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Abstract: FR235222 is a natural tetra-cyclopeptide with a strong inhibition effect on histone deacety-
lases, effective on mammalian cells as well as on intracellular apicomplexan parasites, such as Toxo-
plasma gondii, in the tachyzoite and bradyzoite stages. This molecule is characterized by two parts: the
zinc-binding group, responsible for the binding to the histone deacetylase, and the cyclic tetrapeptide
moiety, which plays a crucial role in cell permeability. Recently, we have shown that the cyclic
tetrapeptide coupled with a fluorescent diethyl-amino-coumarin was able to maintain properties of
cellular penetration on human cells. Here, we show that this property can be extended to the crossing
of the Toxoplasma gondii cystic cell wall and the cell membrane of the parasite in its bradyzoite form,
while maintaining a high efficacy as a histone deacetylase inhibitor. The investigation by molecular
modeling allows a better understanding of the penetration mechanism.

Keywords: cyclopeptides; histone deacetylase; Toxoplasma gondii; bradyzoite; cell-permeable agent;
molecular dynamics

1. Introduction

The development of new therapies against infectious agents requires several prereq-
uisites. While being effective against a given molecular target, usually through a high
binding affinity, a drug candidate must also have adequate pharmacokinetic properties
to reach that target, especially when compartmentalized within a cell. In addition to the
lipophilic cell membrane, compounds are often required to cross other types of physical
barriers with distinct properties. The intracellular parasite Toxoplasma gondii (Tg), under
the immune system pressure, undergoes a conversion from the proliferative tachyzoite
form to the cyst-enclosed quiescent bradyzoite [1]. This step converts the parasitic vacuole
membrane surrounding the parasitic cells into a cystic cell wall. This is characterized
by an enrichment in chitin, glycoprotein, and glycolipid to obtain a cyst cell wall with
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a thickness ranging from 250 to 750 nm [2]. This new barrier protects the bradyzoites from
the external environment and helps escape the immune system defenses, making them
persistent in the host. This conversion from tachyzoite and bradyzoite is reversible and
can lead to a life-threatening disease in immunocompromised patients [3,4]. An active
compound able to treat bradyzoite must therefore both cross this richly glycosylated cystic
wall and pass through the lipophilic cell membrane of the parasite. This makes this model
particularly useful for studies of compound penetration through different cell barriers.

In the case of the crossing of lipid membranes by compounds, Lipinski’s rules are
commonly applied to predict the permeability of molecules, which depends on a few
criteria (the Lipinski’s rule of five, Ro5 [5]), such as a molecular weight limited to less than
500 Da. However, little is known about rules that dictate the crossing of a cystic cell wall.
Using charged fluorescent molecules, Lemgruber showed that the ability of molecules to
pass through and diffuse into the cyst matrix depends on their size and charge (compounds
negatively charged up to 960 Da) [2].

In the course of our work on deciphering epigenetic mechanisms, it was identified
that the natural cyclic tetrapeptide FR235222 [6] was able to inhibit Tg histone deacetylase
3 (Tg HDAC3), located in the nucleus of the parasite, by strongly affecting the tachyzoite
growth and by promoting its differentiation into bradyzoite [7]. Indeed, Tg has singularly
evolved into a finely tuned and epigenetically regulated developmental program to operate
stage conversion in response to environmental cues [8,9]. Moreover, the compound is
also active on ex vivo cyst-enclosed bradyzoites [10], showing that it can cross the cystic
cell wall and the bradyzoite membrane to reach its nucleus (Figure 1). Based on our
previous work, this natural product owes it remarkable selectivity and cellular penetration
to two main characteristics. The flexible aliphatic chain and the (R)-hydroxyl ketone zinc-
binding group are in one part responsible for the selective inhibition of class I HDACs
isoforms [11]. On the other hand, the constrained and uncharged cyclic tetrapeptide
moiety confers cell penetration properties, as we have demonstrated on human cells [12].
This moiety is found in natural products [13], and the cell penetration properties can be
attributed to its cyclic nature [14–16]. Indeed, such a structure could dynamically adopt
hydrophobic or hydrophilic conformations depending on the polarity of the medium [17]
and thus confer permeability properties that can go beyond the Ro5, especially in terms of
molecular weight limitation [18–21]. In a previous study, we demonstrated that the cyclic
tetrapeptide moiety found in FR235222 can transport Wang’s fluorescent coumarin triazole
(in blue, Figure 1) [22], which has a low cell permeability, into the nucleus through the lipid
bilayers [12]. The aim of this work is to demonstrate the ability of this cyclic tetrapeptide
to transport this agent through two types of membrane, hydrophilic and hydrophobic
membranes, using the Tg cyst as a model and to provide insights into the mechanism
involved in its penetration by molecular modeling.
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Figure 1. Natural product FR235222 and its fluorescent coumarin triazole analogue 1. In T. gondii, 
the cyst wall, the bradyzoite external membrane, and its nuclear membranes are the barriers that 
must be overcome for these compounds to reach their nuclear target, Tg HDAC3. 

2. Results and Discussion 
2.1. Evaluation of the Cyclic Tetrapeptide Penetration through the Cyst Wall and Bradyzoite 
Membranes 

To focus on the ability of the cyclic tetrapeptide moiety to transport compounds 
through the cyst wall, we began our investigation by monitoring the transport of the 
poorly cell-permeable fluorochrome 3 (Figure 2) by optical microscopy. The compound 2 
comprising the fluorochrome attached to the cyclic tetrapeptide has already shown its 
ability to cross lipid membranes in human cells [12]. After incubation of isolated cysts 
with 1 µM of compounds for 24 h at 37 °C and followed by PBS washing, cysts did not 
show significant labeling with fluorochrome 3 alone whereas the compound 2 labeled 
them with a high intensity (exposure time for image capture = 100 ms).  

Figure 2. Comparison of cyst penetration observed by microscopy between the fluorochrome cou-
pled with the cyclic tetrapeptide (compound 2) and the dye alone (compound 3); Ex vivo T. gondii 
cysts (PRU strain) incubated with the compounds 2 or 3 at concentration = 1 µM, 37 °C, exposure 
time = 100 ms. 

To investigate whether the cyclic tetrapeptide was also able to cross the lipid mem-
brane of the bradyzoite and reach its nucleus, we next used the fluorescent compound 1 
[12] with the selective HDACi part that targets the parasite nucleus (Figure 3). After incu-
bation of isolated cysts with different concentrations of 1, increasing fluorescence was ob-
served (from 3 h to four days), suggesting both penetration and accumulation of 1 in the 

Figure 1. Natural product FR235222 and its fluorescent coumarin triazole analogue 1. In T. gondii,
the cyst wall, the bradyzoite external membrane, and its nuclear membranes are the barriers that
must be overcome for these compounds to reach their nuclear target, Tg HDAC3.

