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ABSTRACT S-Nitrosothiols have generated considerable
interest due to their ability to act as nitric oxide (NO) donors
and due to their possible involvement in bioregulatory sys-
tems—e.g., NO transfer reactions. Elucidation of the reaction
pathways involved in the modification of the thiol group by
S-nitrosothiols is important for understanding the role of
S-nitroso compounds in vivo. The modification of glutathione
(GSH) in the presence of S-nitrosoglutathione (GSNO) was
examined as a model reaction. Incubation of GSNO (1 mM)
with GSH at various concentrations (1–10 mM) in phosphate
buffer (pH 7.4) yielded oxidized glutathione, nitrite, nitrous
oxide, and ammonia as end products. The product yields were
dependent on the concentrations of GSH and oxygen. Tran-
sient signals corresponding to GSH conjugates, which in-
creased by one mass unit when the reaction was carried out
with 15N-labeled GSNO, were identified by electrospray ion-
ization mass spectrometry. When morpholine was present in
the reaction system, N-nitrosomorpholine was formed. In-
creasing concentrations of either phosphate or GSH led to
lower yields of N-nitrosomorpholine. The inhibitory effect of
phosphate may be due to reaction with the nitrosating agent,
nitrous anhydride (N2O3), formed by oxidation of NO. This
supports the release of NO during the reaction of GSNO with
GSH. The products noted above account quantitatively for
virtually all of the GSNO nitrogen consumed during the
reaction, and it is now possible to construct a complete set of
pathways for the complex transformations arising from
GSNO 1 GSH.

S-Nitrosothiols, RSNO, with certain exceptions, are unstable
in aqueous solution. For example, S-nitrosoglutathione
(GSNO) undergoes decomposition over hours, whereas S-
nitrosocysteine has a half-life of less than 2min. The initial step
in the decomposition of RSNO is believed to be homolytic
cleavage of the SON bond to give nitric oxide (NO) and a thiyl
radical (1, 2). These compounds are involved in many bio-
regulatory functions, including vasodilation and inhibition of
platelet aggregation. The existence of more stable transport
forms of NO has been postulated in view of the short half-life
of authentic NO in vivo (3). Low molecular weight thiols such
as cysteine, glutathione (GSH), and penicillamine are prime
candidates for such carrier molecules, and they can form
S-nitrosothiols on reaction with oxides of nitrogen (4). It has
been assumed that the biological effects of these compounds
are due to the spontaneous release of NO; however, this
hypothesis is not supported by currently available data (5–7).
Although a few studies have been carried out in an attempt

to determine the reaction products and to deduce the mech-
anism of the modification of the thiol group by S-nitrosothiols,
the experiments were purely qualitative and no clear mecha-
nistic picture has emerged (8, 9). In this report, we describe the
reaction of GSNO with GSH, a tripeptide with intracelluclar

concentrations as high as 10 mM (10). It is involved in the cell’s
antioxidant defense, xenobiotic detoxification, and amino acid
transport (11). GSNO is also believed to be involved in many
physiologic and pathophysiologic processes. It has recently
been shown that exposure of human neutrophils to NO results
in the conversion of intracellular GSH to GSNO and that
intracellular GSNO activates the hexosemonophosphate shunt
of the cells (12). Since GSH concentration is millimolar in cells
and NO concentration is less than micromolar, it follows that
the concentration of GSNOwill always be small compared that
of GSH.
We report here that, in addition to release of NO from

GSNO in the presence of GSH, an important pathway for
GSNO decomposition is reaction with GSH to form glutathi-
one conjugates similar to those reported for the reaction of
GSH with other electrophilic metabolites (13–16). Our data
further show that the major end product from this transfor-
mation is oxidized GSH, GSSG. The amount formed is
dependent on the availability of oxygen in the system, sug-
gesting the possible involvement of radicals.

