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Dark side illuminated: imaging of Toxoplasma
gondii through the decades
Kathryn E McGovern and Emma H Wilson*
Abstract

In the more than 100 years since its discovery, our knowledge of Toxoplasma biology has improved enormously.
The evolution of molecular biology, immunology and genomics has had profound influences on our understanding
of this ubiquitous bug. However, it could be argued that in science today the adage “seeing is believing” has never
been truer. Images are highly influential and in the time since the first description of T. gondii, advances in
microscopy and imaging technology have been and continue to be dramatic. In this review we recount the
discovery of T. gondii and the contribution of imaging techniques to elucidating its life cycle, biology and the
immune response of its host.

Keywords: Microscopy, Toxoplasma gondii
Review
Introduction
When Charles Nicolle, Louis Manceaux and Alfonso
Splendore first described Toxoplasma gondii in 1908, their
depiction of the parasite was similar and very detailed [1,2].
Both papers, presented days apart, describe T. gondii as
a parasite found both inside and outside of nucleated
cells, never in red blood cells, having a rounded or piri-
form shape, and with a length of 5–8 μm. Splendore de-
scribes the wasting exhibited by all the rabbits he was
studying before they succumbed to infection. He goes
on to describe the hypertrophied and discolored spleen,
the enlarged liver and lymph nodes and the ulcerated small
intestine. He even describes, in addition to the parasite’s
commonly observed “kidney-shaped form”, the presence
of cysts, 8–40 μm in diameter. Nicolle and Manceaux
focus their efforts on describing T. gondii’s morphology
and systematically recount in which types of tissues the
parasite is found in the gundis they were studying. Both
papers underscore T. gondii’s similarity to Leishmania,
so much so that Nicolle and Manceaux initially proposed
to call their new parasite, Leishmania gondii [1,2].
It is now known that Toxoplasma is an obligate intra-

cellular parasite that can invade any nucleated cell in any
warm-blooded animal. The prevalence rate of this parasite
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is phenomenal with recent estimates at just under 10%
in China, between 15-30% in the US and UK and up to
80% in areas of Europe and South America [3]. T. gondii is
categorized into three main clonal lineages: type I (the most
virulent), type II (the most common in the U.S. and
Europe), and type III (the least virulent). Infection stimu-
lates a proinflammatory immune response with systemic
parasitemia contained within one to two weeks. The host re-
mains infected for life and a continuous T cell response is
required to prevent reactivation of Toxoplasma cysts. Severe
pathology therefore manifests in the immune compromised,
most commonly observed as Toxoplasmic encephalitis.
Despite the detailed description of Toxoplasma in the

original papers and despite the fact that photographic
recordings of magnified images were being made using
the daguerreotype method since 1840 [4], neither of
the manuscripts published by Nicolle and Manceaux or
Splendore were accompanied by images of this newly dis-
covered parasite. In order to fully understand either paper,
the reader had to already be familiar with Leishmania.
We now know the differences between these parasites are
substantial. In the 100 years since Nicolle and Manceaux
made the initial description, light microscopy, fluores-
cence and electron microscopy have all been invented and
applied to the study of T. gondii. In addition, genetic and
molecular approaches have allowed us to identify and tag
d Central Ltd. This is an open access article distributed under the terms of the
/creativecommons.org/licenses/by/2.0), which permits unrestricted use,
, provided the original work is properly cited.
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multiple proteins within a cell. In this review, we examine
the contribution that microscopic images have made to
our knowledge of Toxoplasma’s structure, behavior and
biology.

Light microscopy
The most commonly used and basic technique is bright-
field light microscopy, where preserved slices of tissue are
mounted onto slides and stained with acidophilic, baso-
philic, or reactive dyes to enhance various features of
the cells.
The first known photographic images of T. gondii

were published in 1923 by Josef Janku [5] taken from
the retina of an infant later recognized to be suffering
from congenital toxoplasmosis (the disease caused by
T. gondii when the parasite is passed from mother to
fetus). Tachyzoites, the crescent shaped form of T. gondii
(Figure 1A), were described by Janku as “small, cylindrical,
[and] bat-like cells in rosette form” associated with dis-
rupted layers of cells in the retina with nuclei that were
stained pale blue by hematoxylin. Colorful descriptions
of specimens were common in the early 20th century be-
cause while the publication of photographs to accom-
pany manuscripts was becoming increasingly popular,
the photographs were still printed in black and white.
Tachyzoites have been stained and documented using a
variety of methods. Splendore first observed them in wet
preparations with a “yellow cytoplasm and a granular
nucleus” [2] but also notes that they are seen more easily
when using Giesma stain, which is specific for negatively
Figure 1 T. gondii stages visualized by light microscopy.
A. Extracellular tachyzoites from the peritoneum of a mouse seven days
post infection, stained with H&E. (63x) B. Replicating parasites inside a
monocyte, stained with H&E. (63x) C. Bradyzoites found in the brain of a
chronically infected mouse, stained with H&E. (40x) D. Unstained cyst
from brain homogenate (40x).
charged phosphate groups on DNA. Tachyzoites are also
easily visualized with hematoxylin (which stains nuclear
proteins by forming violet colored complexes with metal
ions) and eosin (a red acidic dye that stains basic proteins
nonspecifically) [5] (Figure 1A-C), but stain poorly using
Periodic acid-Schiff (PAS) [6], which oxidizes polysaccha-
rides allowing them to react with Schiff reagent producing
a pink color.
Light microscopy has also contributed to our know-

