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Macrophage Interactions with Neutrophils Regulate
Leishmania major Infection®

Flavia L. Ribeiro-Gomes??* Ana C. Otero,?" Nitza A. Gomes!
Maria Carolina A. Moniz-de-Souza,* Lea Cysne-Finkelstein' Andrea C. Arnholdt, *
Vera L. Calich,® Sergio G. Coutinho, Marcela F. Lopes,* and George A. DosRer%

Macrophages are host cells for the pathogenic parasiteeishmania major. Neutrophils die and are ingested by macrophages in the
tissues. We investigated the role of macrophage interactions with inflammatory neutrophils in control of.. major infection.
Coculture of dead exudate neutrophils exacerbated parasite growth in infected macrophages from susceptible BALB, but killed
intracellular L. major in resistant B6 mice. Coinjection of dead neutrophils amplifiedL. major replication in vivo in BALB, but
prevented parasite growth in B6 mice. Neutrophil depletion reduced parasite load in infected BALB, but exacerbated infection in
B6 mice. Exacerbated growth ofL. major required PGE, and TGF- production by macrophages, while parasite killing depended
on neutrophil elastase and TNFe production. These results indicate that macrophage interactions with dead neutrophils play a

previously unrecognized role in host responses th. major infection. The Journal of Immunology, 2004, 172: 4454—-4462.

tion, and release mediators that alter extracellular envi-

ronment and recruit inflammatory cells. Neutrophils
constitutively die by apoptosis at inflammatory sites, and are in-
gested by macrophages (1, 2). Neutrophil clearance interrupts the
release of inflammatory mediators (2, 3), and administration of
apoptotic cells accelerates resolution of inflammation (4). Cells
undergoing apoptosis expose ligands for a set of conserved recep-
tors on macrophages (5). These scavenger receptors trigger pro-
duction of anti-inflammatory mediators such as PGE, and TGF-$
(6). TGF-B is important for tissue repair, but inactivates macro-
phages and promotes the growth of intracellular pathogens (7-9).
Macrophages phagocytosing apoptotic cells secrete TGF-3, down-
regulate NO production, and up-regulate synthesis of the poly-
amine putrescine, leading to increased replication of the patho-
genic parasite Trypanosoma cruz (10). This biochemical pathway
starts with PGE,, production; cyclooxygenase inhibitors block T.
cruzi growth in vitro, and markedly reduce parasitemia in vivo
(10). The pathway triggered by apoptotic cell clearance could play
arole in other infections, as polyamine synthesis is essential for
replication of many pathogenic parasites (11).

N eutrophils provide the first line of defense against infec-
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Cutaneous leishmaniasis is an infectious disease that can be ap-
proached in murine models. Host genetic factors play an important
role in resistance or susceptibility to infection with Leishmania
(12). Infection with Leishmania major spontaneously resolves in
resistant B6 mice, but progresses and kills susceptible BALB/c
mice (13). Neutrophils are major components of innate immunity
to L. major infection (14, 15). Neutrophils arrive at the site of
infection before inflammatory macrophages, the primary targets
for parasite replication (16). Early influx of neutrophils modifies
subsequent Th cell responses and susceptibility to L. major infec-
tion (17). Moreover, growth of Leishmania inside macrophages is
controlled by arginase, ornithine decarboxylase (ODC),* and poly-
amine levels (18).

We investigated the roles of inflammatory neutrophils on mac-
rophage activation and L. major replication in susceptible and re-
sistant hosts. We found that, in susceptible BALB mice, interaction
with dead neutrophils exacerbates L. major growth through PGE,
and TGF-B production by macrophages. However, neutrophils
promote parasite killing in resistant B6 mice. Neutrophil elastase
(NE) and TNF-« disable the default pathway of dead cell removal,
and induce leishmanicidal activity in macrophages. These results
indicate that interactions of dead inflammatory neutrophils with
macrophages play a previously unrecognized role in host re-
sponses to a pathogenic parasite.

Materials and Methods
Mice and parasite

BALB/c, C3H/HeN, and C57BL.6 (B6) mice of both sexes, aging 6—8 wk,
were from the Oswaldo Cruz Institute Animal Care Facility (Fiocruz, Rio
de Janeiro, Brazil). All animal work was approved and conducted accord-
ing to humane institutional guidelines. L. major strain LV39 (MRHO/Sv/
59/P) was isolated monthly from footpad lesions of infected BALB mice
(19), and maintained in vitro as proliferating promastigotes (20). Promas-
tigotes were kept for up to 4 wk without losing infectivity.

4 Abbreviations used in this paper: ODC, ornithine decarboxylase; L-NMMA, NC-
monomethyl-L-arginine-monoacetate; MeOSuc-AAPV-CMK, methoxysuccinyl-Ala-
Ala-Pro-Val-chloromethylketone; NE, neutrophil elastase; NOS, NO synthase; P,
propidium iodide.
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Exudate neutrophils

Neutrophils were obtained 7 h after i.p. injection of 1 ml of 3% thiogly-
colate broth (Difco, Detroit, MI). Exudate cells were washed and incubated
in DMEM at 37°C for 1 h in 250-ml flasks (Corning Glass, Corning, NY),
to remove adherent macrophages (1). In some experiments, neutrophils
were obtained 16 h after i.p. injection of 2 X 10° L. major promastigotes.
Nonadherent cells (80—90% neutrophils) were either used directly, or were
further purified by density gradient centrifugation on Percoll, as described
(21). By flow cytometry, the resulting population contained >97% Gr-1"
neutrophils. Neutrophils were killed by two methods. First, neutrophils and
Jurkat cells were heated at 56°C for 30 min, in serum-free DMEM, as
described (22). Heated cells were extensively washed in cold DMEM be-
fore use. Heated neutrophils reproduced late stages of apoptosis, because
they had condensed chromatin and nuclear coalescence typical of apopto-
sis, but were permeable to trypan blue. Heated Jurkat cells were typically
early apoptotic, as they had pyknotic nuclei, but excluded trypan blue.
Neutrophils were also killed by UV irradiation. Neutrophils (5 X 10%/ml)
were suspended in cold DMEM-10% FCS (Life Technologies, Grand Is-
land, NY) in 25-ml flasks (Corning), and placed over an UV transillumi-
nator box, as described (23). UV-treated neutrophils had coalescent and
pyknotic nuclei, but excluded trypan blue. Cells were washed and resus-
pended in complete culture medium. All cultures were done in DMEM
(Life Technologies), supplemented with 2 mM glutamine, 5 X 107> M
2-ME, 10 ug/ml gentamicin, sodium pyruvate, MEM nonessential amino
acids, 10 mM HEPES buffer, and 1% v/v Nutridoma-SP (Boehringer
Mannheim, Indianapolis, IN). Except when noted, all experiments were
done with heat-killed neutrophils.

