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West Nile (WN) virus causes fatal meningoencephalitis in laboratory mice, thereby partially mimicking human disease. Using this
model, we have demonstrated that mice deficient in�� T cells are more susceptible to WN virus infection. TCR��/� mice have
elevated viral loads and greater dissemination of the pathogen to the CNS. In wild-type mice,�� T cells expanded significantly
during WN virus infection, produced IFN- � in ex vivo assays, and enhanced perforin expression by splenic T cells. Adoptive
transfer of �� T cells to TCR��/� mice reduced the susceptibility of these mice to WN virus, and this effect was primarily due to
IFN-�-producing �� T cells. These data demonstrate a distinct role for�� T cells in the control of and prevention of mortality
from murine WN virus infection. The Journal of Immunology, 2003, 171: 2524–2431.

W est Nile (WN)3 virus is a mosquito-borne, single-
stranded RNA flavivirus that emerged in the New
York City metropolitan area in 1999 and has since

spread throughout much of the United States and into other parts
of North America (1–5). The clinical manifestations of human in-
fection can range from asymptomatic seroconversion to fatal me-
ningoencephalitis (4, 5). Seroprevalence in the geographic area of
the 1999 New York City outbreak was estimated at 2.6% with
�30% of the seropositive individuals reporting a febrile illness (6).
During the same outbreak, the case fatality rate among identified
hospitalized patients was 12% with a bias toward mortality in the
elderly (7). In the global experience of outbreaks in Romania, Is-
rael, and the United States, hospitalized case fatality rates range
from 4 to 14% and death most commonly occurs in the elderly and
immunocompromised (8–10). Currently, there are no controlled
clinical trials of antiviral medications and treatment is confined to
supportive measures (10).

The viral pathogenesis and relevant components of the immune
response to WN virus are incompletely understood but are central
to the development of an effective treatment or vaccine. The mu-
rine model of WN virus infection partially mimics human disease
and has been used to address these questions (11–14). Most inbred
mice challenged with strains of WN virus, including both lineage
I and II viral isolates, are susceptible to infection (15, 16). Fol-
lowing i.p. inoculation, the virus is initially found in the blood and

lymphoid tissues and subsequently in the kidneys, heart, and CNS
(17). Once the virus has breached the blood-brain barrier, the mice
develop encephalitis and die shortly thereafter (12, 14, 17). Using
this model system, several important components of the immune
response have been delineated.

Passive transfer of antiserum specific to the WN virus envelope
(E) protein confers protection to WN virus challenge in vivo (12,
18). Protection is enhanced with immunization with the recombi-
nant WN virus E protein or DNA vaccination with constructs en-
coding the E and membrane (M) protein genes (12, 18). In addi-
tion, transfer of infected serum-protected B cell and Ab-deficient
mice against WN virus induced mortality (19). Thus, while hu-
moral immunity is sufficient to provide some level of protection
against infection, the advantage of active vs passive immunization
suggests a role for cell-mediated responses. In addition, flavivi-
ruses can activate cytotoxic T lymphocytes and induce Ag-specific
Th1 responses (20, 21), both of which may be important in viral
defenses (22–24). Cell transfers have also been shown to confer
protection against lethal flaviviral encephalitis (20). Collectively,
these studies indicate that both cellular and humoral components
of the immune system are engaged in a physiologic response to the
virus and have protective capacity.

It has also been suggested that a robust early response to flavi-
viral infection is essential to protect against encephalitis, poten-
tially allowing clearance before symptoms and severe pathology
develop (25). This theory is supported by the fact that resistance
mapping studies of the flavivirus susceptibility locus Flv and the
closely associated WN virus-specific locus Wnv demonstrated a
correlation between survival advantage with restriction of viral
replication in the CNS (25, 26). In Ag-experienced animals, cir-
culating Abs could provide a means of immediate protection by
neutralizing the virus. We hypothesized that in the naive host,
other mechanisms of early immune protection would be engaged
in the response, in particular �� T cells.

�� T cells are a subset of T cells that comprise a minority of
CD3� cells in the lymphoid tissue but are well represented in the
peripheral blood and are abundant at epithelial and mucosal sites,
including the gut and lung (27). Like �� T cells, they bear a TCR
and can be polarized to produce Th1- or Th2-type cytokines (28–
30), but in contrast they are more limited in TCR diversity (27),
bear certain innate-like receptors such as NKG2D (31), and have
more rapid kinetics of cell proliferation and effector function
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(L. Liu, personal communication). In addition, they can rapidly
produce cytokines in response to microbial Ags (32) and have
unique features including a lack of MHC restriction and the ca-
pacity to react with Ags without the requirement for undergoing
conventional Ag processing, which together suggest a role in early
pathogen control (33–35). Increased numbers of �� T cells in the
peripheral blood and/or localization to sites of infection have been
documented in several human viral infections including HIV (36,
37), EBV (38, 39), and CMV (40). In murine models, �� T cells
have a protective role against HSV type 1, (41, 42), vaccinia virus
(43), and influenza virus infection (44, 45).

Based on the importance of �� T cells in other antiviral immune
responses, their capacity to have early effector function and the
potential importance of early control in preventing mortality in
flavivirus infection, we investigated the role of �� T cells in the
murine immune response to WN virus challenge.

Materials and Methods
Mice

Female C57BL/6 (B6), TCR��/�, TCR��/�, IFN-��/�, and TCR��/

�IFN-��/� mice were bred under specific pathogen-free conditions. All
the gene-deficient mice were bred on the B6 background and had been fully
backcrossed. Experiments were performed with 6- to10-wk-old animals.
Groups were age matched for each infection and were housed under iden-
tical conditions.

