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Abstract

Background: (MRL)-lpr/lpr mice spontaneously
develop autoimmune disease characterized by arthri-
tis and glomerulonephritis. Nitric oxide is postulated
to play a role in the disease pathogenesis, as mice
treated with the nitric oxide synthase inhibitor NG-
monomethyl-L-arginine (NMMA) show markedly
reduced manifestations of the disease. The purpose
of this study was to examine the role of peroxynitrite
in disease development in MRL-lpr/lpr mice.
Materials and Methods: We examined kidney ex-
tracts from control and MRL-lpr/lpr mice for nitro-
tyrosine by immunoblot with a rabbit polyclonal
anti-nitrotyrosine antibody. Catalase activity was
determined spectrophotometrically or by activity
staining of native polyacrylamide gels. In some ex-
periments, we studied the ability of peroxynitrite
and other agents to modify purified catalase in vitro.

Results: Kidney extracts from diseased mice had el-
evated levels of nitrotyrosine, and decreased levels of
catalase activity and protein, relative to control mice.
MRL-lpr/lpr mice treated with NMMA in vivo had
decreased levels of nitrotyrosine, and demonstrated a
partial restoration of both catalase activity and pro-
tein levels. Treatment of catalase in vitro with perox-
ynitrite or tetranitromethane at pH 8.0 resulted in
protein nitration and a decrease in catalase activity.
1,3-morpholinosydnonimine (SIN-1), a peroxynitrite
generator, also decreased the activity of catalase.
Conclusions: These observations suggest that perox-
ynitrite formation, with an associated decrease in cata-
lase activity and general decrease in antioxidant enzyme
activity, may result in increased levels of hydrogen per-
oxide and other oxidants that can contribute to the
pathogenesis of disease in MRL-lpr/lpr mice.
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Introduction
(MRL)-lpr/lpr mice spontaneously develop as-
pects of autoimmune disease that include
arthritis, vasculitis, and glomerulonephritis
(1,2). Nitric oxide (NO), a multifunctional mol-
ecule produced by many different cell types, is
implicated in the pathogenesis of the disease
(3,4). NO is synthesized from L-arginine by the

enzyme NO synthase (NOS) and is known to
regulate a number of biological processes, in-
cluding blood flow, neurotransmitter release,
and nonspecific host defenses (5–10). Overpro-
duction of NO is associated with inflammation
and tissue injury (11–14). MRL-lpr/lpr mice 
excrete elevated levels of urinary nitrite/nitrate,
compared with control mice, and have higher
levels of blood nitrosyl-hemoglobin, both
indicative of elevated systemic NO production
(4,15). Furthermore, detection of nitrosylated
non-heme proteins in diseased kidneys suggests
the formation of NO within the kidneys of dis-
eased mice (15). In addition, macrophages from
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MRL-lpr/lpr mice express increased levels of
mRNA and immunoreactive material for in-
ducible NOS (4). Oral administration of the
NOS inhibitor NG-monomethyl-L-arginine
(NMMA) decreases the level of nitrite/nitrate
excreted by MRL-lpr/lpr mice, prevents devel-
opment of glomerulonephritis, and reduces the
intensity of arthritis in MRL-lpr/lpr mice (4).

In addition to overproduction of NO,
macrophages from MRL-lpr/lpr mice also pro-
duce significantly higher levels of reactive oxy-
gen species, such as superoxide and hydrogen
peroxide, in response to phorbol myristate ac-
etate stimulation than macrophages from con-
trol mice (16). Peroxynitrite (ONOO–) is a po-
tent oxidant that results from the reaction of
superoxide with NO (17). One of the “foot-
prints” for the presence of peroxynitrite is the
nitration of tyrosine residues in the ortho posi-
tion to form 3-nitrotyrosine (18). Nitrotyrosine
formation is associated with many disease states,
including human atherosclerosis, human acute
lung injury, chronic inflammation, chronic re-
jection of renal allografts, and sepsis (19-23).

In this study, we examined the possibility
that peroxynitrite was involved in the patho-
genesis of disease in MRL-lpr/lpr mice. We
found that the level of protein nitration in kid-
ney extracts from diseased mice was elevated,
compared with levels from control mice. In ad-
dition, treatment of diseased mice with NMMA
decreased the extent of protein nitration.

