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ABSTRACT Immunity to Toxoplasma gondii at early stages of infection in C57BL/6
mice depends on gamma interferon (IFN-�) production by NK cells, while at later
stages it is primarily mediated by CD8 T cells. We decided to explore the require-
ment for CD4 T cells during T. gondii infection in Batf3�/� mice, which lack CD8��

dendritic cells (DCs) that are necessary for cross-presentation of cell-associated anti-
gens to CD8 T cells. We show that in this immunodeficient background on a BALB/c
background, CD4 T cells become important effector cells and are able to protect
Batf3�/� mice from infection with the avirulent strain RHΔku80Δrop5. Independently
of the initial NK cell activation, CD4 T cells in wild-type and Batf3�/� mice were the
major source of IFN-�. Importantly, memory CD4 T cells were sufficient to provide
protective immunity following transfer into Batf3�/� mice and secondary challenge
with the virulent RHΔku80 strain. Collectively, these results show that under situa-
tions where CD8 cell responses are impaired, CD4 T cells provide an important alter-
native immune response to T. gondii.

IMPORTANCE Toxoplasma gondii is a widespread parasite of animals that causes
zoonotic infections in humans. Although healthy individuals generally control the in-
fection with only moderate symptoms, it causes serious illness in newborns and
those with compromised immune systems such as HIV-infected AIDS patients. Be-
cause rodents are natural hosts for T. gondii, laboratory mice provide an excellent
model for studying immune responses. Here, we used a combination of an attenu-
ated mutant strain of the parasite that effectively vaccinates mice, with a defect in a
transcriptional factor that impairs a critical subset of dendritic cells, to studying the
immune response to infection. The findings reveal that in BALB/c mice, CD4 memory
T cells play a dominant role in producing IFN-� needed to control chronic infection.
Hence, BALB/c mice may provide a more appropriate model for declining immunity
seen in HIV-AIDS patients where loss of CD4 cells is associated with emergence of
opportunistic infections.

KEYWORDS CD4 T cells, HIV-AIDS, chronic infection, dendritic cells, human
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Toxoplasma gondii is a promiscuous, obligate intracellular pathogen capable of
infecting all types of nucleated cells from a wide range of warm-blooded animals

(1). T. gondii replicates inside a protective parasitophorous vacuole, which segregates
the parasite from the cytoplasmic environment and endosome/lysosome system of the
host cell (2). Acute infection is established by rapidly replicating tachyzoites and is
followed by chronic infection in which the parasite differentiates into bradyzoites that
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escape recognition and clearance by host immunity (3). During the acute phase of
infection, the T. gondii protein profilin is recognized by the MyD88-dependent signaling
pathway through recognition by TLR11 and TLR12 (4–6), which are expressed by
CD8�� conventional dendritic cells (cDCs) and tissue-resident CD103� cDCs (7), as well
as macrophages and epithelial cells (8). Early recognition of T. gondii or stimulation of
CD8�� DCs by soluble tachyzoite antigen (STAg) leads to the production of interleukin
12 (IL-12) (9, 10). Batf3�/� mice, which lack CD8�� and CD103� cDCs, are therefore
highly susceptible to infection with T. gondii due to inadequate early IL-12 production
(11).

Immunity to T. gondii infection depends on IL-12 for the production of gamma
interferon (IFN-�) by NK cells early after infection, and by CD4 and CD8 T cells at later
times (12, 13). Although early defense against T. gondii depends on CD8�� cDCs (11),
inflammatory monocytes and macrophages also produce IL-12, reinforcing the signal to
produce IFN-� (14, 15). Sustained levels of IFN-� are necessary for control of acute and
chronic infection, and the response to this cytokine is necessary on both hematopoietic
cells and tissue cells (16–18). IFN-� has numerous effects on cells, including the
induction of immunity-related GTPases (IRGs), which are recruited to the parasito-
phorous vacuole and mediate its disruption (19). Recent evidence also implicates a
second family of interferon-inducible GTPases, called the guanylate binding proteins
(GBPs), which are also important in control of T. gondii infection (20). Host IRG and GBP
proteins are counteracted by virulence factors expressed by type I strains of T. gondii,
including the pseudokinase ROP5 and the active serine/threonine kinase ROP18, which
together prevent recruitment of host effectors and rupture of the parasitophorous
vacuole (21–25).

Adaptive immunity to T. gondii in C57BL/6 mice is primarily mediated by CD8 T cells,
which are critical for controlling acute infection (26–28). In contrast to CD8 depletion,
susceptibility of C57BL/6 mice is only marginally affected by CD4 T cell depletion,
suggesting a dominant role for CD8 T cells in T. gondii immunity in the mouse (26, 27,
29). Furthermore, adoptive transfer of primed CD8 T cells, but not CD4 T cells, protects
C57BL/6 mice against a secondary challenge with a lethal strain (30). CD4 T cells do play
an important role during the priming phase of infection in C3H/HeN mice as their
depletion during vaccination with avirulent strains of T. gondii prevents development
of protective CD8 T cell immunity (31). CD4 T cells are likely important in part for their
ability to produce IL-2 (26, 30, 32, 33). However, CD4 T cells are also an important
alternative source of IFN-� in C57BL/6 mice lacking both CD8 T cells and NK cells (34).

Here, we examined the effector function of CD4 T cells during T. gondii infection,
using Batf3�/� mice on a BALB/c background, in which NK and CD8 T cells are present
and have normal intrinsic functions but lack CD8�� cDCs needed for cross-presentation
to CD8 T cells and for early IL-12 production (11, 35). We show that in the absence of
CD8�� cDCs, CD4 T cells become important effector cells in protective immunity to T.
gondii infection in the mouse, highlighting a previously underappreciated role of CD4
T cells in the memory response.

