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Protein nitrosylation is emerging as a key mechanism by
which nitric oxide regulates cell signaling. Nitrosylation is
the binding of a NO group to a metal or thiol (2SH) on a
peptide or protein. Like phosphorylation, nitrosylation is a
precisely targeted and rapidly reversible posttranslational
modification that allows cells to flexibly and specifically
respond to changes in their environment. An increasing
number of proteins have been identified whose activity is
regulated by intracellular nitrosylation. This review
focuses on proteins regulated by endogenous nitrosylation,
the chemistry underlying nitrosylation, the specificity and
reversibility of nitrosylation reactions, methods to detect
protein nitrosylation, and the role of coordinated protein
nitrosylation/denitrosylation in cell signaling.

INTRODUCTION

Nitric oxide (NO) is a free radical molecule produced
by the intracellular enzyme nitric oxide synthase
(NOS) that regulates a wide range of biologic
functions including vasodilation, neurotransmission,
inflammation and cell death.[1] A key mechanism by
which NO regulates these diverse physiologic
processes is via posttranslational modification of
proteins. NO can oxidize, nitrate or nitrosylate
proteins.[2] Nitration refers to the attachment of an
NO2 group to a tyrosine or less commonly a
tryptophan residue. Nitrosylation refers to the
attachment of an NO group to a transition metal or
a thiol, usually a cysteine residue (S-nitrosylation).
Whereas nitration is an irreversible modification that
may be responsible for some of the toxic effects of

NO,[3 – 7] nitrosylation is a reversible modification
involved in cell signaling.[8] Although the functions
of many proteins have been modified by protein
nitrosylation in cell free systems, it has been much
more difficult to identify proteins whose function is
regulated by endogenous nitrosylation in cells.
However, in recent years nitrosylation has been
shown to regulate the function of an increasing
number of intracellular proteins.[8] These data raise
the possibility that nitrosylation is a form of signal
transduction regulation comparable to phosphoryl-
ation.[9,10] Both modifications are rapidly reversible
and precisely targeted, allowing cells to respond
quickly, accurately and flexibly to physiologic
stimuli.

METAL NITROSYLATION

Guanylate cyclase is the classic example of a protein
whose function is regulated by metal nitrosyl-
ation.[11] NO binding to the heme iron of guanylate
cyclase induces a conformational change that
activates the enzyme and increases 3’5’-guanosine
monophosphate (cGMP) production.[12,13] Nitrosyl-
ation of guanylate cyclase is a mechanism under-
lying many biological activities of NO including
vasodilation. More recently, several other proteins
have been identified whose function is regulated by
intracellular metal nitrosylation. As will be discussed
in more detail below, NO binds to the heme iron of
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cytochrome c during apoptosis, stimulating the pro-
apoptotic activity of cytochrome c.[14] In contrast, the
activity of cytochrome oxidase, the terminal electron
acceptor of the mitochondrial electron transport
chain, is inhibited by metal nitrosylation. NO binds
in competition with oxygen to the iron/copper
binuclear center of cytochrome oxidase leading to an
inhibition of oxygen consumption.[15 – 17] Non-heme
iron nitrosylation of the iron–sulfur cluster protein
aconitase leads to the loss of an iron atom from the
iron–sulfur cluster and inhibition of aconitase
activity during episodes of cardiac allografts rejec-
tion.[18] Several other proteins including catalase[19]

are regulated by metal nitrosylation in vitro, but it
remains to be determined if they are nitrosylated
intracellularly by endogenous sources of NO.

S-NITROSYLATION

The function of an increasing number of proteins
has also been shown to be regulated by S-
nitrosylation. Like metal nitrosylation, S-nitrosyla-
tion can either inhibit or stimulate protein function.
The activities of the caspase family of cysteine
proteases, the N-methyl-D-aspartate (NMDA) class
of glutamate receptor in the brain, the skeletal
muscle ryanodine receptor and methionine adeno-
syl transferase (MAT) are inhibited by endogenous
intracellular S-nitrosylation of a single critical
cysteine residue on each protein. Caspase activity
is inhibited by S-nitrosylation of the caspase
catalytic site cysteine.[20 – 24] NMDA receptor activity
is inhibited by S-nitrosylation of a critical cysteine
on the NR2a regulatory subunit.[25,26] Similarly, the
activity of MAT, the enzyme that synthesizes the
methyl donor S-adenosyl methionine, is inhibited
by S-nitrosylation of cysteine 121.[27,28] In contrast,
the activity of the Ras family of G proteins and
thioredoxin are stimulated by endogenous S-
nitrosylation. S-nitrosylation of a critical cysteine
on Ras family members enhances guanine-nucleo-
tide exchange activity, resulting in an increase in
active GTP-bound protein.[29,30] The redox regulat-
ory and anti-apoptotic activity of thioredoxin is
stimulated by S-nitrosylation of cysteine 69.[31]

Again, the function of many additional proteins is
modified by S-nitrosylation in cell free systems, but
the physiologic relevance of these findings remains
to be determined.

