






T. gondii, the absolute number and activation status of T cells,
macrophages, and microglia in the brains of GFAP-Cre STAT1f/f

mice were compared with those of control mice. First, although
astrocytes do not produce inducible nitric oxide synthase (iNOS),

macrophages do, and iNOS-deficient mice challenged with
T. gondii show a similar pattern of susceptibility as the GFAP-Cre
STAT1f/f mice (44). However, the overall levels of iNOS expres-
sion were comparable between control and GFAP-Cre STAT1f/f

FIG 2 Comparison of the immune responses in acutely infected control and GFAP-Cre STAT1f/f mice. (A) Real-time PCR specific for the Toxoplasma B1 repeat
region was used to quantify the amount of parasite DNA from 500 ng of DNA purified from liver, lung, spleen, and brain at 10 dpi. (B) Mice were infected with
T. gondii, and at 10 dpi, flow cytometry was used to estimate the absolute numbers of the indicated cell population in the spleen and brain from control (solid
bars) and GFAP-Cre STAT1f/f (open bars) mice. (C) Flow cytometric profiles of NK cells and CD4� and CD8� T cells and the proportions of neutrophils
(CD45hi, Gr-1�, and CD11b�), DCs (CD45hi, Gr-1�, and CD11c�), macrophages/monocytes (CD45hi, Gr-1�, and CD11b�), and microglial cells (CD45int and
CD11b�) gated on dump (CD3, CD19, and NK1.1)� in BMNCs from control and GFAP-Cre STAT1f/f mice. Percentage of CD4� or CD8� T cells and
neutrophils, DCs, macrophages/monocytes, and microglial cells of the gated dump-negative cells. (D) Frequency of IL-12p40 production by DCs, macrophages/
monocytes, and microglial cells in the splenocytes and BMNCs after 4 h. (E and F) Frequency of IFN-� production by CD4� and CD8� T cells in the spleen (E)
and brain (F) after restimulation with PMA and ionomycin. Graphs show averages from a total of four mice per group at least three times with similar results.
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brains (see Fig. S3 in the supplemental material), indicating that
this antimicrobial pathway was intact. As noted earlier, the num-
bers of BMNCs in WT and GFAP-Cre STAT1f/f mice at day 10
were comparable, but at 25 dpi in the GFAP-Cre STAT1f/f mice,
the absolute number of BMNCs was significantly increased over
that of the WT mice (data not shown). Although absolute num-
bers of infiltrating neutrophils, macrophages/monocytes, and
DCs were comparable, the number of microglial cells was signifi-
cantly increased in the GFAP-Cre STAT1f/f mice (Fig. 5A and B).
Unexpectedly, compared with control mice, all of these local pop-
ulations in infected GFAP-Cre STAT1f/f mice produced reduced
levels of IL-12p40 (Fig. 5C) and expressed reduced levels of major
histocompatibility complex (MHC) class I and MHC class II but
normal levels of the costimulatory molecules CD80 and CD86
(Fig. 5D and E and data not shown).

Analysis of the lymphocyte responses in the brains of infected
mice revealed that the loss of STAT1 resulted in an increased re-
cruitment of T cells but not NK cells (Fig. 6A and B). In both
control and GFAP-Cre STAT1f/f mice, the T cells exhibited an
activated (Ki-67, granzyme B�, T-bet�, CD44hi CD62Llow) phe-
notype (data not shown), and the use of parasite-specific tetram-
ers for individual class I- and II-restricted epitopes also reflected
the increased numbers of parasite-specific T cells present in the
GFAP-Cre STAT1f/f mice (Fig. 6C). The use of phorbol myristate
acetate (PMA)-ionomycin to stimulate the T cell populations
present in the brain showed that the percentage and MFI of

IFN-�� CD4� and CD8� T cells in these mice were reduced
(Fig. 6D and E), but the absolute numbers of these IFN-�� pop-
ulations were increased in the GFAP-Cre STAT1f/f mice (Fig. 6F).
Despite this difference, the levels of total IFN-� protein detected in
soluble brain extract were not different between control and
GFAP-Cre STAT1f/f mice (Fig. 6G). Thus, these data indicate that
the susceptibility of the GFAP-Cre STAT1f/f mice is not associated
with an obvious failure to recruit T cells capable of producing
IFN-� or a global defect in the local production of IFN-��

The decreased MFI in the production of IFN-� is reminiscent
of chronic CNS infections that include lymphocytic choriomen-
ingitis virus (LCMV) and T. gondii where high levels of persistent
antigen correlate with repeated activation of T cells, increased ex-
pression of inhibitory receptors (PD-1, PD-L1, CTLA4, LAG3,
and TIGIT), and a decrease in effector capacity (37, 45–48). Phe-
notyping of splenic T cells from mice at 25 dpi indicated that the
expression of these molecules was largely comparable in control
and GFAP-Cre STAT1f/f mice, and in the cervical lymph nodes, T
cells expressed similar levels of PD-L1, KLRG1, and CTLA4 (data
not shown). However, in the BMNCs from the GFAP-Cre
STAT1f/f mice the CD4� and CD8� T cells expressed higher levels
of PD-1, LAG3, and TIGIT (Fig. 6H and I). Together, these data
indicate that the absence of STAT1 in astrocytes does not impact
the initial recruitment of immune cells to the brain, but similarly
to other infections, elevated parasite burdens in the CNS are asso-

FIG 3 Increased susceptibility of GFAP-Cre STAT1f/f mice to toxoplasmic encephalitis. (A and B) Control and GFAP-Cre STAT1f/f mice were infected i.p. with
20 cysts of the ME49 strain of T. gondii, and survival (represented by Kaplan-Meier analysis) (A) and weight loss (B) were assessed. Data for five mice per group
and a combination of two independent experiments are shown. (C) Real-time PCR specific for the Toxoplasma B1 repeat region was used to quantify the amount
of parasite DNA from 500 ng of DNA purified from lung, liver, spleen, retina, and brain at 25 dpi. These graphs are means � standard errors of the means and
show the pooled averages from three independent experiments. *, P � 0.05; **, P � 0.01. (D) Representative hematoxylin-and-eosin-stained sections of the
brains of control and GFAP-Cre STAT1f/f mice infected for 25 days. Bar, 100 �m. (E) Frozen tissue sections from the brains of infected control and GFAP-Cre
STAT1f/f mice were used for IHC detection of T. gondii (green) or GFAP (red), with DAPI (blue) as a nuclear counterstain. Bar, 50 �m.
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ciated with increased T cell recruitment but decreased effector
functions.

Transcriptional profiling of astrocyte responses to IFN-�
and type I interferons. Stimulation with IFN-� is known to in-
duce a broad transcriptional program in different cell types (49,
50). However, the IFN-�-responsive genes in astrocytes are not
well characterized, and whether they differ from those induced by
type I IFN, which also activate STAT1, is unclear. In an attempt to
better understand the impact of IFN-� on astrocyte function, we
utilized a microarray approach to compare the impact of IFN-�
and IFN-� on mouse primary astrocytes. These data sets [acces-
sion number GSE67137] revealed that, based on a cutoff of 2-fold
change in expression (P � 0.05), stimulation of astrocytes with
these cytokines led to the upregulation of 122 genes, of which 28
genes were uniquely regulated by IFN-� but not IFN-�, 48 genes
were regulated by IFN-� but not IFN-�, and 46 genes were simi-
larly regulated by the two IFNs (Fig. 7A). These data sets were used
to help identify a subset of genes that were upregulated in response
to IFN-� and IFN-� (Gbp2, Gbp3, Cxcl10, CD274, Irgm2, Igtp,

Ifi47, and Gbp5), IFN-� alone (Irf1, Gbp10, Tgtp1, Cxcl9, and
Icam1), or IFN-� alone (Irf7, Usp18, and Ccl4) (Fig. 7B) that
might be impacted in vivo by the loss of STAT1 in astrocytes. This
list included multiple p47 GTPases and guanine nucleotide bind-
ing proteins (GBPs) associated with control of T. gondii (9–11, 51)
and also included several chemokines and molecules linked with
immunity to this parasite. To validate this approach, WT and
STAT1�/� astrocytes were stimulated with T. gondii, IFN-�, or the
combination of the two and the levels of transcripts for the canon-
ical STAT1 targets Cxcl9, Cxcl10, and the p47 GTPases (Igtp,
Tgtp1, and Iigp1) were assessed. As expected, IFN-� alone or in
combination with T. gondii resulted in a marked increase in these
targets, but in the absence of STAT1, these were markedly reduced
(Fig. 7C and D).