2. Results and Discussion
2.1. Evaluation of the Cyclic Tetrapeptide Penetration through the Cyst Wall and
Bradyzoite Membranes

To focus on the ability of the cyclic tetrapeptide moiety to transport compounds
through the cyst wall, we began our investigation by monitoring the transport of the
poorly cell-permeable fluorochrome 3 (Figure 2) by optical microscopy. The compound
2 comprising the fluorochrome attached to the cyclic tetrapeptide has already shown its
ability to cross lipid membranes in human cells [12]. After incubation of isolated cysts with
1 µM of compounds for 24 h at 37 ◦C and followed by PBS washing, cysts did not show
significant labeling with fluorochrome 3 alone whereas the compound 2 labeled them with
a high intensity (exposure time for image capture = 100 ms).
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Figure 2. Comparison of cyst penetration observed by microscopy between the fluorochrome
coupled with the cyclic tetrapeptide (compound 2) and the dye alone (compound 3); Ex vivo T. gondii
cysts (PRU strain) incubated with the compounds 2 or 3 at concentration = 1 µM, 37 ◦C, exposure
time = 100 ms.

To investigate whether the cyclic tetrapeptide was also able to cross the lipid mem-
brane of the bradyzoite and reach its nucleus, we next used the fluorescent compound
1 [12] with the selective HDACi part that targets the parasite nucleus (Figure 3). After
incubation of isolated cysts with different concentrations of 1, increasing fluorescence was
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observed (from 3 h to four days), suggesting both penetration and accumulation of 1 in the
cyst (Figure 3a). To ensure that the fluorescent compound was incorporated to the parasite
cell, bradyzoites were released from treated cysts (Figure 3b). Microscopy images clearly
show labeling of these bradyzoites by the fluorescent compound 1, suggesting that 1 is not
only confined to the cyst cell wall or the matrix of the cyst, but is also able to penetrate the
cysts and reach the intracellular structure of the bradyzoite. At high magnification (×100),
bradyzoites show diffuse fluorescence in their cytoplasm with higher brightness around
the nucleus, as previously observed in human cells (Figure 3c,d) [12]. This labeling pattern
was also confirmed on the host human cell, human foreskin fibroblast (HFF), used in our
in vitro model (Figure 3e).
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Figure 3. (a) Ex vivo T. gondii cysts incubated with compound 1 at a growing concentration (c = 200 nM to 3.7 µM) for 3, 22
and 96 h, 37 ◦C, exposure time = 100 ms; (b) Cyst treated with 1 (c = 3.7 µM for 3 h and released from the cyst, 37 ◦C, exposure
time = 100 ms; (c,d) Bradyzoites at a higher magnification (×100); (e) HFF cells treated with 1 (exposure time = 100 ms).

Interestingly, the fluorescent compound 1 retained its HDACi property on Tg tachy-
zoites and on human cells HFF (Table 1).

Table 1. Inhibition of T. gondii intracellular growth of RH strain tachyzoite and human cells HFF with
compound 1 compared to the natural product FR235222.

Cyclopeptides T. gondii EC50 (nM) HFF EC50 (nM)

FR235222 7.6 ± 0.6 107 ± 18
1 43 ± 2.2 280 ± 20

To confirm that the compound does indeed reach its nuclear target (Tg HDAC3) in the
cysts, its efficacy as an HDACi was also tested on the bradyzoite. FR235222 has previously
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been shown to be active on cysts ex vivo [10]. Following the same ex vivo protocol, we
treated cysts for 7 days with 1 and FR235222. The total number of cysts did not differ
from day 1 to day 7, suggesting that cysts were not destroyed during the incubation
time with both compounds. At day 7, bradyzoite cells were released from the cysts and
placed in a HFF monolayer subculture flask to trigger the tachyzoite interconversion. On
day 14, this subculture was entirely harvested and subjected to a specific quantitative PCR
targeting a Tg-specific gene [23]. We showed that treatment with 1 or FR235222 significantly
reduced the parasite load of the subculture compared with the DMSO control (Figure 4).
We concluded that the fluorescent compound 1 has the same inhibitory effect on cysts
as FR235222. Of note, as for the tachyzoites, the presence of the fluorochrome did not
significantly affect the anti-cystic activity of the active part of the compound 1.
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Figure 4. Fluorescent compound 1 is effective on ex vivo T. gondii cysts in in vitro assays.

Prior treatment of ex vivo PRU strain cysts with 1 (c = 200 nM) or FR235222 (c = 200 nM)
dramatically reduced the number of parasites (number of Tg DNA copies in the PCR
sample) in parasite subculture compared to the control (DMSO).

To demonstrate that the compound 1 specifically targets crucial nuclear HDAC3 of
the parasite, we investigated its effect on a Tg hadc3-mutated strain. The HDAC-specific
residue T99 of Tg HDAC3 plays a crucial role in the inhibition activity of FR235222 as point
mutation leading to amino-acid substitutions T99A or T99I in Tg HDAC3 confers resistance
to this product [7]. When tested on the RH Tg hdac3 T99A strain, the compound 1 showed
no effect on T99A tachyzoites’ proliferation while the growth of the RH wild-type strain
was completely inhibited (Table 2).

Table 2. Compound 1 efficiency on RH Tg HDAC3 T99A strain and on an RH wild-type strain
compared to FR235222 (positive control) and DMSO (negative control). +: Tachyzoite prolifera-
tion leading to HFF cell lysis in cell culture observed by inverted microscopy. −: No tachyzoites
proliferation with no cell lysis in cell culture observed by inverted microscopy.

FR235222 (90 nM) Compound 1
(90 nM) DMSO

RH T99A + + +
RH Wild Type − − +

Finally, the compound 1 and FR235222 also displayed the same microscopic phenotype
on multiplying tachyzoites from different Tg strains (Prugnaud-A7-GFP) by inducing
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round-shaped polynucleated parasites (instead of fusiform mononucleated ones) and
increased the histone-H4 acetylation level (Figure 5) [7].
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Figure 5. (a) In vitro tachyzoites PRU-∆hxgprt-A7 strain (PRU-A7) treated with the compound 1 results in an increased
level of histone-H4 acetylation (AcH4) associated with dysmorphic features (increased size, giant polynucleated parasites,
rounded shape); Fixed cells, AcH4 in red (anti-acetyl-H4 polyclonal rabbit antibodies (primary antibodies) (Millipore),
followed by the secondary antibodies goat anti-rabbit IgG coupled with either Alexa Fluor 568 (Invitrogen) at a 1:1000
dilution), tachyzoite GFP protein (PRU-A7 in green)), HFF, and tachyzoite DNA in blue (Hoechst) (b) Localization of the
compound 1 in treated PRU tachyzoites observed by microscopy (c = 100 nM, 48 h, exposure time 1000 ms).

2.2. Conformational Studies by NMR

To achieve permeability to hydrophilic and hydrophobic barriers, we hypothesized
that the cyclic tetrapeptide should easily adapt its polarity to the environment. There are
several hypotheses regarding the passive diffusion modes of cyclopeptides across the lipid
bilayer of cells. The first correlates membrane permeability with its ability to readily change
cyclopeptide conformation by fluctuating the cis/trans isomerization between its amide
functions to match the polarity of the medium. Thus, in an aqueous or polar medium, the
most favorable conformation would be the “open” one, with flexible conformations that
allow maximum amide bonds to interact with the medium. In a hydrophobic medium,
the conformation of the cyclopeptide would change to the “closed” one to privilege the
intramolecular hydrogen binding (IMHB) between the amide bonds [14,24]. This results in
a conformation with a compact IMHB network in hydrophobic media compared to more
diverse and flexible conformations in water and polar media. When the permeability is
not related to a conformational change in the cyclopeptide framework [21,25], another
hypothesis is based on the proper connection between the hydrophobic surfaces of the
cyclopeptide, which can be an important criterion for increasing cellular permeability [25].

