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Abstract
In this review we consider the physiological effects of endogenous and pharmacological levels of
nitrite under conditions of hypoxia. In humans, the nitrite anion has long been considered as
metastable intermediate in the oxidation of nitric oxide radicals to the stable metabolite nitrate.
This oxidation cascade was thought to be irreversible under physiological conditions. However, a
growing body of experimental observations attests that the presence of endogenous nitrite
regulates a number of signaling events along the physiological and pathophysiological oxygen
gradient. Hypoxic signaling events include vasodilation, modulation of mitochondrial respiration,
and cytoprotection following ischemic insult. These phenomena are attributed to the reduction of
nitrite anions to nitric oxide if local oxygen levels in tissues decrease. Recent research identified a
growing list of enzymatic and non-enzymatic pathways for this endogenous reduction of nitrite.
Additional direct signaling events not involving free nitric oxide are proposed. We here discuss
the mechanisms and properties of these various pathways and the role played by the local
concentration of free oxygen in the affected tissue.
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1. INTRODUCTION
The effects of nitrite anions on mammalian physiology have now been investigated for over
a century after the first report (1) of its vasodilating effect at pharmacological
concentrations. Its reactivity towards hemoglobin had also been recognized early in
connection with toxicity of methemoglobinemia (2,3). However, both phenomena were
thought to require supraphysiological levels of nitrite that are unlikely to occur under normal
conditions. Indeed, the anion was examined extensively in aortic ring bioassay studies as
early as 1952 and shown to activate soluble guanylate cyclase in 1978, but the low potency
of nitrite in such oxygenated assays suggested that this molecule would only be of
pharmacological rather than physiological relevance (4–6). Therefore, endogenous nitrite
was relegated to the status of a passive intermediate in the oxidation cascade from the nitric
oxide radical (NO, also often written as NO•) towards nitrate (6). It has only been recently
realized that even low concentrations of nitrite are vasodilating in vivo when applied in
combination with low concentrations of oxygen (6–10). As such, nitrite was seen to be
cytoprotective against ischemic damage in a wide range of tissues (8–10). Since then a
number of clinical observations and animal studies have shown that the nitrite-mediated
protection involved the reduction of nitrite and subsequent release of free NO radicals as
oxygen tensions decreased. It shows the formation of NO by endogenous pathways other
than nitric oxide synthases (NOS). These enzymes synthesize NO from L-arginine and
require oxygen as essential cofactor. Therefore, at physiological pH ~ 7.4 nitrite seems inert
under normoxic conditions, but starts to act as a source of NO if oxygen levels in the tissue
drop below a certain threshold (10,11).

Various mechanisms for nitrite reduction have now been identified. Direct uncatalyzed
reduction requires protonation and is very slow except at extremely acidic conditions as
found in the stomach (12,13) or urine (14). While acidification under ischemia is rather mild
(in rabbit muscle pH remained above 6 (15)), pH values as low as 5.5 in the ischemic heart
may promote this pathway during cardiac ischemia and reperfusion (16). Several
mammalian enzymes, such as xanthine oxidase (XO), cytochrome C oxidase, and even
endothelial NO synthase, have been found to reduce nitrite under hypoxia, even though the
normoxic functions of these enzymes are very different. (9,17–21). The deoxygenated states
of hemoglobin and myoglobin have now been characterized as allosterically regulated nitrite
reductases (22–27). Each of these enzymes has its own oxygen threshold for activation of
nitrite reduction. We propose that as oxygen levels fall deeper and deeper from
physiological hypoxia within blood vessels and tissue to pathological hypoxia in the setting
of ischemia-reperfusion injury, additional reduction mechanisms are being successively
activated to provide a graded generation of NO. Therefore, the various mechanisms may
operate in a cooperative fashion.

In this context it should be noted that various human tissues show widely different rates of
oxygen consumption as well as sensitivity to hypoxia.(28). Loss of oxygen implies loss of
function after ca 10 seconds in brain, 4 min in heart and 2 hrs in skeletal muscle. Irreversible
ischemic damage occurs in brain after several minutes, ca 15 min in heart and 6 hrs in
skeletal muscles (28). Furthermore, the enzymatic composition varies significantly with
tissue type. Accordingly, we may expect that the significance of the endogenous
mechanisms for nitrite reduction varies with tissue type. For example, in the heart two
pathways appear to reduce significant quantities of nitrite to NO, namely deoxymyoglobin
(deoxyMb) and XO (23,24). In blood, deoxyhemoglobin (deoxyHb) definitely plays an
important role (9,25,26). Sensitivity of a given tissue type to oxygen deficiency also varies
between mammalian species. This state of affairs reminds us that extrapolation of results
from animal studies to human clinical context is not necessarily justified.
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The concept of hypoxic signaling is often strictly associated with the activation of hypoxia
inducible transcription factors by falling oxygen levels in tissues. However, the imposition
of hypoxia has more effects, in particular by changing the balance between the various NO
metabolites in the tissue. In this, nitrite was recently found to play a crucial role. This review
aims to cover the current status of nitrite physiology with special emphasis on the effects of
hypoxia.

2. NITRITE LEVELS IN MAMMALIAN TISSUES
In mammalian physiology, three sources of nitrite have been identified. The first significant
source is dietary nitrite ingested from food. Baked goods and cereals, beets, corn, spinach
and turnip greens are major sources of nitrite (2.0 to 4.0 mg/kg food). The nitrite content of
our food may be natural or artificially enhanced to suppress growth of toxic bacteria like
botulism. Cured meats in particular form a dietary source of nitrite. The second source is
nitrite released during the reduction of nitrate. Considerable quantities of nitrate enter our
body via consumption of nitrate rich vegetables like spinach, lettuce or beetroot. Small
quantities of nitrate may also be present in fish and dairy products such as cheese. Nitrate
reductase enzymes are found in commensal bacteria (29,30) in the mouth or intestines. Such
bacterial nitrate reductases contribute significantly to the endogenous nitrite pool of the host
organism (30). However, it has been reported (17,31) that nitrate may be reduced back to
free NO by XO under hypoxic conditions. Recently, XO was implicated in a slow in vivo
reduction of nitrate under normoxia as well (32). The above two dietary sources dominate
the third, endogenous, source of nitrite: oxidation of endogenous NO radicals to nitrite.
Although this oxidation is very slow in vitro (33), the reaction is significantly faster within
the blood of mammals and humans (34). So far, two mechanisms are known to accelerate
this oxidation. First, apolar molecules like NO or oxygen partition preferably into lipid of
protein fractions of low polarity (cf table I). In cells, these low polarity fractions acquire
greatly enhanced local concentrations, and the oxidation reaction is accelerated by several
orders of magnitude since it is second order in [NO] concentration (35). The second
mechanism involves the copper-storage plasma enzyme ceruloplasmin (Cp). This enzyme
catalyzes the oxidation of NO to NO+ which is rapidly hydrolysed to nitrite. In a mouse
model, endogenous Cp has been shown to act as a significant catalyst for such oxidation of
NO to nitrite and Cp deficient mice had significantly lower levels of plasma nitrite (36) than
wild type mice.

Depending on the conditions, all three sources have been shown to contribute significantly
to the endogenous nitrite pool in man. Measured nitrite levels in whole blood or plasma
show significant variability due to differences in dietary habits, lifestyle (eg tobacco
consumption) and physical exercise prior to testing. In fasting humans, almost all nitrite in
the vascular circulation was shown to originate from NO released by nitric oxide synthases
(NOS) (41). In resting humans, various values for plasma nitrite and nitrate concentrations
were reported: [NO2

−] = 0.15 – 0.20 μM and [NO3
−] = 14.4 ± 1.7 μM (42–44). Ref (11)

quotes values of 0.1 – 0.5 μM for plasma nitrite, and 20 – 50 μM for plasma nitrate. Ref (45)
quotes higher plasma values as compiled in table II. This table shows the concentration of
various nitrogen oxides in the blood circulation of adults on a normal diet and illustrates the
arterial to venous gradient in the nitrite levels. This gradient is significantly enhanced under
exercise (45). The artery-to-vein nitrite gradient was confirmed in whole blood as well
(arterial 176 ± 10 nM to venous 143 ± 7 nM) (44). Plasma nitrite and nitrate may be lowered
by about 50 % by dietary restriction (45), and are affected by the level of physical activity
prior to measurement (11,45). These correlations may contribute to the considerable
variation in nitrite levels reported by various studies.
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Nitrite levels inside erythrocytes are higher than those in plasma (44,48). For humans, ref
(44) reports 121 nM for plasma and 288 nM for the RBC compartment, respectively. These
values result in an average nitrite concentration of 176 nM for human whole arterial blood.
Similarly, in Wistar rats (48), the RBC compartment had more than twofold higher nitrite
than plasma (680±60 nM in RBC vs. 290±50 nM in plasma). Given that the hematocrit
comprises between 40 % (children) and 50 % (adult males) of total blood volume, the
erythrocytes contribute the largest nitrite pool in whole blood.

It should be noted that nitrite concentrations in human plasma tend to be significantly lower
than in plasma from rodents, although considerable variations were reported here also: The
plasma nitrite of 1.6 μM in wild type mice is depressed to 0.74 μM in mutants lacking eNOS
(46). Even higher values of plasma nitrite of 20 μM were reported for male CD-1 mice (47).
Slightly lower plasma nitrite of 10 μM was reported for Sprague-Dawley rats (47). For
Wistar rats, considerably lower plasma nitrite of 0.3 μM has been reported (48), thereby
falling in the range for human plasma.

The plasma levels should be distinguished from endogenous nitrite content of various
tissues. In Wistar rats, the nitrite content of heart, liver, kidney and lung was 0.5 – 0.8 μM,
whereas brain and aortic tissue had significantly higher concentrations (1.7 ± 0.3 μM and 22
± 9 μM, respectively) (48).

Such average nitrite levels may be significantly altered in a number of situations: During
pregnancy, the plasma nitrite levels of women are markedly lower. This phenomenon was
observed in normotensive as well as preeclamptic pregnancies (49,50). Nitrite levels show
considerable variation between individuals and are significantly affected by dietary habits
(43). Circulating nitrite may be significantly enhanced in individuals suffering from an
infection (153–154). Interestingly, a recent study (51) of circulating NO metabolites in
Tibetan highlanders, a population well adapted to environmental hypoxia associated with
high altitudes, reported plasma nitrite levels of approximately 10 μM. This value exceeds
50-fold the plasma nitrite in humans living at sea-level. These high concentrations of
circulating nitrite were associated with increased basal blood flow and increases in exhaled
NO levels, and were found in healthy individuals without overt signs of inflammation or low
blood pressure.

The nitrite concentrations listed above describe the normal situation encountered in humans.
These values should be compared with the quantity considered lethal: The US Food and
Drug Administration considers a dose of 22 mg sodium nitrite/kg as “fatal” for adults due to
the complications arising from excessive methemoglobinemia. Assuming homogenous
distribution throughout the body, this dose corresponds to an average concentration of ca
320 μM nitrite. This is roughly three orders of magnitude higher than the physiological
nitrite levels found in humans (see Table II). It should be mentioned that lower dosages
apply for infants, who are more susceptible and vulnerable than adults.

It has been observed that bolus infusions of nitrite decay with a half life of several minutes
(11). This decay of nitrite is dominated by the reaction with oxy-hemoglobin to
methemoglobin and nitrate (cf section 9A). However, alternative endogenous reaction
pathways are known, like the formation of paramagnetic dinitrosyl-iron complexes (cf
section 9B). As discussed in this review, more pathways become operational at low oxygen
levels. Therefore, nitrite is more than just an intermediate in the oxidation cascade leading
from NO to nitrate.

Finally, we mention that nitrate, the endpoint of the, cascade, may also be reduced back to
free NO by XO (17,31). In absence of oxygen, this interesting mammalian enzyme is
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capable of reducing a range of nitrogen compounds (organic nitrates, nitroglycerin, nitrate
and nitrite). This reaction will be discussed further in section 7.C.

3. OXYGEN LEVELS IN MAMMALIAN TISSUES
Before discussing hypoxia, we should clarify the nomenclature. The simplest classification
requires that we distinguish at least four degrees of oxygenation in mammalian tissues:
Hyperoxia, normoxia, hypoxia, and full anoxia. These expressions should be clearly
distinguished from hypoxemia, that refers to a specific deficiency in arterial oxygen
concentration (for example due to shunts in the blood circulation). It seems tempting to
identify the onset of hypoxia in tissues with the activation of hypoxia induced factors (HIF)
(52,53). However, this choice is ambiguous as the threshold for HIF response shows
plasticity and may readjust adaptively to ambient oxygen levels (54,55). For an alternative
definition we note that normoxic arterial blood has a free oxygen concentration of [O2] ~100
– 130 μM, and venous blood has 35 – 40 μM. These boundaries seem conserved throughout
the mammalian kingdom. The tissues surrounding these blood vessels have slightly lower
oxygen levels, as required for gradient driven oxygen diffusion into the tissue. Perivenous
tissues have ca 20 – 30 μM. Given these values, we define hyperoxia as [O2] > 130 μM, and
normoxia as the interval spanned by arterial blood and perivenous tissue, i.e. [O2] = 130 –
20 μM. We take hypoxia as the interval between perivenous tissues and the level where
mitochondrial respiration is reduced due to oxygen deficiency, i.e. the interval between 20
and 2 μM. For still lower oxygen concentrations mitochondrial respiration is compromised
and the intracellular metabolic pathways are profoundly affected. For the purpose of this
review, we will refer to this range of 0 – 2 μM free oxygen as anoxia (cf table III). These
boundaries between the above definitions should be compared with a range of critical
oxygen concentrations that were found to have high relevance for mammalian physiology. A
selection is listed in table IV.

Table V compiles a selection of published oxygen levels as measured with a variety of
techniques in mammalian tissues. As expected, all tissues in the table are indeed normoxic
according to our definition. The renal medulla occupies the lower end of the normoxic
range, attesting to the low blood flow through medullar tissue needed to maintain osmotic
gradients for the process of urinary concentration (56). It should also be noted that within
certain tissue, such as skeletal mucle, measured oxygen levels suggest a sharp oxygen
gradient in blood along the vascular tree, with decreases in oxygen partial pressure in blood
from arteries to muscularized capillaries ranging from 130 μM down to 25 μM (57). These
oxygen gradients span the P50 of hemoglobin, the oxygen tension at which hemoglobin is
50% saturated with oxygen. Human hemoglobin A has P50 of 27 Torr or 35.6 μM oxygen
(cf table IV). The oxygen in the perivascular tissues is not homogenously distributed:
Significant radial oxygen gradients were found along directions perpendicular to the
(micro)vessel. The steepest gradients were found around arterioles, less so in the capillary
bed, and lowest near venules (57). These oxygen gradients became steeper when the
metabolic rate increased.

Table V compiles a range of experimental concentrations of free oxygen for humans and a
selection of values from animal studies. We note that important exceptions to these numbers
occur: In humans, fetal arterial pO2 is only 38 Torr (~50 μM), and reaches only half the
adult value. Strongly exercised muscle may become essentially anoxic in any mammal
(57,58). Oxymetric imaging has shown that tumours often contain a distinctly hypoxic core
(59). It should be noted that cell cultures are commonly grown in a controlled atmosphere
containing 5 % CO2 and 21 % O2, equivalent to pO2=150 Torr. In this atmosphere, the
medium contains ca 200 μM oxygen and should be considered hyperoxic according to our
classification. This effect may significantly modulate the metabolism and response of
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cultured cells (60). Finally, the oxygen levels in tissues should be regarded as coarse grained
averages over a lengthscale of at least 100 μm. It is expected that significant oxygen
gradients exist on smaller lengthscales. For example, it is expected that oxygen
preferentially accumulates in low polarity compartments like protein (eg albumin) of lipid
membranes. The partition factors for oxygen and NO were reported (38,61) as 3–4 and 9–10
respectively. Such preferential partitioning in the lipid and protein compartments may
enhance local concentrations. It is known that this phenomenon significantly accelerates
reactions like the oxidation of NO by oxygen (61). In addition, mitochondria act as the main
sink of oxygen, and significant intracellular oxygen gradients are expected to exist.
Therefore, the usual assumption that intracellular oxygen levels are equal to the coarse
grained average concentrations in tissues is unlikely to hold generally.