ledge of the behavior of tachyzoites. T. gondii’s discov-
erers noted that this form of the parasite reproduces by
“bipartition” [1,2] (Figure 1B), though whether they made
this observation in fixed tissue is unclear. It was later
demonstrated by silver staining that tachyzoites repro-
duce by endogeny [7], which differs from mitosis in that
the growth of daughter cells within the parent eventu-
ally consumes it.
A study showing that tissue cysts containing bradyzoites

was also published by Janku [5]. Again, he reported that
T. gondii was most strongly stained with haemotoxy-
lin and eosin (H&E), but that staining with Giemsa,
Mallory (a mixture of three dyes: acid fuchsin, aniline
blue, and orange G, used to reveal red nuclei, pink
cytoplasm and blue extracellular matrix), or Biondi (a
mixture of aurantia, acid fuchsin and methyl-green to
reveal pale cytoplasm and greenish chromatin) methods
of staining also produced clear images. Bradyzoites
(Figure 1C) within tissue cysts (Figure 1D) contain many
granules of amylopectin, perhaps as a source of energy
that is not present in tachyzoites, that stain red with PAS
reagent [8]. This could make PAS a more specific stain for
the presence of bradyzoites. The cyst wall is only slightly
stained by PAS reagent, but heavily stained by Palmgren
silver. Curiously, methenamine silver does not stain the
cyst wall at all, suggesting that it is devoid of polysaccha-
rides [8]. Although silver and PAS staining make it easier
to distinguish a tissue cyst compared to Geimsa or H&E
staining, it has been suggested that light microscopy is an
inferior method for identifying cysts within tissue as they
are easily confused with groups of tachyzoites or other
parasites. A drawback of light microscopy that contributes
to this confusion is that although a large increase in
magnification is possible using visible light, resolution is
limited. It has also been pointed out that it is unclear
when the cyst wall is capable of appearing as silver posi-
tive, so more specific staining procedures could be used
to identify a tissue cyst [6]. For example, it is now
thought that Samuel Darling was the first to describe
Toxoplasmosis in a human adult. However, at the time
he diagnosed his patient with Sarcosporidum, which can
easily be confused with a T. gondii tissue cyst when
stained with H&E [9]. (Darling published illustrations
with his original manuscript, not photographic images).
Despite these reservations, the above staining methods



Figure 2 Tissue cyst visualized by EM. A. Myeloid cell (pink)
intimately associated with a neuron (yellow), infected and stretched
thin by a large cyst (red) containing hundreds of bradyzoites (orange).
B. 3D reconstruction of infected neuron pictured in A. C. Synaptic
vesicles in the presynaptic neuron (grey) is evidence the infected neuron
(yellow) is still functioning. D. Large lysosomal bodies, characteristic of
myeloid cells (pink), are present in close association to the infected
neuron (yellow).

McGovern and Wilson Parasites & Vectors 2013, 6:334 Page 3 of 8
http://www.parasitesandvectors.com/content/6/1/334
were sufficient to determine the complete life cycle of
T. gondii [10].
The 1934 invention of phase contrast microscopy [11]

that earned Frederick Zernike a Nobel prize in 1953 [12]
allowed the observation of cells and organelles on un-
stained, living specimens. In addition, developments
including differential interference contrast (DIC), also
called Nomarski Interference Contrast (NIC) [13], in the
early 1950s allowed greater contrast in transparent spec-
imens without the bright halo seen using phase contrast
microscopy. Both phase contrast and DIC were used in
conjunction with video microscopy to investigate pro-
teins that are critical for parasite motility and cell inva-
sion. This technique revealed that tachyzoites are highly
motile despite their lack of flagella or cilia that other
protozoa utilize [14] and they achieve this motility using
an actin-myosin containing ‘glideosome’ in the parasite’s
inner membrane complex [15,16]. Parasites do not gain
entry into the host cell by simple phagocytosis but by
actively penetrating the plasma membrane [17] involv-
ing the coordinated secretion of microneme and rhoptry
proteins that form the ‘glideosome’ and ‘moving junc-
tion’ respectively [18-20]. Although these experiments
require the genetic manipulation of the parasite to tar-
get the protein of interest, it is the ability to image the
resulting behavior that really tests the function of these
molecules. Another critical aspect of Toxoplasma biology
revealed by DIC imaging was the formation of the parasi-
tophorous vacuole (PV) [21]. Here imaging was combined
simultaneously with patch clamping cells to monitor
changes in cell membrane electrical capacitance as the
parasite attached; invaded and ‘pinched’ off host cell
membrane to form its intracellular niche.

