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Studies from our laboratory have shown that infection of mice with an attenuated strain of Salmonella
typhimurium causes a marked suppression in the capacity of splenocytes to generate an in vitro plaque-forming
cell (PFC) response to sheep erythrocytes. The suppression has been shown to be mediated by mature, adherent
macrophages (Mds) and nonadherent, precursor Mds. Nitric oxide has been identified as the suppressor
factor. The present study investigated the role of interleukin-12 (IL-12) in the generation of nitric oxide-
mediated immunosuppression in this model. Salmonella inoculation resulted in marked suppression of PFC
responses and high levels of nitrite production. When mice were treated with anti-IL-12 prior to inoculation,
nitrite levels in splenocyte cultures were reduced by 75% and the suppression of PFC responses was prevented.
The nonadherent splenocyte fraction from Salmonella-inoculated mice, which contains precursor Mds and is
weakly immunosuppressive, was treated with IL-12 in vitro. IL-12 augmented the capacity of this fraction to
suppress PFC responses by normal splenocytes in a coculture system. Additionally, IL-12 induced nitrite and
gamma interferon (IFN-y) production in a dose-dependent manner. Treatment with anti-IFN-y blocked nitrite
production and suppression, indicating that IFN-y is an important intermediary in the pathway of IL-12-
induced immunosuppression. These results indicate that IL-12 is critical for the induction of nitric oxide-
mediated immunosuppression following S. fyphimurium inoculation and, through its ability to stimulate IFN-y

production, can induce nitric oxide-producing suppressor Mds.

Macrophage (M¢)-mediated immunosuppression has been
found after infection with a variety of microbes and several
microbial extracts (15). Previous studies by our laboratory have
shown that inoculation of mice with an aro4 mutant of Salmo-
nella typhimurium, strain SL3235, is capable of inducing long-
term protection against infection with virulent Salmonella or
Listeria monocytogenes challenge (19, 37). This attenuated
strain confers protection against virulent Salmonella in both
genetically hypersusceptible and resistant mouse strains of the
C3H lineage (19, 28, 37). Concomitant with the ability of
SL.3235 to confer protection, selective immunosuppression was
observed, as evidenced by the inability of immunized mice to
respond to B- and T-cell mitogens (42) or to heterologous
antigens such as sheep erythrocytes (SRBC) or tetanus toxoid
(4, 5, 17). At the time of onset of maximal suppression,
SL3235-inoculated mice also exhibit enhanced cell-mediated
immunity, as evidenced by the induction of tumoricidal and
leishmaniacidal activity in peritoneal Més and cross-protection
against challenge with L. monocytogenes (19, 37, 57). Our lab-
oratory has demonstrated that Mds are responsible for the
suppression of lymphocyte function following SL3235 inocula-
tion in that removal of the adherent M¢ population restored
lymphocyte activity (4, 42). Two distinct populations of Mds
have been identified in the spleens of infected mice: a mature
adherent cell which displays characteristics associated with ma-
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ture M¢ such as vacuolation, phagocytic activity, and nonspe-
cific esterase activity; and a nonadherent precursor M¢ which
is MAC-1 positive but does not display other M¢ or lympho-
cyte characteristics (4). The mature, adherent Md population
is highly suppressive, while the nonadherent spleen cell popu-
lation, which contains precursor Mds as well as other cell
types, is only weakly suppressive (4). Nitric oxide has been
established as the factor responsible for the suppression by the
mature M¢ population based on the observation that the nitric
oxide synthase inhibitor N°-monomethyl-L-arginine (NMMA)
blocks the suppression (6), but the mechanism by which the
nonadherent immune cell fraction suppresses has not been
investigated. The concept that nitric oxide can mediate immu-
nosuppression was first proposed in 1991 in a system which did
not involve a living infectious agent (3). The ability of nitric
oxide to suppress lymphocyte function following infection has
been demonstrated by our laboratory, as well as by investiga-
tors using Trypanosoma brucei (62) or Toxoplasma gondii (9).

The suppressive capacity of splenocytes taken from Salmo-
nella-inoculated mice was prevented by the addition of anti-
bodies against gamma interferon (IFN-vy) into in vitro cultures
(6), which suggests that IFN-y is important in the pathway
leading to nitric oxide-mediated immunosuppression. It has
been previously shown that IFN-y production is induced fol-
lowing Salmonella infection (49, 52, 53). Further, IFN-y in
conjunction with lipopolysaccharide (LPS) induces expression
of the inducible nitric oxide synthase (iNOS) in mouse Mds
(14, 18, 46). A potent inducer of IFN-y production by NK and
T cells is interleukin-12 (IL-12) (8, 40, 45, 52). Recent studies
have shown that IL-12 is important in resistance to Salmonella
infection (39, 48) as well as infection by other intracellular
pathogens of Mds (21, 33, 45, 55, 59, 61, 63). The study pre-
sented here tested the hypothesis that the induction of nitric
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oxide-mediated immunosuppression following Salmonella in-
fection occurs via an IL-12-dependent pathway and that IL-12
induces the differentiation of precursor Ms into nitric oxide-
producing suppressor cells.

MATERIALS AND METHODS

Mice. Six-week-old female C3HeB/Fe] mice were purchased from Jackson
Laboratory (Bar Harbor, Maine) and housed in sterilized cages and bedding,
with mouse chow and water provided ad libitum. All mice were acclimatized for
a minimum of 1 week prior to experimentation.

Bacterial strain and infection model. An avirulent strain of S. typhimurium,
SL3235, was used for all experiments. SL3235 is an aro4 mutant which is defi-
cient in aromatic synthesis and has a 50% lethal dose of greater than 107 bacteria
when given intraperitoneally (i.p.). Infection was accomplished by injecting 5 X
10° log-phase bacteria i.p. as previously described (4). Control animals were
injected i.p. with a comparable volume of sterile, endotoxin-free, isotonic saline
(Abbott Laboratories, Chicago, IlL.).

alL-12 treatment in vivo. Polyclonal sheep anti-mouse IL-12 antiserum (alIL-
12) was kindly provided by Genetics Institute (Cambridge, Mass.). The immu-
noglobulin G (IgG) fraction from normal sheep (Sigma Chemical, St. Louis,
Mo.) was used as a control. Contaminating endotoxin was removed from aIL-12
preparations by phase separation using Triton X-114 (Sigma) (2). Endotoxin
levels in oIL-12 preparations were less than 0.1 endotoxin unit per ml as deter-
mined by the E-TOXATE assay (Sigma) following Triton X-114 treatment. Five
hours prior to infection with SL.3235, mice were given a single i.p. inoculation of
either 500 pg of all-12 or sheep IgG in 0.5 ml of sterile phosphate-buffered
saline.

