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Abstract: Centrins are calcium (Ca2+)-binding proteins that are involved in many cellular functions in-
cluding centrosome regulation. A known cellular target of centrins is SFI1, a large centrosomal protein
containing multiple repeats that represent centrin-binding motifs. Recently, a protein homologous to
yeast and mammalian SFI1, denominated TgSFI1, which shares SFI1-repeat organization, was shown
to colocalize at centrosomes with centrin 1 from Toxoplasma gondii (TgCEN1). However, the molecular
details of the interaction between TgCEN1 and TgSFI1 remain largely unknown. Herein, combining
different biophysical methods, including isothermal titration calorimetry, nuclear magnetic resonance,
circular dichroism, and fluorescence spectroscopy, we determined the binding properties of TgCEN1
and its individual N- and C-terminal domains to synthetic peptides derived from distinct repeats of
TgSFI1. Overall, our data indicate that the repeats in TgSFI1 constitute binding sites for TgCEN1,
but the binding modes of TgCEN1 to the repeats differ appreciably in terms of binding affinity, Ca2+

sensitivity, and lobe-specific interaction. These results suggest that TgCEN1 displays remarkable
conformational plasticity, allowing for the distinct repeats in TgSFI1 to possess precise modes of
TgCEN1 binding and regulation during Ca2+ sensing, which appears to be crucial for the dynamic
association of TgCEN1 with TgSFI1 in the centrosome architecture.

Keywords: centrin; SFI1 protein; Toxoplasma gondii; calcium; protein-peptide interactions

1. Introduction

Centrins are small calcium (Ca2+)-binding proteins that are highly conserved through-
out the eukaryote kingdom and are frequently associated with centrosome-related struc-
tures such as centrioles and basal bodies, with key functions in their duplication [1–3].
There is increasing evidence that centrins are not restricted to centrosomes, but are found
at several other sites in the cell, consistent with their emerging activities in several cellular
processes, including DNA repair, mRNA nuclear export, and signal transduction [1,4–10].
The specificity of localization and functional diversity of centrins is likely achieved through
interaction with multiple binding partners at centrosomes and spindle pole bodies (SPBs),
or in other cellular compartments or organelles [4–8,11–17].

Centrins are closely related to calmodulin (CaM) and, similar to CaM, possess four
helix-loop-helix motifs (EF-hand) for Ca2+ binding that fold into two domains (or lobes), the
N- and C-terminal domains, which are connected by a flexible α-helical region. Binding of
Ca2+ to centrins likely results in conformational changes from closed to open form, exposing
hydrophobic regions that allow the protein to bind to various target proteins. Structural
studies of centrin interactions have revealed that the basis for the target selectivity of
centrins lies in their ability to interact with regions that have the propensity to form an
α-helix and contain a hydrophobic triad, namely W1xxL4xxxL8 (1–4–8 motif), which can be
either in a forward (W1L4L8) or reverse (L8L4W1) orientation [6,12,18]. This sequence has
been found in many centrin–target complex structures and validated by various biophysical
techniques [6,12,17–23].
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Three different centrins are expressed in Toxoplasma gondii, a protozoan parasite that
causes toxoplasmosis [24]. Similar to other canonical centrins, centrins 1 and 3 from T. gondii
(TgCEN1 and TgCEN3) are mainly localized to the centrioles, while TgCEN2 is found at
the centrosome, peripheral annuli, preconoid ring, and basal cup of the parasites, where it
mediates various aspects of the parasite’s life cycle [25,26]. However, the precise functions
of centrins and their physiological targets in Toxoplasma remain unclear.

A known binding partner of centrins in yeast and mammalian cells is SFI1 (suppressor
of fermentation-induced loss of stress resistance 1) [13]. SFI1 is a large, α-helical protein
first discovered in yeast, where it promotes SPB duplication by interacting with the yeast
CDC31 centrin [13,27]. The human homolog of SFI1 is localized to the centrosome and
binds the centrin 2 molecule (HsCEN2) [12,13]. Recently, SFI1 was suggested to promote
centriole duplication in human cells, similar to its function in yeast SPBs [28]. A common
feature of the SFI1 sequence is the presence of multiple (~20) continuous internal repeats
with the consensus motif AX7LLX3F/LX2WK/R (in bold, the hydrophobic triad) [12,27],
which represent centrin-binding motifs. This suggests a general model for the centrin–
SFI1 complex, in which many centrins are bound to the different repeats of a single SFI1
molecule, likely resulting in a filamentous structure. Crystallographic studies of yeast
CDC31 bound to two or three repeats of yeast SFI1 have shown that the centrin molecules
wrap around the long α-helix of SFI1 [27] independently of Ca2+. Interestingly, centrins
were found to interact not only with SFI1, but also with each other; in particular, the
C-terminal domain of one centrin was found to interact with the N-terminal domain of the
next centrin, supporting the formation of a centrin filament using the long α-helix of SFI1
as a scaffold.

Recently, an ortholog of human and yeast SFI1, designated TgSFI1, was identified
in T. gondii, which has multiple conserved centrin-binding repeat sequences [29]. TgSFI1
was found to be tightly colocalized with TgCEN1 in the outer core of the parasite cen-
trosome [29]. Notably, a temperature-sensitive mutant of T. gondii (ts-TgSFI1) carrying a
point mutation in the gene coding for TgSFI1 displays severe failure in cell division and
absence of budding [29,30]. Furthermore, in accordance with the role of SFI1 as a known
centrosome partner of centrin, the loss of ts-TgSFI1 is accompanied by a significant loss of
TgCEN1-associated cores at high temperatures [29].

Our previous work has shown that TgCEN1 has biochemical properties consistent with
a role as a Ca2+ sensor, since it is able to expose hydrophobic surfaces for interaction with
signaling partners upon Ca2+ binding [19,31]. Thus, its cellular role should be mediated by
binding to target proteins.

Here, we used various biophysical techniques to characterize the binding of TgCEN1
to synthetic peptides corresponding to different repeats of the TgSFI1 protein. The peptides
were selected considering the conservation of the centrin-binding sequences in TgSFI1,
focusing on the hydrophobic triad. Our data suggest different binding modes of TgCEN1
with the isolated TgSFI1 repeats in terms of lobe-specific contribution to binding, binding
affinity, and Ca2+ dependence. Even if it remains elusive how TgCEN1 may exert its role
as a signal transducer, the diversity among its binding sites in TgSFI1 may contribute to
its functional plasticity and regulatory role in the structural organization and dynamics of
centrosomes and basal bodies.

2. Materials and Methods
2.1. Materials

All chemicals, unless otherwise stated, were purchased from Sigma Aldrich (St. Louis,
MO, USA). All purchased chemicals were of the highest commercially available purity grade.

2.2. Protein Production and Peptide Synthesis

The recombinant TgCEN1 (lacking the first 21 residues) and its N-terminal (N-TgCEN1,
22–94 aa) and C-terminal (C-TgCEN1, 95–169 aa) domains were purified as previously de-
scribed [19,31]. The TgSFI1 peptides were synthesized by GenScript U.S.A. Inc. (Piscataway,
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NJ, USA). The concentration of each peptide was determined using their predicted molar
extinction coefficient at 280 nm.

2.3. Size Exclusion Chromatography

The Stokes radius of Ca2+-bound TgCEN1, alone and in complex with selected
peptides, was estimated by size exclusion chromatography (SEC) using a Superose 12
10/300 GL column (GE Healthcare) in 50 mM Tris-HCl, 150 mM KCl, 5 mM CaCl2, 0.5 mM
DTT, pH 7.5, as described in [32–34]. Each experiment was performed in triplicate, and
reported values represent means ± SEM.

2.4. Isothermal Titration Calorimetry Experiments

Isothermal titration calorimetry (ITC) experiments were performed on a MicroCal
PEAQ-ITC instrument (Malvern Ltd., Malvern, UK) at 25 ◦C. Protein samples and peptides
were solubilized in the same buffer containing 50 mM Tris–HCl, 150 mM KCl pH 7.5 and
5 mM CaCl2 or 5 mM EGTA. All the samples were filtered and degassed before use, and the
pH was carefully determined to exclude any possible pH-related effect on ITC experiments.

A typical ITC experiment was performed by titrating 200 µL of a 30–50 µM protein
solution with a 1 or 1.5 µL injection of 0.3–0.5 mM peptide (total injections 39 or 26,
respectively) with an initial delay of 120 s and keeping a time gap of 120 s between
injections. A reference injection of peptide into buffer without centrin was performed and
subtracted from each experiment. The resulting curves were fitted to calculate apparent
dissociation constants Kd, enthalpy changes (∆H), and the apparent entropy change (∆S)
using the software MicroCal ITC Origin 7 Analysis Software (MicroCal, Malvern Ltd.,
Malvern, UK). All measurements were repeated in triplicate using at least two different
protein preparations and the error was calculated as the mean standard error of the three
measurements.