Inflammatory macrophages, infection, and coculture

Inflammatory macrophages were obtained 4 days after i.p. injection of 1 ml
of thioglycolate. Peritoneal exudate cells were plated in 48-well vessels
(Nunc, Roskilde, Denmark) at 1.5 X 10° cells/well, in complete culture
medium. Cells immediately received 1 X 10° stationary phase L. major
promastigotes, and were incubated in complete medium-10% FCS at 37°C.
After 4 h, monolayers were extensively washed with warm HBSS, to re-
move extracellular parasites and nonadherent cells, leaving ~1 X 10° ad-
herent macrophages. All cultures were done in complete medium-1% Nu-
tridoma-SP, instead of FCS. Neutrophils were added at a 10:1 ratio (1 X
10°), in the presence or absence of Abs, solvents, and reagents. In some
experiments, macrophage monolayers (2 X 10° adherent cells) were pre-
pared in 24-well vessels (Corning), infected with 2 X 10° promastigotes,
and washed. Dead neutrophils (10:1) were either added in the same com-
partment, or separated by a cell-impermeable culture insert (MilliCell in-
serts, 0.4 um; Sigma-Aldrich, St. Louis, MO). Cultures were kept for 3
days at 37°C, 7% CO,. Extracellular parasites were absent throughout this
period.

Assessment of intracellular load of L. major

After 3 days, infected macrophage monolayers were extensively washed,
and medium was replaced by 0.5 ml of Schneider medium (Life Technol-
ogies), supplemented with 20% FCS and 2% human urine (9). Monolayers
were cultured at 26°C for additional 3 days. Intracellular load of L. major
amastigotes was estimated by production of proliferating extracellular mo-
tile promastigotes in Schneider medium (9). Alternatively, infected mac-
rophage monolayers (1 X 10°) were cocultured or not with dead neutro-
phils (1 X 10% in glass coverslips placed inside 1-ml culture vessels
(Corning). After 7 days, coverslips were washed and stained with May-
Grunwald Giemsa (Sigma-Aldrich), and intracellular amastigotes were
counted in 200 macrophages. Results are shown as amastigote number per
100 macrophages, and as percentage of infected macrophages. All results
are mean and SE of triplicate cultures.

Adhesion and uptake of neutrophils

BALB and B6 macrophage monolayers were prepared in glass coverdlips
and washed. Dead BALB and B6 neutrophils were added at a 10:1 ratio,
and coverdlips were incubated for 1 h at 37°C in serum-free DMEM. Cov-
erslips were extensively washed and stained with May-Grunwald Giemsa.
Phagocytosis of apoptotic neutrophils induces concurrent ingestion of ex-
tracellular fluid into spacious phagosomes (24). Ingested neutrophils were
identified as surrounded by alarge vacuole. The remaining associated neu-
trophils were scored as adhered. Percentages of macrophages with adhered
and ingested neutrophils, and numbers of ingested and adhered neutrophils
per 100 macrophages were scored. Results are mean and SE of triplicate
cultures.
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Flow cytometry

Peritoneal exudate cells containing neutrophils were obtained 7 h after i.p.
injection of 1 ml of 3% thioglycolate broth. Cells were washed, treated
with anti-CD16/CD32 (Fc block), and stained with propidium iodide (PI)
plus FITC-annexin V, plus PE anti-Gr-1 mAb. Cells (10* cells per acqui-
sition) were analyzed on a BD X-Calibur flow cytometer. Gr-1-positive
cells were electronically gated, and the percentages of cells positive for
annexin V or Pl (collected at the FL3 channel) were determined.

Abs and reagents

Anti-CD16/CD32 (Fc block) and PE-labeled anti-Gr-1 mAb RB6-8C5
were from BD Biosciences (San Diego, CA). Annexin V and Pl were from
R&D Systems (apoptosis detection kit; Minneapolis, MN). Neutralizing
anti-TNF-a mAb (clone MP6-XT3), rat 1gG1 isotype control (both from
BioSource Europe, Nivelles, Belgium), neutralizing anti-TGF-g Ig, and
normal chicken Ig (R&D Systems) were used at 10 pg/ml. Recombinant
mouse thrombopoietin receptor/Fc chimera and mouse rTGF-f3 receptor
I1/Fc chimera (R&D Systems) were used at 50 ng/ml. Neutrophil-depleting
anti-Gr-1 mAb RB6-8C5 (25) and control rat 1gG (BioSource Europe)
were used in vivo. Macrophage monolayers were treated with 10 uM
PGE,, 10 pg/ml aspirin, 1 wg/ml indomethacin (all from Sigma-Aldrich),
or equivalent dosage of solvent (ethanol for PGE, and aspirin, DM SO for
indomethacin) for 3 days. Monolayers were also treated with the specific
NE inhibitor methoxysuccinyl-Ala-Ala-Pro-Val-chloromethylketone (26)
(MeOSuc-AAPV-CMK; Calbiochem-Novabiochem, La Jolla, CA), control
collagenase inhibitor Z-Pro-D-Leu-D-Ala-NHOH (Calbiochem-Novabio-
chem), both at 10 pg/ml, or equivalent dosage of solvent (DMSO) alone.
NO synthase (NOS) inhibitor N®-monomethyl-L-arginine-monoacetate (L-
NMMA,; Calbiochem-Novabiochem) was used at 1 mM, final concentra-
tion. Catalase (from bovine liver, 20,000 U/mg; Sigma-Aldrich) was used
at 1,000 U/ml.

Cytokine production

Supernatants from control and infected macrophages, dead neutrophils
alone, or dead neutrophil/infected macrophage cocultures were collected
after 2 days, cleared by centrifugation, and immediately assayed for IL-10,
TGF-B, and TNF-« content, by sandwich ELISA, according to the man-
ufacturer instructions (BD Biosciences).

Neutrophil depletion

BALB and B6 mice received a total of 500 g of neutrophil-depleting
anti-Gr-1 mAb RB6-8C5 (25) or control rat IgG, divided into fivei.p. doses
of 100 ng each, given at days —1, 2, 5, 8, and 11 after L. major infection
in the footpads. We confirmed that this dosage ensures peripheral blood
neutropenia for at least 3 days after each mAb injection (25). At day O,
control and depleted animals were infected with L. major in the footpads
(1 X 10° stationary phase promastigotes). After 13 days, animals were
sacrificed and parasite loads in draining lymph nodes were determined by
promastigote production in Schneider medium. Results were normalized as
the ratio between parasite number and lymph node cellularity.

Treatment with killed neutrophils and NE inhibitor in vivo

BALB and B6 mice were injected in the footpads with 1 X 10° L. major
promastigotes, in the absence or in the presence of 4 X 10° dead syngeneic
neutrophils. Parasite load in draining lymph nodes was determined after 10
days by promastigote production in Schneider medium. MeOSuc-AAPV -
CMK (NE inhibitor) and Z-Pro-D-Leu-D-Ala-NHOH (collagenase inhib-
itor used as control) were dissolved in DM SO. The doses for the inhibitors
were 100 pg/g body weight, as described (26). Because promastigotes are
killed when suspended in solvent (DM SO) alone, each inhibitor (in 50 ul
of solvent), as well as solvent alone, was injected into the footpads of B6
mice 1 h after L. major injection (1 X 10° promastigotes/footpad). After 13
days, parasite load in draining lymph nodes was determined by promasti-
gote production in Schneider medium. Results were normalized as the ratio
between parasite number and lymph node cellularity.

