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Concerted Action of Two Formins in Gliding Motility and
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Abstract

The invasive forms of apicomplexan parasites share a conserved form of gliding motility that powers parasite migration
across biological barriers, host cell invasion and egress from infected cells. Previous studies have established that the
duration and direction of gliding motility are determined by actin polymerization; however, regulators of actin dynamics in
apicomplexans remain poorly characterized. In the absence of a complete ARP2/3 complex, the formin homology 2 domain
containing proteins and the accessory protein profilin are presumed to orchestrate actin polymerization during host cell
invasion. Here, we have undertaken the biochemical and functional characterization of two Toxoplasma gondii formins and
established that they act in concert as actin nucleators during invasion. The importance of TgFRM1 for parasite motility has
been assessed by conditional gene disruption. The contribution of each formin individually and jointly was revealed by an
approach based upon the expression of dominant mutants with modified FH2 domains impaired in actin binding but still
able to dimerize with their respective endogenous formin. These mutated FH2 domains were fused to the ligand-controlled
destabilization domain (DD-FKBP) to achieve conditional expression. This strategy proved unique in identifying the non-
redundant and critical roles of both formins in invasion. These findings provide new insights into how controlled actin
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polymerization drives the directional movement required for productive penetration of parasites into host cells.
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Introduction

The phylum Apicomplexa encompasses pathogens of significant
medical relevance including those responsible for malaria and
toxoplasmosis. These parasites cross biological barriers and enter
cells by an active process that depends on a unique form of gliding
motility [1]. In Toxoplasma gondi, drugs that interfere with actin
assembly and dynamics have revealed that gliding critically relies
on an intact parasite actin cytoskeleton [2] and requires actin
polymerization [3]. Moreover, previous work using reverse
genetics highlighted that gliding is powered by the myosin XIV,
TgMyoA [4].

Paradoxically, visualisation of actin filaments under physiolog-
ical conditions, either by electron microscopy or by staining with
phalloidin, has proven very difficult in the phylum. Sedimentation
experiments suggested that actin is maintained in a globular form
(>98%) [5]. Work performed i vitro on purified or recombinant
actins revealed that preferentially short (0.1 um) actin filaments
are assembled [6,7,8], hence actin might be tailored to undergo
rapid cycles of assembly and disassembly. Among the systems
orchestrating actin nucleation, the Arp2/3 complex, generates a
network of short, branched filaments, whereas the formin-profilin
system catalyzes the processive assembly of unbranched actin
filaments [9]. The Apicomplexans lack many actin-regulatory
proteins including the Arp2/3 complex [10]. In contrast, they
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contain at least two formins and a profilin that have been
previously associated with parasite motility [11,12,13].

Formins constitute a large family of proteins involved in many
biological processes including cell polarity, cell-cell contact, cell
and tissue morphogenesis, cytokinesis, filopodia formation, stress
fiber formation, motility and in microtubule-actin cross talk to
maintain the cell cytoskeleton [14]. These proteins are composed
of multi-domains interacting with other cellular factors to promote
actin nucleation and polymerization. The common feature of all
formins is the FH2 domain, which nucleates actin assembly and
binds the barbed end at nanomolar concentrations allowing the
formation of linear and unbranched actin filaments [15,16].

The second domain catalyzing the activity of formins is the FH1
for “formin homology 1 domain”. FHI is typically positioned
immediately N-terminal to the FH2 domain and is composed of
poly-proline stretches that bind specifically to the profilin-actin
complex during barbed end filament elongation [14]. The FH2
domain associates with the barbed end (fast growing plus end of
actin filament) of actin filaments and in association with the FH1
domain promotes rapid processive barbed end assembly from
profilin-actin, increasing the association rate constant of profilin-
actin to barbed ends by 2 to 15 fold [14]. Profilin-actin is involved
in a rapid delivery step by which FH1-profilin-actin is transferred
directly to the FH2-associated barbed end [9]. Formin activity is
frequently regulated by autoinhibition, which is maintained by the
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Author Summary

Gliding motility is a unique property of the Apicomplexa.
Members of this phylum include important human and
animal pathogens. An actomyosin-based machine powers
parasite motility and is crucial for parasite migration across
biological barriers, host cell invasion and egress from
infected cells. The timing, duration and orientation of the
gliding motility are tightly regulated to insure successful
establishment of infection. Controlled polymerization of
actin filaments is a key feature of motility, and we
demonstrate here the implication of two formins that
catalyse actin nucleation and fast assembly of filaments.
Both proteins are essential and act in concert during
productive penetration of the parasite into host cells.

binding of the C-terminal diaphanous autoregulatory domain
(DAD) segment to the diaphanous inhibitory domain (DID).
Binding of Rho to the GTPase-binding domain (GBD) releases the
autoinhibition to activate formin [9].

In 7. gondiz, TgPRF participates in barbed end growth and a
conditional knockdown of the gene established its vital role in
motility and invasion [13]. P. falciparum formins 1 and 2 (PfFRM1
and PfFRM?2) nucleate chicken actin polymerization i vitro [12]
and localization of PfFFRM1 at the site of contact between invading
merozoites and the host cell suggested a role in invasion [12].
Recently, a formin-like protein termed MISFIT was localized to
the nucleus of male gametocytes, zygotes and ookinetes of the
rodent malaria parasite Plasmodium bergher. This protein was shown
to regulate cell cycle progression from ookinete to oocysts but an
activity of actin nucleation has not been reported [17]. The 7.
gondu genome does not contain a gene coding for MISFIT but
instead encodes a third putative formin (TgFRMS3) that is only
found in coccidians and whose function is dispensable and not
linked to motility and invasion (Daher, unpublished).

In this study, we developed a genetic strategy based upon the
expression of dominant negative mutants to establish that both
TgFRM1 and TgFRM?2 contribute to motility and invasion. This
approach was validated by biochemical analyses, which highlight-
ed the distinct properties of the two formins. TgFRMI and
TgFRM2 promote and control growth of the filaments and
possibly stabilize their position and directionality to drive parasite
entry into host cells.

Results

TgFRM1 and TgFRM2 are differentially localized to the
pellicle

BLASTP analysis of the ToxoDB database (http://www.
ToxoDB.org) revealed the presence of three FH2 domain-
containing proteins in 7. gondi with two of them, TgFRM1 and
TgFRM2 being conserved across the Apicomplexa phylum [12].
TgFRMI1 and TgFRM2 are large proteins with a predicted
molecular weight of 552 kDa and 492 kDa, respectively. The FH2
domain is positioned at the extreme carboxy-terminus in case of
TgFRMI1. The presence of a canonical FH1 is not apparent but
both formins possess a segment rich in proline residues upstream
of the FH2 (Figure 1A). These formins also lack the DAD and DID
regulatory domains, however, TgIFFRM1 possesses four tetratrico-
peptide repeats also present on PIFRMI (Figure 1A). Specific
antibodies were raised against bacterially produced FH2 domains
of both 7. gondii formins and western blot analysis confirmed that
TgFRM1 and TgFRM2 are expressed in tachyzoites and migrate
at their predicted sizes on SDS-PAGE (Figure 1B). Parasite lines

@ PLoS Pathogens | www.plospathogens.org
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expressing the FH2 domains of either TgFRM1 or TgFRM2 were
used to confirm the specificity and the absence of cross-reactivity
of the two rabbit anti-sera (Figure SI1B, S1C and SID in
Supporting Information S1).

To investigate the function and importance of these formins,
conditional knockdowns were attempted in the TATi-1 strain,
using the tetracycline-based transactivator system previously
developed for 7. gondii [4]. Given the unmanageable size of the
TgFRM1 and TgFRM?2 cDNAs, we opted for a promoter exchange
approach instead of the two step knockout strategy that requires
the integration of a second inducible copy (Figure S2A in
Supporting Information S1). To select for the recombinant lines
of interest, a YIP expression cassette was inserted into the
knockout vectors allowing FACS sorting of the parasites that
underwent double homologous recombination (YFP negative)
[18]. The 7gFRMI promoter was replaced by the inducible
tet07S8ag4 and a myc-epitope tag was inserted at the N-terminus of
the TgFRM]I gene. Numerous attempts to replace the promoter of
TgFRM? failed (18 transfections) and resulted only in a single
homologous recombination event at the locus (data not shown). In
contrast, positive mycTgFRMI1-iIKO (Table S2 in Supporting
Information S1) clones were identified by an indirect immunoflu-
orescence assay (IFA) and confirmed by genomic PCR (Figure S2B
in Supporting Information S1). Western blot analysis using anti-
FRMI1 antibodies revealed that the level of mycTgFRMIi was
considerably higher (ca. 4 fold) than the endogenous level of
TgFRMI1 in TATi-1 strain (Figure 1C). In the presence of
anhydrotetracycline (ATc), mycTgFRM1i was significantly down-
regulated to less than 15% but that still corresponded to ca. 45 to
50% of the endogenous level of TgFRMI1 (Figure 1C; Figure S2C
in Supporting Information S1). Both TgFRM1 and mycTgFRM1i
localized to the periphery of replicating (intracellular) as well as
invading (extracellular) parasites (Figure 1D), In contrast with a
previous report [12], TgFRMI1 was not found to be selectively
redistributed to the apical pole, but this discrepancy may be
explained by different fixation protocols (Figure 1D, and Figure
S2C in Supporting Information S1). In Baum et al., a methanol
fixation was employed, which may retain only a specific
population or may tend to modify the localization during fixation.
TgFRM2 showed the same subcellular localization as TgFRMI1
(Figure 1E), however, when extracellular parasites were treated
with aerolysin, the two formins behaved differently. The pore-
forming toxin binds to glycosylphosphatidylinositol (GPIs) an-
chored proteins and induces an osmotic swelling that selectively
detaches the plasma membrane (PM) from the inner membrane
complex (IMC) [19]. Upon aerolysin treatment, TgFRMI
remained associated with the PM, whereas TgFRM2 stayed
preferentially connected to the IMC (Figure 1F). The nature of the
association of TgFRMI1 and TgFRM?2 with the PM and IMC,
respectively, was examined by fractionation at high pH. Complete
solubilisation of both formins indicated that electrostatic interac-
tions, either with membrane proteins or with the polar heads of
lipids, are responsible for their membrane association (Figure 1G).