CHEMISTRY OF NITROSYLATION

Whereas most classical posttranslational modifi-
cations like phosphorylation are enzyme-dependent,
nitrosylation is, at least in part, an enzyme-
independent modification. Instead nitrosylation is

mediated by intracellular redox chemistry. Although
the chemistry underlying nitrosylation is incomple-
tely understood, in general, NO binds to transition
metals or thiyl radicals whereas NOþ or an
equivalent (such as NO2 or N2O3) binds to –SH
groups.[9] Therefore protein nitrosylation will be
dependent on the relative formation and colocaliza-
tion of reduced thiols, thiyl radicals, NO and NOþ

equivalents within a cell. For instance, reactions
between NO and O2 are accelerated 300-fold in lipid
membranes leading to increased production of the
NOþ equivalents NO2 and N2O3.[32] Therefore,
proteins inserted in membranes are likely targets of
NO2 and N2O3-mediated S-nitrosylation. Protein
nitrosylation also results from transnitrosation reac-
tions in which NO groups are directly transferred
from one thiol to another.[33]

SPECIFICITY OF NITROSYLATION

Despite the fact that virtually all proteins contain
cysteine residues, many proteins contain metals, and
most if not all cells produce NO, only a precisely
defined subset of protein targets appear to be
nitrosylated intracellularly. For instance, only 1 of
50 free thiols on the ryanodine receptor is targeted
for nitrosylation.[34,35] The remarkable specificity of
nitrosylation reactions is conferred both by coloca-
lization of NOS with nitrosylation targets and, in the
case of S-nitrosylation, by consensus motifs that
target specific cysteine residues for nitrosylation.
Specificity of phosphorylation reactions is achieved
by analogous mechanisms. Kinases colocalize intra-
cellularly with protein targets and consensus motifs
targets specific serine, threonine or tyrosine residues
for phosphorylation.

Colocalization of NOS with nitrosylation targets is
well exemplified by the NMDA receptor. The
neuronal isoform of NOS (nNOS) associates with
the NMDA receptor complex. Stimulation of the
NMDA receptor results in an influx of calcium that
activates nNOS. Local production of NO and related
species by nNOS leads to the specific nitrosylation of
three components of the NMDA receptor complex:
Dexras, guanylate cyclase, and the Nr2a subunit of
the receptor.[36 – 38] Nitrosylation stimulates the
guanine-nucleotide exchange activity of Dexras,
increases cGMP production by guanylate cyclase
and inhibits NR2a leading to a downregulation of
NMDA receptor activity.[26,30,38,39] Thus colocaliza-
tion of NOS with 3 nitrosylation targets within the
NMDA receptor complex modulates downstream
signaling from the receptor.

Specificity of nitrosylation reactions is also
conferred by consensus motifs. Two consensus
motifs for S-nitrosylation reactions have been
identified. The first is an acid/base consensus
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sequence in which the target cysteine is located
between basic and acidic amino acids either in the
primary amino acid sequence or the tertiary
structure of the protein.[40 – 42] The acid/base
consensus motif is well exemplified in MAT.
Although each subunit of MAT has 10 free cysteines,
only cysteine 121 is targeted for nitrosylation,
leading to an inhibition in enzyme activity.[27,28]

Analysis of the tertiary structure of MAT reveals that
cysteine 121 is flanked by an acidic and basic amino
acid. Site-directed mutagenesis of the flanking acidic
or basic residues inhibits S-nitrosylation and abro-
gates the NO responsiveness of MAT, supporting the
importance of the consensus motif for targeting the
nitrosylation reaction.[28]

Hydrophobic cores of proteins represent a second
kind of S-nitrosylation “consensus motif”. NO and
O2 are concentrated within hydrophobic cores,
leading to increased production of nitrosylating
species such as NO2 and N2O3.[35] Therefore cysteine
residues within hydrophobic cores are targeted for
S-nitrosylation. Allosteric changes in protein confor-
mation that create localized hydrophobic pockets
may allow a protein to catalyze its own nitrosylation.
For instance, the single cysteine residue that is
targeted for nitrosylation in the ryanodine receptor
is located within a hydrophobic pocket that is
generated during a redox-driven conformational
change in the protein.[34,35,42]

DENITROSYLATION

Just as phosphorylation is reversed by dephospho-
rylation, nitrosylation is reversed by denitrosylation.
However, unlike dephosphorylation, denitrosylation
can be accomplished non-enzymatically due to the
redox-sensitivity of S–NO and metal–NO bonds.[9]

