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Abstract

Gastrointestinal (Gl) symptoms are widely reported in athletes participating in prolonged endurance
events including; cyclists, triathletes and marathon runners, although there is a large estimated range
of between 4-96% of participants affected (Costa et al., 2017a). Two potential causes of exercise-
associated Gl symptoms are exercise-induced increases in Gl permeability and damage, and the
consumption of carbohydrate (CHO) during exercise (Costa et al., 2017b, de Oliveira, 2017, de Oliveira
and Burini, 2014). To date, the association between markers of Gl damage or barrier disruption and
Gl symptoms during endurance exercise has been equivocal. Additionally, while CHO consumption
enhances exercise capacity and performance (Stellingwerff and Cox, 2014), ingestion also appears to
increase the risk of Gl symptoms, although data is again equivocal (Costa et al., 2017a). Given this
prevalence of Gl symptoms, probiotics may offer a convenient and practical strategy to reduce
exercise-associated Gl symptoms, with evidence showing their capability to alter CHO absorption and
metabolism along with attenuating exercise-induced Gl permeability and damage. The aim of this
thesis is to investigate the relationship between markers of Gl permeability and damage, measured in
the blood, and Gl symptoms during endurance exercise, up to marathon distance running. The role of
CHO intake in Gl symptoms will be examined, as well as the use of probiotics to reduce such symptoms.
To realise these aims, the following objectives will be addressed:

1) Investigate the prevalence and severity of exercise-associated Gl symptoms (Chapters 4 and 7)

2) Explore the role of different circulatory markers to measure Gl permeability and damage, and

their relation to Gl symptoms (Chapters 5, 6, and 7 )
3) Investigate the use of probiotics in reducing Gl symptoms exacerbated by CHO during
prolonged exercise (Chapter 6 and 7)

4) Investigate the efficacy of probiotics to reduce Gl permeability and damage during exercise
(Chapter 6 and 7)

The main findings from this thesis imply that a moderate prevalence of Gl symptoms exists in
recreational runners, with 27-58% of marathon participants having reported mild to severe Gl
symptoms during the race. Laboratory-based exercise protocols exhibited much lower symptom
prevalence compared with marathon races. When markers of Gl permeability and damage were
assessed, there appeared to be no association between these and Gl symptoms. One systemic
measure that correlated to a number of Gl symptoms during a marathon was CD14, a non-specific
marker of monocyte activation. Probiotics had no measurable effect on markers of Gl permeability
and damage during a marathon race, however, probiotic supplementation had a small but significant
effect on exercise metabolism during steady state cycling; with an increase in CHO oxidation and
subsequent reduction in lipid oxidation. Probiotic supplementation was also associated with less

severe Gl symptoms during both a marathon race, and in the four weeks leading to it. Furthermore,
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beneficial effects of probiotics on Gl symptoms during the marathon were associated with better

maintenance of running speed during the final third of the race.

Taken together, Gl symptoms are prevalent in endurance athletes. Symptom aetiology can vary but
probiotics appear to be a promising strategy that can be used to not only reduce Gl symptoms, but

may even indirectly improve exercise performance.
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General Introduction
Gastrointestinal (Gl) health has received considerable interest in the scientific literature (de Vos and

de Vos, 2012, Bischoff, 2011). Gl health has been defined as a state of physical and mental well-being
in the absence of Gl complaints that require the consultation of a doctor (Bischoff, 2011). The
importance of Gl health is demonstrated by the fact that GI complaints that cause an individual to
consult a doctor are extremely common in the general population and can affect individuals

chronically (Bischoff, 2011).

The canonical role of the Gl tract is digestion and absorption. However, the Gl tract has also been
shown to contribute to our immune function and regulate systemic levels of inflammation and it has
even been suggested to affect higher cognitive functions via the gut-brain axis (Mayer, 2011). Despite
the size and multitude of functions of the Gl tract, it has rarely been thought of as an athletic organ
and comparatively less research has been conducted on Gl structure and function in athletes
compared with other physiological systems (e.g. the musculoskeletal system) and compared with the

number of studies in clinical conditions (e.g. obesity, irritable bowel syndrome).

During exercise, and in particular in the elite sporting environment, the Gl system is faced with a
number of potential challenges to its function, including; reduction in blood flow, increased
temperature, peri-exercise feeding and intrusion of pathogenic molecules (Lambert, 2009, van Wijck
et al., 2012a, de Oliveira et al., 2014). Whilst faced with these challenges, there is potential for any of
these factors to affect any portion or specific functioning of the Gl system such as; gastroesophageal
function, intestinal absorption, luminal barrier function, and colonic motility. Depending on the
magnitude of any such challenges, should they occur, outcomes could include mild symptoms of
discomfort, reduction in performance, or even clinical syndromes such as ischaemic bowel (Moses,
2005, Gil et al., 1998). In an early review, it was concluded that moderate exercise does not alter
normal Gl function (Stickney and Liere, 1960), however, strenuous or prolonged exercise has been
found to lead to negative outcomes such as impaired gastric emptying, barrier function, and general
Gl discomfort (Gisolfi, 2000, Lambert, 2008). For example, marathon running has resulted in exercise-
induced ischaemic colitis, requiring surgery (Cohen et al., 2009), although these cases are extremely

rare.