The presence of TgFRMI1 and TgFRM?2 at the pellicle is
compatible with a contribution of both formins to actin
polymerization during invasion. In the malaria parasite, PIFRM?2
was detected in trophozoites and its presence in late schizonts
could not be established [12,20]. To assess the expression of
PbFRM1 and PbFRM? (Plasmodium berghet formins 1 and 2)
throughout the erythrocytic stages a myc epitope tag was inserted
at their C-termini of both formins via a knock-in strategy based on
single crossover recombination (Figure S3A in Supporting
Information S1). The modified locus of the transgenic parasites
was confirmed by genomic PCR (Figure S3B and S3C in
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Figure 1. Expression and localization of TgFRM1 and TgFRM2 in tachyzoites. (A) Schematic representation of Toxoplasma gondii formin 1
(TgFRM1) and formin 2 (TgFRM2) showing the domains of homolgy to tetratricopeptide repeat (TPR) and the formin homology 2 domain (FH2).
Expanded sequences above protein schematic represent the potential formins 1 and 2 FH1 domains. The proline (P) residues are bolded. Numbers
indicate amino acid residues of the different domains. Scale bar represents 500 aa. (B) Western blot analysis of parasite lysates (RHAhxgprt, a type |
virulent strain) and HFF (Human Foreskin Fibroblasts) cells probed with rabbit antisera specific to TgFRM1 and TgFRM2. (C) Western blot analysis of
TATi-1 and MycTgFRM1-iKO strains in presence or in absence of ATc. Parasites were treated 4 days = ATc. Myosin A (MyoA) served as loading control.
The integrated densities of the bands measured using the ImageJ program, and the percentage of expression relative to TATi-1 in absence of ATc are
provided. (D) The peripheral localization of TgFRM1 was determined by IFA using anti-TgFRM1 on RH and anti-myc on mycTgFRM1-iKO. SAG1 and
GAP45 are used as markers of PM and IMC, respectively. RON4 is a marker of the moving junction (MJ). (E) TgFRM2 localized to the periphery of
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intracellular and extracellular parasites. Scale bars represent 2 um. (F) IFA after aerolysin treatment. TgFRM1 and mycTgFRM1i colocalized with SAG1
at the PM, whereas TgFRM2 colocalized with IMC1. (G) Comparison of mycTgFRM1i and TgFRM2 solubility in PBS buffer and in PBS/Na,CO; 0.1 M
pH 11.5. Total lysate (T), the supernatant (S) and pellet (P) after fractionation.

doi:10.1371/journal.ppat.1001132.g001

Supporting Information S1). Western blot analysis revealed that
both formins are present in schizonts, leaving open the possibly
that both formins play a role in invasion. However, the low level of
expression together with the high background of all myc
antibodies tested hampered the assessment of their localization
by IFA (Figure S3B and S3C in Supporting Information S1).

TgFRM1 contributes to gliding motility and invasion
The promoter exchange at the 7gFRM locus leads to a partial
depletion in TgFRMI1 upon ATc treatment. The phenotypic
consequences were first investigated by plaque assays. The lytic
cycle of the parasite is a multi-step process that involves invasion,
several rounds of replication and egress. The plaque assay
corresponds to plaques of lysis formed in a monolayer of human
forskin fibroblasts (HFF) that recapitulates multiple lytic cycles
over several days. When mycTgFRMI1-iIKO parasites were
depleted of mycTgFRMIi after six days of ATc treatment, the
plaques formed were significantly reduced in size, compared with
the untreated mutant and TATi-1 strain (Figure 2A and B).
Further analysis established that depletion in TgFRMI1 was not
affecting parasite replication (Figure 2C) but caused a defect in
invasion (Figure 2D; Table 1). The importance of TgFRMI for
parasite egress was investigated upon addition of the calcium
ionophore A23187 and only a modest impairment of 14% in
induced egress was recorded (Figure 2E and Table 1). To monitor
if parasites depleted in TgFRM1 could still accomplish the three
forms of gliding movement (helical gliding, circular gliding and
twirling), trails deposited by moving parasites on coated Poly-L-
lysine cover slips were scored by IFA. The mycTgFRMI1-iKO
strain showed a significant reduction in trail formation after ATc
treatment (Figure 2F, 2G and Table 1). Taken together these
results indicated a role for TgFRMI in invasion, although the
phenotype reported here is very modest compared to other
invasion factors such as TgMyoA and TgMIC2 investigated before
with the Tet-system [4,21]. Clearly, this system is not ideally suited
to study the function of weakly expressed genes. The partial
phenotype observed in the conditional knockdown of TgFRM]I is
likely due to the residual amount of mycTgFRM1 (13%) produced
in the presence of ATc that corresponds to almost 50% of
endogenous levels of TgFRM1. At this stage, it is not possible to
exclude that TgFRM1 and TgFRM2 are functionally redundant.

Expression and biochemical analysis of TgFRM1 and
TgFRM2 FH2 domains

Dimerization via the FH2 domain is essential for the processive
function of formins, with one subunit attached on the barbed end
of an actin filament while the other adopts an open configuration
to recruit the incoming actin subunit [22]. To examine if the two
T. gondii formins can nucleate actin filaments, the boundaries of
the FH2 domains were delineated (Figure S1B in Supporting
Information S1). Recombinant FH2 domains were produced and
purified from FE. coli (Figures S4A, S4C, S5A, and S5B in
Supporting Information S1). The FH2 of TgFRM1 (His-F1L) and
TgFRM2 (His-F2) were analyzed by gel filtration on Superose 6
107300 GL. F1L (amino acid positions 4582-5051) corresponds to
a N-terminal 48 amino acid extension of the FH2 domain, which
is enriched in proline residues and might constitute a divergent
FH1 domain (Figure 1A). FIL (56 kDa) and F2 (100 kDa)
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fractionated as both monomers and dimers (Figure S5C and
S5D in Supporting Information S1).

A Ni-NTA-Sepharose bead pull-down assay demonstrated that
the FH2 domains bind to TgACT1 when incubated with parasite
lysates (Figures S4A, S4C, S5E, and S5F in Supporting
Information S1). Although both His-F1L and His-F2 contained
a proline rich region, no interaction with myc-TgPRF was
observed (Figure S5E and S5F in Supporting Information S1).
These results were confirmed i viwo by immunoprecipitation (IP)
of TgFRM1 and TgFRM2 under native conditions. While a
significant amount of TgACT1 was co-IPed with the two formins
(Figure S5G in Supporting Information S1), no TgPRF was
precipitated (data not shown). Finally, beads coated with His-F1L
or His-F2 failed to initiate processive actin assembly in the
presence of both bovine and Toxoplasma profilin proteins, in
contrast to the behaviour observed with mDial-FH1-FH2-coated
beads [23]. However, the results observed regarding the processive
actin assembly in the presence of profilin do not exclude the
positive effect of Toxoplasma profilin on actin elongation by
Toxoplasma formins 1 and 2, and a new ranges of conditions need
to be tested in the future to clarify this point.

TgFRM1 and TgFRM2 FH2 domains exhibit distinct
biochemical properties as actin nucleators

The effect of F1 and F2 on actin assembly was tested in
spontanecous actin polymerization assays. A qualitative estimation
of the nucleating efficiency is derived from the formin concentra-
tion dependence of the initial rate of polymerization. F1 strongly
stimulated actin polymerization at nanomolar concentrations,
while higher concentrations of F2 were required to nucleate actin
assembly (Figure 3A, B and C). However, the exact number of
nuclei generated by formins cannot be determined from these
assays, which do not discriminate between effects on filament
nucleation and elongation rate constants. These results generated
with rabbit muscle actin, are in agreement with the activities
reported for PfFRMI1 and PfFRM?2 with chicken muscle actin
[12].