Virus

WN virus isolate 2741 was initially cultivated by Dr. J. Anderson at the
Connecticut Agricultural Experiment Station (1). Mice were inoculated i.p.
with 102 or 103 PFU of WN virus in 100 �l of PBS with 5% gelatin. A total
of 102 PFU corresponds to the LD50 and 103 PFU represents the LD100 for
this viral culture. Mice were observed for up to 16 days after in vivo
challenge and the animals were checked twice daily for morbidity, includ-
ing lethargy, anorexia, and difficulty in walking, and for mortality.

Adoptive transfer

Splenocytes from TCR��/� or TCR��/�IFN-��/� mice were isolated and
RBC were lysed. After washing, the cells were resuspended in PBS and
transferred i.v. at 20 � 106 cells/mouse to TCR��/� mice. TCR��/� mice
administered PBS were used as controls. Twenty-four hours posttransfer,
mice were challenged with WN virus for the survival experiments and the
reconstituted phenotype was delineated in parallel groups of animals.

Flow cytometry

Freshly isolated splenocytes and cells from the peritoneal cavity were used
for staining with Abs specific for TCR��, TCR��, and CD3 (BD PharM-
ingen, San Diego, CA). After staining, cells were fixed in PBS with 2%
paraformaldehyde and examined using a FACSCalibur flow cytometer (BD
Biosciences, San Diego, CA). Dead cells were excluded on the basis of
forward and side light scatter. Data were analyzed using CellQuest or
FlowJo software.

Intracellular IFN-� and perforin staining

To measure cytokine production, splenocytes from WN virus-infected mice
were isolated and cultured under one of two conditions. Half of the samples
were incubated at 3 � 106 cells/tube at room temperature with no exoge-
nous stimulation for 4 h and Golgi-plug was added for the final 2 h (BD
PharMingen). These conditions were used as they have been described
previously as optimal for spontaneous accumulation of cytokines after re-
moval from the host (43). The remaining samples were stimulated at 3 �
106 cells/tube with 50 ng/ml PMA (Sigma-Aldrich, St. Louis, MO) and 500
ng/ml ionomycin (Sigma-Aldrich) for 4 h at 37°C and Golgi-plug (BD
PharMingen) was added during the final 2 h (43). The cells were then
harvested, stained with cell surface markers (CD3 (clone 145-2C11),
TCR�� (clone H57-597), or TCR�� (clone GL3)) and fixed in 2% para-
formaldehyde. The cells were then permeabilized with 0.5% saponin be-
fore adding PE-conjugated anti-IFN-� mAb (BD PharMingen) or control
PE-conjugated rat IgG1. To examine perforin production, permeabilized
cells were stained with a rat anti-mouse perforin Ab (Kamaya, Seattle,
WA) at 4°C for 15 min. The cells were then washed and incubated again
with FITC-labeled goat anti-rat IgG (Sigma-Aldrich). Purified rat IgG2a

(BD PharMingen) was used as an isotype control. Cells were examined
using a FACSCalibur flow cytometer as described above.

Quantitative PCR (Q-PCR)

At days 2 and 6 of WN virus infection, RNA was extracted from the blood,
spleen, and brain tissue from control and experimental mice using RNeasy
extraction (Qiagen, Valencia, CA). The extracted RNA was eluted in a total
volume of 60 �l of RNase-free water. Two hundred fifty nanograms of
each extracted RNA sample was used to synthesize cDNA using the ProS-
TAR First-strand RT-PCR kit (Stratagene, Cedar Creek, TX). Forty nano-
grams of cDNA was then used for real-time PCR. The sequences of the
primer-probe sets for WN virus were described earlier (46). The probe
contained a 5� reporter, FAM, and a 3� quencher, TAMRA (Applied Bio-
systems, Foster City, CA). The reaction mixture contained a total volume
of 50 �l including each primer pair at a concentration of 1 �M and a probe
at a concentration of 0.2 �M. The assay was performed on an iCycler
(Bio-Rad, Hercules, CA). The thermal cycling consisted of 95°C for 3.5
min and 48 cycles of 95°C for 30 s and 60°C for 1 min. To prepare the
DNA standard for real-time PCR, the 1.5-kb E region was cloned into
pBADTOPO as described earlier (12). To normalize the samples, the same
amount of cDNA was used in the �-actin Q-PCR. The quantity of each
sample was determined using the standard curve of each Q-PCR. The ratio
of the amount of amplified WNV-E DNA compared with the amount of
�-actin DNA represented the relative infection level of each sample.

Cytokine PCR

cDNA was prepared as described above. The PCR mixture contained 5 �l
of 10� PCR buffer with MgCl2, 1 �l of 10 mM dNTP, 4 �l of 20 �M
primers, 0.5 �l of Taq polymerase (5 U/�l), and 2 �l of cDNA. The
primers for IFN-� were: forward primer, 5�-TGCATCTTGGCTTTG
CAGCTCTTCCTCATGGC-3�; reverse primer, 5�-TGGACCTGTGGGT
TGTTGACCTCAAACTTGGC-3�. �-actin PCR was used to normalize the
cDNA. �-actin primers amplify a region of 300 bp with forward primer,
5�-AGCGGGAAATCGTGCGTG-3�; reverse primer, 5�-CAGGGTAC
ATGGTGGTGCC-3�.

Histologic examination of tissues

Mice were euthanized, their chests were opened, and 30 ml of PBS was
injected directly into their left ventricle. Four percent paraformaldehyde
was then injected to perfuse and fix the bodies, and the brains were re-
moved and placed in 4% paraformaldehyde. Subsequently, specimens were
processed and histologic slides were prepared for staining with H&E.

Statistical analysis

Values of p were calculated with a nonpaired Student’s t test. Survival
curve comparisons were performed using Prism software (GraphPad Soft-
ware, San Diego, CA) statistical analysis which uses the log rank test
(equivalent to the Mantel-Haenszel test).