MATERIALS AND METHODS

Materials. Thiazolidine-4-carboxylic acid, GSH, N-
nitrosomorpholine (NMOR), and GSSG were from Sigma.
Sodium nitrite (15N-labeled) was from MSD isotopes. Mor-
pholine (MOR) was from Aldrich. GSNO and GS15NO were
prepared according to Hart (17) by acid-catalyzed nitrosation
of GSH; these compounds were quantitated by measuring the
absorbance at 334 nm (A334 5 800 M21zcm21). N-Nitroso-
N9,N9,N-trimethylurea (NTMU) was synthesized by nitrosat-
ing trimethylurea (Alfa) at pH 2.5 in the presence of acetic acid
and was quantitated by measuring the absorbance at 374 nm
(A374 5 88 M21zcm21) (18). N-Acetylthiazolidine-4-carboxylic
acid was prepared by addition of acetic anhydride to a hot
solution of thiazolidine-4-carboxylic acid in acetic acid (19).
Nitrous oxide (N2O) and NO were from Matheson, and
isobutane was from Med Tech (Medford, MA).
Experiments. The reactions were conducted in 0.01 M or

0.05 M potassium phosphate buffer (pH 7.4) at room temper-
ature in vials equipped with rubber septa. The pH of GSH and
GSNO solutions in the appropriate buffers was adjusted to 7.4
with diluted KOH.When needed, MORytrimethylurea (1 mM
each) solutions were prepared similarly and added to the
GSHyGSNO solution. A fresh solution of GSNOwas prepared
immediately before each experiment, and the concentration
was confirmed spectrophotometrically at 334 nm. Typically,
the GSNO concentration was fixed at 1 mM and the GSH
concentration was varied between 1 and 10 mM. For reactions
under argon or nitrogen, the vials, containing the appropriate
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buffer, were deaerated for 30 min prior to use. Concentrated
solutions of GSNO that were not deaerated were added in
small amounts ('50 ml) along with deaerated GSH solutions
by using a Hamilton syringe. For experiments in which NMOR
was measured, the MOR solution was added to the buffer
solution prior to deaerating. The vials were then stored in
argon- or nitrogen-filled balloons for 24 or 40 h. Internal
standard was added to the vial at the end of the reaction and the
solutions were then analyzed for the compounds of interest.
Electrospray Ionization Mass Spectrometry (ESI-MS).

These experiments were done on a Hewlett Packard model
5989B mass spectrophotometer in the negative ion mode. The
reactions were conducted in ammonium acetate (1 mM; pH
'7.5) buffer at room temperature or at 48C, and the reaction
mixture was analyzed at the end of 2 h. Typically, 50 ml of
reaction solution was added to 100 ml of the electrospray
solvent [50:50 waterymethanol containing 1% acetic acid or
50:40:10 (volyvol) methanolywateryacetonitrile containing
1% ammonium hydroxide]. A Harvard syringe pump was used
to introduce the electrospray solvent into the mass spectrom-
eter at 20 mlymin and the samples were flow-injected into the
solvent stream by means of a Valco injector with a 10-ml
sample loop. Under these conditions, the residence time of the
samples in the mass spectrometer was about 0.6 min. Spectra
were averaged over the maximum central portion'0.3 min) of
the resulting total-ion plot.
Determination of Nitrite and Nitrate. Nitrate and nitrite

weremeasured in an automated system that has been described
in detail elsewhere (20).
GC-MS Analysis. These analyses were on a Hewlett–

Packard 5971 mass-selective detector (MSD) or a Hewlett–
Packard 5989A GC-MS. For NMOR and NTMU analysis, a
fused-silica capillary column coated with Supelcowax 10 (Su-
pelco) (15 m3 0.25 mm) was used. The mass spectrometer was
operated in the selective ion mode using ions at myz 116 and
myz 86 for NMOR, myz 131 and myz 72 for NTMU, and myz
123 for the internal standard nitrobenzene. Due to the insta-
bility of NTMU, the analysis was done by lowering the
temperatures of the injector (1508C) and column (initial value
608C). For the analysis of gaseous products, reactions were
conducted in septum-capped vials. The column was fused-
silica (25 m 3 0.32 mm) packed with Poraplot Q (Hewlett–
Packard). A fixed amount (50 ml) of internal standard (isobu-
tane) from a 1000-ml flask was added to the reaction vial at the
end of the reaction and allowed to equilibrate for 15 min.
Head-space samples were withdrawn with a 25-ml Hamilton
gas-tight syringe and injected into the column at 458C; the
temperature was then increased at the rate of 408Cymin to
2208C after 3min. Themass spectrometer was set to detect ions
atmyz 44 and 30 for N2O,myz 30 for NO,myz 58 for isobutane,
and myz 30 for 15N2. The peak areas at the appropriate
retention times (as determined by authentic standards) were
measured by the integration routine included in the data
system. The areas of NMOR and N2O were normalized to the
areas of the internal standards nitrobenzene and isobutane,
respectively.
Generation of N2O. N2O standard was generated by the