Crystal structure analysis of the Bnilp FH2 in complex with
actin has revealed that an FH2 dimer bridges three consecutive
actin subunits arranged along a pseudo-filament, with each FH2
arm contacting two actin subunits [24]. In the pseudo-filament
the barbed end is blocked by the FH2 arm, and a conforma-
tional change from this “closed” to an “open” configuration
had to be postulated to accommodate processive filament
growth [24]. The actin-FH2 contacts are made by two highly
conserved patches on the surface of the hemidimer. These two
sites correspond to Ile1431 and Lys1601 and mutation of either
of these residues completely abolishes the actin assembly activity
of Bnil FH2 [24,25]. The corresponding Lysl601 (residue
R4867 in TgFRM1 and R3709 in TgFRMZ2) were mutated and
the resulting FH2 mutants His-F1-R/A and His-F2-R/A were
produced and analyzed in actin assembly assays (Figure S1B in
Supporting Information S1). Whereas His-F2-R/A lost at least
90% of its nucleating activity, His-F1-R/A still retained a
nucleating activity comparable to that of the wild type protein.
A second mutation corresponding to Ile1431 (residue 14713 in
TegFRMI) was introduced to create the His-F1-IR/AA double
mutant, which showed no nucleating activity up to 500 nM
(Figure 3C and D). Unexpectedly, the His-F2-IR/AA double
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Figure 2. Phenotypic consequences of mycTgFRM1i depletion in mycTgFRM1-iKO. (A) Plaque assay performed on HFF monolayer infected
with TATi-1 or mycTgFRM1-iKO parasites. After 6 days = ATc, the HHF were stained with Giemsa. The scale bar represents 1 mm. (B) The area of 30
plaques formed by the individual strains = ATc were measured by using the ImageJ program. Values are means = SD. Statistical significance was
evaluated using the unpaired t test. ***P<<0.0001. (C) Intracellular growth of TATi-1 and mycTgFRM1-iKO cultivated in presence or absence of ATc for
96 hours and allowed to invade new HFF cells. Numbers of parasites per vacuole (X axis) were counted 24 hours after inoculation. The percentages of
vacuoles containing varying numbers of parasites are represented on the Y-axis. Values are means = SD for three independent experiments. (D)
Invasion assay performed on mycTgFRM1-iKO pre-treated = ATc. IFA was performed with anti-SAG1 prior to permeabilization and with anti-GAP45
after permeabilization. The % of invaded (red) parasites is represented on the graph. Values are means = SD for three independent experiments.
Statistical significance was evaluated using the unpaired t test. ***P =0.0003. (E) A23187 induced egress assay mycTgFRM1-iKO pre-treated = ATc.
Values are means = SD for three independent experiments. Statistical significance was evaluated using the unpaired t test. ***P =0.0003. (F) Gliding
assay performed on mycTgFRM1-iKO pre-treated = ATc. White arrows show trails from both circular and helical gliding stained with anti-SAG1
antibodies. Scale bars represent 2 um. (G) Parasites were monitored for trail deposition in gliding assay using SAG1 antibodies. Values are means =
SD for three independent experiments. Results are displaced as % of total parasites. The trails depositions from 600 parasites were counted. Statistical
significance was evaluated using the unpaired t test. ***P =0.0003.

doi:10.1371/journal.ppat.1001132.9002
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mutant (residue 13511 in TgFRMZ2) displayed a strong barbed
end capping activity in filament barbed end growth assays using
spectrin-actin seeds (Figure 3E). A value of 6 nM was derived
for the equilibrium dissociation constant of the complex of His-
F2-IR/AA with barbed ends (Figure 3F and G). This latter
result suggests that the double mutation prevents the postulated
conformational change of the FH2-barbed end complex that
allows processive elongation.

Interaction of these FH2 mutants with barbed ends of filaments
was further addressed by monitoring their effect on the initial rate
of dilution-induced depolymerization of filaments (Figure 3H).
His-F1 totally blocked barbed end depolymerization while His-F2
inhibited the rate of depolymerization by 75% at saturation. Both
proteins bound barbed ends with high affinity. His-FI-R/A
blocked filament depolymerization from barbed ends as efficiently
as His-F1. His-F1-IR/AA did not affect barbed end depolymer-
ization. The R/A mutation did not change the inhibition of
depolymerization of the F2, while the double mutation IR/AA
abolished the blockage of the barbed end depolymerization
harboured by F2 (Figure S5H in Supporting Information S1).

In conclusion, the FH2 domains of TgFRMI1 and TgFRM2
display the barbed end binding property common to all formins
from other species, but each formin exhibits specific activities at
barbed ends. F1 is a more efficient nucleator of actin filaments
than 2, but it totally inhibits barbed end depolymerization, which
demonstrates its tight binding to the ADP-F-actin terminal
subunits that are become exposed during depolymerization. In
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Table 1. Phenotypic consequences observed in this study.

Phenotype— ATc Intracellular growth Egress Gliding Invasion
Strain |,

TATi-1 - Normal 88% *2 42% *6 77% *6
TATi-1 + Normal 93% *4 38% *70 71% *2
mycTgFRM1-iKO - Normal 89% *3 39% *7 76% *3
mycTgFRM1-iKO + Normal 77% *£1 20% *8 53% *5
Strain Shield Intracellular growth Egress Gliding Invasion
RH-hxgprtKO = Normal 83% =3 33% *5 89% =3
RH-hxgprtKO + Normal 75% *5 33% *13 90% *=17
DD-F1-IR/AA = Normal 80% *3 31% =5 96% *7
DD-F1-IR/AA + Normal 40% *2 16% *9 48% *6
DD-F2-R/A - Normal 82% *4 37% *£10 98% *16
DD-F2-R/A + Normal 34% *4 14% *2 49% *8
DD-F1-IR/AA - Normal 92% *2 36% *8 97% *11
DD-F2-R/A

DD-F1-IR/AA + Normal 22% *2 10% *3 31% =5
DD-F2-R/A

DD-F1 - Normal nd. nd. nd.
DD-F1 + Affected nd. nd. nd.
DD-F2 - Normal nd. nd. nd.
DD-F2 + Affected nd. nd. nd.
DD-F1-AH - nd. nd. nd. nd.
DD-F1-AH + nd. nd. nd. nd.
DD-F2-AH - nd. nd. nd. nd.
DD-F2-AH + nd. nd. nd. nd.
Values listed in this table are summarizing the results presented in figures 2 and 5. nd: not done.

doi:10.1371/journal.ppat.1001132.t001

contrast, F'2 only partially inhibits barbed end depolymerization,
similar to other formins like mDial or Bnil [23,26].

Validation of mutated FH2 domains as dominant

negative mutants

Although a role in invasion could be established, the partial
depletion in TgFRMI1 hampered a proper assessment of the
importance of the gene. Moreover, the lack of success in
generating a conditional knockout for TgFRM?2 impeded a
functional assessment of its contribution. To overcome these
technical limitations, we developed an approach based upon the
conditional expression of a dominant negative mutant that would
be suited to study selectively the function of multiple formins in the
same cell. We reasoned that the expression of a FH2 domain
should lead to the formation of a defective heterodimer (FH2-
FRM). Given that the FH2 WT domain forms homodimers that
possess an unregulated capacity to polymerize actin, it was crucial
to prevent such activity by introducing mutations in the actin-
binding site (FI-IR/AA and F2-R/A). In this scenario both
homodimers and heterodimers are predicted to be inactive
(Figure 4A). As negative controls, truncated forms of FH2 (F1-
AH, and F2-AH) that lack the two helices required for
dimerization were generated (Figures S1B and S4 in Supporting
Information S1) [12,27].

To circumvent the anticipated deleterious effect caused by the
expression of these mutants on parasite survival, both the WT and
mutated FH2 domains were fused to the destabilization domain
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Figure 3. /n vitro activities of the FH2 domains of TgJFRM1 and TgFRM2 in actin assembly. (A) Spontaneous assembly time course of actin
at 2.5 uM in the absence (control) and in the presence of 19 nM WT or mutated forms of F1 and F2 as indicated. (B) F1 concentration dependence of
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and in the presence of F1-WT or F1-IR/AA as indicated. (E) Effect of R/A and IR/AA mutations on the nucleating activity of F2. Actin was polymerized in
the absence and in the presence of F2-WT, F2-R/A or F2-IR/AA as indicated. (F) F2-IR/AA blocks barbed end growth with high affinity. Barbed end
growth of actin (2.5 uM) was initiated by spectrin-actin seeds in the absence and in the presence of F2-IR/AA at the indicated concentrations. (G) The
initial rate of barbed end growth (from panel F and additional data) was plotted versus the concentration of F2-IR/AA. Inset: double reciprocal plot of
the data, indicating that F2-IR/AA blocks barbed ends with a Kd of 6.5 nM. (H) Effect of F1 and F2 on depolymerization of filaments at barbed ends.
Depolymerization of filaments was measured by diluting 40-fold a 2.5 uM F-actin solution (70% Pyrenyl-labeled) in F buffer in the absence and

presence of F1-WT, F2-WT and F1-R/A as indicated.
doi:10.1371/journal.ppat.1001132.g003

(DD) of FKBP. This small domain is known to confer instability to
proteins in the absence of the folding inducer shield molecule,
Shld-1 [28,29]. Transgenic parasites expressing W', deletion
mutants unable to dimerize as well as site-specific mutants unable
to bind to actin, were generated for both formins in the type I RH
laboratory strain of 7. gondit (Figure S4B and S4D in Supporting
Information S1; Table S2 in Supporting Information SI). The
tight control of DD-FH2 fusions by Shld-1 was assessed by western
blot and IFA (Figure S6A and S6B in Supporting Information S1).