Satistical analysis

Data were analyzed by Student’s t test for independent samples, using
SigmaPlot for Windows. Differences with a p value <0.05 or lower were
considered significant.
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Results
Macrophage interactions with dead neutrophils induce growth
or killing of L. major, depending on host genotype

To mimick the early stage of infection, we cultured live or killed
neutrophils with L. major-infected inflammatory macrophages
from both susceptible (BALB) and resistant (B6) genotypes. By
flow cytometry, live Gr-1* exudate neutrophils from BALB mice
contained 36%, and Gr-1" exudate neutrophils from B6 mice con-
tained 40% of cells aready staining positive for annexin V. BALB
neutrophils had 3.3%, and B6 neutrophils had 4.4% of cells taking
up PI. Whether dead or alive, syngeneic neutrophils markedly ex-
acerbated L. major replication in BALB macrophages, but almost
completely eliminated L. major from B6 macrophages (Fig. 1A).
Apoptotic neutrophils obtained by UV irradiation gave similar re-
sults (Fig. 1B). Furthermore, highly purified dead neutrophils
(>97% Gr-1" cells) from BALB and B6 mice exacerbated growth
and killed L. major, respectively (Fig. 1C). Dead neutrophils elic-
ited by i.p. injection of L. major promastigotes induced microbi-
cidal activity similar to neutrophils elicited by thioglycolate (Fig.
1D). Microscopic assessment of macrophage infection demon-
strated that feeding with dead BALB neutrophils increased intra-
cellular amastigote number and percentage of infected macro-
phages (Fig. 1E). However, feeding with dead B6 neutrophils

induced a marked reduction of intracellular amastigote number and
percentage of infected macrophages (Fig. 1F). Dead neutrophils
from resistant C3H mice also induced marked killing of L. major
in C3H macrophages (data not shown).

To rule out a differential macrophage reaction to different dead
cells, we treated infected BALB and B6 macrophages with a com-
mon apoptotic stimulus. Xenogeneic apoptotic Jurkat T cells am-
plified L. major growth in both BALB and B6 macrophages (Fig.
2A). We then mixed macrophages and dead neutrophils from dif-
ferent strains. BALB macrophages either nourished or killed in-
tracellular L. major, following coculture with killed BALB or B6
neutrophils, respectively (Fig. 2B, left). B6 macrophages treated
with B6 neutrophils killed L. major with marked efficiency. Dead
BALB neutrophils induced some degree of parasite killing, al-
though with much less efficiency (Fig. 2B, right). Together, the
results suggest that differences both in macrophage responses and
in neutrophils control L. major growth or killing. We compared the
screening and ingestion of dead B6 and BALB neutrophils by syn-
geneic macrophages, following 1-h incubation. No significant dif-
ferences were found in percentages of macrophages ingesting or
adhering to neutrophils in the two strains (Fig. 2C, left). Further-
more, the number of neutrophils attached or ingested by macro-
phages was also similar in the two strains (Fig. 2C, right). Similar
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FIGURE 1. Dead neutrophilshave opposing effects on L. major replication in macrophages from resistant and susceptible mice. A, Strain-specific effects
of live or dead neutrophils. Inflammatory BALB or B6 macrophages were infected with L. major and cultured aone ([J), or with 10-fold excess live (H)
or heat-killed (HK; gray bars) syngeneic exudate neutrophils (PMN). Parasite load in macrophages was determined after 3 days. Results are the mean and
SE of triplicate cultures. Results were significant (p < 0.01) for differences induced by PMN. B, Apoptotic neutrophil removal. Infected macrophage
monolayers were treated with either heat-killed (HK; H) or UV-treated apoptotic (UV; gray bars) neutrophils (PMN). L. major replication in macrophages
was measured after 3 days. Results are mean and SE of triplicate cultures. Differences induced by PMN were significant (p < 0.01). C, Effect of highly
purified neutrophils. Infected BALB and B6 macrophage monolayers were treated with heat-killed syngeneic neutrophils (PMN), or highly purified,
heat-killed syngeneic neutrophils (HP-PMN). Replication of L. major in macrophages was measured after 3 days. Differences induced by PMN and
HP-PMN were significant (p < 0.01). D, Effect of dead neutrophils elicited by parasites. Infected inflammatory B6 macrophages were cultured alone (H),
or with dead neutrophils (PMN) elicited by thioglycolate (gray bars), or by L. major ([J). Intracellular load of L. major in macrophages was measured after
3 days. Addition of both PMN induced killing (p < 0.01). E, Microscopic assessment of exacerbated parasite replication. Infected inflammatory BALB
macrophages were cultured either alone ([J), or with 10-fold excess killed BALB neutrophils (PMN; ) for 7 days in glass coverslips. Monolayers were
stained, and assessed for amastigote number/100 macrophages (left), and for percentage of infected macrophages (right). Results are mean and SE of
triplicate cultures. Addition of PMN exacerbated both parasite replication and percentage of infected macrophages (p < 0.01). F, Microscopic assessment
of leishmanicidal activity. Infected inflammatory B6 macrophages were cultured either alone ([), or with 10-fold excess killed B6 neutrophils (PMN; H)
for 7 days in glass coverdips. Monolayers were stained, and assessed for amastigote number/100 macrophages (left), and for percentage of infected
macrophages (right). Results are mean and SE of triplicate cultures. Addition of PMN both induced parasite killing and reduced percentage of infected
macrophages (p < 0.01).
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FIGURE 2. Macrophage interactions with dead cells regulate Leishmania growth or killing. A, Apoptotic lymphocytes drive parasite growth in both
BALB and B6 macrophages. Infected macrophage monolayers were cultured either alone (—), or with 5-fold excess apoptotic Jurkat cells (+). Intracellular
load of L. major was measured after 3 days. Addition of dead Jurkat cells exacerbated parasite growth (p < 0.01). B, Dead neutrophils regulate macrophage
leishmanicidal activity. Infected BALB (left) or B6 (right) macrophages were cultured aone, or with dead neutrophils (PMN) from BALB or B6 mice, as
indicated. Intracellular load of L. major was measured after 3 days. Changes induced by both PMN were significant (p < 0.01) in BALB macrophages.
Changes induced by both PMN were significant (p < 0.01 for B6 PMN; p < 0.05 for BALB PMN) in B6 macrophages. C, Adhesion and ingestion of
neutrophils. BALB ([J) and B6 (M) macrophage monolayers were cultured with 10-fold excess apoptotic syngeneic neutrophils (PMN) for 60 min, 37°C,
in glass coverdips. Coverslips were washed, stained, and counted for number of adherent and ingested PMN. Results show percentage of macrophages
ingesting and binding PMN (left), and the combined number of adherent and ingested PMN (right). Differences between strains were NS for all parameters.
D, Contact dependence of macrophage-neutrophil interactions. Inflammatory BALB (left) or B6 (right) macrophages were infected with L. major and
cultured, either alone, or in the presence of excess heat-killed syngeneic neutrophils, either in the same compartment (unseparated), or separated by culture
inserts. Parasite loads in macrophages were determined after 3 days. Separation decreased parasite replication in BALB macrophages (p < 0.01), but had
no effect on parasite killing by B6 macrophages (NS).

