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a b s t r a c t

Many living beings use exogenous and/or endogenous gases to attain evolutionary benefits. We make a
comprehensive assessment of one of the major gaseous reservoirs in the human body, i.e., the bowel,
providing extensive data that may serve as reference for future studies. We assess the intestinal gases in
healthy humans, including their volume, composition, source and local distribution in proximal as well
as distal gut. We analyse each one of the most abundant intestinal gases including nitrogen, oxygen,
nitric oxide, carbon dioxide, methane, hydrogen, hydrogen sulfide, sulfur dioxide and cyanide. For every
gas, we describe diffusive patterns, active trans-barrier transport dynamics, chemical properties, intra-/
extra-intestinal metabolic effects mediated by intracellular, extracellular, paracrine and distant actions.
Further, we highlight the local and systemic roles of gasotransmitters, i.e., signalling gaseous molecules
that can freely diffuse through the intestinal cellular membranes. Yet, we provide testable hypotheses
concerning the still unknown effects of some intestinal gases on the myenteric and submucosal neurons.

© 2024 Elsevier B.V. and Société Française de Biochimie et Biologie Moléculaire (SFBBM). All rights
reserved.
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Atmosphere Stomach Colon (Flatus) Breath

Nitrogen (N2) 78 z78 ± 1.0 65 ± 21 z78 þ 3.5
Oxygen (O2) 21 z15 ± 0.7 2.3 ± 1.0 16 ± 1.0
1. Introduction

Many living beings make use of the mechanical and/or chemical
properties of gases to increase their likelihood of survival. For
example, planktonic prokaryotes and Haloarchaea [1,2] modify
their overall cellular density by inflating and deflating gas-filled
cytoplasmatic micro-structures termed gas vesicles [3]. Gases can
be actively produced by living organisms. For instance, carbon
monoxide is generated by the aeriform cells of the Siphonophore
Physalia physalis, which uses an enlarged float filled with gas as a
sail to travel by wind on the sea surface [4,5]. Also, exchanges of
exogenous gases are crucial to attain aerobic cellular respiration in
plants and in animals supplied with circulatory systems.

We focus on an eminent gaseous reservoir in the human body,
i.e., the intestine. The first analyses of the intestinal gases date back
to the seminal works of F€orster [6] and Levitt [7]. On their trail, we
aim to update the physiological roles of the gases that can be found
in the healthy human intestine, trying to answer the following
questions.

1) What kind of exogenous and exogenous gases can be found in
the human intestine?

2) How are the endoluminal gases generated and/or dispersed?
3) What are the physiological roles of the intestinal endoluminal

gases?

At first, we will analyse volume, composition, local distribution
and source of intestinal gas in healthy human individuals. Then, we
will describe the intra-/extra-intestinal physiological roles of each
one of the most abundant intestinal gases.
Carbon dioxide (CO2) 0.04 z7 ± 2.1 9.9 ± 1.6 4 ± 0.4
Hydrogen (H2) Traces Traces 3 ± 0.7 Traces
Methane (CH4) Traces 0 14.4 ± 3.7 Traces
Hydrogen sulfide (H2S) Traces 0 Traces Traces
Sulfur dioxide (SO2) Traces Traces Traces 0
2. Intestinal gases: generalities

Quite variable gaseous concentrations can be measured in in-
testinal lumen, faeces and breath, depending on the quantity and
quality of the ingested food, the host/bacterial metabolic processes
and the technique used for the assay [8]. The total weight of human
intestinal gas amounts to just a few grams, while the total gaseous
intestinal volume can be quantified, with a certain approximation,
in z100e500 cm3 [9e11]. The source of intestinal gas is twofold
[12].

1) Exogenous swallowed air.
2) Endogenous gases produced by:

a) Intraluminal fabrication by the host organism.
b) Intraluminal fabrication by commensal microorganisms.
c) Trans-membrane diffusion from bloodstream into the intes-

tinal lumen.

The composition of human intestinal gas varies along the
gastrointestinal tracts [13]. See the Table for quantitative details.
Swallowed air is the major source of nitrogen (N2) and oxygen (O2),
while carbon dioxide (CO2) comes both from swallowed air and
intestinal production [7]. A large amount of intestinal gases is
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generated by microorganismal fermentation in the human colon
[14]. These gases include carbon dioxide (CO2), hydrogen (H2),
methane (CH4) [11]. The sum of N2, O2, CO2, H2 and CH4 accounts for
more than 99% of the expelled intestinal gas [12]. The remaining 1%
is composed of odoriferous substances including hydrogen sulfide
(H2S), sulfur dioxide (SO2), sulfur-containing mercaptans, ammonia
(NH3), indole, skatole, volatile amines, acetic acid, propionic acid,
butanoic acid, isobutyric acid, pentanoic acid, etc [11,15].

The gaseous production varies according to the age. To provide
an example, the intestinal gases and faecal short-chain fatty acids
produced by the gut microbiota of preterm infants increase during
the first 4 weeks of life [11]. The dietary uptake deeply affects the
amount of some intestinal gases. In particular, the following
fermentable foods are known to increase intestinal gas production
[16].

a) Non-absorbable carbohydrates such as lactulose and mannitol.
b) Incompletely absorbed carbohydrates such as lactose, fructose,

sorbitol.
c) Sulfur-rich foods such as beans, pork, onions, cabbage and

cauliflower.