Since formins generally form extremely stable dimers (except
maybe mDia2, [30]), the expression of DD-FH2 is not anticipated
to form hybrids from preformed endogenous dimers but only to
associate with newly synthesized proteins. Given the likely slow
turnover of such large proteins, the formation of DD-F1/FRMI
and DD-F2/FRM2 heterodimers was monitored 6 and 48 hours
following Shld-1 treatment. IP of DD-F1 and DD-F2 was
performed under native conditions and revealed that no
heterodimers were formed after 6 hours of Shld-1 treatment. In
contrast, significant amounts of heterodimers were detectable at
48 hours (Figure 4B, and 4C; Figure S6C and S6D in Supporting
Information S1). As anticipated, no heterodimers were formed
with DD-F1-AH and DD-F2-AH (Figure 4D; Figure S6C and
S6D in Supporting Information S1). These results highlight the
functional conservation of the elements required for the self-
association of formins across species [9]. In contrast, DD-FI-IR/
AA, and DD-F2-R/A mutants impaired in actin binding and
nucleating activity were associated with their corresponding
formins with the same efficiency as DD-F1I and DD-F2
respectively (Figure 4D, 4G, and 4H; Figure S6C and S6D in
Supporting Information S1). Importantly, the dimerization is
specific for each formin as DD-FI1-IR/AA, and DD-F2-R/A were
exclusively associated with their corresponding formins, as shown
by Western blot analysis of the co-IPs in presence of both anti-
FRMI1 and anti-FRM2 antibodies (Figure 4E, and 4F). Despite the
high level of DD-F1-IR/AA and DD-F2-R/A expression, the colP
experiments revealed that endogenous TgFRMI1 and TgFRM?2
were not completely sequestered as heterodimers. Even after the
second colPs, when DD-FI-IR/AA and DD-F2-R/A were
completely depleted in the second flow through (FT2), both
formins were still present TgFRM1 (ca. 30%) and TgFRM?2 (ca.
17%) compared to the inputs (Figure 4G, and 4H; lanes
corresponding to FT?2). Prior to the assessment of their dominant
negative effects in 7. gondit, the FH2 constructs, expressed as His-
fusion and purified from E. coli, were assessed for binding to
TgACT1 by pull down assays with parasite lysates. While His-F1
and His-F2 bound efficiently to TgACT1, no binding was detected
with His-F1-AH, establishing that dimerization of the FH2
domains is necessary for actin association (Figure 41 upper panel).
His-F2-AH is very unstable after its purification from bacteria, and
was therefore not included in this analysis. In agreement with the
polymerization assays, His-FI-IR/AA did not bind to actin,
whereas His-F1-R/A showed residual binding (Figure 41 upper
panel). His-F2-R/A was considerably impaired in binding to
TgACT1, whereas His-F2-IR/AA showed an increased ability to
bind to TgACT1 consistent with the barbed end capper activity
detected in polymerization assays (Figure 4I upper panel). To
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consolidate these results, we verified that all recombinant FH2
proteins bound quantitatively to the nickel column (Figure 4I
lower panel).

TgFRM1 and TgFRM2 contribute to parasite motility and
host cell invasion

The heterodimers formed between endogenous FRM1 and DD-
FI-IR/AA or FRM?2 and DD-F2-R/A are predicted to be non-
functional and hence to mimic the knockdown of the correspond-
ing gene. In contrast, wild type F1 and I2 form active homodimers
that could lead to some pleiotropic effects as a consequence of
uncontrolled actin polymerization. Indeed, stabilization of DD-F1
and DD-F2 were severely impaired in plaque formation due to a
strong growth defect (Figure S7A, S7B, and S7C in Supporting
Information S1). Stabilization of DD-FI-AH and DD-F2-AH
showed no defect thus ruling out any deleterious effect resulting
from the stabilization of DD-FH2 without the ability to form a
functional dimer (Figure S7A in Supporting Information S1). To
monitor TgFRM?2 function, we excluded DD-F2-IR/AA which
exhibits a yet unexplained capping activity (Figure 3E, F and G),
and used instead DD-F2-R/A, which is impaired in nucleating
activity (Figures 3E, and 4I). Generation of parasite lines
expressing both DD-FI-IR/AA and DD-F2-R/A allowed assess-
ment of TgFRMI1 and TgFRM2 function simultaneously.
Stabilization of DD-FI-IR/AA and DD-F2-R/A highlighted the
mmportance of both formins by plaque assays (Figure 5A, and B).
Importantly, when compared to the same strains untreated with
Shld-1, these mutants did not alter intracellular growth, excluding
unspecific toxic effect (Figure S7D in Supporting Information S1).
In contrast, less than 50% of parasites expressing DD-F1-IR/AA
and 40% of those expressing DD-F2-R/A were able to egress
while only 23% of egress was observed for parasites expressing
both FH2 mutants (Figure 5C; Table 1). Invasion efficiency of
each mutant was normalized to the invasion efficiency of a YFP
strain (taken as 100%). With regards to egress, a partial defect was
observed with F1-IR/AA (50%) or F2-R/A (50%), and an
enhanced defect of 68% wupon co-expression (Figure 5D;
Table 1). Similarly, parasites expressing DD-FI-IR/AA; DD-F2-
R/A and DD-F1-IR/AA+DD-F2-R/A showed a 49%, 62%, and
72% defect in trail formation, respectively (Figure 5E; Table 1).

Gliding defects were examined in more depth by live video
microscopy. In presence of Shld-1, DD-F1-IR/AA and DD-F2-R/
A parasites exhibited normal twirling motion but were defective in
circular and helical motion. Only 41% of the parasites expressing
DD-FI-IR/AA and 13% expressing DD-F2-R/A were able to
accomplish a complete multi-circular movement lasting up to one
minute (Figure 5F; Video S1). In contrast, up to 80% of non-
treated parasites exhibit normal circular gliding as previously
described [31] (Figure 5F; Video S1). While interference with
TgFRM?2 function showed a more pronounced impairment on
circular gliding (Figure 5F; Videos S2 and S3), the inhibition of
TgFRMI1 function caused a preferential defect in helical gliding
with 71% of the parasites expressing DD-F1-IR/AA being affected
compared to 43% of those expressing DD-I2-R/A (Figure 5G;
compare Video S4 with Video S5).
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Figure 4. Expression of FH2 domains and their interaction with both endogenous formins and TgACT1 proteins. (A) Schematic
representation of the FH2 homodimers fused to DD and FH2/FRM heterodimers upon short and long-term stabilization with Shid-1. (B-C) FH2/FRM
heterodimers are formed 48 hrs post stabilization of the FH2 domain. Transgenic parasites were grown in presence of Shid-1 for 6 or 48 hrs prior to
harvesting of the parasites and IP with anti-myc antibodies. TgFRM1 (B) and TgFRM2 (C) were monitored by western blot using anti-FRM1 and anti-
FRM2 antibodies. Parasite total lysates (T), immunoprecipitated proteins eluted from beads (IP). (D) Schematic representation of FH2-AH mutants
fused to DD and lacking the two helices responsible for dimerization. Point’s mutations represented by asterisks caused a defect in actin binding
without affecting dimerization. (E-F) DD-F1-IR/AA and DD-F2-R/A formed selective heterodimers with their corresponding formin. Transgenic
parasites were grown in presence of Shld-1 for 48 hrs prior to harvesting of the parasites and IP with anti-myc antibodies. Membranes were probed
simultaneously with anti-FRM1 and anti-FRM2 antibodies. (G-H) Depletion of the total lysates from F1-IR/AA/FRM1, F1-IR/AA/F1-IR/AA, F2-R/A/FRM2,
and F2-R/A/F2-R/A by two sequential immunoprecipitations with anti-myc antibodies. Total lysates (T) or immunoprecipitated proteins eluted from
beads (IP1 and IP2) or lysates after immunoprecipitation (flow through 1 (FT1) and FT2) were analysed by Western blots. Membranes were probed
with either anti-FRM1 (G) or anti-FRM2 (H) antibodies. The integrated densities of the bands measured using the ImageJ program, and the values
expressed in percentage of the total input are provided after normalization for equal loading. (I) Nickel affinity pull-down assay, which measured the
ability of FH2 domains fused to His to bind to TgACT1. The amount of TJACT1 and FH2 domains were determined by Western blot analysis using
anti-actin and anti-His antibodies. The asterisk represents F2 domains degradation.