Electron microscopy
To visualize subcellular structures and improve the
resolution of images at very high magnification, electron
beams replaced visible light to create a technique known
as election microscopy (EM). Using this technique, magni-
fications of up to 106× are possible, and a resolution of
50 pm has recently been achieved [22]. Two techniques,
transmission and scanning electron microscopy arose
from this advance. Both require that samples be fixed,
and dehydrated or flash frozen to prevent formation of
ice crystals and kept in a vacuum to prevent the electron
beam scattering off molecules in the air rather than the
object of interest. Additionally, samples can be stained
with metals such as lead or gold to add contrast. Those
destined to be imaged using transmission electron mi-
croscopy (TEM) (Figure 2) are embedded in Epon and
sliced into ultrathin sections prior to staining so that
they are partially transparent to the electron beam. Sam-
ples prepared for scanning electron microscopy (SEM)
do not need to be ultrathin; the image is generated by
electrons emitted from the sample surface providing fine
detail of the surface structure of relatively large solid ob-
jects. TEM was first employed in Toxoplasma research in
1954 [23] to study the ultrastructural morphology of the
tachyzoite and later, of each stage of T. gondii’s life cycle
[6,10,24,25]. Of the forms of T. gondii found in intestinal
epithelium of cats, only the later stages have been studied
by TEM. After free tachyzoites, free bradyzoites or tissue
cysts are ingested by a cat, merozoites form and initiate
gamete formation [6]. TEM imaging demonstrated that fe-
male gamonts are spherical and contain both rough and
smooth endoplasmic reticulum, micropores, several mito-
chondria, double-membraned vesicles that are thought to
derive from a central nucleus and two types of wall-
forming bodies [25]. Male gamonts have an ellipsoidal
shape, but after division into microgametes, they become
elongated with a pointed anterior end and two flagella that
extend posteriorly, stemming from the basal bodies in the
anterior end. Microgametes fertilize the female gamonts to
form zygotes, each surrounded by a five-layered oocyst
wall [25]. Outside the cat, the oocyst will sporulate, giving
rise to four sporozoites, each with an ultrastructure very
similar to the tachyzoite [25]. The use of TEM for fine
structure analysis also revealed that the bradyzoite has few
ultrastructural differences from the tachyzoite and repro-
duces by endogeny within the spherical wall of tissue cysts
[26]. The cyst wall is thin, made of material from both the



Figure 3 Imaging T. gondii with parasite-specific antibodies,
reporter parasites, and reporter hosts. A. Anti-Toxoplasma
antibodies used to visualize bradyzoites (red) escaping from a cyst
that is next to a CD8+ T cell (green) in the brain of an infected mouse.
Nuclei are stained with DAPI (blue). (40x) B. Pru-GFP, a T. gondii strain
engineered to fluoresce green, is shown after having invaded a
cultured human foreskin fibroblast (HFF) (actin stained in red)
(63x) C. Me49-RFP cysts and GFP + leukocytes (green) are visualized in
live brain tissue in a DPE-GFP mouse using two-photon microscopy.
D. OTI-GFP T cells (green) migrating along a fibrous network (blue) in a
live brain infected with Pru-OVA, visualized by two-photon microscopy.
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host cell and the parasite and can enclose as little as two
or as many as hundreds of bradyzoites [27] (Figure 2A). In
contrast, SEM helped visualize the ultrastructure of tachy-
zoite entry into the host cell [28,29]. Both techniques have
provided a wealth of information about the shape and
organization of the parasite’s membranes, organelles
[6,30,31] and cytoskeleton [32], and the structural changes
that take place during host cell invasion, tachyzoite endo-
dyogeny [33,34], parasite egress from the host cell [35]
and evasion of host cell defenses [36-39]. Organelles
unique to the parasite have become the object of in-
tense research in the hopes of understanding T. gondii’s
singular biology and finding novel therapeutic targets to
combat this ubiquitous parasite.
Recently advances in SEM technology (and possibly more

importantly computer and data handling) have facili-
tated whole tissue sectioning and 3D reconstruction.
Fixed tissue samples are serially sectioned and subjected
to SEM, resulting in a tomogram of the tissue. Cells in
this tissue can be traced through slices, and these traces
are superimposed on each other in space to create a 3D
object. These objects can be viewed from any angle in
three dimensions, providing a more complete picture of
a cell than that obtained through traditional electron
microscopy. Furthermore, it is possible to trace sub-
cellular structures such as the nuclei or organelles of a
cell and generate a 3D model of the sub-cellular envir-
onment. This provides a complete spatial picture of a cell
and its components, which is unattainable with most
other imaging methods. This has provided further beauti-
ful images of the organization and polarity of rhoptry and
microneme proteins from in vitro cultured tachyzoites
[40,41]. In addition, we have recently imaged parasite
and host cell interactions from infected brain tissue
(Figure 2A-C). The reconstruction allows a clear image
of the morphology of a myeloid cell interacting with a
cyst-containing neuron (Figure 2A and B). This image
supports the neuronal intracellular location of cysts and
also suggests that these neurons are still functioning
(Figure 2C). The idea that this is a silent process, however,
does not seem to be supported and instead is supportive
of a role for macrophages and T cells in controlling cyst
burden (Figure 2D) [42].
However, unlike light miscroscopy, TEM and SEM studies

are difficult to perform. Ice crystals commonly cause
artifacts that can be difficult to distinguish from genuine
structural features and considerable training is required
to identify them. Also, metals used to stain samples are
costly. Although the development of bench top SEM
and TEM has made this technology more accessible,
they still cannot completely replace full size instruments
in terms of resolution and capacity for sample size.
These full sized instruments need to be stored in their
own rooms due to their size and sensitivity to magnetic
fields. Moreover, while EM does provide phenomenal
resolution it still requires fixing of tissues, thus artifacts
associated with cross-linking of proteins could appear.
In addition there are limitations on what we can gain
about parasite behavior and interactions with its host.
Further, although 3D electron microscopy can be a
powerful imaging tool, it can be cost prohibitive both in
terms of the cost of generating EM serial slices, and in the
cost of buying hardware that can process three dimen-
sional images efficiently. There is also a certain degree
of luck involved in finding the needle in the haystack –
finding a 15-20 μm cyst in a tissue that is approximately
12000 μm3 takes a degree of targeting!

