surface of T. gondii for estradiol
binding to induce Ca2+ release. Of course, we cannot rule out a
possible surface receptor for estradiol because BSA conjugation
may have impaired estradiol binding to a potential receptor at its
binding site.

Ca2+ Stores Mobilized by Estrogen
In general, T. gondii exhibits several regular Ca2+ stores, such
as the endoplasmic reticulum (ER), mitochondria, and some
acidocalcisomes. Ionomycin has been reported to specifically
mobilize neutral Ca2+ stores of T. gondii (Moreno and Zhong,
1996). A peak in cytosolic Ca2+ levels was observed following
ionomycin (100 µM, Sigma, United States) treatment, indicating
that Ca2+ had been mobilized from neutral stores. Subsequent
treatment with progesterone no longer produced an obvious

Ca2+ peak, meaning that most of the progesterone-mobilized
Ca2+ had already been depleted by ionomycin. Therefore,
progesterone-induced Ca2+ mostly originates from neutral
stores. In contrast, treating parasites with ionomycin followed
by estradiol still produced an obvious Ca2+ spike (Figure 2Aii).
These results mean that estradiol-induced Ca2+ does not
originate from neutral stores, in contrast to progesterone.

Acidic Ca2+ stores are widely recognized as playing important
roles in Ca2+ signaling. The addition of glycyl-L-phenylalanine-
naphthylamide (GPN, 100 µM, Santa Cruz, United States) has
a swelling effect on the release of Ca2+, and cause Ca2+ to
leak from lysosomal-like compartments (Miranda et al., 2010).
We treated parasites with GPN before estradiol and found that
estradiol largely failed to induce a Ca2+ flux again (Figure 2Bii).
In contrast, progesterone still induced a large quantity of Ca2+

release, regardless of the treatment (Figure 2Bi). Therefore,
estradiol-induced Ca2+ is mostly derived from the acidic store
of T. gondii, in contrast to progesterone.

Ca2+ influx into the mitochondrial matrix is mainly mediated
by a Ruthenium compound-sensitive Ca2+ influx uniporter
(O’Rourke, 2007), which has been used to reveal mitochondrial
Ca2+ dynamics in Plasmodium falciparum (Rotmann et al.,
2010). Ruthenium Red (RuRed, 10 µM, Meilunbio, China) failed
to prevent the increase in Ca2+ concentration, regardless of
whether it was induced by progesterone or estradiol (Figure 2C),
indicating that increases of Ca2+ induced by the two estrogens
did not originate from the mitochondrial matrix.

Intracellular Ca2+ Fluxes Depend on
PKG and PI-PLC
Previous studies have shown that cGMP-dependent PKG is
essential to Ca2+ signals in malaria parasites (Brochet et al.,
2014). MBP146-78 (MCE, United States) is a specific inhibitor
of PKG and displays dose-dependent inhibition of PKG in
T. gondii tachyzoites (Bakela et al., 2002). To determine whether
estrogen influences Ca2+ in parasites through PKG, we measured
the responses of estradiol and progesterone after MBP146-78
(200 nM) treatment, and a reduced Ca2+ spike was observed
compared with the control group (Figures 3A,B). These results
showed that the estradiol and progesterone-induced Ca2+ spikes
may be related to PKG.

U-73122 (MCE, United States) is a phosphoinositide-
phospholipase C (PI-PLC)-specific inhibitor. Using the same
method, we found that PI-PLC is required for the estrogen-
induced Ca2+ spikes (Figures 3C,D). These results indicate that
PKG and PI-PLC are important factors in estrogen-induced
calcium production. Of course, we cannot rule out the possible
existence of other factors or signaling pathways that mediate
this response, as estradiol and progesterone still induced a
small amount of Ca2+ production under treatment with these
inhibitors.

Estrogen Modulates Ca2+-Mediated
Microneme Secretion
Micronemes, which are secretory organelles located at the apical
end of the parasite, depend on Ca2+ fluxes and are essential for
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FIGURE 1 | Estrogen-induced Ca2+ fluxes in T. gondii. (A) Video microscopy of intracellular parasites expressing GCaMP6f, following the addition of estradiol at 0 s.
(B) Intracellular Ca2+ concentrations monitored over time in GCaMP6f-RH parasites (extracellular tachyzoites) stimulated with 10−8 M estradiol. (C) Intracellular
Ca2+ fluxes of GCaMP6f-RH parasites were monitored after stimulation with 10−5 M progesterone. (D) GCaMP6f-RH parasites stimulated with estradiol after
treatment with BSA-coupled estradiol. (E) DMSO was used as a negative control because all compounds dissolved in DMSO. (F) A23187 (calcium ionophore, 2 µM,
Sigma, United States), a mobile ion-carrier, was used as a positive control for the monitoring of intracellular Ca2+ concentrations. Each experiment was performed in
triplicate with three independent biological replicates.