doi:10.1371/journal.ppat.1001132.g004
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Figure 5. Phenotypic analysis of parasites expressing FH2 domains. (A) Plague assays on transgenic parasites upon stabilization of FH2 after
6 days. The scale bar represents 1 mm. (B) The area of 30 plaques formed by the individual strains = Shld-1 were measured by using the Image)J
program. Values are means *+ SD. Statistical significance was evaluated using the unpaired t test. ***P<<0.0001. (C) Egress assay on transgenic
parasites upon stabilization of FH2 for 63 hrs. Egress was triggered by 3 uM of A23187. The extent of vacuole lysis and parasite spreading were
scored by visual examination on IFA. Values are means = SD for three independent experiments. ***P<<0.0001. (D) Invasion assay on transgenic
parasites upon stabilization of FH2 for 63 hours. Parasites were allowed to invade new HFF cells for 24 hours. Values are means = SD for three
independent experiments. ***P=0.0007, ***P<0.0001, ***P<<0.0001 respectively. (E) Parasites were treated as in (C) and monitored for trail
deposition in gliding assay using SAG1 antibodies. No difference in trail deposition was seen for RHAhxgprt strain upon Shid-1 treatment. Values
(n =600 parasites) are means = SD for three independent experiments. **P =0.0046, ***P =0.0008, ***P = 0.0002 respectively. (F) Phenotypic analysis
of circular gliding movement in live gliding parasites; error bars represent standard deviation. Values (n =30 parasites) are means = SD for three
independent experiments. ***P =0.0007, ***P =0.0007, ***P<0.0001, ***P<<0.0001 respectively. (G) Phenotypic analysis of helical gliding movement
in live gliding parasites; error bars represent standard deviation. All data of this figure represent mean values of three experiments. Values (n=30
parasites) are means * SD for three independent experiments. ***P<0.0001, ***P<0.0001, **P =0.0025, **P =0.0025 respectively.
doi:10.1371/journal.ppat.1001132.g005

Discussion of the parasite formins carry a canonical FH1 domain. Since the
region right upstream of FH2 domains of both formins is rich in

Gliding motility is a dynamic event involving temporally and short stretches of proline residues their potential to act as binding
spatially controlled actin polymerization. Typically, formins site for profilin was investigated but in vitro pull-down experiments
assisted by profilin, bind to an FH1 domain to facilitate a rapid and i vivo colPs failed to show interaction. New subclasses of
processive assembly of actin filaments [14,23,32]. Despite the formins apparently lack FH1, suggesting that an FH1-independent
importance of TgPRF in parasite motility and invasion [13], none pathway may mediate actin assembly [9,33]. The crystal structure
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of the Plasmodium PRF in complex with an octa-proline peptide
was solved and implicated the N-terminal tyrosine residue (Tyr5)
in tethering to the poly-proline [34]. In our hands, all
apicomplexan PRFs showed either very low or no affinity for
poly-proline (Plattner F., unpublished). It is plausible that the
apicomplexan PRFs bind to a divergent unrecognizable domain
on formins and further work is required to unravel how TgPRF
contributes to actin filament formation.

TgFRMI1 and TgFRM2 bind to TgACT1 and share biochem-
ical characteristics with their counterparts in Plasmodium [12].
Both formins are underneath the PM and aerolysin treatment
revealed their differential affinity to membranes within the narrow
space separating the IMC from the PM. Like TgMyoA, both
formins homogenously distribute at the periphery of invading
parasites, compatible with the notion that they may nucleate actin
at any time and at any point of contact between the parasite and
its substrate.

Conditional knockout of TgFRM1 established its role in motility
and invasion although the effects were modest and impact on
egress was minor. Despite multiple attempts, generation of a
conditional knockout for 7TgFRM?2 failed. In the course of this
study, parasite lines were generated with triple Ty-1 tags inserted
at the C-terminus of each formin by single crossing over in the ku-
80-ko strain. RT-PCR analysis confirmed in frame integration of
the tags but no signal was detectable by IFA or Western blot in
these transgenic parasites (data not shown). These results indicate
that the endogenous levels of both formins are extremely low and
hence explain the weak phenotype observed upon mycFRMIi
depletion. In the same context, the lack of success in replacing the
endogenous TgFRM2 promoter with an inducible promoter might
be due to a deleterious effect of mycFRMZ2i expression if the level
is too high.

The function of TgFRM2 and possible redundancy with
TgFRM1 was assessed by the expression of FH2 mutants to
poison individually or simultaneously the two endogenous formins.
This strategy also showed some limitations since the co-IP
experiments revealed that 30% of FRMI1 and 17% of FRM2
were not sequestered in defective heterodimers. This suggests that
the affinity and or the stability of the homodimers (FRM-FRM
and FH2-FH2) are higher than the heterodimer (FRM-FH2).

The FH2 WT, F1 and F2 are potent actin nucleators and their
overexpression had a severe impact on parasite replication that
was not dependent on TgFRM1 and TgFRM?2. Points mutations
were introduced in the FH2 domains to disrupt actin nucleation
and hence eliminate this non-specific effect. As with Bnilp [25], a
single point mutation in TgFRM?2 (F2-R/A) was sufficient to
abrogate its activity whereas a double mutation (F1-IR/AA) was
needed to abolish actin nucleation of TgFRMI1. The IR/AA
double mutation conferred to F2 an unexpected barbed end
capping activity. This mutation may impair the flexibility of the
FH2 domain and prevent the switch from the closed to the open
configuration during elongation. To understand this phenomenon,
the resolution of the FH2 domain structure of TgFRM2 in
presence of actin would be necessary.

The different effects of the R/A, and IR/AA mutations on the
activities of TgFRM1 and TgFRM2 further testify that these two
formins have different modes of interaction with actin. The fact
that mutations affect differently barbed end growth and depoly-
merization processes, in which ATP/ADP-Pi-actin and ADP-actin
are respectively exposed at barbed ends, suggests that these
mutations may affect their interactions with ATP-actin and ADP-
actin differently. Similar differences have already been observed
with twinfilin, a capping protein that binds preferentially to ADP-
bound barbed ends [35]. The R/A mutation does not affect any of
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the activities of TgFRMI. In contrast, the R/A mutation of
TgFRM2 may weaken its interaction with ATP-actin but not with
ADP-actin. The IR/AA double mutation abolishes all activities of
TgFRMI1. The same double mutation transforms TgFRM?2 into a
strong barbed end capper in nucleation and barbed end growth,
while leaving the barbed end depolymerization unaffected, which
suggests that the double mutation reinforces binding of FRM2 to
the ATP-terminal subunits in its “closed” configuration and
abolishes its binding to ADP-terminal subunits.

Stabilization of DD-FI-IR/AA and DD-F2-R/A did not affect
intracellular growth and revealed that both TgFRMI1 and
TgFRM2 play a role in gliding, invasion and egress. All
phenotypes were aggravated when both dominant mutants were
expressed in the same parasite (Table 1). These results give a
strong indication that the two formins act in concert. However,
since the stabilization of each FH2 mutants failed to sequester all
the formins, invasion only dropped to 50% and in consequence it
1s not possible to completely rule out some level of functional
redundancy between the two formins. Nevertheless the results
demonstrate that both TgFRMI1 and TgFRM2 contribute
additively to the three vital aspects of the glideosome function
namely gliding motility, host cell invasion and egress from the
infected cells.

The refined analysis of the gliding motility phenotypes by video
microscopy revealed that interfering with TgFRM1 and TgFRM?2
preferentially affected helical and circular gliding, respectively,
illustrating distinct contributions of the two formins in gliding.
This study revealed that TgFRMI1 is preferentially positioned at
the PM, where fast nucleation occurs in close proximity to the
complex formed between actin filaments and the aldolase-MIC2
tail complex. The filaments likely elongate over only a short
distance with TgIFRM2 potentially serving to stabilize and control
the size of the filament close to the IMC.

Given the importance of these formins for parasite infection, it
will be imperative to elucidate their mode of regulation and
interaction with profilin as these unique features might become
relevant therapeutic targets.

Materials and Methods

Parasites culture and cloning of genes

T. gondii tachyzoites (RH /hxgprt-ko, or TATi-1) were grown in
human foreskin fibroblasts (HFF). Selections of transgenic
parasites were performed with mycophenolic acid (MPA) and
xanthine for HXGPRT selection [36]; chloramphenicol for CAT
selection [37]; anhydrotetracycline (ATc) for the inducible system
[38]; 1 uM Shld-1 for DD-fusion stabilization [29]; pyrimeth-
amine for DHFR-TS selection [39].