results were obtained when infected macrophages were trested with need of adhesion and phagocytosis (27). Fueling of L. major replica-
dead neutrophils (data not shown). Increased replication of T. cruz in tion aso required cell contact between BALB macrophages and dead
meacrophages requires physical contact with apoptotic cells, dueto the neutrophils (Fig. 2D, left), but parasite killing in B6 macrophages was
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FIGURE 4. Macrophage interactions with dead neutrophils induce
strain-specific cytokine production. B6 (left column) and BALB (right col-
umn) inflammatory macrophages (), L. major-infected macrophages
(gray bars), dead exudate syngeneic neutrophils (PMN; ), and infected
macrophage/PMN cocultures (Hl) were cultured for 2 days. Supernatants
were collected, cleared by centrifugation, and assayed for IL-10 (A),
TGF-B (B), and TNF-« (C) content by sandwich ELISA. Results are mean
and SE of triplicates. Dead neutrophils induced significant TGF-£ produc-
tion in BALB macrophages (p < 0.01), and significant TNF-« production
in B6 macrophages (p < 0.01).

equaly effective across a cdl-impermeable membrane (Fig. 2D,
right). In agreement, leishmanicida activity could be reproduced with
supernatants from killed or live B6 neutrophils (data not shown).
Together, the data suggest that intracellular growth of L. major is
amplified by phagocytic remova of susceptible-type neutrophils.
However, parasitekilling isinduced by a soluble mediator (mediators)
released by resistant-type neutrophils.

Dead neutrophils modulate L. major infection in vivo

BALB or B6 mice were injected in the footpads with L. major
alone, or with L. major plus syngeneic killed neutrophils. Result-
ing parasite load in draining lymph nodes was measured after 10
days. Injection of BALB neutrophils markedly exacerbated L. ma-
jor replication in draining lymph nodes of BALB hosts (Fig. 3A),
while injection of B6 neutrophils almost eliminated L. major rep-
lication from lymph nodes of the B6 strain (Fig. 3B). Injection of
L. major induces an early influx of neutrophils (14), associated
with susceptibility to infection (17). To determine whether neu-
trophils are involved in the control of infection in vivo, we de-
pleted BALB and B6 mice from neutrophils with anti-Gr-1 mAb.
Control and neutrophil-depleted mice were infected, and parasite
loads were determined after 13 days. Neutrophil depletion reduced
L. major load in lymph nodes of BALB hosts (Fig. 3C), but ex-
acerbated infection in B6 hosts (Fig. 3D). These results suggest an
immunopathogenic role for neutrophil clearance in vivo.
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FIGURE 5. PGE, as mediator of Leishmania growth. A--C, Effects of
aspirin (A and B) and indomethacin (C) on Leishmania replication. Infected
BALB (A) and B6 (B) inflammatory macrophages were cultured alone ([J)
or with dead syngeneic neutrophils (PMN; ), in the presence of aspirin or
solvent (A and B). C, Infected BALB and B6 macrophages were also cul-
tured with PMN in the presence of indomethacin (hatched bars) or solvent
(). After 3 days, intracellular load of L. major was measured. Results are
mean and SE of triplicate cultures. Aspirin and indomethacin blocked L.
major growth induced by BALB PMN (p < 0.01), but had no effect on
Leishmania killing induced by B6 PMN (not significant). D, Exogenous
PGE, drives L. major growth in BALB macrophages. Macrophages were
infected with L. major, washed, and recultured with solvent alone ((J), or
PGE, (W) for 3 days, and intracellular load of L. major was measured.
PGE, exacerbated L. major growth (p < 0.01).

Differential cytokine production controls L. magjor growth

Phagocytic removal of dead cells triggers secretion of regulatory
cytokines (6, 10). We measured production of TGF-B, TNF-«, and
IL-10 induced by dead neutrophils. BALB and B6 exudate neu-
trophils released 1L-10, and levels of 1L-10 were aso elevated in
BALB and B6 inflammatory macrophages, whether infected or not
(Fig. 4A). Exposure to dead neutrophils did not induce additional
IL-10 production by macrophages (Fig. 4A). Strikingly, dead
BALB neutrophils selectively induced TGF-B (Fig. 4B), but not
TNF-a (Fig. 4C) release by infected BALB macrophages. Con-
versely, dead B6 neutrophils induced TNF-« (Fig. 4C), but not
TGF-B (Fig. 4B) release by infected B6 macrophages.

Growth of T. cruz driven by uptake of apoptotic cells depends
on PGE, and TGF- production (10). We tested the role of PGE,
in L. major replication induced by dead inflammatory neutrophils.
Cyclooxygenase inhibitors aspirin (Fig. 5A) and indomethacin
(Fig. 5C) blocked the growth of L. major fueled by dead BALB
neutrophils, but had little or no effect on the leishmanicidal activity
elicited by dead B6 neutrophils (Fig. 5, B and C). In agreement,
exogenous PGE, markedly exacerbated L. major growth in BALB
macrophages in the absence of neutrophils (Fig. 5D). PGE, is re-
quired for TGF-B production by macrophages (6, 10). To investi-
gate whether TGF-3 is required for exacerbated L. major growth,
we neutralized TGF-B activity induced by killed BALB neutro-
phils. A neutralizing anti-TGF-B8 Ab completely abolished L. ma-
jor replication, compared with a control chicken Ig (Fig. 6A). To
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FIGURE 6. Cytokinesinvolved in Leishmania growth or killing. A, Leishmania growth is driven by TGF-p. Infected BALB macrophages were cultured
alone or with dead syngeneic neutrophils (PMN), in the presence of control chicken Ig ([J), or aneutralizing anti-TGF- |g (M) for 3 days, and intracellular
load of L. major was measured. Results are mean and SE of triplicate cultures. Addition of PMN induced significant differences in the absence (p < 0.01),
but not in the presence (NS) of anti-TGF-B. B, Leishmania killing depends on TNF-«. Infected B6 macrophages were cultured alone or with dead syngeneic
neutrophils (PMN), in the presence of isotype control ([J) or a neutralizing anti-TNF-a mAb (M), and intracellular load of L. major was measured after
3 days. Results are mean and SE of triplicate cultures. Addition of PMN induced significant (p < 0.01) and opposite changes in the absence and in the
presence of anti-TNF-«. C, Exacerbated growth induced by anti-TNF is mediated by TGF-. Infected B6 macrophages were cultured alone (), or with
dead syngeneic neutrophils (PMN; H), in the absence or presence of neutralizing anti-TNF-a mAb, and in the presence of control mouse thrombopoietin
receptor/Fc or neutralizing mouse TGF-B receptor |l/Fc protein, as indicated. Intracellular load of L. major was measured after 3 days. Results are mean
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and SE of triplicate cultures. Addition of TGF-f receptor I1/Fc induced significant reduction of parasite load (p < 0.01).