Results
TCR��/� and TCR��/� mice are more susceptible to WN virus
infection than wild-type mice

To assess the role of �� T cells in the host immune response to WN
virus, wild-type B6, TCR��/�, and TCR��/� mice were chal-
lenged with different doses of WN virus and examined daily for
morbidity and mortality. When administered a LD100 of WN virus,
TCR��/� mice died rapidly within 6.5 � 0.5 days, whereas the
TCR� �/� and wild-type animals died at intervals of 9.5 � 2.5
days and 9.0 � 3.0 days, respectively (Fig. 1a). Differences be-
tween the survival rate of the T cell-deficient and control animals
became more dramatic with a dose approximating the LD50 (Fig.
1b). Only 75% of wild-type controls survived whereas all of the
TCR��/� mice and 90% of the TCR��/�, mice died within 2 wk
( p � 0.01, n � 8 and p � 0.05, n � 8, respectively, compared with
wild-type controls). These data suggest that both �� and �� T cells
are critical for host survival following WN virus infection and that
their effects are not redundant.

2525The Journal of Immunology



TCR� �/� mice have increased viral loads in the blood and
lymphoid organs and more severe encephalitis than wild-type
mice

To further study viral pathogenesis, wild-type, TCR��/�, and
TCR��/� mice were infected with WN virus (LD50) and cDNA
from different tissues was used to determine viral load by Q-PCR.
Animals were viremic 2–3 days following i.p. infection and died
within 7–10 days; therefore, we chose day 2 as the early stage of
infection and day 6 as the later stage of infection. At day 2,
TCR��/� mice had an increased blood viral load and a higher viral
burden in the spleen and brain compared with the wild-type and

TCR��/� mice (Fig. 2a). This difference persisted at day 6 in the
blood and spleen (Fig. 2b) and in the brain compared with wild-
type mice (Fig. 2c). Compared with the wild-type controls,
TCR��/�mice also have enhanced levels of infection at both time
points (except at day 6 in brain, Fig. 2c). Tissues were also ex-
amined histologically to further characterize the course of infec-
tion. At day 2, brain sections from wild-type mice did not have an
inflammatory infiltrate (Fig. 3a). In TCR��/� mice, rare mono-
nuclear inflammatory cells were focally noted in the leptomenin-
ges (Fig. 3b), while in TCR��/� mice the lateral wall of the ven-
tricles was infiltrated by mononuclear inflammatory cells in the
subependymal area near the basal ganglia (Fig. 3c). At day 6, the
histologic difference among the strains became even more appar-
ent. TCR��/� animals had a very mild mononuclear infiltrate in
the leptomeninges whereas a moderate mononuclear inflammatory
infiltration was noted in the leptomeninges of the TCR��/� mice
(Fig. 3, e and f). Inflammatory infiltrates were not evident in wild-
type mice at this time point (Fig. 3d).

�� and �� T cells expand during WN virus infection

To examine T cell responses, we next assessed the magnitude and
kinetics of �� and �� T cell expansion in B6 mice during WN
virus infection. Splenocytes and peritoneal cavity cells were iso-
lated and examined for the percentage and numbers of selected
populations. Samples were assessed before infection (control) and
at early (day 2) and later (day 6) intervals postinfection. Among
splenocytes, the total numbers of both �� and �� T cells increased
during infection (Fig. 4, c and d, respectively). �� T cells expanded
from 1.03 � 0.28 � 106 cells/spleen to 2.29 � 0.18 � 106 cells/
spleen at day 2 and 1.95 � 0.19 � 106 cells/spleen at day 6 ( p �
0.05). By contrast, �� T cells expanded less dramatically from
24.2 � 0.6 � 106 cells/spleen to 31.1 � 2.8 � 106 cells/spleen at
day 2 ( p � 0.05) and 26.8 � 4.0 � 106 cells/spleen at day 6
(change not statistically significant). In addition, the percentage of
�� T cells in spleens increased from 4.2 � 1.0 at baseline to 6.7 �
0.5 at day 2 to 6.9 � 0.7 at day 6 following infection ( p � 0.05),
while the percentage of �� T cells did not significantly change
(95.8 � 3 at baseline to 94.0 � 7 and 93.0 � 13, p 	 0.05) (Fig.
4, a and b). Similarly, in the peritoneal cavity (Fig. 4, e and f), the
percentage of the �� T cells did not change significantly (83 � 4
at baseline to 78.2 � 4 at day 2 and to 76.5 � 4.5 at day 6, p 	

FIGURE 1. WN virus infection in TCR��/� and TCR��/� mice. Con-
trol and experimental mice were infected i.p. with a LD100 (a) or LD50 (b)
of WN virus and monitored twice daily for mortality. Data shown are
representative of three similar experiments. �, A value of p � 0.05 com-
pared with the wild-type group and ��, a p � 0.01 compared with the
wild-type group.

FIGURE 2. Viral load in TCR��/�

and TCR��/�mice. Viral loads were
measured in the blood, spleens, and
brains of mice infected with WN virus
for 2 days (a) and 6 days (b and c). At
each interval, two mice per group were
analyzed. Equal volumes of cDNA were
used for both �-actin and WNV-E Q-PCR
as described in Materials and Methods.
The y-axis depicts the ratio of the ampli-
fied WNV-E cDNA to �-actin cDNA of
each sample, unit (�10�4). Data shown
are representative of three similar exper-
iments. �, A value of p � 0.05 compared
with the wild-type group.
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0.05) while the percentage of �� T cells markedly increased from
15.3 � 0.7 at day 0 to 21.8 � 1.9 at day 2 and 23.5 � 2.3 at day 6
postinfection ( p � 0.05) (see Fig. 4). Expansion patterns of the two

subsets of T cells in the blood paralleled that seen in the spleen (data
not shown). Taken together, these data indicate that although both ��
and �� T cells increase in numbers in the spleen following WN virus
infection, �� T cell expansion is more dramatic and only these T cells
have a percentage increase in the spleen and peritoneal cavity.