RESULTS
Delayed activation of the innate response in Batf3�/� mice. To examine the role

of CD4 T cells in immunity to T. gondii infection, we used Batf3�/� mice that lack
CD8�� and CD103� cDCs in lymphoid and peripheral tissue, respectively (35). Since
Batf3�/� mice are highly susceptible to the type II Prugniaud (Pru) strain of T. gondii
(11), which has intermediate virulence, we tested infection with the highly attenuated
RHΔku80Δrop5 mutant (21, 22), which lacks the key virulence factor ROP5, a polymor-
phic serine threonine (S/T) protein kinase secreted from rhoptries (ROP) of T. gondii. As
previously described (11, 21), infection of wild-type mice with the virulent parental
RHΔku80 strain resulted in a lethal outcome within 8 to 9 days (Fig. 1A and B). Similarly,
Batf3�/� mice also succumbed to infection with the RHΔku80 strain, displaying com-
parable uncontrolled growth of the parasite (Fig. 1A and B). Wild-type mice infected
with the attenuated RHΔku80Δrop5 parasite were able to effectively control infection
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(Fig. 1A). In contrast, Batf3�/� mice infected with RHΔku80Δrop5 were initially unable
to control growth but subsequently resolved and cleared the infection (Fig. 1A). The
uncontained growth of the attenuated strain RHΔku80Δrop5 in Batf3�/� mice at early
time points is consistent with the known role of CD8�� cDCs in controlling early T.
gondii replication by driving IL-12 production. Nevertheless, Batf3�/� mice uniformly
survived infection by the RHΔku80Δrop5 strain (Fig. 1B), suggesting another mechanism
was able to restore the ability to control infection.

To exclude the chance that pathogen clearance by Batf3�/� mice was due to the
previously described infection-mediated reappearance of CD8�� cDCs (36), we ana-

FIG 1 Delayed control of avirulent RHΔku80Δrop5 T. gondii infection in Batf3�/� mice. (A and B) Wild-type (WT)
and Batf3�/� (KO) mice were infected i.p. with 103 RHΔku80 or RHΔku80Δrop5 tachyzoites and monitored over
30 days for parasite growth (A) and survival (B). † indicates number of deaths (in parentheses) (n � 5). Results are
representative of at least 2 independent experiments with similar outcomes. The background levels of lumines-
cence in uninfected control mice are �106. (C) Reappearance of CD8�� DCs following infection with
RHΔku80Δrop5 was monitored by flow cytometric analysis (FACS). Representative FACS plots of splenocytes from
wild-type (WT) and Batf3�/� (KO) mice at the indicated time points pregated on CD11chigh MHC-IIhigh are shown.
For each time point two mice were analyzed per group. The experiment was performed 2 times with similar
outcomes. (D) Wild-type (WT) and Batf3�/� (KO) mice were left untreated (no IL-12), treated with recombinant IL-12
(arrows) 2 days before infection (1� IL-12), or 2 days before and 1 day after infection (2� IL-12) with 103

RHΔku80Δrop5 tachyzoites and monitored over 30 days for parasite growth and survival. † indicates number of
deaths and group; n indicates number of mice per group.
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lyzed the kinetics of CD8�� DC reappearance following RHΔku80Δrop5 infection
(Fig. 1C). CD8�� cDCs were absent in Batf3�/� mice before and up to 5 days after
infection, reappearing only by day 9. However, Batf3�/� mice began to clear infection
by day 5, before the reappearance of CD8�� cDCs (Fig. 1A), suggesting that clearance
was not due to the reappearance of CD8�� cDCs, but rather due to some other
mechanism.

Because CD8�� DCs mediate early secretion of IL-12 upon infection, we reasoned
that adding exogenous IL-12 might compensate for their absence. Treatment with
recombinant IL-12 was sufficient to reduce the magnitude and delay the initial burst of
parasite growth (Fig. 1D). The parasite burden was controlled in a dose-dependent
manner by exogenous IL-12 administration (Fig. 1D). A single dose of IL-12 was
sufficient in wild-type mice to reduce parasite levels to the limit of detection. In
Batf3�/� mice a single dose of IL-12 reduced parasite levels significantly, and a second
treatment 1 day after infection further delayed and limited the growth of
RHΔku80Δrop5 (Fig. 1D).

Early control of T. gondii infection involves IFN-� production by NK cells. We
therefore assessed NK cell activation by intracellular IFN-� production in wild-type and
Batf3�/� mice infected with RHΔku80Δrop5 parasites (Fig. 2A; see also Fig. S1A in the
supplemental material). IFN-� production by NK cells in spleen and peritoneal cavity
was detected in wild-type mice 3 days after infection and sustained until day 5 (Fig. 2A
and Fig. S1A). In contrast, NK cell activation in Batf3�/� mice was significantly reduced
and delayed relative to wild-type mice (Fig. 2A and Fig. S1A), consistent with impaired
recognition and IL-12 production in the absence of CD8�� DCs (11).

Recruitment, differentiation, and maturation of inflammatory monocytes at the site
of infection rely on NK cell activation and are critical for induction of sustained IL-12
production following intraperitoneal (i.p.) infection with T. gondii (37). Despite reduced
activation and IFN-� production by NK cells, Batf3�/� mice showed greater recruitment
of neutrophils and Ly6Chigh inflammatory monocytes (Fig. 2B) to the site of infection
than did wild-type mice. This difference may depend on the increased parasite burden
in Batf3�/� mice compared to wild-type mice, resulting in greater cell death and tissue
damage. Consistent with this hypothesis, Batf3�/� mice showed increased production
of the inflammatory cytokines IL-6, CCL2, and tumor necrosis factor alpha (TNF-�)
relative to wild-type mice (Fig. S1B). Increased inflammation may also explain the
increased levels of systemic IFN-� seen in Batf3�/� mice after the parasite burden
peaked (Fig. 1A and Fig. 2C). In summary, Batf3�/� mice show increased parasite
burden, inflammation, and systemic IFN-� levels after infection by RHΔku80Δrop5
parasites relative to wild-type mice, but rather than succumbing to infection, they are
able to clear the pathogen during the first weeks of infection.

Clearance of the parasite occurs through CD4-specific IFN-� production. The
timing of parasite clearance around day 5, which coincided with delayed IFN-� re-
sponse, suggested that T cell-mediated immunity was involved in control of
RHΔku80Δrop5 parasites. We therefore treated wild-type and Batf3�/� mice with a
combination of neutralizing anti-CD4 and anti-CD8 antibodies or isotype control anti-
body (Fig. 3A). Batf3�/� mice succumbed to infection with RHΔku80Δrop5 parasites
upon specific depletion of T cells, confirming that clearance relied on an efficient T cell
response (Fig. 3A and B). In contrast, depletion of CD4 and CD8 T cells had no impact
on RHΔku80Δrop5 parasite burdens in wild-type mice. These results indicate that
infection with the highly attenuated RHΔku80Δrop5 strain can be eliminated indepen-
dently of T cell function in wild-type mice, presumably due to early IFN-� produced by
NK cells (Fig. 2A).