A we shall see later, some gaseous substances can be detected
after carbohydrate load using breath tests as markers of colonic
carbohydrate fermentation [17e19].
Table. Approximate percentage of different gases in various
human anatomical districts. The values can vary significantly
depending on the state of the human body and what is eaten. In-
testinal gases may be present in widely different proportions in
each bowel region, depending on manifold factors. Data extracted
from: [7,12,17e1919].

2.1. Gaseous exchanges between intestinal lumen and blood

Most of the intestinal gases crosses the barrier between the
intestinal lumen and the blood by means of passive mechanisms
governed by the Fick's law of diffusion [20]. The blood gases are
defined as the mixture of gases dissolved in the fluid fraction of
blood or transported by carriers such as., e.g., haemoglobin and
urea nitrogen. In the human gut, the gradient between the gaseous
mixture's partial pressures in the intestinal lumen and in the
bloodstream dictates the direction of gases exchanges. The formula
provided by F€orster [6] summarizes the physiological basis of
passive gas exchange in the intestine.
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Where V is the total intraluminal gaseous volume, PL and Pc are,
respectively, the partial intraluminal and extraluminal gaseous
pressures, PB in the barometric pressure, 47 is the pure pressure of
water at 37�. K is a transfer coefficient depending on the type of gas.
For instance, N diffuses through the epithelial intestinal barrier
slowly than O2 and CO2 [18]. Since gases have been traditionally
deemed to diffuse freely and passively, previous studies focused
mainly on production and reactivity rather than diffusion and
transport [21]. Still, the discovery of gas pores has raised the
intriguing possibility of active cellular modulation of gas diffusion.
Many gases can cross different compartments by means of trans-
membrane channels [22]. Recent observations suggest that the
highly conserved and widely diffused intramembrane channels
termed aquaporins (AQPs) transport not just water molecules, but
also gases [23]. AQP water channels represent a major transcellular
route for water and gas transport in the gastrointestinal tract also
during inflammatory processes (Miller et al., 2010; Zhu et al., 2016;
Meli et al., 2018) [24e26]. Different AQPs isoforms have been found
in the stomach, small and large intestine, everyone preferentially
distributed in distinct cell types [27]. For instance, Aquaporin 3 is a
water, glycerol and H2O2 transporting channel expressed in colonic
epithelial cells that is able to affect epithelial tight junction's
integrity and permeability [28].

2.2. Patterns of flatus and gaseous volumetry

As the healthy human individual generates 0.6e1.8 L of gas per
day, it follows that discard must be continuous. The mechanisms of
removal are multiple: microorganismal consumption, host con-
sumption, absorption into the systemic circulation and ensuing
expulsion, occurring through the breath, belching, eructation and,
above all, flatus [17,29,30]. The data concerning frequency and
volume of flatus vary widely, with some subjects passing gas more
often than others. The mean total volume of intestinal gases ranges
in different studies fromz260 [31] toz705 ml/die, with an upper
limit of 1800. On their usual diet, subjects pass gas fromz7 toz10
daytime evacuations, with an upper limit of 20. The record of
abdominal symptoms is rare in healthy subjects, corresponding to
z0.4 discomfort/pain per day [31]. Gender, age, and methane
production have no significant influence on frequency and volume
of flatus [17]. Flatus is produced also during the sleeping period, but
the rate is significantly lower than the daytime (median: 16 and
34 ml/h, respectively) [31]. Larger volumes of flatus are produced
after meals. Fiber-free diets decrease the total daily volume, sug-
gesting that fermentable gases make the highest contribution to
normal flatus volume. The addition to the diet of 10 g/day of the
nonabsorbable disaccharide lactulose increases flatus frequency to
z19 times/die. On flatulogenic diet, increased gas production leads
to increase in number not just of gas evacuations (z22/day), but
also of abdominal symptoms (z3 mean discomfort/pain per day)
[31].

2.3. Gaseous volumetry in gut segments

The intestine has an oro-anal length of z5 m, two-third of
which refers to the small intestine. The intestinal surface area is
~32 m2, of which about two refers to the colon [32]. In the undis-
turbed gut of healthy subjects, extreme volumetric variability can
be appreciated in every compartment, due to extra-intestinal
pressure, intestinal walls contraction and amount of ingested
foods. Alternating two contraction patterns periods (i.e., peristalsis
and segmentation), the gut can switch between different flow re-
gimes, optimizing nutrient absorption and minimizing detrimental
bacterial overgrowth [33]. Gaseous mixing, transport and trans-
barrier exchanges are strictly correlated with bowel movements.
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Gas is moved along the gut independent of solids and liquids,
actively propelled by the inner circular and longitudinal muscula-
ture [34]. Intestinal transit, and therefore intraluminal pressure,
can be also modified by a series of viscero-somatic reflexes trig-
gered by intraluminal lipidic nutrients, mechanical stimulation like
rectal distension, intra-abdominal volume load, etc [34]. In pres-
ence of foods, liquids and gases, the small bowel, which is empty
and closed most of the time, moves more frequently than the colon
[35]. With a large degree of approximation [36e38], the ascending
colon has a mean volume of z200 mL, the transverse colon of
z185 mL, the descending colon of z175 mL and the rectosigmoid
colon of z200 mL (including the faeces). In the ascending colon,
10% increases occur 90e240 min after feeding as the meal residue
enters the cecum [10]. The human mean fluid volume is lower in
the fasting colon that in the fasting small bowel (z13 versus
z54 mL, respectively). Fluids and gases are not homogeneously
distributed, rather are provisionally confined in separated fluid
pockets that increase in number after meals (mean number z5)
[10]. The total colonic fluid volume in almost entirely (~95%) stored
in the few fluid pockets (~10%) larger than 1 mL [39]. The intra-
luminal volume of the partially relaxed colon is mostly filled by
gases, since fluids and faeces occupy just a relatively small volume,
corresponding to a few dozen mL and z200 mL, respectively [39].