More commonly experienced, and with less deleterious effects, mild-to-moderate GI symptoms
typically include heartburn, nausea, bloating, abdominal cramps, vomiting, flatulence, the increased
urge to defecate, and diarrhea. This wide range of symptoms, each with their own potential causative
factor, makes it difficult to identify a single pathology. Changes in blood flow, hormonal alterations,

neural affects, psychological stress, mechanical movement, altitude, nutrition, dehydration,
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medications, and climate are all factors typically associated with elite sport environments and have
been linked to Gl symptoms (Lambert, 2008, de Oliveira et al., 2014, Haug et al., 2002, Rehrer et al.,
19923, Tielemans et al., 2013). Research into Gl symptoms during exercise is further confounded by
factors such as the technical difficulty of studying Gl transit, diverse habitual diets, underlying Gl
disease states that may be undiagnosed, and differences in individual microbiota which may impact
study results (de Oliveira et al., 2014, Lambert, 2008, Otte et al., 2001). Therefore, despite an increase
in research interest to identify Gl symptom aetiology, there is a paucity of specific causes for different

symptoms.

One proposed mechanism for many Gl symptoms during exercise is the exercise-induced reduction in
splanchnic blood flow (van Wijck et al., 2012a, Peters et al., 1995). Such a reduction has been linked
to disturbed Gl motility, endotoxaemia, and reductions in intestinal absorption of water and
carbohydrates (CHO), all of which can subsequently cause Gl symptoms (Peters et al., 1995). These
areas have therefore been suggested as targets for symptom reduction in future research (ter Steege

and Kolkman, 2012).

The concept of reducing Gl symptoms during exercise will form the basis of this thesis. The aim is to
investigate the relationship between markers of Gl permeability and damage, measured in the blood,
and Gl symptoms during endurance exercise (up to marathon distance running). Identifying a direct
causal relationship would add rationale to the suggestion of attenuating Gl barrier disruption to
reduce Gl symptoms in exercising individuals. Finally, the role of CHO intake in Gl symptoms will be
examined, as well as the use of probiotics to reduce such symptoms. Should probiotics be shown to
reduce Gl symptoms during endurance exercise, this would identify a simple strategy for athletes
whom may experience Gl symptoms, potentially leading to improved performance. To realise these
aims, the following objectives will be addressed, as depicted in Figure 1.1:
1) Investigate the prevalence and severity of exercise-associated Gl symptoms (Chapter 4 and 7)
2) Explore the role of different circulatory markers to measure Gl permeability and damage, and
their relation to Gl symptoms (Chapters 5, 6, and 7)
3) Investigate the use of probiotics in reducing Gl symptoms exacerbated by CHO during
prolonged exercise (Chapters 6 and 7)

4) Investigate the efficacy of probiotics to reduce Gl permeability and damage during exercise
(Chapters 6 and 7)
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Figure 2.1. General overview of the objectives of this thesis. The prevalence and severity of Gl symptoms will be assessed
using appropriate methods. The relationship between circulatory markers and Gl symptoms will be assessed, as will Gl
symptoms associated with carbohydrate (CHO) consumption during exercise. Finally, probiotic supplements will be
investigated for their efficacy in attenuating exercise-induced Gl damage and Gl symptoms during endurance exercise.
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2.1 Exercise and Gl symptoms
Under resting conditions, amongst other functions, the Gl tract acts to digest, absorb and excrete

matter from our diets. Parasympathetic activity is relatively high, as is relative splanchnic blood flow,
and there is a well-balanced control of neural and hormonal stimulation (Schwellnus and Wright,
2008). Exercise therefore offers a homeostatic challenge whereby splanchnic blood flow and
parasympathetic activity are reduced, and there may be altered neural and hormonal stimuli
(Schwellnus and Wright, 2008, Brouns and Beckers, 1993). Due to the varying nature of sport and
exercise (e.g. intensity, duration, patterns of movement), the effects of ‘exercise’ on the Gl system are
not universal. For example, relatively moderate volumes of exercise and physical activity have been
shown to have potential benefits to cancer risk, inflammatory bowel disease, and Gl haemorrhage,
but strenuous exercise can often induce Gl symptoms (Figure 2.1) (Peters et al., 2001). Symptoms of
pain or discomfort attributed to the Gl tract have been of interest to researchers for a number of
decades. Gl discomfort encompasses a number of different symptoms such as bloating, belching,
flatulence, vomiting and the sudden urge to defecate, all of which have been found to be widely seen
in the general populations and can negatively impact quality of life (Tielemans et al., 2013, Halder et

al., 2004).