A variety of factors including transition metals,
reducing agents, pH and pO2 shifts and UV light can
lead to the loss of S–NO and/or metal–NO
bonds.[40,43] Thus, denitrosylation may simply
require altering the redox environment of a protein.
For instance, treatment of endothelial cells with
TNFa or oxidized lipoproteins leads to the
denitrosylation of multiple proteins perhaps due to
intracellular redox shifts triggered by these
agents.[31] Denitrosylation may also result from
translocation of a protein from a subcellular
compartment that allows stable S–NO or metal–
NO bond formation to a subcellular compartment
whose redox environment favors denitrosylation.
For example, although caspase-3 zymogens are
located both in the cytoplasm and the mitochondrial
intermembrane space, it is predominantly the
mitochondrial subpopulation that is S-nitrosylated
in resting cells.[44] During apoptosis, caspase-3
zymogens translocate from the mitochondria into

the cytoplasm and are denitrosylated. These data
suggest that the mitochondrial intermembrane space
may be a privileged site allowing stable protein
nitrosylation whereas the reducing environment of
the cytoplasm may promote denitrosylation except
under conditions of oxidative stress or in hydro-
phobic microenvironments. Denitrosylation has also
been reported to be enzyme-mediated. Specifically,
formaldehyde dehydrogenase has been shown to
denitrosylate the S-nitrosylated peptide S-nitroso-
glutathione (GSNO), an NO donor in transnitrosa-
tion reactions. Deletion of the gene in yeast or mice
leads to increased intracellular levels of GSNO and
S-nitrosylated proteins.[45]

DETECTION OF NITROSYLATED PROTEINS

Although nitrosylation is emerging as a novel
mechanism of signal transduction regulation, the
nitrosylation field is still in its infancy. It remains to
be determined if nitrosylation is a ubiquitous
regulator of cell signaling. One of the difficulties
facing the nitrosylation field is a lack of easy, sensitive
and specific methods to identify S-nitrosylated
proteins in cells. The levels of endogenously
nitrosylated intracellular proteins are at the limits
of detection of all currently available techniques,
each method has potential drawbacks, and none can
be considered the gold standard. Therefore, nitrosyla-
tion measurements should be confirmed using at
least two different methods to validate results. Since
S–NO and metal–NO bonds are redox-sensitive,
great care must be taken during sample preparation
to avoid artifactual loss and/or gain of S–NO or
metal–NO bonds. The conditions favoring S–NO
or metal–NO bond stability vary from protein to
protein. For instance, some S–NO bonds are most
stable at low pH whereas others are most stable at
neutral pH. Consequently, the best method for
detecting protein nitrosylation will vary between
proteins. Ideally control experiments should be
performed for each protein of interest to determine
the optimal method and conditions for nitrosylation
detection.

Currently, the most commonly used techniques to
detect endogenous intracellular protein nitrosylation
are chemical reduction/chemiluminescence, the
biotin switch assay, 2,3-Diamino-napthalene (DAN)
or 4,5-diaminofluorescein (DAF-2) assays, and
immunofluorescent or immunohistochemical stain-
ing with an anti-SNO antibody. In chemical
reduction/chemiluminescence assays, NO groups
are released from nitrosylated proteins using
reductants and the released NO is measured by
chemiluminescence.[24,46 – 48] This assay is very
sensitive but requires a nitric oxide analyzer that is
not available in many laboratories. In addition, most
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chemical reduction/chemiluminescence methods
are better suited for detecting S–NO than metal–
NO bonds. In the DAN or DAF-2 assays, S-nitrosyla-
ted proteins are treated with mercuric chloride to
release NO from S–NO bonds. The released NO
reacts with DAN or DAF-2 causing the compounds
to fluoresce.[31,49,50] The extent of DAN or DAF-2
fluorescence is proportional to the amount of NO
released from each sample. In our hands, this assay is
less sensitive than chemical reduction/chemilumi-
nescence but has the advantage of not requiring
a nitric oxide analyzer. In the biotin switch assay,
S-nitrosylated proteins are selectively labeled with
biotin and then are purified on immobilized
streptavidin or are analyzed on anti-biotin immuno-
blots.[51] This assay is relatively sensitive and specific
and does not require specialized pieces of equip-
ment. The anti-SNO antibody is a rabbit antiserum
generated against S-nitrosocysteine that detects
S-nitrosylated proteins by immunofluorescent and
immunohistochemical staining.[35,52] However, the
antiserum has been reported to detect some
unmodified thiols, so appropriate controls must be
performed to assure that the staining is S-NO
specific.[35] Metal nitrosylation can be assessed by
analyzing the UV–visible spectra (or EPR spectra if
sufficient protein is available) of immunoprecipi-
tated metal-containing proteins.