Finally, to provide a global picture of how the loss of STAT1 in
astrocytes affected the local response during TE, we performed
real-time PCR on the brains of uninfected and infected control
and GFAP-Cre STAT1f/f mice to assess the levels of transcripts for
the likely IFN-� and type I IFN targets in astrocytes identified

FIG 4 Altered distribution of cysts in GFAP-Cre STAT1f/f mice. (A) (Left) Control and GFAP-Cre STAT1f/f (n � 4) mice were infected i.p. with 20 cysts of the
ME49 strain, mice were sacrificed at 25 dpi, and brain sections were stained to identify Toxoplasma cysts, neurons, and astrocytes, with DAPI being used to
visualize host cell nuclei. Forty-micrometer-thick brain sections from 25-dpi control or GFAP-Cre STAT1f/f mice were stained with DAPI (blue) and bradyzoite-
specific antigen SAG2X/Y (green). Sections were then examined by fluorescence microscopy. Representative image of whole-brain slices that were reconstructed
using a stitched grid of maximum-projection images taken at �10 magnification. Bar, 1 mm. Enlarged views of boxed regions are shown below. Bar, 200 �m.
n � 4 mice per genotype, 7 sections per mouse. (Right) Representative images showing a cyst within a neuron in a control brain section (bar, 10 �m) or within
a GFAP� astrocyte in GFAP-Cre STAT1f/f mice. (B) The absolute numbers of cyst counts were square root transformed to account for variance between sections
and mice (mean � standard error of the mean; ****, P � 0.0001). (C) Percentage (mean � standard error of the mean) of cysts present in GFAP� host cells in
these mice.
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FIG 5 Analysis of the immune populations in infected control and GFAP-Cre STAT1f/f mice. Mice were infected i.p. with 20 cysts of the ME49 strain, and at day
25, the brain was used to prepare mononuclear cell preparations. (A and B) Mononuclear cell preparations from control and GFAP-Cre STAT1f/f mice were
prepared, and FACS was used to quantify the numbers of proportions of neutrophils (CD45hi, Gr-1�, and CD11b�), DCs (CD45hi, Gr-1�, and CD11c�),
macrophages/monocytes (CD45hi, Gr-1�, and CD11b�), and microglial cells (CD45int and CD11b�) gated on dump (CD3, CD19, and NK1.1)� in BMNCs from
control and GFAP-Cre STAT1f/f mice. (C) Frequency of IL-12p40 production by microglial cells, DCs, and macrophages/monocytes in the BMNCs. SSC, side
scatter. (D and E) Frequency of MHC class I (D) and MHC class II (E) production by DCs, macrophages/monocytes, and microglial cells in the BMNCs. The
graphs show means � standard errors of the means and averages from a total of four mice per group tested at least three times with similar results. *, P � 0.05;
**, P � 0.01; ***, P � 0.005.
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FIG 6 Analysis of production of IFN-� and expression of inhibitory receptors in T cells during toxoplasmic encephalitis. Control and GFAP-Cre STAT1f/f mice
were infected with T. gondii and analyzed at 25 dpi. (A and B) Mononuclear cell preparations from control and GFAP-Cre STAT1f/f mice were made, and FACS

(Continued)
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above, as well as the related targets Ligp1, Ccl3, and Ccr1. In this
assay, infection in control mice resulted in upregulation of all of
these target genes but only a subset were compromised in the
GFAP-Cre STAT1f/f mice (Fig. 8). For those targets that were in-
duced by both IFN-� and IFN-� or IFN-� alone, the loss of STAT1
in astrocytes was associated with a significant reduction in their
levels with one exception, Icam1, an adhesion molecule that is
widely expressed by many cell types during TE. It was notable that,
although we examined only a small group of the genes that were
associated uniquely with type I IFNs in astrocytes, the expression
of these genes was not reduced in the GFAP-Cre STAT1f/f mice,
and indeed for Ccl3, the levels of transcripts were actually elevated.
The latter result is consistent with the increased levels of the
closely related chemokine Ccl4 and their shared receptor Ccr1.
Thus, because levels of transcripts for many of the select type I IFN
targets were not reduced in the GFAP-Cre STAT1f/f mice, the in-
creased susceptibility of the GFAP-Cre STAT1f/f mice to TE cor-
relates most prominently with reduced expression of p47 GTPases
and GBPs (molecules that contribute directly to astrocyte control
of T. gondii) and with reduced production of the IFN-�-inducible
chemokines produced by Cxcl9 and Cxcl10.

DISCUSSION

Activation and proliferation of astrocytes represent a common
feature of many insults, including infection, that lead to tissue
damage in the brain. The generation of transgenic mice in which
the GFAP promoter was used to drive overexpression of cytokines
or alter signaling pathways has highlighted the role of astrocytes in
limiting immune infiltration to promote healing (52–54). In cur-
rent models, this extensive gliosis during TE provides a physical
barrier to limit tissue damage and isolate areas of pathogen repli-
cation (18, 20, 21), but whether astrocytes contribute directly to
parasite control in vivo has been difficult to address experimen-
tally. Here, the finding that the GFAP-Cre STAT1f/f mice fail to
control parasite replication in the CNS provides the first in vivo
evidence that astrocytes have direct antimicrobial activity that me-
diates local control of T. gondii. This genetic approach has been
used extensively to address astrocyte function but can also cause
gene deletion in a subset of microglial cells, neurons, and neural
stem cells (33, 55, 56), although we found no evidence of STAT1
deletion in these other cell types or that it compromised antimi-
crobial activities in these populations. For example, the overall

Figure Legend Continued

was used to quantify the numbers of NK cells and CD4� and CD8� T cells. (C) The BMNCs were stained for T. gondii-specific T cells using MHC class I tetramer
for CD8� T cells and MHC class II tetramer for CD4� T cells, and the absolute number of tetramer� T cells was calculated. (D) The BMNCs were analyzed for
the production of IFN-�� by CD4� and CD8� T cells. (E) Frequency and mean fluorescence intensity (MFI) of IFN-� production by CD4� and CD8� T cells.
(F) Absolute number of IFN-�� CD4� and CD8� T cells. (G) Whole brain was homogenized in PBS, and supernatant was removed for IFN-� enzyme-linked
immunosorbent assay. (H and I) Comparison of expression levels of PD-1, LAG3, and TIGIT by CD4� (H) and CD8� (I) T cells in the BMNCs. The graphs show
means � standard errors of the means and averages from three to four mice per group, with similar results seen in a repeat experiment. *, P � 0.05; **, P � 0.01;
***, P � 0.005; ****, P � 0.001.

FIG 7 Identification of IFN-�- and/or IFN-�-inducible genes in primary astrocytes and brain of T. gondii-infected GFAP-Cre STAT1f/f mice. Identification of
genes that were differentially regulated 2-fold or more compared to unstimulated astrocytes by IFN-� and IFN-� after 12 h of culture. (A and B) The cluster of
genes is shown as a heat map. The heat map color indicates log2 expression value. This graph represents average gene expression for replicate arrays. (C and D)
Astrocytes were preincubated with IFN-� for 24 h prior to infection with Pru, and levels of Cxcl9 and Cxcl10 (C) and Igtp, Tgtp1, and Iigp1 (D) transcripts were
normalized to expression of �-actin. The data presented are the mean � standard error of the mean from three independent experiments.

Role of Astrocytes in Infection

November/December 2016 Volume 7 Issue 6 e01881-16 ® mbio.asm.org 9

 
m

bio.asm
.org

 on M
arch 3, 2017 - P

ublished by 
m

bio.asm
.org

D
ow

nloaded from
 

mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


FIG 8 Identification of IFN-�- and/or IFN-�-inducible genes in primary astrocytes and brain of T. gondii-infected GFAP-Cre STAT1f/f mice. RT-PCR was used
to estimate the levels of candidate transcripts in the brain of control and GFAP-Cre STAT1f/f mice infected for 25 days. Transcript levels were normalized to the
expression of �-actin. These graphs are means � standard errors of the means of transcript levels from experimental groups of 4 mice each. A paired analysis of

(Continued)
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levels of iNOS expression were comparable between control and
GFAP-Cre STAT1f/f brains. Furthermore, since IFN-� does not
activate neurons to inhibit parasite replication (57), the increased
parasite burden of the GFAP-Cre STAT1f/f mice is consistent with
a key role for IFN-� in promoting cell intrinsic pathways in astro-
cytes to control parasite replication (58–60).