NO and peroxynitrite can influence multi-
ple targets important in the pathogenesis of au-
toimmune disease in MRL-lpr/lpr mice. These
targets may include antioxidant enzymes, such
as catalase and superoxide dismutase (SOD).
Manganese SOD is nitrated and inactivated in
chronic rejection of human renal allografts (23).
In this study, we found that the activity and
level of catalase protein, a heme-containing an-
tioxidant enzyme that catalyzes the dismuta-
tion of H2O2 to H2O and O2, was decreased in
MRL-lpr/lpr mice and was partially restored to
control levels in mice treated with NMMA.
This suggested that NO or a species derived
from NO (e.g. peroxynitrite), may be responsi-
ble for the in vivo decrease in catalase activity.
For comparison, we also examined the effects of
nitrating and oxidizing agents on catalase in
vitro. These agents included peroxynitrite, NO,
1,3-morpholinosydnonimine (SIN-1) and tetra-
nitromethane (TNM). Using these agents, cata-
lase was found to be inactivated in vitro,
primarily via nitration by peroxynitrite. In toto,

our results suggest that the peroxynitrite-medi-
ated decrease in catalase activity and protein,
with the increase in production of reactive oxy-
gen species, may act together to render these
mice more susceptible to oxidative damage and
contribute to the pathogenesis of autoimmune
disease in MRL-lpr/lpr mice.

Materials and Methods
Materials

Bovine liver catalase was obtained from Wor-
thington Biochemical Corp., Lakewood, NJ
and mouse liver catalase was from Sigma
Chemical Co., St. Louis, MO. TNM was pur-
chased from Aldrich Chemical Corporation,
Milwaukee, WI. Peroxynitrite was synthesized
as described by Beckman, et al. (24). Briefly,
sodium nitrite and acidified hydrogen peroxide
were pushed through manually driven sy-
ringes into a T junction. The combined solu-
tions flowed through a short length of tubing
into a second T junction, where the reaction
was quenched with sodium hydroxide. Resid-
ual hydrogen peroxide was removed by mix-
ing peroxynitrite with solid granular manga-
nese dioxide, followed by filtration through a
0.2 �m membrane. The concentration of per-
oxynitrite was determined by the absorbance
at 302 nm using an extinction coefficient of
1.670/mM/cm.

Mice

MRL-lpr/lpr male mice were obtained from the
Jackson Laboratory, Bar Harbor, ME at six
weeks of age and housed as described previ-
ously (4).

Kidney Extract Preparation

Mouse kidneys were homogenized in ice-cold
50 mM Tris, 1.0 mM EDTA, pH 8.0, with 1.0
mM 4-(2-aminoethyl)benzenesulfonyl fluoride
(AEBSF), using a glass pestle and homogenizer.
The extracts were clarified by centrifugation
in an Eppendorf centrifuge at 14,000 rpm for
30 min. Each supernatant was further clarified
by centrifugation for 10 min at 14,000 rpm. The
supernatant from this second centrifugation
was used in all assays.

Catalase Activity Assays

Catalase activity was determined spectropho-
tometrically by measuring the disappearance of
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H2O2 at 240 nm or by activity staining of 6% or
8% native polyacrylamide gels (25,26). Solu-
ble mouse kidney extracts (25 �g of protein per
lane) or purified bovine liver or mouse liver
catalase were separated on 6% or 8% native
polyacrylamide gels. Bands of catalase activity
were visualized by soaking the gels in 50 mM
sodium phosphate, pH 7.0, 0.1 mM EDTA con-
taining 50 �g/ml horseradish peroxidase for 45
min at 25°C. H2O2 was added to a final con-
centration of 5.0 mM and the gel was incu-
bated an additional 15 min. After a brief rinse
with H2O, stain development was initiated by
addition of 0.5 mg/ml diaminobenzidine-HCl
in 50 mM sodium phosphate, 0.1 mM EDTA,
pH 7.0.

Immunoblot Analysis

Soluble mouse kidney extracts or purified
bovine liver or mouse liver catalase were sepa-
rated by SDS-PAGE on 8% or 14% gels and
transferred to nitrocellulose membranes (0.45
�m; Novex, Wadsworth, OH). Unbound sites
were blocked by incubation with 3% nonfat
dry milk in Tris buffered saline (TBS; 20 mM
Tris, 500 mM NaCl, pH 7.5) for 2 hr at 25°C.
Membranes were incubated overnight at 25°C
with a rabbit polyclonal anti-nitrotyrosine an-
tibody (1 �g/ml) or a sheep polyclonal anti-
bovine catalase antibody (The Binding Site,
Birmingham, England; 18 �g/ml) in 1%
milk/TBS. Immunoreactivity was detected by
incubation with 1:2000 dilution of goat anti-
rabbit IgG-HRP conjugate (Southern Biotech-
nology Associates Inc., Birmingham, AL or
Bio-Rad, Hercules, CA) or donkey anti-sheep
immunoglobulin G-horseradish peroxide
(IgG-HRP) conjugate (The Binding Site). Visu-
alization of immunoreactive proteins was car-
ried out using Super Signal (Pierce, Rockford,
IL) or Super Signal Ultra (Pierce) chemilumi-
nescent substrates.

Peroxynitrite Inactivation of Catalase

Purified bovine liver catalase (10 �g/ml) or
mouse liver catalase (0.2 mg/ml) was incu-
bated in 100 mM potassium phosphate at pH
7.8 with peroxynitrite at the indicated concen-
trations for 15 min at 25°C. In control reactions,
peroxynitrite was allowed to decompose in the
phosphate buffer for 5–10 min before catalase
was added (reverse order of addition).