Fluorescence and bioluminescence
The discovery of Green Fluorescent Protein (GFP) in
1978 [43], its many colored derivatives, and the increas-
ing ease of publishing in color, led to an imaging revolu-
tion from which the field of T. gondii research benefitted
immensely. Individual proteins, both on the parasite
itself and in the host (Figure 3A) can be visualized in
fixed tissue through the binding of fluorescently labeled
antibodies raised against the proteins of interest. Although
this technique is restricted to proteins that can be purified
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without contaminants for the production of antibodies
and long term imaging of samples is subject to photo-
bleaching, there are a variety of applications for this
method. The use of FITC conjugated antibodies raised
against host-cell cytoskeletal components demonstrated
that while phagocytosis of the parasite required cytoke-
letal remodeling, active invasion and formation of the
PV did not [17]. Further, imaging established that while
phagocytosed tachyzoites can be killed when the phago-
some fuses with the lysosome, tachyzoites can escape
this fate by invading the cell from the phagosome, as the
parasitophorous vacuole does not fuse with the lysosome
[17]. Additionally, the use of fluorescein labeled mono-
clonal antibodies specific to bradyzoites determined that
stage conversion between tachyzoite and bradyzoite was
asynchronous and that tachyzoites and bradyzoites can
coexist in the same parsitophorous vacuole [44]. Thus,
it was proven that stage conversion is not a linear pro-
gression, but a dynamic process.
The parasite’s amenability to genetic manipulation gave

way to a new approach, leading to the production of
T. gondii strains stably expressing GFP [45] and other
reporter proteins (Figure 3B) beginning in 1998. Suddenly,
mere snap shots of the parasite’s biology were not the
only tool available to researchers. For instance, stage
specific expression of both red and green fluorescent
fusion proteins allowed for stage conversion to be visual-
ized in live cells both in vitro and in vivo using both fluor-
escence and confocal microscopy [46]. Real time imaging
can also be used to witness the parasite’s attempt to sub-
vert the innate immune system. For instance, natural-
killer cells are known to kill cells infected with T. gondii.
Ex vivo confocal imaging of interactions between dendritic
cells (DCs) and natural-killer (NK) cells were shown to be
prolonged, however, it was unexpected to watch parasites
escape from the dying DCs and into the NK cells [47].
Fluorescent fusions to specific rhoptry and microneme

proteins allowed visualization of protein trafficking within
the parasite and progressive deletion analysis of those
same proteins indicated which protein sequences are
essential for the protein to be trafficked correctly [48].
Fluorescent tracers unattached to proteins also began to
be used. For example, the selectivity of the parasitophor-
ous vacuole membrane was demonstrated when it was
shown that it excludes dyes such as Lucifer yellow from
coming in contact with parasites within the vacuole [49].
The parasite’s virulence and ability to cause systemic

infection can be visualized in real time using parasites
engineered to express luciferase and hosts injected with
the enzyme’s substrate, luciferin [50,51]. After interperi-
toneal injection, luciferin distributes quickly and without
regard for any blood-tissue barrier [52]. Images of lucif-
erase activity are produced by a charged-coupled device
(CCD) camera and overlayed onto a picture of the host
itself for reference. Luciferase activity can then be quan-
tified by measuring the total number of photons emitted
per second. This technique is unique as it is noninvasive
and allows the dissemination, virulence, and location of
the parasite to be imaged in the same animal over the
course of infection.
Luciferase expressing parasites were first used in vivo

to demonstrate that DCs infected with T. gondii are
hypermotile and that DC infection augments dissemin-
ation of the parasite [53]. However, there are limitations
to this technique. The intensity of the light emitted from
luciferase activity decreases due to dark pigments in cer-
tain organs and fur so studying parasite dissemination
in mouse strains engineered on a C57BL/6 background
(a black mouse) requires that the mouse be shaved so
the emitted signal can be seen. Further, a minimum
number of parasites need to be present before a signal
can be detected, therefore, this technique does not offer
the resolution required to view parasites on a single cel-
lular level. The study of parasite infectivity is also cur-
rently limited to small animals as bioluminescent signal
cannot currently be detected in very deep tissues [52].
As fluorescent tools started to proliferate, reporter

parasites began to be used in combination with reporter
hosts enabling the visualization not only of the parasite,
but also of the responding immune cell environment
(Figure 3C and D). For example, bone marrow express-
ing GFP from transgenic mice was transferred to irradi-
ated wild type mice. These mice were then infected with
parasites expressing red fluorescent protein. This experi-
ment showed that CD11b + CD11c + cells were instru-
mental for T. gondii to gain access to the brain. Not only
did infected cells exhibit increased extravasation into
the brain, but curiously they were only populated with
one parasite per cell [54]. More recently, the use of
CellTracker labeled wild type and acidic mammalian
chitinase (AMCase)−/− macrophages co-cultured with
RFP expressing parasites demonstrated that chitinase
secreted by alternatively activated macrophages is re-
sponsible for cyst lysis and may be the effector mechan-
ism for the decrease in cyst burden seen in wild type mice
over time [42] (Figure 4A). These unexpected results
might have gone unnoticed had the ability to image live
cells using fluorescent proteins not been developed.