In vitro studies in astrocytes have established that several of the
p47 GTPases can be recruited to the parasitophorous vacuole, and
the absence of IIGP1 or IGTP results in partial loss of the ability of
IFN-� to restrict growth of T. gondii in these cells (10, 61). A
second group of proteins, the p65 GTPases, are part of this ma-
chinery, and two recent studies highlighted their role in resistance
to T. gondii (12, 13). Thus, the reduced expression of transcripts
for these families observed in the GFAP-Cre STAT1f/f mice sup-
ports the idea that their susceptibility is a consequence of the in-
ability of IFN-� to activate astrocytes to limit the growth of T. gon-
dii. These data have to be interpreted with care as multiple
cytokines can activate STAT1, and our data confirmed the ability
of type I interferons to activate STAT1 and illustrated that IFN-�
and the type I IFNs have unique as well as overlapping effects on
the transcriptional profile of astrocytes. However, our preliminary
studies suggest that, whereas the neutralization of IFN-� in chron-
ically infected mice results in increased parasite replication, this is
not the case for blockade of the type I IFN receptor (S. Hidano and
C. A. Hunter, unpublished observations). The latter finding is
consistent with the observation that the levels of transcripts for the
type I IFN targets Irf7, Usp18, and Ccl4 are not decreased in the
infected GFAP-Cre STAT1f/f mice.

One unanticipated observation was that the loss of STAT1 in
astrocytes resulted in altered cellular distribution of the cyst stage.
In infected mice, under normal circumstances, this stage is found
predominantly in neurons (43), whereas in GFAP-Cre STAT1f/f

mice this latent form was increased in numbers and readily de-
tected in astrocytes. Similarly, in chronically infected WT mice,
treatment with anti-IFN-� resulted in increased levels of parasite
replication accompanied by elevated cyst numbers (8, 22). Al-
though the distribution of cysts in different cell types was not
assessed in the latter studies, the presence of cysts in astrocytes in
the GFAP-Cre STAT1f/f mice is unlikely to be a consequence of the
higher parasite burden. Thus, infected GFAP-Cre gp130f/f mice
have increased parasite burden in the CNS but no significant in-
crease in cyst numbers (20). Together, these observations suggest
that the activation of STAT1 in astrocytes inhibits cyst formation.
Alternatively, there are host cell pathways, such as signaling
through CD73, which promote cyst formation (62), and STAT1
signaling in astrocytes may disrupt these events. This idea stands
in contrast to previous in vitro studies in which IFN-� was used to
promote cyst formation in astrocytes (63), and additional ap-
proaches are needed to directly address the events that limit cyst
formation in astrocytes.

Given the role for astrocytes in the control of inflammation, it
seemed likely that the GFAP-Cre STAT1f/f mice would display
additional phenotypes that were related to their regulatory prop-
erties. For example, the absence of the cytokine receptor gp130 on
astrocytes results in a widespread loss of these cells during TE (20),

and because gp130 signaling activates STAT1, it was possible that
the GFAP-Cre STAT1f/f mice would have a similar phenotype.
However, we found that IL-6 (one of the major inflammatory
cytokines that utilizes gp130) did not activate STAT1 in astrocytes,
and the histological analysis and staining patterns for GFAP in the
GFAP-Cre STAT1f/f mice revealed extensive gliosis and astrocytic
responses to areas of parasite replication. These results imply that
other signaling pathways employed by gp130, such as STAT3 and
mitogen-activated protein kinase (MAPK), mediate the neuro-
protective effects of astrocytes. Astrocytes are also a prominent
chemokine source linked to recruitment of immune cells during
TE (6), and the reduced levels of Ccxl9 and Ccxl10 in the CNS of
the GFAP-Cre STAT1f/f mice are consistent with that idea. How-
ever, the recruitment of inflammatory macrophages, DC popula-
tions, and T cells in the GFAP-Cre STAT1f/f mice did not appear
compromised. This may be a consequence of the elevated levels of
CCL3, a chemokine that promotes CD8� T cell effector function
and migration in the CNS (64). Indeed, T. gondii can stimulate
neurons to produce CCL3 (57), and the increased parasite burden
in the GFAP-Cre STAT1f/f mice may lead to an increased reliance
on this pathway to recruit inflammatory populations. Neverthe-
less, despite normal initial T cell responses in the CNS, at later time
points the T cells in the brains of the GFAP-Cre STAT1f/f mice had
a small but reproducible reduction in their ability to produce
IFN-� and increased expression of inhibitory receptors. Since the
disease in the GFAP-Cre STAT1f/f mice resembles that in chroni-
cally infected mice with severe immune deficiencies (i.e., treated
with neutralizing antibodies specific for IFN-� or depleted of both
CD4� and CD8� T cells), it seems unlikely that the relatively
modest changes in effector function would be sufficient to explain
the high parasite burden in the GFAP-Cre STAT1f/f mice. Rather,
we favor a scenario in which the absence of STAT1 in astrocytes
leads to their failure to control parasite replication and this in-
creased antigen load would lead to persistently stimulated
parasite-specific T cells that display an “exhausted” phenotype.
This is supported by reports that correlate increased T cell expres-
sion of PD-1 with the progression of TE or which showed that
blockade of PD-1/PD-L1 resulted in increased effector responses
and better control of T. gondii (37, 48).

Over the last 30 years, there has been an improved understand-
ing of how the immune system operates within the CNS to control
T. gondii. In particular, local perforin-mediated cytotoxic T lym-
phocyte (CTL) activity and production of IFN-� and tumor ne-
crosis factor alpha (TNF-�), which promote macrophage antimi-
crobial effector mechanisms, have key roles in the control of
T. gondii (44, 65–68). Similarly, stimulation through CD40 can
promote the control of T. gondii (69, 70), and in astrocytes, this
pathway is STAT1 independent (Hidano and Hunter, unpub-
lished). Nevertheless, in the GFAP-Cre STAT1f/f mice, these other
antiparasite effector mechanisms appear largely intact but are not
sufficient for long-term parasite control. This diverse literature
highlights the need for an integrated immune response that en-
gages multiple effector pathways for the control of T. gondii in the
CNS. There has been a longstanding interest in using this infor-
mation to design strategies that would enhance the ability of the

Figure Legend Continued

the infected control and GFAP-Cre STAT1f/f mice for the interferon-induced targets Gbp2, Gbp3, Cxcl10, Cd274, Irgm2, Igtp, Ifi47, Tgtp1, Gbp5, Cxcl9, Irf1, and
Gbp10 revealed that this group was significantly different (P � 0.045). *, P � 0.05; **, P � 0.01; ***, P � 0.005; ****, P � 0.001.
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immune system to control T. gondii in patients with underlying T
cell defects. Knowing that STAT1 is important in astrocyte im-
mune functions under normal circumstances should provide
novel leads for therapeutic strategies to eradicate the cyst stage and
better manage TE without compromising the neuroprotective ef-
fects of these glia.

MATERIALS AND METHODS
Culture of primary astrocytes. Astrocytes were isolated from mixed glial
cultures derived from the cerebral cortex of 1- to 3-day-old neonatal mice,
as previously described (9, 71). After 12 days of culture, astrocytes (�90%
GFAP�) were plated at a density of 1 � 105 cells/cm2 in 12-well plates. To
assess the ability of IFN-� to limit parasite replication, astrocytes were
stimulated with 100 U/ml IFN-� for 24 h prior to infection. Cultures were
washed, and tachyzoites of the Prugniaud (Pru) strain, Pru-green fluores-
cent protein (GFP) strain, or Pru-Venusluc strain of T. gondii were added
at a ratio of 5 Pru cells to 1 host cell for 20 h. The Pru-Venusluc strain
contains a fusion protein of Venus (a modified version of YFP) and Pho-
tinus pyralis luciferase and was obtained from M. Yamamoto (72). The
percentage of infected cells was assessed microscopically by Hema3
(Fisher Scientific, Kalamazoo, MI) staining. To assess STAT phosphory-
lation, astrocytes were incubated with IFN-� and infected with Pru at a
ratio of 1 Pru cell to 1 host cell for 1 h. For universal type I IFN (PBL
Interferon Source, Piscataway, NJ), IL-6 (BioLegend, San Diego, CA), and
IL-27 (Amgen, Thousand Oaks, CA), cells were stimulated for 1 h. Astro-
cytes were immediately fixed on ice in 4% paraformaldehyde (PFA) for
20 min and were permeabilized in 90% methanol on ice. Staining was
performed in Fc block with anti-pSTAT1 (pY701) (BD Bioscience, Frank-
lin Lakes, NJ).