investigate whether TNF-« is required for L. major killing, we
neutralized TNF-« activity induced by killed B6 neutrophils. A
neutralizing anti-TNF-a Ab completely abolished Ieishmanicidal
activity (Fig. 6B). Following TNF-« neutralization, the resulting L.
major load in neutrophil-treated macrophages climbed to a level
10-fold higher than the control (Fig. 6B). These results suggest that
TNF-« is required for microbicidal activity, and that, in the ab-
sence of TNF-a activity, phagocytic remova of B6 neutrophils
shifts toward promotion of L. major growth. In agreement, in-
creased parasite growth promoted by anti-TNF-a Ab was abol-
ished following TGF-B neutralization with a mouse TGF- recep-
tor Il/Fc chimeric protein, but not by a control mouse
thrombopoietin receptor/Fc protein (Fig. 6C). These results indi-
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600 *
R
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150 B L-NMMA
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cate that increased parasite growth induced by anti-TNF is medi-
ated by TGF-B.

Mechanism of parasite killing: role of NE

We investigated whether NO was involved in parasite killing. Ad-
dition of excess NOS inhibitor L-NMMA markedly increased L.
major growth in B6 macrophages in the absence of neutrophils
(Fig. 7A). However, L-NMMA had no effect on parasite killing
induced by dead B6 neutrophils (Fig. 7A). In contrast, exogenous
catalase partially abolished leishmanicidal activity (Fig. 7B).
These results suggest that parasite killing is mediated by reactive
oxygen species, and not by NO.

Parasite number (x10 8)/culture

[ Control
Il Catalase

288883

Mo M &+PMN

FIGURE 7. Mechanism of Leishmaniakilling. A, Leishmanicidal activity does not require NO production. Infected B6 inflammatory macrophages were
cultured alone or with dead B6 neutrophils (PMN), in the absence (gray bars) or presence of L-NMMA (H). After 3 days, intracellular load of L. major
was measured. Results are mean and SE of triplicate cultures. *, Indicates p < 0.01. B, Leishmanicidal activity requires oxidant generation. B6 macrophages
were cultured as in B, but in the absence (gray bars) or presence (l) of exogenous catalase. Parasite |oad was measured after 3 days. Results are mean and
SE of triplicate cultures. *, Indicates p < 0.05.
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FIGURE 8. Leishmanicidal activity depends on NE. A, NE inhibitor
abolishes leishmanicidal activity in vitro. Infected B6 inflammatory mac-
rophages were cultured alone (gray bars) or with dead B6 neutrophils
(PMN), in the presence of solvent alone (gray bars), collagenase inhibitor
(J), or NE inhibitor (H). Intracellular load of L. major was measured after
3 days. Results are mean and SE of triplicate cultures. *, Indicates p <
0.01. B, NE inhibitor exacerbates L. major infection in vivo. B6 mice were
injected with L. major in the footpads, followed by injection of solvent
aone (O), collagenase inhibitor (<), or NE inhibitor (@) 1 h later. After
13 days, parasite load in draining lymph nodes was determined. Results
show mean and values from individual mice. Treatment with NE inhibitor
exacerbated infection (p < 0.001).

Fadok et al. (28) identified the serine protease NE as an inducer
of TNF-a production by human macrophages exposed to blood
neutrophil lysates. Because we used inflammatory neutrophils,
which are actively degranulating (29), we investigated whether
serine proteases are involved in parasite killing induced by B6
exudate neutrophils. Supernatants from dead B6 neutrophils in-
duced marked killing of L. major by B6 macrophages, and the
microbicidal activity was abrogated by treatment with the serine
protease inhibitor PMSF (data not shown). Moreover, addition of
the specific NE inhibitor MeOSuc-AAPV-CMK completely abol-
ished the leishmanicidal activity of dead B6 neutrophils (Fig. 8A).
Addition of Z-Pro-D-Leu-D-Ala-NHOH, a control collagenase in-
hibitor, had no effect on leishmanicidal activity (Fig. 8A). Similar
to TNF-« neutralization, neutralization of NE activity also resulted
in the opposite exacerbation of L. major growth (Fig. 8A). To
investigate whether NE plays a protective role in vivo, B6 mice
were injected in the footpads with L. major and with NE inhibitor.
Resulting parasite load was measured in draining lymph nodes
after 13 days. Injection of NE inhibitor, but not solvent or control
collagenase inhibitor, markedly exacerbated L. major replication,
increasing parasite load in draining lymph nodes (Fig. 8B). These
results indicate a protective role for NE in resistant B6 hosts.

Discussion

Neutrophils are constitutively deleted by apoptosis, leading to
phagocytic clearance of theintact dying cell (1, 2). Phagocytosis of
apoptotic neutrophils has been implicated in resolution of inflam-
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mation (3, 4). Furthermore, phagocytic clearance of dead cells
plays a regulatory role in immune recognition (30, 31), antitumor
activity (32), and intracellular parasitic infection (7, 10). Apoptotic
cell removal triggers macrophage deactivation (10) and secretion
of anti-inflammatory mediators (6, 10). However, under certain
circumstances, apoptotic cell removal can lead to an inflammatory
reaction (5, 33). Our data provide evidence that interactions of
macrophages with dead neutrophils play an important role in host
responses to infection with the intracellular pathogen L. major. We
demonstrated opposite pro- and anti-inflammatory responses that
depended on host genotype, and resulted in oppositein vitro and in
vivo outcomes of L. major infection.

In the absence of neutrophils, B6 macrophages were more in-
fected and supported increased replication of L. major, compared
with BALB macrophages. This finding was unexpected, because
B6 mice are resistant to infection in vivo. Our results might reflect
the particular combination of parasite isolate and mouse strain we
used. In fact, other studies compared resistant CBA and suscepti-
ble BALB strains, and reported that, in the absence of LPS and
IFN-v, parasite infection and replication in these macrophages
were similar (34, 35). Interestingly, microarray anaysis of mac-
rophage responses to LPS has indicated that message for arginase
I, which is required for growth of L. major in macrophages (18),
is up-regulated in B6, compared with BALB macrophages (36).