�� T cells provide partial protection by producing IFN-�

IFN-� is known to be a major product of �� T cells (30) and has
multiple antiviral effects. Therefore, we examined the functional
capacity of �� T cells in response to WN virus infection by first
specifically quantifying their capability to produce IFN-�. Initially,
IFN-�-deficient (IFN-��/�) mice were shown to be more suscep-
tible to WN viral infection than control animals: a viral dose ap-
proximating the LD50 killed only 30% of controls within 2 wk,
while 90% of the IFN-��/� group died of infection ( p � 0.01)
(Fig. 5a). Furthermore, TCR��/�IFN-��/� mice had an increased
level of infection compared with TCR��/� mice at both day 2
(Fig. 5bi) and day 6 of infection (Fig. 5b, ii and iii), as demon-
strated by the viral load in all tissues examined (blood, spleen, and
brain). This latter experiment suggested that IFN-� produced by ��
T cells plays an important role in the control of WN virus.

We next determined whether splenic �� T cells produced IFN-�
during WN virus infection using an ex vivo intracellular cytokine
staining assay (Fig. 6, a–c). At day 2 postinfection in B6 animals,
15.7% of splenic �� T cells produced IFN-� compared with 4.9%
of �� cells from uninfected controls. By contrast, only 3.1% of the
�� T cells produced this cytokine compared with 0.8% in unin-
fected mice. In TCR��/� mice, 12.4% of the �� T cells produced
IFN-� vs 0.9% in the uninfected group. By contrast, only 0.8% of
the �� T cells in TCR��/� mice produced IFN-� at this time,
comparable to levels produced by uninfected mice. Later in the
course of infection (day 6), the �� T cell response decreased, with
3.8% of cells from B6 animals producing IFN-� compared with
0.7% of �� T cells. At this later time point, �� T cells from the
TCR ��/� still produced significant amounts of IFN-� (7.1%) and

FIGURE 4. �� T cells respond to WN
virus infection. a and b, The percentage of
�� and �� T cells in splenic T cells. c and
d, Expansion of �� and �� T absolute cell
numbers in the spleen (unit: �106 cells/
mouse). e and f, The percentage of �� and
�� T cells in peritoneal cavity. At each
time point, two mice per group were used.
Data shown are representative of three
similar experiments. �, A value of p � 0.05
compared with the wild-type group.

FIGURE 3. Histologic examination of WN virus-infected TCR��/� and
TCR��/�mice. Histolopathologic changes in the brains of mice infected
with WN virus at 2 and 6 days after WN virus infection. a–c, Brain sec-
tions from wild-type, TCR��/�, and TCR��/�mice, respectively, at day 2
of infection; d–f, brain sections from wild-type mice, TCR��/�, and
TCR��/� mice at day 6 of infection. Two mice were examined from each
group at both time points and representative sections are shown. Arrows
point to the sites where inflammation can be found. Magnification, �400.
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in TCR ��/� animals, 6.7% of �� T cells produced the cytokine.
Together, these data suggested that �� T cells are a major source
of IFN-� early during WN virus infection. In addition, the data

indicate that the presence of �� T cells promotes �� T cell
production of IFN-� as evidenced by the difference between �� T
cell function between B6 control and TCR��/� animals.

FIGURE 6. �� T cells produce IFN-� and promote perforin expression. Splenocytes from WN virus-infected mice were cultured ex vivo without
exogenous stimulation as described in Materials and Methods and stained for IFN-�, CD3, and TCR�� or TCR��. Cells were gated on ��� or ���

populations for analysis of IFN-� production. The percentage of IFN-��TCR��� or IFN-��TCR��� is shown. a, Wild-type mice; b, TCR��/� mice; and
c, TCR��/�mice. d, IFN-� and �-actin mRNA expression in blood and spleen from different strains of mice as detected by PCR. e, Perforin expression
of T cells from different strains of mice at day 6 after WN virus infection. CD3� cells were gated for analysis of perforin expression. Histograms of perforin
expression of the gated CD3� cells are shown. Data shown are representative of three similar experiments.

FIGURE 5. IFN-� is an impor-
tant factor for host resistance to WN
virus infection. a, Control and IFN-
��/� mice were infected i.p. with a
LD50 of WN virus and survival was
monitored. b, Viral load in the blood,
spleens, and brains of mice infected
with WN virus for 2 (i) and 6 days
(ii, spleen and blood; iii, brain), unit:
�10�4) measured in control,
TCR��/� mice, and TCR��/�IFN-
��/�mice. �, A value of p � 0.05
compared with the wild-type group.
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PCR was also used to assess IFN-� production in murine tissues
(Fig. 6d). At day 2, TCR��/� mice produced less IFN-� mRNA in
the blood and spleen compared with wild-type and TCR��/�

mice. At day 6, total splenic IFN-� mRNA in TCR��/� mice
increased to a level similar to that of the other two strains; how-
ever, in the blood there was still less IFN-� mRNA. Other cells
including NK cells may contribute to early IFN-� production in the
blood and spleen; however, these cell types are intact in the
TCR��/� mice. The fact that the IFN-� PCR results are consistent
with results from intracellular cytokine staining suggests that �� T
cells are the major source of IFN-� in early host response to WN
virus infection.