T. gondii motility (Carruthers et al., 2010). To evaluate whether
estrogen is related to microneme secretion, we examined the
discharge of the microneme protein MIC2. Parasites treated for
15 min with estradiol showed a slight concentration-dependent
increase in MIC2 (Figure 4A). However, progesterone-induced
MIC2 secretion (∼100 kDa, excretory-secretory antigens, ESA)
was inhibited. Additionally, we found that progesterone did not
inhibit MIC2 expression (∼130 kDa), as there was no observed
decrease in pellets compared with those in the DMSO group.
Using a monoclonal MIC2 antibody, we found that the mature
form of the MIC2 protein (∼100 kDa) was significantly decreased
in progesterone-pretreated parasites compared with that in the
estradiol and DMSO pretreatment groups (Figure 4B). From the
above experiments, we established that estrogen might modulate
parasite invasion by modulating MIC2 protein secretion, as
knocking out the MIC2 protein caused T. gondii to lose its
invasion ability (Huynh and Carruthers, 2006).

The T. gondii invasion process depends on parasite motility,
and parasite motility is regulated by IC Ca2+ fluxes (Huynh
et al., 2003; Lovett and Sibley, 2003). We next examined
whether estrogen treatment increased T. gondii motility as
well. Parasite motility was analyzed by allowing parasites
to glide on a substratum in the presence or absence of
estrogen and then visualizing the trails produced by parasite
movement via immunofluorescence (Hakansson et al., 1999).
Parasites pretreated with progesterone for 30 min produced
fewer and shorter trails compared with the control parasites
(Figure 4Cii), and most T. gondii were in a motionless state
(Figure 4Ci). We then counted the percentage of parasites

that could form complete loop motion trails. Under our
experimental conditions, estradiol incubation increased parasite
motility in a manner that was somewhat comparable to DMSO
incubation (Figures 4Ciii–v). These findings indicated that
estradiol treatment increased parasite motility, which likely
depended on the alteration of Ca2+ fluxes in the parasites. To
our surprise, progesterone inhibited the gliding of T. gondii and
reduced MIC2 protein secretion.

Estradiol and Progesterone Treatment
Induces Parasite Egress
We observed that estrogen treatment of extracellular T. gondii
affected parasite motility; hence, we reasoned that estrogen might
promote active egress of T. gondii from host cells, which is
triggered by changes in the ionic environment (Moudy et al.,
2001). When infected parasites were treated for 30 min with
estradiol, a sharp increase in parasite egress was observed
compared with that in the DMSO group (Figure 5A), whose
egress rate was consistently observed to be 60% (Figure 5B).
In contrast to the results of estradiol treatment, the egress
rate of progesterone-pretreated parasites was low, albeit still
higher than that of the control group at 33% (Figure 5B).
However, we observed that most of the egressed parasites induced
by progesterone did not migrate to neighboring cells due to
low gliding motility (Figure 5A). In addition, progesterone
inhibited the maturation of the MIC2 protein, as shown in
Figure 4, and we can speculate that progesterone may make
it more difficult for egressed T. gondii to invade new cells
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FIGURE 2 | Estradiol-induced Ca2+ and progesterone-induced Ca2+ originate from different stores. (A) The same measurements were performed as in Figure 1.
Ionomycin was added at 0 s, and progesterone (i) or estradiol (ii) was added at 60 s to monitor intracellular Ca2+ concentrations. (B) The intracellular calcium
concentrations of parasites were measured after treatment with GPN at 0 s. Progesterone (i) or estradiol (ii) was added at 60 s, as indicated. (C) GCaMP6f-RH
parasites were treated with ruthenium red at 0 s, and stimulated with progesterone (i) or estradiol (ii) at 40 s to observe Ca2+ fluxes. Each experiment was
performed in triplicate with three independent biological replicates.