Multiphoton microscopy
The advent of multiphoton imaging in live cells beginning
in 1990 [55] has presented researchers the opportunity to
achieve a long sought-after goal: imaging dynamic interac-
tions between the parasite and its host-cell in real time.
Multiphoton microscopy uses low energy photons in short
pulses to image at greater depths within tissue, reduce
light scattering and minimize photobleaching to allow
for long term visualization of labeled cells. With the



Figure 4 Movies record cell behavior in response to parasite infection. A. Three frames from a movie recording fluorescein labeled
macrophage mediated destruction of an RFP + cyst in vitro. B. Three frames from a movie depicting GFP + T cell motility along a fiber visualized
by second harmonic generation in a living brain.
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application of reporter hosts and parasites, the improve-
ment of surgical techniques to access particular tissues
and this new technology, researchers can now image
parasite and host-cell behavior within live tissue for up
to several hours.
One of the first studies using this technology during

infection focused on neutrophil behavior in the lymph
node during acute T. gondii infection. The authors were
able to show that during infection, neutrophils can enter
the lymph node via both blood and lymphatic vessels
and contain proportionally more parasites than both mac-
rophages and DCs very early during infection. Using both
LysMGFP mice (where GFP expression is driven by the
promoter for Lysozyme M) and RFP parasites it was also
demonstrated that swarms of neutrophils are recruited
to the subcapsular sinus in the lymph node in response
to acute infection. The dynamics of two types of swarms,
small and transient or large and persistent were observed
that coincided with locations of parasite egress. Neutro-
phils infected with parasites move significantly slower
than their uninfected counterparts and were often ob-
served at the center of swarms. In contrast, uninfected
neutrophils migrate in a quick and directed manner fol-
lowing parallel paths to join either transient or persist-
ent swarms and these swarms lead to the reduction of
subcapsular sinus macrophages in the lymph node [56].
DC interactions with T cells in the lymph node are also

the subject of study during early infection with T. gondii.
CD8+ T cell priming in the sub-capsular region was
demonstrated to occur early during initial infection by
adoptively transferring naïve OT1GFP T cells into wild
type recipients and infecting them. DCs were shown to
be required for T cell expansion and in the presence of
enough antigen, the velocity of CD8+ T cells decreased
and the amount of interaction between T cells and DCs
tapered off over time. It was also shown that the orga-
nization of the network of reticular fibers along which cells
migrate in the lymph node changed over time. This net-
work is visualized by detecting second harmonic signals
generated by non-centrosymmetric structures such as
collagen. Second harmonic signals can be detected in
the 457-487 nm range after excitation with 930 nm light.
Upon infection, the volume of this network increases, co-
inciding with the decrease in well-defined B cell follicles
and T cell zones [57].
New details of parasite and cell behavior in the brain

during chronic infection have been revealed by the
multiphoton technique. Using OT1CFP T cells with RFP
reporter parasites and GFP labeled CD11b + antigen pre-
senting cells (APCs), one study demonstrated that antigen
specific CD8+ T cells were recruited to the brains of
chronically infected mice and remained there as long as
antigen was present [58]. Another study found that a
population of T cells clusters and arrests near infected
cells (Figure 3C). The authors of this study went on to
show the upregulation of a fibrous network in the brain
upon infection visualized by second harmonic signals
(Figure 3D), similar to what is seen in the lymph node.
Highly motile GFP expressing CD8 T cells migrated along
this network (Figure 4B) and were targeted toward areas
of parasite replication. It is unclear what this network
is made of in the brain, as infection does not lead to
an increased expression of collagen as it does in the
lymph node. Further, this study showed that the well-
known phenomenon of astrocyte activation during chronic
T. gondii infection [59] involved astrocytic swelling [60].
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The ability to record the dynamic nature of these interac-
tions in the brain has also led to the ability to more reliably
quantify cell behavior in vivo, rather than relying on a de-
scriptive image.
Despite all the advantages of multiphoton microscopy,

the equipment required to perform these assays is still
cumbersome and extremely costly. Another drawback to
this technique is that imaging still cannot reach the
depths that some researchers would like so multiphoton
imaging is still an invasive procedure because the organs
of interest still need to be surgically exposed.