Coculture of infected macrophages with either live or dead neu-
trophils resulted in similar regulation of L. major growth. Live
inflammatory neutrophils comprise a population of senescent cells.
Freshly obtained neutrophils already contained >35% apoptotic
cells, as judged by annexin V staining. When left in culture, 50%
of live neutrophils die after 5 h, and no viable cell can be recovered
after 20 h (data not shown). Together, these results suggest that
clearance of apoptotic neutrophils regulates macrophage activa-
tion. Interactions with dead BALB neutrophils triggered TGF-3
production by macrophages and led to exacerbated replication of
L. major. Increased parasite growth depended on PGE, and
TGF-B. Therefore, dead BALB neutrophils drive the growth of L.
major in macrophagesin amanner similar to the growth of T. cruz
fueled by uptake of apoptotic lymphocytes (10). TGF-B induces
ODC activity in macrophages (10), and increases polyamine syn-
thesis, which is required for increased growth of T. cruz (10).
These changes could aso be involved in the growth of L. major,
because host cell ODC and ornithine production are required for
intracellular L. major replication (18). Killed BALB neutrophils
exacerbated parasite loads in draining lymph nodes in vivo. An
early influx of neutrophils to infected tissue has been associated
with susceptibility to infection by L. major (17) and L. amazonen-
sis (37). Our results agree with these studies. Furthermore, our
results agree with deleterious effects of PGs and TGF-$ on Leish-
mania major infection in BALB mice (8, 38, 39).

Surprisingly, interactions with dead B6 neutrophils triggered
TNF-« production by B6 macrophages, and led to TNF-a-depen-
dent killing of L. major. These results agree with an important role
of TNF-« in protecting against L. major infection (40, 41). In
agreement with previous studies (42), we found no difference in
the ability of BALB and B6 macrophages to bind and ingest syn-
geneic exudate neutrophils. Furthermore, both BALB and B6 mac-
rophages exacerbated L. major growth in response to apoptotic
Jurkat cells. However, dead BALB and B6 neutrophils induced
different responses against Leishmania, and dead B6 neutrophils
had a potent host protective effect in vivo. We sought to determine
the factor responsible for the proinflammatory efects of dead B6
neutrophils. We found that it was a soluble mediator, and that it
could be neutralized by a serine protease inhibitor. In agreement,
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our results showed that the serine protease NE is involved in mi-
crobicidal activity. Furthermore, we demonstrated that NE is re-
quiredin vivo for the early control of L. major infection in resistant
B6 hosts. In agreement with these results, we found that purified
NE induces leishmanicidal activity in infected macrophage mono-
layers, and that previous heat treatment has little or no effect on the
leishmanicidal activity of NE (results not shown). NE has been
implicated in tissue injury and inflammation mediated by neutro-
phils (43). NE and other azurophil granule proteasesinduce TNF-«
release in vitro (28) and in vivo (44), and modulate inflammation
in vivo (44). Moreover, purified NE induces TNF-« production by
murine macrophages (28). We demonstrated that, following NE or
TNF-a neutralization, killed B6 neutrophils behave like BALB
neutrophils, exacerbating L. major replication in B6 macrophages.
This result implies that the proinflammatory pathway triggered by
NE is dominant over the deactivating pathway of apoptotic cell
removal. The timing of signaling could be important, because sol-
uble NE might reach the macrophage before the senescent neutro-
phil engages deactivating receptors. Although NE neutralization
indicated that NE isinvolved in leishmanicidal activity, we cannot
discard that other neutrophil enzymes, such as cathepsin G and
myeloperoxidase, could play an additive role together with NE.

Inducible NO production is required for control of L. major
infection in mice (45). In the absence of dead neutrophils, NO was
required for macrophage control of L. major replication, because
parasite load increased in the presence of NOSinhibitor L-NMMA.
However, parasite killing induced by neutrophils was NO inde-
pendent. Parasite killing could be reduced by addition of exoge-
nous catalase, suggesting that it is mediated by oxidant injury.
Both NE (46) and TNF-« (47, 48) induce oxidant species in mac-
rophages and other cell types. The mechanism of macrophage ac-
tivation by NE, however, remains unclear (28). Our data are not
the first to show NO-independent control of L. major replication.
NO-sufficient mice made deficient of TNF-« (41) or Fas (49) are
unable to control L. major infection despite NO production. More-
over, both inducible NO synthase and phagocyte NADPH oxidase
are required for proper control of L. major infection in vivo (50).

Our results with neutrophil depletion in vivo demonstrated that
neutrophils play a deleterious role in early infection of BALB, but
are protective in early infection of B6 mice. Phagocytic uptake of
nonneutrophilic apoptotic cellsis anti-inflammatory, and drivesthe
growth of an intracellular pathogen (10). However, recent studies
indicated that phagocytic removal of apoptotic cells can be accom-
panied by transient TNF-« production and by inflammatory reac-
tions (5, 33). Our results provide evidence that, depending on host
genotype, neutrophil clearance can also be proinflammatory, and
can contribute to elimination of intracellular pathogens. We did not
address the role of dead neutrophils at later stages of L. major
infection. However, it is likely that responses mediated by CD4*
T cells play a centra role as infection progresses. Interestingly,
neutrophil clearance could be important for instruction of Th1/Th2
differentiation. It has been demonstrated that early depletion of
neutrophils renders BALB mice resistant to L. major infection and
shifts their immune response to Thl type (17).

Our results could explain modulation of macrophage antimicro-
bial activity by exudate neutrophils in a model of mycobacterial
infection (51). Our studies did not address the differences between
B6 and BALB neutrophils that differentially activate macrophages.
However, increased NE activity in B6 neutrophils could be in-
volved. Neutrophils and macrophages from B6 and BALB mice
could differ in the amount of serpins they produce, and the ability
to neutralize serine proteases. In this regard, B6 and BALB mice
express differences in al-antitrypsin activity affecting develop-
ment of pulmonary emphysema (52). We are currently investigat-
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ing whether B6 and BALB macrophages and neutrophils differ in
serpin control of NE activity. Taken together, our results indicate
that macrophage interactions with dead neutrophils play a previ-
ously unrecognized role in innate defense against the intracellular
pathogen L. major. Further investigation could provide new targets
for therapy against leishmaniasis and other infections.

Acknowledgments
We thank Dr. Marise P. Nunes (Fiocruz, Rio de Janeiro, Brazil) for assis-
tance and supply of animals.

References

1. Lagasse, E., and |. L. Weissman. 1994. Bcl-2 inhibits apoptosis of neutrophils but
not their engulfment by macrophages. J. Exp. Med. 179:1047.

2. Savill, 3. S, A. H. Wyllie, J. E. Henson, M. J. Walport, P. M. Henson, and
C. Hadlett. 1989. Macrophage phagocytosis of aging neutrophilsin inflammation;
programmed cell death in the neutrophil leads to its recognition by macrophages.
J. Clin. Invest. 83:865.