The preceding discussion considers the oxygen levels in various tissues. It should be noted
that the consumption of oxygen varies significantly with tissue type as well. In resting
humans, oxygen consumption per weight of heart tissue is ca threefold higher than in brain
(28). Under exercise, the oxygen consumption by heart may increase by an order of
magnitude (28), although the average oxygen levels fall significantly (table V). The oxygen
consumption in tissues and the effects of hypoxia are discussed in (28,76) and many
textbooks.

4. EVIDENCE THAT NITRITE IS A PHYSIOLOGICAL AND THERAPEUTIC
VASODILATOR

Nitrite has very low potency in isolated aortic ring preparations (4) or as a direct activator of
soluble guanylate cyclase (5,78). Therefore, it was not considered as a putative physiological
signalling molecule or vasodilatory molecule until very recently. Prior to 2000 it was found
that nitrite levels in the human forearm circulation dropped from artery-to-vein, suggesting a
consumption of nitrite across this circulation (45) An increase in nitrite consumption with
exercise stress suggested that nitrite might be metabolized in vivo under exercise. Indeed,
under low pH conditions even physiological concentrations of nitrite elicited clear
vasodilatory effects in isolated aortic rings (79). Studies using inhaled NO gas in humans
further supported this observation as the apparent “endocrine” effect of inhaled NO on
forarm blood flow was associated with increases in plasma nitrite (80). Despite
overwhelming conventional thought that nitrite was not a vasodilator at μM concentration in
vivo (81,6), Cosby et al.(26) infused nitrite at concentrations of 200 μM and 2.5 μM into the
human forearm and observed significant vasodilation associated with partial deoxygenation
of the Hb. During exercise stress vasodilation was observed at nitrite concentrations far
lower than 900 nM. Recently, a significant drop in human mean arterial blood pressure was
elicited by nitrite concentrations as low as 350 nM. The drop in blood pressure correlated
with a concomitant increase in circulating metHb (82).

Although often compared on a molar basis, the total doses applied in the above studies
differed substantially due to different durations of nitrite infusion (despite the same
concentrations used), and vasodilatation was observed after some delay. Thus, the most
likely explanation for this apparent discrepancy is the conversion of nitrite into longer-lived
NO-metabolites with the latter accounting for most of the vasodilator effects. Obvious
candidates are S-nitrosated thiol residues or nitrosylated species like the dinitrosyl-iron
complexes discussed in section 9B.. For a comprehensive review of such longer-lived NO-
metabolites cf (33). S-nitroso hemoglobin (SNO-Hb) in particular has been scrutinized for
its vasodilating properties and its formation upon exposure to nitrite has been confirmed
(83,84). This does not exclude the possibility that the in vivo vasodilating effects of nitrite
are associated with the formation of free NO, as suggested by the formation of NO-Fe2+Hb
(ferrous nitrosyl-hemoglobin). The formation of HbNO increases as hemoglobin oxygen
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saturation drops, suggesting that circulating deoxygenated hemoglobin (deoxyHb) act as a
nitrite reductase under hypoxia (26). This chemical biology will be discussed in detail later
(cf section 7.A).

A recent study by Maher and colleagues has now confirmed that nitrite is a hypoxic
vasodilator in humans (85). In these studies intrabrachial infusions of nitrite were performed
under inhalation of either normal air (21 % O2) or hypoxic gas containing 12 % O2. Under
normoxia, high doses of nitrite (3.14 μmol/L·min) were needed to induce significant
decreases of forearm venous tone. When inhaling hypoxic gas, tenfold lower doses of 314
nmol/L·min induced significant vasodilation and increased the brachial blood flow (85).
This human model demonstrates that hypoxia enhances significantly the potency of nitrite in
the arterial circulation, thereby fulfilling a fundamental requirement for a putative mediator
of hypoxic vasodilation.

A growing number of studies now confirm that nitrite is a potent vasodilator in vivo. Nitrite-
dependent vasodilation has been demonstrated in the mouse, rat, dog, sheep, primate and
human circulation (11,26,86–90). In most of these studies the nitrite-dependent vasodilation
coincides with NO formation in the red blood cells.

In rabbits, the imposition of acute hypoxia drastically depressed the concentration of exhaled
NO. This effect was attributed to the inhibition of NOS enzymes by oxygen deficiency.
Infusion of nitrite greatly enhanced exhaled NO under hypoxic conditions only (91). In
lambs, the inhalation of nebulized nitrite achieved pulmonary vasodilation under hypoxic
conditions (88). The vasodilating response was strongly reminiscent of the reaction when
small quantities of NO gas are added to the breathed air. These observations are consistent
with potentiation of the nitrite vasodilation by hypoxia. Significantly, vasodilation by
nebulized nitrite was far smaller under hyperoxic conditions (100% oxygen and
thromboxane infusion to generate pulmonary hypertension). The results suggest that
inhalation of nitrite have therapeutic potential for treatment of human neonatal pulmonary
hypertension.

Before concluding this section it should be mentioned that hypoxic vasodilation may arise
via alternative pathways unrelated to nitrite: Deoxygenation induces a release of ATP from
RBC’s which stimulates P2Y (purigenic) receptors and endothelial NOS ((22) and references
therein). The magnitude of this vasodilating response varies with species, rabbit being
particularly sensitive (22). The contribution of the ATP mediated pathway may be
distinguished from other pathways by inhibition of the purigenic receptor, or by application
of apyrase, a plasma-membrane enzyme that catalyzes the hydrolysis of ATP to AMP and
inorganic phosphate. In addition, numerous studies have confirmed that smooth muscle cells
per se have intrinsic pathways for hypoxia induced relaxation (cf (92) and references
therein).

5. NITRITE PROTECTS AGAINST ISCHEMIA/REPERFUSION INJURY:
EARLY OBSERVATIONS IN ANIMAL MODELS AND CLINICAL SETTING

In vitro studies of perfused Langendorff hearts have shown protection of myocardial tissue
against ischemia-reperfusion injury by nitrite. This effect has been attributed to the
generation of NO from nitrite by XO (9) or by myoglobin (8,23,24).

Isolated perfused pig lungs exhaled significantly larger quantities of NO gas if nitrite was
added to the perfusate, an oxygenated but blood-free Krebs buffer with albumin.
Concomitantly, the pulmonary vascular resistance was markedly reduced, suggesting the
release of NO radicals under these conditions (90).
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Most in vivo studies of nitrite have been carried out in rodents. Analogous to the study of
nitrite as a vasodilator, very early studies were focused on effects of higher doses of nitrite,
which induce methemoglobinemia and secondary hypoxia. In one such study, nitrite was
found to protect mice against the effects of ionizing radiation (93). More recent studies
published since 2005 have revealed a striking low-dose effect of nitrite (high potency) on
limiting cellular injury, necrosis and apoptosis after prolonged ischemia and reperfusion.
Cytoprotection of mouse and rat tissue was reported in heart (8,9) and liver (8) at low nitrite
dosages. Cytoprotection was optimal with intraperitoneal injection of only 48 nmol nitrite
per mouse, thereby raising the plasma nitrite concentration from basal 0.6 μM to 0.7 μM.
Renal tissues of rat show mixed results for ischemia-reperfusion injury: (94) reports that
administration of nitrite during reperfusion improved renal function and reduced histological
damage of the affected tissue. Part of this effect was attributed the activity of XO enzymes.
In contrast, another recent study showed no protection of nitrite therapy against renal
ischemia in rats (95). Possibly, this negative result is related to the unusually low oxygen
status of normally perfused kidney tissue (cf table V) or unusual mechanisms of anion
clearance in renal cells.

Nitrite was reported to cross the blood-brain barrier (89). As such, it may be a promising
candidate for the clinical treatment of stroke. In ischemia-reperfusion of rat brain,
therapeutic intravenous infusion of 0.5 μmol nitrite per animal during the reperfusion stage
improved cerebral blood flow, promoted functional recovery and reduced infarct size (96).
Significant improvement was already found at tenfold lower dose of 0.05 μmol nitrite. This
dose corresponds to an enhancement of blood nitrite concentration by only 1 μM. The
neuroprotective effects of nitrite were cancelled by coadministration of the NO scavenger C-
PTIO (96). In contrast, no improvement was reported in rat brain when nitrite was
administered as coadjuvant in a stroke therapy with recombinant tissue plasminogen
activator (rtPA) (97). Studies on primates showed that nitrite therapy was beneficial in
treatment of severe cerebral artery vasospasm after subarachnoidal artery hemorrhage (89).

Studies in human models, though far fewer, have generally confirmed these observations. In
human volunteers, the bloodflow through the forearm was measured with plethysmography,
and NO metabolites in the bloodstream were monitored. Exercise caused a significant
arterial to venous gradient of nitrite in the bloodstream and suggested that significant
quantities of nitrite are consumed in exercising tissues where the local oxygen level has
fallen to low values (45). Table V shows that the oxygen levels in working muscle fall to
rather low values. More recently, forearm plethysmographic studies have shown that the
administration of nitrite prior to ischemic stress improves the post-ischemic blood flow in
the affected area (98).

Recent studies of inhaled NO gas suggest that the formation of nitrite in blood accounts for
vasodilation and cytoprotection of non-pulmonary organs. Cannon and colleagues (80)
found that inhaled NO gas at a dose of 80 ppm would produce vasodilation of the human
forearm circulation at rest, during regional NO synthase inhibition, and under exercise
stress. They found that the levels of plasma nitrite significantly increased in this inhalational
protocol. More recently, Lang and colleagues (99) gave inhaled NO gas to humans
undergoing orthotopic liver transplantation. They found a twofold increases in plasma nitrite
during NO gas inhalation, with prominent artery-to-vein gradients of the nitrite
concentration. This was associated with improved liver function (reduced coagulopathy) and
reduced liver injury. Although not all effects of inhaled NO may be mediated by nitrite,
these studies suggest that the beneficial effects of nitrite on ischemia-reperfusion injury may
translate to humans.
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The mechanism of nitrite-dependent cytoprotection after ischemia/reperfusion appears
highly complex and apparently involves multiple pathways. It is known that free NO
enhances expression and binding activity of HIF-1α protein. S-nitrosation inhibits the
transcriptional activity of inflammatory transcription factors like activator protein 1 (AP1) or
nuclear factor κB (NF-κB). NO has significant anti-inflammatory effect by inhibiting the
expression of a wide range of adhesion molecules on the cellular membrane, thereby
suppressing leukocyte adhesion to the endothelium and diapedesis (extravasation of
leukocytes). Other protective mechanisms operate at the mitochondrial level and involve the
modulation of reactive oxygen species generation from the mitochondrion. It has recently
been shown (100) that exposure to nitrite leads to S-nitrosation of critical thiols on
mitochondrial complex I. The modification was observed in vitro as well as in isolated
mitochondria and inhibits the activity of complex I. This decrease in electron transfer
through complex I effectively decreases the leakage of reactive oxygen species from the
mitochondrion and protects downstream complexes (complexes II–IV) as well as other
mitochondrial proteins against damage from ischemia-reperfusion. This protection also
prevents the release of cytochrome c from the mitochondrion and inhibits the initiation of
the mitochondrial apoptotic pathway. More details of the effect of nitrite on mitochondrial
activity will be given in section 7.F.

The above considerations relate to the cytoprotective action of nitrite against acute ischemia-
reperfusion injury. However, many clinical problems involve chronic rather than acute tissue
ischemia due to local inadequacy of perfusion. This raises the question whether nitrite be
beneficial for chronic ischemia as well. Recently, it was shown (101) that chronic nitrite
therapy provides local enhancement of angiogenic activity and tissue perfusion in those
regions where vascular perfusion was defective. The phenomenon was studied in the murine
hind-limb ischemia model and was mediated by free NO radicals as the effects were
abolished by application of the NO scavenger C-PTIO.

6. PHYSIOLOGICAL EFFECTS OF NITRITE OTHER THAN NO RELEASE
The majority of the physiological responses discussed above are compatible with a reaction
sequence where nitrite is first reduced to free NO radicals, and the latter acts as the true
effector of the observed response. In addition to this NO-mediated pathway, nitrite anions
are known to elicit a number of physiological reponses that do not appear to involve
reduction. The best known example is the rapid reaction of nitrite with oxy-hemoglobin to
nitrate and methemoglobin. It is known that dietary intake of large doses of nitrite may
cause significant and even lethal methemoglobinemia (102) in rodents and humans. This
complicated autocatalytic reaction also generates nitrogen dioxide and ferrylhemoglobin as
catalytic intermediates. Although studied for over a century, the mechanism for this reaction
is still controversial. The reaction will be discussed in more detail below (section 9.A.). In
addition, nitrite has been reported to inhibit a number of mammalian enzymes. In the
presence of halide anions like Cl− or F−, catalase was reported to be inhibited by
supraphysiological doses of nitrite (103). This mechanism may explain the early
observations (103 and references therein) that nitrite protects hydrogen peroxide against
destruction by catalase in hemolysates and intact erythrocytes. Additionally, concentrations
of 50 – 100 μM nitrite inhibit (104) the enzymatic activity of myeloperoxidases and thereby
prevent consumption of hydrogen peroxide by this enzyme. The toxicity of this phenomenon
has been demonstrated by enhancement of neutrophil-induced DNA strand breakage in
cultured epithelial cells (104). At supraphysiological mM concentrations, nitrite has also
been shown to inhibit the enzymatic activity of arginase in vitro and in harvested murine and
rat macrophages (105).
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A recent study shows potent activation of estrogen receptor-alpha in breast cancer cells by
physiological amounts of nitrate or nitrite (106). The authors suggested that nitrite was the
active compound since the nitrate effects were abolished by pharmacological inhibition of
nitrate reduction.

Earlier studies in rats have demonstrated that the profile of NO metabolites in vivo changed
rapidly during brief intervals of global hypoxia (48). Within minutes the tissue
concentrations of S-nitrosothiols and nitrosyl-heme increased at the expense of nitrite and
suggested that under hypoxia tissue nitrite serve as an extravascular pool of NO.

Subsequent experiments (107) investigated the effects of nitrite in normally breathing rats,
i.e. under normal physiological oxygen tension. On a timescale of minutes, the
administration of nitrite led to an increase of S-nitrosothiols and nitrosyl-heme, increase in
cGMP, and inhibition of cytochrome P450,. On a longer timescale of 24 hr, alterations were
noted in the expression of heat shock proteins in a range of organs. Intriguingly, these
effects were not inhibited by NO scavengers like oxy-Hb in vitro or C-PTIO in vivo, and
suggest that nitrite may act as a signalling molecule in its own right. It should be noted that
these experiments were performed at normal physiological oxygen levels.

On a pharmacological level, nitrite has beneficial effects as antidote against acute poisoning
by cyanide or hydrogen sulphide (H2S). In both cases, the beneficial effect of nitrite is
mediated by the formation of copious quantities of methemoglobin (cf next section), and the
latter acts as the actual scavenger of cyanide or H2S (108).

7. ENDOGENOUS PATHWAYS FOR REDUCTION OF NITRITE TO NO
A: Deoxy hemoglobin (deoxyHb)

In 1937 J. Brooks (109) showed that deoxygenated hemoglobin (deoxyHb, Fe2+Hb) reacts
with nitrite to form equimolar concentrations of methemoglobin (metHb, Fe3+Hb) and
ferrous nitrosyl hemoglobin (NO-Fe2+Hb). In 1981, Michael Doyle and colleagues
investigated the mechanism and kinetics of this reaction (110). From the pH dependence of
the reaction they hypothesized that nitrous acid HNO2 be involved. They proposed the
following set of reactions:

(1)

(2)

(3)

However, Doyle reported a complicated stoichiometery where the ratio metHb: NO-Fe2+Hb
was about 5:2. However, in 2005 it was demonstrated that traces of oxygen have a
pronounced effect on the stoichiometry of the reaction, in particular on the balance between
metHb and NO-Fe2+Hb. A truly 1:1 ratio is only achieved with careful exclusion of all
oxygen from the samples (111,112). Remaining traces of oxygen lead to formation of oxyHb
which reacts very rapidly with free NO to metHb and nitrate (see section 9.A). This
additional pathway favors formation of metHb, and increases its yield over that of NO-
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Fe2+Hb. The kinetics of the truly anoxic reactions was carefully studied (111,112), and the
results were quite surprising:

Equation 2 predicts pseudo-first order kinetics in [Fe2+Hb] when nitrite is in excess.
However, the experimental timecurves of [Fe2+Hb] suggest zero-order kinetics and actually
have sigmoidal character, with the rate being slowest at the beginning and end of the
reaction (fig 1A). The sigmoidal character of the kinetic trace is evident when the
instantaneous rate is plotted as a function of time (fig 1B). Interestingly, the reaction is
fastest about halfway through the reaction. The surprising kinetics of this reaction are
explained by the freedom of Hb tetramers to exist in two quaternary conformations (R or T
geometry) that have differing binding affinities and reaction rates for small ligands like
oxygen or nitrite. Unliganded ferrous heme in the relaxed (high oxygen affinity) R-state
quaternary form reacts with nitrite approximately sixty times faster than heme in the tense
form (low oxygen affinity, T-state) (113). In absence of ligands, the T-state is more stable
than R-state. Accordingly, the Hb tetramers exist in T-state with low reactivity just before
the nitrite is added. Therefore, the nitrite consumption remains slow although the number of
vacant ferrous heme sites for nitrite binding is highest. As the reaction proceeds, the number
of vacant ferrous heme sites is depleted which slows the reaction down. However, some of
the Hb tetramers are converted to the R-state due to formation of metHb and NO- Fe2+Hb.
This conversion to highly reactive R-state accelerates the reaction. The balance of these two
counteracting influences results in a sigmoidal kinetics as shown in fig. 1B. We note that
consumption of one nitrite molecule results in the formation of one ferric heme (metHb) and
one NO-Fe2+Hb, introducing an element of autocatalysis in the reaction, since one nitrite
affects the conformation of two Hb tetramers.