Sequential Addition of Peroxynitrite

Purified bovine liver catalase (10 �g/ml) was in-
cubated with 0.1 mM peroxynitrite in 100 mM
potassium phosphate at pH 7.8. After 1 min, a
time sufficient for complete decomposition of
peroxynitrite, a sample was removed and an-
other aliquot of peroxynitrite was added to al-
low a final concentration of 0.1 mM in the reac-
tion mixture. This procedure was repeated until
a total of five aliquots of peroxynitrite were
added to the reaction.

Treatment of Catalase with TNM

Bovine liver catalase (0.82 mg/ml) was dia-
lyzed into 100 mM sodium phosphate, pH 6.0,
or 100 mM sodium phosphate, pH 8.0. TNM
was added to a final concentration of 0.5 mM.
The reactions were incubated for 2.5 hr at 37°C.
TNM was separated from catalase using a
NICK Spin column (Pharmacia Biotech, Piscat-
away, NJ) as per manufacturer’s instructions.
Aliquots were removed for determination of
protein concentration and catalase activity.

Inactivation of Catalase by SIN-1

Purified bovine liver catalase (10 �g/ml) was
incubated with 10 �M, 100 �M, or 1.0 mM
SIN-1 in 100 mM potassium phosphate at pH
7.8 at 25°C. At the indicated times, an aliquot
of each reaction was removed and assayed for
catalase activity.

The Effect of SOD on Inactivation 
of Catalase by SIN-1

Purified bovine liver catalase (Worthington)
was incubated at 10 �g/ml in 100 mM potas-
sium phosphate, pH 7.8, with 100 �M SIN-1 in
the absence or presence of 5 �M bovine Cu, Zn
SOD (Oxis International, Portland, OR) at
25°C. At the indicated times, an aliquot of each
reaction was removed and assayed for catalase
activity.

Results
Proteins in soluble extracts from kidneys of
BALB/c mice and MRL-lpr/lpr mice were sepa-
rated on a SDS-polyacrylamide gel and the
level of protein nitration was examined using
an anti-nitrotyrosine antibody. The kidney ex-
tracts from normal BALB/c mice did not con-
tain significant levels of nitrated proteins
(lanes 1 and 2, Fig. 1A). In contrast, extracts
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synthesis. In addition, the severity and extent
of arthritis in the treated mice also was im-
proved. Kidney extracts from MRL-lpr/lpr mice
treated with NMMA had decreased levels of
nitrated proteins, although such levels were
not restored to those of the control mice 
(Fig. 1B).

Previous reports suggested that MRL-
lpr/lpr mice expressed lower levels of mRNA,
corresponding to antioxidant enzymes, such as
SOD and catalase, in their kidneys and livers
(27). However, there has been no direct deter-
mination of the levels of these enzymatic activ-
ities in mouse kidneys to date. We examined
the levels of catalase and SOD activity in kid-
ney extracts prepared from MRL-lpr/lpr mice
and compared them with the levels in kidneys
from BALB/c mice. There was no difference in
the level of Cu, Zn SOD activity between the
MRL-lpr/lpr kidneys and the BALB/c kidneys

from kidneys of MRL-lpr/lpr mice had elevated
levels of proteins with nitrotyrosine (lanes 3
and 4). These proteins were seen as distinct
bands, corresponding to molecular weights of
approximately 27 kDa and 52 kDa. They were
specifically recognized by the anti-nitrotyro-
sine antibodies and were not detected in a blot
incubated with secondary antibody alone
(lanes 1-4, right half, Fig. 1A). Elevated levels
of protein nitration seen in the diseased mouse
kidneys suggested the presence of an increased
level of peroxynitrite in this tissue in vivo. Per-
oxynitrite may be formed from the increased
production of NO and superoxide in MRL-
lpr/lpr mice (3,4,16). Treatment of MRL-lpr/lpr
mice with the NO synthase inhibitor, NMMA,
resulted in an amelioration of various aspects
of the autoimmune disease (4). Treated mice
excrete decreased levels of nitrite/nitrate in
their urine, indicating a decreased level of NO