2.5. Circular Dichroism Spectroscopy

Circular dichroism (CD) measurements were performed on a Jasco J-1500 spectropo-
larimeter (JASCO Corporation, Tokyo, Japan) equipped with a temperature control system.
Far-UV spectra were recorded between 200 (or 190) and 250 nm at 25 ◦C using 0.1 cm quartz
cuvettes. Spectra were collected as an average of three scans with the same parameters
as previously described [6,35]. Protein and peptide samples were dissolved in a buffer
containing 50 mM Tris–HCl, 150 mM KCl, and 0.5 mM DTT pH 7.5, and supplemented
with 5 mM CaCl2 or 5 mM EGTA. The spectrum of the buffer alone was subtracted from
that of the sample.

2.6. Fluorescence Spectroscopy

Fluorescence spectra were recorded on a Jasco FP8200 spectrofluorometer (JASCO
Corporation, Tokyo, Japan). The binding of TgCEN1 or its domains to the different peptides
was followed by monitoring the fluorescence of the Trp residue of the peptide. Excitation
was set at 295 nm, and fluorescence emission was measured from 305 to 500 nm at 25 ◦C
using quartz cuvettes, as previously described [6,35,36]. The peptide (5 µM) was dissolved
in 50 mM Tris–HCl, 150 mM KCl pH 7.5, 0.5 mM DTT, in the presence of 5 mM CaCl2 or
5 mM EGTA.

2.7. Nuclear Magnetic Resonance Spectroscopy

Nuclear magnetic resonance spectroscopy (NMR) experiments were performed at
298 K on a 600 MHz Bruker Avance III spectrometer, equipped with a triple resonance
Prodigy cryo-probe (Bruker, Karlsruhe, Germany). NMR samples (0.4 mM) were ob-
tained by dissolving 15N-TgCEN1 in 50 mM Tris–HCl, 50 mM KCl pH 7.5, 0.5 mM
DTT, 5% D2O, and 5 mM CaCl2. The unlabeled peptides were added in slight molar
excess. 1H-15N HSQC (heteronuclear single quantum coherence) spectra were performed
using previously described pulse sequences [19] and processed using Topspin v. 3.6.2
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(Bruker) and NMRpipe [37,38]. Spectra analysis was carried out using the software Ccpnmr
Analysis v. 2.5.2 [39].

To examine the peptide conformational rearrangements upon binding to Ca2+-TgCEN1,
2D 15N, 13C filtered NOESY experiments were performed with samples containing 15N-
labeled Ca2+-TgCEN1 (0.4 mM) and unlabeled peptide (mixing time 120 ms; recycle delay
1.2 s; spectral window 12 ppm in both dimensions; 256 points in the F1 dimension) using
standard Bruker pulse sequences.

3. Results

TgSFI1 (TGME49_274000) is a large, uncharacterized protein of 3903 residues (438 kDa)
that has only ~17% and ~24% sequence identity with the known yeast and human SFI1
proteins, respectively. A lack of homology exists in the N- and C-terminal regions, where
TgSFI1 has large residual extensions compared to SFI1 from other organisms. Although
TgSFI1 is a globally divergent protein, analysis of its sequence allowed us to identify
32 potential centrin-binding sites that resemble the internal consensus repeats in SFI1 from
humans and yeast (Figure S1) [12,40]. No repeats are present in the highly disordered
C-terminal portion of TgSFI1 (Figure S1). The sequence logo shows the motifs derived
from this analysis (Figure 1A). Interestingly, all repeats identified in TgSFI1 have a Trp at
position 17 (position 1 of the hydrophobic triad) in the sequences defined as centrin-binding
sites [12,13]. Compared with position 17, positions 14 and 10 (positions 4 and 8 of the
hydrophobic triad) are less strict in terms of residue preference, and allow the presence of
Phe, Leu, Trp, Val, or Ile.
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Figure 1. Repeat centrin-binding sequences of TgSFI1. (A) Sequence logo of the SFI1 repeats in T.
gondii. The total height of all the stacked letters at a single position is proportional to the amount of
conservation of the residue [41], and the height of each stacked letter is proportional to the frequency
with which the amino acid is observed. (B) The seven peptides used in this work, localized in distinct
positions in the TgSFI1 sequence, are aligned with the consensus repeat sequences of the human
(HsSFI1) and yeast SFI1 (ScSFI1) proteins. The hydrophobic triad is in bold (reverse orientation).

Based on this information and the positions of the crucial hydrophobic residues in the
triad, seven peptides corresponding to different representative repeats of the TgSFI1 protein
were selected. Figure 1B shows the seven peptides (all of comparable size, 18–20 residues)
that were chemically synthesized and tested to characterize and compare the binding
properties of TgCEN1 to the different potential centrin-binding sites of TgSFI1. TgCEN1 is
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highly flexible due to the unrelated movements of its two lobes, and to the long N-terminal
string (21 residues) exhibiting a high intrinsic disorder [31]. In addition, the N-terminal
extension was shown to prompt the formation of heterogeneous Ca2+-dependent self-
assemblies [19]. Decreasing the self-assembly propensity and the molecular disorder by
removing this N-terminal fragment enabled us to significantly improve the quality of
the data, especially for analyses requiring high protein concentrations. Thus, for all the
experiments in this work, we used a recombinant variant of TgCEN1 that lacks the first
21 N-terminal residues.

3.1. Energetics of TgCEN1 Binding to TgSFI1 Repeats

The binding properties of the seven repeats were first studied using isothermal titration
calorimetry (ITC), which allows the measurement of the affinity constant and thermody-
namic parameters (∆H and ∆S) of molecular interactions. Experimental data for the binding
of TgCEN1 and its individual N- and C-lobes for some representative peptides in the pres-
ence and absence of Ca2+ are shown in Figure 2, whereas the thermodynamic parameters
accompanying the binding events are summarized in Table 1. First, we measured the
energetics of the interaction between TgCEN1 and the R10 or R16 peptides containing the
typical WLL triad. The ITC experiments showed that the binding of R10 to TgCEN1 in
the presence of Ca2+ is exothermic and is described by a two-step process, such as the one
described for the previously reported XPC-TgCEN1 interaction (Figure 2) [19]. The first
step, which indicates the binding of the first peptide to TgCEN1, has a dissociation constant
(Kd) ~10−9 M, whereas the second step, which corresponds to the binding of a second
R10 peptide to Ca2+-TgCEN1, has a Kd on the order of 10−6 M, revealing a much weaker
affinity. In contrast, in the presence of the chelating agent EGTA, the curve showed a single
site with a Kd of ~0.8 µM. To unambiguously assign the different dissociation constants to
the individual lobes of the protein, the isolated N-domain (N-TgCEN1) and the C-terminal
domain (C-TgCEN1) of TgCEN1 were used. In the presence of Ca2+, 1:1 stoichiometry
was observed for each lobe, and the C-TgCEN1 had a higher affinity (Kd ~27 nM) than the
N-TgCEN1 (Kd ~1.2 µM), indicating that the sites of high and low affinity in the intact
protein correspond to the C- and N-terminal domains, respectively. In the absence of Ca2+,
no binding was observed for N-TgCEN1, whereas a single interaction was observed for
C-TgCEN1 with a Kd ~1.8 µM, indicating that the only binding site in TgCEN1 in the
presence of EGTA is in the C-lobe. Thus, the two domains of TgCEN1 interact with R10
in different ways; the N-lobe binds R10 in a strictly Ca2+-dependent manner and with
moderate affinity, whereas the C-lobe binds the peptide with very high affinity and poor
Ca2+ sensitivity. A similar result was obtained when the interactions of both Ca2+-bound
and apo-TgCEN1 and its domains with the R16 peptide were analyzed (Table 1), suggesting
a similar binding mode of TgCEN1 to the two peptides, which contain the typical WLL
triad with very similar thermodynamic behavior and 2:1 stoichiometry.

Interestingly, this binding mode was very different from findings for peptides R17,
R24, and R31 (Figure 3). R17 and R24 contain a Phe in the fourth position of the triad,
whereas R31 has a Trp in the same position (Figure 1B). Phe and Trp are quite frequent in
the fourth position of the TgSFI1 repeats (12/32 and 9/32, respectively) (Figure 1A). All
three peptides contain a conserved Leu at position 8. R24 has a Pro residue in the sequence,
which is thought to reduce the binding affinity, probably as a result of its rigidifying effect
on the peptide conformation [12]. Thermograms for Ca2+-bound TgCEN1 in the presence of
each of the three peptides (Figure 3A shows R17 as an example) showed a single exothermic
event, and data analysis indicated that the integral protein TgCEN1 binds the peptides
with a stoichiometry of 1:1 and a Kd on the order of 10−6 M. Remarkably, no interaction
was observed in the absence of the divalent ion, pointing to strict Ca2+-dependent binding.
Calorimetric titrations using C-TgCEN1 gave very similar affinity values, whereas titration
using N-TgCEN1 yielded no binding, suggesting that peptide binding for R17, R24, and
R31 mainly involves residues of the C-terminal domain of TgCEN1.
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Peptides R12 and R5 also showed significant binding to TgCEN1 (Figure 3B). In these
peptides, Trp1 is conserved, Leu4 is substituted with Phe or Trp, and Leu8 is the least
conserved residue with Val or Ile substitutions (in R5 and R12, respectively) (Figure 1B). In
the presence of Ca2+, the binding isotherms best fit a single-binding site model, with a Kd
of ~0.5 µM. Interestingly, after removal of Ca2+, the affinity of R12 and R5 for TgCEN1 was
significantly weaker, but their binding ratio remained unchanged 1:1 (Figure 3B). Similar
values were obtained with the C-TgCEN1 construct, clearly identifying the C-lobe as the
primary TgCEN1 binding region (Figure 3B). Thus, TgCEN1 forms a 1:1 complex with R5
or R12 via its C-lobe with moderate Ca2+-sensitivity.