FIGURE 3 | PKG and PI-PLC are important factors in the control of parasite Ca2+ signals. (A,B) Calcium concentrations in intracellular parasites were measured
after stimulation with progesterone (A) or estradiol (B) in the presence of 100 µM MBP146-8. (C,D) 100 µM U73122 was used to verify that PI-PLC is necessary for
the progesterone- (C) or estradiol-induced (D) Ca2+ spike. Each experiment was performed in triplicate with three independent biological replicates.
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FIGURE 4 | Estrogen modulates microneme secretion and gliding motility. (A) Western blot of parasite supernatants and lysates following treatment with estradiol or
progesterone. A23187, positive control; DMSO, negative control; GRA1: control for parasite viability; ESA: excretory-secretory antigens; MIC2 and GRA1 polyclonal
antibodies were prepared in our laboratory. (i) Western blot; (ii) statistical results of western blot. (B) Secretion of MIC2 was stimulated by estradiol or progesterone.
The MIC2 monoclonal antibody was provided by Silvia N. J. Moreno, University of Georgia. (C) Gliding traces of T. gondii recorded from a representative field of view.
Gliding motility is blocked by treatment with progesterone (10−5 mol L) compared with the estradiol (10−8 mol L) and DMSO groups. The SAG1 polyclonal antibody
was prepared in our laboratory. (i,ii) progesterone pretreated T. gondii; (iii) estradiol pretreated parasites; (iv) DMSO pretreated parasites; (v) statistical results of
gliding traces.

for survival. In contrast, estradiol enhanced the vitality of
T. gondii.

PLP1 (perforin-like protein 1) was found to be necessary
for rapid egress, and PLP1-deficient parasites failed to egress
rapidly from the PV after calcium ionophore treatment (Roiko
and Carruthers, 2013). Therefore, we detected the expression of
PLP1 in T. gondii pretreated with progesterone and estradiol and
found that the two estrogens enhanced the expression of PLP1
and promoted the egress of T. gondii (Figure 5C).

Estrogen Does Not Affect NO and ROS
Production in T. gondii Tachyzoites
Estrogens have been reported to prevent IC peroxide
accumulation, decrease ROS production (Culmsee et al.,
1999), limit lipid peroxidation (Wang et al., 2006; Rattanajarasroj
and Unchern, 2010), and regulate the release of nitric oxide
(NO) (Skarsgard et al., 1997). One of the host mechanisms
for blocking T. gondii replication is the production of NO.
In several in vitro studies, NO was shown to be involved in
the killing of IC T. gondii (Khan et al., 1997). Therefore, we
suspected that estrogen may affect the invasion and survival of
T. gondii by regulating the production of NO and ROS. However,
our results showed that estrogen did not affect NO and ROS
production in the parasites, even after constant observation for
24 h (Figures 6A,B).

DISCUSSION

Estrogen is associated with T. gondii invasion and proliferation,
which has been discussed in our previous work, and Ca2+

signaling is crucial in parasite biology. Therefore, estrogen-
induced Ca2+ fluxes may play an important role in the survival
of T. gondii. In this study, we extend our understanding
of the effects of estrogen on T. gondii by demonstrating
that PKG and PI-PLC activities are important for the
robust Ca2+ response elicited by estrogen. Furthermore,
we determined the source of estrogen-induced Ca2+ to be
distinct from different stores and used this phenomenon
as the basis for explaining the relationship of estrogen
with parasite gliding motility, microneme secretion, and
egress.

Previous studies have indicated that Ca2+ is generated via
modulation of the phosphoinositide-signaling pathway through
binding to a surface receptor, most commonly a GPCR. However,
in the present study, we found that BSA-coupled estradiol
could not stimulate Ca2+ production. This result may indicate
that GPCR-like membrane receptors did not mediate the
observed Ca2+ release but that it occurred directly through
estradiol entering the cytoplasm of T. gondii. Therefore, the
pathway of estradiol-induced T. gondii Ca2+ fluxes remains to
be further studied, and an estradiol receptor responsible for
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FIGURE 5 | Estradiol and progesterone induce parasite egress from host cells. (A) HFFs were infected with T. gondii for approximately 36 h, followed by treatment
with progesterone or estradiol. Red arrows, estradiol pretreated T. gondii; Green arrows, progesterone pretreated parasites; Mazarine arrows, DMSO pretreated
parasites. (B) Statistical analysis of the percentage of egressed parasites. Error bars represent ± SD for 100 vacuoles counted in triplicate from three biological
replicates. A23187, positive control; DMSO, negative control. (C) Progesterone and estradiol enhanced egress-related PLP1 protein expression compared with the
DMSO group. The PLP1 polyclonal antibody was prepared in our laboratory.