Cell isolation and preparation. Seven days after infection, the mice were
sacrificed by cervical dislocation and the spleens were removed aseptically. Single
spleen cell suspensions were prepared as previously described (6). Splenocyte
populations were fractionated into nonadherent and adherent fractions by 2 h of
adherence to plastic followed by passage over Sephadex G-10 (Sigma) as de-
scribed elsewhere (4). Cellular composition of the splenocyte suspensions was
determined by light microscopy and differential staining techniques using Diff-
Quik (Sigma).

In vitro treatment. In selected wells in each experiment, the nitric oxide
synthase inhibitor NMMA (1.25 or 1.6 mM; Sigma), IL-12 (0.005 to 5.0 U/ml;
Genetics Institute), or hamster anti-murine IFN-y (500 ng/ml; Genzyme, Cam-
bridge, Mass.) was added during the culture period.

Nitrite production. Splenocytes were suspended in RPMI 1640 containing 5%
heat-inactivated fetal bovine serum (HyClone, Logan, Utah), 50 U of penicillin-
streptomycin (Gibco) per ml, 2 mM rL-glutamine (Sigma), and 50 pM B-mercap-
toethanol (Sigma). The cells were cultured for 48 h at a concentration of 107 cells
per ml in 96-well plates (Costar, Cambridge, Mass.). Cell-free culture superna-
tants were collected and assayed for nitrite, a stable degradation product of nitric
oxide, using the colorimetric Griess reaction (14).

Primary in vitro antibody response. Antibody-producing cells were generated
in vitro by the method of Mishell and Dutton (48a), with modification, as
previously described (4). In selected wells, the nitric oxide synthase inhibitor
NMMA (Sigma) was present during the culture period. The plaque-forming cell
(PFC) response was determined by the Cunningham modification of the Jerne
hemolytic plaque assay (13). Data are expressed as PFC per 107 splenocytes.
Coculture experiments using cell fractions from infected mice and normal
splenocytes were conducted with the target (normal) cells at a concentration of
107 cells per ml and the effector (immune) cells at a concentration of 2.5 X 10°
cells per ml, yielding a final cell concentration of 1.25 X 107 cells per ml. Control
assays using 1.25 X 107 normal splenocytes were conducted to account for any
effects due to cell crowding.

IFN-y ELISA. Splenocytes were cultured at a concentration of 107 cells per ml
for 48 h, and cell-free supernatants were harvested and frozen at —70°C until
determination of IFN-y levels by sandwich enzyme-linked immunosorbent assay
(ELISA) using a matched pair of monoclonal antibodies as instructed by the
manufacturer (PharMingen, San Diego, Calif.). Briefly, samples were incubated
overnight at 4°C on plates coated with anti-IFN-y (4 wg/ml). The plates were
washed with phosphate-buffered saline containing Tween 20 prior to the addition
of biotinylated anti-IFN-y (4 mg/ml) for 45 min. The plates were washed, and a
1:500 dilution of strepavidin-alkaline phosphatase (Calbiochem, San Diego) was
added for 30 min. Following a thorough washing, p-nitrophenyl phosphate (1
mg/ml; Sigma) was added, and the plates were incubated at room temperature
for approximately 90 min. Optical density at 405 nm was determined by using an
automated microplate reader (Bio-Rad, Richmond, Calif.). Murine IFN-y
(PharMingen) was used to construct a standard curve.

Statistical analysis. All measurements were made by using a minimum of
triplicate samples per variable for each experiment. Data are expressed as
mean * standard deviation (SD) for a representative experiment. Comparisons
were analyzed by Student’s ¢ test. Differences were considered significant when P
was =0.05.
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FIG. 1. Effect of in vivo aIL-12 treatment on SL3235-induced suppression of
the in vitro PFC response. Splenocytes from saline-inoculated and SL3235-
inoculated mice pretreated with sheep IgG or alL-12 were isolated 7 days after
inoculation and cultured for 5 days with SRBC. PFC responses were assessed as
described in Materials and Methods. Selected wells were treated with NMMA
(1.25 mM). The experiment was done three times. Data are the mean + SD of
triplicate samples from a representative experiment. *, P < 0.01 compared to
IgG-treated normal group; *#, P < 0.01 compared to IgG-treated immune group
and not significant compared to IgG-treated normal group. Ab, antibody.

RESULTS

IL-12 is required for the induction of SL3235-mediated sup-
pression of PFC responses. To assess the effect of SL3235
inoculation on immunocompetence, the primary antibody re-
sponse to SRBC was assessed in vitro, using a PFC assay. The
PFC response by splenocytes from SL.3235-inoculated (im-
mune) mice was suppressed by greater than 90% compared
with splenocytes from saline-inoculated (normal) mice pre-
treated with IgG. alL-12 pretreatment of the SL3235-inocu-
lated mice completely abrogated the suppression (Fig. 1).
alL-12 did not alter the PFC response by spleen cells from
saline-inoculated mice. When the nitric oxide synthase inhibi-
tor NMMA (1.25 mM) was present in the PFC cultures, no
suppression in the PFC response of splenocytes from infected
mice was observed. The ability of NMMA to abrogate the
suppression of the PFC response is consistent with our previ-
ously published results that the suppression induced by atten-
uated Salmonella is nitric oxide mediated (6).

The effect of aIL-12 pretreatment on nitrite production was
also assessed as shown in Fig. 2. Splenocytes from normal
(saline-inoculated) mice produced negligible nitrite when pre-
treated with IgG or alL-12. However, SL3235 inoculation in-
duced spleen cells to produce high levels of nitrite in vitro. IgG
pretreatment did not significantly alter nitrite production com-
pared with animals receiving SL3235 inoculation alone (data
not shown). olL-12 pretreatment of infected mice markedly
reduced splenocyte nitrite production by 77%.

Seven days after SL.3235 inoculation, spleen size was in-
creased 4.5-fold. Splenomegaly is a major feature of Salmo-
nella infection (29, 51), and we have previously shown that the
increase in spleen size is due to the increase in the number of
neutrophils, mature Mds, and precursor Mos (4, 37). oIL-12
pretreatment reduced the splenomegaly only marginally (to an
approximately fourfold increase). Based on differential counts,
SL3235 inoculation increased the percentage of Md¢ in the
spleen from 7.6% =+ 1.3% t0 29.0% * 1.9% (mean = standard
error of the mean for three experiments) and increased the
percentage of neutrophils from 9.5% = 0.9% to 34.7% * 3.9%
(mean = standard error of the mean for three experiments). In
vivo treatment with oIL-12 had no statistically significant effect
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FIG. 2. Effect of in vivo alL-12 treatment on SL3235-induced splenocyte
nitrite production in vitro. Splenocytes from saline-inoculated mice and SL3235-
inoculated mice pretreated with sheep IgG or aIL-12 were isolated 7 days after
inoculation and cultured for 48 h in vitro. Nitrite concentrations of cell-free
supernatants were assessed as described in Materials and Methods. The exper-
iment was done four times. Data are the mean = SD of triplicate samples from
a representative experiment. *, P < 0.01 for oIL-12-treated immune group
compared to IgG-treated immune group.

on these SL.3235-induced changes in splenocyte cellular com-
position.