The hypothesis of allosteric autocatalysis predicts that the rate of the reaction between nitrite
and hemoglobin be dependent on the oxygen tension. As the Hb oxygen saturation is
increased, the number of available ferrous hemes decreases (slowing the reaction down), but
the number of available ferrous hemes that are in the R-state increases (speeding the reaction
up). This prediction was experimentally confirmed in Fig 1C, where the initial reaction rate
shows a sigmoidal dependence on oxygen level. The figure confirms that the highest initial
reaction rate occurs for oxygen levels near the half-loading point P50 of human Hb (111).

This finding has three important implications for physiology:

1. Hemoglobin functions as a mammalian nitrite reductase whose activity is
controlled by the ambient oxygen level. The highest rate of reduction is reached for
[O2] ~ 35 μM, corresponding to P50 of human adult Hb (cf table IV).

2. Because hemoglobin deoxygenates under physiological conditions, hemoglobin
shows nitrite reductase activity over a wide range of oxygen tensions that are
higher than the oxygen tensions required to reduce nitrite by other enzymes, except
XO (cf fig 10). Fig. 2 illustrates the allosteric nature of the hemoglobin nitrite
reductase activity.

3. Because the R state of hemoglobin is the fastest nitrite reductase (highest
bimolecular rate constant for nitrite reduction is in the R-state tetramer) the
formation of NO from the nitrite-hemoglobin reaction should be most efficient
during rapid deoxygenation from artery to vein. Under these conditions the R-state
(oxygenated) tetramer releases oxygen to expose deoxygenated heme sites on R-
state molecules (R3 and R2 tetramers) (7).

The above describes the reaction of nitrite with deoxyHb. However, in presence of oxygen
an alternative pathway exists: nitrite also reacts with oxyHb to form metHb and nitrate.
Since Hb is partially saturated in vivo, Grubina et al (114) studied the reaction of nitrite with
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Hb at varying oxygen tensions and found that the reactions with oxyHb and deoxyHb
proceed simultaneously under these conditions. At the beginning of the reaction, deoxyHb is
consumed much faster than oxyHb. In fact, the reaction of nitrite with deoxyHb partially
inhibits the reaction of nitrite with oxyHb. The autocatalytic phase of the oxyHb reaction is
inhibited by the presence of deoxyHb and products of the deoxyHb/nitrite reaction, namely
NO-Fe2+Hb. Interestingly, intermediates in the oxyHb/nitrite reaction, probably NO2

•,
oxidize NO-Fe2+Hb and release NO in a process called oxidative denitrosylation (114).
These results demonstrate that the reaction of nitrite with oxyHb is limited under
physiological conditions, yet its occurrence can also facilitate NO release from NO-Fe2+Hb,
provided that there is sufficient compartmentalization of these chemistries within the RBC.
More details on the reaction of nitrite with oxyHb will be given in section 9.A.

The above reactions were investigated in vitro. The three implications for mammalian
physiology were also tested in more biological models like aortic ring bioassays (22,26,87).
In this context a careful distinction should be made between the vasodilating effects of free
Hb and intact RBC’s. Deoxygenation of RBC’s induces the release of ATP. This by itself
may cause vasodilation by activation of purinergic P2γ receptors and eNOS (22). This
alternative pathway is independent of nitrite.

It has been noted that the combination of nitrite with RBC is particularly effective to elicit
hypoxic vasodilation. RBCs in the presence of 2 μM nitrite resulted in vessel relaxation at
much higher oxygen tensions than nitrite or RBCs alone (26). These vasodilations do not
require high nitrite levels: It has been shown that 200 nM nitrite could relax rat and rabbit
thoracic aortic rings in the presence (but not in the absence) of 25 μM deoxyHb (22). The
vasodilating potency of nitrite infusions was assessed in humans in Ref (82). It was found
that enhancement of venous nitrite by only 300 nM enhanced the forearm blood flow
significantly. Such values are in the normal physiological range of blood nitrite (cf section
2.).

A number of observations suggest that this vasodilation be mediated by free NO radicals:
Firstly, Nitrite/RBC-dependent vasorelaxation was shown to coincide with increased cGMP
levels, and could be inhibited by the NO scavenger C-PTIO (22). Moreover, the efficiency
of vasorelaxation was shown to have the same dependence on oxygen tension as the nitrite
reductase activity of human Hb, as shown in Fig 1C and illustrated in Fig. 2 (22). A further
indication of the release of free NO was the inhibition of mitochondrial respiration by nitrite
in the presence, but not in the absence, of RBCs. These data strongly suggests that Hb in
RBC release sufficient NO from nitrite to achieve vasodilation under physiological
conditions.

A major conceptual obstacle to NO signalling via nitrite reduction by Hb in RBC is the low
probability that NO escape from the intracellular compartment. Numerical simulations of the
diffusion process suggest that NO cannot leave the RBC since the reaction with oxyHb is
very fast (diffusion limited (110,115–119). From the experimental lifetime and diffusion
rate, it is estimated that the diffusion length of NO is of the order of 0.02 μm. This distance
is far smaller than the cellular dimensions. Therefore, free NO radicals could not escape the
cell (120). Computer simulations predicted that even with a high therapeutic dose of nitrite
(200 μM), only 0.1 picomolar of NO generated from the reaction of nitrite with Hb would
reach the smooth muscle cells at steady state; this quantity is far below the activation
threshold for vasodilation (121).

The explanation for this paradox may lie in the nature of the species escaping from the RBC:
it is possible that it is not NO per se, but some more stable intermediate neutral species, such
as N2O3. This highly polar molecule easily reacts with water, but is thought to be a major
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agent for S-nitrosation of thiol residues in biological systems (cf chapter 1 of (33)). It was
proposed that this intermediate could diffuse out of the RBC release free NO in the
extracellular space, possibly via S-nitrosated intermediates (121,122). Interestingly, a
mechanism for N2O3 formation from the nitrite/deoxyHb reaction was recently proposed
(123). This nitrite reductase/anhydrase activity of hemoglobin is illustrated in Fig 3. A key
player in this mechanism is nitrite bound metHb. Surprisingly, it was found that nitrite-
metHb has no signal in electron paramagnetic resonance (EPR), indicating a peculiar
electronic structure that, by density functional theory calculations, was shown to include
some Fe2+-NO2

• character (123). This species reacts quickly with NO to form N2O3. As
suggested by the illustration in Fig. 3, metHb can be formed by the reaction of nitrite with
deoxyHb and/or the reaction with oxyHb. NO is also formed by the deoxyHb/nitrite reaction
as well as by oxidative denitrosylation at various levels of oxygen. Thus, initially, metHb
could build up under high oxygen tension. Subsequently, as the oxygen tension is lowered,
N2O3 would be produced. The mechanism is illustrated in Fig. 3. Together with the
discussion above, it suggests that Hb is an allosterically controlled nitrite reductase/
anhydrase and the overall stoichiometry of the set of reactions is

(4)

demonstrating the catalytic nature of the ferrous Hb protein.

In order for nitrite-metHb to react with NO, it must compete with reactions of oxyHb and
deoxyHb. The relative yields of these three competing pathways depends on reaction rates,
starting concentrations and cellular compartment. These kinetic challenges cannot be
surmounted by the rate of the nitrite-metHb/NO reaction alone, however the reaction can be
inefficient. Since NO has high potency as a vasodilator (EC50 ~ 5 nM), very little nitrite
must be reduced and only small quantities of NO need to escape the red cell to exert
physiological effects. Future work will elucidate the nature and extent of any
intraerythrocytic compartmentalization that could promote the formation of N2O3.

B: Myoglobin
The monomer myoglobin (Mb) is a small (17.6 kDa) but important intracellular oxygen
binding heme protein. Under basal conditions the tissue is well oxygenated and Mb
predominantly exists in the oxygenated state (cf table IV). Therefore, it has long been
accepted as an intracellular oxygen store. In exercising skeletal muscle and in the beating
heart, Mb serves as a short-term oxygen reservoir, tiding the muscle over from one
contraction to the next. Similarly, Mb is expressed in high concentrations in skeletal muscle
of mammals and humans adapted to high altitudes (126). More controversially, a potential
role of Mb in intracellular oxygen diffusion within muscle cells has been considered
(124,127–129).

The Mb concentration various between mammalian species (124) and between tissue type:
Mb is highly expressed in type I and IIa skeletal muscle fibers, in cardiac and tongue
muscles, and to a lesser extent in smooth muscle cells (124,129). In human cardiac tissue,
Mb levels are ca 200 – 300 μmol/kg wet tissue, whereas skeletal muscles reach
concentrations of ca 400 – 500 μmol/kg wet tissue (124). The Mb contents of different
skeletal muscles in man and rats are tabulated in ref (129). In diving mammals, the Mb
concentrations reach ca 2 mmol/kg wet tissue. This value is about tenfold higher than in
terrestrial mammals and serves as an O2 store contributing to the extension of diving time
(125).
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The role of Mb in vivo has been investigated by comparison of wild type mice with Mb
deficient mutants (Mb−/−) (130,131). In these mutants, multiple compensatory mechanisms
were activated to compensate for the loss of the oxygen-storage and –transport function of
Mb. These included increased capillary density, elevated hemoglobin levels, increased
coronary flow, and a switch in cardiac substrate utilization from fatty acid to glucose (132).
In addition, oxyMb is a highly effective scavenger of free NO radicals. Therefore, the NO
status of cardiac tissue was investigated in this mutant.

Whereas the role of endogenous NO for myocardial function is still a subject of significant
controversy, a it was postulated (133) that the effect of NO depends on its concentration: A
positive inotropic effect at low concentrations and a negative one at higher concentrations.
Similar concentration-dependent effects of NO play a role in the modulation of transduction
of the parasympathetic effects of cholinergic stimulation, in attenuation of oxygen
consumption, and in apoptosis of cardiomyocytes.

Depending on ambient oxygen level, Mb acts either as an NO-scavenger under normoxic
conditions or as a nitrite-reductase under conditions of hypoxia and ischemia (134,24) (cf.
Fig 4). Because Mb must be at least partially deoxygenated to act as nitrite-reductase, the
latter reaction pathway can become significant only when the oxygen level falls below the
P50 of myoglobin (ca 3 Torr, equivalent to a free oxygen concentration of ca 4 μM, cf table
IV). In contrast, the detrimental effects of overproduction of NO radicals in heart tissue may
be prevented by the dioxygenase function of oxygenated myoglobin (135,136). Mb
efficiently protects the respiratory chain against nitrosative stress from NO radicals (137).
Experiments in Mb knockout mice confirmed (134,136) that the presence of Mb has a
significant effect on NO levels in cardiac tissue: In hearts from Mb−/− mice, endogenous
and exogenous NO were more effective in the regulation of coronary tone and myocardial
contractility. It suggests that the hearts of Mb−/− mutants have higher NO levels than the
hearts from WT mice.

The oxygen levels in the left ventricle of beating dog hearts were measured
electrochemically (74) and show a wide distribution of values between zero and venous
levels (cf table V). The distribution suggests that certain regions of ventricular tissue have
very low oxygen pressures below 5 Torr, offering the physiological prerequisite for the role
of Mb as a functionally relevant nitrite-reductase. The oxygen binding curve of Mb is a
hyperbolic curve with a half-loading pressure of P50 ~2.75 Torr (cf table IV). This value is
an order of magnitude lower than P50 of the sigmoid-shaped binding curve of Hb. It allows
Mb to take up oxygen from Hb and to load and unload oxygen in the range of the pO2 values
that occur within the cell. Although oxyMb limits NO bioavailability in tissues due to its
rapid reaction with NO, under hypoxic conditions, the myoglobin-dependent nitrite
reduction may provide a mechanism by which NO is generated to regulate the physiological
functions under conditions where the arginine to citrulline conversion by NOS is oxygen-
limited. The redox potential of Mb is lower than R-state Hb and deoxyMb was found to
reduce nitrite and generate NO at a faster rate than deoxyHb (112) with a bimolecular rate
constant of 12 (Ms)−1 at 37°C (24). In isolated cardiomyocytes the nitrite reductase activity
of deoxyMb releases NO in proximity to mitochondria and regulates mitochondrial
respiration through cytochrome c oxidase (24).

Recent studies showed (134) that this NO interacts reversibly with myocytic cytochromes
and down-regulates cardiac mitochondrial activity. This leads to a reduction in oxygen
consumption and consecutively also of cardiac contractility (134). Cardiac contractile
function and energy metabolism are actively downregulated, when coronary blood supply is
critically reduced. On acute restriction of coronary artery inflow, the contractile function of
the ischemic region is rapidly decreased and the oxygen consumption is reduced. This

van Faassen et al. Page 14

Med Res Rev. Author manuscript; available in PMC 2010 September 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



dampens the fall in high energy phosphates and over time even can restore myocardial
energy balance. This adaptive response is referred to as “short-term hibernation” (138).

A very similar response of the metabolic system was observed upon nitrite infusion in mice.
These infusions led to a marked decrease in phosphocreatine (PCr), together with an
increase in inorganic phosphate and a reduction of the available driving force for all energy-
consuming processes (ΔGATP) (134). Simultaneously, the infusion of nitrite reduced the
synthesis and utilization of ATP. By implication,, the reduction of endogenous nitrite to NO
by deoxyMb may be significant for such “short-term hibernation” as observed upon
restriction of coronary arterial flow. The presented experiments were carried out under
hypoxic perfusion conditions which cause Mb to be deoxygenated by about 50%. Severe
low-flow ischemia certainly can lower tissue pO2 even further, thereby further augmenting
the ability of deoxyMb to form NO from nitrite (138).

These data suggest that the mechanisms may be relevant under physiologic conditions and at
physiological nitrite levels. Typical endogenous nitrite levels in Wistar rats are ca 0.3 μM in
plasma, ca 0.8 μM in cardiac tissue, and up to 20 μM in aortic tissue (48) (for a more
comprehensive discussion of endogenous nitrite levels, cf section 2.). Although high
extracellular concentrations of nitrite (10 to 100 μmol/L) were required to elicit the
biological response, it is the intracellular concentration of nitrite which is of critical
importance for the reaction with deoxyMb. Pretreatment of animals with the NOS-inhibitor
L-NIO decreased cytosolic nitrite by appromimately 70%, and perfusion with concentrations
≥ 10μmol/L nitrite was required to replenish the myocytic levels to the range of untreated
controls (138). Obviously, comparatively high extracellular nitrite concentrations have to be
applied under our experimental conditions to mimic the in vivo conditions with unrestricted
activity of NOS and unlimited availability of its substrate L-arginine (the latter was
deliberately not supplemented with the perfusion buffer). Together, these data suggest that
endogenous levels of intracellular nitrite be sufficient to affect cardiac function upon
imposition of hypoxia.

Recent results (139) showed that deoxyMb acted as a functional nitrite reductase that
generatedf NO and downregulated cellular respiration. This beneficial cascade is a
cytoprotective response to cardiac ischemia-reperfusion (I/R) injury. Myoglobin was found
responsible for nitrite-dependent NO generation and cardiomyocyte protein iron-
nitrosylation. Nitrite reduction to NO by myoglobin dynamically inhibits cellular respiration
and limits reactive oxygen species generation and mitochondrial enzyme oxidative
inactivation after I/R injury. In vivo administration of nitrite reduced myocardial infarction
by 60 % in myoglobin+/+ mice, whereas similar administration of nitrite had no protective
effects in myoglobin−/−mutants. These data support an emerging paradigm that myoglobin
subserves a critical function as an intrinsic nitrite reductase that regulates responses to
cellular hypoxia and reoxygenation.