Toxoplasma and E. coli vectors

Primers used in this study are listed in the Table S1 in
Supporting Information S1. The ptetO7Sag4mycNtTgFRM1-
KO: A genomic fragment of 1513 pbs corresponding to the N-
terminal coding sequence of TgFRMI gene was amplified by PCR
subcloned into NsidI and BamHI sites of ptetO7Sag4mycGFP. The
5" flanking region of TgFRM promoter was amplified by genomic
PCR and cloned into the Apal in pTub5CAT. The ptetO7Sag4-
mycNtTgFRMI1 cassette was subcloned into the Sacl site of
pTub5CAT.

The ptetO7Sag4mycNtTgFRM2-KO: A genomic fragment of
2202 pbs corresponding to the N-terminal coding sequence of
TgFRM?2 gene was amplified by PCR subcloned into Nsil and
BamHI sites of ptetO7Sag4mycGFP. The 5’ flanking region of
TgFRM? promoter (2633 pbs) was amplified by genomic PCR and
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cloned into the Apal in pTub5CAT. The ptetO7Sag4-
mycNtTgFRM2 cassette was subcloned into the Sacl site of
pTub5CAT.

The series of pTub8 DDFKBPmycFH?2 vectors were obtained by
cloning of the FH2 ¢cDNAs into Nsid and Pacl in pTub8DDFKBP-
myc vector.

To mutate the Isoleucine (I) or the Arginine (R) residues,
primers described in the Table S1 in Supporting Information Sl
were used in a site-directed mutagenesis reaction using the
commercial QuikChange II Site-DirectedMutagenesis Kit (Stra-
tagene) and according to manufacturer’s instructions. All mutated
constructs were sequenced along the entire open-reading frame
(ORF) to confirm the correct sequence.

The bacterial expression was achieved by insertion of wild type,
truncated and mutated F1 and F2 between Neol and EcoRI in both
pETHTB and pETM30 vectors. F1L (amino acids numbers 4582-
5051), F1 (amino acids numbers 4630-5051), F1-R/A (amino
acids numbers 4630-5051, R4867/A), F1-IR/AA (amino acids
numbers 4630-5051, R4867/A and 14713/A), FI-AH (amino
acids numbers 4684-5051), F'2 (amino acids numbers 3317-4043),
F2-R/A (amino acids numbers 33174043, R3709/A), and F2-
IR/AA (amino acids numbers 3317-4043, R3709/A and 13511/
A) were cloned into pETHTB vector to generate recombinant
proteins fused to a His tag. FIL (amino acids numbers 4582—
5051), F1 (amino acids numbers 4630-5051), F1-R/A (amino
acids numbers 4630-5051, R4867/A), FI-IR/AA (amino acids
numbers 4630-5051, R4867/A and 14713/A), FI-AH (amino
acids numbers 4684-5051), F'2 (amino acids numbers 3317-4043),
F2-R/A (amino acids numbers 3317-4043, R3709/A), F2-IR/AA
(amino acids numbers 33174043, R3709/A and 13511/A), and
F2-AH (amino acids numbers 3480-4043) were cloned into
pETM30 vector to generate recombinant proteins fused to both
His and GST tags. The pET3amycHisF1 and pET3amycHisl2
were used to produce the FH2 for immunization.

The knock-in constructs for P. berghet pSD141/CtPbFRMI1 and
pSD141/CtPbFRM2 were generated by genomic PCR amplifi-
cation of 1800 bps and 1812 bps corresponding to the C-terminal
part of the PbFRMI and PbFRM? genes, respectively. The PCR
products lacking the stop codon were cloned between Apnl and
Apal of pSD141 vector in fusion with two myc tags [40].

Generation of transgenic T. gondii and P. berghei strains

TATi-1 were transformed with 100 pg of 5'flanking tetO7-
Sag4mycNtTgFRMI1-KO vector (linearized with Sfof) and sub-
jected to chloramphenicol selection. YFP-negative parasites were
recovered using a FACS sorter to collect negative cells. DD-FH2
expressing parasites were obtained in RHAxgprt- and selected for
MPA resistance. FI-IR/AA expressing parasites were co-trans-
formed with linearized 90 pg pTUB8-DD-myc-F2-R/A  and
10 pg p2854-DHFR.

Single crossing over events in PAFRM1 and PbFRM?Z loci were
obtained as described [41,42]. The P. berghet ANKA strain clone
2.34 [43] was injected intraperitoneally into CD1 mice. The
parasitized erythrocytes were harvested after i vitro maturation.
Linearized plasmid DNA was transfected into purified schizonts
using Amaxa machine (Biorad company), and pyrimethamine
selection was performed [41]. Pools of parasites resistant to
pyrimethamine were genotyped and analyzed by Western blot.

Protein purification and analysis

His tagged proteins were purified on Qiagen Ni-NTA superflow
resin (30410) under native conditions [44]. GST tagged proteins
were purified on Amersham Glutathione sepharose 4 Fast flow
(17-5132-01) in Amersham 10/20 Tricorn column (18-1163-13).
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GST-TgPRF was cleaved using the Prescission protease (Amer-
sham, 27-0843-01). The purified FH2 domains were eluted at the
rate of 0.4 ml/min with PBS-NaCl 0.15 M buffer, with a Superose
6 10/300 GL column using AKTA prime machine (Amersham
Pharmacia biotech) to determine their oligomeric state. To detect
TgFRM1 and TgFRM2, parasite lysate were fractionated on Tris-
Acetate 3-8% precast gels (Invitrogen) using the manufacturer’s
running buffer and electrophoresis was continued until the 71
117 kDa marker reached the bottom of the gel. To compare the
amount of mycTgFRMI protein in presence or in absence of ATc
with the endogenous level of expression of FRM1, a western blot
analysis was performed by loading an equal volume from the total
protein extracts derived from both TATi-1 and mycTgFRMIi
KO strains. The quantification of the bands was processed using
Image] program.

Antibodies and indirect immunofluorescence assay (IFA)

His-F1 and His-F2 were used to immunize rabbits (Eurogentec).
Anti-catalase (CAT), anti-TgPRF, anti-SAG1, anti-TgGAP45,
anti-IMC1, anti-MLC1, anti-ACT, anti myc (9E10) and anti-Ty
tag (BB2) were previously described [13,45,46]. Anti-RON4 was
kindly provided by Dr. Dubremetz. Immunoblots were visualized
using a chemiluminescent substrate (Amersham, GE healthcare).

HFF cells infected with parasites were fixed 15 minutes at room
temperature (RT) with 4% paraformaldehyde (PFA) in PBS or
4%PFA/0.05% glutaraldehyde (PFA/GA) in PBS depending on
the antigen to be labelled. Cells were neutralized 3-5 minutes in
0.1 M glycine/PBS, and then permeabilized with 0.2% Triton/
PBS for 20 minutes. Cells were then incubated with primary
antibody (diluted in 2%BSA/0.2% triton/PBS) for 1 hour at RT
on balance, washed 3 times with 0.2% Triton/PBS and incubated
with secondary antibody as above. Cells were washed 3 times,
stained for 5 minutes with DAPI (50 pug/ml in PBS) and washed
again. Coverslips were mounted with Fluoromount G (Southern
Biotech 0100-01) on glass slides [47].

Nickel affinity pull-downs

Parasites expressing mycPRF were used as source of PRF and
FIL, F1, and F2 were fused to GST and shown to polymerize
rabbit actin. Freshly egressed parasites (3x10° parasites) were
harvested, washed once with buffer G (CaCl; 0.1 mM, Tris 5 mM
pH 7.8, ATP 0.2 mM, and DTT 1 mM), and resuspended in the
same buffer containing 0.5 mM ATP and protease inhibitors.
Successive rounds of freeze/thaw in liquid Ny were performed to
break the cells. After ultracentrifugation at 30000 rpm, the
supernatant was incubated for 2 hours at 4°C with 75 ug of the
bait protein (His-GST or His-GST-F1 or His-GST-F1-R/A or
His-GST-F1-IR/AA or His-GST-F1-AH or His-GST-F2 or His-
GST-F2-R/A or His-GST-F2-IR/AA) followed by incubation
with 50 pl of Nickel beads (Qiagen) for 1 hour at 4°C. Beads were
centrifuged and an aliquot of the supernatant was taken (flow
through). Beads were washed 3 times with buffer G (CaCly
0.1 mM, Tris 5 mM pH 7.8, ATP 0.2 mM, and DTT 1 mM),
suspended in protein loading buffer, and analysed by western blot.