Conclusions
Since T. gondii was discovered 100 years ago, imaging
technology has considerably advanced. It has provided us
with an understanding of T. gondii’s complex life cycle
and dynamic interactions within its host. The imaging
techniques reviewed here ranged from the easy and in-
expensive to technically challenging and costly. The use
of imaging in general is still very descriptive but with
complementary data from techniques such as flow cytom-
etry and the advent of multiphoton microscopy, in vivo
dynamics are becoming increasingly quantitative by allow-
ing researchers to calculate the parameters of parasite
and host cell behaviors. Advances in imaging technology
are continuously being made. The ability to view details
of an entire organ in high resolution will likely lend fur-
ther advances in our understanding of T. gondii behavior,
including its entry into specialized areas like the brain.
An exciting new application of this technology is serial
two-photon (STP) tomography, where an entire brain can
be imaged in an automated manner by combining two-
photon microscopy with tissue sectioning [61].
The next hurdles imaging technology needs to cross are

cost and accessibility. An interesting step in this direction
has been the creation of a miniaturized fluorescent micro-
scope [62]. This technology is currently being applied to
in vivo imaging of non-anesthetized mice. While it still
needs a computer to operate and store data, it is intriguing
to imagine any type of microscope becoming so small that
a researcher could put it in his or her pocket and travel
with it. One can also imagine a time when this technology
can be used to image a single cellular interaction deep
within the tissue of a live and active mouse rather than an
anesthetized mouse.
With new imaging technologies and applications devel-

oping every day, the future of T. gondii research is bright,
not just for the images we are able to produce, but also for
the complex and intriguing questions these advances will
allow us to answer.

Abbreviations
T. gondii: Toxoplasma gondii; H&E: Hematoxylin and eosin; PAS: Periodic acid-
Schiff; EM: Electron microscopy; TEM: Transmission electron microscopy;
SEM: Scanning electron microscopy; GFP: Green fluorescent protein;
FITC: Fluorescein isothiocyanate; DCs: Dendritic cells; NK: Natural killer;
CCD: Charged coupled device; RFP: Red fluorescent protein; STP: Scanning
two-photon.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
KEM and EHW wrote the review. KEM generated images of H&E stained and
fluorescently labeled parasites and helped generate 3D EM images. EHW
edited and discussed the review and generated images of activated
astrocytes, migrating T cells and unstained cysts. Both authors read and
approved the final version of the manuscript.

Acknowledgements
The authors would like to thank Danielle Worth and Vladimir Radic for
helping to analyze EM images generated by Renovo Neural, Inc. The authors
also thank the Lodoen Lab of UC Irvine for providing the image featured in
Figure 3B.

Received: 18 August 2013 Accepted: 15 November 2013
Published: 22 November 2013

References
1. Nicolle C, Manceaux L: Sur une infection a corps de Leishman (ou organismes

voisons) du gondi. C R Acad Sci 1908, 147:763.
2. Splendore A: Un nuovo protozoa parassita deconigli incontrato nelle

lesioni anatomiche d’une malattia che ricorda in molti punti il Kala-azar
dell’uoma. Rev Soc Sci Sao Paulo 1908, 3:109–112.

3. Zhou P, Chen Z, Li HL, Zheng H, He S, Lin RQ, Zhu XQ: Toxoplasma gondii
infection in humans in China. Parasit Vectors 2013, 4:165.

4. Bracegirdle B: A History of Photography with the Light Microscope. London:
Quekett Microscopical Club; 2010.

5. Janku J: Pathogensa a pathologica anatomie tak nazvaneho vrozenko
kolobou zlute skvrny v oku normalne velikem a mikrophtalmickem s
nalezem parisitu v sitnici. Cas Lek Ses 1923, 62:1021–1027.

6. Dubey JP, Lindsay DS, Speer CA: Structures of Toxoplasma gondii
tachyzoites, bradyzoites, and sporozoites and biology and development
of tissue cysts. Clin Microbiol Rev 1998, 11:267–299.

7. Goldman M, Carver RK, Sulzer AJ: Reproduction of Toxoplasma gondii by
internal budding. J Parasitol 1958, 44:161–171.

8. Sims TA, Hay J, Talbot IC: Host-parastite relationship in the brains of mice
with congenital toxoplasmosis. J Pathol 1988, 156:255–261.

9. Darling ST: Sarcosporidiosis: with report of a case in man. Arch Intern Med
1909, 3:183–192.

10. Dubey JP, Frenkel JK: Cyst-induced toxoplasmosis in cats. J Protozool 1972,
19:155–177.

11. Zernike F: Diffraction theory of the knife-edge test and its improved
form, the phase-contrast method. Mon Not R Astron Soc 1934, 94:377–384.

12. The Nobel Prize in Physics 1953, Nobelprize.org. Nobel Media AB. ; 2013. Web. 16
Nov 2013. http://www.nobelprize.org/nobel_prizes/physics/laureates/1953.

13. Nomarski G: Interferential polarizing device for study of phase objects. USA:
U. S. P. Office; 1960.

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

15. Wetzel DM, Hakansson S, Hu K, Roos D, Sibley LD: Actin filament
polymerization regulates gliding motility by apicomplexan parasites.
Mol Biol Cell 2003, 14:396–406.

16. Gaskins E, Gilk S, DeVore N, Mann T, Ward G, Beckers C: Identification of
the membrane receptor of a class XIV myosin in Toxoplasma gondii.
J Cell Biol 2004, 165:383–393.

17. Morisaki JH, Heuser JE, Sibley LD: Invasion of Toxoplasma gondii occurs by
active penetration of the host cell. J Cell Sci 1995, 108(Pt 6):2457–2464.

18. Carruthers V, Boothroyd JC: Pulling together: an integrated model of
Toxoplasma cell invasion. Curr Opin Microbiol 2007, 10:83–89.