REGULATION OF FAS-INDUCED APOPTOSIS
BY PROTEIN NITROSYLATION

Regulation of cell signaling by protein nitrosylation
is well exemplified in the Fas signaling pathway. Fas
is a cell surface receptor that induces apoptotic cell
death.[53 – 55] Fas ligation leads to the activation of
a family of cysteine proteases called caspases.
Caspases are expressed as relatively inactive zymo-
gens that are cleaved to form fully active enzymes.[56]

A group of initiator caspases including caspase-8
and -9 cleave and activate a group of executioner
caspases including caspase-3. The executioner
caspases cleave specific cellular targets leading to
cell death.[57 – 61] In some cells, apoptotic cascades are
amplified after Fas ligation due to the release of
proteins such as cytochrome c and caspases from the
mitochondrial intermembrane space into the cyto-
plasm.[62 – 64] In the cytoplasm, cytochrome c forms a
multiprotein complex with the adaptor protein
Apaf1 and caspase-9 called the apoptosome.[65 – 69]

The apoptosome further cleaves and activates
executioner caspases leading to enhanced apoptotic
cell death.

In resting cells caspase-3 zymogens in mitochon-
dria are kept inactive via S-nitrosylation of their
catalytic site cysteine.[21,24,44] Caspase-3 may be
stably S-nitrosylated in mitochondria due to an

association between S-nitrosylated caspase-3
and NOS[70] (Fig. 1a). Moreover S-nitrosylated but
not denitrosylated caspase-3 associates with acid
sphingomyelinase (ASM) in mitochondria.[70] The
association of S-nitrosylated caspase-3 with ASM
provides another level of apoptosis regulation by
inhibiting capase-3 cleavage and activation by
initiator caspases.[70] When cells are stimulated
by Fas ligand, caspase-3 becomes denitrosylated.
Denitrosylation stimulates caspase-3 activity by two
mechanisms. First, denitrosylation allows the
catalytic site of caspase-3 to function.[24] In addition,
denitrosylated caspase-3 presumably dissociates
from ASM, allowing initiator caspases to
cleave caspase-3 to its fully active form (Fig. 1b).

FIGURE 1 Regulation of Fas-induced apoptosis by protein
nitrosylation. (a) In resting cells, caspase-3 zymogens (Casp3) in
mitochondria (Mito) are S-nitrosylated due to an association with
NOS. S-nitrosylation inhibits caspase-3 activity by two
mechanisms. First, S-nitrosylation of the catalytic site cysteine
directly inhibits the protease activity of caspase-3. Secondly, acid
sphingomyelinase (ASM) specifically associates with
S-nitrosylated caspase-3 in mitochondria. The association with
ASM prevents caspase-3 cleavage to its fully active tetrameric
form by initiator caspases. (b) After Fas stimulation, mitochondrial
caspase-3 is denitrosylated and released into the cytoplasm (Cyto).
Denitrosylation frees the catalytic site of caspase-3 and leads to a
dissociation of ASM, allowing caspase-3 to be cleaved to its active
form. Concurrently, cytochrome c (Cyt c) is nitrosylated on its
heme iron and is released from mitochondria into the cytoplasm.
(c) In the cytoplasm, nitrosylation of cytochrome c in combination
with denitrosylation of caspase-3 increases caspase-3 cleavage and
activation by the apoptosome (a complex containing cytochrome c,
Apaf1 and caspase-9). Increased caspase-3 activation promotes
apoptotic cell death.
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Thus S-nitrosylation/denitrosylation serves as an
off/on switch for caspase-3 function during
apoptosis.

Cytochrome c activity is also regulated by
nitrosylation during Fas-induced apoptosis. How-
ever, in contrast to caspase-3, cytochrome c is not
nitrosylated in resting cells. Instead, when cells
receive an apoptotic stimulus, cytochrome c is
nitrosylated on its heme iron in mitochondria and
then is rapidly released into the cytoplasm.[14] In the
cytoplasm, heme nitrosylated cytochrome c stimu-
lates caspase-3 cleavage by the apoptosome[14]

(Fig. 1c). Thus coordinated denitrosylation of cas-
pase-3 and heme nitrosylation of cytochrome c serve
to enhance caspase activation and Fas-induced
apoptosis. It remains to be determined if denitrosyla-
tion of caspase-3 is directly linked to nitrosylation of
cytochrome c in mitochondria via a direct transfer of a
NO group from the catalytic site cysteine of caspase-3
to the heme iron of cytochrome c.

CONCLUSION

Nitrosylation is emerging as a redox-sensitive
posttranslational modification that is a key mechan-
ism underlying many of the physiologic effects of
NO. However, protein nitrosylation is a relatively
new scientific field and much remains to be learned
about its role in cell signaling. Technical advances
that facilitate the detection and quantification of
endogenously nitrosylated proteins are needed to
determine if nitrosylation is a ubiquitous regulator of
signal transduction. Moreover, future studies may
reveal that nitrosylation is only one of multiple
redox-mediated posttranslational modifications,
such as sulfenic acid and mixed disulfide for-
mation,[2] that play critical roles in the regulation of
cell signaling.

References

[1] Lane, P. and Gross, S.S. (1999) “Cell signaling by nitric oxide”,
Semin. Nephrol. 19, 215–229.

[2] Stamler, J.S. and Hausladen, A. (1998) “Oxidative modifica-
tions in nitrosative stress”, Nat. Struct. Biol. 5, 247–249.