After the general description of the intestinal gases provided
above, in the next paragraphs we will analyse the physical and
biological features of each one of the most prominent intestinal
gases.

3. Physiology of individual intestinal gases

The physical/biological features of every intestinal gas will be
described. Production, consumption, excretion and disposal in
different gut compartments take part in the homeostasis of many
physiological processes involving both intestinal and extra-
intestinal organs [30]. A few gaseous molecules, namely hydrogen
sulfide, nitric oxide, carbonmonoxide and sulfur dioxide, have been
recently assigned to the mammalian family of gasotransmitters, i.e.,
signalling molecules freely diffusing through the intestinal cellular
membranes ([11] et al., 2021). We will see that they play physio-
logical/pathophysiological roles in processes such as stomach acid
release, smoothmuscles relaxation, heart contractility control, local
blood flow adjusting, inflammation activation, angiogenesis [41].

3.1. Nitrogen (N2)

Nitrogen supplies the main fraction of intestinal gases. Its con-
centration varies greatly with the diet, especially in the distal gut
[7,18]. It has long been believed that the intestinal N2 entirely came
from swallowed air. However, the gut commensals Klebsiella and
Clostridiales strains might produce ~0.01% of the standard nitrogen
requirement for humans [42]. Compared with other gases like O2
and CO2, N2 gradient diffusion between lumen and blood is much
slower [7]. This means that most of the intestinal N is not absorbed,
rather is propelled towards the distal intestinal tracts. While a N2
partial pressure gradient from the intestinal lumen to the blood
does exist in the duodenum and upper small bowel, downhill
gradients occur from blood to intestinal lumen in the colon after
beansmeals. The gradient established by CO2, CH4 and H2 produced
by commensal bacteria drives N2 diffusion from the bloodstream
into the colon [7]. Therefore, the gastric N2 comes entirely from
swallowed air, while a certain amount of N2 in flatus comes from
blood diffusion.

3.1.1. Physiological effects of N2

Contrary to the inert atmospheric nitrogen, the intestinal N2
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plays a role in nitrogenous compound metabolism. In the small
intestinal lumen, amino acids from alimentary sources and
endogenous proteins are deaminated, hydrolysed, incorporated or
degraded by the microbiota, in particular by Bacteroidetes [43,44].
Small intestinal N2 supply/recycling is crucial for colonic digestion/
absorption of endoluminal proteins/amino acids [45]. Nitrogen-
derived molecules like nitrated short-chain fatty acids are energy
substrates for both colonocytes and peripheral tissues. When the
dietary supply of N2 is deficient, urea nitrogen absorption from the
large intestine increases body protein synthesis/deposition [46].
Residual undigested luminal proteins and recovered amino acids
act as precursors for the synthesis of numerous metabolic end
products that work locally as well as systemically after absorption
[47]. Reactive nitrogen oxides such as nitric oxide, nitrite, nitrate,
nitrated fatty acids, N-nitrosamines peroxynitrite, S-nitrosothiols
are continuously manufactured in the colon [46,47].

3.1.2. Ammonia (NH3)
The N2-derived ammonia (NH3), produced by colonic intestinal

bacterial urease, is used not just by the surrounding bacteria as a
nitrogen source for amino acid synthesis [48], but also by enter-
ocytes via glutamate, glutamine, citrulline, and urea synthesis. It is
noteworthy that Helicobacter pylori produces NH3 using uric acid as
a substrate, to locally neutralize gastric acid and improve its sur-
vival chances in the highly acid gastric environment [48]. Able to
diffuse through the pores of the human Aquaporin 1 [20], NH3 can
be systemically absorbed causing hepatic encephalopathy in pa-
tients affected by liver cirrhosis.

Summarizing, intestinal N2 is crucially involved in the nitroge-
nous compound metabolism that is mandatory for the survival of
both intestinal host cells and microorganismal commensals.

3.2. Oxygen (O2)

The Oxygen concentration progressively declines throughout
the gut. The atmosphere contains about 21% O2, while the stomach
approximately 15e16%, since some of the swallowed O2 is adsorbed
through the intestinal vessels. Most of the O2 has been removed in
the colon, falling to z2% of the total gaseous amount [18]. The
human Aquaporin 1, abundantly distributed in the endothelial cells
of the gastrointestinal tract, facilitates O2 transport [25]. In the
colon, O2 diffuses from the bloodstream into the lumen, due to its
low pressure. However, at very high O2 intraluminal pressures,
mammals can absorb O2 through their intestines. Experiments in
rodent and porcine models, inspired by loaches that use intestinal
air breathing to survive under extensive hypoxia, demonstrated
that intra-rectal delivery of O2 attains systemic oxygenation
[49,50].