3. Cox, G., J. Crossley, and Z. Xing. 1995. Macrophage engulfment of apoptotic
neutrophils contributes to the resolution of acute pulmonary inflammation in
vivo. Am. J. Respir. Cell Mol. Biol. 12:232.

4. Huynh, M. L., V. A. Fadok, and P. M. Henson. 2002. Phosphatidy!serine-depen-
dent ingestion of apoptotic cells promotes TGF-B1 secretion and the resolution of
inflammation. J. Clin. Invest. 109:41.

5. Savill, J, I. Dransfield, G. Gregory, and C. Haslett. 2002. A blast from the past:
clearance of apoptotic cells regulates immune responses. Nat. Rev. Immunol.
2:965.

6. Fadok, V. A., D. L. Bratton, A. Konowal, P. W. Freed, J. Y. Westcott, and
P. M. Henson. 1998. Macrophages that have ingested apoptotic cells in vitro
inhibit proinflammatory cytokine production through autocrine/paracrine mech-
anisms involving TGF-B, PGE-2 and PAF. J. Clin. Invest. 101:890.

7. Lopes, M. F., C. G. Freire-de-Lima, and G. A. DosReis. 2000. The macrophage
haunted by cell ghosts: a pathogen grows. Immunol. Today 21:489.

8. Barra-Netto, M., A. Barral, C. E. Brownell, Y. A. Skeiky, L. R. Ellingsworth,
D. R. Twardzik, and S. G. Reed. 1992. Transforming growth factor-g in leish-
manial infection: a parasite escape mechanism. Science 257:545.

9. Gomes, N. A.,, C. R. Gattass, V. Barreto-De-Souza, M. E. Wilson, and
G. A. DosReis. 2000. TGF-B mediates CTLA-4 suppression of cellular immunity
in murine kalaazar. J. Immunol. 164:2001.

10. Freire-de-Lima, C. G., D. O. Nascimento, M. B. P. Soares, P. T. Bozza,
H. C. Castro-Faria-Neto, F. G. de Mello, G. A. DosReis, and M. F. Lopes. 2000.
Uptake of apoptotic cells drives the growth of a pathogenic trypanosome in mac-
rophages. Nature 403:199.

11. Miller, S, G. H. Coombs, and R. D. Walter. 2001. Targeting polyamines of
parasitic protozoa in chemotherapy. Trends Parasitol. 17:242.

12. Lipoldova, M., M. Svobodova, M. Krulova, H. Havelkova, J Badaova,
E. Nohynkova, V. Holan, A. A. Hart, P. Volf, and P. Demant. 2000. Suscepti-
bility to Leishmania major infection in mice: multiple loci and heterogeneity of
immunopathological phenotypes. Genes Immun. 1:200.

13. Reiner, S. L., and R. M. Locksley. 1995. The regulation of immunity to Leish-
mania major. Annu. Rev. Immunol. 13:151.

14. Beil, W. J,, G. Meinardus-Hager, D. C. Neugebauer, and C. Sorg. 1992. Differ-
ences in the onset of the inflammatory response to cutaneous leishmaniasis in
resistant and susceptible mice. J. Leukocyte Biol. 52:135.

15. Van Zandbergen, G., N. Hermann, H. Laufs, W. Solbach, and T. Laskay. 2002.
Leishmania promastigotes release a granulocyte chemotactic factor and induce
interleukin-8 release but inhibit y interferon-inducible protein 10 production by
neutrophil granulocytes. Infect. Immun. 70:4177.

16. Bogdan, C., A. Gessner, W. Solbach, and M. Rdllinghoff. 1996. Invasion, control
and persistence of Leishmania parasites. Curr. Opin. Immunol. 8:517.

17. Tacchini-Cottier, F., C. Zweifel, Y. Belkaid, C. Mukankundiye, M. Vasei,
P. Launois, G. Milon, and J. A. Louis. 2000. An immunomodulatory function for
neutrophils during the induction of a CD4" Th2 response in BALB/c mice in-
fected with Leishmania major. J. Immunol. 165:2628.

18. Iniesta, V., L. C. Gbmez-Nieto, and I. Corraliza. 2001. The inhibition of arginase
by N"-hydroxy-L-arginine controls the growth of Leishmania inside macro-
phages. J. Exp. Med. 193:777.

19. Louis, J,, E. Moedder, R. Behin, and H. Engers. 1979. Recognition of protozoan
parasite antigens by murine T lymphocytes. |. Induction of specific T lympho-
cyte-dependent proliferative response to Leishmania tropica. Eur. J. Immunol.
9:841.

20. Lima, H. C., J. A. Bleyenberg, and R. G. Titus. 1997. A simple method for
quantifying Leishmania in tissues of infected animals. Parasitol. Today 13:80.

21. Watt, S. M., A. W. Burgess, and D. Metcalf. 1979. Isolation and surface labeling
of murine polymorphonuclear neutrophils. J. Cell. Physiol. 100:1.

22. Griffith, T. S, X. Yu, J. M. Herndon, D. R. Green, and T. A. Ferguson. 1996.
CD95-induced apoptosis of lymphocytes in an immune privileged site induces
immunological tolerance. Immunity 5:7.

23. Frasch, S. C,, J A. Nick, V. A. Fadok, D. L. Bratton, G. S. Worthen, and
P. M. Henson. 1998. p38 mitogen-activated protein kinase-dependent intracellu-
lar signa transduction pathways leading to apoptosis in human neutrophils.
J. Biol. Chem. 273:8389.

24. Henson, P. M., D. L. Bratton, and V. A. Fadok. 2001. Apoptotic cell removal.
Curr. Biol. 11:R795.

2202 ‘6 1snbny uo 1s9nB Aq /60" jounwiwi:mmm//:dny wouy papeojumoq


http://www.jimmunol.org/

4462

25,

26.

27.

28.

29.

30.

31.

32.

33.

35.

36.

37.

38.

Tateda, K., T. A. Moore, J. C. Deng, M. W. Newstead, X. Zeng, A. Matsukawa,
M. S. Swanson, K. Yamaguchi, and T. J. Standiford. 2001. Early recruitment of
neutrophils determines subsequent T1/T2 host responses in a murine model of
Legionella pneumophila pneumonia. J. Immunol. 166:3355.

Liu, Z., S. D. Shapiro, X. Zhou, S. S. Twining, R. M. Senior, G. J. Giudice,
J. A. Fairley, and L. A. Diaz. 2000. A critical role for neutrophil elastase in
experimental bullous pemphigoid. J. Clin. Invest. 105:113.

Nunes, M. P., R. M. Andrade, M. F. Lopes, and G. A. DosReis. 1998. Activation-
induced T cell death exacerbates Trypanosoma cruzi replication in macrophages
cocultured with CD4* T lymphocytes from infected hosts. J. Immunol. 160: 1313.
Fadok, V. A., D. L. Bratton, L. Guthrie, and P. M. Henson. 2001. Differential
effects of apoptotic versus lysed cells on macrophage production of cytokines:
role of proteases. J. Immunol. 166:6847.