[3] Blanchard-Fillion, B., Souza, J.M., Friel, T., Jiang, G.C., Vrana,
K., Sharov, V., Barron, L., Schoneich, C., Quijano, C., Alvarez,
B., Radi, R., Przedborski, S., Fernando, G.S., Horwitz, J. and
Ischiropoulos, H. (2001) “Nitration and inactivation of
tyrosine hydroxylase by peroxynitrite”, J. Biol. Chem. 276,
46017–46023.

[4] Giasson, B.I., Duda, J.E., Murray, I.V., Chen, Q., Souza, J.M.,
Hurtig, H.I., Ischiropoulos, H., Trojanowski, J.Q. and Lee,
V.M. (2000) “Oxidative damage linked to neurodegeneration
by selective alpha-synuclein nitration in synucleinopathy
lesions”, Science 290, 985–989.

[5] Beckman, J.S. and Koppenol, W.H. (1996) “Nitric oxide,
superoxide, and peroxynitrite: the good, the bad, and ugly”,
Am. J. Physiol. 271, C1424–C1437.

[6] MacMillan-Crow, L.A., Crow, J.P., Kerby, J.D., Beckman, J.S.
and Thompson, J.A. (1996) “Nitration and inactivation of

manganese superoxide dismutase in chronic rejection of
human renal allografts”, Proc. Natl Acad. Sci. USA 93,
11853–11858.

[7] Crow, J.P. and Beckman, J.S. (1995) “The role of peroxynitrite
in nitric oxide-mediated toxicity”, Curr. Top Microbiol.
Immunol. 196, 57–73.

[8] Stamler, J.S., Lamas, S. and Fang, F.C. (2001) “Nitrosylation
the prototypic redox-based signaling mechanism”, Cell 106,
675–683.

[9] Lane, P., Hao, G. and Gross, S.S. (2001) “S-nitrosylation is
emerging as a specific and fundamental posttranslational
protein modification: head-to-head comparison with
O-phosphorylation”, Sci. STKE 2001, RE1.

[10] Mannick, J.B. and Schonhoff, C.M. (2002) “Nitrosylation: the
next phosphorylation?”, Arch. Biochem. Biophys. 408, 1–6.

[11] Murad, F. (1994) “Regulation of cytosolic guanylyl cyclase by
nitric oxide: the NO-cyclic GMP signal transduction system”,
Adv. Pharmacol. 26, 19–33.

[12] Arnold, W.P., Mittal, C.K., Katsuki, S. and Murad, F. (1977)
“Nitric oxide activates guanylate cyclase and increases
guanosine 30:50-cyclic monophosphate levels in various tissue
preparations”, Proc. Natl Acad. Sci. USA 74, 3203–3207.

[13] Ignarro, L.J., Buga, G.M., Wood, K.S., Byrns, R.E. and
Chaudhuri, G. (1987) “Endothelium-derived relaxing factor
produced and released from artery and vein is nitric oxide”,
Proc. Natl Acad. Sci. USA 84, 9265–9269.

[14] Schonhoff, C.M., Gaston, B. and Mannick, J.B. (2003)
“Nitrosylation of cytochrome c during apoptosis”, J. Biol.
Chem. 278, 18265–18270.

[15] Brown, G.C. and Cooper, C.E. (1994) “Nanomolar concen-
trations of nitric oxide reversibly inhibit synaptosomal
respiration by competing with oxygen at cytochrome
oxidase”, FEBS Lett. 356, 295–298.

[16] Cleeter, M.W., Cooper, J.M., Darley-Usmar, V.M., Moncada, S.
and Schapira, A.H. (1994) “Reversible inhibition of cyto-
chrome c oxidase, the terminal enzyme of the mitochondrial
respiratory chain, by nitric oxide. Implications for neuro-
degenerative diseases”, FEBS Lett. 345, 50–54.

[17] Schweizer, M. and Richter, C. (1994) “Nitric oxide potently
and reversibly deenergizes mitochondria at low oxygen
tension”, Biochem. Biophys. Res. Commun. 204, 169–175.

[18] Pieper, G.M., Halligan, N.L., Hilton, G., Konorev, E.A., Felix,
C.C., Roza, A.M., Adams, M.B. and Griffith, O.W. (2003)
“Non-heme iron protein: a potential target of nitric oxide in
acute cardiac allograft rejection”, Proc. Natl Acad. Sci. USA
100, 3125–3130.

[19] Brown, G.C. (1995) “Reversible binding and inhibition of
catalase by nitric oxide”, Eur. J. Biochem. 232, 188–191.

[20] Dimmeler, S., Haendeler, J., Nehls, M. and Zeiher, A.M. (1997)
“Suppression of apoptosis by nitric oxide via inhibition of
interleukin-1beta-converting enzyme (ICE)-like and cysteine
protease protein (CPP)-32-like proteases”, J. Exp. Med. 185,
601–607.