NMR studies by Bifulco and co-workers showed that the cyclic tetrapeptide with
a D-configuration proline adopts trans and cis amide conformations between proline and
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phenylalanine in DMSO-d6 (Figure 6a), reflecting its conformation flexibility in polar
solvent [17]. This flexibility suggests that the mode of entry could be related to solvent-
dependent adaptation of the peptide ring configuration. Conformational computational
studies performed in water by Oakley and co-workers have shown that cyclic tetrapeptide
structures exhibit a facilitated conformational change in their cis/trans isomerization be-
tween the amide functions of two successive amino acids, due to the substantial distortion
of the amide bonds imposed by the tension of the 12-membered rings [26]. Their calcula-
tions also showed that changing the polarity of the solvent influenced the conformation
and the number of IMHBs.

Molecules 2021, 26, x FOR PEER REVIEW 7 of 18 
 

 

medium, the conformation of the cyclopeptide would change to the “closed” one to priv-
ilege the intramolecular hydrogen binding (IMHB) between the amide bonds [14,24]. This 
results in a conformation with a compact IMHB network in hydrophobic media compared 
to more diverse and flexible conformations in water and polar media. When the permea-
bility is not related to a conformational change in the cyclopeptide framework [21,25], 
another hypothesis is based on the proper connection between the hydrophobic surfaces 
of the cyclopeptide, which can be an important criterion for increasing cellular permea-
bility [25]. 

NMR studies by Bifulco and co-workers showed that the cyclic tetrapeptide with a 
D-configuration proline adopts trans and cis amide conformations between proline and 
phenylalanine in DMSO-d6 (Figure 6a), reflecting its conformation flexibility in polar sol-
vent [17]. This flexibility suggests that the mode of entry could be related to solvent-de-
pendent adaptation of the peptide ring configuration. Conformational computational 
studies performed in water by Oakley and co-workers have shown that cyclic tetrapeptide 
structures exhibit a facilitated conformational change in their cis/trans isomerization be-
tween the amide functions of two successive amino acids, due to the substantial distortion 
of the amide bonds imposed by the tension of the 12-membered rings [26]. Their calcula-
tions also showed that changing the polarity of the solvent influenced the conformation 
and the number of IMHBs.  

 
Figure 6. (a) Cyclic tetrapeptide 4 underwent proline cis/trans isomerization depending on the 
polarity of the media. In red, representation of the amide bond between the proline and the phe-
nylalanine in trans and cis conformations; (b) and (c) 1H NMR amide protons of 4 in DMSO and 
CDCl3, respectively; (d) and (e) Temperature shift experiments of 4 in DMSO and CDCl3, respec-
tively, with the Tc value in cyan higher than 4 ppb/K.  

2.3. Conformational Studies by Molecular Modeling 
To distinguish experimentally whether our cyclic tetrapeptide readily changes con-

formation according to the nature of the medium, NMR experiments in two different 
types of solvent, CDCl3 and DMSO-d6, were carried out on the simpler cyclopeptide 4 [12] 
to minimize interferences with other functional groups. We confirmed by 1H NMR (Fig-
ures 6b and 6c) and ROESY (Figure S4) experiments that 4 indeed displayed this cis/trans 
equilibrium in DMSO-d6, while only one conformer in trans conformation was visible in 
CDCl3 (NOESY, Figure S7). Temperature shift experiments allow the involvement of an 

Figure 6. (a) Cyclic tetrapeptide 4 underwent proline cis/trans isomerization depending on the polarity of the media. In red,
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2.3. Conformational Studies by Molecular Modeling

To distinguish experimentally whether our cyclic tetrapeptide readily changes confor-
mation according to the nature of the medium, NMR experiments in two different types of
solvent, CDCl3 and DMSO-d6, were carried out on the simpler cyclopeptide 4 [12] to mini-
mize interferences with other functional groups. We confirmed by 1H NMR (Figure 6b,c)
and ROESY (Figure S4) experiments that 4 indeed displayed this cis/trans equilibrium in
DMSO-d6, while only one conformer in trans conformation was visible in CDCl3 (NOESY,
Figure S7). Temperature shift experiments allow the involvement of an amide proton (1HN)
either in an intramolecular hydrogen-bond or in a more solvent-exposed interaction to be
distinguished [27,28]. For the compound 4, we observed significant 1HN shifts in DMSO-d6
(<4 ppb/K are considered solvent exposed) for both cis and trans conformations, while
those observed for the conformation in CDCl3 remained modest. In DMSO, the cyclic
tetrapeptide 4 amide protons seem to be more exposed to solvent, especially at the Hb
region (<6 ppb/K).

To confirm the conformational flexibility of our cyclic tetrapeptide in a polar solvent
and its preference to form a more compact conformation in a less polar medium, we
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performed calculations on the structure 5 (Figure 7) with a simplified coumarin part (the
two ethyl groups are replaced by two methyl in order to keep a reasonable number of
conformations and to focus on the cyclopeptide moiety). We used molecular dynamics
(MD) simulation with Amber 18 [29] to generate stable conformers of 5 in CHCl3 and
in water.
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To analyze their conformational difference, the conformers obtained were described
in terms of the dihedral angle of the amide bond between proline and phenylalanine
(Figure 7) and representative IMHBs (Figures 8 and 9).

In CHCl3, the MD confirmed that the cyclic tetrapeptide remained stable in the trans
conformation (Figure 7b), which is also evidenced by the preservation of the IMHB be-
tween O1 and Hc (Figure 8i). The other two IMHBs sometimes reached the breaking
point (Figure 8ii,iii) but remained mostly intact. These results confirm the stability of the
cyclic tetrapeptide in low dielectric media, such as CHCl3, to adopt a trans amide confor-
mation between proline and phenylalanine, with “closed” conformations that maximize
their IMHBs.

In water, MD simulations of the structure 5 showed more conformational flexibility
with a variety of more open conformational states (Figure 9). Unlike in CDCl3, cis conform-
ers can be formed in water and a more broader fluctuation band for trans conformers was
observed (Figure 7a). Length variation and breakage of IMHBs were also more pronounced
(Figure 9i–iii). A striking feature was the clear rupture of the IMHB between O3 and Ha
(Figure 9iii), showing that these open water-interacting conformers are clearly more stable
in this medium. To go into more detail on the conformational behavior and structural
aspects of 5, in CHCl3 (Figure 8), three IMHBs are highly present during the simulation.
The hydrogen bond between O3 and N-Ha is present 91% of the time of the simulation with
an average distance between the heavy atoms involved of 2.773 Å and an angle of 148.6◦,
the hydrogen bond between O1 and N-Hc is present 47% (average distance of 2.781 Å and
average angle of 142.9◦) and the hydrogen bond between O4 and N-Hb 43% of the time of
the simulation (average distance of 2.841 Å and 143.1◦). Other IMHBs are present but less
than 0.3% of the time of the simulation. All these hydrogen bonds maintain the molecule
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in a « ball » form that maximizes the IMHB and prevent the cis/trans isomerization. The
hydrogen bond between O1 and N-Hc never leads to the cis conformation and the value
of hydrogen bond is always lower than 3 Å and always lower than 4 Å for the distance
between the hetero atoms. The longer distances correspond to an accentuated stretch and
not to a different conformation. On the contrary, most of the time, the hydrogen bond
between O3 and N-Ha exhibits a short IMHB but when it achieves a higher distance, it
reaches a new conformation with the hydrogen bond clearly broken and attains hydrogen
bond distances of more than 4 Å. On the other hand, in water (Figure 9), the IMHBs
are rare and only the hydrogen bond between O1 and N-Hc is present 26% of the time
of the simulation (average distance of 2.802 Å and average angle of 148.3◦). It is quite
interesting to note first the difference with the data obtained in CHCl3 and second the clear
correspondence between the high value of this hydrogen bond (bond distance higher than
5 Å) and the cis conformation. The other IMHBs are rarely present (1% for O4 and 7% for
O3) due to the competition with the formation of the hydrogen bond with water.
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To obtain a deeper insight into the involvement of IMHBs, we collected the percentage
of the presence of hydrogen bonds between the water and molecule 5 during the simulation
(Table 3). The C=O bonds of the molecule are highly involved in hydrogen bonds with
water, and on average, there are 7.6 bonds between the molecule and the solvent and only
0.40 IMHB. On average in CHCl3, we obtained 1.8 IMHB. All the C=O of the molecule are
linked to one water molecule at least 50% of the time of the simulation and for 18% of the
time of the simulation, they exhibit two hydrogen bonds with water. We can also note from
Table 3 that O2, which is not involved in any IMHB in CHCl3, is the most involved group
for the hydrogen bonds with water.