Gl symptoms

Gall bladder
disease

Incidence

Colon cancer

Constipation

Physical activity —
Figure 2.1 Relationship between the incidence of some gastrointestinal diseases/symptoms and amount/intensity of physical
activity (Peters et al., 2001).

The general public could therefore theoretically adopt a strategy of only performing a small amount
of physical activity to improve health, whilst avoiding the deleterious effects of large volumes of
physical activity. Whilst this view is grossly oversimplified participating in competitive sport often
means performing over 10 hours of specific exercise a week (Torstveit and Sundgot-Borgen, 2005).
Given that a significant proportion of this exercise will be at a relatively high intensity, it is also of

interest that as well as the total exercise volume, increases in exercise-intensity has also been linked
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to an increase in symptoms (Riddoch and Trinick, 1988). Given the large training volumes and high
intensity of exercise, it should be expected then that Gl symptoms are prevalent in competitive sport.
Consequently, minimisation of symptoms must be sought through alternate means rather than

reductions in exercise volume or intensity.

2.1.1 Prevalence of Gl symptoms in sport
Gl symptoms have been widely reported in athletes participating in prolonged endurance events

(including cyclists, triathletes and marathon runners) (Rehrer et al., 1992a), with minimal information
for sports involving intermittent activity such as football, hockey or rugby. There is also a lack of
research investigating the prevalence of symptoms in elite athletic populations, including endurance
sports, where the research has primarily focused on mass participant events (Stuempfle and Hoffman,
2015, Pfeiffer et al., 2012). This is surprising given that many of the factors associated with Gl
symptoms are commonly seen in elite sport such as: use of non-steroidal anti-inflammatories, Gl
ischemia during high intensity exercise, different dietary habits, varying intake of fluid and
carbohydrate during exercise, use of buffering supplements, and mechanical effects such as
oscillations of the Gl organs (Oliveira, 2017, Costa et al., 2017a). Given the lack of data on elite athletes,
it is difficult to infer how prevalent Gl symptoms are across elite sport and examine their specific

aetiology.

The prevalence of Gl symptoms in endurance based sports varies greatly, with a reported range of
between 30-90% of participants effected (de Oliveira et al., 2014). When investigated within the same
study, there was a difference in the prevalence of total Gl symptoms between runners, cyclists and
triathletes, as well as differences in the types of symptoms experienced by each group, which may
reflect different sport specific aetiologies of symptoms (Peters et al., 1999). This likely reflects a real
difference in symptom prevalence between these sports, attributable to consistent methodologies.
Conversely differences may exist between studies due to differences in methods, such as the
guantification of symptoms in regards to the scale, for example, 4, 7, 9, and 10 point scales have all
been used, each of which also using different descriptor terms (Riddoch and Trinick, 1988, Pfeiffer et
al., 2009, Svedlund et al., 1988b, Nieman et al., 2006). Additionally, depending on the study, a positive
response of any magnitude, including those that do not effect performance, have been reported, thus
overestimating the prevalence of symptoms and leading to erroneous conclusions as to the severity
of the issue. For example, one study in ultramarathon participants concluded that of all respondents
to a post-race questionnaire, 96% experienced at least one Gl symptom. However, on a 5-point Likert
scale, many of these were classified as 1 (‘mild’) and were symptoms which may not effect
performance such as flatulence and belching. Despite these issues, it has been consistently shown that

endurance based sports are often associated with GI symptoms (Stuempfle and Hoffman, 2015).
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Nonetheless, it is crucial that future studies evaluating Gl symptom prevalence using well-designed
methodology which clearly defines and reports both the prevalence and severity of a number of Gl

symptoms.

2.1.2 Potential causes of GI symptoms in sport
Due to both the complexity of the Gl system and its functions, and the wide variety of Gl symptoms,