Immunoprecipitation

FRM1-DD-myc-F1 or FRM1-DD-myc-FI-IR/AA and FRM2-
DD-myc-F2 or FRM2-DD-myc-F2-R/A heterodimers complexes
were Immunoprecipitated with monoclonal 9E10 anti-myc
antibodies. To achieve this, 3x10° parasites were lysed in PBS/
0.2% triton-X100. Incubation for 1 hour at 4°C with an excess of
antibodies was followed by incubation with 25 pl of protein A
beads for 1 hour at 4°C. Beads were then washed 3 times with
washing buffer, suspended in protein loading buffer, and analysed
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by Western blot using rabbit polyclonal anti-FRMI1 and anti-
FRM2 antibodies. To quantify how much endogenous formin was
sequestered by the corresponding FH2 mutant, two sequential
immunoprecipitation experiments were performed. The two
immunoprecipitated fractions and the two flow throughs were
analysis by Western blot. The quantification of the bands was
processed using Image] program and nomalized to the % of FRM
present in the input (total lysate).

Fractionation

Parasites were harvested and extracted in the following buffers:
PBS or PBS/Na,COs; (0.1 M, pH 11.5). Extracts were then
centrifuged at 30000 x rpm for 1 hour at 4°C.. Equivalent amounts
of total, supernatant, and pellet were run on Tris-Acetate 3-8%
precast gels (Invitrogen) for formins 1 and 2, and on 10% gel for
catalase.

Aerolysin treatment

Cover slips were coated with a solution of Poly-L-Lysine. Prior
to use recombinant protoxin was activated for 20 minutes at 37°C
in 100 ul of PBS with 2 ul of trypsin diluted at 1 mg/ml into HBS
(140 mM NaCl, 2.7 mM KCI, 20 mM Hepes pH 7.4). Freshly
harvested parasites were washed with PBS and attached to
coverslips coated with Poly-L-Lysine (incubation at 37°C for 10
minutes). The medium was then removed, and parasites were
treated with aerolysin at 60 ng/ml for 3 hours at 37°C and then
IFA was performed as described.

Polymerization assays

Actin was purified from rabbit muscle acetone powder and
1solated in monomeric form by gel filtration on Superdex-200 in G
buffer. Spontaneous assembly of actin was monitored using the
enhancement of the fluorescence of 5% pyrenyl-labeled actin in a
Safas Xenius spectrofluorimeter. Conditions were: 2.5 pM actin,
5 mM wis-Cl- pH 7.8, 0.2 mM ATP, 1 mM DTT, 0.1 mM
CaCly, 0.25 mM EGTA, 1 mM MgCly, 0.1 M KCI. Seeded actin
assembly assays were performed similarly using spectrin-actin
seeds and 2.5 pM G-actin [48]. Dilution-induced depolymeriza-
tion assays were performed by diluting 40-fold a solution of
2.5 uM F-actin (50% pyrenyl-labeled) in polymerization buffer
containing the desired concentrations of formins. The initial rate
of fluorescence decrease was measured [23].

Plaque assay

Fresh monolayers of HHF on circular coverslips were infected
with parasites in the presence or absence of 1 pg/ml ATc and
1 uM Shld-1 for 6 days. Fixation, staining and visualization were
performed as previously described [13].

Intracellular growth assay

Parasites were pretreated for 96 hours with or without ATc or
63 hours with or without 1 uM Shld-1, collected promptly after
egress and inoculated onto new HHF monolayers. 24 hours later,
the culture was fixed with PFA and stained with anti-TgGAP45.
The number of parasites per vacuole was counted for more than
100 vacuoles under each condition.

Invasion assay

Freshly released parasites were inoculated onto new confluent
HHF monolayer and allowed to invade for 1 hour before the cells
were fixed. IFA was performed as previously described [13].
Comparison of 7. gondii dominant negative mutant strains for
invasion efficiency was done in the presence of the RH-2YFP
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strain as an internal standard as previously described [49].
Parasites were grown for 63 hours =1 uM Shld-1.

Egress assay

After 33 hours of intracellular growth, most vacuoles contain
16-32 parasites. Media was changed and incubated for 8 minutes
at 37°C with DMEM containing 0.06% of DMSO or 3 uM of the
Ca™ ionophore A23187 (from Steptomyces chartreusensis, Calbio-
chem 100105) as previously described [13].

Gliding motility assay

Freshly released tachyzoites were collected by centrifugation,
resuspended in 100 pl and deposited onto Poly-L-Lysine coated
coverslips (1 mg/ml, 2 hrs at RT) in a wet environment for 15
minutes at 37°C previously. Parasites were fixed with PAF/GA
and IFA using the anti-SAG1 antibody was performed to visualize
the trails.

Video microscopy of gliding motility

Freshly released parasites were resuspended in Ringer medium,
and allowed to glide on glass-bottom dishes (MatTek Corp,
Ashland, MA) precoated with poly-L-lysine (1 mg/ml). Video
microscopy was conducted using a spinning disk confocal
microscope (Ultraview) equipped with Andor Revolution under
bright field illumination and in a temperature-controlled stage to
maintain 37°C. Images were collected in real time under low-light
illumination using an intensified Andor DU-897 E camera with a
60 x objective (Nikon Plan Apo NA 1.4 Oil). Videos were recorded
at 1.47 frames per second in a total time of 1 minute 8 seconds
with a resolution of 0.26 um/pixel. The video signal was processed
using Image] program.

Accession numbers
Toxoplasma gondii Formin 1, TgFRM1 (ACY06261); Toxoplasma
gondii Formin 2, TgFRM2 (ACY06262).

Supporting Information

Supporting Information S1 Tables S1 and S2; Figures S1 to
S7.
Found at: doi:10.1371/journal.ppat.1001132.5001 (8.93 MB PDF)

Video S1 Live circular gliding video at 5X speed of DD-F2-R/A
parasites none treated with Shld-1.

Found at: doi:10.1371/journal.ppat.1001132.5002
AVI)

(.19 MB

Video 82 Live abortive circular gliding video at 5X speed of
DD-F1-IR/AA parasites treated with Shld-1.

Found at: doi:10.1371/journal.ppat.1001132.5003
AVI)

(0.89 MB

Video 83 Live abortive circular gliding video at 5X speed of
DD-F2-R/A parasites treated with Shld-1.

Found at: doi:10.1371/journal.ppat.1001132.s004 (0.82 MB
AVI)
Video S4 Live helical gliding video at 5X speed of DD-F1-IR/

AA parasites none treated with Shld-1.

doi:10.1371/journal.ppat.1001132.5005 MB

Found at:

AVI)

Video 85 Live abortive helical gliding video at 5X speed of DD-
F1-IR/AA parasites treated with Shld-1.

Found at: doi:10.1371/journal.ppat.1001132.5s006
AVI)

(151

(1.28 MB

October 2010 | Volume 6 | Issue 10 | 1001132



Acknowledgments

We thanks Drs. J.F. Dubremetz and G. Ward for providing anti-GRA3,
anti-RON4, and anti-IMC1 antibodies respectively; Dr. Billker for
pSD141 vector and Dr. A. Houdusse for pETHTB and pETM30 vectors,
Dr. G. Van der Goot for aerolysin. We are grateful to M. Lehmann for
technical assistance and Dr. T. Soldati for critical reading of the
manuscript.

References

1.

2.

20.

21.

22.

23.

26.

Daher W, Soldati-Favre D (2009) Mechanisms controlling glideosome function
in apicomplexans. Curr Opin Microbiol 12: 408-414.

Dobrowolski JM, Sibley LD (1996) Toxoplasma invasion of mammalian cells is
powered by the actin cytoskeleton of the parasite. Cell 84: 933-939.

. Wetzel DM, Hakansson S, Hu K, Roos D, Sibley LD (2003) Actin filament

polymerization regulates gliding motility by apicomplexan parasites. Mol Biol
Cell 14: 396-406.

. Meissner M, Schluter D, Soldati D (2002) Role of Toxoplasma gondii myosin A in

powering parasite gliding and host cell invasion. Science 298: 837-840.

. Allen ML, Dobrowolski JM, Muller H, Sibley LD, Mansour TE (1997) Cloning

and characterization of actin depolymerizing factor from Toxoplasma gondii. Mol
Biochem Parasitol 88: 43-52.

Sahoo N, Beatty W, Heuser J, Sept D, Sibley LD (2006) Unusual kinetic and
structural properties control rapid assembly and turnover of actin in the parasite
Toxoplasma gondii. Mol Biol Cell 17: 895-906.

Schmitz S, Grainger M, Howell S, Calder L], Gaeb M, et al. (2005) Malaria
parasite actin filaments are very short. J Mol Biol 349: 113-125.

Schuler H, Mueller AK, Matuschewski K (2005) Unusual properties of
Plasmodium  falciparum actin: new insights into microfilament dynamics of
apicomplexan parasites. FEBS Lett 579: 655-660.

. Paul AS, Pollard TD (2009) Review of the mechanism of processive actin

filament elongation by formins. Cell Motil Cytoskeleton 66: 606-617.

. Gordon JL, Sibley LD (2005) Comparative genome analysis reveals a conserved

family of actin-like proteins in apicomplexan parasites. BMC Genomics 6: 179.