Either CD8 or CD4 T cells or the combination of the two could be responsible for the
observed clearance of RHΔku80Δrop5 parasites in Batf3�/� mice. To test these alter-
native models, we depleted CD4 or CD8 T cells in Batf3�/� mice and evaluated
infection with RHΔku80Δrop5 parasites. Depletion of CD4 T cells caused lethality in the
majority of mice, which succumbed by day 10 after infection (Fig. 3C and D). In contrast,
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single depletion of CD8 T cells had no effect on RHΔku80Δrop5 parasite burden in
Batf3�/� mice (Fig. 3C) and only a minor effect on overall survival of the mice (Fig. 3D).
Pathogen clearance was dependent on IFN-�, since administration of neutralizing
antibody at the peak of infection on day 4 was uniformly lethal (Fig. 3C and D). Analysis
of IFN-�-secreting CD4 and CD8 T cells in the spleen and peritoneum revealed a
different kinetic response between wild-type and Batf3�/� mice (Fig. 3E and Fig. S2A).
In wild-type mice, CD4 T cells began production 3 days after infection and peaked at
day 7, when parasite burden had been reduced to the limit of detection. In Batf3�/�

mice, CD4 T cell activation was delayed until day 7 and peaked at day 10, after which
parasites were eliminated (Fig. 3E and Fig. S2A). CD8 T cell responses followed a similar
kinetic as CD4 T cell responses (Fig. 3E and Fig. S2A). Despite the absence of CD8��

cDCs in Batf3�/� mice, CD8 T cells produced significant amounts of IFN-� at later time
points and reached levels similar to wild-type mice, suggesting that the CD8 T cell
response in Batf3�/� mice was restored at later time points.

FIG 2 Contribution of innate immune subsets in the control of avirulent RHΔku80Δrop5 T. gondii infection. (A) Wild-type (WT) and
Batf3�/� (KO) mice were infected (i.p.) with 103 RHΔku80Δrop5 tachyzoites. The percentage of IFN-�-positive NK cells in the spleen (left
panel) and peritoneal cavity (right panel) of wild-type and Batf3�/� (KO) mice was analyzed by FACS over the course of infection. (n � 2
per time point). The experiment was performed 2 times with similar outcomes. Data are represented as means � SD. (B) Wild-type (WT)
and Batf3�/� (KO) mice were infected (i.p.) with 103 RHΔku80Δrop5 tachyzoites. Indicated are the numbers of neutrophils (left panel) and
inflammatory monocytes (right panel) recruited/present in the peritoneal cavity of wild-type and Batf3�/� mice. Counts were calculated
based on the absolute numbers of cells collected from the peritoneal cavity and the percentage of cells obtained by FACS analysis (n � 2
per time point). The experiment was performed 2 times with similar outcomes. Data are represented as means � SD. (C) Wild-type (WT)
and Batf3�/� (KO) mice were infected i.p. with 103 RHΔku80Δrop5 tachyzoites. Systemic IFN-� levels were measured in the serum of
infected mice (n � 2 per time point). The experiment was performed 2 times with similar outcomes. Data are represented as means �
SD. The statistical significance is indicated as follows: *, P � 0.05; **, P � 0.01; ***, P � 0.001.
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CD4 T cells are sufficient to protect Batf3�/� mice in an adoptive transfer
model. To further confirm that CD4 T cells were the major effectors of parasite
clearance, we performed adoptive transfer experiments. Batf3�/� donor mice were
infected with RHΔku80Δrop5 parasites. After clearance of the parasites and contraction
of the T cell population 30 days postinfection, CD4 and CD8 T cells were collected from
spleens and transferred into nonirradiated Batf3�/� recipients. Batf3�/� naive recipient

FIG 3 CD4 T cell-mediated clearance of infection via IFN-� production. (A and B) Batf3�/� (KO) mice were injected with isotype or a combination of anti-CD4
and anti-CD8 depleting antibodies 1 day before and 7 days after infection with 103 RHΔku80Δrop5 tachyzoites and monitored over 30 days for parasite growth
(A) and survival (B). † indicates number of deaths (n � 5). (C and D) Batf3�/� (KO) mice were injected with isotype or depleting anti-CD4 or anti-CD8 or blocking
anti-IFN-� antibodies. Anti-CD4 and anti-CD8 antibodies were given 1 day before and 7 days after infection; anti-IFN-� was given 4 days after infection with
103 RHΔku80Δrop5 tachyzoites. Mice were monitored over 30 days for parasite growth (C) and survival (D). † indicates number of deaths (n � 5). (E) Wild-type
(WT) and Batf3�/� (KO) mice were infected (i.p.) with 103 RHΔku80Δrop5 tachyzoites. Percentages of IFN-�-positive CD4 cells in the spleen (left panel) and
peritoneal cavity (right panel) of wild-type and Batf3�/� mice were monitored over the course of infection. The experiment was performed 2 times with similar
outcomes. Data are represented as means � SD. The statistical significance is indicated as follows: *, P � 0.05; **, P � 0.01; ***, P � 0.001.
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mice received either CD4 or CD8 T cells from Batf3�/� naive or infected mice 1 day
before infection with RHΔku80Δrop5 parasites and were monitored for 30 days. As
expected, transfer of naive CD4 or CD8 T cells did not affect the parasite burden
(Fig. 4A). Similarly, primed CD8 T cell transfer was not protective, with mice displaying
a comparable parasite load as following transfer with naive T cells. However, primed
CD4 T cells were sufficient to reduce the growth of RHΔku80Δrop5 parasites in Batf3�/�

mice, showing a similar parasite burden as RHΔku80Δrop5-infected wild-type mice
(Fig. 1A and Fig. 4A). These studies demonstrate the effector potential of primed CD4
T cells.