[21] Li, J., Bombeck, C.A., Yang, S., Kim, Y.M. and Billiar, T.R.
(1999) “Nitric oxide suppresses apoptosis via interrupting
caspase activation and mitochondrial dysfunction in cultured
hepatocytes”, J. Biol. Chem. 274, 17325–17333.

[22] Li, J., Billiar, T.R., Talanian, R.V. and Kim, Y.M. (1997) “Nitric
oxide reversibly inhibits seven members of the caspase family
via S-nitrosylation”, Biochem. Biophys. Res. Commun. 240,
419–424.

[23] Tenneti, L., D’Emilia, D.M. and Lipton, S.A. (1997) “Suppres-
sion of neuronal apoptosis by S-nitrosylation of caspases”,
Neurosci. Lett. 236, 139–142.

[24] Mannick, J.B., Hausladen, A., Liu, L., Hess, D.T., Zeng, M.,
Miao, Q.X., Kane, L.S., Gow, A.J. and Stamler, J.S. (1999)
“Fas-induced caspase denitrosylation”, Science 284,
651–654.

[25] Lipton, S.A., Choi, Y.B., Pan, Z.H., Lei, S.Z., Chen, H.S.,
Sucher, N.J., Loscalzo, J., Singel, D.J. and Stamler, J.S. (1993)
“A redox-based mechanism for the neuroprotective and
neurodestructive effects of nitric oxide and related nitroso-
compounds”, Nature 364, 626–632.

[26] Choi, Y.B., Tenneti, L., Le, D.A., Ortiz, J., Bai, G., Chen, H.S.
and Lipton, S.A. (2000) “Molecular basis of NMDA receptor-
coupled ion channel modulation by S-nitrosylation”, Nat.
Neurosci. 3, 15–21.

CELL SIGNALING BY PROTEIN NITROSYLATION 5

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
7/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.



[27] Avila, M.A., Mingorance, J., Martinez-Chantar, M.L., Casado,
M., Martin-Sanz, P., Bosca, L. and Mato, J.M. (1997)
“Regulation of rat liver S-adenosylmethionine synthetase
during septic shock: role of nitric oxide”, Hepatology 25,
391–396.

[28] Perez-Mato, I., Castro, C., Ruiz, F.A., Corrales, F.J. and Mato,
J.M. (1999) “Methionine adenosyltransferase S-nitrosylation
is regulated by the basic and acidic amino acids surrounding
the target thiol”, J. Biol. Chem. 274, 17075–17079.

[29] Lander, H.M., Ogiste, J.S., Pearce, S.F., Levi, R. and
Novogrodsky, A. (1995) “Nitric oxide-stimulated guanine
nucleotide exchange on p21ras”, J. Biol. Chem. 270,
7017–7020.

[30] Fang, M., Jaffrey, S.R., Sawa, A., Ye, K., Luo, X. and Snyder,
S.H. (2000) “Dexras1: a G protein specifically coupled to
neuronal nitric oxide synthase via CAPON”, Neuron 28,
183–193.

[31] Haendeler, J., Hoffmann, J., Tischler, V., Berk, B.C., Zeiher,
A.M. and Dimmeler, S. (2002) “Redox regulatory and anti-
apoptotic functions of thioredoxin depend on S-nitrosylation
at cysteine 69”, Nat. Cell Biol. 4, 743–749.

[32] Liu, X., Miller, M.J., Joshi, M.S., Thomas, D.D. and Lancaster,
J.R. (1998) “Accelerated reaction of nitric oxide with O2
within the hydrophobic interior of biological membranes”,
Proc. Natl Acad. Sci. USA 95, 2175–2179.

[33] Stamler, J.S. (1994) “Redox signaling: nitrosylation and
related target interactions of nitric oxide”, Cell 78, 931–936.

[34] Eu, J.P., Sun, J., Xu, L., Stamler, J.S. and Meissner, G. (2000)
“The skeletal muscle calcium release channel: coupled O2
sensor and NO signaling functions”, Cell 102, 499–509.

[35] Sun, J., Xin, C., Eu, J.P., Stamler, J.S. and Meissner, G. (2001)
“Cysteine-3635 is responsible for skeletal muscle ryanodine
receptor modulation by NO”, Proc. Natl Acad. Sci. USA 98,
11158–11162.

[36] Brenman, J.E., Chao, D.S., Gee, S.H., McGee, A.W., Craven,
S.E., Santillano, D.R., Wu, Z., Huang, F., Xia, H., Peters, M.F.,
Froehner, S.C. and Bredt, D.S. (1996) “Interaction of nitric
oxide synthase with the postsynaptic density protein PSD-95
and alpha1-syntrophin mediated by PDZ domains”, Cell 84,
757–767.

[37] Jaffrey, S.R., Snowman, A.M., Eliasson, M.J., Cohen, N.A. and
Snyder, S.H. (1998) “CAPON: a protein associated with
neuronal nitric oxide synthase that regulates its interactions
with PSD95”, Neuron 20, 115–124.