FIGURE 6 | Production of NO and ROS is not regulated by estradiol and progesterone in T. gondii. (A) ROS levels in parasites were detected after continuous
treatment with estradiol, progesterone, H2O2 or DMSO for 24 h. H2O2, positive control; DMSO, negative control. (B) Estradiol and progesterone had no effect on
the NO production of parasites.

mediating IC calcium increases may reside in the cytoplasm of
parasites.

Previous reports have shown that the cyclic nucleotide
second messenger cyclic GMP (cGMP) activates PKG and
plays a vital role in the activation of apicomplexan egress and

motility (Eaton et al., 2006; Taylor et al., 2008). Inhibition
of PKG interrupts cGMP signaling, leading to microneme
secretion defects in both Toxoplasma and Plasmodium spp.
(Collins et al., 2013). Importantly, PI(4,5)P2 hydrolysis by
PI-PLC generates IP3, a second messenger that is important
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for Ca2+-dependent gametocyte activation of Plasmodium
berghei (Raabe et al., 2011) and elicits Ca2+ responses in
intraerythrocytic asexual stages of P. falciparum (Alves et al.,
2011). These combined findings strongly support a mechanism in
which hormone-induced Ca2+ release is linked to the PI-PLC and
PKG pathways to activate Toxoplasma motility and microneme
secretion. Although we did not find that a GPCR-like receptor in
T. gondii activates Ca2+ flux, the observed fluxes may be related
to second messenger (cGMP and IP3) generation.

Membrane phosphatidic acid (PA) level plays a critical
role in T. gondii microneme secretion. PA is a key factor
in the microneme secretion-signaling pathway, and blocked
production of PA inhibits microneme secretion, even when
the release of Ca2+ is induced (Bullen et al., 2016). In our
study, although progesterone could induce Ca2+ release, similar
to estradiol, it inhibited the secretion and maturation of the
MIC2 protein, which was likely related to the modulation
of PA. Our ELISA data showed that PA production was
inhibited by progesterone (data not presented), and inhibition
of PA production might be the mechanism through which
progesterone reduced the secretion of MIC2. Microneme
proteins are key factors in parasitic invasion, and knocking out
MIC2 caused T. gondii to lose its invasion ability. Estradiol
slightly increased the secretion of MIC2, which was one
factor that enhanced the pathogenicity of T. gondii. However,
progesterone inhibited MIC2 protein maturation and secretion,
which may significantly decrease the parasitic invasion ability
of T. gondii. Although progesterone promoted the egress of
parasites from host cells, T. gondii may have been less pathogenic
because of its reduced invasiveness. Actually our previous work
showed that estradiol enhances the pathogenicity of T. gondii
(Zhang et al., 2017), and progesterone reduces the parasite’s
pathogenicity (unpublished), which is consistent with our present
results.

Apicomplexans lack calmodulin-dependent kinases, which are
basic components of calcium signals in mammals; instead, several
calcium-dependent protein kinases (CDPKs) have been found
in this group (Billker et al., 2009). For example, TgCDPK1 is
a key factor in microneme exocytosis (Lourido et al., 2010),
whereas TgCDPK3 is essential only for egress (Garrison et al.,
2012). In the present study, progesterone inhibited the secretion
of MIC2 and reduced the gliding motility of parasites. However,

to our surprise, progesterone still induced the egress of T. gondii.
We speculate that progesterone may affect the function or
expression of certain proteins to trigger egress, regardless of
reduced motility. Moreover, egress is assisted by the release of
TgPLP1, which forms pores in the PV membrane (PVM) and the
host cell plasma membrane (Garg et al., 2013). Progesterone was
found to increase TgPLP1 expression in our study, which may be
an important prerequisite for promoting parasite egress.

Estrogen receptors are found in mitochondria, and estrogens
have substantial effects on mitochondrial biogenesis and
metabolism, as well as on ROS generation (Okoh et al., 2011).
In our study, both estrogens had no effect on ROS production,
and no direct evidence was found linking hormone-induced
calcium release and mitochondria, as shown in Figure 2C.
Some reports (Nagamune et al., 2007) have indicated that
estradiol-mediated activation of IC NO synthase occurs through
stimulation of the estrogen receptor and the mitogen-activated
protein (MAP) kinase pathway. However, we cannot rule out
MAPK involvement based on our results, because the MAPK
pathway has not been fully elucidated in T. gondii at present.
Because of this ambiguity, we cannot elaborate further.