addition of a 5-fold molar excess of sodium nitrite solution to
a solution of sodium azide, in 0.01 M potassium phosphate
buffer (pH 3) (21). The concentration of N2O was determined
from the concentration of sodium azide used in the reaction.
The reaction was repeated with various concentrations of azide
to obtain a standard calibration curve. The detector was
calibrated on each experimental day by duplicate injections of
25 ml of head-space after addition of internal standard as
discussed above.
Ammonia Assay. The concentrations of NH3 were measured

with a commercial ammonia diagnostic kit from Sigma. The
assay involved the reductive amination of 2-oxoglutarate by
glutamate dehydrogenase and NADPH.

HPLC Analysis. HPLC studies, for quantification of GSSG,
were conducted using a reversed-phase column (Supelcosil
LC-18-DB, 25 cm 3 4.6 mm). The gradient was obtained with
eluent A (0.1% phosphoric acid) and eluent B (acetonitrile).
After injecting the sample (20 ml in 1 ml of 0.1% phosphoric
acid) along with a fixed amount of an internal standard
(N-acetylthiazolidine-4-carboxylic acid), a linear change from
100%A to 80%A over 20 min was carried out. The GSSG area
was normalized to the area of the internal standard. The flow
rate was 1 mlymin, and the detector absorbance was at 215 nm.

RESULTS

Nitrite Formation. The half-life of GSNOwas dependent on
the concentrations of GSNO and GSH. As measured by the
decrease in absorbance at 334 nm, GSNO (1 mM) was stable
for at least 90 min in the absence of GSH. Decomposition of
GSNO was observed upon addition of GSH (0.5–10 mM). The
effect was dependent on the GSH concentration (Fig. 1). This
is in contrast to previously reported chemical stabilization of
S-nitrosothiols in the presence of excess thiol (22). In the
absence of oxygen, the rate of GSNO decomposition in the
presence of GSH decreased by a factor of 2 (data not shown).
GSNO (1 mM) was incubated with various amounts of GSH

(1–10 mM) in aerated or deaerated phosphate buffer, and the
reaction mixtures were analyzed for nitrite and nitrate. Nitrite
was the only product detected, and the amounts formed varied
with the GSNO-to-GSH ratio and whether the solution was
aerated or deaerated (Table 1). The maximum amount of
nitrite from GSNO was obtained in the presence of equimolar
or less than equimolar concentrations of GSH.WhenGSHwas
present in large excess, nitrite formation decreased signifi-
cantly. A similar observation was made by Pietraforte et al. (23)
for the reaction of GSNO with L-cysteine, but the question of
missing nitrite was not addressed and no new products were
reported.
To determine whether the nitrite formed was a product of

NO oxidation, the reaction was performed under a nitrogen

FIG. 1. Absorbance vs. time plots for the decomposition of GSNO
(1 mM) in 50 mM potassium phosphate buffer solutions (pH 7.4) with
increasing GSH concentration.
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atmosphere. At the end of the reaction (GSNOyGSH 5 1),
one vial was purged with nitrogen before adding oxygen. The
amount of nitrite present in the nitrogen-purged reaction vials
was significantly lower compared with the unpurged reaction
vials (190 mM and 410 mM, respectively) indicating that NO
was being released from GSNO in the presence of GSH. This
was confirmed by GC-MS analysis of the head-space; NO was
detected under anaerobic conditions with various GSH con-
centrations. No NO was detected in the absence of GSH over
the same time period, suggesting that the release of NO
became possible only in the presence of GSH. The addition of
EDTA (0.1 mM) did not alter the yield of nitrite, thus ruling
out the involvement of metal ions in nitrite formation.
Effect of Phosphate and GSH on N-Nitrosation. N-