Mice and infections. STAT1�/� mice and GFAP-Cre STAT1f/f mice
were bred in the University Laboratory Animal Resources facilities at the
University of Pennsylvania. hGFAP-Cre transgenic mice [Tg(GFAP-
cre)25Mes] (33) and STAT1�/� mice (73) were obtained from the Jack-
son Laboratory (Bar Harbor, ME), and STAT1f/f mice were generated as
previously described (74). Age- and sex-matched conditional knockout
mice were used in experiments, with STAT1f/f mouse littermates serving
as controls. For infections, cysts of the ME49 strain were isolated from
chronically infected CBA mice and mice were infected with 20 cysts intra-
peritoneally (i.p.). All procedures were performed in accordance with the
guidelines of the University of Pennsylvania Institutional Animal Care
and Use Committee.

Real-time PCR. Real-time PCR was utilized to quantify parasite DNA
as previously described (75). Briefly, DNA was purified from approxi-
mately 50 mg of tissue using the High Pure PCR template preparation kit
(Roche, Mannheim, Germany). Primers for the T. gondii B1 repeat region
were used to quantify the amount of parasite DNA from 500 ng of DNA.
Total RNA was isolated with the Trizol reagent, and first-strand cDNAs
were synthesized using oligo(dT) primers and the Superscript reverse
transcription-PCR (RT-PCR) kit (Invitrogen, Carlsbad, CA). Primers
used were QuantiTect primers (Qiagen, Valencia, CA), and primer se-
quences are listed in the supplemental material. cDNAs were amplified
using Power SYBR Green PCR master mix and a 7500 Fast real-time PCR
system. Analysis was performed with system software, v1.3.1 (Applied
Biosystems, Warrington, United Kingdom).

Analysis of immune responses to T. gondii. Splenocytes were disso-
ciated and subjected to hypotonic red blood cell lysis to generate a single-
cell suspension. BMNCs were extracted from the CNS following treat-
ment of this tissue with collagenase-dispase and DNase I and then isolated
by density gradient centrifugation using Percoll as previously described
(75). Single-cell suspensions were stained in fluorescence-activated cell
sorting (FACS) buffer (0.5% bovine serum albumin [BSA], 2 mM EDTA
in phosphate-buffered saline [PBS]) with Fc block containing LIVE/
DEAD Fixable Aqua dead cell marker (Invitrogen), with a combination of
cell surface antibody markers. Cell surface staining was used with a com-
bination of fluorescein isothiocyanate (FITC), phycoerythrin (PE), PE-

CF594, peridinin chlorophyll protein (PerCP)-Cy5.5, PE-Cy7, Alexa
Fluor 700, allophycocyanin (APC)-Alexa Fluor 780, APC, and APC-Cy7.
The conjugated and unconjugated antibodies specific to the following
antigens (CD3e, 2C11; CD19, eBio1D3; NK1.1, PK136; CD45, 30-F11;
CD11b, M1/70; CD11c, N418; MHC class II, M5/114.15.2; CD4, RM4-5;
CD8a, GK1.5; DX5, DX5; Ly6G, RBC-8C5; Ly6C, HK1.4; PD1, J43; LAG3,
eBioC9B7W; TIGIT, MBSA43) were purchased from BD Biosciences (San
Jose, CA), BioLegend (San Diego, CA), and eBioscience (San Diego, CA).
For cytokine production, cells were plated at a cell density of 1 � 106 cells
per well in 96-well plates and were assayed using cells stimulated for 4 h
with or without PMA and ionomycin in the presence of brefeldin A and
monensin. These cells were stained for surface markers and fixed with 4%
PFA in PBS. Intracellular IFN-� (XMG1.2) and IL-12p40 (C15.6) were
detected by staining in 0.5% saponin buffer (Sigma, St. Louis, MO). Data
were collected on a BD LSRFortessa cell analyzer (BD Bioscience) and
analyzed using FlowJo software (Tree Star, Ashland, OR).

Histology and IHC. To detect the presence of T. gondii in paraffin
sections, tissues were fixed overnight in 10% formalin (Sigma) and em-
bedded in paraffin, and 10-�m sections were prepared for immunohisto-
chemistry (IHC) as previously described. For frozen sections, brains were
bisected and frozen with optimal cutting temperature (OCT) solution
(Tissue-Tek, Torrance, CA), serial sagittal sections were prepared, and
frozen sections were fixed in 100% acetone. Primary astrocytes were
plated at a density of 1 � 105 cells/cm2 in 12-well plates, fixed with 90%
methanol, and then blocked in 2% normal goat serum (NGS) prior to
incubation with antibodies for GFAP (2A5; Dako, Carpinteria, CA;
1:400), STAT1 (E-23; Santa Cruz Biotechnology, Dallas, TX; 1:200), iNOS
(ab15323; Abcam, Cambridge, MA; 1:200), CD11b (M1/70; BD Biosci-
ence; 1:200), and IGTP (BD Bioscience; 1:200), followed with appropriate
secondary antibodies conjugated to Alexa Fluor 488 or Alexa Fluor 594.
DAPI (4=,6-diamidino-2-phenylindole) (Invitrogen) was used to visual-
ize nuclei. Samples were mounted in ProLong Gold. Images were collected
on a Nikon E600 fluorescence microscope and analyzed using NIS-
Element (Nikon, Tokyo, Japan).

For whole mounts, brains were collected and fixed for 24 h in PFA
and then immersed in 30% sucrose in PBS before the preparation of
40-�m-thick coronal brain sections. To detect Toxoplasma cysts, brain
sections were incubated with fluorescein-labeled Dolichos biflorus ag-
glutinin (Vector Laboratories; FL-1031; 1:500), a lectin that binds
sugar moieties in the cyst wall (76), and immunostained with antibodies
specific for GFAP (Dako; Z0334; 1:200) and neurons using a cocktail of
biotinylated anti-NeuN (Millipore; MAB3778; 1:200), mouse anti-MAP2
(Sigma; M2320; 1:2,000), and chicken antineurofilament (Abcam;
ab4680; 1:20,000). Where appropriate, species-appropriate Alexa Fluor-
conjugated or Cy5-streptavidin secondary antibodies were used (Invitro-
gen; A31556, A21236, A21449, and 434316), and sections were mounted
with Vectashield Hardset mounting medium (Vector; H-1400). Images
were obtained using a 63� oil lens on a Leica SP5-II confocal microscope
or a 10� lens on an upright fluorescence microscope (Deltavision RT
deconvolution fluorescence). Images were analyzed using ImageJ soft-
ware or Adobe Photoshop CS3.

Microarray analysis. Whole-genome expression microarray analysis
was performed as previously described (77). Microarrays and data analy-
ses were carried out as previously described (78). Briefly, total RNA was
isolated from untreated WT primary astrocytes or cells treated with
10 ng/ml of either recombinant IFN-� or universal type I interferon (PBL
Assay Science) for 12 h, and then biotin-labeled cRNA was generated.
Illumina MouseRef-8 version 2 expression BeadChips were hybridized
with cRNA and scanned, and images were converted to raw expression
values. Data analyses were carried out using the statistical computing
environment R (v3.0.2), the Bioconductor suite of packages for R, and
RStudio (v0.97). Probe sets that were differentially regulated �2-fold
(P � 0.05) after controlling for multiple testing using the Bonferroni-
Hochberg method were used for heat map generation. Genes were defined
as being selectively induced if they were expressed �2-fold by IFN-� treat-
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ment relative to control but not by type I interferon treatment or vice
versa. Genes were defined as inducible by both cytokines if their expres-
sion was increased �2-fold by both treatments.

Statistics. Statistical significance was determined using a two-tailed
unpaired Student t test, which was performed using Prism 6 software
(GraphPad Software, La Jolla, CA). Significance of survival curves was
assessed using Kaplan-Meier survival curves. Where appropriate, a paired
analysis was used to assess changes in levels of IFN-�-induced genes. Error
bars indicate the standard deviations of the means: *, P � 0.05; **, P �
0.01; ***, P � 0.001; ****, P � 0.0001.

Accession number(s). Nonnormalized, non-background-subtracted
raw data have been deposited in the Gene Expression Omnibus (GEO)
database for public access (accession number GSE67137).

SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at http://mbio.asm.org/
lookup/suppl/doi:10.1128/mBio.01881-16/-/DCSupplemental.

Figure S1, TIF file, 0.2 MB.
Figure S2, TIF file, 0.2 MB.
Figure S3, TIF file, 0.1 MB.

ACKNOWLEDGMENTS

This work was supported by the Commonwealth of Pennsylvania, a Fel-
lowship from Strategic Young Researcher Overseas Visits Program for
Accelerating Brain Circulation (S.H.), NIH grants AI41158 and
5R21EY021314 (C.A.H.), and the Deutsche Forschungsgemeinschaft
(C.K.). L.H. and P.J.K. were supported by the IRP of the NIDDK/NIH,
while A.A.K. was supported by NIH NS65116.