CD4 memory T cells protect Batf3�/� and WT mice in a vaccination model.
Infection with RHΔku80Δrop5 was previously shown to protect mice from secondary
challenge with the parental RHΔku80 strain, which is normally uniformly lethal (21).
Previous experiments with type I strains of T. gondii showed that the establishment of
protective immunity by vaccination with avirulent strains mostly depends on CD8 T
cells (30). Given the importance of CD4 T cell responses in Batf3�/� mice in limiting
RHΔku80Δrop5 parasite burdens (Fig. 3E, Fig. 4A, and Fig. S2A), we decided to examine
the contribution of CD8 and CD4 T cells in protective immunity. Wild-type and Batf3�/�

mice were infected with avirulent RHΔku80Δrop5 parasites, and after 30 days they were
challenged with virulent RHΔku80 parasites and monitored for 30 days. Wild-type as

FIG 4 Primed CD4 T cells are sufficient to control parasite burden in Batf3�/� mice. (A) Primed T cells
were harvested from the spleen of Batf3�/� (KO) mice 21 days postinfection. Naïve or primed T cells (as
indicated) were transferred into Batf3�/� (KO) mice 2 days before infection with 103 RHΔku80Δrop5
tachyzoites. Mice were monitored over 30 days for parasite growth and survival (n � 4). (B) Wild-type
(WT) and Batf3�/� (KO) mice were vaccinated with 103 RHΔku80Δrop5 tachyzoites or medium alone as
indicated and challenged 30 days later with 103 RHΔku80 tachyzoites. Survival after challenge was
monitored (n � 5). (C) Wild-type (WT) and Batf3�/� (KO) mice were untreated or vaccinated with 103

RHΔku80Δrop5 tachyzoites. Thirty days later, vaccinated wild-type and Batf3�/� (KO) mice were injected
with isotype control or anti-CD4 depleting antibody, before challenge with 103 RHΔku80 tachyzoites.
Survival after challenge was monitored (n � 10 except for WT and KO untreated [n � 9]; results combined
from 2 independent experiments).
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well as Batf3�/� mice survived the secondary challenge with wild-type parasites
(Fig. 4B), suggesting that adaptive responses to primary infection were sufficient to
induce long-term memory response. Since CD4 T cells were previously shown to be
required during the priming phase for the establishment of an effective CD8 T cell
response but not as effector cells, we performed CD4 depletion before the challenge
phase with the virulent strain. Consistent with the results obtained for Batf3�/�

infection with the avirulent strain RHΔku80Δrop5 (Fig. 4A), depletion of CD4 T cells
before challenge with RHΔku80 significantly affected survival of Batf3�/� mice (Fig. 4C).
Increased susceptibility was also observed in wild-type mice (Fig. 4C), suggesting that
CD4 T cells contribute not only in providing help to CD8 T cells during the priming
phase but also as effector cells in controlling and clearing the parasite.

DISCUSSION

Previous studies have shown that Batf3�/� mice, which lack CD8�� cDCs, are
unable to control infection following challenge with strains of T. gondii that have
intermediate virulence due to defective recognition of the parasite at early time points
after infection, resulting in reduced IL-12 production and hence defective NK cell
activation (11, 36) However, in Batf3�/� mice, CD8 T cell priming can still occur through
presentation of soluble antigens (38), as well as direct presentation, suggesting that
adaptive immunity may only be partially affected. Here, we examined the ability of
Batf3�/� mice to control infection with a highly attenuated parasite mutant to distin-
guish between a requirement during innate (IL-12 production) and that during adap-
tive (cross-presentation to CD8 T cells) immunity. In this context, we show that CD4 T
cell production of IFN-� becomes critical to control of infection. Selective depletion or
adoptive transfer of T cell subsets revealed that CD4 cells contribute more to produc-
tion of IFN-� and to protective responses than do CD8 T cells. Collectively, our results
highlight a previously underappreciated role for CD4 T cells in mediating protective
immunity, a finding that may have consequences for immunocompromised patients
infected with T. gondii.

In wild-type mice, the initial recognition of T. gondii by TLR11 and TLR12 expressed
by CD8�� cDCs triggers early IL-12 production and NK cell-mediated secretion of IFN-�
leading to control parasite infection (4, 6, 39). In Batf3�/� mice, this early IL-12
production is absent (11) with an increased parasite burden leading to greater proin-
flammatory cell recruitment. Despite the increased recruitment of inflammatory mono-
cytes to the peritoneal cavity of Batf3�/� mice, this did not lead to parasite control. This
failure to control the parasite numbers may be a consequence of low levels of IFN-�
produced by resident NK cells and delayed levels of production by CD4 T cells in
Batf3�/� mice. As such, even though inflammatory monocytes are recruited to the site
of infection, their lower capacity for IL-12 production and consequent lower levels of
IFN-� at these early time points impair the development of antimicrobial functions.
Furthermore, our findings indicate that control of attenuated strains of T. gondii in
Batf3�/� mice is dependent on the function of CD4 T cells, as shown by depletion
studies, rather than simply a reappearance of CD8� cDCs, which are eventually rescued
though production of IL-12 (36). Previous studies have shown that this restoration of
CD8� cDCs is dependent on compensatory function of other Batf transcription factors
that interact with Irf4 and Irf8 to activate gene expression (36). However, these prior
studies did not examine the role of CD4 T cells in control of chronic infection, as they
were focused exclusively on the innate phase of immunity. Our current studies reveal
that despite this return of CD8� DCs, CD4 T cells remain the dominant subset contrib-
uting to IFN-� levels needed to control toxoplasmosis.

Although protection against toxoplasmosis in the immunocompetent C57BL/c mice
is largely dependent on CD8 T cells, in the absence of NK cells and CD8 T cells, CD4 T
cells become an essential source for IFN-� (34). Similarly, because Batf3�/� mice have
impaired cross-presentation of cell-associated but not soluble antigens to CD8 T cells
(38), we reasoned that adaptive immunity in these mice might be more dependent on
CD4 T cell function. Consistent with this prediction, we show that in Batf3�/� mice on

Tussiwand et al.