Nitrosation can occur during the decomposition of S-nitroso
compounds in the presence of secondary amines and requires
the presence of oxygen (24). The results are rationalized in
terms of release of NO, which, in the presence of oxygen,
produces N2O3, which is a good electrophilic nitrosating agent.
N2O3 can undergo hydrolysis to nitrite, nitrosate secondary
amines (MOR in this study) to form N-nitrosamines, or react
with thiols to form S-nitroso compounds.
Reaction of GSNO with MOR in the presence and absence

of GSH, in 0.01 and 0.05 M phosphate buffer, yielded NMOR.
As shown in Fig. 2, the yield of NMOR is maximal with
equimolar or less-than-equimolar concentrations of GSH and
negligible with 5- to 10-fold molar excess of GSH. In the
presence of excess GSH, N2O3 reacts preferentially with GSH
to form GSNO, thereby resulting in decreased NMOR for-
mation. Further, the rate of NMOR formation is faster (by a
factor of at least 2) in the presence of equimolar and less-
than-equimolar GSH concentrations than in the complete
absence of GSH, consistent with the enhanced release of NO
in the presence of GSH.
NMOR formation was significantly inhibited by 0.05 M

phosphate buffer (Fig. 2), consistent with the observation that
phosphate reacts competitively with N2O3 to form nitrite,
thereby inhibiting N-nitrosation (25). The inhibition observed
with phosphate suggests that NMOR formation occurs by
release of NO followed by formation of N2O3. In deaerated
solutions (Fig. 2), NMOR probably arises from trace amounts
of oxygen still present in solution as well as by a possible direct
transnitrosation reaction between GSNO and MOR.
Nitrosonium Ion (NO1). The decomposition of GSNO (1

mM) in the presence of both GSH (1–10 mM) and trimethyl-
urea (1 mM) (a substrate that can be nitrosated only with a
strong nitrosating agent—e.g., NO1) (26) was studied to
determine whether NTMU and, by inference, NO1 were

produced. No NTMU was detected (data not shown), thus
ruling out NO1 as an intermediate.
N2O and N2 Formation. The gaseous species involved in the

reaction were examined in a closed system by GC-MS. Al-
though N2O, arising by HNO elimination (27), has been
suggested as a major reaction product in the reaction of thiols
with S-nitrosothiols, the reports to date are purely qualitative
(8, 9). We measured the amount of N2O generated at various
GSH concentrations and a fixed concentration of GSNO. N2O
was detected in the head-space in insignificant amounts under
aerobic conditions and in significant amounts under anaerobic
conditions (Table 1). The yield of N2O under anaerobic
conditions is inversely dependent on the GSH concentration,
a trend similar to that noted for nitrite. These results suggest
the existence of other reaction pathways in the presence of
excess GSH. The gas phase was also analyzed for N2 formation
by conducting the reaction in an atmosphere of argon and
using 15N-labeledGSNO. Trace amounts of 15N2 were detected
with various GSH concentrations.
ESI-MS studies. The reaction of GSNO (1 mM) with GSH

(5 mM) was studied by ESI-MS. Transient signals at myz 626
andmyz 642, which increased by 1 mass unit when the reaction
was conducted with 15N-labeled GSNO, were detected. The
signals were assigned to the sulfenamide GSONHOSG and
the N-hydroxysulfenamide GSON(OH)OSG or the sulfin-
amide GSONHOS(O)G, respectively. Similar conjugates
have been detected in the reaction of nitrosoarenes with GSH.
Klehr et al. (14), for example, reported that nitrosobenzene
reacts with GSH to form phenylhydroxylamine, GSSG, and a
GSH conjugate identified as GSH sulfinanilide
[GS(O)ONHOPh]. In acidic solutions, the GSH sulfinanilide
decomposes to form aniline and GSH sulfinic acid (GSO2H).
Mulder et al. (15) reported that p-nitrosophenetole reacts with

FIG. 2. NMOR formation at the end of 24 h during the reaction of
GSNO with MOR. The reactions were carried out in 10 and 50 mM
aerated and 50 mM deaerated potassium phosphate buffer solutions
(pH 7.4), in the presence and absence of GSH.