IL-12 augments immunosuppression by immune nonadher-
ent splenocytes in coculture. PFC responses by normal spleno-
cytes were suppressed by approximately 40% when cocultured
with nonadherent immune cells (Fig. 3). Treatment of the
cocultures with IL-12 (5 U/ml) augmented the suppression to
approximately 80%, a statistically significant increase. When
alFN-y (500 ng/ml) was included in the IL-12-treated cocul-
tures, no suppression was observed (Fig. 3), indicating that the
ability of IL-12 to induce immunosuppressive capacity in non-
adherent immune cells is mediated through its ability to stim-
ulate IFN-y secretion. In addition, the ability of IFN-y (50
U/ml) to augment the suppression was comparable to that of
IL-12 (Fig. 3). The augmentation of immunosuppression by
IL-12 was completely abrogated by treatment with NMMA
(1.6 mM), indicating that nitric oxide is the suppressor factor
(Table 1). Additionally, the augmentation of immunosuppres-
sive capacity by IL-12 was comparable to that of IFN-y, and
immunosuppression induced by IFN-y was also blocked by
NMMA. The nonadherent immune cells most likely caused the
immunosuppression, as IL-12 did not induce nitric oxide pro-
duction by normal spleen cells as it did with the nonadherent
immune cells (Fig. 4). IL-12 treatment of normal splenocytes
caused a slight reduction in the PFC response. Unfractionated
immune splenocytes and adherent immune splenocytes also
markedly suppressed PFC responses by normal splenocytes,
and this suppression was inhibitable by NMMA (data not
shown).

IL-12 modulates nitric oxide production by nonadherent
immune splenocytes. Spleen cells or cell fractions were treated
with IL-12 to determine the ability of this cytokine to regulate
nitrite production. Spleen cells from saline-inoculated mice
produced negligible amounts of nitrite, and stimulation with
IL-12 had little effect. Further, the nonadherent immune
spleen cell fraction also produced very little nitrite compared
with unfractionated immune cells (Fig. 4), which is consistent
with our previous observations (6). However, IL-12 stimulation
of the nonadherent immune cells induced nitrite production in
a dose-dependent manner (Fig. 4), which was inhibitable by
NMMA (1.6 mM) (Fig. 5). IL-12 did not significantly alter
nitrite production by unfractionated immune cells. The ability
of IFN-v to induce nitrite production was also tested (Fig. 5).
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IFN-vy (500 U/ml) and IL-12 (5 U/ml) were found to be equally
effective in inducing high levels of nitrite by nonadherent im-
mune splenocytes. More importantly, concurrent treatment
with oIFN-y (500 ng/ml) almost completely blocked the IL-12-
induced nitrite production by the nonadherent immune cells,
and nitrite production by the unfractionated immune cells was
partially blocked (Fig. 5). These results indicate that IL-12 is
capable of inducing nitric oxide production by nonadherent
immune spleen cells through the intermediate stimulation of
IFN-vy production and are consistent with the observed effect
of IL-12 in augmenting the suppressive capacity of the nonad-
herent immune splenocytes in the PFC assay as shown in Fig.
3.

IL-12 regulation of IFN-y production. Analysis of the su-
pernatants from unfractionated immune spleen cells showed
that SL3235 inoculation induced significant IFN-y production
compared with normal cells (Table 2). Removal of adherent
splenocytes (immune nonadherent cell fraction) blocked the
production of IFN-v, suggesting a possible role for mature
Més in IFN-y production following SL3235 inoculation. IL-12
was an extremely potent stimulus for IFN-y production by
normal spleen cells, with greater than 400 ng of IFN-y per ml
being secreted into the supernatants. IL-12 was also capable of
inducing a significant increase in the level of IFN-y production
by nonadherent immune cells and a smaller increase in IFN-y
production by unfractionated immune cells. However, levels of
IFN-vy production by both immune cell groups were surpris-
ingly lower (approximately 20-fold) than those generated by
normal splenocytes under IL-12 stimulation.

DISCUSSION

Consistent with our previous findings, inoculation of mice
with SL3235 induced a profound suppression in the ability of
splenocytes to generate an in vitro antibody response to SRBC
(4, 5), and the suppression was mediated by nitric oxide (6). In
the present study, IL-12 was shown to be essential for the
induction of the immunosuppression. Pretreatment of the mice
with polyclonal antibodies against IL-12 prior to SL3235 inoc-
ulation completely abrogated the immunosuppression and
splenocyte nitric oxide production. These results indicate that
the availability of bioactive IL-12 in vivo following SL.3235
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FIG. 3. Splenocytes were isolated from mice 7 days after SL3235 inoculation,
and the nonadherent immune cell fraction was isolated as described in Materials
and Methods. The cells (2.5 X 10°) were cocultured with normal splenocytes
(107) and SRBC for 5 days, and PFC responses were assessed. The experiment
was done twice. Data are the mean + SD of triplicate samples from a represen-
tative experiment. *, P < 0.01 compared to normal control group; *x, P < 0.001
compared to normal group with nonadherent immune fraction control; #, P <
0.001 compared to normal group with nonadherent immune fraction stimulated
with IL-12.
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TABLE 1. Effect of NMMA on PFC responses

Mean PFC/107 splenocytes + SD

Exot In vitro N 1 spl " Coculture of normal splenocytes and
P treatment ormat spienocytes nonadherent immune splenocytes
—NMMA +NMMA“ —NMMA +NMMA

1 None 1,610 = 62 ND” 893 + 72¢ ND
IL-12 (5 U/ml) 1,277 + 318¢ ND 185 =+ 83¢e 1,015 + 2618
TFN-y (50 U/ml) 1,362 + 163 ND 185 = 44 1,078 = 77"

2 None 1,985 + 242 ND 1,138 + 240° ND
IL-12 (5 U/ml) 1,418 + 78° 1,668 + 81 341 + 104%¢ 1,466 = 245/<
IFN-y (50 U/ml) 1,737 = 318 1,901 + 104 388 + 104 1,332 * 1274/

“ NMMA was added at the initiation of the PFC culture at a concentration of 1.6 mM.