The preceding discussion considered the relevance of deoxyMb for cardiac tissue. The same
mechanism could also contribute to hypoxic vasodilation described for the human
circulation (26). The oxygenation state of Mb has been studied in vivo with 1H NMR
spectroscopy. The deoxy fraction of Mb in skeletal muscle of healthy humans was found to
be 9 % at rest (140). Upon exercise (50–60 % of maximum work rate) the deoxyMb fraction
increased to about 50% corresponding to an intracellular pO2 less than 5 Torr (141).
According to our definitions of table III, this oxygen pressure represents deep hypoxia.

The exact role and the potential impact of deoxyMb as a nitrite-reductase in physiology and
pathophysiology remain an important area for future studies.
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C: Xanthine Oxidase (XO)
Xanthine oxidase (XO) is a ubiquitous enzyme in mammalian cells that is involved in the
catabolism of purine and pyrimidines, oxidizing hypoxanthine to xanthine and xanthine to
uric acid. XO also reduces oxygen to superoxide (O2

•−) and hydrogen peroxide (H2O2) and
is one of the key enzymes responsible for superoxide-mediated cellular injury. Interestingly,
XO has structural similarity to some bacterial nitrate or nitrite reductases (142).

It has been established that XO can reduce nitrite to NO (17,31,142–144). It was shown that
NADH (17,142) and xanthine (144) can donate electrons to XO and catalyze the reduction
of nitrite. The kinetics of the anaerobic reaction were subsequently studied with EPR
spectroscopy, chemiluminescence NO analyzers, and NO electrodes (31). Each of the
typical reducing substrates for xanthine, 2,3-dihydroxybenz-aldehyde (DBA), and NADH
can act as electron donors to support this XO-mediated nitrite reduction. Moreover, the
reaction was inhibited by oxypurinol, a specific ligand for reduced Mo4+ as in the catalytic
site of XO. It suggests that reduced XO was the direct electron donor to nitrite, with nitrite
binding and reduction occurring at the molybdenum site (31). Whereas NADH-stimulated
NO generation was inhibited by the flavin modifier DPI, NO generation stimulated by
xanthine or DBA was unaffected. Thus, whereas xanthine or DBA directly reduce the
molybdenum center, NADH initially reduces the flavin, which subsequently transfers
electrons to the molybdenum.

The binding constant of nitrite was found as Km = 2.4 ± 0.2 mM, and did not depend on the
substrate (NADH, xanthine, or 2,3-dihydroxybenz-aldehyde). The three substrates were
distinguished by markedly different binding constants: The Km = 878 μM for NADH, 1.5
μM for xanthine, 35 μM for DBA (all in the presence of 1 mM nitrite (31)). Although
xanthine was the most efficient substrate for XO-catalyzed nitrite reduction, excessive
xanthine inhibited the release of NO (31,145,146)..

Nitrite reduction to NO occurs at the molybdenum site, with either NADH or xanthine
serving as reducing substrates. Diphenyleneiodonium (DPI), which acts at the FAD site,
inhibited XO dependent nitrite reduction by NADH but not from xanthine. This suggests
that NADH donates electrons to FAD, and then electrons are transported back to reduce the
Mo that in turn reduces nitrite to NO. When xanthine or aldehydes are the electron donors,
both XO reduction (by xanthine or aldehydes) and oxidation (by nitrite) takes place at the
Mo site of the enzyme. This explains why only oxypurinol could inhibit XO dependent NO
formation.

It has been reported that hydroxylation of the purine and aldehyde substrates takes place via
a base-catalyzed mechanism and that substrate must be protonated for hydroxylation (147).
The rate of XO reduction by purine and aldehydes greatly increases when the pH is
increased from 6.0 to 8.0, and this increased rate of XO reduction will lead to an increased
rate of nitrite reduction. However, acidification from pH 8.0 to 6.0 accelerated XO-catalyzed
nitrite reduction (cf table VI). It suggests that nitrite reduction takes place via an acid-
catalyzed mechanism, presumably due to nitrite protonation. HNO2 concentration increases
when the pH decreases, and it could be the direct binding substrate of XO. Although
lowering pH would decrease the rate of XO reduction by reducing substrates, it would
greatly accelerate the oxidation of XO by nitrite/HNO2.

The levels of tissue nitrite and enzyme reducing substrates have a critical role in controlling
the reaction. Nitrite is the limiting substrate, given the high value of Km ~2.5 mM. This
number exceeds typical tissue levels of nitrite by at least 2 orders of magnitude (cf section
2). Therefore, any enhancement of tissue nitrite by, for example, activation of constitutive or
inducible NOS in inflammatory conditions, dietary sources, pharmacological sources, or
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bacterial sources, could all modulate this pathway of NO generation (148–155). This
pathway also requires a reducing substrate, such as NADH or xanthine. Xanthine was the
most effective substrate, triggering NO generation under anaerobic conditions with a Vmax
4-fold higher than that of NADH (31) and Km ~ 1.5 μM (31). Excess xanthine, above 20
μM, results in prominent inhibition. If particularly high levels of xanthine accumulate, this
pathway would be inhibited, and perhaps this may serve a regulatory role to prevent
overproduction of NO. Under anaerobic conditions, XO reduces nitrite to NO at the
molybdenum site of the enzyme with xanthine, NADH, or aldehyde providing the necessary
electrons. It makes XO an alternative source of NO under ischemic conditions when NO
production from NOS is impaired.

While XO-mediated reduction of nitrite and nitrate occurs under conditions of limited tissue
perfusion and resulting acidosis, questions remain regarding whether XO-mediated NO
generation also occurs in the presence of oxygen. In mammalian organs under normoxic
resting conditions, the O2 concentration ranges from ca 130 μM) in arterial blood to ca 50
μM in the myocardium (cf tables IV and V). During mild hypoxia, myocardial O2 levels
drop below 20 μM (cf table III). Therefore, studies have been performed to measure the
magnitude and kinetics of XO-mediated NO formation under different oxygen tensions
(156).

All three typical reducing substrates of XO induced release of NO under hypoxia; however,
their kinetics are quite different in the presence of molybdenum-site binding substrates
xanthine or DBA, compared with that of the FAD-site binding substrate NADH. With
xanthine or DBA as reducing substrates, the rate of NO production followed typical
Michaelis-Menten kinetics, with oxygen acting as a strong competitive inhibitor. Under
aerobic conditions, with xanthine or DBA as reducing substrates, XO-mediated NO
production is less than the 10% of NO production under anaerobic conditions (156). With
the FAD site binding reducing substrate, NADH, as electron donor, XO-mediated NO
production is maintained at more than 70% of anaerobic levels. With NADH, under aerobic
conditions, XO-mediated nitrite reduction did not follow Michaelis-Menten kinetics. NADH
serves as electron donor to XO at the FAD site, the same site as that for oxygen binding,
whereas nitrite reduction takes place at the molybdenum site of the enzyme (156). With
NADH as reducing substrate, XO-mediated NO generation may occur through two
processes as shown in Fig 5.

In Process I, XO starts in reduced state. With FAD site free, XO can pass its electron to
either oxygen or nitrite. Thus, under aerobic conditions, oxygen is a strong competitive
inhibitor to reduction of nitrite. Therefore, Process I is inhibited by the presence of oxygen.
Process II is different in that the FAD site is occupied by the NADH, and remains
inaccessible to oxygen. Meanwhile, at the molybdenum site, XO-mediated nitrite reduction
is unaffected. Process II should not be strongly affected by the presence of oxygen. In
Process II, under aerobic conditions, less than 30% of the nitrite reductase activity of XO is
inhibited, which suggests that most nitrite reduction happens while the FAD site is occupied
by NADH.

NADH is necessary for many biochemical reactions within the body and is found in every
living cell. Typical concentrations are 50 μg NADH/gram brain tissue (ca 75 μM), and 90 μg
NADH/gram heart (ca 135 μM). With molybdenum-site binding electron donors xanthine or
DBA, nitrite reduction is greatly inhibited by the presence of oxygen, whereas with NADH,
XO-mediated NO generation remains at more than 70% of anaerobic levels. This makes
NADH the major electron donor for XO-catalyzed NO production under aerobic conditions.
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Interestingly, DPI, the inhibitor of FAD site-related function, greatly increased NO
generation under aerobic conditions with xanthine or DBA as reducing substrate. It is known
that oxypurinol blocks the binding of xanthine, DBA, and nitrite, whereas DPI inhibits the
reduction of XO by NADH. With xanthine or DBA as reducing substrates, the presence of
DPI inhibits XO-mediated oxygen reduction at the FAD side and thus increases the
capability of the enzyme for nitrite reduction at the molybdenum site. Both the reduction of
nitrite and the oxidation of xanthine and DBA take place on the molybdenum site of XO.
The potential effects of DPI in stimulating NO generation from XO should be taken into
account when DPI is used in biological systems, especially when high concentrations of
nitrite are present.

Normoxic superoxide generation from XO depends on pH (147), and is maximized at
alkaline conditions (pH 8 – 9). In contrast, anaerobic XO-mediated NO generation
accelerates tenfold when pH values fall from 8.0 to 6.0. With lower pH, a more rapid
increase of XO-mediated NO generation rate was observed under aerobic conditions than
under anaerobic conditions. This would be expected, because under aerobic conditions, the
acidification would significantly increase XO-mediated nitrite reduction and simultaneously
decelerate the competitive reaction of oxygen reduction (147), thus facilitating NO
generation under aerobic conditions.

Above, it was noted that XO may simultaneously release NO and superoxide. These radicals
react rapidly to the potent oxidant peroxynitrite. The risk from peroxynitrite seems acute
when nitrite levels are enhanced as, for example, under inflammation or pharmacological
treatment with organic nitrates or NO-donors. However, several in vivo reaction pathways
provide protection: First, most peroxynitrite should be removed by the rapid reaction with
CO2 (157–159) or by ubiquitous physiological scavengers like urate or NADH (160,161). In
addition, superoxide levels are kept low by superoxide dismutase (SOD), that efficiently
catalyzes the dismutation of superoxide radicals to oxygen and hydrogen peroxide.
Therefore, the availability of free NO is dependent upon the local activity of SOD (162).

These results suggest that in presence of oxygen, only NADH can significantly sustain XO-
catalyzed NO production. During ischemia, the myocardial NADH/NAD+ concentration
ratio can increase more than 10-fold (163), xanthine levels rise to the 10–100 μM, with
nitrite levels of about 10 μM (154,155), and the low oxygen pressure and acidosis greatly
facilitate XO-mediated NO generation and limit superoxide production. The magnitude of
XO-mediated NO generation can approach that of the maximal NO production from NOS
(31). Even with mild to moderate levels of hypoxia, as can occur with subtotal coronary
lesions or regional ischemia in the presence of collateral flow, this process would be
stimulated. Indeed, XO activity is up-regulated during hypoxia (164–166) with increasing
acidosis (147), and with atherosclerosis. In patients with coronary artery disease,
endothelium-bound XO activity is increased twofold (167).

In summary, XO-mediated NO generation may be supported by a range of reducing
substrates. Interestingly, the NADH consuming reaction is not blocked by admission of
oxygen. The NO release from XO is modulated by oxygen tension, pH, and the local
concentrations of nitrite and reducing substrate.

Aldehyde oxidase is another molybdenum containing flavoenzyme with high sequential
homology to xanthine oxidase. This enzyme is expressed in many mammalian tissues, and
was recently shown to contribute significantly to the anoxic reduction of nitrite in rat tissue
homogenates (168).

The preceding discussion considered the role of xanthine oxidase under hypoxia.
Interestingly, it was recently shown that xanthine oxidase also contributes to a slow
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reduction of nitrate in normoxic tissues (32). Intraperitoneal injection of nitrate enhanced
circulating nitrite levels in normoxic mice on a slow timescale of an hour. Applications of
selective inhibitors implied that xanthine oxidase contributes significantly to this reaction. In
accordance, pretreatment with nitrate attenuated the increase in systemic blood pressure
caused by NOS inhibitors and enhanced blood flow during post-ischemic reperfusion. It
suggests that mammalian xanthine oxidase mediates nitrate reduction in regulation of nitrite
and NO homeostasis (32).

D: Cytochrome P450 (CYP)
Cytochrome P450 (CYP) refers to a very large superfamily of heme proteins with over 7800
different members currently known. They are found in all eukaryotes, and most prokaryotes
(169). CYP’s catalyze a vast variety of different reactions, but all share the characteristic
catalytic site in the form of a heme with an axial thiolate ligand derived from a nearby
cysteine residue. Because of the vast variety of reactions catalyzed by CYPs, the activities
and properties of the many CYPs differ in many aspects. The resting state of the protein is
ferric Fe3+. For the catalytic cycle, the heme is reduced by electrons supplied by a variety of
other proteins like cytochrome P450 reductase (CPR), ferredoxins, or cytochrome b5.
Electron transfer from the redox partner to CYP is a key step in the CYP catalytic cycle.
Bacterial and mitochondrial CYP receive electrons from a small soluble iron-sulfur protein,
whereas the redox partner for mammalian microsomal CYP is a FAD/FMN-dependent
NADPH-CPR (170). In CPR, FAD serves as an electron acceptor from NADPH, whereas
FAD serves as an electron acceptor from NADPH (171).

The most common reaction catalyzed by CYP is that of a monooxygenase. This reaction is
unselective and accepts a wide range of target substrates:

(5)

Denitrification was long believed to be restricted to the bacteria (172), according to the
reaction

(6)

However, in 1989, Shoun and co-workers observed that CYP from the fungus Fusarium
oxysporum was specifically induced upon exposure to nitrate and nitrite (173). This
observation led to the finding of denitrifying activity in the fungus. With NADH as the
direct electron donor, CYP can catalyze a chain of reduction: from nitrate to nitrite, nitrite to
nitric oxide, and nitric oxide to dinitrogen oxide (N2O) (173–176)

(7)

Mammalian CYP’s are involved in the metabolism of many drugs and dietary substances,
and in the synthesis of steroid hormones and other extracellular signaling lipids. CYP from
mammalian liver can reduce nitrite as first demonstrated more than thirty years ago
(177,178). EPR spectroscopy confirmed CYP-mediated nitrite reduction by detection of
paramagnetic ferrous nitrosyl-heme complexes (179). Subsequent studies detected release of
free NO from rat liver CYP or human recombinant CYP (171).

van Faassen et al. Page 19

Med Res Rev. Author manuscript; available in PMC 2010 September 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Although it has been reported that the vascular biotransformation of nitroglycerin (GTN) is
mediated by CYP (180–183), research (171) on GTN biotransformation indicated that rat
liver microsomal CYP can not catalyze the reduction of GTN per se. Instead, rat liver CYP
can serve as a nitrite reductase and generate NO radicals from NO2

− (171). In the presence
of NADPH (100 μM), addition of 20 μM or 40 μM nitrite triggered the release of ~ 2.8
nM.min−1 or ~ 4.5 nM.min−1 NO from microsomes (2 mg/ml). The CYP inhibitor
clotrimazole (5 μM) greatly inhibited the generation of NO from nitrite. These results
confirm that CYP reduces nitrite to NO in rat liver microsomes. Kinetic studies revealed that
NO generation from nitrite reduction contributed less than 10% of total NO generated in the
decomposition of GTN in vivo.

All studies to date of NO generation from CYP-mediated nitrite reduction have been
performed under anaerobic conditions. This leaves a need to further characterize this process
in the presence of small quantities of oxygen. Under aerobic conditions, molecular oxygen
will be bound and split by the reduced heme iron of CYP; furthermore, many CYP
substrates such as steroids, fatty acids and xenobiotics will compete with nitrite for reaction
with CYP under aerobic conditions. Thus, at this time while there is an absence of published
data, one would expect that CYP-mediated nitrite reduction would be inhibited by oxygen
under aerobic conditions and also by CYP substrates. Future studies will be needed to
characterize the precise effects of oxygen on the process of CYP-mediated nitrite reduction.

Generation of NO from nitrite by human recombinant CYP was also studied. With the
presence of 100 μM NADPH, addition of 100 μM nitrite triggered an NO release of ~ 7 nM
NO/min from 0.1 mg/ml CYP 2B4. NO generation from nitrite was increased with
increasing nitrite concentrations or CYP concentration in the reaction mixture. Furthermore,
this NO generation derived from nitrite was strongly inhibited by the heme inhibitor
cyanide.