3.2.1. Physiological effects of O2

While the role of the atmospheric oxygen is correlated with the
aerobic respiration, the intestinal oxygen exerts different roles. The
scarce amount of intraluminal colonic O2 favours the proliferation
of essential anaerobic commensals [7]. The microbiome, together
with genes dependent on hypoxia-inducible factors, maintain the
hypoxic environment critical for mucosal cells’ nutrient absorption,
intestinal barrier function and innate/adaptive immune responses
[14]. Further, the hypoxic condition of the large intestine makes
various fermenting bacteria able to produce acetic acid, CH4 and
HS2 as energy sources [48].

Oxygen is a crucial component to build active molecules with
intestinal and extra-intestinal effects. Among them, hydrogen
peroxide and nitric oxide are of great physiological importance.
They will be discussed in the next paragraphs.
84
3.2.2. Hydrogen peroxide (H2O2)
The O2-derived hydrogen peroxide (H2O2) is a major redox

signalling molecule with effects on growth and differentiation.
Produced by cell-surface NADPH Oxidase enzymes, H2O2 shapes
both the colonic epithelial surface environment and the colonic
bacterial growth, in particular Citrobacter's growth [51]. The pro-
cess is favoured by the water channel Aquaporin-3 that accelerates
H2O2 uptake and intracellular accumulation, leading to down-
stream intracellular signalling [52]. The epithelial release of reac-
tive oxygen species such as H2O2 toward the intestinal lumen
provides an innate mucosal defensive mechanism after chronic
inflammation, as well as after exposure to dysbiotic microbiota
[53,54].

3.2.3. Nitric oxide (NO)
Oxygen enters the composition of the endothelial biosynthesis

of the gaseous signalling molecule nitric oxide (NO), the first of the
gasotransmitters to be discovered. NO is generated from O2, L-
arginine and NADPH by the enzyme nitric oxide synthase (NOS)
that reduces organic nitrates [47]. Displaying a half-life time of a
few seconds, the extremely active NO freely diffuses across mem-
branes, engendering transient paracrine and autocrine effects [41].
Via intracellular signalling in enteroendocrine cells, NO plays a role
in the release of gut peptides such as gastrin, cholecystokinin, etc
and is involved in anti-inflammatory processes, feeding behaviour,
glucose metabolism [41]. Further, NO promotes CCK-mediated
prevention of oesophageal acid reflux during digestion, gastrin
release, motilin-mediated contractility of gastric smooth muscles
(leading to relaxation of the fundic area after a meal), CCK-
mediated neurogenic vasodilatation in mesenteric and cerebral
arteries, GLP-1-mediated endothelium-dependent vasodilatation,
CCK2Rs-mediated inhibition on motor activity in distal colon, etc
[47].

Summarizing, intestinal O2 contributes to gut homeostasis in a
roundabout way. By one side, its shortage in the distal gut promotes
the homeostasis of anaerobic commensals essential to host's sur-
vival. By another side, O2 is one of the main constituents of
powerful active molecules that affect physiological phenomena
well beyond the gut.

3.3. Carbon dioxide (CO2)

Carbon dioxide is generated in various intestinal segments. The
CO2 content in the stomach is much higher than in the swallowed
air (5e9 vs 0.04%), since it is locally produced during the periods of
high gastric acid secretion via HCl neutralization by dietary bi-
carbonates [7,55]. Carbon dioxide partially diffuses from the prox-
imal intestinal lumen into the blood, but its absorption rate is not
enough to prevent accumulation in the duodenum and proximal
jejuneum. The intestinal CO2 enters red blood cells and is converted
to carbonic acid, which dissociates to hydrogen ion and bicarbon-
ate. Two-thirds of the bicarbonate is converted back to CO2 in the
lungs and expelled by exhalation [7]. Further amounts of jejunal
CO2 are generated by the degradation of dietary triglycerides to
fatty acids [56]. CO2 movements across cellular membranes are not
just passive, but also depend to a small extent on active transport
performed by aquaporin channels [20]. The amount of CO2 has
increased to z10.0% in the colon, with large variations depending
on the diet [18]. Colonic CO2 is a fermentative subproduct of the
bicarbonate/acid reaction performed by commensals such as Bifi-
dobacteria and butyrate-producing Clostridial clusters [15,57,58].
Although CO2 diffuses much more rapidly than H2, CH4, N2, and O2,
a part of the intraluminal gas diffuses into the bloodstream [16].
Therefore, the volume of the intestinal-produced CO2 is greater
than the volume passed in flatus [7].
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3.3.1. Physiological effects of CO2

Short-chain fatty acids (acetate, propionate and butyrate) are
the dominant fermentation acids that accumulate to high concen-
trations in the colon and produce large amounts of CO2 [58]. The
extreme acid load associated with high colonic pCO2 is partially
counteracted by the proximal colon epithelium's apical membrane
that provides resistance towards CO2 diffusion and confers cellular
protection [59]. Apart from the role in peripheral chemoreceptors'
activation during hypoxia [60,61], CO2 is involved in manifold
metabolic reactions. For instance, CO2 enters the composition of
carbon monoxide and lactate, discussed in the next paragraphs.