The collective data from ITC suggest that TgCEN1 has different binding modes in
terms of stoichiometry, affinity, and Ca2+ dependence with the internal consensus repeats
in TgSFI1. Remarkably, all interactions are driven by enthalpic and not entropic effects,
suggesting that electrostatic contacts must be important, in addition to the known impor-
tance of the interaction between the hydrophobic pockets of centrins with the hydrophobic
triad of target sequences.
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Figure 2. ITC characterization of the interactions of TgCEN1 and its domains with the R10 peptide in
the presence of CaCl2 or EGTA. Representative thermograms (top panels) and the derived binding
isotherms (bottom panels) of titration of R10 into TgCEN1, N-TgCEN1, and C-TgCEN1 in the presence
of 5 mM CaCl2 or 5 mM EGTA at 25 ◦C. The ligand dilution blank experiments (peptide titrated
into buffer) were subtracted from the binding isotherm obtained in the presence of protein. The first
injection of 0.2 µL was made, and then the first data point was removed from data fitting.
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Table 1. Summary of the thermodynamic parameters of the interaction between TgCEN1 and its
N-terminal and C-terminal domains with the peptides derived from TgSFI1. n—stoichiometry of
binding; Kd—dissociation constant; T—298 K.

Buffer n Kd
(µM)

∆H
(kcal mol−1)

T∆S
(kcal mol−1)

TgCEN1 + R10 CaCl2 n1 = 0.7 ± 0.1 0.014 ± 0.002 −19.1 ± 0.4 −6.3 ± 0.4
n2 = 0.9 ± 0.1 2.5 ± 0.3 −12.1 ± 0.3 −4.4 ± 0.3

EGTA 0.8 ± 0.1 0.8 ± 0.1 −24.7 ± 0.4 −16.4 ± 0.4
N-TgCEN1 + R10 CaCl2 0.7 ± 0.1 1.2 ± 0.4 −12.6 ± 0.9 −4.4 ± 1.0

EGTA - - - -
C-TgCEN1 + R10 CaCl2 0.7 ± 0.1 0.027 ± 0.005 −15.8 ± 0.1 −5.5 ± 0.5

EGTA 0.7 ± 0.1 1.8 ± 0.1 −19.3 ± 0.1 −11.5 ± 0.7
TgCEN1 + R16 CaCl2 n1 = 0.7 ± 0.1 0.009 ± 0.001 −20.9 ± 2.5 −9.9 ± 2.4

n2 = 0.8 ± 0.1 0.5 ± 0.1 −11.8 ± 2.7 −3.3 ± 1.7
EGTA 0.9 ± 0.2 3.4 ± 0.3 −26.2 ± 3.4 −18.7 ± 3.3

N-TgCEN1 + R16 CaCl2 0.7 ± 0.1 0.4 ± 0.1 −11.6 ± 0.6 −2.8 ± 0.7
EGTA - - - -

C-TgCEN1 + R16 CaCl2 0.7 ± 0.1 0.006 ± 0.001 −18.8 ± 1.5 −8.9 ± 1.6
EGTA 0.8 ± 0.1 9.1 ± 0.8 −22.4 ± 0.6 −15.7 ± 2.2

TgCEN1 + R17 CaCl2 0.7 ± 0.1 0.8 ± 0.2 −18.1 ± 0.5 −9.7 ± 0.7
EGTA - - - -

N-TgCEN1 + R17 CaCl2 - - - -
EGTA - - - -

C-TgCEN1 + R17 CaCl2 0.9 ± 0.1 2.7 ± 0.1 −16.9 ± 0.2 −9.3 ± 0.3
EGTA - - - -

TgCEN1 + R24 CaCl2 0.9 ± 0.1 3.4 ± 0.6 −8.9 ± 0.9 −2.1 ± 0.7
EGTA - - - -

N-TgCEN1 + R24 CaCl2 - - - -
EGTA - - - -

C-TgCEN1 + R24 CaCl2 0.8 ± 0.1 2.6 ± 0.3 −8.6 ± 0.2 −0.9 ± 0.3
EGTA - - - -

TgCEN1 + R31 CaCl2 0.8 ± 0.1 2.9 ± 0.1 −24.2 ± 1.4 −16.6 ± 1.5
EGTA - - - -

N-TgCEN1 + R31 CaCl2 - - - -
EGTA - - - -

C-TgCEN1 + R31 CaCl2 0.8 ± 0.1 1.9 ± 0.1 −22.2 ± 0.3 −14.4 ± 0.3
EGTA - - - -

TgCEN1 + R5 CaCl2 0.7 ± 0.1 0.5 ± 0.1 −26.4 ± 2.4 −22.8 ± 1.8
EGTA 0.6 ± 0.1 36.9 ± 6.6 −24.2 ± 2.1 −10.6 ± 2.3

N-TgCEN1 + R5 CaCl2 - - - -
EGTA - - - -

C-TgCEN1 + R5 CaCl2 0.7 ±0.1 0.9 ± 0.1 −23.3 ± 0.1 −15.1 ± 0.3
EGTA 0.9 ± 0.3 47.8 ± 4.9 −10.2 ± 3.1 −14.4 ± 3.2

TgCEN1 + R12 CaCl2 0.9 ± 0.1 0.5 ± 0.1 −21.5 ± 1.3 −12.7 ± 1.2
EGTA 1.1 ± 0.1 29.8 ± 3.4 −20.4 ± 2.4 −14.2 ± 2.5

N-TgCEN1 + R12 CaCl2 - - - -
EGTA - - - -

C-TgCEN1 + R12 CaCl2 0.8 ± 0.1 0.4 ± 0.1 −18.5 ± 0.1 −9.8 ± 0.5
EGTA 1.2 ± 0.5 69.9 ± 7.0 −13.3 ± 1.9 −7.6 ± 2.9
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Figure 3. ITC characterization of the interactions of TgCEN1 and its domains with the R17 and R12
peptides in the presence of CaCl2 or EGTA. Representative thermograms (top panels) and the derived
binding isotherms (bottom panels) of titration of R17 (A) and R12 (B) into TgCEN1, N-TgCEN1,
and C-TgCEN1 in the presence of 5 mM CaCl2 or 5 mM EGTA at 25 ◦C. The ligand dilution blank
experiments (peptide titrated into buffer) were subtracted from the binding isotherm obtained in the
presence of protein. A first injection of 0.2 µL was made and then the first data point was removed
from data fitting.
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3.2. Conformational Features of the Interaction

Additional support for the different binding modes of TgCEN1 with R10, R17, and R12
peptides was provided by NMR experiments which give information on ligand-induced
chemical shift changes [42]. As shown in Figure 4, adding R10 (Figure 4A, blue), R17
(Figure 4B, orange) or R12 (Figure 4C, green) peptides to the 15N Ca2+-TgCEN1 protein
solution (black) induces important changes, resulting in a widely dispersed spectrum
with many 1H-15N resonances that undergo appreciable chemical shift perturbation. The
observed spectral changes suggest that the protein experiences important conformational
rearrangements upon binding to each peptide and forms a well-structured complex, consis-
tent with the high value of the binding constant measured by ITC.
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presence of two R10 binding sites on Ca2+-bound TgCEN1 that differ in affinity (Figure 
4A). Up to a stoichiometric ratio of 1:1, binding is consistent with slow exchange behavior 
(typically associated with high binding affinity [43]). The resonances of the free Ca2+-
TgCEN1 disappear, whereas those for the TgCEN1-R10 complex become apparent. In con-
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Figure 4. Conformational features of Ca2+-TgCEN1-peptide interaction. (A) 1H-15N-HSQC spectra of
Ca2+-TgCEN1 in the absence (black) and presence (blue) of 2.5 molar excess of R10. The figure inset
box contains the chemical shift changes of the two N-terminal glycines at position 6 of the EF-hand
binding loop (G43 and G79) during the titration. Selected protein:peptide molar ratios are 0 (black),
0.5 (yellow), 1 (red), and 2.5 (blue). (B) 1H-15N-HSQC spectra of Ca2+-TgCEN1 in the absence (black)
and presence (orange) of 2.5 molar excess of R17. (C) 1H-15N-HSQC spectra of Ca2+-TgCEN1 in the
absence (black) and presence (green) of 2.5 molar excess of R12. (D) SEC profiles of Ca2+-TgCEN1
alone (black line) and in complex with R10 (red line), R17 (green line) or R12 (blue line) peptides.
All runs were performed on a Superose 12 10/300 GL column in buffer containing 5 mM CaCl2. In
all runs, the same concentration of Ca2+-TgCEN1 (2 mg/mL) was used and a 1:2 molar ratio of R10
peptide and 1:1 molar ratio of R17 or R12 peptides was added.