S.H., L.M.R., and C.A.H. conceived and designed the experiments and
wrote the paper. S.H., L.M.R., C.K., Q.F., and B.T. performed the exper-
iments. S.H., L.M.R., C.K., H.K.D., A.A.K., and C.A.H. analyzed the data.
L.D. and D.P.B. performed the microarray analysis. H.K.D. and A.A.K.
created the stitched brain image. P.J.K. and L.H. contributed STAT1f/f

mice. B.J., T.K., and T.H.H. contributed reagents/materials/analysis tools.

REFERENCES
1. Carson MJ, Doose JM, Melchior B, Schmid CD, Ploix CC. 2006. CNS

immune privilege: hiding in plain sight. Immunol Rev 213:48 – 65. http://
dx.doi.org/10.1111/j.1600-065X.2006.00441.x.

2. Iadecola C, Nedergaard M. 2007. Glial regulation of the cerebral micro-
vasculature. Nat Neurosci 10:1369 –1376. http://dx.doi.org/10.1038/
nn2003.

3. Dong Y, Benveniste EN. 2001. Immune function of astrocytes. Glia 36:
180 –190. http://dx.doi.org/10.1002/glia.1107.

4. Sofroniew MV, Vinters HV. 2010. Astrocytes: biology and pathology. Acta
Neuropathol 119:7–35. http://dx.doi.org/10.1007/s00401-009-0619-8.

5. Wilson EH, Weninger W, Hunter CA. 2010. Trafficking of immune cells
in the central nervous system. J Clin Invest 120:1368 –1379. http://
dx.doi.org/10.1172/JCI41911.

6. Strack A, Schlüter D, Asensio VC, Campbell IL, Deckert M. 2002.
Regulation of the kinetics of intracerebral chemokine gene expression in
murine Toxoplasma encephalitis: impact of host genetic factors. Glia 40:
372–377. http://dx.doi.org/10.1002/glia.10104.

7. Gazzinelli RT, Hieny S, Wynn TA, Wolf S, Sher A. 1993. Interleukin 12
is required for the T-lymphocyte-independent induction of interferon
gamma by an intracellular parasite and induces resistance in T-cell-
deficient hosts. Proc Natl Acad Sci U S A 90:6115– 6119. http://dx.doi.org/
10.1073/pnas.90.13.6115.

8. Suzuki Y, Conley FK, Remington JS. 1989. Importance of endogenous
IFN-gamma for prevention of toxoplasmic encephalitis in mice. J Immu-
nol 143:2045–2050.

9. Halonen SK, Taylor GA, Weiss LM. 2001. Gamma interferon-induced
inhibition of Toxoplasma gondii in astrocytes is mediated by IGTP. Infect
Immun 69:5573–5576. http://dx.doi.org/10.1128/IAI.69.9.5573
-5576.2001.

10. Martens S, Parvanova I, Zerrahn J, Griffiths G, Schell G, Reichmann G,
Howard JC. 2005. Disruption of Toxoplasma gondii parasitophorous vac-
uoles by the mouse p47-resistance GTPases. PLoS Pathog 1:e24. http://
dx.doi.org/10.1371/journal.ppat.0010024.

11. Halonen SK, Chiu F, Weiss LM. 1998. Effect of cytokines on growth of
Toxoplasma gondii in murine astrocytes. Infect Immun 66:4989 – 4993.

12. Yamamoto M, Okuyama M, Ma JS, Kimura T, Kamiyama N, Saiga H,
Ohshima J, Sasai M, Kayama H, Okamoto T, Huang DC, Soldati-Favre
D, Horie K, Takeda J, Takeda K. 2012. A cluster of interferon-�-
inducible p65 GTPases plays a critical role in host defense against Toxo-
plasma gondii. Immunity 37:302–313. http://dx.doi.org/10.1016/
J.Immuni.2012.06.009.

13. Degrandi D, Kravets E, Konermann C, Beuter-Gunia C, Klümpers V,
Lahme S, Wischmann E, Mausberg AK, Beer-Hammer S, Pfeffer K.
2013. Murine guanylate binding protein 2 (mGBP2) controls Toxoplasma
gondii replication. Proc Natl Acad Sci U S A 110:294 –299. http://
dx.doi.org/10.1073/pnas.1205635110.

14. Khan IA, MacLean JA, Lee FS, Casciotti L, DeHaan E, Schwartzman JD,
Luster AD. 2000. IP-10 is critical for effector T cell trafficking and host
survival in Toxoplasma gondii infection. Immunity 12:483– 494. http://
dx.doi.org/10.1016/S1074-7613(00)80200-9.

15. Aviles H, Stiles J, O’Donnell P, Orshal J, Leid J, Sonnenfeld G, Monroy
F. 2008. Kinetics of systemic cytokine and brain chemokine gene expres-
sion in murine toxoplasma infection. J Parasitol 94:1282–1288. http://
dx.doi.org/10.1645/GE-1309.1.

16. Wen X, Kudo T, Payne L, Wang X, Rodgers L, Suzuki Y. 2010. Pre-
dominant interferon-�-mediated expression of CXCL9, CXCL10, and
CCL5 proteins in the brain during chronic infection with Toxoplasma
gondii in BALB/c mice resistant to development of toxoplasmic encepha-
litis. J Interferon Cytokine Res 30:653– 660. http://dx.doi.org/10.1089/
jir.2009.0119.

17. Harris TH, Banigan EJ, Christian DA, Konradt C, Tait Wojno ED,
Norose K, Wilson EH, John B, Weninger W, Luster AD, Liu AJ, Hunter
CA. 2012. Generalized Levy walks and the role of chemokines in migration
of effector CD8� T cells. Nature 486:545–548. http://dx.doi.org/10.1038/
nature11098.

18. Wilson EH, Hunter CA. 2004. The role of astrocytes in the immuno-
pathogenesis of toxoplasmic encephalitis. Int J Parasitol 34:543–548.
http://dx.doi.org/10.1016/j.ijpara.2003.12.010.

19. Stenzel W, Soltek S, Schlüter D, Deckert M. 2004. The intermediate
filament GFAP is important for the control of experimental murine Staph-
ylococcus aureus-induced brain abscess and Toxoplasma encephalitis. J
Neuropathol Exp Neurol 63:631– 640. http://dx.doi.org/10.1093/jnen/
63.6.631.

20. Drögemüller K, Helmuth U, Brunn A, Sakowicz-Burkiewicz M, Gut-
mann DH, Mueller W, Deckert M, Schlüter D. 2008. Astrocyte gp130
expression is critical for the control of Toxoplasma encephalitis. J Immu-
nol 181:2683–2693. http://dx.doi.org/10.4049/jimmunol.181.4.2683.

21. Cekanaviciute E, Dietrich HK, Axtell RC, Williams AM, Egusquiza R,
Wai KM, Koshy AA, Buckwalter MS. 2014. Astrocytic TGF-� signaling
limits inflammation and reduces neuronal damage during central nervous
system Toxoplasma infection. J Immunol 193:139 –149. http://dx.doi.org/
10.4049/jimmunol.1303284.

22. Gazzinelli R, Xu Y, Hieny S, Cheever A, Sher A. 1992. Simultaneous
depletion of CD4� and CD8� T lymphocytes is required to reactivate
chronic infection with Toxoplasma gondii. J Immunol 149:175–180.

23. Gavrilescu LC, Butcher BA, Del Rio L, Taylor GA, Denkers EY. 2004.
STAT1 is essential for antimicrobial effector function but dispensable for
gamma interferon production during Toxoplasma gondii infection. Infect
Immun 72:1257–1264. http://dx.doi.org/10.1128/IAI.72.3.1257
-1264.2004.

24. Lieberman LA, Banica M, Reiner SL, Hunter CA. 2004. STAT1 plays a
critical role in the regulation of antimicrobial effector mechanisms, but
not in the development of Th1-type responses during toxoplasmosis. J
Immunol 172:457– 463. http://dx.doi.org/10.4049/jimmunol.172.1.457.

25. Lüder CG, Walter W, Beuerle B, Maeurer MJ, Gross U. 2001. Toxoplasma
gondii down-regulates MHC class II gene expression and antigen presentation
by murine macrophages via interference with nuclear translocation of
STAT1alpha. Eur J Immunol 31:1475–1484. http://dx.doi.org/10.1002/1521
-4141(200105)31:5&lt;1475::AID-IMMU1475&gt;3.0.CO;2-C.

26. Rosowski EE, Saeij JP. 2012. Toxoplasma gondii clonal strains all inhibit
STAT1 transcriptional activity but polymorphic effectors differentially
modulate IFN� induced gene expression and STAT1 phosphorylation.
PLoS One 7:e51448. http://dx.doi.org/10.1371/journal.pone.0051448.