3.3.2. Carbon monoxide
(CO) is one of the known gasostransmitters. Contrary to the very

short-lived and labile NO, H2S and SO2, the hemoglobin-binded CO
is a relatively stable molecule with half-life time up to 4 h [41]. Its
biological functions are mainly related to the activation of soluble
guanylyl cyclase and, to a less extent, cytochrome P450 inhibition.
Synthesized by two enzymes, the produced CO acts on intestinal
bacteria to cause release of adenosine triphosphate, which in turn
activates inflammasome response and interlukin-1b production
[41,48].

3.3.3. Lactate
A crucial intermediate of carbon metabolism is the lactate, that,

produced in anaerobic conditions, stands for a readily combusted
fuel shuttled throughout the body as energy source [62]. A rela-
tively small number of lactate-utilizing colonic species produce
short-chain fatty acids, butyrate, acetate and propionate [58]. The
lactate produced in anaerobic conditions by Bifidobacterium and
Lactobacillus spp. contributes to the intestinal epithelial develop-
ment by increasing the expansion of Paneth and goblet cells [63]. It
is noteworthy that Bacteroides and Firmicutes isolates are suscep-
tible to growth inhibition by relevant concentrations of lactate and
acetate, whereas the lactate-producer Bifidobacterium adolescentis
are resistant [64]. Lactate may work as a whole-body metabolite
acting as a potent signalling molecule in the central nervous sys-
tem, impacting neuron/astrocyte activity in brain areas well beyond
the neuronal diffusion zone [62].

Summarizing, intestinal CO2 is produced in different ways in
various intestinal segments. Carbon dioxide's metabolites play
direct roles in pH homeostasis, energy production and intestinal
anti-inflammatory responses.

3.4. Methane (CH4)

Methane is produced by the human enteric microflora through
anaerobic fermentation of both endogenous and exogenous car-
bohydrates [17]. The human colonic concentration of methane
isz 14% [18], with differences observed according to the amount of
ingested fermentable dietary residues, time of the day and indi-
vidual variations [48]. To make a comparison, cattle produce
z250e500 Lt of methane every day, with an estimated emission
rate of 95e150 g/animal/day [7]. Just one/two third of healthy hu-
man adults produce methane, especially the population of middle
east and Africa [12]. There is no methane production below the age
of 3 years, while a rise is recorded from 14 to 18 years. Contrary to
H2, the colonic CH4 production is relatively constant throughout the
day. Human CH4 is produced in anaerobic conditions not by bac-
teria, but by methanogenic microorganisms of the Archea domain
[65]. Methanobrevibacter smithii is able to reduce CO2, methanol,
or acetate to CH4, using H2 as an electron donor [66,67]. Tiny
amounts of CH4 can be produced under hypoxic conditions to
counteract intracellular oxygen radical production not just by mi-
croorganisms, but also by host structures such as, e.g., rat
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mitochondrial subfractions and bovine endothelial cell cultures
[68]. In this case, CH4 is generated from phosphatidylcholine me-
tabolites containing both electron donor and acceptor groups [69].
Like H2, the intraluminal colonic CH4 diffuses to the blood for
gradient concentration, enters the splanchnic circulation and is
excreted through the breath) [48,70e72].

3.4.1. Physiological effects of CH4

Methane is not inert as previously thought. Recent studies have
provided evidence for methane bioactivity in various in vivo set-
tings [73]. It influences the enteric nervous system's cholinergic
pathway, increasing contraction amplitudes [74]. In guinea pig
ileum, CH4 delayed ileal peristaltic conduction velocity by
increasing contractility [75]. In radiolabelling experiments of small
intestinal infusion, CH4 slowed dogs' and guinea pigs' small intes-
tinal transit, by increasing bowel contractions oral and aboral to the
stimulus [76,77]. The increases in contractile activity correlated
with CH4 production have been associated with slowed intestinal
transit time and constipation-predominant irritable bowel syn-
drome [76,78,79]. Further, abundance inmethanogenic bacteria has
been positively correlated with chronic intestinal pseudo-
obstruction [17,80]. Rifaximin has been shown to improve chronic
constipation by altering methane production [81]. Patients with
irritable bowel syndrome are characterized not just by reduction of
methane producing microorganisms, but also by reduction of
butyrate producing bacteria, known to improve intestinal barrier
function [78,82].

High levels of exhaled CH4 can be detected in haemorrhagic
shock, since internal haemorrhage's bleeding causes reactive
changes of the mesenteric circulation [83]. During these hypoxic
events, CH4 production and subsequent mitochondrial redox
regulation/oxidative phosphorylation has the positive effect to
improve basal respiration [68]. Mitochondria themselves can be
sources of endogenous CH4 under oxido-reductive stress conditions
[84]. Further, various colonic bacteria produce chemical com-
pounds during hypoxic condition that can be used as energy source,
such as acetic acid, CH4 and HS2 [48]. Exogenous CH4 exerts also
anti-inflammatory and anti-apoptotic beneficial effects [72].
Methane modulates leukocyte activation and plays shielding roles
in hepatitis [85], acute lung injury [86], diabetic retinopathy, spinal
cord ischemia/reperfusion injury and sepsis [87].

Summarizing, intestinal CH4 is produced by intestinal
commensal anaerobia in approximately one-two third of healthy
humans. Methane delays intestinal transit and compensates oxido-
reductive stress conditions. Its extra-intestinal effects are so
extended, that a few researchers are starting to suggest that CH4
could stand for a fifth gasotransmitter apart from NO, CO, H2S and
SO2.