Interestingly, careful analysis via 1H-15N-HSQC titration experiments indicated the
presence of two R10 binding sites on Ca2+-bound TgCEN1 that differ in affinity (Figure 4A).
Up to a stoichiometric ratio of 1:1, binding is consistent with slow exchange behavior
(typically associated with high binding affinity [43]). The resonances of the free Ca2+-
TgCEN1 disappear, whereas those for the TgCEN1-R10 complex become apparent. In
contrast, the binding of the second peptide is characterized by intermediate exchange on
NMR timescale with line broadening and disappearance of signals during the titration,
followed by reappearance of signals at a new position. This effect indicates a much weaker
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affinity for this second interaction [44]. Notably, the resonances of G43 and G79 residues,
which correspond to the conserved glycine at position 6 of the first and second N-terminal
EF-hands [31], appear to be almost undisturbed up to a molar ratio of 1:0.5 protein:peptide,
whereas at a molar ratio 1:1, the two resonances are severely broadened and display a
significant intensity loss (inset box Figure 4A). Above this ratio, a change in the chemical
shift and sharpening of these resonances was observed. These results indicate that the
second binding event involves the G43 and G79 residues, consistent with the N-terminal
domain being the low affinity site.

Titration of 15N labeled Ca2+-TgCEN1 with unlabeled R17 gave spectra describing a
1:1 stoichiometry. Addition of 0.5 equivalents of peptide resulted in the appearance of new
resonances in the 1H-15N-HSQC spectrum of Ca2+-TgCEN1, which reached the maximum
of intensity at a 1:1 molar ratio (Figure 4B). Only one single set of TgCEN1 resonances
was visible when bound to R17, and further additions of the ligand did not produce any
significant change (Figure S2). Notably, no changes in G43 and G79 resonances were
visible during titration experiments, suggesting that the C-terminal domain of TgCEN1
is sufficient for binding to R17. A similar outcome was seen when the interaction of Ca2+-
bound TgCEN1 with the R12 peptide was examined through 1H-15N-HSQC titrations,
pointing to a 1:1 stoichiometry (Figure 4C).

We also analyzed the solution properties (Stokes radius, Rs) of Ca2+-TgCEN1 alone
and in complex with the R10, R17 or R12 peptides using size exclusion chromatography
(SEC) (Figure 4D). Notably, the binding of each peptide to Ca2+-TgCEN1 determined a
decrease in Rs (the protein–peptide complex elutes from SEC later than Ca2+-TgCEN1
alone) (Table S1). This implies that TgCEN1 undergoes a conformational change in the
presence of each peptide and the final complex has a smaller Rs than Ca2+-TgCEN1, which
could be consistent with a more compact structure. These data are in agreement with the
considerable spectral changes of 15N TgCEN1, monitored by 1H-15N-HSQC experiments.

The thermodynamic parameters determined by ITC indicate that the binding process
for all peptides is driven by an enthalpic component that balances the negative entropy
variation. It could be that the increase in the entropy of the solvent is compensated by other
events, such as the decrease in entropy of the target peptide, since it assumes a more helical
conformation in the final complex. To elucidate this aspect, we collected the far-UV CD
spectra of the isolated molecules (TgCEN1 and peptides) and the bimolecular complexes.
We chose peptides R10, R17, and R12 as representative peptides for the three different
binding modes of TgCEN1 to the repeats of TgSFI1 identified by ITC experiments. All the
free peptides have a random coil-type spectrum in solution (Figure 5, Figures S3 and S4,
black line). In contrast, TgCEN1 and its isolated lobes are well structured with both Ca2+

and EGTA, and show spectral features typical of a protein with mainly α-helical structure
(minima at 208 and 222 nm), as previously reported (Figure 5, Figures S3 and S4) [17,19,31].

Addition of R10 peptide to the intact protein and to both the N- and C-lobes resulted in
a significant increase in the ellipticity signal in the presence of Ca2+ as a result of the peptide
contribution (Figure 5A,C). Indeed, this increase in the α-helices content can reasonably be
attributed to a random coil-to-helix structural transition of the peptide upon binding to the
protein variants (as highlighted by the subtraction spectra, where the spectrum of TgCEN1
is subtracted from that of the protein–peptide complex, Figure 5A, blue line), in accordance
with many other centrin-binding targets [8,11,12,19,20]. In the absence of Ca2+, addition of
R10 peptide to C-TgCEN1, but not to N-TgCEN1, resulted in the same ellipticity changes
(Figure 5B,D), confirming the hypothesis that binding of R10 to the N-lobe of TgCEN1
is strictly Ca2+ dependent, whereas binding of R10 to the C-lobe is characterized by low
Ca2+ sensitivity.

Interestingly, in the case of the R17 peptide, the enhancement of the CD signal was
observed only with intact TgCEN1 and its C-lobe in the presence of Ca2+ (Figure S3),
confirming that TgCEN1 can bind this specific repeat in its C-terminus only in the presence
of Ca2+, with the peptide adopting a helical structure in the final complex. Compared
with R17, the addition of R12 peptide results in a similar increase in spectral intensity
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only for TgCEN1 or C-TgCEN1, regardless of whether Ca2+ ions were added or removed,
supporting the formation of a complex with moderate Ca2+ sensitivity thorough the C-lobe
(Figure S4).
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Figure 5. Far-UV CD analysis of R10 binding to intact TgCEN1 and its isolated domains in the
presence of CaCl2 or EGTA. (A,B) Far-UV CD spectra of R10 peptide alone (black line), TgCEN1
(red line), and protein–peptide complex (green line) in the presence of (A) 5 mM CaCl2 or (B) EGTA.
The CD spectrum resulting from subtraction of the spectrum of protein–peptide complex from that
of protein alone was also shown (blue line). (C,D) Far-UV CD spectra of R10 peptide alone (black
line), N-TgCEN1 (violet line), or C-TgCEN1 (red line), N-TgCEN1–peptide complex (green line) or
C-TgCEN1–peptide complex (blue line) in the presence of (C) 5 mM CaCl2 or (D) EGTA. In all spectra,
the same concentration of TgCEN1 (0.2 mg/mL) was used, and a 1:2 molar ratio of R10 peptide was
added. For the single domains, the same concentration of N-TgCEN1 or C-TgCEN1 (0.2 mg/mL) was
used, and a 1:1 molar ratio of R10 peptide was added. Increasing the peptide-to-protein ratio was not
accompanied by obvious CD changes, in perfect agreement with the ITC-obtained stoichiometry.

In order to obtain further information on the peptide conformational rearrangements
upon binding to Ca2+-TgCEN1, isotope filtered NMR experiments were performed on
a 15N-labeled Ca2+-TgCEN1-unlabeled peptide complex [45]. Generally, the presence of
compact states in unstructured peptides and intrinsically disordered molecules is too poor
to give suitable 1H-1H contacts [46]. However, as shown in Figure S5, several intramolecular
NOESY cross peaks appeared in the double filtered NOESY experiment upon complex
formation, in agreement with the peptide undergoing conformational changes toward a
more ordered structure. These results comply with the far-UV CD spectra of the single
peptides recorded in the presence of varying amounts of 2,2,2-Trifluoroethanol (TFE)
(Figure S6). TFE is well known to induce α-helical structure in peptides that possess the
propensity to be helical. As shown in Figure S6 in aqueous solution, all the peptides are
largely unstructured, with a negative peak at ~198 nm, while when the TFE concentration
is increased to 20%, they start to adopt an α-helical structure, with two peaks at 208
and 222 nm. The helical content increases further, reaching 80% TFE. These data provide
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evidence that the analyzed TgSFI1 peptides have a high propensity to undergo structural
change upon binding of a ligand, supporting the ability of TgCEN1 to induce α-helical
structure in its binding targets.

3.3. Trp Residue of TgSFI1 Repeats Is Embedded in TgCEN1 Hydrophobic Pocket

To further support the different binding modes of TgCEN1 to sequence repeats of
TgSFI1, the interaction between TgCEN1 and the different peptides was then studied by
Trp fluorescence spectroscopy. It is known that the emission of the Trp indole moiety is
sensitive to the different features of the microenvironment. TgCEN1 does not have Trp
residue, whereas all TgSFI1 peptides have at least one Trp in the hydrophobic triad, making
them sensitive probes to study the interaction between TgCEN1 and its binding partners.