Fig. 1. Immunoblot analysis for nitrotyrosine-
containing proteins in mouse kidney extracts.
Results are from one experiment that is representa-
tive of 23 analyses using tissues from 8 mice. (A)
Anti-nitrotyrosine immunoblot of mouse kidney
extracts. Total protein (200 �g) extracted from con-
trol BALB/c (lanes 1 and 2) and MRL-lpr/lpr (lanes
3 and 4) mouse kidneys were separated on 14%
SDS-PAGE and examined by immunoblot analysis
with rabbit anti-nitrotyrosine antibodies and goat
anti-rabbit immunoglobulin secondary antibody
conjugated with horseradish peroxidase. Superox-
ide dismutase nitrated with tetranitromethane
(TNM-SOD; 10 ng) served as a control. The right
half contains an identical immunoblot probed only

with secondary antibody. By densitometry, the band
at approximately 44 kDa is 4.9-fold higher in sam-
ples from MRL-lpr/lpr than those from BALB mice.
(B) Anti-nitrotyrosine immunoblot of mouse kidney
extracts. 100 �g of protein extract from BALB/c,
MRL-lpr/lpr, and MRL-lpr/lpr, mice treated with NG-
monomethyl-L-arginine (NMMA) were separated
on 14% SDS-PAGE and probed as described above.
25 ng TNM-SOD served as a positive control. The
approximate Mr of the proteins were determined
using prestained molecular weight standards. By
densitometry, the band at approximately 28 kDa is
4.2-fold higher in samples from MRL-lpr/lpr than
those from BALB mice. NMMA treatment of MRL-
lpr/lpr mice reduces the band intensity by 59%.
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(data not shown). In contrast, MRL-lpr/lpr
mouse kidney extracts exhibited a 70–75%
decrease in catalase activity, compared with
BALB/c kidney extracts (Fig. 2A and 2B).
Furthermore, treatment of diseased mice with
L-NMMA resulted in a partial restoration of
the catalase activity.

To determine whether the decrease in cata-
lase activity was due to a decrease in the level
of catalase protein or to a decrease of activity
associated with a modification of the enzyme,
we examined the level of catalase protein in

Fig. 2. Catalase activity and catalase protein
levels in mouse kidney extracts. Results are
from one experiment that is representative of 13
analyses using tissues from 4 mice. (A) Catalase
activity stain of kidney extracts from MRL-lpr/lpr

mice treated with NG-monomethyl-L-arginine
(NMMA) (lanes 1-3), MRL-lpr/lpr mice (lanes 
4-5), and BALB/c mice (lanes 6-9). 25 �g soluble
protein from each extract was separated on a 6%
polyacrylamide gel under native conditions and
stained for catalase activity as described in “Ma-
terials and Methods.” By densitometry, the cata-
lase activity is 51% lower in samples from MRL-
lpr/lpr than those from BALB mice. NMMA
treatment of MRL-lpr/lpr mice increases catalase
activity to 132% of control (BALB) levels. (B)
Catalase activity of mouse kidney extracts. Cata-
lase activity in kidney extracts of BALB/c, MRL-
lpr/lpr, and MRL-lpr/lpr mice treated with NMMA
was determined as described. The means plus
one standard deviation are displayed. (C) Anti-
catalase immunoblot of mouse kidney extracts.
100 �g of kidney extract from BALB/c, MRL-
lpr/lpr, and MRL-lpr/lpr mice treated with NMMA
were separated on 14% SDS-PAGE and probed
with sheep anti-bovine catalase antibodies by
immunoblot analysis. 50 ng of bovine liver cata-
lase and 500 ng of mouse liver catalase served as
controls. By densitometry, the catalase band is
43% lower in samples from MRL-lpr/lpr than
those from BALB mice. NMMA treatment of
MRL-lpr/lpr mice increased catalase back to 78%
of control (BALB) levels (an increase of 45%).

the kidney extracts, using an anti-bovine cata-
lase antibody that cross-reacted with the
mouse enzyme (Fig. 2C). The level of catalase
protein was decreased in kidney extracts from
the MRL-lpr/lpr mice, compared with that in
BALB/c kidney extracts. Diseased mice that
were treated with NMMA had levels of cata-
lase protein intermediate between that of dis-
eased mice and the BALB/c mice. In some (but
not all) MRL-lpr/lpr mice, we noted a higher
molecular mass protein recognized by the anti-
catalase antibody. We do not know what deter-
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mines the appearance of this. Its level was not
influenced by L-NMMA treatment.

These results suggest that there is an elevated
level of peroxynitrite produced in MRL-lpr/lpr
mouse kidneys, as evidenced by an increase in
the level of nitrated proteins. A decrease in cata-
lase protein and activity was associated with
this increase in peroxynitrite level and result-
ing protein nitration. To examine the effects of
peroxynitrite on catalase in vitro, bovine liver
catalase was treated with increasing concentra-
tions of peroxynitrite. When added at a perox-
ynitrite:catalase molar ratio of 0.1:1 (4.1 nM
peroxynitrite) to 50:1 (2.05 �M peroxynitrite),
no significant decrease in catalase activity was
observed. At higher concentrations of 0.1 mM
peroxynitrite, a decrease in catalase activity of
12% was observed. The catalase activity was
further decreased with increasing concentra-
tions of peroxynitrite until, at 0.5 mM and 1.0
mM peroxynitrite, decreases of 29% and 26%,
respectively, were observed. Samples of cata-
lase treated with the different concentrations of
peroxynitrite were separated on 8% native gels
and stained for catalase activity. Catalase sam-
ples that were treated with 0.1 mM to 1.0 mM
peroxynitrite (concentrations associated with
decreased catalase activity) had an altered mi-
gration on native gels (Fig. 3A). This suggested
that peroxynitrite treatment resulted in a mod-
ification of the catalase protein. When samples
of peroxynitrite-treated catalase were sepa-
rated under native conditions and probed with
anti-bovine catalase antibodies, all cross-reac-
tive material co-migrated with catalase activity,
indicating the absence of additional species of
catalase that were inactive and that migrated
with different mobilities in the native gel (Fig.
3B). No changes in catalase activity or mobility
in a native gel were observed following the re-
verse order of addition peroxynitrite [that is,
samples to which peroxynitrite was first added
and allowed to decompose before catalase was
added (data not shown)]. This indicated that
the decrease in catalase activity was due to the
effects of peroxynitrite and not due to decom-
position products or contaminants.