> ND, not done.

<P < 0.05 compared with normal splenocytes receiving no treatment.
4P < 0.01 compared with respective normal group.

¢ P < 0.01 compared with coculture receiving no treatment.

/P < 0.01 compared with respective coculture without NMMA addition.
& Not significant compared with normal splenocyte groups.

inoculation is critical for the subsequent induction of nitric
oxide-mediated immunosuppression. In vitro studies were also
carried out to substantiate this conclusion. We have previously
demonstrated that in the spleens of SL3235-inoculated mice, in
addition to adherent Mds, there is an immature nonadherent
precursor M¢ population. Nonadherent spleen cells from im-
mune mice display weak suppressive capacity toward PFC re-
sponses (4). In the present study, we showed that in vitro
treatment of nonadherent immune spleen cells with IL-12
markedly enhanced their immunosuppressive capacity. Nitric
oxide was shown to be the suppressor factor, as concurrent
treatment of these cells with NMMA blocked suppression.

A major biological action of IL-12 is the induction of IFN-y
production by NK and T cells (10, 11, 20, 26, 40, 67, 68). The
results presented here have shown that the mechanism by
which IL-12 induces immunosuppression following Salmonella
inoculation is probably through the induction of IFN-y. Sev-
eral lines of evidence support this position. First, IL-12 stim-
ulation of nonadherent immune splenocytes induced IFN-y
production; second, anti-IFN-y prevented IL-12-induced nitric
oxide-mediated immunosuppression by nonadherent immune
cells; and last, the effects of IFN-y on nitric oxide production
and immunosuppression were comparable to those of IL-12.
These results support the conclusion that IL-12 exerts its effect
through its ability to stimulate IFN-y secretion, which stimu-
lates nitric oxide production by the Md populations, with re-
sultant immunosuppression. This conclusion is consistent with
our previously published results showing that in vitro oaIFN-y
treatment of immune splenocytes blocked SL.3235-induced im-
munosuppression (6).

The ability of IL-12 to stimulate IFN-y production in our
system was not surprising; however, the 20-fold-greater pro-
duction by normal splenocytes than by immune cells was un-
expected. We hypothesize that the reason for the immune cell
refractoriness to IL-12 stimulation is related to the suppression
of T-cell function following Salmonella infection. We have
previously proposed that the immunosuppression observed af-
ter Salmonella infection is due to bystander autotoxicity to
lymphocytes in the vicinity of nitric oxide-producing Mds (18).
The relative inability of the immune T and/or NK cells to
respond to IL-12 (as assessed by IFN-y production) may reflect
nitric oxide-mediated toxicity to these lymphocytes. Previously,
we have observed that NK cell activity is enhanced 2 to 4 days
after Salmonella inoculation and returned to baseline levels by
10 days postinoculation (56). Nitric oxide production is maxi-

mal at 7 days after SL3235 inoculation (6). These findings
would be consistent with the nitric oxide-mediated down-reg-
ulation of IFN-y production. Further studies will be required
to determine the mechanism(s) behind this rather intriguing
observation.

A proposed model of M¢ differentiation and activation fol-
lowing Salmonella infection could include IL-12. Following
SL.3235 inoculation, mature Mds would be stimulated to pro-
duce and secrete IL-12 by Salmonella, either directly (12) or
through LPS, a potent activator of IL-12 p40 production (25,
26). However, it has been shown that viable Salmonella induces
threefold-greater levels of p40 mRNA expression than killed
Salmonella (12), suggesting that signals in addition to LPS are
involved in Salmonella-induced IL-12 production. IL-12 would
then induce IFN-y production by NK and/or T cells, and the
lymphocyte-derived IFN-y would feed back to stimulate the
Md populations (both mature and precursor Més). The initial
stimulus of Salmonella along with the IL-12-induced IFN-y
release would induce the expression of iNOS, nitric oxide pro-
duction, and immunosuppression. We have shown that IFN-y
can induce iNOS mRNA expression in the nonadherent im-
mune cell population (31). This model is consistent with our
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FIG. 4. Effect of IL-12 on nitrite production by splenocyte fractions from
saline-inoculated and SL3235-inoculated mice. Splenocytes (unfractionated and
nonadherent cell fraction) were isolated from mice 7 days after SL.3235 or saline
inoculation as described in Materials and Methods and were cultured at a
concentration of 107 cells per ml for 48 h. Nitrite concentrations in cell-free
supernatants were assessed. The experiment was done three times. Data are the
mean * SD of triplicate samples from a representative experiment.
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FIG. 5. Splenocytes (unfractionated and nonadherent cell fraction) were iso-
lated from mice 7 days after SL3235 or saline inoculation as described in Ma-
terials and Methods and were cultured at a concentration of 107 cells per ml for
48 h. Nitrite concentrations in cell-free supernatants were assessed. Cells were
stimulated with IL-12 (5 U/ml) or IFN-y (50 U/ml) with or without the addition
of NMMA (1.6 mM) or aIFN-y (500 ng/ml). The experiment was done three
times. Data are the mean = SD of triplicate samples from a representative
experiment. *, P < 0.001 compared to normal control; **, P < 0.05 compared to
nonadherent immune fraction control; #, P < 0.01 compared to nonadherent
immune fraction stimulated with IL-12.

previously published work showing that NK cells are activated
early after SL3235 inoculation, prior to the manifestation of
immunosuppression (56), and our preliminary studies showing
that NK cells and IFN-vy are critical for SL.3235-induced nitric
oxide production (60). It has been shown that IL-1B is required
for optimal stimulation of NK cell IFN-vy release by IL-12 (34),
and we have shown that SL.3235 induced IL-1p expression (70),
thereby supporting NK cells as the source of IFN-y in our
system. The apparent requirement for IFN-y as an intermedi-
ary in IL-12-stimulated nitric oxide production is consistent
with the observations of Zidek et al. showing that IL-12 in
conjunction with LPS stimulated nitrite production by murine
peritoneal cells that was dependent on IFN-y production (75).

While aIL-12 treatment was effective in preventing immu-
nosuppression following Salmonella infection, surprisingly lit-
tle change was observed in the magnitude of the inflammatory
response in the spleen associated with the infection. Seven days
after SL3235 inoculation, spleen size was increased 4.5-fold.
We have previously shown that splenomegaly is a major fea-
ture of Salmonella infection and that the increase in spleen size
is due to the increase in the number of neutrophils, mature
Mds, and precursor Mds (4, 30). alL-12 pretreatment only
marginally reduced the splenomegaly. SL.3235 inoculation in-
creased the percentage of M¢ and neutrophils in the spleen,
and oIL-12 had no effect on these SL.3235-induced changes in
splenocyte cellular composition. These data indicate that the
immunosuppression and nitric oxide production are indepen-
dent of the inflammatory response to SL.3235 infection.