We analyzed the emission properties of R10, R17, and R12 after addition of TgCEN1 in
the presence and absence of Ca2+. As shown in Figure 6, the spectra of the three peptides
alone (black line) exhibited a fluorescence maximum between 354–356 nm, indicating the
exposure of the Trp to the polar solvent. Addition of TgCEN1 (red line) to all peptides in
the presence of Ca2+ (Figure 6A,C,E) resulted in a considerable increase in fluorescence
emission and in a shift of the maximum emission to shorter wavelengths (blue shift), both
typical of Trp being embedded in a more hydrophobic environment. This behavior clearly
indicates that Trp appears to be shielded from solvent quenching when bound to Ca2+-
TgCEN1, confirming the crucial role of Trp residue of each peptide in the formation of
the complex.
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Figure 6. Binding of TgCEN1 and its domains to the different peptides in the presence of CaCl2 or
EGTA measured by Trp fluorescence. Trp fluorescence emission spectra of peptide alone (black line),
and upon addition of intact TgCEN1 (red line), C-TgCEN1 (blue line), or N-TgCEN1 (green line) in
the presence of CaCl2 (A,C,E) or EGTA (B,D,F).
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Similar effects were observed after adding the C-domain (C-TgCEN1, blue line) to
all the three peptides (Figure 6A,C,E), and the N-domain (N-TgCEN1, green line) to
R10 peptide (Figure 6A). In the absence of Ca2+, both the blue-shift and fluorescence
enhancement effects were smaller, but still observed upon addition of TgCEN1 (red line) or
C-TgCEN1 (blue line) to R10 and R12, but not with N-TgCEN1 (green line) (Figure 6B,F).
In contrast, no changes were observed upon addition of the intact protein or its single
domains to R17 peptide (Figure 6D).

4. Discussion

Investigating the molecular mechanisms that govern centrin–target interactions is
crucial to understanding the ability of centrin to recognize and bind multiple biological
target proteins. Similar to CaM, centrins are supposed to possess an extremely versatile
structure. They can position their domains, tune their Ca2+ sensitivity in the presence of
diverse partners, and compete or interact dynamically with other proteins.

Herein, our goal was to characterize the molecular interactions that lead to the for-
mation of the TgCEN1-TgSFI1 complex, and the conformational changes associated with
the interaction compared to the single components. We used a peptide model approach to
simulate a target protein that has been employed in many studies of other Ca2+ binding
proteins and their regulatory interactions [8,12,18,20,23,47,48], and has demonstrated, in
many cases, the ability to uncover crucial determinants of the interaction.

We analyzed the parameters involved in TgCEN1 binding to seven repeats of TgSFI1
that were selected among the 32-putative centrin-binding sites identified in the TgSFI1
sequence [29]. Overall, our data indicate that most of the repeats in the intact protein repre-
sent a binding site for TgCEN1. However, the different repeats bind centrin with various
affinities, different stoichiometry, and levels of Ca2+ dependence, suggesting that each
TgSFI1 repeat has evolved to use different properties of the versatile TgCEN1 architecture
(Figure 7).

Biomolecules 2022, 12, x  14 of 18 
 

 

Similar effects were observed after adding the C-domain (C-TgCEN1, blue line) to all 
the three peptides (Figure 6A,C,E), and the N-domain (N-TgCEN1, green line) to R10 pep-
tide (Figure 6A). In the absence of Ca2+, both the blue-shift and fluorescence enhancement 
effects were smaller, but still observed upon addition of TgCEN1 (red line) or C-TgCEN1 
(blue line) to R10 and R12, but not with N-TgCEN1 (green line) (Figure 6B,F). In contrast, 
no changes were observed upon addition of the intact protein or its single domains to R17 
peptide (Figure 6D). 

4. Discussion 
Investigating the molecular mechanisms that govern centrin–target interactions is 

crucial to understanding the ability of centrin to recognize and bind multiple biological 
target proteins. Similar to CaM, centrins are supposed to possess an extremely versatile 
structure. They can position their domains, tune their Ca2+ sensitivity in the presence of 
diverse partners, and compete or interact dynamically with other proteins. 

Herein, our goal was to characterize the molecular interactions that lead to the for-
mation of the TgCEN1-TgSFI1 complex, and the conformational changes associated with 
the interaction compared to the single components. We used a peptide model approach 
to simulate a target protein that has been employed in many studies of other Ca2+ binding 
proteins and their regulatory interactions [8,12,18,20,23,47,48], and has demonstrated, in 
many cases, the ability to uncover crucial determinants of the interaction. 

We analyzed the parameters involved in TgCEN1 binding to seven repeats of TgSFI1 
that were selected among the 32-putative centrin-binding sites identified in the TgSFI1 
sequence [29]. Overall, our data indicate that most of the repeats in the intact protein rep-
resent a binding site for TgCEN1. However, the different repeats bind centrin with various 
affinities, different stoichiometry, and levels of Ca2+ dependence, suggesting that each 
TgSFI1 repeat has evolved to use different properties of the versatile TgCEN1 architecture 
(Figure 7). 

 
Figure 7. Schematic illustration of the binding modes of TgCEN1 with different repeats from TgSFI1. 
TgCEN1 is shown as a dumbbell, indicating its two-domain structure (N- and C-lobes in white and 
gray, respectively); open circles denote unoccupied Ca2+-binding sites; filled black circles are Ca2+ 
ions. Yellow, blue, and red α-helices denote the representative R10, R17, and R12 target peptides, 
respectively. TgCEN1 exhibits two binding sites for R10 with distinct affinities: the C-lobe binds the 
peptide with very high affinity and poor Ca2+ sensitivity, while the N-lobe binds R10 with moderate 
affinity only in the presence of Ca2+. TgCEN1 binds R17 with moderate affinity only via the C-lobe 
in a strictly Ca2+-dependent manner. TgCEN1 interacts with R12 through the C-terminal domain 
with moderate Ca2+ sensitivity. 

In agreement with several other centrins in which the C-lobe is primarily involved in 
the complex formation [11,12,14,21,22,49,50], our data clearly identify that the C-terminal 
domain is the primary TgCEN1 target binding region. We found that TgCEN1 binds many 
repeats with 1:1 stoichiometry through its C-terminal domain. However, analysis of the 
interaction between TgCEN1 and either R10 or R16 peptides, which contain a typical 
W1L4L8 triad, indicates the presence of a second potential binding site in the N-lobe of 
TgCEN1, supporting a specific mechanism for binding in these repeats in which the C-
lobe of TgCEN1 is constitutively bound, with high affinity, to TgSFI1, independent of Ca2+. 

Figure 7. Schematic illustration of the binding modes of TgCEN1 with different repeats from TgSFI1.
TgCEN1 is shown as a dumbbell, indicating its two-domain structure (N- and C-lobes in white and
gray, respectively); open circles denote unoccupied Ca2+-binding sites; filled black circles are Ca2+

ions. Yellow, blue, and red α-helices denote the representative R10, R17, and R12 target peptides,
respectively. TgCEN1 exhibits two binding sites for R10 with distinct affinities: the C-lobe binds the
peptide with very high affinity and poor Ca2+ sensitivity, while the N-lobe binds R10 with moderate
affinity only in the presence of Ca2+. TgCEN1 binds R17 with moderate affinity only via the C-lobe in
a strictly Ca2+-dependent manner. TgCEN1 interacts with R12 through the C-terminal domain with
moderate Ca2+ sensitivity.

In agreement with several other centrins in which the C-lobe is primarily involved in
the complex formation [11,12,14,21,22,49,50], our data clearly identify that the C-terminal
domain is the primary TgCEN1 target binding region. We found that TgCEN1 binds many
repeats with 1:1 stoichiometry through its C-terminal domain. However, analysis of the
interaction between TgCEN1 and either R10 or R16 peptides, which contain a typical
W1L4L8 triad, indicates the presence of a second potential binding site in the N-lobe of
TgCEN1, supporting a specific mechanism for binding in these repeats in which the C-lobe
of TgCEN1 is constitutively bound, with high affinity, to TgSFI1, independent of Ca2+. The
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N-lobe constitutes a sort of Ca2+ sensor and only binds the peptide in the presence of Ca2+

with lower affinity (Figure 7).
In contrast with the notion that the interaction of SFI1 with centrins is only moderately

dependent on Ca2+, we found that the interaction between TgCEN1 and some peptides
(e.g., R17, R24, and R31 repeats) is strictly Ca2+ dependent, similar to the Ca2+ regulation
of many CaM protein targets (Figure 7). The Ca2+ dependence observed in these protein–
peptide interactions, along with the Ca2+ dependence between the N-lobe of TgCEN1 and
R10 (or R16) peptide, suggests that, in addition to the constitutive binding between some
TgCEN1 molecules and specific repeats of SFI1, which is consistent with the colocalization
of TgCEN1 and TgSFI1 [29], a Ca2+ stimulus can determine new interactions of TgCEN1
with other repeat sequences of TgSFI1. This would permit TgCEN1 to work as a Ca2+-
dependent “adaptor” protein, with a dynamic role in organizing large protein assemblies.
Interestingly, the crystal structure of CDC31 bound with some repeats of ScSFI1 revealed
that both the C- and N-lobe of the centrin can bind ScSFI1 [27]. The observed variation in
Ca2+ sensitivity, as well as in Ca2+ affinity, is most likely the consequence of the sequence
diversity between the SFI1 repeats. Various binding behaviors have also been observed
for distinct human SFI1 repeats [12]. Notably, the crystals of some SFI1–centrin complexes
have been obtained only with Ca2+ [27] and it was recently suggested that Ca2+ stabilizes
the SFI1–centrin complexes by increasing their thermal stability [40].