19. Mital J, Meissner M, Soldati D, Ward GE: Conditional expression of
Toxoplasma gondii apical membrane antigen-1 (TgAMA1) demonstrates
that TgAMA1 plays a critical role in host cell invasion. Mol Biol Cell 2005,
16:4341–4349.

http://www.nobelprize.org/nobel_prizes/physics/laureates/1953


McGovern and Wilson Parasites & Vectors 2013, 6:334 Page 8 of 8
http://www.parasitesandvectors.com/content/6/1/334
20. Beck JR, Fung C, Straub KW, Coppens I, Vashisht AA, Wohlschlegel JA,
Bradley PJ: A Toxoplasma palmitoyl acyl transferase and the
palmitoylated Armadillo Repeat protein TgARO govern apical rhoptry
tethering and reveal a critical role for the rhoptries in host cell invasion
but not egress. PLoS Pathog 2013, 9:e1003162.

21. Suss-Toby E, Zimmerberg J, Ward GE: Toxoplasma invasion: the
parasitophorous vacuole is formed from host cell plasma membrane
and pinches off via a fission pore. Proc Natl Acad Sci U S A 1996,
93:8413–8418.

22. Erni R, Rossell MD, Kisielowski C, Dahmen U: Atomic-resolution imaging
with a sub-50-pm electron probe. Phys Rev Lett 2009, 102:096101.

23. Gustafson PV, Agar HD, Cramer DI: An electron microscope study of
Toxoplasma. Am J Trop Med Hyg 1954, 3:1008–1022.

24. Sheffield HG: Schizogony in Toxoplasma gondii. An electron microscopic
study. Proc Helminthol Soc Wash 1970, 37:237–242.

25. Ferguson DJ, Hutchison WM, Siim JC: The ultrastructural development of
the macrogamete and formation of the oocyst wall of Toxoplasma
gondii. Acta Pathol Microbiol Scand B 1975, 83:491–505.

26. Ferguson DJ, Hutchison WM: An ultrastructural study of the early
development and tissue cyst formation of Toxoplasma gondii in the
brains of mice. Parasitol Res 1987, 73:483–491.

27. Melhorn H, Frenkel JK: Ultrastructural comparison of cysts and zoites of
Toxoplasma gondii, Sarcocystsis muris, and Hammondia hammondi in
skeletal muscle of mice. J Parasitol 1980, 66:59–67.

28. Klainer AS, Krahenbuhl JL, Remington JS: Scanning electron microscopy of
Toxoplasma gondii. J Gen Microbiol 1973, 75:111–118.

29. Chiappino ML, Nichols BA, O’Connor GR: Scanning electron microscopy of
Toxoplasma gondii: parasite torsion and host-cell responses during
invasion. J Protozool 1984, 31:288–292.

30. Kohler S, Delwiche CF, Denny PW, Tilney LG, Webster P, Wilson RJ, Palmer JD,
Roos DS: A plastid of probable green algal origin in Apicomplexan
parasites. Science 1997, 275:1485–1489.

31. de Souza W, Souto-Padron T: Ultrastructural localization of basic proteins
on the conoid, rhoptries and micronemes of Toxoplasma gondii.
Z Parasitenkd 1978, 56:123–129.

32. Nichols BA, Chiappino ML: Cytoskeleton of Toxoplasma gondii. J Protozool
1987, 34:217–226.

33. Sheffield HG, Melton ML: The fine structure and reproduction of
Toxoplasma gondii. J Parasitol 1968, 54:209–226.

34. Bommer W: The life cycle of virulent Toxoplasma in cell cultures. Aust J
Exp Biol Med Sci 1969, 47:505–512.

35. Kafsack BF, Pena JD, Coppens I, Ravindran S, Boothroyd JC, Carruthers VB:
Rapid membrane disruption by a perforin-like protein facilitates parasite
exit from host cells. Science 2009, 323:530–533.

36. Nichols BA, Chiappino ML, O’Connor GR: Secretion from the rhoptries of
Toxoplasma gondii during host-cell invasion. J Ultrastruct Res 1983,
83:85–98.

37. Lemgruber L, De Souza W, Vommaro RC: Freeze-fracture study of the
dynamics of Toxoplasma gondii parasitophorous vacuole development.
Micron 2008, 39:177–183.

38. Sinai AP, Joiner KA: The Toxoplasma gondii protein ROP2 mediates host
organelle association with the parasitophorous vacuole membrane. J Cell
Biol 2001, 154:95–108.

39. Jones TC, Hirsch JG: The interaction between Toxoplasma gondii and
mammalian cells. II. The absence of lysosomal fusion with phagocytic
vacuoles containing living parasites. J Exp Med 1972, 136:1173–1194.

40. Paredes-Santos TC, de Souza W, Attias M: Dynamics and 3D organization of
secretory organelles of Toxoplasma gondii. J Struct Biol 2012, 177:420–430.

41. Kudryashev M, Stahlberg H, Castano-Diez D: Assessing the benefits of focal
pair cryo-electron tomography. J Struct Biol 2012, 178:88–97.

42. Nance JP, Vannella K, Worth D, David C, Carter D, et al: Chitinase
dependent control of protozoan cyst burden in the brain. PLoS Pathog
2012, 8(11):e1002990.

43. Prendergast FG, Mann KG: Chemical and physical properties of aequorin
and the green fluorescent protein isolated from Aequorea forskalea.
Biochemistry 1978, 17:3448–3453.