Catalase samples treated with increasing
concentrations of peroxynitrite also were sepa-
rated on 8% SDS-polyacrylamide gels and sub-
jected to immunoblot analysis using anti-
nitrotyrosine antibodies (Fig. 3C). Catalase
treated with 2.05 �M peroxynitrite had a low,
but detectable, level of nitrotyrosine. In con-
trast, catalase samples treated with 0.1 mM to

Fig. 3. Effects of increasing concentrations of
peroxynitrite on bovine liver catalase. Results
are from one experiment that is representative of
six analyses. (A) Catalase activity stain of bovine
liver catalase treated with various concentrations of
peroxynitrite. Catalase (100 ng) treated with the in-
dicated concentration of peroxynitrite was sepa-
rated on an 8% polyacrylamide gel under native
conditions and stained for catalase activity as de-
scribed in “Materials and Methods.” (B) Native im-
munoblot of catalase treated with peroxynitrite. 100
ng of catalase treated with the indicated concentra-
tion of peroxynitrite was separated on an 8% poly-
acrylamide gel under native conditions and exam-
ined in an immunoblot using polyclonal anti-catalase
antibodies. (C) Anti-nitrotyrosine immunoblot of
catalase incubated with peroxynitrite. 100 ng of
catalase treated with the indicated concentration of
peroxynitrite was separated on 8% SDS-PAGE and
the proteins subjected to immunoblot analysis with
rabbit anti-nitrotyrosine antibodies. The major
band of cross-reactive material comigrated with
catalase monomer.
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1.0 mM peroxynitrite had increased nitrotyro-
sine formation. The majority of nitrotyrosine
formation was associated with a catalase
monomeric subunit with a Mr of approximately
68,000. In addition, in samples treated with 0.1
mM to 1.0 mM peroxynitrite, nitrotyrosine was
also associated with a protein species that had a
low mobility and a Mr consistent with catalase
subunit dimers. This suggested that treatment of
catalase with peroxynitrite at these higher con-
centrations resulted in the formation of catalase
subunit multimers.

The effects of peroxynitrite on mouse liver
catalase were very similar to those on bovine
liver catalase. Incubation of mouse liver cata-
lase with 0.1 mM peroxynitrite resulted in a
25% decrease in enzymatic activity; whereas,
incubation with 1.0 mM peroxynitrite caused a
48% decrease in catalase activity. These de-
creases in enzymatic activity were accompanied
by a peroxynitrite concentration-dependent in-
crease in protein nitration and altered migra-
tion of the modified catalase on a native gel
(data not shown).

Peroxynitrite is a strong oxidant, as well as
nitrating agent (28,29). The extent of oxidation
in bovine liver catalase treated with peroxyni-
trite was examined using the OxyBlot oxidized
protein detection system (Intergen, Boston,
MA), which utilizes 2,4-dinitrophenylhy-
drazine to derivatize the protein carbonyls
formed from oxidation to 2,4-dinitrophenylhy-
drazone groups (30). The derivatized protein
samples were separated on SDS-polyacryl-
amide gels and probed with antibodies specific
to the dinitrophenyl portion of the protein. 
Reverse-order-of-addition samples, to which
peroxynitrite was first added and allowed to
decompose before catalase was added, were
also analyzed for comparison (Fig. 4). Addition
of 2.05 �M peroxynitrite to bovine liver cata-
lase did not result in substantial levels of oxi-
dation of the enzyme (data not shown). Protein
carbonyl formation could be detected initially
in samples treated with 0.1 mM peroxynitrite.
The extent of protein carbonyl formation in-
creased when catalase was incubated with in-
creasing concentrations of peroxynitrite. Car-
bonyl formation noted with the reverse order
of addition samples was also substantial, an in-
dication that the oxidation observed in the dif-
ferent samples was due to other oxidants pre-
sent in the peroxynitrite solution and not
directly to peroxynitrite itself. There was no de-
crease in catalase activity in the reverse-order-of-

addition samples, suggesting that the observed
level of oxidation did not contribute to the de-
crease in catalase activity.