27. Zimmermann S, Murray PJ, Heeg K, Dalpke AH. 2006. Induction of
suppressor of cytokine signaling-1 by Toxoplasma gondii contributes to

Role of Astrocytes in Infection

November/December 2016 Volume 7 Issue 6 e01881-16 ® mbio.asm.org 13

 
m

bio.asm
.org

 on M
arch 3, 2017 - P

ublished by 
m

bio.asm
.org

D
ow

nloaded from
 

http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.01881-16/-/DCSupplemental
http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.01881-16/-/DCSupplemental
http://dx.doi.org/10.1111/j.1600-065X.2006.00441.x
http://dx.doi.org/10.1111/j.1600-065X.2006.00441.x
http://dx.doi.org/10.1038/nn2003
http://dx.doi.org/10.1038/nn2003
http://dx.doi.org/10.1002/glia.1107
http://dx.doi.org/10.1007/s00401-009-0619-8
http://dx.doi.org/10.1172/JCI41911
http://dx.doi.org/10.1172/JCI41911
http://dx.doi.org/10.1002/glia.10104
http://dx.doi.org/10.1073/pnas.90.13.6115
http://dx.doi.org/10.1073/pnas.90.13.6115
http://dx.doi.org/10.1128/IAI.69.9.5573-5576.2001
http://dx.doi.org/10.1128/IAI.69.9.5573-5576.2001
http://dx.doi.org/10.1371/journal.ppat.0010024
http://dx.doi.org/10.1371/journal.ppat.0010024
http://dx.doi.org/10.1016/J.Immuni.2012.06.009
http://dx.doi.org/10.1016/J.Immuni.2012.06.009
http://dx.doi.org/10.1073/pnas.1205635110
http://dx.doi.org/10.1073/pnas.1205635110
http://dx.doi.org/10.1016/S1074-7613(00)80200-9
http://dx.doi.org/10.1016/S1074-7613(00)80200-9
http://dx.doi.org/10.1645/GE-1309.1
http://dx.doi.org/10.1645/GE-1309.1
http://dx.doi.org/10.1089/jir.2009.0119
http://dx.doi.org/10.1089/jir.2009.0119
http://dx.doi.org/10.1038/nature11098
http://dx.doi.org/10.1038/nature11098
http://dx.doi.org/10.1016/j.ijpara.2003.12.010
http://dx.doi.org/10.1093/jnen/63.6.631
http://dx.doi.org/10.1093/jnen/63.6.631
http://dx.doi.org/10.4049/jimmunol.181.4.2683
http://dx.doi.org/10.4049/jimmunol.1303284
http://dx.doi.org/10.4049/jimmunol.1303284
http://dx.doi.org/10.1128/IAI.72.3.1257-1264.2004
http://dx.doi.org/10.1128/IAI.72.3.1257-1264.2004
http://dx.doi.org/10.4049/jimmunol.172.1.457
http://dx.doi.org/10.1002/1521-4141(200105)31:5
http://dx.doi.org/10.1002/1521-4141(200105)31:5
http://&lt;1475::AID-IMMU1475&gt;3.0.CO;2-C
http://dx.doi.org/10.1371/journal.pone.0051448
mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


immune evasion in macrophages by blocking IFN-� signaling. J Immunol
176:1840 –1847. http://dx.doi.org/10.4049/jimmunol.176.3.1840.

28. Beiting DP, Hidano S, Baggs JE, Geskes JM, Fang Q, Wherry EJ, Hunter
CA, Roos DS, Cherry S. 2015. The orphan nuclear receptor TLX is an
enhancer of STAT1-mediated transcription and immunity to Toxoplasma
gondii. PLoS Biol 13:e1002200. http://dx.doi.org/10.1371/journal
.pbio.1002200.

29. Olias P, Etheridge RD, Zhang Y, Holtzman MJ, Sibley LD. 2016.
Toxoplasma effector recruits the mi-2/NuRD complex to repress STAT1
transcription and block IFN-�-dependent gene expression. Cell Host Mi-
crobe 20:72– 82. http://dx.doi.org/10.1016/j.chom.2016.06.006.

30. Gay G, Braun L, Brenier-Pinchart MP, Vollaire J, Josserand V, Bertini
RL, Varesano A, Touquet B, De Bock PJ, Coute Y, Tardieux I, Boug-
dour A, Hakimi MA. 2016. Toxoplasma gondii TgIST co-opts host chro-
matin repressors dampening STAT1-dependent gene regulation and IFN-
�-mediated host defenses. J Exp Med 213:1779 –1798. http://dx.doi.org/
10.1084/jem.20160340.

31. Schneider AG, Abi Abdallah DS, Butcher BA, Denkers EY. 2013. Tox-
oplasma gondii triggers phosphorylation and nuclear translocation of den-
dritic cell STAT1 while simultaneously blocking IFN�-induced STAT1
transcriptional activity. PLoS One 8:e60215. http://dx.doi.org/10.1371/
journal.pone.0060215.

32. Lang C, Hildebrandt A, Brand F, Opitz L, Dihazi H, Lüder CG. 2012.
Impaired chromatin remodelling at STAT1-regulated promoters leads to
global unresponsiveness of Toxoplasma gondii-infected macrophages to
IFN-�. PLoS Pathog 8:e1002483. http://dx.doi.org/10.1371/journal
.ppat.1002483.

33. Zhuo L, Theis M, Alvarez-Maya I, Brenner M, Willecke K, Messing A.
2001. hGFAP-cre transgenic mice for manipulation of glial and neuronal
function in vivo. Genesis 31:85–94. http://dx.doi.org/10.1002/gene.10008.

34. Brenner M, Kisseberth WC, Su Y, Besnard F, Messing A. 1994. GFAP
promoter directs astrocyte-specific expression in transgenic mice. J Neu-
rosci 14:1030 –1037.

35. Imura T, Nakano I, Kornblum HI, Sofroniew MV. 2006. Phenotypic and
functional heterogeneity of GFAP-expressing cells in vitro: differential ex-
pression of LeX/CD15 by GFAP-expressing multipotent neural stem cells
and non-neurogenic astrocytes. Glia 53:277–293. http://dx.doi.org/
10.1002/glia.20281.

36. Maubach G, Lim MC, Zhang CY, Zhuo L. 2006. GFAP promoter directs
lacZ expression specifically in a rat hepatic stellate cell line. World J Gas-
troenterol 12:723–730. http://dx.doi.org/10.3748/wjg.v12.i5.723.

37. 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. 2009. Behavior of parasite-specific effector CD8� T cells
in the brain and visualization of a kinesis-associated system of reticular
fibers. Immunity 30:300 –311. http://dx.doi.org/10.1016/j.immuni
.2008.12.013.

38. Tait ED, Jordan KA, Dupont CD, Harris TH, Gregg B, Wilson EH,
Pepper M, Dzierszinski F, Roos DS, Hunter CA. 2010. Virulence of
Toxoplasma gondii is associated with distinct dendritic cell responses and
reduced numbers of activated CD8� T cells. J Immunol 185:1502–1512.
http://dx.doi.org/10.4049/jimmunol.0903450.

39. Mashayekhi M, Sandau MM, Dunay IR, Frickel EM, Khan A, Gold-
szmid RS, Sher A, Ploegh HL, Murphy TL, Sibley LD, Murphy KM.
2011. CD8�� dendritic cells are the critical source of interleukin-12 that
controls acute infection by Toxoplasma gondii tachyzoites. Immunity 35:
249 –259. http://dx.doi.org/10.1016/j.immuni.2011.08.008.

40. Scanga CA, Aliberti J, Jankovic D, Tilloy F, Bennouna S, Denkers EY,
Medzhitov R, Sher A. 2002. Cutting edge: MyD88 is required for resis-
tance to Toxoplasma gondii infection and regulates parasite-induced IL-12
production by dendritic cells. J Immunol 168:5997– 6001. http://
dx.doi.org/10.4049/jimmunol.168.12.5997.

41. Caetano BC, Biswas A, Lima-Junior DS, Jr., Benevides L, Mineo TWP,
Horta CV, Lee K, Silva JS, Gazzinelli RT, Zamboni DS, Kobayashi KS.
2011. Intrinsic expression of Nod2 in CD4� T lymphocytes is not neces-
sary for the development of cell-mediated immunity and host resistance to
Toxoplasma gondii. Eur J Immunol 41:3627–3631. http://dx.doi.org/
10.1002/eji.20114187622002196.