�� T cells modulate cytotoxicity

�� T cells in IFN-��/� mice also expanded following WN virus
infection (data not shown), suggesting that �� T cells might be
involved in other mechanisms of viral protection. We investigated
whether the increased susceptibility of TCR��/� mice to WN vi-
rus was associated with impaired cytolytic activity of T cells. Here,
we focused our studies on perforin, a cytolytic protein known to be
expressed by �� T cells (27). Perforin is an intracellular protein
found in NK and CTL cells and its expression reflects the CTL
activity of these cells (47). To examine perforin expression,
splenocytes were isolated from mice after infection and used for
intracellular staining. T cells were then gated for analysis of per-
forin expression. Perforin expression of T cells in TCR��/� mice
was significantly down-regulated compared with wild-type and
TCR��/� mice at day 6 after infection (Fig. 6e), suggesting that
�� T cells either directly produce perforin or, alternatively, are
important for its expression by �� T cells.

Transfer of �� T cells to TCR��/� mice affords partial
protection against infection

To determine whether transfer of �� T cells could alter the course
of infection in TCR ��/� animals, splenocytes from TCR��/�

mice were adoptively transferred to TCR��/� mice 24 h before
challenge with WN virus. To test the importance of �� T cell-

produced IFN-�, splenocytes from TCR��/�IFN-��/� mice were
also transferred. The reconstituted mice are fully intact in cell com-
position, with the only defect in the IFN-�-producing capacity of
�� T cells. Initially, we examined whether �� T cells could be
successfully transferred to and persist within TCR��/� mice dur-
ing infection. The transfer efficiency was assessed 2 and 6 days
after challenge with a LD50 of WN virus (Fig. 7a). At day 2 postin-
fection, TCR��/� mice administered cells from TCR��/� mice
had 5.4% CD3���� cells compared with 5.8% CD3���� cells in
control wild-type mice and undetectable levels of ��� cells in
untransferred TCR��/� animals. At day 6 postinfection, mice re-
constituted with TCR��/� splenocytes had 3.77% CD3���� cells
whereas wild-type mice had 6% CD3���� cells.

In a parallel group of infected animals, mortality was recorded
for 2 wk after viral challenge of these transferred mice. With a WN
virus dose approximating the LD50, �60% of wild-type mice sur-
vived at 2 wk of infection, whereas 40% of the TCR��/� mice that
received TCR��/� splenocytes survived ( p 	 0.05, compared with
the wild-type group). By contrast, mice that received TCR��/�

IFN-��/� splenocytes all died after infection ( p � 0.05, compared
with the wild-type group, Fig. 7b). Collectively, the data from the
transfer experiments suggest that �� T cells have a unique role in
protection against WN virus and that this effect is mediated in part
by IFN-� production by �� T cells.

Discussion
We provide herein the first evidence for a unique role for �� T
cells in the protective response against WN virus infection. Mice
deficient in �� T cells had an increased mortality after WN virus
infection that correlated with an elevated viral load and more se-
vere encephalitis compared with control animals. We demon-
strated that early following infection �� T cells increased in num-
ber and percentage, produced IFN-� in ex vivo assays, and affected
the level of perforin expression in splenocytes. Finally, we dem-
onstrated that reconstituting TCR ��/� animals by transfers with

FIGURE 7. Adoptive transfer of splenocytes from
TCR��/� mice to TCR��/�mice. a, Following adop-
tive transfer of splenocytes from TCR��/� mice to
TCR��/� mice, B6 mice, and TCR��/�mice with or
without reconstitution were infected with a LD50 of
WN virus. Splenocytes were harvested for phenotyping
at days 2 and 6 after infection. b, B6 and TCR��/�

mice transferred with splenocytes from TCR��/�mice
or TCR��/�IFN-��/� mice were infected with a LD50

of WN virus and survival was monitored for 2 wk. Data
shown are representative of four similar experiments. �,
A value of p � 0.05 compared with the wild-type
group.
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�� T cells partially restored their resistance and that such protec-
tion was mediated at least in part by an IFN-�-dependent mecha-
nism. We acknowledge that NK cells may play a role in IFN-�
production, but given that we are comparing TCR ��/� and wild-
type mice, effects seen in our experiments are from �� T cells.
Taken together, these data demonstrate that �� T cells respond
early in the course of infection with expansion and effector func-
tion and that this response limits viral titers and penetration to the
CNS, thereby increasing survival rates.

IFN-� is a major cytokine produced by �� T cells in several
viral infection systems (33, 43, 48–50) and has multiple mecha-
nisms of viral control, including cell recruitment and activation,
polarization of T cell responses, up-regulation of Ag processing
and presentation, and direct antiviral action (reviewed in Ref. 51).
IFN-� has been implicated in control of some viral CNS infections
(52–54), although it is not always essential (55). In a model of
another flaviviral encephalitis, IFN-� deficiency was associated
with impaired recruitment of inflammatory cells to the CNS and
with increased viral titers, although no survival difference was
noted (56). In the present study, we have shown: 1) IFN-�-defi-
cient animals are more susceptible to infection, 2) �� T cells pro-
duce IFN-� early following infection, and 3) this is one of their
essential effector functions as cells from TCR��/�IFN-��/� mice
were unable to transfer protection. In the transfer experiment, the
two groups of mice were identical in cell composition except that
�� T cells were unable to produce IFN-� in TCR��/�IFN-��/�

mice. The survival difference seen directly demonstrated that
IFN-� production by �� T cells is important in protection.

Cytolytic function is another important mechanism of viral con-
trol that is primarily associated with CD8��� T cells, but has also
been attributed to �� T cells (42, 43, 57). We demonstrated that ��
T cell deficiency reduced levels of intracellular perforin in total
splenocytes at day 6 postinfection, implying that they either di-
rectly or indirectly enhance cytolytic activity. In previous work,
cytolytic activity against WN virus-infected target cells was de-
tected at day 4, peaked on day 5, and declined rapidly after day 7
(23). Thus, while the initial differences between TCR ��/� and
control animals were in cytokine production, the later differences
in perforin expression correspond with the peak of this response,
suggesting that the �� T cell effect may have different functional
significance at different points in the course of infection.