[38] Russwurm, M., Wittau, N. and Koesling, D. (2001) “Guanylyl
cyclase/PSD-95 interaction: targeting of the nitric oxide-
sensitive alpha2beta1 guanylyl cyclase to synaptic mem-
branes”, J. Biol. Chem. 276, 44647–44652.

[39] Garthwaite, J., Charles, S.L. and Chess-Williams, R. (1988)
“Endothelium-derived relaxing factor release on activation of
NMDA receptors suggests role as intercellular messenger in
the brain”, Nature 336, 385–388.

[40] Stamler, J.S., Toone, E.J., Lipton, S.A. and Sucher, N.J. (1997)
“(S)NO signals: translocation, regulation, and a consensus
motif”, Neuron 18, 691–696.

[41] Ascenzi, P., Colasanti, M., Persichini, T., Muolo, M., Polticelli,
F., Venturini, G., Bordo, D. and Bolognesi, M. (2000)
“Re-evaluation of amino acid sequence and structural
consensus rules for cysteine-nitric oxide reactivity”, Biol.
Chem. 381, 623–627.

[42] Hess, D.T., Matsumoto, A., Nudelman, R. and Stamler, J.S.
(2001) “S-nitrosylation: spectrum and specificity”, Nat. Cell
Biol. 3, E46–E49.

[43] Stamler, J.S. (1994) “Redox signaling: nitrosylation and
related target interactions of nitric oxide”, Cell 78, 931–936.

[44] Mannick, J.B., Schonhoff, C., Papeta, N., Ghafourifar, P.,
Szibor, M., Fang, K. and Gaston, B. (2001) “S-Nitrosylation of
mitochondrial caspases”, J. Cell Biol. 154, 1111–1116.

[45] Liu, L., Hausladen, A., Zeng, M., Que, L., Heitman, J. and
Stamler, J.S. (2001) “A metabolic enzyme for S-nitrosothiol
conserved from bacteria to humans”, Nature 410, 490–494.

[46] Fang, K., Ragsdale, N.V., Carey, R.M., MacDonald, T. and
Gaston, B. (1998) “Reductive assays for S-nitrosothiols:
implications for measurements in biological systems”,
Biochem. Biophys. Res. Commun. 252, 535–540.

[47] Ruiz, F., Corrales, F.J., Miqueo, C. and Mato, J.M.
(1998) “Nitric oxide inactivates rat hepatic methionine

adenosyltransferase In vivo by S-nitrosylation”, Hepatology
28, 1051–1057.

[48] Samouilov, A. and Zweier, J.L. (1998) “Development of
chemiluminescence-based methods for specific quantitation
of nitrosylated thiols”, Anal. Biochem. 258, 322–330.

[49] Park, H.S., Huh, S.H., Kim, M.S., Lee, S.H. and Choi, E.J.
(2000) “Nitric oxide negatively regulates c-Jun N-terminal
kinase/stress-activated protein kinase by means of
S-nitrosylation”, Proc. Natl Acad. Sci. USA 97, 14382–14387.

[50] McMahon, T.J., Moon, R.E., Luschinger, B.P., Carraway, M.S.,
Stone, A.E., Stolp, B.W., Gow, A.J., Pawloski, J.R., Watke, P.,
Singel, D.J., Piantadosi, C.A. and Stamler, J.S. (2002) “Nitric
oxide in the human respiratory cycle”, Nat. Med. 8, 711–717.

[51] Jaffrey, S.R., Erdjument-Bromage, H., Ferris, C.D., Tempst, P.
and Snyder, S.H. (2001) “Protein S-nitrosylation: a physio-
logical signal for neuronal nitric oxide”, Nat. Cell Biol. 3,
193–197.

[52] Gow, A.J., Chen, Q., Hess, D.T., Day, B.J., Ischiropoulos, H.
and Stamler, J.S. (2002) “Basal and stimulated protein S-
nitrosylation in multiple cell types and tissues”, J. Biol. Chem.
277, 9637–9640.

[53] Trauth, B.C., Klas, C., Peters, A.M., Matzku, S., Moller, P.,
Falk, W., Debatin, K.M. and Krammer, P.H. (1989) “Mono-
clonal antibody-mediated tumor regression by induction of
apoptosis”, Science 245, 301–305.

[54] Itoh, N., Yonehara, S., Ishii, A., Yonehara, M., Mizushima, S.,
Sameshima, M., Hase, A., Seto, Y. and Nagata, S. (1991) “The
polypeptide encoded by the cDNA for human cell surface
antigen Fas can mediate apoptosis”, Cell 66, 233–243.

[55] Dhein, J., Daniel, P.T., Trauth, B.C., Oehm, A., Moller, P. and
Krammer, P.H. (1992) “Induction of apoptosis by monoclonal
antibody anti-APO-1 class switch variants is dependent on
cross-linking of APO-1 cell surface antigens”, J. Immunol. 149,
3166–3173.