42. Goldszmid RS, Caspar P, Rivollier A, White S, Dzutsev A, Hieny S,
Kelsall B, Trinchieri G, Sher A. 2012. NK cell-derived interferon-� or-
chestrates cellular dynamics and the differentiation of monocytes into
dendritic cells at the site of infection. Immunity 36:1047–1059. http://
dx.doi.org/10.1016/j.immuni.2012.03.026.

43. Cabral CM, Tuladhar S, Dietrich HK, Nguyen E, MacDonald WR,
Trivedi T, Devineni A, Koshy AA. 2016. Neurons are the primary target
cell for the brain-tropic intracellular parasite Toxoplasma gondii. PLoS
Pathog 12:e1005447. http://dx.doi.org/10.1371/journal.ppat.1005447.

44. Scharton-Kersten TM, Yap G, Magram J, Sher A. 1997. Inducible nitric
oxide is essential for host control of persistent but not acute infection with
the intracellular pathogen Toxoplasma gondii. J Exp Med 185:1261–1273.
http://dx.doi.org/10.1084/jem.185.7.1261.

45. Blackburn SD, Shin H, Haining WN, Zou T, Workman CJ, Polley A,
Betts MR, Freeman GJ, Vignali DA, Wherry EJ. 2009. Coregulation of
CD8� T cell exhaustion by multiple inhibitory receptors during chronic
viral infection. Nat Immunol 10:29 –37. http://dx.doi.org/10.1038/
ni.1679.

46. Sharpe AH, Wherry EJ, Ahmed R, Freeman GJ. 2007. The function of
programmed cell death 1 and its ligands in regulating autoimmunity and
infection. Nat Immunol 8:239 –245. http://dx.doi.org/10.1038/ni1443.

47. Wherry EJ, Ha SJ, Kaech SM, Haining WN, Sarkar S, Kalia V, Subra-
maniam S, Blattman JN, Barber DL, Ahmed R. 2007. Molecular signa-
ture of CD8� T cell exhaustion during chronic viral infection. Immunity
27:670 – 684. http://dx.doi.org/10.1016/j.immuni.2007.09.006.

48. Bhadra R, Gigley JP, Weiss LM, Khan IA. 2011. Control of Toxoplasma
reactivation by rescue of dysfunctional CD8� T-cell response via PD-1-
PDL-1 blockade. Proc Natl Acad Sci U S A 108:9196 –9201. http://
dx.doi.org/10.1073/Pnas.1015298108.

49. Saha B, Jyothi Prasanna S, Chandrasekar B, Nandi D. 2010. Gene
modulation and immunoregulatory roles of interferon�. Cytokine 50:
1–14. http://dx.doi.org/10.1016/j.cyto.2009.11.021.

50. Ehrt S, Schnappinger D, Bekiranov S, Drenkow J, Shi S, Gingeras TR,
Gaasterland T, Schoolnik G, Nathan C. 2001. Reprogramming of the
macrophage transcriptome in response to interferon-� and Mycobacte-
rium tuberculosis: signaling roles of nitric oxide synthase-2 and phagocyte
oxidase. J Exp Med 194:1123–1140. http://dx.doi.org/10.1084/jem.194
.8.1123.

51. Carr DJ, Veress LA, Noisakran S, Campbell IL. 1998. Astrocyte-targeted
expression of IFN-�1 protects mice from acute ocular herpes simplex
virus type 1 infection. J Immunol 161:4859 – 4865.

52. Campbell IL, Erta M, Lim SL, Frausto R, May U, Rose-John S, Scheller
J, Hidalgo J. 2014. Trans-signaling is a dominant mechanism for the
pathogenic actions of interleukin-6 in the brain. J Neurosci 34:2503–2513.
http://dx.doi.org/10.1523/JNEUROSCI.2830-13.2014.

53. Bush TG, Puvanachandra N, Horner CH, Polito A, Ostenfeld T, Svend-
sen CN, Mucke L, Johnson MH, Sofroniew MV. 1999. Leukocyte infil-
tration, neuronal degeneration, and neurite outgrowth after ablation of
scar-forming, reactive astrocytes in adult transgenic mice. Neuron 23:
297–308. http://dx.doi.org/10.1016/S0896-6273(00)80781-3.

54. Wanner IB, Anderson MA, Song B, Levine J, Fernandez A, Gray-
Thompson Z, Ao Y, Sofroniew MV. 2013. Glial scar borders are formed
by newly proliferated, elongated astrocytes that interact to corral inflam-
matory and fibrotic cells via STAT3-dependent mechanisms after spinal
cord injury. J Neurosci 33:12870 –12886. http://dx.doi.org/10.1523/
JNEUROSCI.2121-13.2013.

55. Marino S, Vooijs M, van der Gulden H, Jonkers J, Berns A. 2000.
Induction of medulloblastomas in p53-null mutant mice by somatic in-
activation of Rb in the external granular layer cells of the Cerebellum.
Genes Dev 14:994 –1004.

56. Theis M, Jauch R, Zhuo L, Speidel D, Wallraff A, Döring B, Frisch C,
Söhl G, Teubner B, Euwens C, Huston J, Steinhäuser C, Messing A,
Heinemann U, Willecke K. 2003. Accelerated hippocampal spreading
depression and enhanced locomotory activity in mice with astrocyte-
directed inactivation of connexin 43. J Neurosci 23:766 –776.

57. Schlüter D, Deckert M, Hof H, Frei K. 2001. Toxoplasma gondii infection
of neurons induces neuronal cytokine and chemokine production, but
gamma interferon- and tumor necrosis factor-stimulated neurons fail to
inhibit the invasion and growth of T. gondii. Infect Immun 69:7889 –7893.
http://dx.doi.org/10.1128/IAI.69.12.7889-7893.2001.

58. Fujigaki S, Saito K, Takemura M, Maekawa N, Yamada Y, Wada H,
Seishima M. 2002. L-Tryptophan-L-kynurenine pathway metabolism ac-
celerated by Toxoplasma gondii infection is abolished in gamma
interferon-gene-deficient mice: cross-regulation between inducible nitric
oxide synthase and indoleamine-2,3-dioxygenase. Infect Immun 70:
779 –786. http://dx.doi.org/10.1128/IAI.70.2.779-786.2002.

59. Silva NM, Rodrigues CV, Santoro MM, Reis LF, Alvarez-Leite JI,
Gazzinelli RT. 2002. Expression of indoleamine 2,3-dioxygenase, trypto-

Hidano et al.

14 ® mbio.asm.org November/December 2016 Volume 7 Issue 6 e01881-16

 
m

bio.asm
.org

 on M
arch 3, 2017 - P

ublished by 
m

bio.asm
.org

D
ow

nloaded from
 

http://dx.doi.org/10.4049/jimmunol.176.3.1840
http://dx.doi.org/10.1371/journal.pbio.1002200
http://dx.doi.org/10.1371/journal.pbio.1002200
http://dx.doi.org/10.1016/j.chom.2016.06.006
http://dx.doi.org/10.1084/jem.20160340
http://dx.doi.org/10.1084/jem.20160340
http://dx.doi.org/10.1371/journal.pone.0060215
http://dx.doi.org/10.1371/journal.pone.0060215
http://dx.doi.org/10.1371/journal.ppat.1002483
http://dx.doi.org/10.1371/journal.ppat.1002483
http://dx.doi.org/10.1002/gene.10008
http://dx.doi.org/10.1002/glia.20281
http://dx.doi.org/10.1002/glia.20281
http://dx.doi.org/10.3748/wjg.v12.i5.723
http://dx.doi.org/10.1016/j.immuni.2008.12.013
http://dx.doi.org/10.1016/j.immuni.2008.12.013
http://dx.doi.org/10.4049/jimmunol.0903450
http://dx.doi.org/10.1016/j.immuni.2011.08.008
http://dx.doi.org/10.4049/jimmunol.168.12.5997
http://dx.doi.org/10.4049/jimmunol.168.12.5997
http://dx.doi.org/10.1002/eji.20114187622002196
http://dx.doi.org/10.1002/eji.20114187622002196
http://dx.doi.org/10.1016/j.immuni.2012.03.026
http://dx.doi.org/10.1016/j.immuni.2012.03.026
http://dx.doi.org/10.1371/journal.ppat.1005447
http://dx.doi.org/10.1084/jem.185.7.1261
http://dx.doi.org/10.1038/ni.1679
http://dx.doi.org/10.1038/ni.1679
http://dx.doi.org/10.1038/ni1443
http://dx.doi.org/10.1016/j.immuni.2007.09.006
http://dx.doi.org/10.1073/Pnas.1015298108
http://dx.doi.org/10.1073/Pnas.1015298108
http://dx.doi.org/10.1016/j.cyto.2009.11.021
http://dx.doi.org/10.1084/jem.194.8.1123
http://dx.doi.org/10.1084/jem.194.8.1123
http://dx.doi.org/10.1523/JNEUROSCI.2830-13.2014
http://dx.doi.org/10.1016/S0896-6273(00)80781-3
http://dx.doi.org/10.1523/JNEUROSCI.2121-13.2013
http://dx.doi.org/10.1523/JNEUROSCI.2121-13.2013
http://dx.doi.org/10.1128/IAI.69.12.7889-7893.2001
http://dx.doi.org/10.1128/IAI.70.2.779-786.2002
mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/


phan degradation, and kynurenine formation during in vivo infection
with Toxoplasma gondii: induction by endogenous gamma interferon and
requirement of interferon regulatory factor 1. Infect Immun 70:859 – 868.
http://dx.doi.org/10.1128/IAI.70.2.859-868.2002.