Table 1. Relative amounts of nitrogen-containing products from
the reaction of GSNO (1 mM) with GSH under aerobic and
anaerobic conditions

GSH,
mM

Product obtained, mM

Nitrite N2O* NH3 Total N†

Aerobic conditions
1 826 5 6 3 63 899
5 636 29 6 11 226 920
10 420 11 6 1 454 896

Anaerobic conditions
1 410 213 6 22 65 901
5 314 168 6 26 323 973
10 157 78 6 19 586 899

Unless otherwise stated, all values reported are an average of two
experiments. The reactions were conducted in 0.05 M potassium
phosphate buffer (pH 7.4) and analyzed at the end of 40 h. No reaction
products were obtained in the presence of GSNO alone.
*Each value represents the mean 6 SD of four experiments. Every
mole of N2O accounts for 2 moles of GSNO.
†Nitrogen arising from GSNO (1000 mM).
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GSH to form the sulfenamide N-(glutathionyl-S-yl)-p-
phenetidine, which is unstable in the presence of excess GSH
and decomposes to p-phenetidine. No corresponding sulfina-
nilide, which could arise from nitrosobenzene, was reported.
The signal at myz 642 was much more intense when the
reaction was carried out at 48C. However, the signals at myz
642 and myz 626 did not accumulate over a period of time,
suggesting that both species were labile. Neither GSO2H nor
GSNH2 was detected under our reaction conditions. This
suggests that if GSNH2 does form it reacts rapidly with GSH
to form NH3.
NH3 Formation. Table 1 shows the amount of NH3 formed

at various GSH concentrations. Although this is again a
function of the GSH concentration, it follows an opposite
trend to nitrite and N2O. The sum of nitrite, N2O, and NH3
accounted for 90% or more of the nitrogen introduced as
GSNO (Table 1).
GSSG.WhenGSNOwas allowed to react with GSH the only

product detected by HPLC was GSSG. GSNO, prepared
according toHart (17), contained 5% contamination of GSSG.
The amount of GSSG generated (after subtraction of values
obtained in control incubations with only GSH) increased with
increasing concentrations of GSH. To test if this was related to
the presence of oxygen in the system, the reaction was per-
formed while rigorously excluding oxygen. The amounts of
GSSG obtained under aerobic and anaerobic condition appear
to be the same (Table 2).

DISCUSSION

It has recently been suggested that the bioactivity of S-
nitrosothiols may not be due to the spontaneous liberation of
NO (5–7). Kowaluk and Fung (5) studied the effect of added
thiol, N-acetylpenicillamine (NAP), on the decomposition of
GSNO and S-nitroso-N-acetylpenicillamine (SNAP). They
found that the rate of decomposition and the initial rate of NO
formation, from both GSNO and SNAP, were increased in the
presence of NAP.We have shown here that the decomposition
of GSNO is also accelerated in the presence of an added
thiol—i.e., GSH. Release of NO, however, decreases in the
presence of excess GSH. Instead, the reaction of excess GSH
with GSNO appears to be similar to the reaction of GSH with
electrophilic metabolites to form glutathione conjugates. GSH

conjugation is believed to be one of the primary detoxification
mechanisms in vivo.
The scheme presented in Fig. 3 summarizes the reactions of