A majority of the previous studies with IL-12 have focused
on its beneficial effects in inducing cellular immune responses
(1, 22, 45, 54, 67, 71). Two studies have demonstrated that
IL-12 is important in resistance to Salmonella infection (39,
48). IL-12 is also critical in resistance to a range of other
microbes, including L. monocytogenes (7, 68), Leishmania ma-
jor (1, 58), Brucella abortus (73), mycobacteria (21, 55), plas-
modia (61, 63), Histoplasma capsulatum (74), and Schistosoma
mansoni (71). A common characteristic among most of these
microbes is that they are intracellular pathogens of Mds and
require a Thl type of immune response involving Mds and
lymphocytes for adequate host defense. The role of IL-12 in
the induction of cell-mediated immunity has been well docu-
mented (8, 45, 66) and has led to the proposal to use IL-12 as
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an adjuvant to augment Th1-type responses to antigens used as
vaccines for protection against these organisms (1, 24, 54).
IL-12 has also been shown to be important in host defense
against tumors (22, 50, 54, 69). Our results indicate a poten-
tially adverse effect of IL-12 production following Salmonella
infection, namely, a selectively immunosuppressed state in
which a strong cellular immune response is adversely affecting
the ability of the host to respond to mitogenic stimulation or to
other antigenic challenges. Other animal models that also sug-
gest potentially detrimental effects of IL-12 include potentia-
tion of endotoxic shock (72) and aggravation of several auto-
immune diseases (23, 32, 43, 65). The common factor with all
of these conditions is the induction of activated Md¢ popula-
tions. These hyperactive cells appear to have a potentially
deleterious effect on the host. The significance of the immu-
nosuppression for the well-being of the host is difficult to assess
in mice receiving Salmonella vaccine, as they are highly pro-
tected against virulent Salmonella and Listeria infections (19,
37) as well as exhibiting resistance to a transplanted tumor
(16). Following immunization of mice with SL.3235, the non-
specific immunity to Listeria wanes by 21 days, but specific
immunity to Salmonella persists for at least 6 months (37).
Furthermore, during the first 3 weeks after immunization, no
delayed-type hypersensitivity response is evident to Salmonella
antigens (36, 38), nor can responsive T cells be detected in
proliferative assays using Salmonella antigens (37). However,
by 1 month postimmunization, peritoneal exudate T cells
which respond to Salmonella protein can be found (37). We
have suggested that the paradox of immunosuppression con-
comitant with superior protection to virulent Sal/monella and
Listeria can be resolved by the hypothesis that both phenom-
ena are mediated by the same mechanism, namely, Md-de-
rived nitric oxide (18). The observation that specific T-cell-
mediated immune responses to Salmonella are not detectable
until the primary inoculation with SL3235 has been resolved
would be consistent with this hypothesis. Potentially antigen
responsive cells would be inactivated by the mechanism of
nitric oxide-mediated bystander autotoxicity (18). The mecha-
nism(s) by which nitric oxide suppresses lymphocyte function is
unknown but likely to be related to its ability to inhibit ribo-
nucleotide reductase activity (41, 44) and/or mitochondrial res-
piration (27, 35, 64).

In assessing the implications of the observation that a vac-
cine strain of Salmonella can induce nitric oxide-mediated im-

TABLE 2. IL-12 stimulation of IFN-y production by
splenocytes from normal and immune mice

Mean IFN-y (ng/ml) = SD*

1L-12

(U/ml) Normal Immune Immune
(unfractionated) (unfractionated) (nonadherent fraction)

0 0.6 £0.2 9.1 +03" 1402

0.05 126.4 = 6.5¢ 11.7 = 0.5¢ 11.2 = 1.1¢

0.5 358.8 + 24.8¢ 15.8 = 2.0¢ 16.6 = 1.7¢

5 438.7 = 10.3¢ 14.0 = 1.34 231+ 1.7°

“ Splenocytes were cultured at a concentration of 107 cells per ml for 48 h.
IFN-y levels were assessed in cell-free supernatants by ELISA as described in
Materials and Methods. Data are from a representative experiment of three.

?P < 0.001 compared with normal unfractionated cells and nonadherent
immune cells not receiving IL-12 stimulation.

¢ P < 0.001 compared with normals not stimulated with IL-12 and all immune
groups.

4P < 0.01 compared with unfractionated immune cells not stimulated with
1L-12.

¢P < 0.001 compared with nonadherent immune cells not stimulated with
IL-12.
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munosuppression, an important consideration is the route of
administration. In the studies presented here, SL3235 was
given i.p. Attenuated strains of Salmonella such as SL3235
were originally developed as oral vaccines. Whether oral ad-
ministration of SL.3235 would result in immunosuppression is
unclear. However, a recent study has shown that oral admin-
istration of attenuated Salmonella induced p40 mRNA expres-
sion at a distal site (peritoneal Mds) (12). This observation
suggests that the route of vaccine administration may not be
critical to the induction of IL-12 and subsequent nitric oxide-
mediated immunosuppression. Another consideration is the
degree to which observations in the mouse are applicable to
human responses to attenuated Salmonella. While it is well
established that rodent Mds produce nitric oxide, controversy
over nitric oxide production by human Mds exists. While hu-
man macrophages have been difficult to activate for nitric
oxide production with cytokines in vitro, mononuclear phago-
cytes taken from patients with inflammatory or infectious dis-
eases have consistently been shown to be capable of expressing
iNOS and producing nitric oxide (47). The ultimate effect of
IL-12, whether beneficial or detrimental, may depend upon the
degree to which it activates M¢ nitric oxide production and the
anatomical locale of the activation.

In summary, the results presented in this report indicate that
IL-12 is critical for the induction of Md-derived nitric oxide
and immunosuppression following Salmonella infection. Fur-
thermore, IL-12, through its ability to stimulate IFN-y produc-
tion, can induce precursor Mds to become nitric oxide-pro-
ducing suppressor cells. These results indicate that IL-12 is
important in the generation of immunosuppression following
Salmonella infection in mice. Further analysis using this model
following oral inoculation of Salmonella should lead to a more
complete understanding of the potential adverse consequences
of nitric oxide-mediated immunosuppression consequent to
vaccination with attenuated strains.

ACKNOWLEDGMENTS

This work was supported by National Institutes of Health grant
AI15613. M. G. Schwacha was supported by a postdoctoral trainee
fellowship (National Institutes of Health grant T32 AI07101).