It was proposed (160) that nitrite reacts with CYP in its reduced ferrous form resulting in
formation of NO-(Fe3+) heme. The nitrosyl ligand is rather weakly bound and may be
released as free NO or re-trapped forming the far more stable NO-(Fe2+) heme. The
proposed reaction sequence is as shown below.

(8)

The final step in this scheme is the reduction to ferrous state by CPR. In the presence of
excess nitrite, significant quantities of free NO have been detected. This suggests that CYP-
mediated nitrite reduction might be a source of NO in vivo (171).

Under physiologic conditions CPR was proposed to cycle between the 1- and 3-electron
reduced states with NADPH or NADH as electron donor (184,185). CPR prefers NADPH as
electron donor and its affinity for NADPH is more than ten times higher than NADH (171).
Electron transfer occurs from CPR to CYP and thus completes the catalytic cycle.

The resting state of CYP is oxidized ferric Fe3+. Under ischemic conditions most CYP
would be reduced to the ferrous state with the increased NADPH in the tissues and much
lower oxygen levels. This ferrous-CYP can be a source of NO in the tissues with a
generation rate = [NO-Fe2+ CYP]·Koff

van Faassen et al. Page 20

Med Res Rev. Author manuscript; available in PMC 2010 September 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



(9)

However, ferrous CYP can also bind free NO as a ligand to the heme. The first order
binding rate is Kon. · [Fe2+CYP] · [NO].

(10)

Whether CYP acts as a sink or source of free NO depends on Kon, Koff, CYP redox-state,
NO, and nitrite concentrations. The kinetics and pathophysiological roles of CYP reaction
with nitrite remains unclear and needs further investigation.

In conclusion, CYP can reduce nitrite and produce NO. Although most previous studies
have been performed under anaerobic conditions, the reaction would also proceed in the
presence of small quantities of oxygen. Spectrophotometric studies have also shown that NO
binds to ferric and ferrous CYP and can inhibit the normal catalytic cycle of CYP (186).
Similarly, reaction of nitrite with CYP leads to formation of paramagnetic ferrous
mononitrosyl complexes (NO-Fe2+CYP) complexes as shown by EPR spectroscopy (179).
Such ferrous mononitrosyl complexes are quite stable (33,187) and thus cause reversible
inhibition of CYP. Thus, CYP can be a significant source of nitrite reduction to NO and in
addition nitrite also inhibits CYP function in drug metabolism. Further studies will be
required to provide a more detailed characterization of the role and importance of CYP in
the process of nitrite reduction under aerobic conditions and in vivo.

E: Endothelial nitric oxide synthase (eNOS)
The endothelial isoform of NOS releases NO radicals from L-arginine with the consumption
of 1.5 NADPH equivalents and two oxygen molecules per NO formed. This aerobic
catalysis requires the presence of the cofactors Ca2+-Calmodulin and tetrahydrobiopterin
(BH4), and is tightly regulated via a combination of mechanisms (cytosolic Ca2+-
Calmodulin, (de)phosphorylation, (de)palmitoylation, and intracellular relocalization
between the Golgi system and membrane calveolae within the endothelial cells (188)).
Deficiency of arginine or BH4 causes “uncoupling” (189) where the oxygenase domain of
eNOS releases superoxide radicals (O2

•−) instead of NO (190). Oxygen deficiency is known
to halt the L-arginine cycle if the oxygen levels fall below a threshold level of ca [O2] ~ 10
μM (63). However, eNOS is not wholly inactivated by the absence of oxygen. Instead, in the
presence of nitrite, it switches to a novel nitrite reductase activity which releases NO (18).

The formation of free NO radicals was observed with three independent techniques carried
out simultaneously in the same argon-purged optical cell: First, UV/VIS absorption of the
heme group showed reduction of the heme to ferrous state by addition of NADPH, and
subsequently nitrosylation of a significant fraction of the available heme. Second,
electrochemical detection with an NO sensitive electrode showed the release of significant
quantities of free NO radicals into the anoxic solution. Third, using EPR spectroscopy and
iron-dithiocarbamate complexes as NO traps (33,187,191), significant quantities of gaseous
NO were detected in the purging argon flow leaving the reaction vessel. The ferrous
mononitrosyl iron-dithiocarbamate complex NO-Fe2+-(DETC)2 is paramagnetic (192,193)
and the shape of its EPR spectrum is sensitive to isotopic labeling of the nitrogen with the
stable 15N isotope (cf chapter 18 of (33)). In this way it was proven that the observed 15NO
was released from the 15N-nitrite anions and not from the reaction of 14N-arginine with
residual traces of oxygen (18). In absence of eNOS, no NO was detected, and the pH was
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stabilized at neutral 7.4 so that the release of NO from acidic reduction of nitrite could be
ruled out.

The anoxic reaction was initiated by administration of NADPH into the buffered solution of
eNOS repleted with necessary cofactors and nitrite. The new reaction has some similarities
to the aerobic arginine pathway in that it also requires electron injection from NADPH to the
flavin domain of the enzyme, and the presence of Ca2+/calmodulin to afford intramolecular
electron transport towards the heme (190). Other aspects are very distinct, however: the
reduction of nitrite is slowed but not halted by the removal of BH4 and it consumes neither
arginine nor oxygen. Comparison of purified WT eNOS and its isolated oxygenase domain
shows that nitrite reduction is achieved at the oxygenase domain of the protein (18). Upon
readmission of oxygen, eNOS reverts to the normal L-arginine pathway, and the enzyme
appeared fully functional after several such argon/oxygen cycles. Such repeated regeneration
of the nitrite reductase capacity by cyclic admission of oxygen provides eNOS with an
“emergency” NO release in acute anoxia..

The effect of anoxia was studied further in cultured BEND3 cells (19). These immortalized
murine brain microvascular endothelial cells express only the endothelial isoform of NOS
(194). These cells were grown to confluence corresponding to ca 7.5 ± 0.5 × 106 cells in a
monolayer. Confluence and cell count are important parameters for eNOS activity (188) and
were verified by inspection with a stereomicroscope. The NO production in these cell
cultures was studied using NO trapping with iron-dithiocarbamate complexes. In this
accumulating method, the yield of paramagnetic NO-Fe2+-DETC adducts (MNIC) increases
with time and is determined with EPR spectroscopy after termination of the experiment. The
yields from trapping for 20 min are collected in table VII. The basal (i.e. unstimulated) NO
production was measured by trapping for 20 min under the controlled atmosphere with 5 %
CO2 and 20 % O2. From table IV, the corresponding free oxygen concentration in the
medium was ca 200 μM. This value is normally used for experiments on cultured cells but
corresponds to hyperoxia in our classification of table III.

As expected, the basal yield of ca 110 pmol MNIC per flask may be cancelled by
coincubation with NOS inhibitors like L-arginine-methyl-ester (L-NAME) or Nω-nitro-L-
arginine (NLA), thereby proving that the NO results from enzymatic activity of eNOS. Upon
stimulation with the calcium ionophore A23187, the yield was enhanced nearly fourfold to
400 pmol MNIC. These cell cultures were then subjected to acute anoxia by replacing the
culture medium with deoxygenated medium and flushing the flasks with argon before
closing the top. The imposition of anoxia reduced the oxygen concentration of the medium
to a value below the detection limit of ca 2 μM of a Clark electrode. This limit is
comfortably lower than the oxygen threshold of the L-arginine pathway of eNOS cf table
IV). Although the L-arginine pathway was halted, significant quantities of NO were being
released from these anoxic cell cultures. The anoxic yield of ca 160 pmol MNIC was
significantly higher than the basal yield of 110 pmol in presence of oxygen. Therefore,
deprivation of oxygen actually enhances the release of NO from this endothelial cell line.
However, the anoxic NO yields remain in the normoxic regulatory range between basal and
fully stimulated yield (110 resp 400 pmol MNIC). Fig 6 shows the kinetics of the anoxic
reaction as a function of time. After imposition of anoxia, the MNIC yield increased roughly
proportional with time for twenty minutes, and levelled off at an asymptotic value of ca 200
pmol MNIC per flask. The samples could be kept at 37°C for over an hour without
significant loss of MNIC adducts. Trypan blue staining did not show enhanced mortality of
cells after exposure to anoxia up to 30 min.

When considering these yields, five potential sources of the NO should be considered:
intracellular nitrite, extracellular nitrite, nitrate, arginine or endogenous S-nitrosothiols.
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Extracellular nitrite could be ruled out since the yields were unaffected by addition of 250
μM nitrite to the medium. Arginine is ruled out as a substrate since its oxidation requires
oxygen. Although some residual oxygen may still be found after imposition of anoxia, it is
inconceivable that the arginine pathway could remain functional at greatly increased rate for
over twenty minutes. Hypoxic reduction of nitrate to nitrite and subsequently to NO by
xanthine oxidase enzymes (17,31,142–144) could be ruled out because the yields were
unaffected by addition of the inhibitor oxypurinol. These results show that in this particular
model the xanthine oxidase enzyme does not significantly contribute to the observed NO
release. S-nitrosothiols were also ruled out because the anoxic NO production could be
inhibited with NOS inhibitors L-NAME and LNA. This leaves intracellular nitrite as the
probable source of NO. The intracellular nitrite levels were estimated by the Griess
colorimetric assay on cell lysates. The data confirmed that the intracellular nitrite levels
rapidly fell after imposition of anoxia from an initial concentration of ca 20 μM to below the
detection threshold of ca 6 μM and suggests that depletion of intracellular nitrite causes the
cessation of NO release after ca 30 min (cf Fig 6). Significantly, the magnitude of anoxic
NO release was intermediate between the basal and fully stimulated yields and remained in
the benign range of normoxic physiological regulation, far below the cytotoxic levels found
in septic shock or allograft rejection.

It was recently found that eNOS is the only NOS isoform capable of reducing nitrite and
releasing free NO radicals (18,195). This gives eNOS a special significance when
considering the effects of ischemia on various tissues. Anoxic NO release from reduction of
nitrite by eNOS may be a plausible explanation for the plethora of animal and clinical
studies showing a protective role of eNOS in the early stages of ischemia (196,197).

F: Mitochondrial respiratory chain
Several years ago, mitochondrial cell fractions were found to release NO radicals from
nitrite (179,198). The activity involved two distinct components of the mitochondrial
respiratory chain, namely complex III (198) and cytochtome c oxidase (complex IV) (179).
Published literature shows that the results obtained for complexes III and IV were carried
out at different ranges of external nitrite concentrations. At [NO2

−] < 50 μM, complex III
reduced nitrite. At [NO2

−] > 300 μM, cytochrome oxidase was found to be the main source
of nitrite reductase activity in the mitochondria (21,179). A critical question is how nitrite
enters the cells and gains access to mitochondria since the NO2

− anion carries charge and
should not diffuse freely through membranes. It was recently pointed out that a small
fraction of nitrite anions is protonated even at physiological pH, and may cross model lipid
membranes as neutral molecule HNO2 (199). The situation is less clear for actual
physiological membranes. Castello and coauthors have shown that only some 10% of nitrite
added to isolated yeast mitochondria is internalized into the mitochondrial matrix (21).
Thus, equilibrium concentrations of nitrite available for mitochondrial nitrite reductase
activity may be significantly lower than cytoplasmic nitrite concentrations. This may explain
that nitrite transport to mitochondrial nitrite reductase seems facilitated by low pH.

The sites where nitrite reduction occurs were identified by applying selective inhibitors of
the respiratory chain (198). Rotenone inhibits the electron transfer from complex I to the Q-
cycle. Application of rotenone to mitochondrial fractions inhibited NO generation from
nitrite by 60%. Thenoyltrifluoroacetone (TTFA) is an inhibitor of complex II. In the
presence of succinate, the substrate of complex II, TTFA inhibited NO formation by 40%. In
this experiment, reversed electron flow to complex I was suppressed by the presence of
rotenone (198). Myxothiazol is an inhibitor of electron transfer from the Q-cycle to complex
III. Irrespective of the substrate supplying reducing equivalents to the respiratory chain,
myxothiazol completely inhibited release of NO. In contrast, antimycin A, an inhibitor of
electron transfer at the oxidant site of the bc1 complex, did not influence the formation of
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NO. Thus it was determined that the site of reduction is localized between myxothiazol
sensitive and antimycine A sensitive components of the respiratory chain (Fig 7). This part
of the respiratory chain includes cytochromes b562, b566, and the ubisemiquinone-radical
bound to complex III (Fig 7). Myxothiazol is highly specific for mitochondria and
completely inhibits nitrite reduction. Therefore, it can be used to estimate the contribution of
complex III to the total nitrite reductase activity in different organs. A recent study (86)
confirmed inhibition of nitrite reduction by myxothiazol. The inhibition was complete in
heart and intestinal homogenates, but only partial in liver homogenates. It shows that liver
tissue contains an additional source of nitrite reductase activity. After separating the various
fractions of liver tissue, significant nitrite reductase activity was found in the microsomal
fractions as well (200). Within these microsomal fractions, the nitrite reductase activity was
attributed to cytochrome P450 enzymes in the endoplasmatic reticulum (cf section 7.D.).

It has been shown that at millimolar concentrations nitrite reacts with the oxygen binding
site of cytochrome c oxidase (complex IV) rather than with the cytochrome c binding site of
the enzyme (201). The NO is a product of this reaction. It requires the presence of the
substrates of both complexes I and II and is inhibited by antimycin A, myxothiazol, KCN,
and carbon monoxide (21). It has been suggested that Cytochromes aa3 (complex IV)
catalyse the reduction of NO2

− to NO (21,179) under anaerobic conditions. Under normal
conditions this site reduces oxygen to water.

Under normal physiological conditions, the mitochondrial complex III releases a significant
quantity of superoxide radicals. It is known that NO reacts very rapidly with superoxide to
form peroxynitrite (ONOO−). It seems that NO and superoxide are generated at different
sites of complex III. The release of superoxide radicals is dramatically increased by
antimycin A (202,203), but antimycin A does not influence the reduction of NO2

− to NO
(198). One can expect that nitrite reductase activity of complex III is deleterious yielding
peroxynitrite if NO and superoxide are generated simultaneously in the same segment of
respiratory chain. However, significant release of NO occurs only under hypoxic conditions
and the generation of superoxide requires oxygen. In addition, it has been shown that nitrite
can also modulate the mitochondrial respiratory chain during anoxia by S-nitrosation of
complex I. This modification decreases its activity and attenuates the release of reactive
oxygen species from the mitochondrial chain (100). Therefore it is unlikely that nitrite
reductase activity significantly contributes to the formation of peroxynitrite. However, this
point has not yet been addressed in detail.

It is important to consider the levels of oxygen and pH values in tissues. The physiological
oxygen levels in resting tissues remain slightly below those of venous blood (cf tables IV
and V). At these oxygen levels, the release of NO from nitrite must be very small or even
zero as the quantity of nitrosyl-hemoglobin (NO-Fe2+Hb) remains below the detection
threshold of EPR (204). The effect of pH was studied in homogenates prepared from rat
intestine. At low pH values the nitrite reductase activity of intestinal homogenate was
elevated due a slight increase in mitochondrial nitrite reductase activity and a far stronger
increase in the rate of nitrite reduction by low molecular weight reducing agents (86). This is
in line with publications confirming that acidic reduction of nitrite become more significant
at low pH values (16, 199).

The NO released by the mitochondria cannot be distinguished from that provided by other
sources in the tissue. Therefore, the mitochondrial nitrite reductase activity is difficult to
separate from other mechanisms such as deoxyHb or deoxyMb (see above). To avoid direct
contact with blood the nitrite was administered into intestinal lumen (86). Nitrite infusion in
intestinal lumen results in the formation of NO-Fe2+Hb complexes in blood and a
simultaneous drop in blood pressure at a threshold concentration of 10 μM of NO-Fe2+Hb
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complexes (86). This mechanism is expected to operate independently of the route of nitrite
administration. Recently, it has also been suggested that the mechanism for nitrite-induced
vasorelaxation is largely intrinsic to the vessel and that under hypoxia physiological nitrite
concentrations are sufficient to induce NO-mediated vasodilation (205). These data suggest
the existence of additional mechanisms releasing NO from nitrite, possibly mediated by
eNOS (see section 7.E.).