60. Yap GS, Sher A. 1999. Effector cells of both nonhemopoietic and hemo-
poietic origin are required for interferon (IFN)-�- and tumor necrosis
factor (TNF)-�-dependent host resistance to the intracellular pathogen,
Toxoplasma gondii. J Exp Med 189:1083–1092. http://dx.doi.org/10.1084/
jem.189.7.1083.

61. Melzer T, Duffy A, Weiss LM, Halonen SK. 2008. The gamma interferon
(IFN-�)-inducible GTP-binding protein IGTP is necessary for Toxo-
plasma vacuolar disruption and induces parasite egression in IFN-�-
stimulated astrocytes. Infect Immun 76:4883– 4894. http://dx.doi.org/
10.1128/IAI.01288-07.

62. Mahamed DA, Mills JH, Egan CE, Denkers EY, Bynoe MS. 2012.
CD73-generated adenosine facilitates Toxoplasma gondii differentiation
to long-lived tissue cysts in the central nervous system. Proc Natl Acad Sci
U S A 109:16312–16317. http://dx.doi.org/10.1073/pnas.1205589109.

63. Jones TC, Bienz KA, Erb P. 1986. In vitro cultivation of Toxoplasma
gondii cysts in astrocytes in the presence of gamma interferon. Infect Im-
mun 51:147–156.

64. Trifilo MJ, Bergmann CC, Kuziel WA, Lane TE. 2003. CC chemokine
ligand 3 (CCL3) regulates CD8�-T-cell effector function and migration
following viral infection. J Virol 77:4004 – 4014. http://dx.doi.org/
10.1128/JVI.77.7.4004-4014.2003.

65. Denkers EY, Yap G, Scharton-Kersten T, Charest H, Butcher BA,
Caspar P, Heiny S, Sher A. 1997. Perforin-mediated cytolysis plays a
limited role in host resistance to Toxoplasma gondii. J Immunol 159:
1903–1908.

66. Khan IA, Schwartzman JD, Matsuura T, Kasper LH. 1997. A dichoto-
mous role for nitric oxide during acute Toxoplasma gondii infection in
mice. Proc Natl Acad Sci U S A 94:13955–13960. http://dx.doi.org/
10.1073/pnas.94.25.13955.

67. Yap GS, Scharton-Kersten T, Charest H, Sher A. 1998. Decreased resis-
tance of TNF receptor p55- and p75-deficient mice to chronic toxoplas-
mosis despite normal activation of inducible nitric oxide synthase in vivo.
J Immunol 160:1340 –1345.

68. Deckert-Schlüter M, Bluethmann H, Rang A, Hof H, Schlüter D. 1998.
Crucial role of TNF receptor type 1 (p55), but not of TNF receptor type 2
(p75), in murine toxoplasmosis. J Immunol 160:3427–3436.

69. Subauste CS, Wessendarp M. 2006. CD40 restrains in vivo growth of
Toxoplasma gondii independently of gamma interferon. Infect Immun
74:1573–1579. http://dx.doi.org/10.1128/IAI.74.3.1573-1579.2006.

70. Reichmann G, Walker W, Villegas EN, Craig L, Cai G, Alexander J,
Hunter CA. 2000. The CD40/CD40 ligand interaction is required for
resistance to toxoplasmic encephalitis. Infect Immun 68:1312–1318.
http://dx.doi.org/10.1128/IAI.68.3.1312-1318.2000.

71. Giulian D, Baker TJ. 1986. Characterization of ameboid microglia iso-
lated from developing mammalian brain. J Neurosci 6:2163–2178.

72. Nagai T, Ibata K, Park ES, Kubota M, Mikoshiba K, Miyawaki A. 2002.
A variant of yellow fluorescent protein with fast and efficient maturation
for cell-biological applications. Nat Biotechnol 20:87–90. http://
dx.doi.org/10.1038/nbt0102-87.

73. Meraz MA, White JM, Sheehan KC, Bach EA, Rodig SJ, Dighe AS,
Kaplan DH, Riley JK, Greenlund AC, Campbell D, Carver-Moore K,
DuBois RN, Clark R, Aguet M, Schreiber RD. 1996. Targeted disruption
of the Stat1 gene in mice reveals unexpected physiologic specificity in the
JAK-STAT signaling pathway. Cell 84:431– 442. http://dx.doi.org/
10.1016/S0092-8674(00)81288-X.

74. Klover PJ, Muller WJ, Robinson GW, Pfeiffer RM, Yamaji D, Hen-
nighausen L. 2010. Loss of STAT1 from mouse mammary epithelium
results in an increased Neu-induced tumor burden. Neoplasia 12:
899 –905. http://dx.doi.org/10.1593/neo.10716.

75. Wilson EH, Wille-Reece U, Dzierszinski F, Hunter CA. 2005. A critical
role for IL-10 in limiting inflammation during toxoplasmic encephalitis. J
Neuroimmunol 165:63–74. http://dx.doi.org/10.1016/j.jneuroim
.2005.04.018.

76. Knoll LJ, Boothroyd JC. 1998. Isolation of developmentally regulated
genes from Toxoplasma gondii by a gene trap with the positive and negative
selectable marker hypoxanthine-xanthine-guanine phosphoribosyltrans-
ferase. Mol Cell Biol 18:807– 814. http://dx.doi.org/10.1128/MCB.18
.2.807.

77. Reiner A, Yekutieli D, Benjamini Y. 2003. Identifying differentially ex-
pressed genes using false discovery rate controlling procedures. Bioinfor-
matics 19:368 –375. http://dx.doi.org/10.1093/bioinformatics/btf877.

78. Beiting DP, Peixoto L, Akopyants NS, Beverley SM, Wherry EJ, Chris-
tian DA, Hunter CA, Brodsky IE, Roos DS. 2014. Differential induction
of TLR3-dependent innate immune signaling by closely related parasite
species. PLoS One 9:e88398. http://dx.doi.org/10.1371/journal.pone
.0088398.

Role of Astrocytes in Infection

November/December 2016 Volume 7 Issue 6 e01881-16 ® mbio.asm.org 15

 
m

bio.asm
.org

 on M
arch 3, 2017 - P

ublished by 
m

bio.asm
.org

D
ow

nloaded from
 

http://dx.doi.org/10.1128/IAI.70.2.859-868.2002
http://dx.doi.org/10.1084/jem.189.7.1083
http://dx.doi.org/10.1084/jem.189.7.1083
http://dx.doi.org/10.1128/IAI.01288-07
http://dx.doi.org/10.1128/IAI.01288-07
http://dx.doi.org/10.1073/pnas.1205589109
http://dx.doi.org/10.1128/JVI.77.7.4004-4014.2003
http://dx.doi.org/10.1128/JVI.77.7.4004-4014.2003
http://dx.doi.org/10.1073/pnas.94.25.13955
http://dx.doi.org/10.1073/pnas.94.25.13955
http://dx.doi.org/10.1128/IAI.74.3.1573-1579.2006
http://dx.doi.org/10.1128/IAI.68.3.1312-1318.2000
http://dx.doi.org/10.1038/nbt0102-87
http://dx.doi.org/10.1038/nbt0102-87
http://dx.doi.org/10.1016/S0092-8674(00)81288-X
http://dx.doi.org/10.1016/S0092-8674(00)81288-X
http://dx.doi.org/10.1593/neo.10716
http://dx.doi.org/10.1016/j.jneuroim.2005.04.018
http://dx.doi.org/10.1016/j.jneuroim.2005.04.018
http://dx.doi.org/10.1128/MCB.18.2.807
http://dx.doi.org/10.1128/MCB.18.2.807
http://dx.doi.org/10.1093/bioinformatics/btf877
http://dx.doi.org/10.1371/journal.pone.0088398
http://dx.doi.org/10.1371/journal.pone.0088398
mbio.asm.org
http://mbio.asm.org/
http://mbio.asm.org/