We thank Genetics Institute, Inc., Cambridge, Mass., for generously
supplying IL-12 and anti-IL-12 antibodies and Joseph J. Meissler, Jr.,
for superb technical assistance.

REFERENCES

1. Afonso, L. C. C., T. M. Scharton, L. Q. Vieira, M. Wysocka, G. Trinchieri,
and P. Scott. 1994. The adjuvant effect of interleukin-12 in a vaccine against
Leishmania major. Science 263:235-237.

2. Aida, Y., and M. J. Pabst. 1990. Removal of endotoxin from protein solutions
by phase separation using Triton X-114. J. Immunol. Methods 132:191-195.

3. Albina, J. E., J. A. Abate, and W. L. Henry, Jr. 1991. Nitric oxide production
is required for murine resident peritoneal macrophages to suppress mitogen-
stimulated T cell proliferation. Role of IFN-vy in the induction of the nitric
oxide-synthesizing pathway. J. Immunol. 147:144-148.

4. Al-Ramadi, B. K., M. A. Brodkin, D. M. Mosser, and T. K. Eisenstein. 1991.
Immunosuppression induced by attenuated Salmonella. Evidence for medi-
ation by macrophage precursors. J. Immunol. 146:2737-2746.

5. Al-Ramadi, B. K., J. M. Greene, J. J. Meissler, Jr., and T. K. Eisenstein.
1992. Immunosuppression induced by attenuated Salmonella: effect of LPS
responsiveness on development of suppression. Microb. Pathog. 12:267-278.

6. Al-Ramadi, B. K., J. J. Meissler, Jr., D. Huang, and T. K. Eisenstein. 1992.
Immunosuppression induced by nitric oxide and its inhibition by interleu-
kin-4. Eur. J. Immunol. 22:2249-2254.

7. Boockvar, K. S., D. L. Granger, R. M. Poston, M. Maybodi, M. K. Wash-
ington, J. B. Hibbs, and R. L. Kurlander. 1994. Nitric oxide produced during
murine listeriosis is protective. Infect. Immun. 62:1089-1100.

. Brunda, M. J. 1994. Interleukin-12. J. Leukocyte Biol. 55:280-288.

. Candolfi, E., C. A. Hunter, and J. S. Remington. 1994. Mitogen- and antigen-
specific proliferation of T cells in murine toxoplasmosis is inhibited by
reactive nitrogen intermediates. Infect. Immun. 62:1995-2001.

10. Car, B. D., V. M. Eng, B. Schnyder, M. Lehir, A. N. Shakhov, G. Woerly, S.

Neliee]

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.
25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

INFECT. IMMUN.

Huang, M. Aguet, T. D. Anderson, and B. Ryffel. 1996. Role of interferon-y
in interleukin 12-induced pathology in mice. Am. J. Pathol. 147:1693-1707.
Chan, S. H., B. Perussia, J. W. Gupta, M. Kobayashi, M. Pospisil, H. A.
Young, S. F. Wolf, D. Young, S. C. Clark, and G. Trinchieri. 1991. Induction
of interferon vy production by natural killer cell stimulatory factor: charac-
terization of the responding cells and synergy with other inducers. J. Exp.
Med. 173:869-879.

Chong, C., K. L. Bost, and J. D. Clements. 1996. Differential production of
interleukin-12 mRNA by murine macrophages in response to viable or killed
Salmonella spp. Infect. Immun. 64:1154-1160.

Cunningham, A., and A. Szenberg. 1968. Further improvements in the
plaque technique for detecting single antibody-forming cells. Immunology
14:599-600.

Ding, D. H., C. F. Nathan, and D. J. Stuehr. 1988. Release of reactive
nitrogen intermediates and reactive oxygen intermediates from mouse peri-
toneal macrophages. Comparison of activating cytokines and evidence for
independent production. J. Immunol. 141:2407-2412.

Eisenstein, T. K. 1994. Suppressor macrophages, p. 203-224. In B. S. Zwill-
ing and T. K. Eisenstein (ed.), Macrophage-pathogen interactions. Marcel
Dekker, Inc., New York, N.Y.

Eisenstein, T. K., B. Bushnell, J. J. Meissler, N. Dalal, R. Schafer, and H. F.
Havas. 1996. Immunotherapy of a plasmacytoma with attenuated salmo-
nella. Med. Oncol. 12:103-108.

Eisenstein, T. K., N. Dalal, L. Killar, J. C. Lee, and R. Schafer. 1988.
Paradoxes of immunity and immunosuppression in Salmonella infection.
Adv. Exp. Med. Biol. 239:353-366.

Eisenstein, T. K., D. Huang, J. J. Meissler, Jr., and B. K. Al-Ramadi. 1994.
Macrophage nitric oxide mediates immunosuppression in infectious inflam-
mation. Immunobiology 191:493-502.

Eisenstein, T. K., L. M. Killar, B. A. D. Stocker, and B. M. Sultzer. 1984.
Cellular immunity induced by avirulent Salmonella in LPS-defective C3H/
HelJ mice. J. Immunol. 133:958-961.

Flesch, I. E. A., J. H. Hess, S. Huang, M. Aguet, J. Rothe, H. Bluemann, and
S. H. E. Kaufmann. 1995. Early interleukin 12 production by macrophages in
response to mycobacterial infection depends on interferon y and tumor
necrosis factor «. J. Exp. Med. 181:1615-1621.

Flynn, J. L., M. M. Goldstein, K. J. Triebold, J. Sypek, S. Wolf, and B. R.
Bloom. 1995. IL-12 increases resistance of BALB/c mice to Mycobacterium
tuberculosis infection. J. Immunol. 155:2515-2524.

Fujiwara, H., J. P. Zou, S. Herrmann, and T. Hamaoka. 1995. A sequence of
cellular and molecular events involved in IL-12-induced tumour regression.
Res. Immunol. 146:638-644.

Germann, T., J. Szeliga, H. Hess, S. Storkel, F. J. Podlaski, M. K. Gately, E.
Schmitt, and E. Rude. 1995. Administration of interleukin 12 in combination
with type II collagen induces severe arthritis in DBA/1 mice. Proc. Natl.
Acad. Sci. USA 92:4823-4827.

Hall, S. S. 1995. IL-12 at the crossroads. Science 268:1432-1432.

Heinzel, F. P., R. M. Rerko, F. Ahmed, and A. M. Hujer. 1996. IFN-vy-
independent production of IL-12 during murine endotoxemia. J. Immunol.
157:4521-4528.

Heinzel, F. P., R. M. Rerko, P. Ling, J. Hakimi, and D. S. Schoenhaut. 1994.
Interleukin 12 is produced in vivo during endotoxemia and stimulates syn-
thesis of gamma interferon. Infect. Immun. 62:4244-4249.