3.5. Hydrogen (H2)

H2, which accounts for z3% of the colonic gases, in healthy
individuals is almost entirely produced by the dietary fiber's
intraluminal fermentation performed by anaerobic commensals in
the large intestine [18]. H2 production requires ingested, ferment-
able substrates. Nine/tenth consists of non-absorbable oligosac-
charides such as beans and lactulose, the last one tenth consists of
poorly absorbed proteins, short chain fatty acids and alcohols [88].
To provide an example, the amount of lactose in a glass of milk
generates 500e1000 ml of H2 after bacterial fermentation. The
intraluminal fermentation of dietary fibers leads also to the pro-
duction of short-chain fatty acids such as butyrate. Hydrogen-
producer species are abundant in the gut microbiota and include
not just the two major colonic phyla, i.e., Firmicutes and Bacter-
oidetes, but also members of the genera Roseburia, Ruminococcus,
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Eubacterium [67]. It is remarkable that a large number of hydrogen
cross-feeding microbes have evolved, the three main hydro-
genotrophic colonic groups consisting of sulfate-reducing bacteria
(such as Desulfovibrio), methanogenic archaea and reductive ace-
togens [16,89,90]. Luminal colonic H2 freely diffuses between the
lumen and the blood, the net movement depending on the pressure
gradient. Colonic H2 absorption is highly effective at low colonic
hydrogen accumulation rates, but not at higher accumulation rates
[91]. About 15% of H2 diffuses back into the bloodstream, with the
rest passing as flatus. The colonic H2 absorbed by the blood is
cleared by the lungs during breathing, where its presence can be
easily quantified. The time taken for H2 to appear in the breath after
ingestion of a standard load of glucose or lactose is used to deter-
mine whether the upper gastrointestinal tract has been colonized
by H2 producing bacteria [90,92].

3.5.1. Physiological effects of CH4

H2 displays antioxidant properties. Physiological H2 concentra-
tions might protect the healthy colonic mucosa from oxidative in-
sults, preventing inflammation or carcinogenesis [89]. Using
hydrogen molecules generated by fermentation reactions, various
bacteria are able to produce in the hypoxic condition of the large
intestine chemical compounds that can be used as energy source,
such as acetic acid, CH4 and HS2 [48]. When H2 is not fully
metabolized, fermentation may be incomplete and intermediates
such as lactate, succinate, and ethanol accumulate [16]. Also, roles
on local intestinal motility have been suggested for H2. Indeed, it
was able to shorten the colonic transit of guinea pigs in the prox-
imal colon by 47%, but just by 10% in the distal colon [75].

Summarizing, intestinal H2 is major byproduct of colonic
fermentative metabolism. Hydrogen preserves the healthy colonic
mucosa from oxidative insults and might have a role in shortening
colonic transit.

3.6. Hydrogen sulfide (H2S)

In healthy humans, the most of H2S is a by-product of colonic
bacterial metabolism [93]. Intraluminal and faecal colonic H2S
concentrations are rather variable [8]. Cysteine catabolic bacteria
and, to a lower extent, sulfate-reducing bacteria generate H2 using
as substrates both dietary and endogenous compounds of organic
and inorganic nature [8,94]. Two enzymatic trans-sulfuration
pathways are involved in H2S production, i.e., the cystathionine
gamma-lyase in the vascular system's smooth muscles, and the
cystathionine beta-synthase in both central and intestinal nervous
systems (Verbeure et al., 2021) [41]. To generate H2S in an anaer-
obic watery environment like the human colon, some requirements
must be satisfied, e.g., high-concentration of sulfate ions and
organic substances as carbon source and sulfate-reducing bacteria
like Desulfovibrio bacteria [48]. Sulfate reduction and methano-
genesis are mutually exclusive in the colon because of the sulfate
availability, which favours the production of H2S instead of CH4
[16]. Hydrogen sulfide is produced also by endogenous cellular
enzymes expressed in intestine, liver, kidney and brain. H2S is
synthetized by specific enzymatic pathways in different intestinal
cells, including neurons and smooth muscle [95]. Vegetables like
garlic and onions contain the natural H2S donor allicin, that con-
tributes to generate large amounts of colonic H2S provided with
beneficial vasoactivity [96].

3.6.1. Physiological effects of H2S
H2S is an important energy substrate in colonocytes because its

mitochondrial oxidization results in ATP synthesis [8]. However,
when the intracellular H2S concentration locally exceeds the colo-
nocyte capacity for its oxidation, the mitochondrial respiratory
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chain is inhibited and the energy metabolism is impaired [8].
Therefore, too high luminal H2S concentration affects the integrity
of the mucosal layer, leading to inflammation.

H2S is regarded as an endogenous gasotransmitter, acting as a
signalling molecule immediately after release [97]. It affects intes-
tinal motility, promoting colonic transit. Exogenous H2S might
exert an excitatory effect on colonic motility, through Substance P
release from afferent nerves together with activation/deactivation
of different Ca2þ channels in smooth muscle cells [98]. Inhibition
of H2S biosynthesis increases motility, while H2S donors cause
smooth muscle relaxation and inhibition of propulsive motor pat-
terns [95]. Crosstalk does occur between NO and H2S in colonic
smooth muscle. H2S and its oxidation product polysulfide can
activate nociceptors expressed in sensory nerves, causing visceral
nerve hypersensitivity. After high protein meals, the H2S donor
amino acid L-cysteine suppresses ghrelin release from the rat
stomach, reducing appetite for a long time [41]. Colonic H2S stim-
ulates GLP-1 release, improving glycemia in male mice. Considering
its short half-life time, H2S could stimulate nearby colonic cells
instead of ileal cells after plasmatic transport [99]. High concen-
trations of hydrogen sulfide produced by bysulfate-reducing bac-
teria produce gut inflammation, leading to pH lowering and
inhibition of the beneficial lactic acid bacteria [100].