Our findings are consistent with and extend results from several
other viral model systems in which �� T cells have been assigned
protective roles (41–45). Notably, in the case of WN virus the
effect of �� T cells is nonredundant and essential for survival even
in the presence of �� T cells. In addition, our results suggest both
a direct mechanism of viral control through IFN-� production and
an indirect effect of �� T cells to enhance �� T cell function
through modulation of cytokine production or perforin expression.
The requirement for �� T cell function not merely for viral control
but for survival may reflect the particular importance of early re-
sponses in WN virus infection. �� T cells may be uniquely capable
of such early protective responses given their rapid and robust
production of type I cytokines following pathogen challenge (30,
32). Immediate control may prevent CNS infection and the pur-
suant encephalitis, a factor that may be recapitulated in human
disease. Although the pathogenesis of WN virus-induced enceph-
alitis is still unclear, the enhanced viral load, higher level of brain
inflammation, and increased mortality in TCR��/� mice suggest
that �� T cells help the host to clear WN virus and delay the virus
from crossing the blood-brain barrier and inducing encephalitis.

Although these findings provide novel insight into the function
of �� T cells, they also may provide important information on the
pathogenesis of human WN virus infection. The relevance of these

findings for understanding human disease is partially based on
pathologic similarities in flavivirus-infected brains across verte-
brate species (58) and further on the similarities of immune system
function that have long supported murine immunologic studies.
The importance of these findings lies in the implications for WN
virus treatment and vaccine development. The target population of
such a vaccine would be primarily the elderly, already thought to
be somewhat immunocompromised, and any effective vaccine
would have to elicit a robust response. The data presented in this
report suggest that an early response involving �� T cells is es-
sential to preventing mortality. Experiments to determine whether
this early response has an impact on memory development are
ongoing. In addition, activation of �� T cells by nonspecific im-
munomodulators offers a possible mechanism of boosting the im-
mune response to acute infection, as demonstrated in other viral
models (44).

This model system and the evidence that an early response by
�� T cells is critical to survival should help to further delineate the
immunopathogenesis of WN virus infection and identify important
factors in protection and prevention of mortality.

Acknowledgments
We thank Debbie Beck and J. P. Zhang for technical assistance.

References
1. Anderson, J. F., T. G. Andreadis, C. R. Vossbrinck, S. Tirrell, E. M. Wakem,

R. A. French, A. E. Garmendia, and H. J. Van Kruiningen. 1999. Isolation of
West Nile virus from mosquitoes, crows, and a Cooper’s hawk in Connecticut.
Science 286:2331.

2. Lanciotti, R. S., J. T. Roehrig, V. Deubel, J. Smith, M. Parker, K. Steele, B. Crise,
K. E. Volpe, M. B. Crabtree, J. H. Scherret, et al. 1999. Origin of the West Nile
virus responsible for an outbreak of encephalitis in the northeastern United States.
Science 286:2333.

3. Roehrig, J. T., M. Layton, P. Smith, G. L. Campbell, R. Nasci, and
R. S. Lanciotti. 2002. The emergence of West Nile virus in North America:
ecology, epidemiology, and surveillance. Curr. Top. Microbiol. Immunol. 267:
223.

4. Meek, J. 2002. West Nile virus in the United States. Curr. Opin. Pediatr. 14:72.
5. Campbell, G. L., A. A. Marfin, R. S. Lanciotti, and D. J. Gubler. 2002. West Nile

virus. Lancet Infect. Dis. 2:519.
6. Mostashari, F., M. L. Bunning, P. T. Kitsutani, D. A. Singer, D. Nash,

M. J. Cooper, N. Katz, K. A. Liljebjelke, B. J. Biggerstaff, A. D. Fine, et al. 2001.
Epidemic West Nile encephalitis, New York, 1999: results of a household-based
seroepidemiological survey. Lancet 358:261.

7. Nash, D., F. Mostashari, A. Fine, J. Miller, D. O’Leary, K. Murray, A. Huang,
A. Rosenberg, A. Greenberg, M. Sherman, et al. 2001. The outbreak of West Nile
virus infection in the New York City area in 1999. N. Engl. J. Med. 344:1807.

8. Xiao, S. Y., H. Guzman, H. Zhang, A. P. Travassos da Rosa, and R. B. Tesh.
2001. West Nile virus infection in the golden hamster (Mesocricetus auratus): a
model for West Nile encephalitis. Emerg. Infect. Dis. 7:714.

9. Petersen, L. R., and J. T. Roehrig. 2001. West Nile virus: a reemerging global
pathogen. Emerg. Infect. Dis. 7:611.

10. Petersen, L. R., and A. A. Marfin. 2002. West Nile virus: a primer for the cli-
nician. Ann. Intern. Med. 137:173.

11. Ben-Nathan, D., G. J. Maestroni, S. Lustig, and A. Conti. 1995. Protective effects
of melatonin in mice infected with encephalitis viruses. Arch. Virol. 140:223.

12. Wang, T., J. F. Anderson, L. A. Magnarelli, S. J. Wong, R. A. Koski, and
E. Fikrig. 2001. Immunization of mice against West Nile virus with recombinant
envelope protein. J. Immunol. 167:5273.

13. Campbell, G. L., L. J. Grady, C. Huang, R. Lanciotti, L. Kramer, J. T. Roehrig,
and R. E. Shope. 2001. Laboratory testing for West Nile virus: panel discussion.
Ann. NY Acad. Sci. 951:179.

14. Lustig, S., H. D. Danenberg, Y. Kafri, D. Kobiler, and D. Ben-Nathan. 1992.
Viral neuroinvasion and encephalitis induced by lipopolysaccharide and its me-
diators. J. Exp. Med. 176:707.