Peroxynitrite is a short-lived molecule un-
der conditions of physiological pH (31). To
more closely approximate physiological condi-
tions in which proteins may be subject to a
constant source of peroxynitrite, we treated
bovine liver catalase with sequential bolus ad-
ditions of peroxynitrite, with each addition
reaching a final concentration of 0.1 mM in the
reaction mixture. Samples were removed and
analyzed after each addition. The first addition
of peroxynitrite was associated with a 25% de-
crease in catalase activity (Fig. 5A). Further ad-
ditions decreased the catalase activity only
slightly. At the end of five additions of perox-
ynitrite, the catalase activity was decreased
45% from that of catalase without peroxynitrite
treatment.

Catalase subjected to sequential peroxyni-
trite treatment was analyzed on native gels and
stained for catalase activity. The first addition
of peroxynitrite was associated with a change
in migration of active catalase in the native gel
(Fig. 5B). This peroxynitrite modified sample
had a faster mobility than the unmodified cata-
lase. Addition of the second and third boluses
of peroxynitrite resulted in successive small

Fig. 4. OxyBlot of bovine liver catalase follow-
ing treatment with increasing concentrations
of peroxynitrite. Results are from one experiment
that is representative of three analyses. No (DNPH)-
reactive carbonyl formation could be detected in
untreated protein or in samples treated with low
concentrations of peroxynitrite. N samples contain-
ed bovine liver catalase treated with the indicated
concentrations of peroxynitrite. R samples were
from reverse-order-of-addition reactions, in which
the catalase was added to decomposed peroxyni-
trite. 50 ng of catalase was loaded in each lane.
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peroxynitrite treatment reduced catalase activity by
30, 43, 49, 49, and 57% (1, 2, 3, 4, and 5 sequential
additions, respectively). (C) Anti-nitrotyrosine im-
munoblot of catalase treated with sequential aliquots
of peroxynitrite. Samples (100 ng) were removed af-
ter each addition of peroxynitrite, separated by 8%
SDS-PAGE and examined by immunoblot analysis
using rabbit anti-nitrotyrosine antibodies. The major
cross reactive band in each sample comigrates with
catalase monomer.

Fig. 5. Effects of sequential additions of perox-
ynitrite on bovine liver catalase. Results are from
one experiment that is representative of five analy-
ses. (A) Effects of sequential additions of peroxyni-
trite on catalase activity. Samples were removed after
each addition and catalase activity determined as de-
scribed in “Materials and Methods.” (B) Activity stain
of catalase treated with sequential additions of per-
oxynitrite. Samples (100 ng) were removed after each
addition, separated on an 8% native gel and stained
for catalase activity as described. By densitometry,

co-migrated with the catalase activity. Thus, there
were no additional species of catalase that were
inactive and migrated to alternative positions on
the native gel (data not shown).

Samples treated with sequential additions 

increases in mobility. Further additions of per-
oxynitrite did not cause further change. Im-
muno-blots of samples separated on a native gel
probed with anti-bovine catalase antibodies in-
dicated that all catalase cross-reactive material
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of peroxynitrite were also separated on SDS-
polyacrylamide gels and probed with anti-
nitrotyrosine antibodies (Fig. 5C). The first
addition of peroxynitrite was associated with
formation of nitrotyrosine in the catalase. Se-
quential additions of peroxynitrite were associ-
ated with an increased level of nitro-tyrosine 
formation in this protein. Additional higher
molecular weight nitrotyrosine-containing spe-
cies could also be detected with subsequent ad-
ditions of peroxynitrite. The intensity of these
species increased progressively with each addi-
tional bolus of peroxynitrite. These species rep-
resented cross-linked catalase multimers that
could be detected with anti-bovine catalase anti-
bodies (data not shown).

In addition to sequential addition of au-
thentic peroxynitrite, another approach to ex-
pose catalase to a constant flux of peroxynitrite
is to utilize SIN-1, the peroxynitrite generator
(32). SIN-1 liberates NO and, in the presence
of oxygen, generates superoxide (32). Thus, in-
cubation of catalase with SIN-1, under these
defined conditions, is equivalent to treatment
of catalase with peroxynitrite. Incubation of
bovine catalase with increasing concentrations
of SIN-1 resulted in a time- and concentration-
dependent decrease in catalase activity with

Fig. 6. Effect of SIN-1 on bovine liver catalase.
Results are from one experiment that is representa-
tive of eight analyses in A, and three analyses in 
B and C. (A) Effect of 6-morpholino-sydnonimine
(SIN-1) on bovine liver catalase activity. Aliquots
of catalase incubated with the indicated concentra-
tions of SIN-1 were removed at different times and
assayed for catalase activity. In addition, catalase

was incubated with 100 �M SIN-1 and 5 �M su-
peroxide dismutase (SOD). Samples were removed
at various times and assayed for catalase activity.
(B) Effect of SIN-1 on the spectrum of bovine liver
catalase. Catalase was incubated with 100 �M 
SIN-1 and the spectrum was determined at the in-
dicated times after the initiation of the experiment.

the rate of decrease correlating with increasing
concentrations of SIN-1 (Fig. 6A). With 10 �M
SIN-1, the catalase was inactivated very slowly,
such that, after 60 min only 20% of the activity
was lost. Incubation with 100 �M and 1.0 mM
SIN-1 resulted in a progressive increase in loss
of catalase activity. With the two higher con-
centrations of SIN-1, there was a 50% loss of
catalase activity after 60 min, similar to the de-
crease observed with authentic peroxynitrite.