H₂S also modulates colonic compliance and nociception, in-
flammatory bowel disease and colorectal cancer. H2S and its
oxidation product polysulfide can activate nociceptors expressed in
sensory nerves, leading to visceral nerve hypersensitivity. Recent
findings suggest that endogenous H2S might play roles in angio-
genesis and smooth muscle vascular relaxation [97]. Abnormal H2S
metabolism is associated with heart failure, hypertension, athero-
sclerosis, asthma, diabetes and neurodegenerative diseases [93,97].
Increased expression of various H2S-producing enzymes could be
correlated with ulcerative colitis and human colonic cancer
development [94,101]. H2S displays a bell-shaped pharmacology,
whereby lower (endogenous) H2S production promotes, while
higher (generated from exogenous H2S donors) inhibits colorectal
cell tumoral proliferation.

Summarizing, H2S is an endogenous gasotransmitter produced
almost exclusively in the colon as a by-product of colonic bacterial
metabolism. Hydrogen sulfide produces ambivalent physiological
effects, depending on its intracellular concentration.
3.7. Sulfur dioxide (SO2)

A highly toxic gas detectable in atmospheric pollutants, sulfur
dioxide is not harmful if ingested in low concentration with food.
One of the main sources of SO2 in the human body comes from the
addition of sulfites to food products because of their bacteriostatic,
bactericidal and antioxidant properties. Sulfites are regarded as safe
for consumption at concentrations up to 5000 parts per million
[102]. Sulfur dioxide is used as a preservative termed E220 for dried
fruits, food starches, wine/beer fermentation and medications to
prevent oxidation and changes in pigment. Also, SO2 or its conju-
gate base bisulfite is endogenously produced during intestinal
fermentation. Generated through cysteine metabolism and inges-
ted sulfur's conversion, SO2 is an intermediate product of sulfur-
oxidizing bacteria and sulfate-reducing organisms, in particular
Desulfovibrio genus. Variation in the distribution of sulfate-
reducing microbial communities have been detected in healthy
mice [103]. Usually, the healthy individuals' colonocytes are able to
absorb and detoxify the gas. Sulfur dioxide is generated also in
mammalian cardiovascular tissues from sulfur-containing amino
acids. Interactions occur between SO2 and the other gaso-
transmitter H2S, the latter regulating some SO2 pathways [40].
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3.7.1. Physiological effects of SO2

Although its biological role in mammalian biology is not well
understood, SO2 is regarded as the fourth gasotransmitter. Very
small amounts of SO2 display cytoprotective, antioxidant and anti-
inflammatory properties that ameliorate colitis in rats, reversing
inflammatory features like oxidative stress, NF-k B and inflamma-
some activation, endoplasmic reticulum autophagy, p53 activation
and apoptosis [104]. Endogenous sulfur dioxide in low concentra-
tions regulates cardiac and blood vessel function, triggering
endothelium-dependent vasodilation and myocardial antioxidant
defense reserve [105]. Recent studies showed that SO2 ameliorates
systemic and pulmonary hypertension, prevents atherosclerosis
development and protects against myocardial ischemia-
reperfusion injury [40].

However, SO2 at high concentrations displays harmful effects,
especially on the colonocytes. High SO2 levels cause colonocyte's
cell death, goblet cell loss, crypt architectural distortion and su-
perficial mucosal ulceration, leading to permeability and barrier
function shortfall [106]. A key deleterious SO2 effect consists of
impairment of short chain fatty acids metabolism [107]. Competi-
tion for the available intestinal hydrogen occurs between sulfur-
reducing bacteria and short chain fatty acids-producing bacteria,
causing reversible inhibition of butyrate oxidation [100]. This leads
to decreases in butyrate acid, that is vital in providing up to 70% of
the energy metabolism required by the colonocytes. High SO2

concentrations cause endothelium-independent vasodilation
mediated via calcium channels, leading to harmful inotropic effects
on cardiac output function [108]. An association has been found
between sulfur dioxide and increase in ischemic heart disease,
heart failure and arrhythmia, mainly due to mitochondrial
dysfunction in cardiac muscles [109].

Summarizing, intestinal SO2 is both ingested with food and
produced by intestinal bacteria via sulfur conversion. Like a two-
faces Janus, sulfur dioxide is a beneficial antioxidant/anti-
inflammatory molecule at low doses and an extremely dangerous
poison at high doses.

In conclusion, the intestinal gaseous mixture is composed by a
large number of gases, each one characterized by its own sources,
dynamics, metabolism, biological effects.