15. Beasley, D. W., L. Li, M. T. Suderman, and A. D. Barrett. 2002. Mouse neuro-
invasive phenotype of West Nile virus strains varies depending upon virus ge-
notype. Virology 296:17.

16. Halevy, M., Y. Akov, D. Ben-Nathan, D. Kobiler, B. Lachmi, and S. Lustig.
1994. Loss of active neuroinvasiveness in attenuated strains of West Nile virus:
pathogenicity in immunocompetent and SCID mice. Arch. Virol. 137:355.

17. Kramer, L. D., and K. A. Bernard. 2001. West Nile virus infection in birds and
mammals. Ann. NY Acad. Sci. 951:84.

18. Davis, B. S., G. J. Chang, B. Cropp, J. T. Roehrig, D. A. Martin, C. J. Mitchell,
R. Bowen, and M. L. Bunning. 2001. West Nile virus recombinant DNA vaccine
protects mouse and horse from virus challenge and expresses in vitro a nonin-
fectious recombinant antigen that can be used in enzyme-linked immunosorbent
assays. J. Virol. 75:4040.

2530 WEST NILE VIRUS CLEARANCE BY SPECIFIC �� T CELLS



19. Diamond, M. S., B. Shrestha, A. Marri, D. Mahan, and M. Engle. 2003. B cells
and antibody play critical roles in the immediate defense of disseminated infec-
tion by West Nile encephalitis virus. J. Virol. 77:2578.

20. Jacoby, R. O., P. N. Bhatt, and A. Schwartz. 1980. Protection of mice from lethal
flaviviral encephalitis by adoptive transfer of splenic cells from donors infected
with live virus. J. Infect. Dis. 141:617.

21. Shen, J., J. M. Devery, and N. J. King. 1995. Adherence status regulates the
primary cellular activation responses to the flavivirus West Nile. Immunology
84:254.

22. Allan, J. E., and P. C. Doherty. 1986. Stimulation of helper/delayed-type hyper-
sensitivity T cells by flavivirus infection: determination by macrophage proco-
agulant assay. J. Gen. Virol. 67:39.

23. Kesson, A. M., R. V. Blanden, and A. Mullbacher. 1987. The primary in vivo
murine cytotoxic T cell response to the flavivirus, West Nile. J. Gen. Virol.
68:2001.

24. Kesson, A. M., R. V. Blanden, and A. Mullbacher. 1988. The secondary in vitro
murine cytotoxic T cell response to the flavivirus, West Nile. Immunol. Cell Biol.
66:23.

25. Mashimo, T., M. Lucas, D. Simon-Chazottes, M. P. Frenkiel, X. Montagutelli,
P. E. Ceccaldi, V. Deubel, J. L. Guenet, and P. Despres. 2002. A nonsense
mutation in the gene encoding 2�-5�-oligoadenylate synthetase/L1 isoform is as-
sociated with West Nile virus susceptibility in laboratory mice. Proc. Natl. Acad.
Sci. USA 99:11311.

26. Sangster, M. Y., D. B. Heliams, J. S. MacKenzie, and G. R. Shellam. 1993.
Genetic studies of flavivirus resistance in inbred strains derived from wild mice:
evidence for a new resistance allele at the flavivirus resistance locus (Flv). J. Vi-
rol. 67:340.

27. Hayday, A. C. 2000. �� cells: a right time and a right place for a conserved third
way of protection. Annu. Rev. Immunol. 18:975.

28. Cron, R. Q., T. F. Gajewski, S. O. Sharrow, F. W. Fitch, L. A. Matis, and
J. A. Bluestone. 1989. Phenotypic and functional analysis of murine
CD3�,CD4�,CD8� TCR-��-expressing peripheral T cells. J. Immunol.
142:3754.

29. Yin, Z., C. Chen, S. J. Szabo, L. H. Glimcher, A. Ray, and J. Craft. 2002. T-Bet
expression and failure of GATA-3 cross-regulation lead to default production of
IFN-� by �� T cells. J. Immunol. 168:1566.

30. Yin, Z., D. H. Zhang, T. Welte, G. Bahtiyar, S. Jung, L. Liu, X. Y. Fu, A. Ray,
and J. Craft. 2000. Dominance of IL-12 over IL-4 in �� T cell differentiation
leads to default production of IFN-�: failure to down-regulate IL-12 receptor
�2-chain expression. J. Immunol. 164:3056.

31. Jamieson, A. M., A. Diefenbach, C. W. McMahon, N. Xiong, J. R. Carlyle, and
D. H. Raulet. 2002. The role of the NKG2D immunoreceptor in immune cell
activation and natural killing. Immunity 17:19.

32. Wang, L., H. Das, A. Kamath, and J. F. Bukowski. 2001. Human V�2V�2 T cells
produce IFN-� and TNF-� with an on/off/on cycling pattern in response to live
bacterial products. J. Immunol. 167:6195.

33. Cai, J. L., and P. W. Tucker. 2001. �-� T cells: immunoregulatory functions and
immunoprotection. Chem. Immunol. 79:99.

34. Carding, S. R., and P. J. Egan. 2002. �� T cells: functional plasticity and heter-
ogeneity. Nat. Rev. Immunol. 2:336.

35. Steele, C. R., D. E. Oppenheim, and A. C. Hayday. 2000. �(�) T cells: non-
classical ligands for non-classical cells. Curr. Biol. 10:R282.

36. Kabelitz, D., and D. Wesch. 2001. Role of �� T-lymphocytes in HIV infection.
Eur. J. Med. Res. 6:169.

37. Agrati, C., G. D’Offizi, P. Narciso, C. Selva, L. P. Pucillo, G. Ippolito, and
F. Poccia. 2001. �� T cell activation by chronic HIV infection may contribute to
intrahepatic v�1 compartmentalization and hepatitis C virus disease progression
independent of highly active antiretroviral therapy. AIDS Res. Hum. Retroviruses
17:1357.