To ensure that the peroxynitrite generated
by SIN-1 (and not simply NO) was responsible
for the observed inactivation, samples were in-
cubated with SIN-1 in the presence of SOD,
which would convert any released superoxide
to hydrogen peroxide and prevent the forma-
tion of peroxynitrite. Catalase treated with
SIN-1 in the presence of SOD retained all cata-
lase activity, indicating that NO itself did not
inactivate catalase under these conditions 
(Fig. 6A). In addition, up to 100 �M NO added
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directly to the catalase did not have an effect on
catalase activity (data not shown).

Addition of SIN-1 affected the spectrum of
bovine liver catalase in both the visible and ul-
traviolet (UV) regions (Fig. 6B). With increased
time of exposure to SIN-1, the peak absorbance
at 415 nm decreased, indicating that there was
a perturbation of the region surrounding the
heme pocket. The precise nature of this pertur-
bation has not yet been investigated.

Treatment of catalase with peroxynitrite re-
sulted in both oxidation and nitration of the
protein. To determine which of these processes
was responsible for the loss of catalase activity,
bovine liver catalase was treated with TNM at
various pHs. At pH 6.0, TNM primarily oxi-

dizes the enzyme; whereas, at pH 8.0, nitration
is the primary modification (33,34). Following
TNM treatment at pH 6.0, a 10% decrease in
enzymatic activity was observed and treatment
with the same concentration of TNM at pH 8.0
resulted in a 35% decrease in catalase activity
(Fig. 7A). Immunoblot analysis with anti-
nitrotyrosine antibodies revealed that the sam-
ple treated with TNM at pH 6.0 exhibited a low
level of nitrotyrosine formation; whereas, the
sample that was treated with TNM at pH 8.0
showed a high level of nitrotyrosine formation
(Fig. 7B). These observations with TNM sug-
gested that protein nitration was associated
with a greater decrease in catalase activity than
sulfhydryl oxidation.

Discussion
In MRL-lpr/lpr mice, increased production of NO
is associated with manifestation of various as-
pects of autoimmune disease, including arthritis

Fig. 7. Effect of TNM treatment on bovine
liver catalase. Results are from one experiment
that is representative of three analyses. (A) Effect of
tetranitromethane (TNM) treatment at pH 6.0 and
pH 8.0 on catalase activity. Catalase was treated
with 0.5 mM TNM at pH 6.0 and 8.0 as described
in “Materials and Methods.” The means plus one
standard deviation are displayed. (B) Anti-nitroty-
rosine immunoblot analysis of catalase treated with
TNM. Bovine liver catalase (5 ng) treated with
TNM at pH 6.0 and pH 8.0 was separated by 14%
SDS-PAGE and examined by immunoblot analysis
using rabbit anti-nitrotyrosine antibodies.
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and glomerulonephritis (3,4). The macrophages
of the diseased mice also produce elevated
levels of superoxide and hydrogen peroxide
(16). In the current study, we have shown that
diseased kidneys contain an elevated level of
protein nitration. Although it recently was
demonstrated that protein nitration can arise
from species other than peroxynitrite (35), 3-ni-
trotyrosine staining was immunochemically de-
tected in several diseases encompassing every
major organ system and was proposed to be a
footprint of peroxynitrite action (36). Enhanced
protein nitration was consistent with overpro-
duction of peroxynitrite from the increased lev-
els of NO and superoxide found in these mice,
although several nitration pathways could exist
simultaneously (36). Treatment of MRL-lpr/lpr
mice with the NOS inhibitor NMMA reduces
the extent of nitration. In addition to increased
protein nitration, catalase activity in the dis-
eased kidney extracts is also diminished. This
diminution is also NO-dependent, since mice
treated with NMMA have a partial restoration
of catalase activity. The decrease in catalase
activity is paralleled by a decrease in the level
of catalase protein; this decrease is partially
prevented in MRL-lpr/lpr mice treated with
NMMA. These results suggest that nitration of
catalase in the kidneys of MRL-lpr/lpr mice may
result in enhanced degradation of the catalase
protein. Venkatraman, et al. (27) examined the
level of catalase mRNA in MRL-lpr/lpr kidneys
and found that there was no difference between
the levels in diseased kidneys and control kid-
neys. These data are consistent with a model in
which the catalase protein is subject to degra-
dation following nitration. Catalase appears to
be important for the protection of rats against
oxidant-mediated kidney damage. Puromycin
aminonucleoside nephrosis in rats is associated
with a decrease in catalase activity (37). More-
over, a recent report documented that in vivo
inhibition of catalase activity with 3-amino-
1,2,4-triazole exacerbates the renal damage and
proteinuria in these rats, suggesting a role for
hydrogen peroxide in pathogenesis of kidney
disease (37).