In summary, our research reveals estrogen-induced Ca2+

fluxes in T. gondii and further explains the relationship of
estradiol and progesterone-induced Ca2+ with parasite invasion,
gliding motility, and egress. Further work will be necessary to
better understand the change in the pathogenicity of T. gondii
during pregnancy.

AUTHOR CONTRIBUTIONS

XZ, JL, and QL conceived and designed the experiments. XZ
performed the experiments. XZ, HZ, and YF analyzed the data.
QL contributed reagents, materials, and analysis tools. XZ and
QL wrote the manuscript.

FUNDING

This study was supported by the National Natural Science
Foundation of China (31730096), and the National Key Research
and Development Program of China (2017YFD0500400).

REFERENCES
Alves, E., Bartlett, P. J., Garcia, C. R. S., and Thomas, A. P. (2011). Melatonin

and IP3-induced Ca2
+ release from intracellular stores in the malaria parasite

Plasmodium falciparum within infected red blood cells. J. Biol. Chem. 286,
5905–5912. doi: 10.1074/jbc.M110.188474

Bakela, N., Johnj, A., Paula, L., and Donald, R. K. (2002). Evaluation of
a cyclic GMP-dependent protein kinase inhibitor in treatment of murine
toxoplasmosis: gamma interferon is required for efficacy. Antimicrob. Agents
Chemother. 46, 300–307. doi: 10.1128/AAC.46.2.300-307.2002

Billker, O., Lourido, S., and Sibley, L. D. (2009). Calcium-Dependent signaling and
kinases in apicomplexan parasites. Cell Host Microbe 5, 612–622. doi: 10.1016/
j.chom.2009.05.017

Borgespereira, L., Budu, A., Mcknight, C. A., Moore, C. A., Vella, S. A., Triana,
M. A. H., et al. (2015). Calcium signaling throughout the Toxoplasma gondii

lytic cycle: a study using genetically encoded calcium indicators. J. Biol. Chem.
290, 26914–26926. doi: 10.1074/jbc.M115.652511

Brochet, M., Collins, M. O., Smith, T. K., Thompson, E., and Sebastian, S.
(2014). Phosphoinositide metabolism links cGMP-dependent protein kinase
G to essential Ca2+ signals at key decision points in the life cycle
of malaria parasites. PLoS Biol. 12:e1001806. doi: 10.1371/journal.pbio.100
1806

Bullen, H. E., Jia, Y., Yamaryo-Botte, Y., Bisio, H., Zhang, O., Jemelin, N. K., et al.
(2016). Phosphatidic acid-mediated signaling regulates microneme secretion in
Toxoplasma. Cell Host Microbe 19, 349–360. doi: 10.1016/j.chom.2016.02.006

Carruthers, V. B., Giddings, O. K., and Sibley, L. D. (2010). Secretion of
micronemal proteins is associated with Toxoplasma invasion of host cells. Cell
Microbiol. 1, 225–235. doi: 10.1046/j.1462-5822.1999.00023.x

Collins, C. R., Hackett, F., Strath, M., Penzo, M., Withersmartinez, C., Baker,
D. A., et al. (2013). Malaria parasite cGMP-dependent protein kinase regulates

Frontiers in Microbiology | www.frontiersin.org 8 June 2018 | Volume 9 | Article 1266

https://doi.org/10.1074/jbc.M110.188474
https://doi.org/10.1128/AAC.46.2.300-307.2002
https://doi.org/10.1016/j.chom.2009.05.017
https://doi.org/10.1016/j.chom.2009.05.017
https://doi.org/10.1074/jbc.M115.652511
https://doi.org/10.1371/journal.pbio.1001806
https://doi.org/10.1371/journal.pbio.1001806
https://doi.org/10.1016/j.chom.2016.02.006
https://doi.org/10.1046/j.1462-5822.1999.00023.x
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles


fmicb-09-01266 June 8, 2018 Time: 15:37 # 9

Zhang et al. Estrogen Induced Calcium in Toxoplasma

blood stage merozoite secretory organelle discharge and egress. PLoS Pathog.
9:e1003344. doi: 10.1371/journal.ppat.1003344

Culmsee, C., Vedder, H., Ravati, A., Junker, V., Otto, D., Ahlemeyer, B., et al. (1999).
Neuroprotection by estrogens in a mouse model of focal cerebral ischemia and
in cultured neurons| [colon]| evidence for a receptor-independent antioxidative
mechanism. J. Cereb. Blood FlowMetab. 19, 1263–1269. doi: 10.1097/00004647-
199911000-00011