One limitation of the present study is that a peptide can freely bind TgCEN1 in
conformations that are less constrained compared to the intact protein. The space between
adjacent TgSFI1 repeats is compatible with centrin–centrin interactions that could affect
the TgSFI1-TgCEN1 interaction; thus, the thermodynamic parameters found with the
TgSFI1-derived peptide may not be reflective of those in vivo. Furthermore, the interplay
between the three different centrins identified in T. gondii may add further complexity.
However, even if it remains elusive as to how TgCEN1 exerts its regulatory role in vivo, the
various binding behaviors observed with our distinct TgSFI1 repeats clearly indicate an
inherent flexibility and plasticity of TgCEN1 in binding its biological targets. This flexibility
seems to be dictated by the multiple target binding motifs, their distribution, low sequence
complexity, and amino acid composition, with the hydrophobic triad working as major
determinant of the interaction. It is well established that the bulky hydrophobic residues
1 and 4 of the triad are critical for centrin binding, and serve as key anchor points. We found
that the Trp residue in position 1 is absolutely conserved in TgSFI1, in good agreement with
the crystal [5,27,49,51] and NMR [22,52–54] structures of centrins complexed with peptide
target sequences, showing that Trp1 is buried within the binding cavity of centrin. Such a
strict conservation is not found at position 4, where Phe (12/32), Leu (11/32) or Trp (9/32)
residues are found. Similar to SFI1 homologues from other organisms, a Leu residue is
mainly found at position 8 (26/32) in TgSFI1 repeats. Interestingly, the replacement of Trp1
by Ala was shown to significantly decrease the affinity of the binding, while substitution of
Leu at position 4 with Ala has a less dramatic effect, and substitution of the eighth residue
of the triad does not influence the affinity constants [8,51], supporting its minor role in
the binding. In addition to the hydrophobic interactions, the comparison of the amino
acid sequences of the TgSFI1 repeats reveals the presence of a series of basic amino acids
interspersed with hydrophobic residues that can undergo electrostatic interactions with
the negatively charged surface of TgCEN1, likely having different effects on binding with
TgCEN1. Accordingly, our ITC data indicate that all interactions are driven by enthalpic
and not entropic effects, suggesting that, although charge effects appear to be of secondary
importance to nonpolar effects, they contribute to the stability of the complex, and the
different TgCEN1 modes of binding might be determined by an interplay of specific
hydrophobic and electrostatic interactions.

The structural plasticity of TgCEN1 is also a result of the target sites being intrinsically
disordered and folding upon the binding of TgCEN1. Our CD and NOESY spectra clearly
support the induction of α-helical structure in the centrin-binding sequences of TgSFI1,
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reflecting the importance of this step in the formation of the complex. Moreover, TgCEN1
undergoes a disorder-to-order transition, as shown by NMR spectra.

The distinct binding modes observed in TgCEN1 appear to be crucial to allow its
dynamic association with TgSFI1, supporting the formation of a complex in which multiple
centrin molecules bind continuously along the SFI1 backbone and adopt different wrap-
around conformations to produce a filament-like structure. In this scenario, the previously
reported Ca2+-dependent ability of TgCEN1 to self-assemble in a N-to-C mode [19] could
suggest an additional level of sophistication in the TgCEN1-TgSFI1 complex formation and
in the regulatory role of TgCEN1 in centrosome architecture and centriole duplication.

Undoubtedly, the binding of TgCEN1 to the TgSFI1 repeats remains an intriguing struc-
tural problem, and further detailed structural analyses of the TgCEN1-TgSFI1 complexes
in the presence and absence of Ca2+ will be required to better understand the dynamic
behavior of the centrosome.
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TgCEN1. Figure S3: Far-UV CD analysis of R17 binding to intact TgCEN1 and its isolated domains in
the presence of CaCl2 or EGTA. Figure S4: Far-UV CD analysis of R12 binding to intact TgCEN1 and
its isolated domains in the presence of CaCl2 or EGTA. Figure S5: 2D 15N, 13C filtered NOESY spectra
of 15N-labeled Ca2+-TgCEN1 (orange) and of unlabeled R12 peptide bound to uniformly 15N-labeled
Ca2+-TgCEN1 (black). Figure S6: Far-UV CD spectra of 20 µM R10 (A), R17 (B) and R12 (C) peptides
in various water/TFE mixtures at 25 ◦C.

Author Contributions: Conceptualization, A.A. and L.B.; investigation, L.B., F.F., M.P. and C.C.;
writing—original draft preparation, A.A.; writing—review and editing, L.B., F.F., M.P., C.C., P.D. and
A.A.; supervision, A.A.; funding acquisition, P.D. and A.A. All authors have read and agreed to the
published version of the manuscript.

Funding: This research was supported by departmental funds provided by the Italian Ministry of
Research and Education (FUR2020 to AA and PD), and in part by the Italian MIUR-PRIN 2017 grant
No. 2017ZBBYNC (to AA).

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are available upon request from the corresponding author.

Acknowledgments: We thank the Centro Piattaforme Tecnologiche of the University of Verona for
providing access to the spectroscopic platform.

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

References
1. Paoletti, A.; Moudjou, M.; Paintrand, M.; Salisbury, J.L.; Bornens, M. Most of centrin in animal cells is not centrosome-associated

and centrosomal centrin is confined to the distal lumen of centrioles. J. Cell Sci. 1996, 109 Pt 13, 3089–3102. [CrossRef] [PubMed]
2. Salisbury, J.L.; Baron, A.T.; Sanders, M.A. The centrin-based cytoskeleton of Chlamydomonas reinhardtii: Distribution in

interphase and mitotic cells. J. Cell Biol. 1988, 107, 635–641. [CrossRef] [PubMed]
3. Salisbury, J.L. A mechanistic view on the evolutionary origin for centrin-based control of centriole duplication. J. Cell. Physiol.

2007, 213, 420–428. [CrossRef] [PubMed]
4. Nishi, R.; Okuda, Y.; Watanabe, E.; Mori, T.; Iwai, S.; Masutani, C.; Sugasawa, K.; Hanaoka, F. Centrin 2 stimulates nucleotide

excision repair by interacting with xeroderma pigmentosum group C protein. Mol. Cell Biol. 2005, 25, 5664–5674. [CrossRef]
[PubMed]

5. Jani, D.; Lutz, S.; Marshall, N.J.; Fischer, T.; Kohler, A.; Ellisdon, A.M.; Hurt, E.; Stewart, M. Sus1, Cdc31, and the Sac3 CID region
form a conserved interaction platform that promotes nuclear pore association and mRNA export. Mol. Cell 2009, 33, 727–737.
[CrossRef]

6. Pedretti, M.; Conter, C.; Dominici, P.; Astegno, A. SAC3B is a target of CML19, the centrin 2 of Arabidopsis thaliana. Biochem. J.
2020, 477, 173–189. [CrossRef]

https://www.mdpi.com/article/10.3390/biom12081115/s1
https://www.mdpi.com/article/10.3390/biom12081115/s1
http://doi.org/10.1242/jcs.109.13.3089
http://www.ncbi.nlm.nih.gov/pubmed/9004043
http://doi.org/10.1083/jcb.107.2.635
http://www.ncbi.nlm.nih.gov/pubmed/3047144
http://doi.org/10.1002/jcp.21226
http://www.ncbi.nlm.nih.gov/pubmed/17694534
http://doi.org/10.1128/MCB.25.13.5664-5674.2005
http://www.ncbi.nlm.nih.gov/pubmed/15964821
http://doi.org/10.1016/j.molcel.2009.01.033
http://doi.org/10.1042/BCJ20190674


Biomolecules 2022, 12, 1115 16 of 17

7. Liang, L.; Flury, S.; Kalck, V.; Hohn, B.; Molinier, J. CENTRIN2 interacts with the Arabidopsis homolog of the human XPC protein
(AtRAD4) and contributes to efficient synthesis-dependent repair of bulky DNA lesions. Plant Mol. Biol. 2006, 61, 345–356.
[CrossRef]

8. Miron, S.; Durand, D.; Chilom, C.; Perez, J.; Craescu, C.T. Binding of calcium, magnesium, and target peptides to Cdc31, the
centrin of yeast Saccharomyces cerevisiae. Biochemistry 2011, 50, 6409–6422. [CrossRef]

9. Baum, P.; Furlong, C.; Byers, B. Yeast gene required for spindle pole body duplication: Homology of its product with Ca2+-binding
proteins. Proc. Natl. Acad. Sci. USA 1986, 83, 5512–5516. [CrossRef]

10. Huang, B.; Mengersen, A.; Lee, V.D. Molecular cloning of cDNA for caltractin, a basal body-associated Ca2+-binding protein:
Homology in its protein sequence with calmodulin and the yeast CDC31 gene product. J. Cell Biol. 1988, 107, 133–140. [CrossRef]