GSNO with GSH and illustrates that the reaction is more
complex than might be inferred from the few final reaction
products. Under our experimental conditions, GSH reacts
with GSNO to form the GSH conjugate N-hydroxysulfen-
amide, GSON(OH)OSG. In the case of nitrosoarenes, the
N-hydroxysulfenamides are known to rearrange to sulfin-
amides (S-oxides) that are sufficiently stable for characteriza-
tion (14). The labile nature of the conjugate and lack of
formation of GSO2H under acidic conditions suggest that the
rearranged sulfinamide is not obtained under our reaction
conditions.
The N-hydroxysulfenamide can react via different path-

ways depending on the availability of GSH and oxygen.
Reaction of N-hydroxysulfenamide with GSH (which pre-
dominates when excess GSH is present) results in the
sulfenamide GSONHOSG. Subsequent reductions with
GSH result in the formation of NH3. GSSG and NH3, the end
products of this transformation, are obtained in a 3:1 ratio as
depicted in Fig. 3.
Stamler (28) has suggested that nucleophilic attack of the

thiolate anion (RS2) on the S-nitrosothiol (R9SNO) sulfur
results in the nominal release of NO2. The end product of
this transformation is N2O and the disulfide RSSR9. Stam-
ler’s hypothesis (28) cannot explain the rapid transnitrosa-
tion (exchange reaction) (29), characteristic of any system
containing thiol (RSH) and S-nitrosothiol (R9SNO). We
propose that transnitrosation (Eq. 1) and N2O formation
occur through the N-hydroxysulfenamide that arises from
nucleophilic attack of the thiol on the R9SNO nitrogen
rather than sulfur.

RSH 1 R9SNOº
OH
P

RSONOSR9
º RSNO 1 R9SH [1]

Homolytic decomposition of tribenzenesulfenamide [(PhS)3N]
is an example of thermal cleavage of the SON bond (30).
Similarly, homolytic cleavage of the SON bond of GSH
N-hydroxysulfenamide would generate the glutathionyl radical
(GSz) and theGSHN-hydroxyl radical (Eq. 2). The comparison
is limited to the cleavage of the SON bond and is not intended
to imply anything about the stability of the resulting radicals.
The fate of the glutathionyl radical and the GSH N-hydroxyl
radical in the presence and absence of oxygen is discussed below.

GSON(OH)OSGº GS˙ 1 GSOṄOOH [2]

The GSH N-hydroxyl radical can dimerize to the unstable
dihydroxyhydrazine and subsequently form GSSG and hypo-
nitrous acid (Eq. 3) (31). This latter compound is known to
eliminate N2O, the gaseous product that we observe (27).
Similarly, the GSz can dimerize to form GSSG (Eq. 4)

GSOṄ(OH)3 GSN(OH)ON(OH)SG3

GSSG1 HONANOH [3]

2GS˙3 GSSG [4]

Combining Eqs. 2–4 results in a 2:1 ratio for the end products,
GSSG and N2O.
The two pathways discussed so far, which result in the

formation of GSSG, are those involving formation of NH3
(NH3:GSSG, 1:3) and N2O (N2O:GSSG, 1:2). The GSSG
formed (Table 2) from these two pathways accounts for
virtually all of the GSSG formed under anaerobic conditions.
Under aerobic conditions, however, a significant proportion of

Table 2. Formation of GSSG during reaction of GSNO (1 mM) in
the presence of GSH under aerobic and anaerobic conditions

GSH,
mM

GSSG formation, mM

Total* NH3 basis†
N2O
basis‡ Other§

Aerobic conditions
1 0.7 0.2 0.01 0.5
5 2.0 0.7 0.06 1.2
10 2.5 1.4 0.02 1.1

Anaerobic conditions
1 0.9 0.2 0.4 0.3
5 1.6 1.0 0.3 0.3
10 2.1 1.8 0.2 0.1

*After subtraction of control values obtained in incubation minus
GSNO. The reactions were conducted in 0.05 M phosphate buffer
(pH 7.4) and analyzed at the end of 40 h. All values reported are
average of two experiments.
†GSSG values calculated on the basis of the experimental values of
NH3 obtained in Table 1, assuming a GSSG-to-NH3 molar ratio of
3:1.
‡GSSG values calculated on the basis of the experimental values of
N2O obtained in Table 1, assuming a GSSG-to-N2O molar ratio of
2:1.
§GSSG unaccounted for by the NH3 and N2O pathway.
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GSSG is formed by other mechanisms. Oxygen therefore
appears essential for maximal levels of thiol oxidation.
The reaction of glutathionyl radicals with oxygen, and