4. Conclusions

We discussed the production and storage mechanisms of in-
testinal gases, emphasizing their biological roles and growing
importance in human physiology and pathology. Rather thanwaste
material discarded by host's and microbiome's biological reactions,
the intestinal gaseous mixture affects energy metabolism, gut
transit regulation, immunity, paracrine and eccrine regulation,
bacterial proliferation, blood musculature control, gut metabolic
exchanges with blood and breath, etc. Being intestinal gas' volume
and composition important factors for the experimental assess-
ment of gut microbiome, functional disorders, bowel perforation
diagnostics, etc [18], the quantitative data provided in this review
may be helpful in basic research and translational medicine. An
important operational feature of intestinal gases is that some of
them are detectable in exhaled breath, such as hydrogen and
methane after ingestion of test-carbohydrates [92,110]. Breath test
is useful in the diagnosis of carbohydrate maldigestion syndromes,
small intestinal bacterial overgrowth, methane-associated con-
stipation, evaluation of bloating/gas, etc [111,112]. Orally adminis-
tered urea containing isotopically labelled CO2 is hydrolysed by the
urease produced in large quantities by Helicobacter pylori. Urea is
then hydrolysed to ammonia and carbon dioxide, which diffuses
into the blood and is excreted by the lungs [113]. Ingestible elec-
tronic capsules are starting to be fabricated that can accurately
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sense intestinal gases like oxygen, hydrogen and carbon dioxide.
For instance, a recently introduced telemetric gas-sensing capsule
displays performances in themeasurement of hydrogen production
that are comparable with indirect measurement through breath
testing [114]. Indeed, direct intestinal gaseous measurement per-
mits the definition of regional fermentation patterns via hydrogen
gas profiles [115]. The new technology has the potential to assess
not just the effects of various diets on healthy individuals, but also
the effects of diseases like small intestinal bacterial overgrowth and
carbohydrate malabsorption.

Hydrogen sulfide, nitric oxide, carbon monoxide and sulfur di-
oxide are classified as gasotrasmitters, i.e., endogenously generated
molecules that exert regulatory effects [116]. These molecules are
either produced by mitochondrial enzymes and/or display signifi-
cant effects on mitochondria, suggesting ancient regulatory roles in
bacteria [117]. Another molecule could be counted as gaso-
transmitter, namely, cyanide. Its effects on the gastrointestinal tract
are still unknown. Exposure to cyanide occurs via cigarette smok-
ing, inhalation during plastics combustion, large ingestion of
apricot kernel, flaxseed, cassava, almonds, radish [118]. Hydrogen
cyanide is readily soluble in biological fluids in the volatile undis-
sociated form. While cyanide at high concentrations is a cytotoxic
agent exerting damage via mitochondrial inhibition, cyanide at low
concentrations promotes ATP production, resulting in cell prolif-
eration [119,120]. Cyanide could be involved in the physiology of
the intestinal tract. Indeed, it has been suggested that the stomach
accounts for 18% of the total injected radioactivity [121]. Most of the
cyanide is excreted in the urine and only small amounts are found
in the faeces, indicating intestinal absorption into the body fluid
[122].

Some of the gases found in the intestine may exert effects on
both the peripheral intestinal neurons and the central neurons. For
instance, NO is synthetized “on demand” in the brain from post-
synaptic terminals and is involved in neuronal signalling and vol-
ume transmission [21,123]. Hydrogen sulfide is a neuromodulator
that enhances NMDA-induced currents in hippocampal neurons
[124] and mediates brain interactions between glial calciumwaves
and neuronal activity [94]. Ammonia, due to the NH3 -permeable
channels, can be systemically absorbed causing hepatic encepha-
lopathy in patients with liver cirrhosis [21]. A role of H2O2 as
intercellular signalling molecule/neuromodulator in the brain is
becoming increasingly apparent (Ledo et al., 2022) [125]. Further,
N2 hyperbaric exposure induces narcosis by targeting the striatum
and the substantia nigra compacta [126]. In this respect, we suggest
a testable hypothesis, i.e., that the intestinal submucosal/myenteric
neurons might be as sensitive to NH3 and H2O2 as the central
neurons. Indeed, gut-generated ammonia and hydrogen peroxide
could well have metabolic effects on the intestinal neurons,
considering that cell-produced volatile substances often regulate
neighbouring cells in a paracrine fashion. This notion is supported
by the ability of H2O2 to diffuse in the extracellular space of the
living rodent brain over 100 mm within its 2.2 s average half-life
[125]. The in vivo H2O2 brain diffusion coefficient of about
2.5 � 10�5 cm2/s makes it theoretically possible for intraluminal-
generated H2O2 to reach the intestinal nervous system and exert
effects on the intestinal neurons. Further, the fact that H2O2 can be
transported through Aquaporin 3 in colonic epithelial cells [28]
suggests the possibility that hydrogen peroxide might be able to
reach at least the neurons of the submucosal plexus. In sum, we
suggest that still unknown effects of intestinal gases and their by-
products on the myenteric and submucosal neurons are (possibly)
waiting to be discovered.

In conclusion, intestinal gases display physiological as well as
pathological effects not just on various intestinal segments, but also
on extra-intestinal organs. Viewed as toxic gases and/or
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environmental toxins until a few years ago, many gaseous mole-
cules have been recently “promoted” to the role of biologic medi-
ators [116]. The capability to metabolically interact with the
intestinal wall and to cross the barrier between the lumen and the
bloodstream makes intestinal gases a versatile tool to achieve
intracellular, extracellular, paracellular, paracrine as well as distant
actions, both in a state of well-being and in response to manifold
noxae.
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