Eaton, M. S., Weiss, L. M., and Kim, K. (2006). Cyclic nucleotide kinases and
tachyzoite–bradyzoite transition in Toxoplasma gondii. Int. J. Parasitol. 36,
107–114. doi: 10.1016/j.ijpara.2005.08.014

Garg, S., Agarwal, S., Kumar, S., Yazdani, S. S., Chitnis, C. E., and Singh, S.
(2013). Calcium-dependent permeabilization of erythrocytes by a perforin-like
protein during egress of malaria parasites. Nat. Commun. 4:1736. doi: 10.1038/
ncomms2725

Garrison, E., Treeck, M., Ehret, E., Butz, H., Garbuz, T., Oswald, B. P., et al. (2012).
A forward genetic screen reveals that calcium-dependent protein kinase 3
regulates egress in Toxoplasma. PLoS Pathog. 8:e1003049. doi: 10.1371/journal.
ppat.1003049

Hakansson, S., Morisaki, H., Heuser, J., and Sibley, L. D. (1999). Time-lapse video
microscopy of gliding motility in Toxoplasma gondii reveals a novel, biphasic
mechanism of cell locomotion. Mol. Biol. Cell 10, 3539–3597. doi: 10.1091/mbc.
10.11.3539

Huynh, M. H., and Carruthers, V. B. (2006). Toxoplasma MIC2 is a major
determinant of invasion and virulence. PLoS Pathog. 2:e84. doi: 10.1371/journal.
ppat.0020084

Huynh, M. H., Rabenau, K. E., Harper, J. M., Beatty, W. L., Sibley, L. D., and
Carruthers, V. B. (2003). Rapid invasion of host cells by Toxoplasma requires
secretion of the MIC2-M2AP adhesive protein complex. EMBO J. 22, 2082–
2090. doi: 10.1093/emboj/cdg217

Khan, I. A., Schwartzman, J. D., Matsuura, T., and Kasper, L. H. (1997).
A dichotomous role for nitric oxide during acute Toxoplasma gondii infection
in mice. Proc. Natl. Acad. Sci. U.S.A. 94, 13955–13960. doi: 10.1073/pnas.94.25.
13955

Lourido, S., Shuman, J., Zhang, C., Shokat, K. M., Hui, R., and Sibley, L. D. (2010).
Calcium-dependent protein kinase 1 is an essential regulator of exocytosis in
Toxoplasma. Nature 465, 359–362. doi: 10.1038/nature09022

Lovett, J. L., and Sibley, L. D. (2003). Intracellular calcium stores in Toxoplasma
gondii govern invasion of host cells. J. Cell Sci. 116, 3009–3016. doi: 10.1242/jcs.
00596

Mcewen, B. S., Akama, K. T., Spencersegal, J. L., Milner, T. A., and Waters, E. M.
(2012). Estrogen effects on the brain: actions beyond the hypothalamus via
novel mechanisms. Behav. Neurosci. 126, 4–16. doi: 10.1037/a0026708

Miranda, K., Pace, D. R., Rodrigues, J. C., Fang, J., Smith, A., Rohloff, P., et al.
(2010). Characterization of a novel organelle in Toxoplasma gondii with similar
composition and function to the plant vacuole. Mol. Microbiol. 76, 1358–1375.
doi: 10.1111/j.1365-2958.2010.07165.x

Montoya, J. G., and Liesenfeld, O. (2004). Toxoplasmosis. Lancet 363, 1965–1976.
doi: 10.1016/S0140-6736(04)16412-X

Moreno, S. N., and Zhong, L. (1996). Acidocalcisomes in Toxoplasma gondii
tachyzoites. Biochem. J. 313(Pt 2), 655–659. doi: 10.1042/bj3130655

Morlonguyot, J., Berry, L., Chen, C. T., Gubbels, M. J., Lebrun, M., and Daher, W.
(2014). The Toxoplasma gondii calcium-dependent protein kinase 7 is involved
in early steps of parasite division and is crucial for parasite survival. Cell
Microbiol. 16, 95–114. doi: 10.1111/cmi.12186

Moudy, R., Manning, T. J., and Beckers, C. J. (2001). The loss of cytoplasmic
potassium upon host cell breakdown triggers egress of Toxoplasma gondii.
J. Biol. Chem. 276, 41492–41501. doi: 10.1074/jbc.M106154200