Once released from the mitochondrial respiratory chain, NO can act in a variety of ways:
NO and its metabolites like peroxynitrite (206) are known to inhibit mitochondrial
respiration via binding to the enzymes of the respiratory chain (207,208). Protracted
inhibition of the respiratory chain by NO has been shown to trigger apoptosis and,
ultimately, cell death in rat thymocytes (209). Since mitochondria reduce nitrite to NO one
can expect that nitrite should inhibit mitochondrial respiration as well. It has long been
known that well-oxygenated mitochondrial enzymes are inhibited by very high nitrite
concentrations exceeding 0.3 mM (210). In contrast, at low oxygen pressures, mitochondrial
respiration is inhibited by far lower concentrations of nitrite (211). This observation once
again confirms that hypoxia significantly promotes the release of NO from nitrite in
biological systems.

8: INORGANIC NITRATE AS A SOURCE OF NO
As stated in the section 2, humans have plasma nitrite in the range of 50–500 nM which
makes it a major circulating NO storage pool (42–44). A potentially even larger pool would
be nitrate (plasma levels 20–40 μM) provided that this anion could first be reduced to nitrite.
However, it was generally believed that nitrate is not metabolized in our bodies and
consequently this anion was thought to be biologically inert. This long-held dogma was
recently challenged by findings as discussed in more detail below. Via our diet we are
continuously exposed to considerable amounts of nitrate and many vegetables are
particularily rich in this anion (30). After absorption in the gut, dietary nitrate mixes with
nitrate from endogenous sources (oxidation of NO generated by NO synthases) and is
actively taken up by the salivary glands and concentrated in saliva. Salivary nitrate levels are
10–20 fold higher than those in plasma. Commensal bacteria in the oral cavity then reduce
nitrate to nitrite and when swallowed this nitrite can form NO and other reactive nitrogen
oxides locally in the gastric lumen as discussed above (12,212).

In this review numerous pathways for systemic reduction of nitrite to bioactive NO were
described. This gives high relevance to the question whether some of the nitrite generated
locally in the gut can survive and reach the systemic circulation. Indeed, it was recently
shown that plasma nitrite increases greatly after ingestion of inorganic nitrate and this
increase was due to enterosalivary reduction of nitrate (43) (fig 8).

This finding implied that dietary nitrate could form bioactive NO systemically with
concomitant effects such as vasodilation. Larsen and colleagues recently tested this idea in
healthy young volunteers (213). In a double-blind placebo-controlled crossover evaluation
of dietary nitrate supplementation, they found an increase in plasma nitrite from 138 to 219
nM after intake of nitrate. Significantly, there was a concomitant drop in resting blood
pressure, an effect consistent with formation of vasodilatory NO. The nitrate dose
corresponded to the amount found in 150–250 g of a nitrate-rich vegetable such as spinach,
lettuce or beetroot. Remarkably, the reduction in blood pressure was similar to that
described in healthy controls consuming a diet rich in fruits and vegetables in the well-
known Dietary Approaches to Stop Hypertension (DASH) trial (214). Interestingly,
ingestion of beetroot juice led to a marked decrease in blood pressure in healthy individuals
(215). The effect on blood pressure correlated with peak levels of plasma nitrite and was
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abolished by spitting, demonstrating the importance of the enterosalivary conversion of
nitrate to nitrite to achieve the observed effects (215). Several new pre-clinical studies now
also indicate that dietary levels of nitrite and nitrate provide significant protection against
cardiac ischemia-reperfusion injury (24,217) and gastric injury (218–220), respectively.

The effects of dietary nitrate seem to extend beyond vasoregulation. Larsen et al showed
recently that nitrate reduces the oxygen cost during submaximal exercise in healthy subjects
(213). That is, for a given work load, the amount of oxygen required was less if the person
had added nitrate to his nitrate-restricted diet for three days prior to the test. This highly
surprising effect occurred without an accompanying increase in lactate concentration,
indicating that the energy production had become more efficient. Although the exact
mechanism for this effect remains to be elucidated, a likely initial step is the formation of
nitrite. Indeed, circulating nitrite levels had increased after the dietary nitrate intervention
and this nitrite was consumed during the exercise. As discussed in section 7.B., nitrite can
interact with deoxymyoglobin to form NO which in turn is known to interact with
mitochondrial respiratory chain enzymes (24,221–223). In the Larsen study it was
speculated that such interactions could lead to less proton leakage over the inner
mitochondrial membrane (reduced mitochondrial uncoupling) which would leave more
protons available for ATP production.

The above has shown that nitrate cannot be considered as stable and inert when administered
through the digestive tract. This should be kept in mind in preclinical studies on the
therapeutic effects of nitrite, where the nitrate anion is often assumed to be an inert control
substance. In addition, standard animal chow typically contains considerable amounts of
nitrate; a fact that is normally not considered in the study designs. It was recently shown that
tissue levels of nitrite were markedly reduced when standard rodent chow was changed to a
special diet low in nitrate/nitrite (107). Interestingly, this dietary change had effects on NO
related signaling pathways including guanylate cyclase activity and gene expression.

As stated above, oral bacteria play a central role in bioactivation of dietary nitrate by
effectively reducing salivary nitrate to nitrite. A recent study by Jansson and colleagues now
surprisingly shows that inorganic nitrate can be reduced to nitrite also by mammalian
enzymes (32). Administration of nitrate to germ-free mice resulted in marked increases in
circulating nitrite levels. Importantly, these effects were seen under normoxic conditions.
Experiments with various pharmacological inhibitors suggest that xanthine oxidase catalyses
normoxic nitrate reduction but the presence of other pathways was also indicated. Nitrate
pretreatment attenuated the increase in systemic blood pressure caused by NO synthase
inhibition and enhanced blood flow during post-ischemic reperfusion, suggesting a role for
mammalian nitrate reduction in regulation of nitrite and NO homeostasis.

With all the new information on nitrate described here it is strongly advised that nitrate
should not been used as a negative control when studying the biological and therapeutic role
of nitrite. This is especially important when using higher doses and in long-term
experiments in awake animals when the enterosalivary circulation of nitrate comes into play.

Taken together, as illustrated in the many examples above, dietary nitrate is bioactivated in
vivo to form nitrite and then likely NO. In this context nitrate may be considered a
“prodrug”, which produces a sustained delivery of nitrite to the systemic circulation
following enterosalivary circulation (the t1/2 for plasma nitrate is 5–6 h). The possibility of
fueling NOS-independent NO production by dietary interventions may have important
implications for public health, in particular cardiovascular disease. The central role of
commensal bacteria in bioactivation of nitrate is intriguing and suggests a symbiotic host-
microbial relationship involved in regulation of cardiovascular function. Future clinical
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studies will elucidate if nitrate can offer a nutritional approach to prevention and treatment
of disease.

9: OTHER IN-VIVO REACTIONS OF NITRITE
A: The reaction with oxy-hemoglobin (oxyHb)

While the reactions of nitrite with deoxyHb have received significant recent attention, most
previous work was focused on the reaction of nitrite with oxyHb as a potential consequence
of nitrite poisoning (224–227). This work has recently been reviewed (228). It is important,
given the renewed focus on nitrite/hemoglobin biochemistry, that this reaction is not
forgotten and is placed into its correct context. Nitrite reacts with oxyHb to generate metHb
(ferric hemoglobin Fe3+-Hb) and nitrate (NO3

−) as the only discernable end products.
However, the reaction kinetics reveal that the reaction is far more complex than just a simple
bimolecular reaction with a single rate-limiting step. If nitrite is in excess over hemoglobin,
the reaction follows an autocatalytic time course. In other words, the reaction speeds up as a
function of time. This type of reaction is usually indicative of a free-radical chain reaction
which contains a branching step. While there have been several mechanisms postulated for
this reaction, the reaction sequence below appears to conform to most experimental data
(229–231).

(11)

(12)

(13)

(14)

(15)

(16)

In these equations HX denotes the amino acid residue on the hemoglobin that participates in
the formation of the ferryl Hb radical.

Using free radical reaction terminology, this process can be divided into initiation,
propagation and termination steps. Equations 11 and 12 represent the initiation process,
which consists of the slow generation of hydrogen peroxide and metHb, which then react to
form the ferryl-radical hemoglobin, thus initiating a new chain reaction. The chain reaction
is described by Equations 13 to 16. The first two steps of the chain reaction consist of two

van Faassen et al. Page 27

Med Res Rev. Author manuscript; available in PMC 2010 September 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



sequential oxidations of ferryl radical hemoglobin (′X −[Hb(FeIVO)]2+) and ferryl
hemoglobin (HX −[Hb(FeIVO)]2+), respectively, by nitrite, each generating a nitrogen
dioxide radical. It is interesting to note that Equations 13 to 15 represent a typical peroxidase
cycle, and peroxidases such as myeloperoxidase and horseradish peroxidase have been
shown to catalyze similar chemistry. Equation 16 is the last step in the chain reaction. It
encompasses the chain-branching step that is required for autocatalysis. In this step, the
nitrogen dioxide, generated in Equations 13 and 14 reacts with oxyHb to generate ferryl
radical Hb and nitrate. Consequently, each nitrogen dioxide can initiate a new chain of
oxidation, and each ‘link’ of the chain will generate two nitrogen dioxides. This explains
why the reaction will continuously accelerate until all oxyHb is consumed unless nitrogen
dioxide is consumed by alternative pathways. Equation 16 represents one such termination
reaction where the nitrogen dioxide dimerizes into N2O4. Another pathway is the rapid
reaction with NOto N2O3. These reactions represent real sinks for NO2since N2O4 rapidly
hydrolyzes to nitrate and nitrite and N2O3 is also quite reactive as a nitrosating species
(these reactions and their rate constants are reviewed in detail elsewhere (cf chapter 1 of
(33)). Other termination pathways can be envisioned that include the reaction of nitrogen
dioxide with protein residues to form a protein radical which can then react with a second
nitrogen dioxide. Similar mechanisms have been invoked for the formation of 3-
nitrotyrosine during peroxidase-mediated oxidation of nitrite (232).

This mechanism described above is based on recent kinetic simulation of experimental data
(229) and is different from previously published mechanisms (230,231) in two important
ways. First, Equation 11 does not generate nitrogen dioxide but only hydrogen peroxide, and
second, Equation 15 does not require the intermediacy of hydrogen peroxide. These changes
completely uncouple the roles of nitrogen dioxide and hydrogen peroxide in the reaction
scheme. Hydrogen peroxide now acts only as an initiating species and nitrogen dioxide is
only a propagating radical. Without such uncoupling of roles, kinetic models failed to
quantitatively describe the experimental data.

Direct evidence for the involvement of hydrogen peroxide derives from the inhibitory
effects of catalase (110). Interestingly, catalase will inhibit the reaction only when added
before significant acceleration occurs. In contrast, catalase is ineffective when added during
the rapid propagation phase (229). This indicates that hydrogen peroxide is only important
for the initiation of chain propagation and not for propagation itself. The formation of ferryl
and ferryl radical hemoglobin intermediates has been confirmed by spectrophotometry and
EPR spectroscopy respectively (114,230,233). The unambiguous identification of nitrogen
dioxide as an intermediate in this reaction is always a significant experimental challenge due
both to its inherent reactivity and instability. Moreover, there are no specific scavengers of
this free radical. Although NO2has long been invoked as an intermediate (and it is difficult
to envisage a mechanism that does not involve NO2•), evidence for its involvement is
sparse. Using immuno spin-trapping, a technique in which protein radicals are trapped by
spin-trapping agents and subsequently detected by immunological techniques, it was shown
(233) that the reaction between nitrite and oxyHb (or oxyMb) results in the formation of
protein radicals. The protein radicals occurred on both the heme protein and on a secondary
bystander protein (in this case bovine serum albumin was used). This differs significantly
from the reaction between hydrogen peroxide and metHb, where no radical formation was
detected on bystander proteins (233). These data suggest that the reaction with nitrite
involves an oxidizing intermediate that can damage a secondary protein target. It was also
shown (229) that C-PTIO can inhibit the propagation reaction. Although C-PTIO is widely
employed as a nitric oxide scavenger (234), it has been shown to be a very efficient
scavenger of NO2as well (235) and is most likely functioning through this mechanism.
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Allosteric effectors of oxygen binding exhibit interesting effects on the kinetics of the
reaction between nitrite and oxyHb. For example, inositol hexaphosphate lowers the oxygen
affinity and shifts the oxygen-binding curve to higher oxygen pressures. Administration of
inositol slows nitrite-mediated oxyHb oxidation (236) whereas blockade of the β-93 cystiene
residue counteracts this inhibition (237). This effect has parallels in the effects of T-state and
R-state stabilizers on the reaction of nitrite with deoxyHb (111).

The above considered the effects of nitrite on Hb in the presence of the high levels of
oxygen found in the atmosphere. However, this review is mainly devoted to the effects of
nitrite under hypoxic or even completely anoxic conditions (cf introduction). When Hb is
partially saturated with oxygen, nitrite reacts preferentially with the deoxygenated hemes to
form metHb and NO, which will then bind to a vacant ferrous heme to form NO-Fe2+Hb, or
react with oxyHb to form metHb and nitrate. Surprisingly, deoxyHb is consumed more
rapidly than oxyHb (114) in this reaction. If it is assumed that oxygen is in rapid equilibrium
with its heme binding sites, and that the fraction of oxygen-bound hemes (i.e. oxyHb/
(oxyHb+deoxyHb)) is a reflection of oxygen affinity at each time point, then the more rapid
oxidation of deoxyHb must mean that the oxygen affinity of the hemoglobin is increasing
during the course of the reaction. This is likely due to the formation of metHb and NO-
Fe2+Hb, both of which can increase the oxygen affinity of associated ferrous subunits within
a tetramer (112). The reaction exhibits autocatalytic kinetics only after the deoxyHb has
been fully consumed. This suggests that small quantities of deoxyHb and nitrosyl-Hb inhibit
the propagation of radical reactions (114). Interestingly, lowering oxygen tension slows the
progression of the reaction between nitrite and oxyHb, even in the absence of an observable
increase in deoxyHb (229). Once the reaction enters the propagation phase, oxidants are
generated (presumably hydrogen peroxide and NO2•) that are able to liberate NO that is
bound to ferrous hemes (114). While the physiological relevance of this observation is
unclear, it demonstrates that hemoglobin has the intrinsic capacity to both generate NO-
Fe2+-Hb and release NO during its reactions with nitrite.

An understanding of the kinetic rate of this reaction allows a very rough quantification of the
importance of this reaction in vivo at both basal and supplemented nitrite levels. Kinetic
analysis has determined that the rate limiting step of Equation 11 has a rate constant of the
order of 0.5 to 1 (Ms)−1. This is comparable to the rate constant for the reaction between
nitrite and T-state deoxyHb, and about 50 times slower than the reaction between nitrite and
R-state deoxyHb. Since whole blood has an average [Hb] ~ 8 mM, the above reaction rate of
1 (Ms)−1 predicts that nitrite in fully oxygenated whole blood has a half life of ca 125 s.
This lifetime will be further shortened by additional reaction pathways for removal of nitrite.
The experimental half-life of nitrite in the human circulation is ca 1 – 2 min (11). These
numbers show that the reaction with oxyHb may be significant in vivo (note that the half life
depends on experimental details: for whole blood drawn in a test tube at room temperature,
the half-life of nitrite was reported ca 10 min (44)). The products of reaction 11 are easily
handled within the red cell. Hydrogen peroxide is consumed by both catalase and
glutathione peroxidase and so the initiation of the radical chain reaction will be greatly
suppressed. In addition, metHb is reduced back to the ferrous (Fe2+-Hb) form by
methemoglobin reductase. Unless the rate of hydrogen peroxide formation from equation 11
exceeds the ability of the red cell to consume it, then the reaction will proceed at the rate
limit of equation 11 and will never become autocatalytic. In addition, even if a fraction of
hydrogen peroxide escapes destruction and participates in reaction 12, small molecule
antioxidants such as glutathione, ascorbate and urate will inhibit the radical propagation
steps by reducing protein radicals and ferryl species. Consequently, except for severe nitrite
poisoning, the reaction rate of nitrite with oxyHb will likely be limited by reaction 11.
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B: Formation of dinitrosyl-iron complexes
Exposure of normoxic cultured cells or mammalian tissues to high levels of NO usually
leads to formation of significant quantities of dinitrosyl iron complexes (DNIC). These
paramagnetic complexes form a class characterized by a dinitrosyl-iron structure (NO+)2-
Fe+-(L−)2. Here L− denotes a thiolate or other anionic ligand. DNIC with thiol-containing
ligands were first discovered in cells and tissues during the 1960’s by EPR spectroscopy.
The details and symmetry (axial or rhombic) of the EPR signal depend slightly on ligand
type, but the g-factors remain in the range g⊥~2,040. g| |~2,014. gav= 2.03 (so-called 2.03
signal). The spectroscopic properties of these paramagnetic DNIC (S=½) have been
extensively reviewed in chapter 2 of (33).