To estimate the magnitude of conformational changes in the compound 5, we cal-
culated the RMSD of the molecule along the trajectory using the first geometry of the
trajectory as a reference (Figure 10). In water, the average value of the RMSD was found to
be 3.147 Å with a standard deviation of 0.624 Å whereas in CHCl3, the average value of
the RMSD was only 2.526 Å with a standard deviation of 0.572 Å, demonstrating a more
flexible behavior of compound 5 in water compared to CHCl3.
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Table 3. Percentage of the presence of hydrogen bond (Hbond) between water and compound 5
during the simulation.
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To estimate the magnitude of conformational changes in the compound 5, we calcu-
lated the RMSD of the molecule along the trajectory using the first geometry of the trajec-
tory as a reference (Figure 10). In water, the average value of the RMSD was found to be 
3.147 Å with a standard deviation of 0.624 Å whereas in CHCl3, the average value of the 
RMSD was only 2.526 Å with a standard deviation of 0.572 Å, demonstrating a more flex-
ible behavior of compound 5 in water compared to CHCl3. 

Title 1 Water 0 Hbond 1 Hbond 2 Hbonds 3 Hbonds Total

O2 H/donor 6% 51% 42% 1% 138%
O3 H/donor 6% 54% 39% 1% 135%
O1 H/donor 12% 65% 22% 1% 112%
O5 H/donor 15% 60% 24% 1% 111%
O4 H/donor 13% 69% 18% 0% 105%

N-Ha O/acceptor 55% 45% 0% 0% 45%
NA H/donor 60% 37% 3% 0% 43%
NB H/donor 72% 27% 1% 0% 29%

N-Hc O/acceptor 76% 24% 0% 0% 24%
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Taken together, the MD simulations reveal the flexible nature of the cyclic tetrapeptide
structure, which can readily adopt different conformations, closed in low dielectric media
and more open in polar solvents (for representative structures, see Figures S9–S11).

2.4. Permeability between Low and High Dielectric Environment

To streamline the permeability of our cyclic tetrapeptide, we computed the conformation-
dependent partition free energy between low and high dielectric media [30–33]. A lower
energy barrier to pass the two media is expected for a high permeability compound.
A CHCl3 (low dielectric environment) and water (high dielectric environment) system has
been used as a model to evaluate the passage of bioactive compounds and cyclopeptides
across the lipid membrane [30,34]. In our case, it can also account for the crossing of the cyst
wall barrier, which has both hydrophilic and hydrophobic properties. From the interface
between water and CHCl3, we performed metadynamics to induce the transit of 5 and
obtain its free energy profile (Figure 11). If we compare our results with those of Meng and
Xu [31], we find very similar energy profiles for compounds that are cell permeable. No
barrier for the transit of 5 between water and CHCl3 was found and, indeed, the energy is
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never higher than the energy in bulk water. The free energy profile first decreases from bulk
water to CHCl3 until it reaches a minimum, then it increases to achieve an energy barrier of
10 kcal/mol in the center of the CHCl3 part. These results suggest that the molecule is able
to easily adopt conformations that fit the environment in both solvents and also at their
interface. These features may explain the ease of penetration of these compounds between
a low and high dielectric environment.
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3. Conclusions

In this study, we showed that an analogue of the HDAC inhibitor FR235222 bearing
a low cell permeability fluorescent coumarin triazole moiety retained its nanomolar efficacy
in inhibiting T. gondii in its cystic form. This ability to transport the fluorescent probe and
reach its nuclear target by crossing two types of membrane barriers, hydrophilic and hy-
drophobic, is related to its cyclic tetrapeptide moiety. Through NMR studies and molecular
dynamics conformation simulations, we demonstrated that the cystic wall permeability of
this scaffold is due to its chameleon-like behavior with its ease of conformational change
allowing it to adapt to its environment. This easy conformational adaptation plays a role
when crossing the two types of medium. The conformation-dependent partition free energy
level of this cyclopeptide at the interface between the low and high dielectric media is
consistent with a passive crossing from one compartment to the other. We are currently
testing new cyclopeptide scaffolds to understand their ability to cross physiological barriers
and transport compounds into the cell.
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4. Materials and Methods
4.1. Biological Assay
4.1.1. Parasites Strains

The parasite strains used in this study are the following: the T. gondii type I RH strain
that has lost the ability to complete cyst conversion, the T. gondii type II Prugniaud (Pru)
strain that is capable of robust bradyzoite differentiation, the T. gondii type II Pru-∆hxgprt-
A7 strain that expresses green fluorescent protein (GFP) [35], the Pru-∆ku80 strain [36,37],
and the RH Tg hdac3 T99A strain (previously obtained in our laboratory).

4.1.2. In Vitro Parasites and Cell Culture

All T. gondii strains were maintained by serial passage in an HFF (Human Foreskin
Fibroblasts) monolayer under tachyzoite growth conditions in Dulbecco’s modified Eagle
medium (DMEM; Invitrogen) supplemented with 10% (vol/vol) fetal bovine serum (FBS;
Invitrogen), 4 mM glutamine, 500 U/mL penicillin, 250 µg/mL streptomycin at 37 ◦C and
25 mM Hepes buffer (Invitrogen) in 5% CO2.

4.1.3. Mice

A total of 30 6-week-old female Swiss mice weighing about 18–22 g each from Janvier
Laboratories (Le Genest-Saint-Isle, France) were used for all the ex vivo and in vivo exper-
iments. Mouse care and experimental procedures were performed under pathogen-free
conditions in accordance with established institutional guidance and approved protocols
from the Institutional Animal Care and Use Committee of the University Grenoble Alpes
(agreement n◦B3851610006).

4.1.4. Mice Infection

The mice were infected by oral gavage of infectious T. gondii cysts (Pru strain). To
obtain the infectious cysts, the brains from chronically infected mice (>12 weeks with
PRU strain) were crushed in PBS, the number of cysts was microscopically quantified,
and the mice were force fed with 100µL of brain homogenate containing 20 to 40 cysts
using a ball-tipped feeding needle. Animal euthanasia was completed in an approved
CO2 chamber.