38. Roncella, S., G. Cutrona, M. Truini, I. Airoldi, A. Pezzolo, A. Valetto,
D. Di Martino, P. Dadati, A. De Rossi, M. Ulivi, et al. 2000. Late Epstein-Barr
virus infection of a hepatosplenic �� T-cell lymphoma arising in a kidney trans-
plant recipient. Haematologica 85:256.

39. Ohshima, K., S. Haraoka, N. Harada, T. Kamimura, J. Suzumiya, M. Kanda,
C. Kawasaki, M. Sugihara, and M. Kikuchi. 2000. Hepatosplenic �� T-cell lym-
phoma: relation to Epstein-Barr virus and activated cytotoxic molecules. Histo-
pathology 36:127.

40. Dechanet, J., P. Merville, A. Lim, C. Retiere, V. Pitard, X. Lafarge, S. Michelson,
C. Meric, M. M. Hallet, P. Kourilsky, et al. 1999. Implication of �� T cells in the
human immune response to cytomegalovirus. J. Clin. Invest. 103:1437.

41. Rakasz, E., A. Mueller, S. Perlman, and R. G. Lynch. 1999. �� T cell response
induced by vaginal herpes simplex 2 infection. Immunol. Lett. 70:89.

42. Sciammas, R., P. Kodukula, Q. Tang, R. L. Hendricks, and J. A. Bluestone. 1997.
T cell receptor-�/� cells protect mice from herpes simplex virus type 1-induced
lethal encephalitis. J. Exp. Med. 185:1969.

43. Selin, L. K., P. A. Santolucito, A. K. Pinto, E. Szomolanyi-Tsuda, and
R. M. Welsh. 2001. Innate immunity to viruses: control of vaccinia virus infec-
tion by �� T cells. J. Immunol. 166:6784.

44. Hoq, M. M., T. Suzutani, T. Toyoda, G. Horiike, I. Yoshida, and M. Azuma.
1997. Role of �� TCR� lymphocytes in the augmented resistance of trehalose
6,6�-dimycolate-treated mice to influenza virus infection. J. Gen. Virol. 78:1597.

45. Benton, K. A., J. A. Misplon, C. Y. Lo, R. R. Brutkiewicz, S. A. Prasad, and
S. L. Epstein. 2001. Heterosubtypic immunity to influenza A virus in mice lack-
ing IgA, all Ig, NKT cells, or �� T cells. J. Immunol. 166:7437.

46. Lanciotti, R. S., A. J. Kerst, R. S. Nasci, M. S. Godsey, C. J. Mitchell,
H. M. Savage, N. Komar, N. A. Panella, B. C. Allen, K. E. Volpe, et al. 2000.
Rapid detection of West Nile virus from human clinical specimens, field-col-
lected mosquitoes, and avian samples by a TaqMan reverse transcriptase-PCR
assay. J. Clin. Microbiol. 38:4066.

47. Chang, J., and T. J. Braciale. 2002. Respiratory syncytial virus infection sup-
presses lung CD8� T-cell effector activity and peripheral CD8� T-cell memory
in the respiratory tract. Nat. Med. 8:54.

48. Huber, S. A., D. Sartini, and M. Exley. 2002. V�4� T cells promote autoimmune
CD8� cytolytic T-lymphocyte activation in coxsackievirus B3-induced myocar-
ditis in mice: role for CD4� Th1 cells. J. Virol. 76:10785.

49. Ninomiya, T., H. Takimoto, G. Matsuzaki, S. Hamano, H. Yoshida, Y. Yoshikai,
G. Kimura, and K. Nomoto. 2000. V�� �� T cells play protective roles at an early
phase of murine cytomegalovirus infection through production of interferon-�.
Immunology 99:187.

50. Sciammas, R., and J. A. Bluestone. 1999. TCR�� cells and viruses. Microbes
Infect. 1:203.

51. Guidotti, L. G., and F. V. Chisari. 2001. Noncytolytic control of viral infections
by the innate and adaptive immune response. Annu. Rev. Immunol. 19:65.

52. Cantin, E. M., D. R. Hinton, J. Chen, and H. Openshaw. 1995. � Interferon
expression during acute and latent nervous system infection by herpes simplex
virus type 1. J. Virol. 69:4898.

53. Finke, D., U. G. Brinckmann, V. ter Meulen, and U. G. Liebert. 1995. � Inter-
feron is a major mediator of antiviral defense in experimental measles virus-
induced encephalitis. J. Virol. 69:5469.

54. Leist, T. P., M. Eppler, and R. M. Zinkernagel. 1989. Enhanced virus replication
and inhibition of lymphocytic choriomeningitis virus disease in anti-� interferon-
treated mice. J. Virol. 63:2813.

55. Lane, T. E., A. D. Paoletti, and M. J. Buchmeier. 1997. Disassociation between
the in vitro and in vivo effects of nitric oxide on a neurotropic murine corona-
virus. J. Virol. 71:2202.

56. Liu, T., and T. J. Chambers. 2001. Yellow fever virus encephalitis: properties of
the brain-associated T-cell response during virus clearance in normal and � in-
terferon-deficient mice and requirement for CD4� lymphocytes. J. Virol. 75:
2107.

57. Tseng, C. T., and G. R. Klimpel. 2002. Binding of the hepatitis C virus envelope
protein E2 to CD81 inhibits natural killer cell functions. J. Exp. Med. 195:43.

58. Levenbook, I. S., L. J. Pelleu, and B. L. Elisberg. 1987. The monkey safety test
for neurovirulence of yellow fever vaccines: the utility of quantitative clinical
evaluation and histological examination. J. Biol. Stand. 15:305.

2531The Journal of Immunology