11. La Verde, V.; Trande, M.; D’Onofrio, M.; Dominici, P.; Astegno, A. Binding of calcium and target peptide to calmodulin-like
protein CML19, the centrin 2 of Arabidopsis thaliana. Int. J. Biol. Macromol. 2018, 108, 1289–1299. [CrossRef] [PubMed]

12. Martinez-Sanz, J.; Yang, A.; Blouquit, Y.; Duchambon, P.; Assairi, L.; Craescu, C.T. Binding of human centrin 2 to the centrosomal
protein hSfi1. FEBS J. 2006, 273, 4504–4515. [CrossRef] [PubMed]

13. Kilmartin, J.V. Sfi1p has conserved centrin-binding sites and an essential function in budding yeast spindle pole body duplication.
J. Cell Biol. 2003, 162, 1211–1221. [CrossRef] [PubMed]

14. Jani, D.; Lutz, S.; Hurt, E.; Laskey, R.A.; Stewart, M.; Wickramasinghe, V.O. Functional and structural characterization of the
mammalian TREX-2 complex that links transcription with nuclear messenger RNA export. Nucleic Acids Res. 2012, 40, 4562–4573.
[CrossRef] [PubMed]

15. Araki, M.; Masutani, C.; Takemura, M.; Uchida, A.; Sugasawa, K.; Kondoh, J.; Ohkuma, Y.; Hanaoka, F. Centrosome protein
centrin 2/caltractin 1 is part of the xeroderma pigmentosum group C complex that initiates global genome nucleotide excision
repair. J. Biol. Chem. 2001, 276, 18665–18672. [CrossRef] [PubMed]

16. Gogendeau, D.; Klotz, C.; Arnaiz, O.; Malinowska, A.; Dadlez, M.; de Loubresse, N.G.; Ruiz, F.; Koll, F.; Beisson, J. Functional
diversification of centrins and cell morphological complexity. J. Cell Sci. 2008, 121, 65–74. [CrossRef]

17. Pedretti, M.; Bombardi, L.; Conter, C.; Favretto, F.; Dominici, P.; Astegno, A. Structural Basis for the Functional Diversity of
Centrins: A Focus on Calcium Sensing Properties and Target Recognition. Int. J. Mol. Sci. 2021, 22, 12173. [CrossRef]

18. Díaz Casas, A.; Chazin, W.J.; Pastrana-Ríos, B. Prp40 Homolog A Is a Novel Centrin Target. Biophys. J. 2017, 112, 2529–2539.
[CrossRef]

19. Conter, C.; Bombardi, L.; Pedretti, M.; Favretto, F.; Di Matteo, A.; Dominici, P.; Astegno, A. The interplay of self-assembly and
target binding in centrin 1 from Toxoplasma gondii. Biochem. J. 2021, 478, 2571–2587. [CrossRef]

20. Popescu, A.; Miron, S.; Blouquit, Y.; Duchambon, P.; Christova, P.; Craescu, C.T. Xeroderma pigmentosum group C protein
possesses a high affinity binding site to human centrin 2 and calmodulin. J. Biol. Chem. 2003, 278, 40252–40261. [CrossRef]

21. Hu, H.; Sheehan, J.H.; Chazin, W.J. The Mode of Action of Centrin: Binding of Ca2+ and a peptide fragment of Kar1p to the
c-terminal domain. J. Biol. Chem. 2004, 279, 50895–50903. [CrossRef] [PubMed]

22. Hu, H.; Chazin, W.J. Unique features in the C-terminal domain provide caltractin with target specificity. J. Mol. Biol. 2003,
330, 473–484. [CrossRef]

23. Troilo, F.; Pedretti, M.; Travaglini-Allocatelli, C.; Astegno, A.; Di Matteo, A. Rapid kinetics of calcium dissociation from plant
calmodulin and calmodulin-like proteins and effect of target peptides. Biochem. Biophys. Res. Commun. 2022, 590, 103–108.
[CrossRef]

24. Hu, K.; Johnson, J.; Florens, L.; Fraunholz, M.; Suravajjala, S.; DiLullo, C.; Yates, J.; Roos, D.S.; Murray, J.M. Cytoskeletal
components of an invasion machine–the apical complex of Toxoplasma gondii. PLoS Pathog. 2006, 2, e13. [CrossRef]

25. Lentini, G.; Dubois, D.J.; Maco, B.; Soldati-Favre, D.; Frénal, K. The roles of Centrin 2 and Dynein Light Chain 8a in apical
secretory organelles discharge of Toxoplasma gondii. Traffic 2019, 20, 583–600. [CrossRef] [PubMed]

26. Leung, J.M.; Liu, J.; Wetzel, L.A.; Hu, K. Centrin2 from the human parasite Toxoplasma gondii is required for its invasion and
intracellular replication. J. Cell Sci. 2019, 132, jcs228791. [CrossRef] [PubMed]

27. Li, S.; Sandercock, A.M.; Conduit, P.; Robinson, C.V.; Williams, R.L.; Kilmartin, J.V. Structural role of Sfi1p–centrin filaments in
budding yeast spindle pole body duplication. J. Cell Biol. 2006, 173, 867–877. [CrossRef]

28. Kodani, A.; Moyer, T.; Chen, A.; Holland, A.; Walsh, C.A.; Reiter, J.F. SFI1 promotes centriole duplication by recruiting USP9X to
stabilize the microcephaly protein STIL. J. Cell Biol. 2019, 218, 2185–2197. [CrossRef]

29. Suvorova, E.S.; Francia, M.; Striepen, B.; White, M.W. A novel bipartite centrosome coordinates the apicomplexan cell cycle. PLoS
Biol. 2015, 13, e1002093. [CrossRef]

30. Tomasina, R.; González, F.C.; Francia, M.E. Structural and Functional Insights into the Microtubule Organizing Centers of
Toxoplasma gondii and Plasmodium spp. Microorganisms 2021, 9, 2503. [CrossRef]

31. Bombardi, L.; Pedretti, M.; Conter, C.; Dominici, P.; Astegno, A. Distinct Calcium Binding and Structural Properties of Two
Centrin Isoforms from Toxoplasma gondii. Biomolecules 2020, 10, 1142. [CrossRef] [PubMed]

32. Vallone, R.; La Verde, V.; D’Onofrio, M.; Giorgetti, A.; Dominici, P.; Astegno, A. Metal binding affinity and structural properties of
calmodulin-like protein 14 from Arabidopsis thaliana. Protein Sci. 2016, 25, 1461–1471. [CrossRef] [PubMed]

33. La Verde, V.; Dominici, P.; Astegno, A. Determination of Hydrodynamic Radius of Proteins by Size Exclusion Chromatography.
Bio-Protocol 2017, 7, e2230. [CrossRef] [PubMed]

http://doi.org/10.1007/s11103-006-0016-9
http://doi.org/10.1021/bi200518d
http://doi.org/10.1073/pnas.83.15.5512
http://doi.org/10.1083/jcb.107.1.133
http://doi.org/10.1016/j.ijbiomac.2017.11.044
http://www.ncbi.nlm.nih.gov/pubmed/29129631
http://doi.org/10.1111/j.1742-4658.2006.05456.x
http://www.ncbi.nlm.nih.gov/pubmed/16956364
http://doi.org/10.1083/jcb.200307064
http://www.ncbi.nlm.nih.gov/pubmed/14504268
http://doi.org/10.1093/nar/gks059
http://www.ncbi.nlm.nih.gov/pubmed/22307388
http://doi.org/10.1074/jbc.M100855200
http://www.ncbi.nlm.nih.gov/pubmed/11279143
http://doi.org/10.1242/jcs.019414
http://doi.org/10.3390/ijms222212173
http://doi.org/10.1016/j.bpj.2017.03.042
http://doi.org/10.1042/BCJ20210295
http://doi.org/10.1074/jbc.M302546200
http://doi.org/10.1074/jbc.M404233200
http://www.ncbi.nlm.nih.gov/pubmed/15452116
http://doi.org/10.1016/S0022-2836(03)00619-3
http://doi.org/10.1016/j.bbrc.2021.12.077
http://doi.org/10.1371/journal.ppat.0020013
http://doi.org/10.1111/tra.12673
http://www.ncbi.nlm.nih.gov/pubmed/31206964
http://doi.org/10.1242/jcs.228791
http://www.ncbi.nlm.nih.gov/pubmed/31182647
http://doi.org/10.1083/jcb.200603153
http://doi.org/10.1083/jcb.201803041
http://doi.org/10.1371/journal.pbio.1002093
http://doi.org/10.3390/microorganisms9122503
http://doi.org/10.3390/biom10081142
http://www.ncbi.nlm.nih.gov/pubmed/32759683
http://doi.org/10.1002/pro.2942
http://www.ncbi.nlm.nih.gov/pubmed/27124620
http://doi.org/10.21769/BioProtoc.2230
http://www.ncbi.nlm.nih.gov/pubmed/34541230