4.1.5. Cysts Purification

Cysts were isolated from the brains of mice chronically infected with the Pru-∆hxgprt-
A7 or the Pru strains for at least 6 weeks, either using the Percoll gradient method as
described previously [38] or directly harvesting the cysts using a 10-µL pipet for the dye ex-
perimentation in order to prevent deterioration of the cyst wall for the permeability studies.

4.1.6. Immunofluorescence Microscopy of Tachyzoites and Cysts

Grown T. gondii tachyzoites-infected HFF monolayers were fixed in 3% formaldehyde
for 20 min at room temperature, permeabilized with 0.1% (v/v) Triton X-100 for 15 min,
and blocked in PBS containing 3% (w/v) bovine serum albumin (BSA). The infected cells
were then incubated for 1 h with the primary antibodies indicated in the figures followed
by the addition of secondary antibodies conjugated to Alexa Fluor 488 or 594 (Molecular
Probes) at a 1:1000 dilution for 1 h. The nuclei of both host cells and parasites were stained
for 10 min at room temperature with Hoechst 33258 at 2µg/mL in PBS. After four washes
in PBS, coverslips were mounted on a glass slide with Mowiol mounting medium.

After treatment with the different compounds, cysts and bradyzoites were microscopi-
cally observed between the slide and the slip cover.

Images were acquired with a Axioplan 2 fluorescence microscope (Carl Zeiss Mi-
croimaging, Thornwood, NY, USA) and processed with the ZEN software (Zeiss).
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4.1.7. Drugs

The cyclic tetrapeptide FR235222 was provided by Astellas Pharma Inc. (Osaka, Japan).
Compounds 1–4 were synthesized in our laboratory and their synthetic protocols were
reported from previous works [12].

4.2. Computation
4.2.1. Molecular Dynamics

They were performed using the Amber 18 software [29] to investigate the solvation
pattern of the molecule 5 in water and in CHCl3 (these were used as mimics of the mem-
brane to be crossed and the hydrophobic interactions found in this medium). The recently
developed CREST method [39] was used to obtain reliable starting geometries for the
dynamics in water using implicit models of solvation. Using these geometries, single point
energy calculation at the HF/6-31G* was performed to obtain partial charge on each atom
with the restrained electrostatic potential (RESP) method [40]. The force fields parameters
for the molecule were then deduced using the GAFF [41] (generalized amber force fields)
parameters with Amber 18. The molecule was then immersed in a cubix box of TIP3P
waters or CHCl3, adding 4867 and 1047 molecules of solvent, respectively [42,43]. Equili-
bration involved an energy minimization, followed by 25 ps of NVT dynamics to reach
a temperature of 300 K, and finally 475 ps NPT dynamics at 300 K under 1 atmosphere to
finally obtained a stable density around 1.03 and a cubic box size of 58.6930534 51.1747184
47.6285708 for water and a stable density around 1.46 and a cubic box size of 58.6548076
51.2210897 47.4827615 Å for the CHCl3 solvent. Then, these data were used to perform
molecular dynamics in the NVT ensemble at 300K during 160 ns, where the first 10 ns were
taken as the additional equilibration and the remaining 150 ns as the production run.

4.2.2. Analysis Trajectories

The trajectories were analyzed using cpptraj, the program processing amber trajecto-
ries files [44]. We then extracted data on hydrogen bonds, distances, and dihedral angles,
and performed RMSD (root-mean-square deviation) type calculations. To define the exis-
tence of a hydrogen bond, the default values of cpptraj were always used, i.e., the distance
cutoff from the acceptor to the donor heavy atom was 3.00 Å and the angle cutoff was set
to 135◦.

4.2.3. Metadynamics in CHCl3/Water

Initialization: the system was first constructed with the aid of the PACKMOL software
package [45] and consisted of two joined boxes of dimension 40 × 40 × 40 Å containing
1000 chloroform molecules and 4800 water molecules, respectively. The solute was placed at
the center of the CHCl3 box. Forcefield parameters for the simulation were then built in the
usual fashion using tleap: the TIP3P water model [42] was used as well as the chloroform
model provided by the AMBER library solvents.lib [29]. Parameters for the solute were taken
from GAFF [41] with partial charges obtained using the standard RESP fitting protocol. The
system was minimized, and allowed to equilibrate at 300K for 25 ps in the NVT ensemble.
Further equilibration in the NPT ensemble was carried out for 1.5 ns, with the overall
density averaging around 1.2313 (see the Supplementary Materials Figures S12–S14 for
equilibration data). Berendsen’s barostat was used to regulate the pressure with isotropic
position scaling, a target pressure of 1.0 bar, and a pressure relaxation time of 2.0 ps. The
Langevin thermostat was used to regulate the temperature, with a target temperature of
300 K and collision frequency of 5 ps-1. All other parameters were kept at their default
values as implemented in Amber18.

Metadynamics: the simulation was run at 300 K in the NVT ensemble with a timestep
of 2 fs, a friction coefficient of 1.0 ps−1, and a cutoff of 10.0 Å. The SHAKE algorithm was
used to constrain hydrogen-containing bonds [46,47]. The open-source PLUMED library
version 2.6.0 [48–50] was used to drive the metadynamics simulation. The distance between
the center of masses of the solute and the chloroform box was computed and projected along
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the x axis (orthogonal to the CHCl3-H2O interface), constituting our collective variable. The
well-tempered algorithm was used with a bias factor of 10.0, a hill height of 1.0 kJ.mol−1,
and a hill width of 1.0 Å. Hills were deposited every 50,000 steps, corresponding to a 100 ps
pace. The simulation was run for a total of 1135 ns, at which point the resulting PMF
did not show any significant change and sufficient sampling of the collective variable
was observed.

Supplementary Materials: The following are available online, Figures S1–S7 are NMR data for com-
pound 4, Figure S8 represents superimposed MD data, Figures S9–S11 are representative structures
of compound 5. Figures S12–S14 show the evolution of system paramters during equilibration in the
NPT ensemble. Figure S15 represents computed hydrophilic/hydrophobic surfaces for conformations
of 5 in chloroform and in water.

Author Contributions: C.D., B.L., R.P.d.F., A.M., D.M. and Y.-S.W. conceived and designed the
experiments; C.D., B.L., F.F.H., M.D.M.T., M.-A.L., B.P., M.-C.M. and A.M. performed the experiments;
C.D., B.L., A.M., D.M. and Y.-S.W. wrote the paper. All authors have read and agreed to the published
version of the manuscript.

Funding: Financial supports by «Agence Nationale de la Recherche » (ANR) under the program Labex
Arcane and CBH-EUR-GS, grant number ANR-17-EURE-003, « fondation pour le développement de
la chimie des substances naturelles et ses applications » Institut de France/Académie des Sciences,
and CNRS are gratefully acknowledged. The authors are also grateful for computer time on the
Froggy platform of the CIMENT infrastructure, which is supported by the Rhône-Alpes region
(GRANT CPER07_13 CIRA) and the Equip@Meso project (ANR-10-EQPX-29-01) and the Ceciccluster
platform of the PCECIC infrastructure, which is supported by ICMG and to the Labex Arcane and
CBH-EUR-GS (ANR-17-EURE-0003) for funding. “Le vivier de la recherche” from the Grenoble-Alpes
Teaching Hospital financially supported the experiments on Toxoplasma gondii. The Brazilian agencies
FAPEMIG, CNPq, and CAPES are acknowledged for funding to support F.F.H. and R.P.F.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are available on request.