Several studies in mouse and rat models have shown that prolonged dietary administration
of nitrite also leads to the formation of such endogenous DNIC. For example, after 3–5 days
of addition of 0.3% sodium nitrite to drinking diets significant amounts of DNIC could be
detected in mouse tissue, liver in particular (238,239). After 5 days, the content of DNIC in
liver tissue constituted ~10 nmoles per 1 g of wet tissue (238). In other organs, e.g., heart,
lungs and spleen, DNIC remained below the EPR detection limit of ca 100 pmol/gram. In
the kidney, DNIC content was 5 times lower than in the liver. The appearance of a
significant quantity of DNIC implies the enhancement of free NO. The formation of DNIC
correlates well with independent reports of enhanced nitrosylation of blood hemoglobin after
oral administration of nitrite to rats (85). In addition, DNIC is an effective NO donor when
injected into animals and participates in a complicated chemical equilibrium (240) with S-
nitrosothiols, thiols, and loosely bound iron from the labile iron pool (cf chapter 11 of (33)).
Of note, the observed formation of DNIC does not require the imposition of hypoxia. The
complexes are formed in normoxic conditions, where the animals breathe ambient air.
However, the administration of dietary nitrite could lead to formation of some metHb in
blood and diminish the capacity for vascular oxygen transport (cf section 9.A). The extent of
metHb was not quantified in these experiments.

The quantity of endogenous labile iron seems a limiting factor in the formation of DNIC:
The yields of DNIC could be enhanced threefold by co-supplementation of 0.02% iron
citrate complexes (iron:citrate = 1:5) together with the nitrite in the drinking water
(238,239). The nature of the iron at the center of these complexes was investigated by
isotopic substitution of 56Fe for its isotope 57Fe in the nitrite-rich drinking diet (238). Such
substitution did not influence the quantity of DNIC in liver tissues, but caused significant
linebroadening of the EPR signal, particularly, in the g⊥~2,040 component. The broadening
showed that the DNIC complexes contained the 57Fe isotope. Subsequent treatment of the
extracted tissues with gaseous NO caused a threefold increase in the DNIC content (as in the
case of mice kept on a “water + nitrite + 56Fe diet). The EPR linewidth of the 57Fe-DNIC
signal was significantly decreased towards that characteristic of the 56Fe- DNIC. These
results show that exogenous iron, when co-administered with nitrite via drinking water,
dominates the formation of DNIC formation in vivo. Significant quantities of DNIC with
endogenous (intracellular) iron are formed only upon exposure of tissue biopts or
homogenates to gaseous NO.

The sources of this endogenous iron remain hotly debated by practitioners in the field. It
seems to involve loosely bound iron from the so called labile iron pool (LIP). Many types of
intracellular iron sulfur clusters (ISC) are known to form DNIC when disrupted by free NO
radicals (chapter 5 of (33)). The data show that iron from drinking water is a preferred
source for DNIC formation in vivo. It suggests that this process does not involve penetration
of free NO into liver cells and subsequent binding to intracellular free 56Fe. More likely,
dinitrosyl (NO)2-57Fe moieties are formed in the extracellular compartment. At early stages,
these DNIC are probably low-molecular weight and involve anionic ligands of low
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molecular weight. Such small DNIC are quite mobile (as evidenced by the Redfield
narrowing of the EPR spectrum at room temperature (239)) and may be capable of entering
the intracellular compartment in intact form. The uptake of dinitrosyl moieties into the
interior of the cells is evidenced by the subsequent formation of protein-bound 57Fe-DNIC
localized in the intracellular compartment. Due to the slow exchange with thiols on proteins,
a population of protein-bound DNIC with high molecular weight is subsequently formed.
Such exchange between DNIC populations of low and high molecular weight has been
extensively studied with EPR spectroscopy (239, chapter 2 of (33)).

This hypothetical mechanism of DNIC formation in animal tissues is consistent with the
observations when mice, rats or rabbits are injected with solutions of preformed low-
molecular DNIC with thiol and non-thiol ligands (33,239).

We conclude with the question why DNICs are observed in tissues only when levels of
nitrite or NO are artificially enhanced. The release of some NO from nitrite may be caused
by protonation in local acid environments (241) (e.g. in the digestive tract, see preceding
section), or by several enzymatic pathways under hypoxic conditions. Such pathways were
discussed above. In our opinion, a small pool of DNIC is always present in systems
containing labile iron, thiols, S-nitrosothiols and NO. After all, these compounds are always
connected via the reaction equilibria described in (240). Tissues do satisfy this requirement,
but the DNIC levels probably remain below the detection limit of EPR spectroscopy (ca 100
pmol DNIC/g tissue) under normal physiological conditions. It remains unclear at this stage
whether such a small pool of DNIC have physiological relevance in mammals.
Administration of DNIC to cultured Reuber H35 hepatoma cells induced significant
expression of a range of heat shock proteins (242). The role of DNIC is firmly established
by now as vasodilator (33), as effective mediator for S-nitrosation of thiols and active
participant in the reaction equilibria of thiols (240). Whether endogenous DNIC can also act
as a direct effector per se (for example as NO donor or modulator of gene expression or
apoptosis) remains to be seen.

C. Binding to human estrogen receptor α(ERα)
It was recently reported (106) that nitrite anions act similar to estradiol on the growth and
gene expression of cultured human MCF-7 breast cancer cells. The administration of low (1
μM) nitrite dosages promoted cell growth, induction of mRNA of progesterone receptors
and the pS2 promoter. Nitrite also promoted recruitment of the exogenously expressed ERα
to the pS2 promoter. These effects are very similar to those observed by administration of
the estradiol hormone. These findings may have significance for the etiology of breast
cancer, where estrogens like estradiol are known to play an important role. A similar effect
of nitrate could be inhibited by the oxidoreductase inhibitor diphenyleneiodonium (DPI).
This inhibition suggests that nitrate be active indirectly after conversion to nitrite by
oxidoreductases like xanthine oxidase (cf section 7. C). The dose dependence revealed that
the nitrite competes with estradiol for binding to ERα. It suggests that nitrite anions interact
directly with the ligand-binding domain of ERα (106). The close homology of ERα to the
other ERβ class of estrogen receptors suggests that nitrite may activate other steroid
receptors as well.

10: DISCUSSION: THE LEVEL OF OXYGEN DETERMINES THE PATHWAY
FOR REDUCTION OF NITRITE

Section 7. gave an overview over the various enzymatic mediators that have been found to
reduce nitrite to NO. Of these pathways, only XO seems seems active at any degree of
oxygenation via process II (cf Fig. 5). The other mechanisms share the common feature of

van Faassen et al. Page 31

Med Res Rev. Author manuscript; available in PMC 2010 September 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



being activated by low oxygen levels (cf table III and Fig 9). Their reduction pathways
become significant only when the local oxygen level falls below a certain threshold.

The numbers in table IV show that the threshold for deoxyHb distinguishes itself from the
others: At a value of [O2] ~ 30 μM, deoxyHb already starts to reduce nitrite. Such oxygen
levels are near the lower end of the normoxic regime. The remaining mechanisms are
activated in the range of 20 - 2 μM, a range we classified as “hypoxia”. DeoxyHb is also
special in that it is confined to the blood stream only. Although whole blood is a very hostile
environment for NO, the rapid scavenging of free NO by oxyHb makes improbable that the
release of NO by deoxyHb could contribute significantly to the activation of guanylate
cyclase in the smooth muscle cells as long as a sizable fraction of Hb remains oxygenated.
Therefore, under normoxic conditions, endothelial NO production determines vascular tone.
even though some nitrite is already being reduced to NO in the bloodstream. The situation
changes if oxygen levels fall further and the tissues become hypoxic. The fraction of
deoxyHb rises and accelerates the release of NO from the RBC. Simultaneously the fraction
of oxyHb falls, survivability of NO improves and helps to maintain the blood flow. Upon
deep hypoxia, the additional mechanisms are successively activated until, finally, oxygen
starts to be the limiting factor for the rate of mitochondrial respiration as well ([O2] < 2 μM,
cf table III). However, the role of nitrite is not determined by oxygen levels alone. The
properties of the affected tissues are also highly relevant as the enzymatic effectors of nitrite
reduction are not expressed to the same extent in all tissues. For example, the myoglobin
mechanism should have higher relevance in myocardial tissues than blood vessels that lack
Mb (244). The eNOS mechanism should affect the direct periphery of the endothelium. In
addition, eNOS has been identified recently in membranes of human RBC by means of
microscopy (245) and Western blotting (246). The mitochondrial mechanism and xanthine
oxidase should have particularly high relevance for liver tissue etc. But XO has also been
identified on the outer membrane of human epithelial and endothelial cells (247) as well as
RBC’s (246). In vascular tissues, therefore, deoxyHb, eNOS and XO appear colocalized and
the hypoxic response may involve a combined effect of these mediators. This problem was
recently addressed in ref (246), where it was concluded that deoxyHb and eNOS dominate
the nitrite reductase activity in the circulation under physiological pH. Given the variability
in composition of various tissues,, the relevance of a given endogenous nitrite pool will
depend very much on the severity of hypoxia, local pH and the enzymatic composition of
the affected tissue.

This review is concerned with endogenous pathways for the reduction of nitrite to NO
radicals under hypoxia. Little has been said about the downstream effects elicited by such
“hypoxic NO”. It is certain that the significance of such NO goes far beyond just
vasodilation or regulation of mitochondrial respiration. In recent years, it has become clear
that the presence of NO does affect the hypoxic response of cells or tissues. This is partially
mediated by modulation of gene expression by NO itself, partially via interference with the
cellular apparatus for hypoxic signalling (243). For example, inhibition of mitochondrial
respiration by NO was reported to redirect the remaining oxygen to prolyl hydroxylases
(248). The activation of these hydroxylases prevents accumulation of the Hypoxia Inducible
Factor 1α (HIF1α), and inhibits the normal hypoxic cellular response (248). Phrased
otherwise, the accumulation of HIF1α is affected by NO via the status of the mitochondrial
respiratory chain. Such indirect secondary effects should be kept in mind when considering
“the effect of nitrite under hypoxia”. Such an attractively simple “effect” is not likely to
exist at all. Instead, one has to face a basic phenomenon of nitrite reduction where the
reaction itself will usually involve several reaction pathways operating simultaneously, with
the outcome depending on the tissue type and profile of the enzymes expressed. It really is a
highly complex phenomenon even within the stringent boundary conditions on acidity,
temperature etc as exist in mammalian physiology. While this complexity may seem a
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deterrent for research at first, it may ultimately offer new therapeutic opportunities
(108,249–252). Precisely this complexity raises the prospect that nitrite therapy will find a
very wide range of useful applications.

11 PROSPECTS AND IMPLICATIONS FOR CLINICAL PRACTICE
The preceding sections have discussed various pathways for the reduction of nitrite to free
NO radicals. We note that these pathways are operational in mammalian tissues if oxy gen
levels fall to hypoxic or anoxic levels (for the definition of these thresholds, cf. section 3).
These pathways seem significant for human physiology: A growing corpus of experimental
and statistical data confirms that nitrite mediates a succession of signaling events as oxygen
levels fall from physiological levels to zero. Therefore, individual nitrite signalling pathways
can be easily “activated” and deactivated in a “switch mode” fashion, depending on local
oxygen level. Importantly, these signalling cascades can be (de)activated independently
from blood flow because of the abundance of nitrite in tissues, organs, plasma and blood
cells (cf section 2).

The hypoxic release of NO from nitrite has potential for clinical applications in any disease
where not only hypoxia but also an altered NO bioavailability is relevant. This opens a very
wide field for research into potential diagnostic and therapeutic benefits of nitrite in a
clinical setting in the near future (108,249–252). Among the many different topics,
therapeutic benefits of nitrite seem particularly promising in four systems: Support of
systemic blood flow, protection against ischemia-reperfusion injury, promotion of
endothelial reconstruction after injury, and effects on the gastrointestinal tract.

Support of systemic blood flow under hypoxia
The nitrite-dependent regulation of vascular tone and thus blood flow under hypoxia seems
clinically relevant at the level of the conduit arteries and the microcirculation. This point is
evidenced by the following examples:

i. normal conduit arteries are not as exposed to reversible hypoxia as microvessels.
But during vasospasm, in particular in the cerebral circulation due to its unique
innervation and susceptibility to hypercontraction of the vascular smooth muscles,
a significant drop of oxygen tension may occur. In primates it has been shown that
infusion of nitrite selectively dilates spastic cerebral arteries (89) without any
dilatation further downstream. This points to the possibility that nitrite might be
tested in clinical trials as a therapeutic to selectively reverse cerebral vasospasm in
patients without concomitant drop in systemic blood pressure as seen with other
NO donors.

ii. Human plasma nitrite shows arterial-venous gradients at rest (cf section 2). These
gradients become more pronounced under exercise. The gradients indicate
consumption of nitrite during passage through the microcirculation and along the
natural oxygen gradient within the vasculature (44,45,57). The concomitant
generation of NO was not assayed but seems plausible. Plasma levels of nitrite post
exercise were independent predictors of stress endurance and power in healthy
subjects. This suggests that nitrite play a role in the hemodynamic adaption during
exercise (253). After exercise, plasma nitrite is generally enhanced over basal
values. However, in healthy volunteers the enhancement by exercise is less
pronounced as age increases. Most importantly, the enhancement by exercise is
strongly reduced in patients with coronary artery disease (254). These findings not
only point towards the significance of nitrite dependent regulation of blood flow
during stress and hypoxia but also may open new avenues in the diagnosis of
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endothelial dysfunction in patients via measurement of nitrite “reserve” at rest and
during exercise.

iii. During crisis in sickle cell disease local areas of hypoxia occur within the
circulation due to obstruction of blood flow. The obstructions manifest impaired
rheologic properties of the red blood cells. NO and also the NOS substrate L-
arginine have been shown to improve rheologic function of red blood cells (255).
Although untested, nitrite might be potentially useful to selectively provide NO in
an oxygen-dependent fashion to those sites to improve red blood cell function,
prevent further lysis of red blood cells, and thus improve blood flow (88,255).

Protection against damage from ischemia-reperfusion
Ischemia is defined as a hypoxic condition with no blood flow. There is a graded overlap to
“low flow” hypoxia. Under both conditions oxygen levels are in the very low range close to
anoxia (cf section 3, table III). Prolonged oxygen deficiency is known to cause irreversible
damage to tissues, with the brain being particularly sensitive to hypoxia (28). Reperfusion
after ischemia might induce acute additional organ damage due to the formation of reactive
oxygen species (ROS) upon reoxygenation. On a longer timescale, inflammatory processes
contribute to ischemic damage. The mechanism of nitrite-dependent cytoprotection after
ischemia/reperfusion appears highly complex and apparently involves multiple pathways.
The inflammatory reaction involving endothelial activation and diapedesis of leukocytes is
inhibited by NO. The latter acts as antagonist to expression of cell adhesion molecules on
the endothelial membrane. As a result, leukocyte adhesion to the endothelium is strongly
suppressed (256, 257). It is known that free NO enhances the expression and binding
activity of HIF-1α protein (258). NO also protects by suppressing the abnormal proliferation
of vascular smooth muscle cells (259). It was noted above that nitrite as well as NO enhance
the level of S-nitrosothiols in the extra- and intracellular compartments (33). Although
neither nitrite nor NO per se are effective S-nitrosating species in vitro, the presence of
transition metal ions may catalytically accelerate the S-nitrosation of thiols in biological
systems (33). Such enhancement of S-nitrosation may have high significance as this
modification inhibits the transcriptional activity of inflammatory transcription factors like
AP1 and NF-κB, thereby helping to maintain the endothelial cells in quiescent state. S-
nitrosation of the sarcolemmal ryanodine receptor in cardiac muscle is necessary for the
normal receptor function (260). S-nitrosation of thiol residues in N-ethylmaleimide-sensitive
factor (NSF) regulates granule exocytosis from activated platelets (261). Platelet activity
itself is downregulated in presence of free NO as well as S-nitrosothiols. All these various
pathways combine to dampen the inflammatory response.