Nagamune, K., Beatty, W. L., Sibley, L. D., Nagamune, K., Beatty, W. L., and
Sibley, L. D. (2007). Artemisinin induces calcium-dependent protein secretion
in the protozoan parasite Toxoplasma gondii. Eukaryot. Cell 6, 2147–2156.
doi: 10.1128/EC.00262-07

Okoh, V., Deoraj, A., and Roy, D. (2011). Estrogen-induced reactive oxygen
species-mediated signalings contribute to breast cancer. Biochim. Biophys. Acta
1815, 115–133. doi: 10.1016/j.bbcan.2010.10.005

O’Rourke, B. (2007). Mitochondrial ion channels. Annu. Rev. Physiol. 69, 19–49.
doi: 10.1146/annurev.physiol.69.031905.163804

Pu, Y. H., and Zhang, D. L. (2012). Research progress on invasion mechanism
and immunology of Toxoplasma gondii. Chin. J. Parasitol. Parasit. Dis.
30:480.

Raabe, A. C., Wengelnik, K., Billker, O., and Vial, H. J. (2011). Multiple roles for
Plasmodium berghei phosphoinositide-specific phospholipase C in regulating
gametocyte activation and differentiation. Cell Microbiol. 13, 955–966.
doi: 10.1111/j.1462-5822.2011.01591.x

Rattanajarasroj, S., and Unchern, S. (2010). Comparable attenuation of
Abeta(25-35)-induced neurotoxicity by quercitrin and 17beta-estradiol in
cultured rat hippocampal neurons. Neurochem. Res. 35, 1196–1205. doi: 10.
1007/s11064-010-0175-6

Roberts, C. W., Walker, W., and Alexander, J. (2001). Sex-associated hormones
and immunity to protozoan parasites. Clin. Microbiol. Rev. 14, 476–488. doi:
10.1128/CMR.14.3.476-488.2001

Roiko, M. S., and Carruthers, V. B. (2013). Functional dissection of Toxoplasma
gondii perforin-like protein 1 reveals a dual domain mode of membrane binding
for cytolysis and parasite egress. J. Biol. Chem. 288, 8712–8725. doi: 10.1074/jbc.
M113.450932

Rotmann, A., Sanchez, C., Guiguemde, A., Rohrbach, P., Dave, A., Bakouh, N.,
et al. (2010). PfCHA is a mitochondrial divalent cation/H+ antiporter in
Plasmodium falciparum. Mol. Microbiol. 76, 1591–1606. doi: 10.1111/j.1365-
2958.2010.07187.x

Skarsgard, P., Van, B. C., and Laher, I. (1997). Estrogen regulates myogenic tone
in pressurized cerebral arteries by enhanced basal release of nitric oxide. Am. J.
Physiol. 273, 2248–2256. doi: 10.1152/ajpheart.1997.273.5.H2248

Taylor, C. J., Mcrobert, L., and Baker, D. A. (2008). Disruption of a
Plasmodium falciparum cyclic nucleotide phosphodiesterase gene causes
aberrant gametogenesis. Mol. Microbiol. 69, 110–118. doi: 10.1111/j.1365-2958.
2008.06267.x

Vasudevan, N., and Pfaff, D. W. (2008). Non-genomic actions of estrogens and their
interaction with genomic actions in the brain. Front. Neuroendocrinol. 29:238.
doi: 10.1016/j.yfrne.2007.08.003

Vega-Vela, N. E., Osorio, D., Avila-Rodriguez, M., Gonzalez, J., Garcia-Segura,
L. M., Echeverria, V., et al. (2017). L-Type Calcium channels modulation
by estradiol. Mol. Neurobiol. 54, 4996–5007. doi: 10.1007/s12035-016-
0045-6

Vom Steeg, L. G., and Klein, S. L. (2016). Sex steroids mediate bidirectional
interactions between hosts and microbes. Hormon. Behav. 88, 45–51. doi: 10.
1016/j.yhbeh.2016.10.016

Wang, X., Dykens, J. A., Perez, E., Liu, R., Yang, S., Covey, D. F., et al. (2006).
Neuroprotective effects of 17β-Estradiol and nonfeminizing estrogens against
H2O2 toxicity in human neuroblastoma SK-N-SH Cells. Mol. Pharmacol. 70,
395–404.