Acknowledgments: Technical support from the NanoBio Institut de Chimie Moléculaire de Grenoble
(NanoBio ICMG, UAR 2607) and the staffs (Isabelle Jeacomine, Nicolas Altounian, Romain Sanahuges,
Laure Fort, Amélie Durand and Rodolphe Gueret) are acknowledged for analysis and characterization
facilities. We also thank Pierre Girard for his experience in scientific computing and the development
of tools to extract and process our data. We also thank Mohamed-Ali Hakimi for allowing the
experiments to be carried out in his laboratory.

Conflicts of Interest: The authors declare no conflict of interest.

Sample Availability: Samples of the compounds 1–4 are available from the authors.

References
1. Lyons, R.E.; McLeod, R.; Craig, W.R. Toxoplasma Gondii Tachyzoite–Bradyzoite Interconversion. Trends Parasitol. 2002, 18, 198–201.

[CrossRef]
2. Lemgruber, L.; Lupetti, P.; Martins-Duarte, E.S.; De Souza, W.; Vommaro, R.C. The Organization of the Wall Filaments and

Characterization of the Matrix Structures of Toxoplasma Gondii Cyst Form. Cell. Microbiol. 2011, 13, 1920–1932. [CrossRef]
[PubMed]

3. Cerutti, A.; Blanchard, N.; Besteiro, S. The Bradyzoite: A Key Developmental Stage for the Persistence and Pathogenesis of
Toxoplasmosis. Pathogens 2020, 9, 234. [CrossRef] [PubMed]

4. Dard, C.; Marty, P.; Brenier-Pinchart, M.P.; Garnaud, C.; Fricker-Hidalgo, H.; Pelloux, H.; Pomares, C. Management of toxoplas-
mosis in transplant recipients: An update. Expert Rev. Anti Infect Ther. 2018, 16, 447–460. [CrossRef] [PubMed]

5. Lipinski, C.A.; Lombardo, F.; Dominy, B.W.; Feeney, P.J. Experimental and Computational Approaches to Estimate Solubility and
Permeability in Drug Discovery and Development Settings. Adv. Drug Deliv. Rev. 1997, 23, 3–25. [CrossRef]

6. Mori, H.; Urano, Y.; Kinoshita, T.; Yoshimura, S.; Takase, S.; Hino, M. FR235222, a Fungal Metabolite, is a Novel Immunosup-
pressant That Inhibits Mammalian Histone Deacetylase III. Structure Determination. J. Antibiot. 2003, 56, 181–185. [CrossRef]
[PubMed]

http://doi.org/10.1016/S1471-4922(02)02248-1
http://doi.org/10.1111/j.1462-5822.2011.01681.x
http://www.ncbi.nlm.nih.gov/pubmed/21899696
http://doi.org/10.3390/pathogens9030234
http://www.ncbi.nlm.nih.gov/pubmed/32245165
http://doi.org/10.1080/14787210.2018.1483721
http://www.ncbi.nlm.nih.gov/pubmed/29855213
http://doi.org/10.1016/S0169-409X(96)00423-1
http://doi.org/10.7164/antibiotics.56.181
http://www.ncbi.nlm.nih.gov/pubmed/12715880


Molecules 2021, 26, 7506 16 of 17

7. Bougdour, A.; Maubon, D.; Baldacci, P.; Ortet, P.; Bastien, O.; Bouillon, A.; Barale, J.-C.; Pelloux, H.; Ménard, R.; Hakimi, M.-A.
Drug inhibition of HDAC3 and epigenetic control of differentiation in Apicomplexa parasites. J. Exp. Med. 2009, 206, 953–966.
[CrossRef]

8. Saksouk, N.; Bhatti, M.M.; Kieffer, S.; Smith, A.T.; Musset, K.; Garin, J.; Sullivan, W.J., Jr.; Cesbron-Delauw, M.F.; Hakimi, M.A.
Histone-modifying complexes regulate gene expression pertinent to the differentiation of the protozoan parasite Toxoplasma
gondii. Mol. Cell Biol. 2005, 23, 10301–10314. [CrossRef]

9. Farhat, D.C.; Swale, C.; Dard, C.; Cannella, D.; Ortet, P.; Barakat, M.; Sindikubwabo, F.; Belmudes, L.; De Bock, P.J.; Couté, Y.; et al.
A MORC-driven transcriptional switch controls Toxoplasma developmental trajectories and sexual commitment. Nat. Microbiol.
2020, 4, 570–583. [CrossRef] [PubMed]

10. Maubon, D.; Bougdour, A.; Wong, Y.-S.; Brenier-Pinchart, M.-P.; Curt, A.; Hakimi, M.-A.; Pelloux, H. Activity of the Histone
Deacetylase Inhibitor FR235222 on Toxoplasma gondii: Inhibition of Stage Conversion of the Parasite Cyst Form and Study of New
Derivative Compounds. Antimicrob. Agents Chemother. 2010, 54, 4843–4850. [CrossRef]

11. Traoré, M.D.M.; Zwick, V.; Simões-Pires, C.A.; Nurisso, A.; Issa, M.; Cuendet, M.; Maynadier, M.; Wein, S.; Vial, H.; Jamet, H.; et al.
Hydroxyl Ketone-Based Histone Deacetylase Inhibitors To Gain Insight into Class I HDAC Selectivity versus That of HDAC6.
ACS Omega 2017, 2, 1550–1562. [CrossRef] [PubMed]

12. Francisco Hilário, F.; Traoré, M.D.M.; Zwick, V.; Berry, L.; Simões-Pires, C.A.; Cuendet, M.; Fantozzi, N.; Pereira de Freitas, R.;
Maynadier, M.; Wein, S.; et al. Synthesis of an Uncharged Tetra-cyclopeptide Acting as a Transmembrane Carrier: Enhanced
Cellular and Nuclear Uptake. Org. Lett. 2017, 19, 612–615. [CrossRef] [PubMed]

13. Sarojini, V.; Cameron, A.J.; Varnava, K.G.; Denny, W.A.; Sanjayan, G. Cyclic Tetrapeptides from Nature and Design: A Review of
Synthetic Methodologies, Structure, and Function. Chem. Rev. 2019, 119, 10318–10359. [CrossRef] [PubMed]

14. Ahlbach, C.L.; Lexa, K.W.; Bockus, A.T.; Chen, V.; Crews, P.; Jacobson, M.P.; Lokey, R.S. Beyond cyclosporine A: Conformation-
dependent passive membrane permeabilities of cyclic peptide natural products. Future Med. Chem. 2015, 7, 2121–2130. [CrossRef]

15. Dougherty, P.G.; Sahni, A.; Pei, D. Understanding Cell Penetration of Cyclic Peptides. Chem. Rev. 2019, 119, 10241–10287.
[CrossRef] [PubMed]

16. Buckton, L.K.; Rahimi, M.N.; McAlpine, S.R. Cyclic Peptides as Drugs for Intracellular Targets: The Next Frontier in Peptide
Therapeutic Development. Chem. Eur. J. 2021, 27, 1487–1513. [CrossRef]