. Baum J, Papenfuss AT, Baum B, Speed TP, Cowman AF (2006) Regulation of

apicomplexan actin-based motility. Nat Rev Microbiol 4: 621-628.

. Baum J, Tonkin CJ, Paul AS, Rug M, Smith BJ, et al. (2008) A malaria parasite

formin regulates actin polymerization and localizes to the parasite-erythrocyte
moving junction during invasion. Cell Host Microbe 3: 188-198.

. Plattner F, Yarovinsky F, Romero S, Didry D, Carlier MF, et al. (2008)

Toxoplasma profilin is essential for host cell invasion and TLR11-dependent
induction of an interleukin-12 response. Cell Host Microbe 3: 77-87.

. Goode BL, Eck MJ (2007) Mechanism and function of formins in the control of

actin assembly. Annu Rev Biochem 76: 593-627.

. Pruyne D, Evangelista M, Yang C, Bi E, Zigmond S, et al. (2002) Role of

formins in actin assembly: nucleation and barbed-end association. Science 297:
612-615.

Sagot I, Klee SK, Pellman D (2002) Yeast formins regulate cell polarity by
controlling the assembly of actin cables. Nat Cell Biol 4: 42-50.

. Bushell ES, Ecker A, Schlegelmilch T, Goulding D, Dougan G, et al. (2009)

Paternal effect of the nuclear formin-like protein MISFIT on Plasmodium
development in the mosquito vector. PLoS Pathog 5: ¢1000539.

. Mazumdar J, E HW, Masck K, C AH, Striepen B (2006) Apicoplast fatty acid

synthesis is essential for organelle biogenesis and parasite survival in Toxoplasma
gondii. Proc Natl Acad Sci U S A 103: 13192-13197.

. Wichroski MJ, Melton JA, Donahue CG, Tweten RK, Ward GE (2002)

Clostridium  septicum  alpha-toxin is active against the parasitic protozoan
Toxoplasma gondii and targets members of the SAG family of glycosylpho-
sphatidylinositol-anchored surface proteins. Infect Immun 70: 4353-4361.
Bozdech Z, Llinas M, Pulliam BL, Wong ED, Zhu J, et al. (2003) The
transcriptome of the intraerythrocytic developmental cycle of Plasmodium
Jaleiparum. PLoS Biol 1: E5.

Huynh MH, Carruthers VB (2006) Toxoplasma MIC2 is a major determinant of
invasion and virulence. PLoS Pathog 2: e84.

Pring M, Evangelista M, Boone C, Yang C, Zigmond SH (2003) Mechanism of
formin-induced nucleation of actin filaments. Biochemistry 42: 486-496.
Romero S, Le Clainche C, Didry D, Egile C, Pantaloni D, et al. (2004) Formin is
a processive motor that requires profilin to accelerate actin assembly and
associated ATP hydrolysis. Cell 119: 419-429.

. Otomo T, Tomchick DR, Otomo C, Panchal SC, Machius M, et al. (2005)

Structural basis of actin filament nucleation and processive capping by a formin
homology 2 domain. Nature 433: 488-494.

. Xu'Y, Moseley JB, Sagot I, Poy F, Pellman D, et al. (2004) Crystal structures of a

Formin Homology-2 domain reveal a tethered dimer architecture. Cell 116:
711-723.

Kovar DR, Pollard TD (2004) Insertional assembly of actin filament barbed
ends in association with formins produces piconewton forces. Proc Natl Acad

Sci U S A 101: 14725-14730.

@ PLoS Pathogens | www.plospathogens.org

14

Two Toxoplasma Formins Are Implicated in Invasion

Author Contributions

Conceived and designed the experiments: WD MFC DSF. Performed the
experiments: WD FP MFC. Analyzed the data: WD FP MFC. Wrote the
paper: WD MFC DSF.

27.

28.

30.

31.

33.

34.

36.

37.

38.

39.

40.

41.

42,

43.

44.

46.

47.

48.

49.

Copeland JW, Copeland SJ, Treisman R (2004) Homo-oligomerization is
essential for F-actin assembly by the formin family FH2 domain. J Biol Chem
279: 50250-50256.

Banaszynski LA, Chen LC, Maynard-Smith LA, Ooi AG, Wandless T]J (2006) A
rapid, reversible, and tunable method to regulate protein function in living cells
using synthetic small molecules. Cell 126: 995-1004.

. Herm-Gotz A, Agop-Nersesian C, Munter S, Grimley JS, Wandless TJ, et al.

(2007) Rapid control of protein level in the apicomplexan Toxoplasma gondii. Nat
Methods 4: 1003-1005.

Harris ES, Rouiller I, Hanein D, Higgs HN (2006) Mechanistic differences in
actin bundling activity of two mammalian formins, FRLI and mDia2. J Biol
Chem 281: 14383-14392.

Hakansson S, Morisaki H, Heuser J, Sibley LD (1999) Time-lapse video
microscopy of gliding motility in Zoxoplasma gondii reveals a novel, biphasic
mechanism of cell locomotion. Mol Biol Cell 10: 3539-3547.

. Kovar DR (2006) Molecular details of formin-mediated actin assembly. Curr

Opin Cell Biol 18: 11-17.

Chalkia D, Nikolaidis N, Makalowski W, Klein J, Nei M (2008) Origins and
evolution of the formin multigene family that is involved in the formation of
actin filaments. Mol Biol Evol 25: 2717-2733.

Kursula I, Kursula P, Ganter M, Panjikar S, Matuschewski K, et al. (2008)
Structural basis for parasite-specific functions of the divergent profilin of
Plasmodium falciparum. Structure 16: 1638-1648.

. Helfer E, Nevalainen EM, Naumanen P, Romero S, Didry D, et al. (2006)

Mammalian twinfilin sequesters ADP-G-actin and caps filament barbed ends:
implications in motility. EMBO J 25: 1184-1195.

Donald RG, Carter D, Ullman B, Roos DS (1996) Insertional tagging, cloning,
and expression of the Toxoplasma gondii hypoxanthine-xanthine-guanine phos-
phoribosyltransferase gene. Use as a selectable marker for stable transformation.
J Biol Chem 271: 14010-14019.

Kim K, Soldati D, Boothroyd JC (1993) Gene replacement in Toxoplasma gondii
with chloramphenicol acetyltransferase as selectable marker. Science 262:
911-914.

Meissner M, Brecht S, Bujard H, Soldati D (2001) Modulation of myosin A
expression by a newly established tetracycline repressor-based inducible system
in Toxoplasma gondii. Nucleic Acids Res 29: E115.

Donald RG, Roos DS (1993) Stable molecular transformation of Toxoplasma
gondit: a selectable dihydrofolate reductase-thymidylate synthase marker based on
drug-resistance mutations in malaria. Proc Natl Acad Sci U S A 90:
11703-11707.

Augustijn KD, Kleemann R, Thompson J, Kooistra T, Crawford CE, et al.
(2007) Functional characterization of the Plasmodium falciparum and P. berghei
homologues of macrophage migration inhibitory factor. Infect Immun 75:
1116-1128.

de Koning-Ward TF, Janse CJ, Waters AP (2000) The development of genetic
tools for dissecting the biology of malaria parasites. Annu Rev Microbiol 54:
157-185.

Waters AP, Thomas AW, van Dijk MR, Janse CJ (1997) Transfection of malaria
parasites. Methods 13: 134-147.

Billker O, Dechamps S, Tewari R, Wenig G, Franke-Fayard B, et al. (2004)
Calcium and a calcium-dependent protein kinase regulate gamete formation and
mosquito transmission in a malaria parasite. Cell 117: 503-514.

Moseley JB, Maiti S, Goode BL (2006) Formin proteins: purification and
measurement of effects on actin assembly. Methods Enzymol 406: 215-234.

. Ding M, Clayton C, Soldati D (2000) Toxoplasma gondii catalase: are there

peroxisomes in toxoplasma? J Cell Sci 113(Pt 13): 2409-2419.

Mann T, Beckers C (2001) Characterization of the subpellicular network, a
filamentous membrane skeletal component in the parasite Toxoplasma gondii. Mol
Biochem Parasitol 115: 257-268.

Hettmann C, Herm A, Geiter A, Frank B, Schwarz E, et al. (2000) A dibasic
motif in the tail of a class XIV apicomplexan myosin is an essential determinant
of plasma membrane localization. Mol Biol Cell 11: 1385-1400.

Hertzog M, van Heijenoort C, Didry D, Gaudier M, Coutant J, et al. (2004) The
beta-thymosin/WH2 domain; structural basis for the switch from inhibition to
promotion of actin assembly. Cell 117: 611-623.

Blumenschein TM, Friedrich N, Childs RA, Saouros S, Carpenter EP, et al.
(2007) Atomic resolution insight into host cell recognition by Toxoplasma gondii.

Embo J 26: 2808-2820.

October 2010 | Volume 6 | Issue 10 | 1001132




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