July/August 2020 Volume 5 Issue 4 e00634-20 msphere.asm.org 8

https://msphere.asm.org


a BALB/c background, CD4 T cells contribute to control of parasite infection. Selective
depletion of CD4, but not CD8, T cells led to increased mortality in chronically infected
Batf3�/� and wild-type BALB/c mice. The greater role for CD4 T cells in this model may
be due to their higher production of IFN-�. The finding that CD4 cells play a more
important role in the present study differs from previous studies using vaccination with
a strain of intermediate virulence (type II ME49 strain) where CD8 cells were predom-
inant (26, 30, 32). These differences may result from unique mechanisms of activation
caused by the attenuated RHΔku80Δrop5 strain or reflect differences in the use of
BALB/c mice here from previous studies that focused on C57BL/6 mice. Regardless,
neutralization of IFN-� was detrimental and resulted in the death of all RHΔku80Δrop5-
vaccinated animals, indicating that the likely mechanism by which CD4 T cells induce
parasite clearance is through secretion of IFN-�. This observation highlights the critical
role of IFN-�-induced pathways in promoting lysis of the parasitophorous vacuole, a
process that occurs through recruitment of IRGs (19) and GBPs (40–42), thereby limiting
and controlling the infection. Collectively, these studies highlight the remarkable
flexibility of the immune system, which provides layers of redundancy needed to
respond to pathogens under a variety of circumstances.

CD4 T cells normally play a minor role in control of T. gondii infection in immune
sufficient hosts, where infections are usually well contained and largely asymptomatic.
Consistent with this, in wild-type mice with the avirulent RHΔku80Δrop5 strain, deple-
tion of CD4 T cells did not affect the parasite burden or survival. Innate protection
mediated by activated NK cells, and production of IFN-�, is apparently sufficient for
clearance of this highly attenuated strain. However, in both Batf3�/� and wild-type
mice, CD4 memory T cells contributed to the protection of mice after challenge with
lethal infection. This unanticipated result indicates that CD4 T cells contribute to
immunity against T. gondii infection in chronically infected animals, as shown previ-
ously using C3H/HeN mice (31). This finding is also highly relevant to situations where
the parasite burden may increase due to reactivation. In particular, T. gondii reactivation
during immune suppression or in AIDS patients leads to severe and widespread tissue
damage with a potential lethal outcome if left untreated (43). During the progression
to AIDS, T. gondii reactivation results in encephalitis, and the progressive loss of CD4 T
cells is associated with the progression of toxoplasmosis, supporting the relevance of
CD4 T cell-mediated immunity. Hence, findings from BALB/c mice may provide an
improved model to study the pathology of opportunistic infections in immunocom-
promised patients such as those with HIV-AIDS.

MATERIALS AND METHODS
Mice. Wild-type BALB/c mice were originally purchased from Taconic and then bred in-house for

experimental use. Batf3�/� mice were previously generated in our laboratory on a 129S6/SvEv back-
ground (35) and subsequently backcrossed for 10 generations onto BALB/c backgrounds. Mice were age
and sex matched for each experiment and were between 8 and 12 weeks old. All mice were maintained
under specific-pathogen-free conditions according to institutional guidelines and with protocols ap-
proved by the Animal Studies Committee of Washington University.

Parasites and infections. Luciferase-expressing parasite strains for type I virulent RH (RH�ku80) and
an avirulent RH mutant (RH�ku80�rop5) were grown in culture in human foreskin fibroblasts as
previously described (21). For infections, parasites were harvested and counted, and 1,000 tachyzoites
were injected i.p. into mice. Parasite burdens were measured by bioluminescence using luciferase-
expressing parasites, as previously described (21). For survival experiments, mice were monitored daily
over 30 days.

Luciferase imaging. Mice were injected i.p. with D-luciferin (Biosynth AG) at 150 mg/kg of body
weight, anesthetized with 2% isoflurane for 5 min, and imaged with a Xenogen IVIS 200 imager, and
images were processed using Xenogen Living Image software (Caliper Life Sciences).

Cell preparation. Spleens were digested in 5 ml complete Iscove’s modified Dulbecco’s medium
(IMDM) with 250 �g/ml collagenase B (Roche) and 30 U/ml DNase I (Sigma-Aldrich) for 30 min at 37°C
with agitation using stir bars. Red blood cells were lysed by incubation in ACK (ammonium-chloride-
potassium) lysis buffer. Cells were filtered through 80-�m strainers and counted on an analyzer (Vi-CELL;
Beckman Coulter). Cells (1 � 106 to 5 � 106) were stained for flow cytometric analysis. For analysis of
peritoneal cells, a peritoneal lavage was performed with 10 ml Dulbecco’s phosphate-buffered saline
(DPBS). Harvested cells were lysed in ACK buffer, filtered, counted, and stained for flow cytometry.

Flow cytometry and staining. Cells were incubated for 5 min at 4°C with Fc Block (clone 2.4G2; BD)
in FACS buffer (PBS, 0.5% bovine serum albumin [BSA], 2 mM EDTA). Dead cells were excluded using the
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LIVE/DEAD Aqua fixable dead-cell stain kit (Invitrogen). Surface staining was done for 20 min at 4°C in
FACS buffer. Absolute cell numbers were calculated using the total cell count multiplied successively by
the percentages for the appropriate gates obtained through flow cytometry. Cells were analyzed on a BD
FACS Canto II flow cytometer, and data were analyzed using FlowJo software (Tree Star, Inc.). Immune
subsets were identified as previously described (11). Cell types were defined by the following markers:
neutrophils, Ly6hi, F4/80�, Ly6Clo, CD11b�; inflammatory macrophages/monocytes, Ly6G�, Ly6Chi,
CD115hi, CD11c�; resident macrophages, Ly6G�, F4/80�, CD115hi, CD11c�; CD8� dendritic cells, CD11c�,
MHC-IIhi, DEC205�, CD103�, CD8a�, CD11b�, Sirp��; CD4� dendritic cells, CD11c�, MHC-IIhi, CD11b�,
Sirp��.

Intracellular cytokine staining. For intracellular cytokine staining, cells were first surface stained
and then fixed in 2% paraformaldehyde for 15 min at room temperature. Cells were then resuspended
in permeabilization buffer (PBS � 0.1% BSA � 0.5% saponin) and stained with anti-IFN-� for 30 min at
4°C.

Cytokine measurement. Serum cytokine levels were measured using the BD CBA mouse inflam-
mation kit (BD Biosciences). Detection was performed using a FACS Canto II flow cytometer (BD
Biosciences), and results were analyzed using FCAP Array (Soft Flow, Inc.).

Administration of IL-12. Recombinant murine IL-12 (Peprotech) was resuspended in pyrogen-free
saline at a concentration of 2.5 �g/ml, aliquoted, and frozen at �80°C. Mice were injected i.p. with 0.5 �g
of IL-12 as indicated.