17. Di Micco, S.; Terracciano, S.; Bruno, I.; Rodriquez, M.; Riccio, R.; Taddei, M.; Bifulco, G. Molecular Modeling Studies toward the
Structural Optimization of New Cyclopeptide-Based HDAC Inhibitors Modeled on the Natural Product FR235222. Bioorg. Med.
Chem. 2008, 16, 8635–8642. [CrossRef]

18. Matsson, P.; Doak, B.C.; Over, B.; Kihlberg, J. Cell permeability beyond the rule of 5. Adv. Drug Deliv. Rev. 2016, 101, 42–61.
[CrossRef]

19. Whitty, A.; Zhong, M.; Viarengo, L.; Beglov, D.; Hall, D.R.; Vajda, S. Quantifying the Chameleonic Properties of Macrocycles and
Other High-Molecular-Weight Drugs. Drug Discov. Today 2016, 21, 712–717. [CrossRef]

20. Rossi Sebastiano, M.; Doak, B.C.; Backlund, M.; Poongavanam, V.; Over, B.; Ermondi, G.; Caron, G.; Matsson, P.; Kihlberg, J.
Impact of Dynamically Exposed Polarity on Permeability and Solubility of Chameleonic Drugs Beyond the Rule of 5. J. Med.
Chem. 2018, 61, 4189–4202. [CrossRef]

21. Furukawa, A.; Schwochert, J.; Pye, C.R.; Asano, D.; Edmondson, Q.D.; Turmon, A.C.; Klein, V.G.; Ono, S.; Okada, O.; Lokey, R.S.
Drug-Like Properties in Macrocycles above MW 1000: Backbone Rigidity versus Side-Chain Lipophilicity. Angew. Chem. Int. Ed.
2020, 48, 21571–21577. [CrossRef]

22. Krishnamoorthy, S.; Xie, F.; Cash, B.M.; Long, S.; Barnhill, H.N.; Wang, Q. A Fluorogenic 1,3-Dipolar Cycloaddition Reaction of
3-Azidocoumarins and Acetylenes. Org. Lett. 2004, 6, 4603–4606.

23. Brenier-Pinchart, M.P.; Morand-Bui, V.; Fricker-Hidalgo, H.; Equy, V.; Marlu, R.; Pelloux, H. Adapting a Conventional Pcr Assay
for Toxoplasma gondii Detection to Real-Time Quantitative Pcr Including a Competitive Internal Control. Parasite 2007, 14, 149–154.
[CrossRef]

24. Rezai, T.; Yu, B.; Millhauser, G.L.; Jacobson, M.P.; Lokey, R.S. Testing the Conformational Hypothesis of Passive Membrane
Permeability Using Synthetic Cyclic Peptide Diastereomers. J. Am. Chem. Soc. 2006, 128, 2510–2511. [CrossRef] [PubMed]

25. Hoang, H.N.; Hill, T.A.; Fairlie, D.P. Connecting Hydrophobic Surfaces in Cyclic Peptides Increases Membrane Permeability.
Angew. Chem. Int. Ed. 2021, 60, 8385–8390. [CrossRef]

26. Oakley, M.T.; Johnston, R.L. Exploring the Energy Landscapes of Cyclic Tetrapeptides with Discrete Path Sampling. J. Chem.
Theory Comput. 2013, 9, 650–657. [CrossRef]

27. Cierpicki, T.; Otlewski, J. Amide Proton Temperature Coefficients as Hydrogen Bond Indicators in Proteins. J. Biomol. NMR 2001,
21, 249–261. [CrossRef]

28. Schwochert, J.; Lao, Y.; Pye, C.R.; Naylor, M.R.; Desai, P.V.; Gonzalez Valcarcel, I.C.; Barrett, J.A.; Sawada, G.; Blanco, M.-J.;
Lokey, R.S. Stereochemistry Balances Cell Permeability and Solubility in the Naturally Derived Phepropeptin Cyclic Peptides.
ACS Med. Chem. Lett. 2016, 7, 757–761. [CrossRef] [PubMed]

29. Case, D.A.; Ben-Shalom, I.Y.; Brozell, S.R.; Cerutti, D.S.; Cheatham, T.E.; Cruzeiro, V.W.D.; Darden, T.A.; Duke, R.E.; Ghoreishi, D.;
Gilson, M.K.; et al. AMBER 2018; University of California: San Francisco, CA, USA, 2018.

30. Leung, S.S.F.; Mijalkovic, J.; Borrelli, K.; Jacobson, M.P. Testing Physical Models of Passive Membrane Permeation. J. Chem. Inf.
Model. 2012, 52, 1621–1636. [CrossRef]

http://doi.org/10.1084/jem.20082826
http://doi.org/10.1128/MCB.25.23.10301-10314.2005
http://doi.org/10.1038/s41564-020-0674-4
http://www.ncbi.nlm.nih.gov/pubmed/32094587
http://doi.org/10.1128/AAC.00462-10
http://doi.org/10.1021/acsomega.6b00481
http://www.ncbi.nlm.nih.gov/pubmed/30023639
http://doi.org/10.1021/acs.orglett.6b03776
http://www.ncbi.nlm.nih.gov/pubmed/28107021
http://doi.org/10.1021/acs.chemrev.8b00737
http://www.ncbi.nlm.nih.gov/pubmed/31418274
http://doi.org/10.4155/fmc.15.78
http://doi.org/10.1021/acs.chemrev.9b00008
http://www.ncbi.nlm.nih.gov/pubmed/31083977
http://doi.org/10.1002/chem.201905385
http://doi.org/10.1016/j.bmc.2008.08.003
http://doi.org/10.1016/j.addr.2016.03.013
http://doi.org/10.1016/j.drudis.2016.02.005
http://doi.org/10.1021/acs.jmedchem.8b00347
http://doi.org/10.1002/anie.202004550
http://doi.org/10.1051/parasite/2007142149
http://doi.org/10.1021/ja0563455
http://www.ncbi.nlm.nih.gov/pubmed/16492015
http://doi.org/10.1002/anie.202012643
http://doi.org/10.1021/ct3005084
http://doi.org/10.1023/A:1012911329730
http://doi.org/10.1021/acsmedchemlett.6b00100
http://www.ncbi.nlm.nih.gov/pubmed/27563399
http://doi.org/10.1021/ci200583t


Molecules 2021, 26, 7506 17 of 17

31. Meng, F.; Xu, Z. Drug Permeability Prediction Using PMF Method. J. Mol. Model. 2013, 19, 991–997. [CrossRef] [PubMed]
32. Bennion, B.J.; Be, N.A.; McNerney, M.W.; Lao, V.; Carlson, E.M.; Valdez, C.A.; Malfatti, M.A.; Enright, H.A.; Nguyen, T.H.;

Lightstone, F.C.; et al. Predicting a Drug’s Membrane Permeability: A Computational Model Validated With in Vitro Permeability
Assay Data. J. Phys. Chem. B. 2017, 121, 5228–5237. [CrossRef]

33. Neale, C.; Pomès, R. Sampling Errors in Free Energy Simulations of Small Molecules in Lipid Bilayers. Biochim. Biophys. Acta
2018, 1858, 2539–2548. [CrossRef] [PubMed]