[56] Thornberry, N.A. and Lazebnik, Y. (1998) “Caspases: enemies
within”, Science 281, 1312–1316.

[57] Medema, J.P., Scaffidi, C., Kischkel, F.C., Shevchenko, A.,
Mann, M., Krammer, P.H. and Peter, M.E. (1997) “FLICE is
activated by association with the CD95 death-inducing
signaling complex (DISC)”, Embo. J. 16, 2794–2804.

[58] Srinivasula, S.M., Ahmad, M., Fernandes-Alnemri, T.,
Litwack, G. and Alnemri, E.S. (1996) “Molecular ordering of
the Fas-apoptotic pathway: the Fas/APO-1 protease Mch5 is
a CrmA-inhibitable protease that activates multiple Ced-3/
ICE-like cysteine proteases”, Proc. Natl Acad. Sci. USA 93,
14486–14491.

[59] Muzio, M., Salvesen, G.S. and Dixit, V.M. (1997) “FLICE
induced apoptosis in a cell-free system. Cleavage of caspase
zymogens”, J. Biol. Chem. 272, 2952–2956.

[60] Takahashi, A., Hirata, H., Yonehara, S., Imai, Y., Lee, K.,
Moyer, R., Turner, P.C., Mesner, P.W., Okazaki, T., Sawai, H.,
Kishi, S., Yamamoto, K., Okuma, M. and Sasada, M. (1997)
“Affinity labeling displays the stepwise activation of ICE-
related proteases by Fas, staurosporine, and CrmA-sensitive
caspase-8”, Oncogene 14, 2741–2752.

[61] Hirata, H., Takahashi, A., Kobayashi, S., Yonehara, S., Sawai,
H., Okazaki, T., Yamamoto, K. and Sasada, M. (1998)
“Caspases are activated in a branched protease cascade and
control distinct downstream processes in Fas-induced
apoptosis”, J. Exp. Med. 187, 587–600.

[62] Kuwana, T., Smith, J.J., Muzio, M., Dixit, V., Newmeyer, D.D.
and Kornbluth, S. (1998) “Apoptosis induction by caspase-8 is
amplified through the mitochondrial release of cytochrome
c”, J. Biol. Chem. 273, 16589–16594.

[63] Luo, X., Budihardjo, I., Zou, H., Slaughter, C. and Wang, X.
(1998) “Bid, a Bcl2 interacting protein, mediates cytochrome c
release from mitochondria in response to activation of cell
surface death receptors”, Cell 94, 481–490.

[64] Li, H., Zhu, H., Xu, C.J. and Yuan, J. (1998) “Cleavage of BID
by caspase 8 mediates the mitochondrial damage in the Fas
pathway of apoptosis”, Cell 94, 491–501.

[65] Li, P., Nijhawan, D., Budihardjo, I., Srinivasula, S.M., Ahmad,
M., Alnemri, E.S. and Wang, X. (1997) “Cytochrome c and
dATP-dependent formation of Apaf-1/caspase-9 complex
initiates an apoptotic protease cascade”, Cell 91, 479–489.

[66] Saleh, A., Srinivasula, S.M., Acharya, S., Fishel, R. and
Alnemri, E.S. (1999) “Cytochrome c and dATP-mediated

J.B. MANNICK AND C. SCHONHOFF6

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
7/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.



oligomerization of Apaf-1 is a prerequisite for procaspase-9
activation”, J. Biol. Chem. 274, 17941–17945.

[67] Zou, H., Henzel, W.J., Liu, X., Lutschg, A. and Wang, X. (1997)
“Apaf-1, a human protein homologous to C. elegans CED-4,
participates in cytochrome c-dependent activation of caspase-
3”, Cell 90, 405–413.

[68] Zou, H., Li, Y., Liu, X. and Wang, X. (1999) “An APAF-
1.cytochrome c multimeric complex is a functional

apoptosome that activates procaspase-9”, J. Biol. Chem. 274,
11549–11556.

[69] Liu, X., Kim, C.N., Yang, J., Jemmerson, R. and Wang, X.
(1996) “Induction of apoptotic program in cell-free extracts:
requirement for dATP and cytochrome c”, Cell 86, 147–157.

[70] Matsumoto, A., Comatas, K.E., Liu, L. and Stamler, J.S. (2003)
“Screening for nitric oxide-dependent protein-protein inter-
actions”, Science 301, 657–661.

CELL SIGNALING BY PROTEIN NITROSYLATION 7

Fr
ee

 R
ad

ic
 R

es
 D

ow
nl

oa
de

d 
fr

om
 in

fo
rm

ah
ea

lth
ca

re
.c

om
 b

y 
L

ib
ra

ry
 o

f 
H

ea
lth

 S
ci

-U
ni

v 
of

 I
l o

n 
11

/2
7/

11
Fo

r 
pe

rs
on

al
 u

se
 o

nl
y.