Hibbs, J. B., Jr., R. R. Taintor, Z. Vavrin, and E. M. Rachlin. 1988. Nitric
oxide: a cytotoxic activated macrophage effector molecule. Biochem. Bio-
phys. Res. Commun. 157:87-94.

Hoiseth, S. K., and B. A. D. Stocker. 1981. Aromatic-dependent Salmonella
typhimurium are non-virulent and effective as live vaccines. Nature 291:238—
239.

Hormaeche, C. E., K. A. Harrington, and H. S. Joysey. 1985. Natural resis-
tance to salmonellae in mice: control by genes within the major histocom-
patibility complex. J. Infect. Dis. 152:1050-1056.

Huang, D., M. G. Schwacha, and T. K. Eisenstein. 1996. Attenuated salmo-
nella vaccine-induced suppression of murine spleen cell responses to mito-
gen is mediated by macrophage nitric oxide: quantitative aspects. Infect.
Immun. 64:3786-3792.

Huang, D., M. G. Schwacha, J. J. Meissler, Jr., G. Yumet, K. J. Soprano, F.
Sutterwala, D. M. Mosser, and T. K. Eisenstein. Precursor macrophages in
spleens of Salmonella-infected mice are induced by IFN-y to make nitric
oxide and to be immunosuppressive. Submitted for publication.

Huang, F. P., G. J. Feng, G. Lindop, D. L. Stott, and F. Y. Liew. 1996. The
role of interleukin 12 and nitric oxide in the development of spontaneous
autoimmune disease in MRL/MP-lpr/Ipr mice. J. Exp. Med. 183:1447-1459.
Hunter, C. A., E. Candolfi, C. Subauste, V. Van Cleave, and J. S. Remington.
1995. Studies on the role of interleukin-12 in acute murine toxoplasmosis.
Immunology 84:16-20.

Hunter, C. A, R. Chizzonite, and J. S. Remington. 1995. IL-1p is required
for IL-12 to induce production of IFN-y by NK cells. A role for IL-1p in the
T cell independent mechanism of resistance against intracellular pathogens.
J. Immunol. 155:4347-4354.

Kilbourn, R., and G. Lopez-Berestein. 1990. Protease inhibitors block the



VoL. 65, 1997

36.

37.

38.

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

macrophage-mediated inhibition of tumor cell mitochondrial respiration.
J. Immunol. 144:1042-1045.

Killar, L. M., and T. K. Eisenstein. 1984. Differences in delayed-type hyper-
sensitivity responses in various mouse strains in the C3H lineage infect with
Salmonella typhimurium strain SL3235. J. Immunol. 133:1190-1196.

Killar, L. M., and T. K. Eisenstein. 1985. Immunity to Salmonella typhi-
murium infection in C3H/HeJ and C3H/HeNCr1BR mice: studies with an
aromatic-dependent live S. typhimurium strain as a vaccine. Infect. Immun.
47:605-612.

Killar, L., and T. K. Eisenstein. 1986. Delayed-type hypersensitivity and
immunity to Salmonella typhimurium. Infect. Immun. 52:504-508.
Kincycain, T., J. D. Clements, and K. L. Bost. 1996. Endogenous and exog-
enous interleukin-12 augment the protective immune response in mice orally
challenged with Salmonella dublin. Infect. Immun. 64:1437-1440.
Kobayashi, M., L. Fitz, M. Ryan, R. M. Hewick, S. C. Clark, S. Chan, R.
Loudon, F. Sherman, B. Perussia, and G. Trinchieri. 1989. Identification and
purification of natural killer cell stimulatory factor (NKSF), a cytokine with
multiple biologic effects on human lymphocytes. J. Exp. Med. 170:827-839.
Kwon, N. S., D. J. Stuehr, and C. F. Nathan. 1991. Inhibition of tumor cell
ribonucleotide reductase by macrophage-derived nitric oxide. J. Exp. Med.
174:761-767.

Lee, J.-C., C. W. Gibson, and T. K. Eisenstein. 1985. Macrophage-mediated
mitogenic suppression induced in mice of the C3H lineage by a vaccine strain
of Salmonella typhimurium. Cell. Immunol. 91:75-91.

Leonard, J. P., K. E. Waldburger, and S. J. Goldman. 1995. Prevention of
experimental autoimmune encephalomyelitis by antibodies against interleu-
kin-12. J. Exp. Med. 181:381-386.

Lepoivre, M., J. M. Flaman, P. Bobe, G. Lemaire, and Y. Henry. 1994.
Quenching of the tyrosyl free radical of ribonucleotide reductase by nitric
oxide. Relationship to cytostasis induced in tumor cells by cytotoxic macro-
phages. J. Biol. Chem. 269:21891-21897.

Locksley, R. M. 1993. Interleukin 12 in host defense against microbial patho-
gens. Proc. Natl. Acad. Sci. USA 90:5879-5880.

Lorsbach, R. B., W. J. Murphy, C. J. Lowenstein, S. H. Snyder, and S. W.
Russel. 1993. Expression of the nitric oxide synthase gene in mouse macro-
phages activated for tumor cell killing. Molecular basis for the synergy
between interferon-y and lipopolysaccharide. J. Biol. Chem. 268:1908-1913.
MacMicking, J., Q.-W. Xie, and C. Nathan. 1997. Nitric oxide and macro-
phage function. Annu. Rev. Immunol. 15:323-350.

Mastroeni, P., J. A. Harrison, J. A. Chabalgoity, and C. E. Hormaeche. 1996.
Effect of interleukin 12 neutralization on host resistance and gamma inter-
feron production in mouse typhoid. Infect. Immun. 64:189-196.

48a.Mishell, R. L., and R. W. Duttow. 1967. Immunization of dissociated spleen

49.

50.

51,

52.

53.

54.

55.

56.

cell cultures from normal mice. J. Exp. Med. 126:423-442.

Muotiala, A., and P. H. Makela. 1993. Role of gamma interferon in late
stages of murine salmonellosis. Infect. Immun. 61:4248-4253.

Nastala, C. L., H. D. Edington, T. G. McKinney, H. Tahara, M. A. Nalesnick,
M. Brunda, M. K. Gately, S. F. Wolf, R. D. Schreiber, W. J. Storkus, and
M. T. Lotze. 1994. Recombinant IL-12 administration induces tumor regres-
sion in association with IFN-y production. J. Immunol. 153:1697-1713.
Nuciel, C., F. Vilde, and E. Ronco. 1985. Host response to infection with a
temperature-sensitive mutant of Salmonella typhimurium in a susceptible and
a resistant strain of mice. Infect. Immun. 49:523-527.