IFN-� and T cell depletion. Mice were injected i.p. with 250 �g of anti-CD4 (clone GK1.5) and/or CD8
(clone H35) 2 days before infection, with a second dose given at day 5 postinfection. Depletion was
monitored on peripheral blood. Mice were injected i.p. with 250 �g of IFN-�-blocking antibody H22, or
control antibody PIP, as previously described (17).

T cell adoptive transfer. CD4 (clone L3T4) and CD8 (clone Ly2) positive T cells were obtained by
positive selection using microbead-based magnetically activated cell sorting (MACS) purification (Milte-
nyi Biotec). Purity was confirmed by fluorescence-activated cell sorting (FACS) analysis above 93%, and
cells were injected intravenously 2 days before infection.

Statistics. For analyses of survival data, the log rank test was used. For analyses of all other data, a
two-way analysis of variance (ANOVA) was used with posttest correction using the Bonferroni method
(Prism; GraphPad Software, Inc.). All data are represented as means � SD. The statistical significance is
indicated as follows: *, P 	 0.05; **, P 	 0.01; ***, P 	 0.001.

SUPPLEMENTAL MATERIAL
Supplemental material is available online only.
FIG S1, TIF file, 0.3 MB.
FIG S2, TIF file, 0.1 MB.

ACKNOWLEDGMENTS
The authors have no conflicting financial interests.
The work was supported by the Howard Hughes Medical Institute to K.M.M. and a

grant from the U.S. National Institutes of Health to L.D.S. (AI118426).

REFERENCES
1. Dubey JP. 2010. Toxoplasmosis of animals and humans. CRC Press, Boca

Raton, FL.
2. Sibley LD. 2011. Invasion and intracellular survival by protozoan para-

sites. Immunol Rev 240:72–91. https://doi.org/10.1111/j.1600-065X.2010
.00990.x.

3. Dupont CD, Christian DA, Hunter CA. 2012. Immune response and
immunopathology during toxoplasmosis. Semin Immunopathol 34:
793– 813. https://doi.org/10.1007/s00281-012-0339-3.

4. Andrade WA, Souza MC, Ramos-Martinez E, Nagpal K, Dutra MS, Melo
MB, Bartholomeu DC, Ghosh S, Golenbock DT, Gazzinelli RT. 2013.
Combined action of nucleic acid-sensing Toll-like receptors and TLR11/
TLR12 heterodimers imparts resistance to Toxoplasma gondii in mice.
Cell Host Microbe 13:42–53. https://doi.org/10.1016/j.chom.2012.12.003.

5. Koblansky AA, Jankovic D, Oh H, Hieny S, Sungnak W, Mathur R, Hayden
MS, Akira S, Sher A, Ghosh S. 2013. Recognition of profilin by Toll-like
receptor 12 is critical for host resistance to Toxoplasma gondii. Immunity
38:119 –130. https://doi.org/10.1016/j.immuni.2012.09.016.

6. Yarovinsky F, Zhang D, Andersen JF, Bannenberg GL, Serhan CN, Hayden
MS, Hieny S, Sutterwala FS, Flavell RA, Ghosh S, Sher A. 2005. TLR11
activation of dendritic cells by a protozoan profilin-like protein. Science
308:1626 –1629. https://doi.org/10.1126/science.1109893.

7. Heng TS, Painter MW, Immunological Genome Project Consortium. 2008.
The Immunological Genome Project: networks of gene expression in
immune cells. Nat Immunol 9:1091–1094. https://doi.org/10.1038/
ni1008-1091.

8. Zhang D, Zhang G, Hayden MS, Greenblatt MB, Bussey C, Flavell RA,
Ghosh S. 2004. A toll-like receptor that prevents infection by uropatho-
genic bacteria. Science 303:1522–1526. https://doi.org/10.1126/science
.1094351.

9. Aliberti J, Reis ES, Schito M, Hieny S, Wells T, Huffnagle GB, Sher A. 2000.
CCR5 provides a signal for microbial induced production of IL-12 by CD8
alpha� dendritic cells. Nat Immunol 1:83– 87. https://doi.org/10.1038/
76957.

10. 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. https://
doi.org/10.4049/jimmunol.168.12.5997.

11. Mashayekhi M, Sandau MM, Dunay IR, Frickel EM, Khan A, Goldszmid RS,
Sher A, Ploegh HL, Murphy TL, Sibley LD, Murphy KM. 2011. CD8a�
dendritic cells are the critical source of interleukin-12 that controls acute
infection by Toxoplasma gondii tachyzoites. Immunity 35:249 –259.
https://doi.org/10.1016/j.immuni.2011.08.008.

12. Yap G, Pesin M, Sher A. 2000. Cutting edge: IL-12 is required for the
maintenance of IFN-g production in T cells mediating chronic resistance
to the intracellular pathogen, Toxoplasma gondii. J Immunol 165:
628 – 631. https://doi.org/10.4049/jimmunol.165.2.628.

13. Gazzinelli R, Wysocka M, Hayashi S, Denkers E, Hieny S, Caspar P,
Trinchieri G, Sher A. 1994. Parasite-induced IL-12 stimulates early INF-

Tussiwand et al.

July/August 2020 Volume 5 Issue 4 e00634-20 msphere.asm.org 10

https://doi.org/10.1111/j.1600-065X.2010.00990.x
https://doi.org/10.1111/j.1600-065X.2010.00990.x
https://doi.org/10.1007/s00281-012-0339-3
https://doi.org/10.1016/j.chom.2012.12.003
https://doi.org/10.1016/j.immuni.2012.09.016
https://doi.org/10.1126/science.1109893
https://doi.org/10.1038/ni1008-1091
https://doi.org/10.1038/ni1008-1091
https://doi.org/10.1126/science.1094351
https://doi.org/10.1126/science.1094351
https://doi.org/10.1038/76957
https://doi.org/10.1038/76957
https://doi.org/10.4049/jimmunol.168.12.5997
https://doi.org/10.4049/jimmunol.168.12.5997
https://doi.org/10.1016/j.immuni.2011.08.008
https://doi.org/10.4049/jimmunol.165.2.628
https://msphere.asm.org


gamma synthesis and resistance during acute infection with Toxoplasma
gondii. J Immunol 153:2533–2543.