34. Rezai, T.; Bock, J.E.; Zhou, M.V.; Kalyanaraman, C.; Lokey, R.S.; Jacobson, M.P. Conformational Flexibility, Internal Hydrogen
Bonding, and Passive Membrane Permeability: Successful in Silico Prediction of the Relative Permeabilities of Cyclic Peptides. J.
Am. Chem. Soc. 2006, 128, 14073–14080. [CrossRef]

35. Nishikawa, Y.; Zhang, H.; Ibrahim, H.M.; Ui, F.; Ogiso, A.; Xuan, X. Construction of Toxoplasme gondii Bradyzoite Expressing
the Green Fluorescent Protein. Parasitol. Int. 2008, 57, 219–222. [CrossRef]

36. Huynh, M.-H.; Carruthers, V.B. Tagging of Endogenous Genes in a Toxoplasma gondii Strain Lacking Ku80. Eukaryot. Cell 2009, 8,
530–539. [CrossRef]

37. Fox, B.A.; Falla, A.; Rommereim, L.M.; Tomita, T.; Gigley, J.P.; Mercier, C.; Cesbron-Delauw, M.-F.; Weiss, L.M.; Bzik, D.J. Type II
Toxoplasma gondii KU80 Knockout Strains enable Functional Analysis of Genes Required for Cyst Development and Latent
Infection. Eukaryot. Cell 2011, 10, 1193–1206. [CrossRef]

38. Cornelissen, A.W.; Overdulse, J.P.; Hoenderboom, J.M. Separation of Isospora (Toxoplasma) gondii cysts and cystozoites from
mouse brain tissue by continuous density-gradient centrifugation. Parasitology 1981, 83, 103–108. [CrossRef] [PubMed]

39. Pracht, P.; Bohle, F.; Grimme, S. Automated Exploration of the Low-Energy Chemical Space with Fast Quantum Chemical
Methods. Phys. Chem. Chem. Phys. 2020, 22, 7169–7192. [CrossRef]

40. Bayly, C.I.; Cieplak, P.; Cornell, W.; Kollman, P.A. A Well-Behaved Electrostatic Potential Based Method Using Charge Restraints
for Deriving Atomic Charges: The RESP Model. J. Phys. Chem. 1993, 97, 10269–10280. [CrossRef]

41. Wang, J.; Wolf, R.M.; Caldwell, J.W.; Kollman, P.A.; Case, D.A. Development and Testing of a General Amber Force Field. J.
Comput. Chem. 2004, 25, 1157–1174. [CrossRef] [PubMed]

42. Cieplak, P.; Caldwell, J.; Kollman, P. Molecular Mechanical Models for Organic and Biological Systems Going beyond the Atom
Centered Two Body Additive Approximation: Aqueous Solution Free Energies of Methanol and N-Methyl Acetamide, Nucleic
Acid Base, and Amide Hydrogen Bonding and Chloroform/Water Partition Coefficients of the Nucleic Acid Bases. J. Comput.
Chem. 2001, 22, 1048–1057. [CrossRef]

43. Jorgensen, W.L.; Chandrasekhar, J.; Madura, J.D.; Impey, R.W.; Klein, M.L. Comparison of Simple Potential Functions for
Simulating Liquid Water. J. Chem. Phys. 1983, 79, 926–935. [CrossRef]

44. Roe, D.R.; Cheatham, T.E. PTRAJ and CPPTRAJ: Software for Processing and Analysis of Molecular Dynamics Trajectory Data. J.
Chem. Theory Comput. 2013, 9, 3084–3095. [CrossRef]

45. Martínez, L.; Andrade, R.; Birgin, E.G.; Martínez, J.M. Packmol: A Package for Building Initial Configurations for Molecular
Dynamics Simulations. J. Comput. Chem. 2009, 30, 2157–2164. [CrossRef]

46. Ryckaert, J.-P.; Ciccotti, G.; Berendsen, H.J.C. Numerical Integration of the Cartesian Equations of Motion of a System with
Constraints: Molecular Dynamics of n-Alkanes. J. Comput. Phys. 1977, 23, 327–341. [CrossRef]

47. Ren, P.; Ponder, J.W. Consistent treatment of inter-and Intreamolecular polarization in Molecular Mechanics Calculations. J.
Comput. Chem. 2002, 23, 1497–1506. [CrossRef] [PubMed]

48. Bonomi, M.; Branduardi, D.; Bussi, G.; Camilloni, C.; Provasi, D.; Raiteri, P.; Donadio, D.; Marinelli, F.; Pietrucci, F.;
Broglia, R.A.; et al. PLUMED: A Portable Plugin fot Free-Energy Calculations with Moleculars Dynamics. Comput. Phys. Commun.
2009, 180, 1961–1972. [CrossRef]

49. Tribello, G.A.; Bonomi, M.; Branduardi, D.; Camilloni, C.; Bussi, G. PLUMED 2: New Feathers for an Old Bird. Comput. Phys.
Commun. 2014, 185, 604–613. [CrossRef]

50. Bonomi, M.; Bussi, G.; Camilloni, C.; Tribello, G.A.; Banáš, P.; Barducci, A.; Bernetti, M.; Bolhuis, P.G.; Bottaro, S.;
Branduardi, D.; et al. Promting Transparency and Reproductibility in Enhanced Molecular Simulations. Nat. Methods 2019, 16,
670–673. [CrossRef]

http://doi.org/10.1007/s00894-012-1655-1
http://www.ncbi.nlm.nih.gov/pubmed/23104229
http://doi.org/10.1021/acs.jpcb.7b02914
http://doi.org/10.1016/j.bbamem.2016.03.006
http://www.ncbi.nlm.nih.gov/pubmed/26952019
http://doi.org/10.1021/ja063076p
http://doi.org/10.1016/j.parint.2007.10.004
http://doi.org/10.1128/EC.00358-08
http://doi.org/10.1128/EC.00297-10
http://doi.org/10.1017/S0031182000050071
http://www.ncbi.nlm.nih.gov/pubmed/6267543
http://doi.org/10.1039/C9CP06869D
http://doi.org/10.1021/j100142a004
http://doi.org/10.1002/jcc.20035
http://www.ncbi.nlm.nih.gov/pubmed/15116359
http://doi.org/10.1002/jcc.1065
http://doi.org/10.1063/1.445869
http://doi.org/10.1021/ct400341p
http://doi.org/10.1002/jcc.21224
http://doi.org/10.1016/0021-9991(77)90098-5
http://doi.org/10.1002/jcc.10127
http://www.ncbi.nlm.nih.gov/pubmed/12395419
http://doi.org/10.1016/j.cpc.2009.05.011
http://doi.org/10.1016/j.cpc.2013.09.018
http://doi.org/10.1038/s41592-019-0506-8

	Introduction 
	Results and Discussion 
	Evaluation of the Cyclic Tetrapeptide Penetration through the Cyst Wall and Bradyzoite Membranes 
	Conformational Studies by NMR 
	Conformational Studies by Molecular Modeling 
	Permeability between Low and High Dielectric Environment 

	Conclusions 
	Materials and Methods 
	Biological Assay 
	Parasites Strains 
	In Vitro Parasites and Cell Culture 
	Mice 
	Mice Infection 
	Cysts Purification 
	Immunofluorescence Microscopy of Tachyzoites and Cysts 
	Drugs 

	Computation 
	Molecular Dynamics 
	Analysis Trajectories 
	Metadynamics in CHCl3/Water 


	References