Ramarathinam, L., D. W. Niesel, and G. R. Klimpel. 1993. Salmonella
typhimurium induces IFN-y production in murine splenocytes. Role of nat-
ural killer cells and macrophages. J. Immunol. 150:3973-3981.
Ramarathinam, L., R. A. Shaban, D. W. Niesel, and G. R. Klimpel. 1991.
IFN-y production by gut-associated lymphoid tissue and spleen following
oral S. typhimurium challenge. Microb. Pathog. 11:347-352.

Rao, J. B, R. S. Chamberlain, V. Bronte, M. W. Carroll, K. R. Irvine, B.
Moss, S. A. Rosenberg, and N. P. Restifo. 1996. IL-12 is an effective adjuvant
to recombinant vaccinia virus-based tumor vaccines. J. Immunol. 156:3357—
3365.

Saunders, B. A., Y. Zhan, and C. Cheers. 1995. Endogenous interleukin-12
is involved in resistance of mice to Mycobacterium avium complex infection.
Infect. Immun. 63:4011-4015.

Schafer, R., and T. K. Eisenstein. 1992. Natural killer cells mediate protec-
tion induced by a Salmonella aroA mutant. Infect. Immun. 60:791-797.

Editor: R. E. McCallum

IL-12 AND NITRIC OXIDE-MEDIATED IMMUNOSUPPRESSION

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

4903

Schafer, R., C. A. Nacy, and T. K. Eisenstein. 1988. Induction of activated
macrophages in C3H/HeJ mice by avirulent Salmonella. J. Immunol. 140:
1638-1644.

Scharton-Kersten, T., L. C. C. Afonso, M. Wysocka, G. Trinchieri, and P.
Scott. 1995. IL-12 is required for natural killer cell activation and subsequent
T helper 1 cell development in experimental leishmaniasis. J. Immunol.
154:5320-5330.

Scharton-Kersten, T. M., G. Yap, J. Magram, and A. Sher. 1997. Inducible
nitric oxide is essential for host control of persistent but not acute infection
with the intracellular pathogen Toxoplasma gondii. J. Exp. Med. 185:1261—
1273.

Schwacha, M. G., and T. K. Eisenstein. 1995. Murine splenocyte nitric oxide
production following Salmonella typhimurium infection is regulated by nat-
ural killer cells and interferon-vy. J. Leukocyte Biol. 57(Suppl.):18.
Sedegah, M., F. Finkelman, and S. L. Hoffman. 1994. Interleukin 12 induc-
tion of interferon y-dependent protection against malaria. Proc. Natl. Acad.
Sci. USA 91:10700-10702.

Sternberg, J., and F. McGuigan. 1992. Nitric oxide mediates suppression of
T cell responses in murine Trypanosoma brucei infection. Eur. J. Immunol.
22:2741-2744.

Stevenson, M. M., M. F. Tam, S. F. Wolf, and A. Sher. 1995. IL-12-induced
protection against blood-stage Plasmodium chabaudi AS requires IFN-y and
TNF-a and occurs via a nitric oxide-dependent mechanism. J. Immunol.
155:2545-2556.

Takagi, K., I. Nukaya, K. Yasukawa, and S. Yasunobu. 1994. Inhibitory
mechanisms of antibody production by nitrogen oxides released from acti-
vated macrophages during the immune response: Relationship to energy
consumption. Immunobiol. Cell. Biol. 72:241-248.

Trembleau, S., G. Penna, E. Bosi, A. Mortara, M. K. Gately, and L. Adorini.
1995. Interleukin-12 administration induces T helper type 1 cells and accel-
erates autoimmune diabetes in NOD mice. J. Exp. Med. 181:817-821.
Trinchieri, G., and F. Gerosa. 1996. Immunoregulation by interleukin-12.
J. Leukocyte Biol. 59:505-511.

Tripp, C. S., M. K. Gately, J. Hakimi, P. Ling, and E. R. Unanue. 1994.
Neutralization of IL-12 decreases resistance to Listeria in SCID and C.B.-17
mice. J. Immunol. 152:1883-1887.

Tripp, C. S., S. F. Wolf, and E. R. Unanue. 1993. Interleukin 12 and tumor
necrosis factor-a are costimulators of interferon-y production by natural
killer cells in severe combined immunodeficiency mice with listeriosis and
interleukin 10 is a physiologic antagonist. Proc. Natl. Acad. Sci. USA 90:
3725-3792.

Wigginton, J. M., D. B. Kuhns, T. C. Back, M. J. Brunda, R. H. Wiltrout, and
G. W. Cox. 1996. Interleukin 12 primes macrophages for nitric oxide pro-
duction in vivo and restores depressed nitric oxide production by macro-
phages from tumor-bearing mice: implications for the antitumor activity of
interleukin 12 and/or interleukin 2. Cancer Res. 56:1131-1136.

Wu, L., P. S. Morahan, J. A. Hendrzak, and T. K. Eisenstein. 1994. Herpes
simplex virus type 1 replication and IL-1B gene expression in mouse perito-
neal macrophages activated in vivo by an attenuated Salmonella typhimurium
vaccine or Corynebacterium parvum. Microb. Pathog. 16:387-399.

Wynn, T. A., A. Reynolds, S. James, A. W. Cheever, P. Caspar, S. Hieny, D.
Jankovic, M. Strand, and A. Sher. 1996. IL-12 enhances vaccine-induced
immunity to Schistosomes by augmenting both humoral and cell-mediated
immune responses against the parasite. J. Immunol. 157:4068-4078.
Wysocka, M., M. Kubin, L. Q. Vieira, L. Ozmen, G. Garotta, P. Scott, and G.
Trinchieri. 1995. Interleukin-12 is required for interferon-y production and
lethality in lipopolysaccharide-induced shock in mice. Eur. J. Immunol. 25:
672-676.

Zhan, Y., and C. Cheers. 1995. Endogenous interleukin-12 is involved in
resistance to Brucella abortus infection. Infect. Immun. 63:1387-1390.
Zhou, P., M. C. Sieve, J. Bennett, K. J. Kwon-Chung, R. P. Tewari, R. T.
Gazzinelli, A. Sher, and R. A. Seder. 1995. IL-12 prevents mortality in mice
infected with Histoplasma capsulatum through induction of IFN-y. J. Immu-
nol. 155:785-795.

Zidek, Z., E. Lotzova, D. Frankova, and C. A. Savary. 1996. Indirect stimu-
latory effects of murine interleukin-12 on in vitro production of nitric oxide
by mouse peritoneal cells. J. Interferon Cytokine Res. 16:389-393.