Rainger, G. E., A. F. Rowley, and G. B. Nash. 1998. Adhesion-dependent release
of elastase from human neutrophils in a normal, flow-based model: specificity of
different chemotactic agents. Blood 92:4819.

Gallucci, S, M. Lolkema, and P. Matzinger. 1999. Natural adjuvants: endoge-
nous activators of dendritic cells. Nat. Med. 5:1249.

Sauter, B., M. L. Albert, L. Francisco, M. Larsson, S. Somersan, and
N. Bhardwaj. 2000. Consequences of cell death: exposure to necrotic tumor cells,
but not primary tissue cells or apoptotic cells, induces the maturation of immu-
nostimulatory dendritic cells. J. Exp. Med. 191:423.

Reiter, |., B. Krammer, and G. Schwamberger. 1999. Cutting edge: differential
effect of apoptotic versus necrotic tumor cells on macrophage antitumor activi-
ties. J. Immunol. 163:1730.

Lorimore, S. A., P. J. Coates, G. E. Scobie, G. Milne, and E. G. Wright. 2001.
Inflammatory-type responses after exposure to ionizing radiation in vivo: a mech-
anism for radiation-induced bystander effects? Oncogene 20:7085.

. Pham, T. V., H. K. MacDonald, and J. Mauel. 1988. Macrophage activation in

vitro by lymphocytes from Leishmania major infected healer and non-healer
mice. Parasite Immunol. 10:353.

Liew, F. W., Y. Li, D. Moss, C. Parkinson, M. V. Rogers, and S. Moncada. 1991.
Resistance to Leishmania major infection correlates with the induction of nitric
oxide synthase in murine macrophages. Eur. J. Immunol. 21:3009.

Wells, C. A., T. Ravasi, G. J. Faulkner, P. Caminci, Y Okazaki, Y. Hayashizaki,
M. Sweset, B. J. Wainwright, and D. A. Hume. 2003. Genetic control of the innate
immune response. BMC Immunol. 4:5.

Gomes, C. M., H. Goto, V. L. Ribeiro-da-Matta, M. D. Laurenti, M. Gidlund, and
C. E. Corbett. 2000. Insulin-like growth factor (1GF)-I affects parasite growth and
host cell migration in experimental cutaneous leishmaniasis. Int. J. Exp. Pathol.
81:249.

Farrell, J. P., and C. E. Kirkpatrick. 1987. Experimental cutaneous leishmaniasis.
I1. A possible role for prostaglandins in exacerbation of disease in Leishmania
major-infected BALB/c mice. J. Immunol. 138:902.

39.

40.

41.

42.

45.

46.

47.

49.

50.

51

52.

SENESCENT NEUTROPHILS REGULATE L. mgjor INFECTION

Li, J, C. A. Hunter, and J. P. Farrell. 1999. Anti-TGF- treatment promotes rapid
healing of Leishmania major infection in mice by enhancing in vivo nitric oxide
production. J. Immunol. 162:974.

Titus, R. G., B. Sherry, and A. Cerami. 1989. Tumor necrosis factor plays a
protective role in experimental murine cutaneous leishmaniasis. J. Exp. Med.
170:2097.

Wilhelm, P., U. Ritter, S. Labbow, N. Donhauser, M. Rollinghoff, C. Bogdan, and
H. Korner. 2001. Rapidly fatal leishmaniasis in resistant C57BL/6 mice lacking
TNF. J. Immunol. 166:4012.

Potter, P. K., J. Cortes-Hernandez, P. Quartier, M. Botto, and M. J. Walport.
2003. Lupus-prone mice have an abnormal response to thioglycolate and an im-
paired clearance of apoptotic cells. J. Immunol. 170:3223.

. Lee, W. L., and G. P. Downey. 2001. Leukocyte elastase: physiological functions

and role in acute lung injury. Am. J. Respir. Crit. Care Med. 164:896.

. Adkison, A. M., S. Z. Raptis, D. G. Kelley, and C. T. N. Pham. 2002. Dipeptidy!

peptidase | activates neutrophil-derived serine proteases and regul ates the devel-
opment of acute experimental arthritis. J. Clin. Invest. 109:363.

Wei, X. Q., I. G. Charles, A. Smith, J. Ure, G. J. Feng, F. P. Huang, D. Xu,
W. Muller, S. Moncada, and F. Y. Liew. 1995. Altered immune responsesin mice
lacking inducible nitric oxide synthase. Nature 375:408.

Speer, C. P., M. J. Pabst, H. B. Hedegaard, R. F. Rest, and R. B. Johnston, Jr.
1984. Enhanced release of oxygen metabolites by monocyte-derived macro-
phages exposed to proteolytic enzymes: activity of neutrophil elastase and ca-
thepsin G. J. Immunol. 133:2151.

Schulze-Osthoff, K., A. C. Bakker, B. Vanhaesebroeck, R. Beyaert, W. A. Jacob,
and W. Fiers. 1992. Cytotoxic activity of tumor necrosis factor is mediated by
early damage of mitochondria functions: evidence for the involvement of mito-
chondrial radical generation. J. Biol. Chem. 267:5317.

. Goossens, V., J. Grooten, K. D. Vos, and W. Fiers. 1995. Direct evidence for

tumor necrosis factor-induced mitochondrial reactive oxygen intermediates and
their involvement in cytotoxicity. Proc. Natl. Acad. Sci. USA 92:8115.

Huang, F. P., D. Xu, E. O. Esfandiari, W. Sands, X. Q. Wei, and F. Y. Liew.
1998. Mice defective in Fas are highly susceptible to Leishmania major infection
despite elevated IL-12 synthesis, strong Th1 responses, and enhanced nitric oxide
production. J. Immunol. 160:4143.

Blos, M., U. Schleicher, F. J. Soares-Rocha, U. Meissner, M. Rollinghoff, and
C. Bogdan. 2003. Organ-specific and stage-dependent control of Leishmania ma-
jor infection by inducible nitric oxide synthase and phagocyte NADPH oxidase.
Eur. J. Immunol. 33:1224.

Pedrosa, J, B. M. Saunders, R. Appelberg, I. M. Orme, M. T. Silva, and
A. M. Cooper. 2000. Neutrophils play a protective nonphagocytic role in sys-
temic Mycobacterium tuberculosis infection of mice. Infect. Immun. 68:577.
Gardi, C., E. Cavarra, P. Calzoni, P. Marcolongo, M. de Santi, P. A. Martorana,
and G. Lungarella. 1994. Neutrophil lysosomal dysfunctionsin mutant C57BL/6J
mice: interstrain variationsin content of lysosomal elastase, cathepsin G and their
inhibitors. Biochem. J. 299:237.

2202 ‘6 1snbny uo 1s9nB Aq /60" jounwiwi:mmm//:dny wouy papeojumoq


http://www.jimmunol.org/