14. Reis e Sousa C, Yap G, Schulz O, Rogers N, Schito M, Aliberti J, Hieny S,
Sher A. 1999. Paralysis of dendritic cell IL-12 production by microbial
products prevents infection-induced immunopathology. Immunity 11:
637– 647. https://doi.org/10.1016/s1074-7613(00)80138-7.

15. Robben PM, Mordue DG, Truscott SM, Takeda K, Akira S, Sibley LD. 2004.
Production of IL-12 by macrophages infected with Toxoplasma gondii
depends on the parasite genotype. J Immunol 172:3686 –3694. https://
doi.org/10.4049/jimmunol.172.6.3686.

16. 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.

17. Suzuki Y, Orellana MA, Schreiber RD, Remington JS. 1988. Interferon-
gamma: the major mediator of resistance against Toxoplasma gondii.
Science 240:516 –518. https://doi.org/10.1126/science.3128869.

18. Yap GS, Sher A. 1999. Effector cells of both nonhemopoietic and hemo-
poietic origin are required for interferon (IFN)-gamma- and tumor ne-
crosis factor (TNF)-alpha- dependent host resistance to the intracellular
pathogen, Toxoplasma gondii. J Exp Med 189:1083–1091. https://doi
.org/10.1084/jem.189.7.1083.

19. Howard JC, Hunn JP, Steinfeldt T. 2011. The IRG protein-based resistance
mechanism in mice and its relation to virulence in Toxoplasma gondii.
Curr Opin Microbiol 14:414 – 421. https://doi.org/10.1016/j.mib.2011.07
.002.

20. Kim BH, Shenoy AR, Kumar P, Bradfield CJ, MacMicking JD. 2012. IFN-
inducible GTPases in host cell defense. Cell Host Microbe 12:432– 444.
https://doi.org/10.1016/j.chom.2012.09.007.

21. Behnke MS, Fentress SJ, Mashayekhi M, Li LX, Taylor GA, Sibley LD. 2012.
The polymorphic pseudokinase ROP5 controls virulence in Toxoplasma
gondii by regulating the active kinase ROP18. PLoS Pathog 8:e1002992.
https://doi.org/10.1371/journal.ppat.1002992.

22. Behnke MS, Khan A, Wootton JC, Dubey JP, Tang K, Sibley LD. 2011.
Virulence differences in Toxoplasma mediated by amplification of a
family of polymorphic pseudokinases. Proc Natl Acad Sci U S A 108:
9631–9636. https://doi.org/10.1073/pnas.1015338108.

23. Fentress SJ, Behnke MS, Dunay IR, Mashayekhi M, Rommereim LM, Fox
BA, Bzik DJ, Taylor GA, Turk BE, Lichti CF, Townsend RR, Qiu W, Hui R,
Beatty WL, Sibley LD. 2010. Phosphorylation of immunity-related GT-
Pases by a Toxoplasma gondii-secreted kinase promotes macrophage
survival and virulence. Cell Host Microbe 8:484 – 495. https://doi.org/10
.1016/j.chom.2010.11.005.

24. Fleckenstein MC, Reese ML, Konen-Waisman S, Boothroyd JC, Howard
JC, Steinfeldt T. 2012. A Toxoplasma gondii pseudokinase inhibits host
IRG resistance proteins. PLoS Biol 10:e1001358. https://doi.org/10.1371/
journal.pbio.1001358.

25. Steinfeldt T, Konen-Waisman S, Tong L, Pawlowski N, Lamkemeyer T,
Sibley LD, Hunn JP, Howard JC. 2010. Phosphorylation of mouse
immunity-related GTPase (IRG) resistance proteins is an evasion strategy
for virulent Toxoplasma gondii. PLoS Biol 8:e1000576. https://doi.org/10
.1371/journal.pbio.1000576.

26. Gazzinelli RT, Hakim FT, Hieny S, Shearer GM, Sher A. 1991. Synergistic
role of CD4� and CD8� T lymphocytes in IFN-gamma production and
protective immunity induced by an attenuated Toxoplasma gondii vac-
cine. J Immunol 146:286 –292.

27. Shirahata T, Yamashita T, Ohta C, Goto H, Nakane A. 1994. CD8� T
lymphocytes are the major cell population involved in the early gamma
interferon response and resistance to acute primary Toxoplasma gondii
infection in mice. Microbiol Immunol 38:789 –796. https://doi.org/10
.1111/j.1348-0421.1994.tb01858.x.

28. Suzuki Y, Remington JS. 1988. Dual regulation of resistance against
Toxoplasma gondii infection by Lyt-2� and Lyt-1�, L3T4� T cells in
mice. J Immunol 140:3943–3946.

29. 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.

30. Khan IA, Ely KH, Kasper LH. 1994. Antigen-specific CD8� T cell clone
protects against acute Toxoplasma gondii infection in mice. J Immunol
152:1856 –1860.

31. Vollmer TL, Waldor MK, Steinman L, Conley FK. 1987. Depletion of T-4�
lymphocytes with monoclonal antibody reactivates toxoplasmosis in the
central nervous system: a model of superinfection in AIDS. J Immunol
138:3737–3741.

32. Parker SJ, Roberts CW, Alexander J. 1991. CD8� T cells are the major
lymphocyte subpopulation involved in the protective immune response
to Toxoplasma gondii in mice. Clin Exp Immunol 84:207–212. https://
doi.org/10.1111/j.1365-2249.1991.tb08150.x.

33. Denkers EY, Scharton-Kersten T, Barbieri S, Caspar P, Sher A. 1996. A role
for CD4� NK1.1� T lymphocytes as major histocompatibility complex
class II independent helper cells in the generation of CD8� effector
function against intracellular infection. J Exp Med 184:131–139. https://
doi.org/10.1084/jem.184.1.131.

34. Scharton-Kersten T, Nakajima H, Yap G, Sher A, Leonard WJ. 1998.
Infection of mice lacking the common cytokine receptor gamma-chain
(gamma(c)) reveals an unexpected role for CD4� T lymphocytes in early
IFN-gamma-dependent resistance to Toxoplasma gondii. J Immunol
160:2565–2569.