The amino acid sequence of mouse catalase
is greater than 95% identical to that of bovine
liver catalase (38,39). In vitro treatment of both
catalases with peroxynitrite decreases their ac-
tivities. This reduction is accompanied by both
nitration and oxidation of the protein. How-
ever, if the peroxynitrite first was allowed to
decompose before catalase was added, no de-
crease in catalase activity or nitration was ob-

served. However, the protein was still oxi-
dized, suggesting that oxidation, per se, did not
have any effect on enzyme activity. Further
support for this contention was provided by
examination of the effects of TNM treatment on
catalase activity. Treatment with TNM at pH
6.0, resulting in oxidation of the sulfhydryl
groups of the enzyme, was not associated with
significant loss of catalase activity. In contrast,
treatment with TNM at pH 8.0 primarily re-
sulted in protein nitration and was associated
with in a decrease in enzymatic activity. More-
over, catalase activity was decreased in the
presence of the peroxynitrite generator SIN-1
in a concentration-dependent manner. SIN-1
was found to have no effect on catalase activity
when SOD (which scavenges superoxide radi-
cal and, therefore, prevents the formation of
peroxynitrite) was present.

The three-dimensional structure of bovine
liver catalase reveals the active site to consist of
a heme prosthetic group with Tyr357 as the
proximal heme ligand (40). Electron paramag-
netic resonance (EPR) spectroscopy suggests
the involvement of a tyrosyl radical in the cat-
alytic activity of the enzyme (41). Nitration of
this tyrosine residue could lead to inactivation
of the enzyme. Bovine liver catalase treated
with SIN-1 has an altered spectrum, compared
with untreated enzyme. This suggests that there
is a perturbation of the heme pocket, an obser-
vation that is consistent with predictions from
the structure of the enzyme. In vitro observa-
tions, including enhanced electrophoretic mo-
bility on native gels, indicative of a decrease in
the pKa, are consistent with tyrosine nitration.
In addition, the decrease in activity coupled
with the failure to observe a second, inactive
species, suggests that nitration leads to a single
species of protein that is only partially active.
The precise mechanism of inactivation awaits
further investigation. The reaction of peroxyni-
trite with proteins not only results in the nitra-
tion of tyrosines, but also in the nitration and
oxidation of other amino acids, such as trypto-
phan, cysteine, and methionine, as well as in
the formation of dityrosine (28,29,42–44). We
have not yet investigated the modification of
these other amino acids that may further affect
the activity of catalase.

Bovine liver catalase, although a hemopro-
tein, was not inactivated by authentic NO un-
der conditions of this study. This finding ap-
pears to be at odds with a number of published
observations that describe the inactivation of
catalase by NO (45–47). Upon closer examina-
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tion, the difference may be attributed to the
precise conditions of the various experiments.
In the study of Kim, et al. (46) the decrease in
catalase activity was associated with an in-
crease in NO production in hepatocytes. Under
such conditions, there also could be increased
production of peroxynitrite that could be re-
sponsible for inactivation of the catalase. In the
work of Brown (45), the decrease in catalase ac-
tivity caused by NO was observed in the pres-
ence of hydrogen peroxide. Under these condi-
tions, catalase is converted to compound I, and
compound I is inactivated by NO. This conclu-
sion is supported by the observations of Mo-
hazzab-H, et al. (47), who also suggests that
compound I formation is required for inactiva-
tion by NO.

Several proteins to date have been shown
to be nitrated and inactivated by peroxynitrite
in vitro. These include antioxidant enzymes,
such as manganese SOD (MnSOD) and glu-
tathione peroxidase (an enzyme also inacti-
vated by NO) (48–52). In addition, peroxyni-
trite has been implicated in the nitration of a
number of different proteins under pathophys-
iological conditions. This includes MnSOD,
which is nitrated and inactivated in human re-
jecting renal allograft (23). For this enzyme,
Tyr34 at the active site of MnSOD is the most
susceptible to nitration by peroxynitrite (53).

In summary, MRL-lpr/lpr mice produce ele-
vated levels of oxidants, including hydrogen
peroxide, NO, superoxide and peroxynitrite.
Increased levels of these oxidants, coupled
with diminished levels of antioxidants, result
in exaggerated oxidant stress. This likely con-
tributes to the pathogenesis of this autoim-
mune disease.
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