Nitrite is easily reduced to NO during ischemia and might act antagonistically on various
ROS related signalling cascades and thus ameliorate the damage from ischemia-reperfusion.
This could be of major importance in acute myocardial infarction or stroke, in particular
during the resuscitation stage. The beneficial effect of nitrite has been demonstrated in
several experimental models of global hypoxia/ischemia (cf examples quoted in section 5).
Further randomized controlled trials are under way to substantiate this hypothesis derived
from various ex vivo, in situ and in vivo models of ischemia-reperfusion. Closely related to
this area are the potential applications of nitrite in preservation of excised organs during
transplant operations.

Endothelial reconstruction
Another promising field could be vascular healing, in particular the reconstruction of
damage to the endothelial lining of the vascular tree. If free oxygen concentrations fall
below ca. 10 μM, the normal L-Arginine pathway of eNOS is impaired due to oxygen
starvation (cf. section 7. E.). However, eNOS starts to release free NO from nitrite. NO has
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been shown to promote the mobilization and function of endothelial progenitor cells (EPC)
derived from the bone marrow (262,263). Conversely, endogenous NOS inhibitors like
asymmetric dimethylarginine (ADMA) were found to suppress the mobilization,
differentiation and function of EPC (264). The same correlations are observed in diabetic or
age-related endothelial dysfunction (265). The number of EPC circulating in blood
correlates positively with endothelial function (266,267) and can be used to quantify
cardiovascular risk. Intriguingly, in a clinical setting, several recent studies (268,269) noted
a correlation between EPC count and colony formation on the one hand, and plasma nitrite
concentrations on the other.

Stimulation of angiogenesis and arteriogenesis
Local occlusion of blood vessels leads to chronic ischemia in the downstream tissues. So far,
no drugs are available that promote new vessel formation (angiogenesis) selectively in the
affected regions only (252). Although many angiogenic compounds are known (like VEGF,
angiotensin II, or losartan) they share the problem that their action is systemic rather than
local and that vascularization is promoted in healthy tissues as well. Local rather than
systemic angiogenic activity was recently reported (101) for nitrite. Protracted
administration of nitrite significantly promoted local angiogenesis and and tissue perfusion
in a hind-limb ischemia mouse model. These preliminary results look particularly promising
in that the effect was obtained with low and safe doses of nitrite.

Immunity and gastrointestinal system
Substantial quantities of nitrite are ingested daily via nutrition. Part of this nitrite derives
from reduction of nitrate by commensal bacteria in the mouth and upper gastrointestinal
tract (cf section 8). Subsequent reduction of the nitrite in the stomach regulates the function
of the mucosal barrier and the blood flow within the stomach lining (270). A recent study
reported potent gastroprotective effects of dietary nitrate in a rat model of NSAID-induced
gastric ulcers (32). Further down the gastrointestinal tract, nitrite is subject to extensive
metabolic signalling by commensal bacteria resident in bowels (271). As yet, little is known
about the interaction of nitrite with these bacteria and its interaction with various nutrients.
Such pathways might have relevance for inflammatory bowel diseases and aspects of innate
immunity. Patients subjected to artificial ventilation have reduced NO/nitrite levels in the
upper gastrointestinal tract as this upper part is bypassed by the ventilating tubes (272).
Although unconfirmed as yet, it has been speculated that such anomalous nitrite levels affect
immunity in critical ill and artificially ventilated patients in hypoxic regions of the
gastrointestinal tract and the circulation (272).

Outlook and clinical significance
So far, the majority of data on effects of nitrite under hypoxic conditions were collected
from animal models. However, preliminary studies in humans seem to confirm the
importance of nitrite for regulation of vascular tone and support of blood flow under
conditions of oxygen deficiency. Clearly, prevention of cerebral vasospasm, improvement of
pulmonary ventilation in respiratory syndromes, functional preservation of transplanted
organs, endothelial reconstruction and adaptation to chronic hypoxia are all targets of high
clinical relevance. In the near future larger clinical trials will emerge to assess the
significance of nitrite signalling in human pathology and disease. The authors hope that this
review will stimulate and contribute to future research in this promising area.
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L1ST OF ABBREVIATIONS

ADMA asymmetric dimethylarginine, endogenous NOS inhibitor

AMP adenosine monophosphate, also called 5′-adenylic acid

AMP adenosine monophosphate, also called 5′-adenylic acid

AP1 activator protein-1, inflammatory transcription factor

ATP adenosine triphosphate

BEND3 immortalized murine brain microvascular endothelial cell line

BH4 tetrahydrobiopterin

cGMP cyclic guanosine monophosphate

Cp ceruloplasmin

C-PTIO carboxy-2-phenyl-4,4,5,5,-tetramethylimidazoline-1-oxyl 3-oxide

CPR cytochrome P450 reductase

CYP cytochrome P450

DBA 2,3-dihydroxybenz-aldehyde

DETC diethyldithiocarbamate ligand

DNIC dinitrosyl iron complex

DPI diphenylene iodinium

eNOS endothelial isoform of nitric oxide synthase

EPR electron paramagnetic resonance

EPC endothelial progenitor cell

ERα estrogen receptor α

FAD flavin adenine dinucleotide

FMN flavin mononucleotide

GTN glycerol trinitrate, nitroglycerin

Hb hemoglobin

HbNO nitrosylated haemoglobin

HIF-1 hypoxia inducible factor-1, a heterodimer with subunits HIF-1α and HIF-1β

iNOS inducible isoform of nitric oxide synthase

I/R ischemia-reperfusion

ISC iron-sulfur clusters
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LIP labile iron pool

LNA Nω-nitro-L-arginine, NOS inhibitor

L-NAME L-arginine methyl ester, NOS inhibitor

L-NIO N-iminoethyl-L-ornithine, NOS inhibitor

Mb myoglobin

MCF-7 human breast adenocarcinoma cell line

metHb methemoglobin (ferric Fe3+-Hb)

metMb metmyoglobin (ferric Fe3+-Mb)

MGD N-methyl-D-glucamine dithiocarbamate ligand

MNIC mononitrosyl iron complex

mRNA messenger ribonucleic acid

NADH nicotinamide adenine dinucleotide

NADPH nicotinamide adenine dinucleotide phosphate

NF-κB nuclear factor κB

nNOS neuronal isoform of nitric oxide synthase

NOS nitric oxide synthase

NSAID non-steroidal anti-inflammatory drugs

NSF N-ethylmaleimide-sensitive factor

PCr phosphocreatine

Q-cycle mitochondrial reaction sequence for ATP generation

RBC red blood cell

rtPA recombinant tissue plasminogen activator

SNO-Hb S-nitroso hemoglobin

SOD superoxide dismutase

TTFA thenoyl trifluoro-acetone (inhibitor of mitochondrial complex II)

UQ ubiquinone

VEGF vascular endothelial growth factor

WT wild type

XO xanthine oxidase
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Figure 1.
Kinetics of the reaction between human deoxyHb (50 μM) and nitrite (10 mM) at pH 7.4
and 37° C. (A) UV/VIS absorption spectra were deconvoluted to determine the percentage
of each species as a function of time. DeoxyHb is observed to form equal amounts of metHb
and iron-nitrosyl-Hb. Deviation from first order behavior is evident in the curve for decay of
deoxyHb, having a sigmoidal shape. (B) The instantaneous rate of the reaction shown in
panel A where the negative of the slope of the decay curve for deoxyHb is plotted as a
function of time. (C) Nitrite (10 mM) was reacted with Hb (50 μM) at various oxygen
tensions. The initial rate of the reaction is plotted. (A, B from (114), C from (111) with
permission).
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Figure 2.
Oxygen-dependence of nitrite reductase activity of hemoglobin. As oxygen tension increases
the amount of deoxyHb (blue trace) decreases while the amount of R-state Hb (and free
hemes in R-state Hb tetramers, red trace) increases. The nitrire reductase activity (gray)
depends on both of these factors and is maximal at the P50. It should be noted that this figure
is merely illustrative and the precise oxygen tension dependencies are more complex yet
give a similar result. From (7) with permission.
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Figure 3.
The N2O3 forming reaction of nitrite and hemoglobin may regulate the export of NO from
the erythrocyte. Hemoglobin deoxygenation (purple) occurs preferentially at the
submembrane of the red blood cell as it traverses the arteriole. Nitrite reacts with deoxyHb
to metHb and free NO. Much of this NO binds to hemes of deoxyHb or reacts with oxyHb to
form nitrate and metHb. MetHb binds nitrite to form an adduct with some Fe2+-NO2
character (Hb- ). This species reacts quickly with NO to N2O3 which can diffuse out of
the red cell, later forming NO or extracellular S-nitrosothiols. Low molecular weight
nitrosothiols may contribute to exportable vasodilatory activity. (from (123) with
permission).
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Figure 4.
Depending on ambient oxygen, myoglobin acts as a dioxygenase or as a nitrite-reductase.
Under normoxia, oxymyoglobin acts as an NO-scavenger, protecting the mitochondria from
inhibition by NO) (left). Under hypoxia, myoglobin changes its function from a dioxygenase
to a nitrite-reductase. Now it converts nitrite to free NO (right), regulating mitochondrial
respiration and myocardial function.
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Figure 5.
Depending on the substrate, nitrite may be reduced to free NO at the Molybdenum site of the
XO enzyme. Process I is progressively inhibited by oxygen. Process II continues to operate
even under normoxia.
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Figure 6.
Kinetics of NO formation in a single flask of cultured BEND3 cells under anoxia and
normoxia. The MNIC yields are given as function of incubation time of the trapping
experiment. The anoxic values (solid squares) were taken from (19) with permission. The
accuracy of the MNIC yield is ca 10 %.
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Figure 7.
Possible sites of nitrite reduction in mitochondria at complexes III and IV of the respiratory
chain. Abbreviations: R - Rotenone, M - Myxothiazol, A - Antimycin A, T -
Thenoyltrifluoroacetone, CN – Cyanide, UQ – Ubiquinone, UQH2 – ubiquinol, Q•−-
semiquinone radical anion, Cyt – Cytochrome.
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Figure 8.
Many vegetables including spinach, lettuce and beetroot are extremely rich in inorganic
nitrate. Ingested nitrate from dietary sources is rapidly absorbed in the small intestine and in
the circulation it mixes with endogenous nitrate from the NO pathway. While much of the
circulating nitrate is eventually excreted in urine, up to 25% is actively extracted by the
salivary glands and concentrated in saliva. In the mouth commensal anaerobic bacteria
effectively reduce nitrate to nitrite by the action of nitrate reductase enzymes. Until recently
this entero-salivary circulation of nitrate and bacterial reduction to nitrite has received
attention only because of nitrites ability to form potentially carcinogenic nitrosamines.
However, the link between dietary nitrate and gastric cancer is still very uncertain despite
more than 40 years of active research. More recently it was shown that in the acidic stomach
nitrite is spontaneously decomposed to form nitric oxide and other bioactive nitrogen oxides
which serve to regulate important physiological functions. Gastric NO helps to kill ingested
pathogens and also protects the gastric mucosa against luminal aggressors via stimulation of
mucosal blood flow and mucus generation. Moreover, much nitrite is also absorbed intact
into the ciculation and can convert back to bioactive NO in blood and tissues. This
enterosalivary nitrate circulation and serial reduction to nitrite and NO explains the recently
described reduction in blood pressure seen after dietary supplementation with nitrate. It has
been suggested (216) that the well-known cardioprotective effects of a diet rich in
vegetables is related to their high nitrate content.
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Figure 9.
Schematic representation of the ranges of oxygenation where the various pathways for
reduction of nitrite are active. For cytochrome P450 no definite data exist yet, but this
pathway is likely to function only in near complete absence of oxygen (cf section 7. D). The
two different reaction processes for XO were explained in fig 5. The vertical lines indicate
the boundaries between anoxia, hypoxia, normoxia and hyperoxia as defined in table III.
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Table II

Concentration of various nitrogen oxide species in plasma from the blood circulation of resting adults on a
normal diet (adapted from ref (45)). HMW-SNO and LMW-SNO are S-nitrosothiols of high and low
molecular weight, respectively. SNO-Hb is S-nitrosated hemoglobin. Lower values of plasma nitrite were
reported in (44), with arterial plasma nitrite of 176 ± 10 nM, and venous plasma nitrite of 143 ± 7 nM.

species Artery Vein

Plasma nitrate (μM) 40.7 ± 4.5 41.3 ± 4.5

Plasma nitrite (nM) 540 ± 74 466 ± 79

Plasma LMW-SNO bd bd

Plasma HMW-SNO (nM) 45 ± 15 63 ± 13

SNO-Hb ¶ (nM) 161 ± 42 142 ± 29

bd: below detection limit of ca 25 nM

¶
concentration of SNO-Hb in the red cell fraction.
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Table III

proposed definitions for oxygen status of tissues. [O2] refers to the concentration of free oxygen. An oxygen
pressure of 1 Torr = 1 mm Hg corresponds to a free oxygen concentration [O2] = 1.32 μM in H2O at 37 °C.

Status of tissue [O2] pO2(Torr)

hyperoxia > 130 μM 100

normoxia 20 –130 μM 15 – 100

hypoxia 2 – 20 μM 1.5 – 15

anoxia < 2 μM < 1.5
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Table IV

Selection of free oxygen concentrations with relevance for human physiology. Note that half-loading points of
Hb and Mb in animals may be different (eg rats have Hb with P50~35 – 40 Torr). The partial oxygen pressure
pO2 is expressed in a range of units, like 1 Torr = 1 mm Hg =0.13 % O2. When in equilibrium, a partial
pressure of 1 Torr O2 implies that aqueous buffers contain a free oxygen concentration of 1.32 μM (37 °C) or
1.84 μM (20 °C).

[O2] (μM) pO2 (Torr)

286 160 in cell cultures at 20° C under atmosphere of 760 Torr with 21 % oxygen

214 160 in cell cultures at 37° C under atmosphere of 760 Torr with 21 % oxygen

130 98 oxygen pressure in normoxic arterial blood

35–40 27 – 31 oxygen pressure in normoxic venous blood

35 27 half-loading point of human adult Hb at 37° C in whole blood (in presence of CO2, variations due to the Bohr
effect)

20 15 normal O2 level in non-exercised muscle (58)

20–50 15 – 38 HIF-α subunits are stabilized and start to accumulate, HIF heterodimers activate hypoxia-sensitive genes (62,53).
HIF trigger levels adapt to local oxygen levels (54,55)

10 7.6 L-Arg → L-Citrulline conversion by eNOS is progressively slowed if [O2] < 10 μM (63)

4 3.0 half-loading point of human Mb at 37° C

2 1.5 oxygen deficiency becomes rate-limiting for mitochondrial respiration (58,64)
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Table V

selection of partial oxygen pressures measured in normoxic tissues of adult mammals. 1 Torr = 1 mm Hg

animal tisue pO2 (Torr) method reference

rat kidney, periportal 70 electrochemical (65)

rat kidney, perivenous 35 electrochemical (65)

rat renal cortex 50 electrochemical (56)

rat renal medulla 15 electrochemical (56)

rat liver surface 70 – 77 19F NMR (66,67)

rat brain, periarteriolar 75 Fluorescence quenching (68)

rat cerebral cortex 35 ± 10 EPR linewidth (69,70)

rat spleen 80±20 19F NMR (67)

rat lung 73±20 19F NMR (67)

mouse renal cortex 23 EPR linewidth (71)

mouse renal medulla 15 EPR linewidth (71)

rabbit resting muscle 21 Microprobe catheter (15)

pig arterial blood 75 19F NMR (72)

pig venous blood 37 19F NMR (72)

pig liver 20 19F NMR (72)

pig spleen 25 19F NMR (72)

pig working heart 35 – 63 electrochemical (73)

dog LV-heart 5 – 20 electrochemical (74)

human arterial blood 90 electrochemical

human venous blood 40 electrochemical

human Resting muscle 24 Microprobe catheter (75)

human Working muscle 8 Microprobe catheter (75)
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Table VI

Effect of pH and substrate on the release of NO by 0.02 mg/ml XO. The nitrite concentration is fixed at 1 mM.
The rates of release are in nmol·mg−1·s−1

pH 6.0 7.4 8.0

Xanthine (10 μM) 2.15 ± 0.10 1.87 ± 0.09 0.34 ± 0.03

NADH (1mM) 0.70 ± 0.05 0.30 ± 0.03 0.11 ± 0.01

DBA (0.1mM) 1.96 ± 0.10 0.76 ± 0.05 0.45 ± 0.04
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