Biomolecules 2022, 12, 1115 17 of 17

34. Astegno, A.; Bonza, M.C.; Vallone, R.; La Verde, V.; D’Onofrio, M.; Luoni, L.; Molesini, B.; Dominici, P. Arabidopsis calmodulin-
like protein CML36 is a calcium (Ca(2+)) sensor that interacts with the plasma membrane Ca(2+)-ATPase isoform ACA8 and
stimulates its activity. J. Biol. Chem. 2017, 292, 15049–15061. [CrossRef] [PubMed]

35. Trande, M.; Pedretti, M.; Bonza, M.C.; Di Matteo, A.; D’Onofrio, M.; Dominici, P.; Astegno, A. Cation and peptide binding
properties of CML7, a calmodulin-like protein from Arabidopsis thaliana. J. Inorg. Biochem. 2019, 199, 110796. [CrossRef]
[PubMed]

36. Astegno, A.; La Verde, V.; Marino, V.; Dell’Orco, D.; Dominici, P. Biochemical and biophysical characterization of a plant
calmodulin: Role of the N- and C-lobes in calcium binding, conformational change, and target interaction. Biochim. Biophys. Acta
(BBA)—Proteins Proteom. 2016, 1864, 297–307. [CrossRef] [PubMed]

37. Delaglio, F.; Grzesiek, S.; Vuister, G.W.; Zhu, G.; Pfeifer, J.; Bax, A. NMRPipe: A multidimensional spectral processing system
based on UNIX pipes. J. Biomol. NMR 1995, 6, 277–293. [CrossRef]

38. Pérez Santero, S.; Favretto, F.; Zanzoni, S.; Chignola, R.; Assfalg, M.; D’Onofrio, M. Effects of macromolecular crowding on a
small lipid binding protein probed at the single-amino acid level. Arch. Biochem. Biophys. 2016, 606, 99–110. [CrossRef]

39. Vranken, W.F.; Boucher, W.; Stevens, T.J.; Fogh, R.H.; Pajon, A.; Llinas, M.; Ulrich, E.L.; Markley, J.L.; Ionides, J.; Laue, E.D. The
CCPN data model for NMR spectroscopy: Development of a software pipeline. Proteins 2005, 59, 687–696. [CrossRef]

40. Martinez-Sanz, J.; Assairi, L. New insights into the interaction of centrin with Sfi1. Biochim. Biophys. Acta 2016, 1864, 319–330.
[CrossRef]

41. Schneider, T.D.; Stephens, R.M. Sequence logos: A new way to display consensus sequences. Nucleic Acids Res. 1990, 18, 6097–6100.
[CrossRef]

42. Favretto, F.; Ceccon, A.; Zanzoni, S.; D’Onofrio, M.; Ragona, L.; Molinari, H.; Assfalg, M. The unique ligand binding features of
subfamily-II iLBPs with respect to bile salts and related drugs. Prostaglandins Leukot. Essent. Fat. Acids 2015, 95, 1–10. [CrossRef]
[PubMed]

43. Latham, M.P.; Zimmermann, G.R.; Pardi, A. NMR chemical exchange as a probe for ligand-binding kinetics in a theophylline-
binding RNA aptamer. J. Am. Chem. Soc. 2009, 131, 5052–5053. [CrossRef] [PubMed]

44. Favretto, F.; Flores, D.; Baker, J.D.; Strohaker, T.; Andreas, L.B.; Blair, L.J.; Becker, S.; Zweckstetter, M. Catalysis of proline
isomerization and molecular chaperone activity in a tug-of-war. Nat. Commun. 2020, 11, 6046. [CrossRef] [PubMed]

45. Breeze, A.L. Isotope-filtered NMR methods for the study of biomolecular structure and interactions. Prog. Nucl. Magn. Reson.
Spectrosc. 2000, 36, 323–372. [CrossRef]

46. Konrat, R. NMR contributions to structural dynamics studies of intrinsically disordered proteins. J. Magn. Reson. 2014, 241, 74–85.
[CrossRef]

47. La Verde, V.; Dominici, P.; Astegno, A. Towards Understanding Plant Calcium Signaling through Calmodulin-Like Proteins: A
Biochemical and Structural Perspective. Int. J. Mol. Sci. 2018, 19, 1331. [CrossRef]

48. Grecu, D.; Assairi, L. CK2 phosphorylation of human centrins 1 and 2 regulates their binding to the DNA repair protein XPC, the
centrosomal protein Sfi1 and the phototransduction protein transducin β. FEBS Open Bio 2014, 4, 407–419. [CrossRef]

49. Thompson, J.R.; Ryan, Z.C.; Salisbury, J.L.; Kumar, R. The Structure of the Human Centrin 2-Xeroderma Pigmentosum Group C
Protein Complex. J. Biol. Chem. 2006, 281, 18746–18752. [CrossRef]

50. Azimzadeh, J.; Hergert, P.; Delouvée, A.; Euteneuer, U.; Formstecher, E.; Khodjakov, A.; Bornens, M. hPOC5 is a centrin-binding
protein required for assembly of full-length centrioles. J. Cell Biol. 2009, 185, 101–114. [CrossRef]

51. Charbonnier, J.B.; Renaud, E.; Miron, S.; Le Du, M.H.; Blouquit, Y.; Duchambon, P.; Christova, P.; Shosheva, A.; Rose, T.;
Angulo, J.F.; et al. Structural, thermodynamic, and cellular characterization of human centrin 2 interaction with xeroderma
pigmentosum group C protein. J. Mol. Biol. 2007, 373, 1032–1046. [CrossRef] [PubMed]

52. Matei, E.; Miron, S.; Blouquit, Y.; Duchambon, P.; Durussel, I.; Cox, J.A.; Craescu, C.T. C-terminal half of human centrin 2 behaves
like a regulatory EF-hand domain. Biochemistry 2003, 42, 1439–1450. [CrossRef] [PubMed]

53. Yang, A.; Miron, S.; Mouawad, L.; Duchambon, P.; Blouquit, Y.; Craescu, C.T. Flexibility and Plasticity of Human Centrin 2
Binding to the Xeroderma Pigmentosum Group C Protein (XPC) from Nuclear Excision Repair. Biochemistry 2006, 45, 3653–3663.
[CrossRef] [PubMed]

54. Martinez-Sanz, J.; Kateb, F.; Assairi, L.; Blouquit, Y.; Bodenhausen, G.; Abergel, D.; Mouawad, L.; Craescu, C.T. Structure,
dynamics and thermodynamics of the human centrin 2/hSfi1 complex. J. Mol. Biol. 2010, 395, 191–204. [CrossRef] [PubMed]

http://doi.org/10.1074/jbc.M117.787796
http://www.ncbi.nlm.nih.gov/pubmed/28726644
http://doi.org/10.1016/j.jinorgbio.2019.110796
http://www.ncbi.nlm.nih.gov/pubmed/31419675
http://doi.org/10.1016/j.bbapap.2015.12.003
http://www.ncbi.nlm.nih.gov/pubmed/26708477
http://doi.org/10.1007/BF00197809
http://doi.org/10.1016/j.abb.2016.07.017
http://doi.org/10.1002/prot.20449
http://doi.org/10.1016/j.bbapap.2016.01.004
http://doi.org/10.1093/nar/18.20.6097
http://doi.org/10.1016/j.plefa.2014.10.005
http://www.ncbi.nlm.nih.gov/pubmed/25468388
http://doi.org/10.1021/ja900695m
http://www.ncbi.nlm.nih.gov/pubmed/19317486
http://doi.org/10.1038/s41467-020-19844-0
http://www.ncbi.nlm.nih.gov/pubmed/33247146
http://doi.org/10.1016/S0079-6565(00)00020-0
http://doi.org/10.1016/j.jmr.2013.11.011
http://doi.org/10.3390/ijms19051331
http://doi.org/10.1016/j.fob.2014.04.002
http://doi.org/10.1074/jbc.M513667200
http://doi.org/10.1083/jcb.200808082
http://doi.org/10.1016/j.jmb.2007.08.046
http://www.ncbi.nlm.nih.gov/pubmed/17897675
http://doi.org/10.1021/bi0269714
http://www.ncbi.nlm.nih.gov/pubmed/12578356
http://doi.org/10.1021/bi0524868
http://www.ncbi.nlm.nih.gov/pubmed/16533048
http://doi.org/10.1016/j.jmb.2009.10.041
http://www.ncbi.nlm.nih.gov/pubmed/19857500

	Introduction 
	Materials and Methods 
	Materials 
	Protein Production and Peptide Synthesis 
	Size Exclusion Chromatography 
	Isothermal Titration Calorimetry Experiments 
	Circular Dichroism Spectroscopy 
	Fluorescence Spectroscopy 
	Nuclear Magnetic Resonance Spectroscopy 

	Results 
	Energetics of TgCEN1 Binding to TgSFI1 Repeats 
	Conformational Features of the Interaction 
	Trp Residue of TgSFI1 Repeats Is Embedded in TgCEN1 Hydrophobic Pocket 

	Discussion 
	References