subsequently with excess GSH to give extensive oxidation of
thiol, has been studied by Ross et al. (32, 33). We believe that
a similar pathway may be responsible for the significantly
greater GSSG formation under aerobic vs. anaerobic condi-
tions (Fig. 3). The glutathionyl radical (GSz) may dimerize (Eq.
4), interact with oxygen, or react with GS2 to formGSSG. (34,
35). GSSG. can reduce oxygen to superoxide (O2.), which on
reaction with NO forms peroxynitrite (reactions not included
in Fig. 3). The GSH peroxysulfenyl radical (GSOOz), arising
from the addition of oxygen to the glutathionyl radical, can
abstract a hydrogen atom from GSH to form GSH sulfenyl
hydroperoxide (GSOOH) and another GSz. This could lead to
a cyclic reaction sequence, depending upon the availability of
oxygen and GSH. A small amount of GSz radical could thus
lead to extensive thiol oxidation. The GSOOH could interact
with GSH to form the hypothetical intermediate GSH sulfenic
acid (GSOH), which could then interact with GSH to produce
GSSG (36). In the absence of oxygen, the ultimate fate of the
glutathionyl radical would be formation of GSSG.
The glutathionyl radical could also react with GSNO to form

NO and GSSG (24, 37). This would explain the faster rate of
formation of NO from GSNO in the presence of GSH. The
ultimate fate of NO in aerated phosphate buffer at pH 7.4 is
formation of nitrite but little or no nitrate, consistent with our
observations (38, 39).
The formation of significantly greater amounts of N2O

under anaerobic vs. aerobic conditions can be explained as
follows. In the presence of oxygen, the GSHN-hydroxyl radical
can undergo the reaction sequence outlined in Eq. 5. The
radical [GSN(OH)OOz] obtained by addition of oxygen to the
GSH N-hydroxyl radical can abstract a H atom from GSH to
formGSN(OH)OOH andGSz. Rearrangement of the GSN(O-
H)OOH could yield HNO2 and GSOH (Eq. 6). In the presence
of sufficient GSH, the GSOH can react with GSH to form
GSSG (36). The GSSG produced by this pathway and the NO
pathway will be proportional to the amount of nitrite formed.
This accounts for all the GSSG obtained under anaerobic
conditions but not accounted for by the NH3 and N2O path-
ways (Table 2). However, it cannot account for all the GSSG
obtained under aerobic conditions, thus strengthening the

hypothesis that glutathionyl radicals are involved in this trans-
formation.

GSOṄ(OH) 1 O23

OH
P

GSONOOOO˙

O°
GSH

OH
P

GSONOOOOH 1 GS˙ [5]

OH
P

GSONOOOOH3 GSOH 1 HNO2 [6]

Eq. 6 provides a route for nitrite formation without the
involvement of NO. This pathway would result in a decrease in
N2O formation and an increase in nitrite formation in the
presence of oxygen, in agreement with our observations (Table
1). Further—in the presence of oxygen—the equilibrium de-
scribed by Eq. 2 shifts to the right due to interactions of the
radical with oxygen, thereby increasing the rate of disappear-
ance of GSNO. The decrease in N2O and nitrite formation, and
increase in NH3 formation, with increasing GSH concentra-
tions, reflect the increased reduction of the N-hydroxysulfen-
amide in the presence of excess GSH leading to increased
formation of NH3.
In summary, we can account quantitatively for virtually all

of the GSNO consumed in this reaction. In the presence of
oxygen, nitrite forms from NO as well as from an NO-
independent pathway. The major product in the presence of
excess GSH is not NO as had been assumed but, instead, NH3.
The formation of N2O, nitrite, and NH3—via GSH conju-
gates—reveals new chemistry of S-nitrosothiols. These results
strengthen the idea that the biological activity of S-
nitrosothiols may be associated with both heterolytic and
homolytic mechanisms of decomposition.
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