35. Hildner K, Edelson BT, Purtha WE, Diamond M, Matsushita H, Kohyama
M, Calderon B, Schraml BU, Unanue ER, Diamond MS, Schreiber RD,
Murphy TL, Murphy KM. 2008. Batf3 deficiency reveals a critical role for
CD8alpha� dendritic cells in cytotoxic T cell immunity. Science 322:
1097–1100. https://doi.org/10.1126/science.1164206.

36. Tussiwand R, Lee WL, Murphy TL, Mashayekhi M, KC W, Albring JC,
Satpathy AT, Rotondo JA, Edelson BT, Kretzer NM, Wu X, Weiss LA,
Glasmacher E, Li P, Liao W, Behnke M, Lam SS, Aurthur CT, Leonard WJ,
Singh H, Stallings CL, Sibley LD, Schreiber RD, Murphy KM. 2012. Com-
pensatory dendritic cell development mediated by BATF-IRF interac-
tions. Nature 490:502–507. https://doi.org/10.1038/nature11531.

37. Goldszmid RS, Caspar P, Rivollier A, White S, Dzutsev A, Hieny S, Kelsall
B, Trinchieri G, Sher A. 2012. NK cell-derived interferon-gamma orches-
trates cellular dynamics and the differentiation of monocytes into den-
dritic cells at the site of infection. Immunity 36:1047–1059. https://doi
.org/10.1016/j.immuni.2012.03.026.

38. Seillet C, Jackson JT, Markey KA, Brady HJM, Hill GR, MacDonald KPA,
Nutt SL, Belz GT. 2013. CD8alpha� DCs can be induced in the absence
of transcription factors Id2, Nfil3 and Batf3. Blood 121:1574 –1583.
https://doi.org/10.1182/blood-2012-07-445650.

39. Raetz M, Kibardin A, Sturge CR, Pifer R, Li H, Burstein E, Ozato K, Larin S,
Yarovinsky F. 2013. Cooperation of TLR12 and TLR11 in the IRF8-
dependent IL-12 response to Toxoplasma gondii profilin. J Immunol
191:4818 – 4827. https://doi.org/10.4049/jimmunol.1301301.

40. Degrandi D, Kravets E, Konermann C, Beuter-Gunia C, Klumpers V,
Lahme S, Wischmann E, Mausberg AK, Beer-Hammer S, Pfeffer K. 2013.
Murine guanylate binding protein 2 (mGBP2) controls Toxoplasma gon-
dii replication. Proc Natl Acad Sci U S A 110:294 –299. https://doi.org/10
.1073/pnas.1205635110.

41. Selleck EM, Fentress SJ, Beatty WL, Degrandi D, Pfeffer K, Virgin HW,
MacMicking JD, Sibley LD. 2013. Guanylate-binding protein 1 (Gbp1)
contributes to cell-autonomous immunity against Toxoplasma gondii.
PLoS Pathog 9:e1003320. https://doi.org/10.1371/journal.ppat.1003320.

42. 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-gamma-
inducible p65 GTPases plays a critical role in host defense against
Toxoplasma gondii. Immunity 37:302–313. https://doi.org/10.1016/j
.immuni.2012.06.009.

43. Andreani G, Lodge R, Richard D, Tremblay MJ. 2012. Mechanisms of
interaction between protozoan parasites and HIV. Curr Opin HIV AIDS
7:276 –282. https://doi.org/10.1097/COH.0b013e32835211e9.

Protective Role for CD4 T Cells

July/August 2020 Volume 5 Issue 4 e00634-20 msphere.asm.org 11

https://doi.org/10.1016/s1074-7613(00)80138-7
https://doi.org/10.4049/jimmunol.172.6.3686
https://doi.org/10.4049/jimmunol.172.6.3686
https://doi.org/10.1126/science.3128869
https://doi.org/10.1084/jem.189.7.1083
https://doi.org/10.1084/jem.189.7.1083
https://doi.org/10.1016/j.mib.2011.07.002
https://doi.org/10.1016/j.mib.2011.07.002
https://doi.org/10.1016/j.chom.2012.09.007
https://doi.org/10.1371/journal.ppat.1002992
https://doi.org/10.1073/pnas.1015338108
https://doi.org/10.1016/j.chom.2010.11.005
https://doi.org/10.1016/j.chom.2010.11.005
https://doi.org/10.1371/journal.pbio.1001358
https://doi.org/10.1371/journal.pbio.1001358
https://doi.org/10.1371/journal.pbio.1000576
https://doi.org/10.1371/journal.pbio.1000576
https://doi.org/10.1111/j.1348-0421.1994.tb01858.x
https://doi.org/10.1111/j.1348-0421.1994.tb01858.x
https://doi.org/10.1111/j.1365-2249.1991.tb08150.x
https://doi.org/10.1111/j.1365-2249.1991.tb08150.x
https://doi.org/10.1084/jem.184.1.131
https://doi.org/10.1084/jem.184.1.131
https://doi.org/10.1126/science.1164206
https://doi.org/10.1038/nature11531
https://doi.org/10.1016/j.immuni.2012.03.026
https://doi.org/10.1016/j.immuni.2012.03.026
https://doi.org/10.1182/blood-2012-07-445650
https://doi.org/10.4049/jimmunol.1301301
https://doi.org/10.1073/pnas.1205635110
https://doi.org/10.1073/pnas.1205635110
https://doi.org/10.1371/journal.ppat.1003320
https://doi.org/10.1016/j.immuni.2012.06.009
https://doi.org/10.1016/j.immuni.2012.06.009
https://doi.org/10.1097/COH.0b013e32835211e9
https://msphere.asm.org

	RESULTS
	Delayed activation of the innate response in Batf3−/− mice. 
	Clearance of the parasite occurs through CD4-specific IFN- production. 
	CD4 T cells are sufficient to protect Batf3−/− mice in an adoptive transfer model. 
	CD4 memory T cells protect Batf3−/− and WT mice in a vaccination model. 

	DISCUSSION
	MATERIALS AND METHODS
	Mice. 
	Parasites and infections. 
	Luciferase imaging. 
	Cell preparation. 
	Flow cytometry and staining. 
	Intracellular cytokine staining. 
	Cytokine measurement. 
	Administration of IL-12. 
	IFN- and T cell depletion. 
	T cell adoptive transfer. 
	Statistics. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