Wetzel, D. M., Chen, L. A., Ruiz, F. A., Moreno, S. N., and Sibley, L. D. (2004).
Calcium-mediated protein secretion potentiates motility in Toxoplasma gondii.
J. Cell Sci. 117(Pt 24), 5739–5748. doi: 10.1242/jcs.01495

Zhang, X., Liu, J., Li, M., Fu, Y., Zhang, T., Han, Q., et al. (2017). Role of an estradiol
regulatory factor-hydroxysteroid dehydrogenase (HSD) in Toxoplasma gondii
infection and pathogenicity. J. Steroid Biochem. Mol. Biol. 174, 176–182.
doi: 10.1016/j.jsbmb.2017.09.001

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2018 Zhang, Zhang, Fu, Liu and Liu. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these
terms.

Frontiers in Microbiology | www.frontiersin.org 9 June 2018 | Volume 9 | Article 1266

https://doi.org/10.1371/journal.ppat.1003344
https://doi.org/10.1097/00004647-199911000-00011
https://doi.org/10.1097/00004647-199911000-00011
https://doi.org/10.1016/j.ijpara.2005.08.014
https://doi.org/10.1038/ncomms2725
https://doi.org/10.1038/ncomms2725
https://doi.org/10.1371/journal.ppat.1003049
https://doi.org/10.1371/journal.ppat.1003049
https://doi.org/10.1091/mbc.10.11.3539
https://doi.org/10.1091/mbc.10.11.3539
https://doi.org/10.1371/journal.ppat.0020084
https://doi.org/10.1371/journal.ppat.0020084
https://doi.org/10.1093/emboj/cdg217
https://doi.org/10.1073/pnas.94.25.13955
https://doi.org/10.1073/pnas.94.25.13955
https://doi.org/10.1038/nature09022
https://doi.org/10.1242/jcs.00596
https://doi.org/10.1242/jcs.00596
https://doi.org/10.1037/a0026708
https://doi.org/10.1111/j.1365-2958.2010.07165.x
https://doi.org/10.1016/S0140-6736(04)16412-X
https://doi.org/10.1042/bj3130655
https://doi.org/10.1111/cmi.12186
https://doi.org/10.1074/jbc.M106154200
https://doi.org/10.1128/EC.00262-07
https://doi.org/10.1016/j.bbcan.2010.10.005
https://doi.org/10.1146/annurev.physiol.69.031905.163804
https://doi.org/10.1111/j.1462-5822.2011.01591.x
https://doi.org/10.1007/s11064-010-0175-6
https://doi.org/10.1007/s11064-010-0175-6
https://doi.org/10.1128/CMR.14.3.476-488.2001
https://doi.org/10.1128/CMR.14.3.476-488.2001
https://doi.org/10.1074/jbc.M113.450932
https://doi.org/10.1074/jbc.M113.450932
https://doi.org/10.1111/j.1365-2958.2010.07187.x
https://doi.org/10.1111/j.1365-2958.2010.07187.x
https://doi.org/10.1152/ajpheart.1997.273.5.H2248
https://doi.org/10.1111/j.1365-2958.2008.06267.x
https://doi.org/10.1111/j.1365-2958.2008.06267.x
https://doi.org/10.1016/j.yfrne.2007.08.003
https://doi.org/10.1007/s12035-016-0045-6
https://doi.org/10.1007/s12035-016-0045-6
https://doi.org/10.1016/j.yhbeh.2016.10.016
https://doi.org/10.1016/j.yhbeh.2016.10.016
https://doi.org/10.1242/jcs.01495
https://doi.org/10.1016/j.jsbmb.2017.09.001
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/microbiology/
https://www.frontiersin.org/
https://www.frontiersin.org/journals/microbiology#articles

	Effects of Estradiol and Progesterone-Induced Intracellular Calcium Fluxes on Toxoplasma gondii Gliding, Microneme Secretion, and Egress
	Introduction
	Materials and Methods
	Parasites and Cell Culture
	Measurement of Intracellular Oxidative Activity
	Microneme Secretion Assay
	Cytosolic Ca2+ Measurements
	Egress Assay
	Gliding Assay
	Statistical Analysis

	Results
	GCaMP6f-Expressing Tachyzoites Detect Estrogen-Induced Ca2+ Fluxes
	Ca2+ Stores Mobilized by Estrogen
	Intracellular Ca2+ Fluxes Depend on PKG and PI-PLC
	Estrogen Modulates Ca2+-Mediated Microneme Secretion
	Estradiol and Progesterone Treatment Induces Parasite Egress
	Estrogen Does Not Affect NO and ROS Production in T. gondii Tachyzoites

	Discussion
	Author Contributions
	Funding
	References