44. Bohne W, Heesemann U, Gross U: Coexistence of heterogeneous
populations of Toxoplasma gondii parasites within parasitophorous
vacuoles of murine macrophages as revealed by a bradyzoite-specific
monoclonal antibody. Parasitol Res 1993, 79:485–487.
45. Striepen B, He CY, Matrajt M, Soldati D, Roos DS: Expression, selection, and
organellar targeting of the green fluorescent protein in Toxoplasma
gondii. Mol Biochem Parasitol 1998, 92:325–338.

46. Unno A, Suzuki K, Batanova T, Cha SY, Jang HK, Kitoh K, Takashima Y:
Visualization of Toxoplasma gondii stage conversion by expression of
stage-specific dual fluorescent proteins. Parasitology 2009, 136:579–588.

47. Persson CM, Lambert H, Vutova PP, Dellacasa-Lindberg I, Nederby J, Yagita H,
Ljunggren HG, Grandien A, Barragan A, Chambers BJ: Transmission of
Toxoplasma gondii from infected dendritic cells to natural killer cells.
Infect Immun 2009, 77:970–976.

48. Striepen B, Soldati D, Garcia-Reguet N, Dubremetz JF, Roos DS: Targeting of
soluble proteins to the rhoptries and micronemes in Toxoplasma gondii.
Mol Biochem Parasitol 2001, 113:45–53.

49. Schwab JC, Beckers CJM, Joiner KA: The parasitophrous vacuole
membrane surrounding intracellular Toxoplasma gondii functions as a
molecular sieve. Proc Natl Acad Sci 1994, 91:509–513.

50. Saeij JP, Boyle JP, Grigg ME, Arrizabalaga G, Boothroyd JC: Bioluminescence
imaging of Toxoplasma gondii infection in living mice reveals dramatic
differences between strains. Infect Immun 2005, 73:695–702.

51. Matrajt M, Nishi M, Fraunholz MJ, Peter O, Roos DS: Amino-terminal control
of transgenic protein expression levels in Toxoplasma gondii. Mol Biochem
Parasitol 2002, 120:285–289.

52. Hutchens M, Luker GD: Applications of bioluminescence imaging to the
study of infectious diseases. Cell Microbiol 2007, 9:2315–2322.

53. Lambert H, Hitziger N, Dellacasa I, Svensson M, Barragan A: Induction of
dendritic cell migration upon Toxoplasma gondii infection potentiates
parasite dissemination. Cell Microbiol 2006, 8:1611–1623.

54. Courret N, Darche S, Sonigo P, Milon G, Buzoni-Gatel D, Tardieux I: CD11c-
and CD11b-expressing mouse leukocytes transport single Toxoplasma
gondii tachyzoites to the brain. Blood 2006, 107:309–316.

55. Denk W, Strickler JH, Webb WW: Two-photon laser scanning fluorescence
microscopy. Science 1990, 248:73–76.

56. Chtanova T, Schaeffer M, Han SJ, van Dooren GG, Nollmann M, Herzmark P,
Chan SW, Satija H, Camfield K, Aaron H, Striepen B, Robey EA: Dynamics of
neutrophil migration in lymph nodes during infection. Immunity 2008,
29:487–496.

57. John B, Harris TH, Tait ED, Wilson EH, Gregg B, Ng LG, Mrass P, Roos DS,
Dzierszinski F, Weninger W, Hunter CA: Dynamic Imaging of CD8(+) T cells
and dendritic cells during infection with Toxoplasma gondii. PLoS Pathog
2009, 5:e1000505.

58. Schaeffer M, Han SJ, Chtanova T, van Dooren GG, Herzmark P, Chen Y,
Roysam B, Striepen B, Robey EA: Dynamic imaging of T cell-parasite
interactions in the brains of mice chronically infected with
Toxoplasma gondii. J Immunol 2009, 182:6379–6393.

59. Fischer HG, Nitzgen B, Reichmann G, Hadding U: Cytokine responses
induced by Toxoplasma gondii in astrocytes and microglial cells. Eur J
Immunol 1997, 27:1539–1548.

60. Wilson EH, Harris TH, Mrass P, John B, Tait ED, Wu GF, Pepper M, Wherry EJ,
Dzierzinski F, Roos D, Haydon PG, Laufer TM, Weninger W, Hunter CA:
Behavior of parasite-specific effector CD8+ T cells in the brain and
visualization of a kinesis-associated system of reticular fibers. Immunity 2009,
30:300–311.

61. Ragan T, Kadiri LR, Venkataraju KU, Bahlmann K, Sutin J, Taranda J,
Arganda-Carreras I, Kim Y, Seung HS, Osten P: Serial two-photon tomography
for automated ex. vivo mouse brain imaging. Nat Methods 2012, 9:255–258.

62. Ghosh KK, Burns LD, Cocker ED, Nimmerjahn A, Ziv Y, Gamal AE, Schnitzer MJ:
Miniaturized integration of a fluorescence microscope. Nat Methods 2011,
8:871–878.

doi:10.1186/1756-3305-6-334
Cite this article as: McGovern and Wilson: Dark side illuminated: imaging
of Toxoplasma gondii through the decades. Parasites & Vectors 2013 6:334.


	Abstract
	Review
	Introduction
	Light microscopy
	Electron microscopy
	Fluorescence and bioluminescence
	Multiphoton microscopy

	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /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 <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /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 [595.440 793.440]
>> setpagedevice