there is no single aetiology, but instead there are complex and interactive pathways involved that may
cause a particular symptom (Peters et al., 1995, Bischoff, 2011, van Wijck et al., 2012a, Schwellnus
and Wright, 2008) (Fig.2.2). Available data suggest that Gl microbiota could contribute to symptoms
in multiple ways, including effects on Gl immune system activation and inflammation, membrane
permeability, intestinal motility, gut-brain communication, and gas production (Stern and Brenner,
2018). The repetitive movement and mechanical damage of the Gl system has been suggested to be
a possible cause of Gl symptoms and it has been shown that, consequently, runners typically report
more Gl symptoms than cyclists (Pfeiffer et al., 2012, Peters et al., 2000). In the general public,
persistent GI symptoms are associated with psychological traits such as stress and anxiety (Hauser et
al., 2014, Koloski et al., 2000). In a group of triathletes, Gl symptoms were perceived to be worse when
psychological stress was present (Sullivan, 1987). Athletes have also reported Gl symptoms directly
before competition, believed to be from psychological stress (Worobetz and Gerrard, 1985). In regards
to Gl digestive and absorptive function, gastric emptying appears to be unaffected by moderate
exercise, but may be delayed when exercise intensity exceeds 80% VOmax (Gisolfi, 2000). Studies
examining the effect of exercise on small bowel transit are limited and technically difficult to perform.
It has been shown that exercise can delay or can speed up small bowel transit depending on the
exercise modality and the method of assessment (Rao et al., 2004, van Nieuwenhoven et al., 2004).
There are also non-exercise causes of symptoms. For example, Gl illnesses such as acute
gastroenteritis are often one of the most commonly diagnosed during major international sporting
events (Engebretsen et al., 2013). From these many potential causes of Gl symptoms, it is difficult to
draw definitive conclusions, and therefore make recommendations to athletes. Future studies must
therefore consider this wide range of potential mechanisms of GI symptoms and, where possible,

control, or at least acknowledge these confounding factors.

Two of the potential causes of Gl symptoms during sport and exercise that have received the most
research attention in recent years are 1) increased Gl permeability and damage and 2) the use of sport
nutrition products, particularly the ingestion of carbohydrates during exercise. There is emerging

evidence about the specific mechanisms whereby these could cause Gl symptoms, as well as potential
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strategies to prevent them (discussed below). However, there are still gaps within the research

knowledge, and particular areas of information remain unclear or require further investigation.
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Figure 2.2. Potential causes of Gl symptoms in sport. Adapted from Peters et al. (1995)

2.2 Exercise, Gl permeability and symptoms

2.2.1 The Intestinal Barrier
The intestinal barrier separates the body’s internal and external environments and helps protect the

inside of the body against the ingress of harmful substances, and protect against a reaction to
omnipresent harmless compounds (Konig et al., 2016). The intestinal barrier has two primary
functions, the first of which is to prevent the transport of harmful substances such as dietary antigens,
digestive enzymes, and both commensal and foreign bacterial pathogens from the lumen to the
internal environment (Groschwitz and Hogan, 2009). Secondly, the intestinal barrier must be semi-
permeable to allow the selective translocation of essential dietary nutrients, electrolytes and water
from the intestinal lumen into the circulations (Groschwitz and Hogan, 2009). The physical intestinal

barrier is comprised of a continuous layer of epithelial cells (Fig 2.3) sealed by intercellular junctional

23



complexes on the apical end of the lateral surface of the epithelial cells (Van ltallie and Anderson,

2006).
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Figure 2.3. The anatomy of the small intestinal epithelium. The epithelium is shaped into crypts and villi (left). The lineage
scheme (right) depicts the stem cell, the transit-amplifying cells, and the two differentiated branches. The right branch
constitutes the enterocyte lineage; the left is the secretory lineage. Relative positions along the crypt-villus axis correspond
to the schematic graph of the crypt in the centre.(Radtke and Clevers, 2005)

Tight junctions (TJ) are formed by transmembrane sealing proteins, that include members of the
claudin family, occludin and junctional adhesion molecules that interact in the paracellular space with
proteins from the adjacent cell (Fig 2.4). TJ function as a selective semi-permeable barrier that allows
the passage of ions and solutes through the paracellular space while prohibiting the translocation of
luminal antigens, microorganisms and their toxins into circulation (Groschwitz and Hogan, 2009).
Occludin was originally thought to be the primary transmembrane protein involved in the TJ formation
(Furuse et al., 1993). However, occludin depleted mice have structurally and functionally normal TJ
(Saitou et al., 2000). It has since been postulated that occludin plays a regulatory role in the TJ
formation, while it is the claudin proteins (claudin-1, claudin-2 and claudin-3) that are the primary
sealing proteins (Zuhl et al., 2012), an assertion supported by the observation that the overexpression
of claudin proteins result in a greater TJ resistance (Furuse et al., 2002). Disturbances or changes in

any of the TJ proteins or their phosphorylation can cause an increase in intestinal permeability (DeMeo
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et al., 2002). This is clinically defined as the non-mediated diffusion of large, normally prohibited
molecules (>0.15 kDa molecular mass), from the intestinal lumen to the blood (Lambert, 2009, Travis
and Menzies, 1992). Several situations can disturb the normal physiology of the intestine and increase
permeability. It has been observed that exercise (Jeukendrup et al., 2000, Pals et al., 1997, Marchbank
et al.,, 2011), exercise in heat stress (Zuhl et al., 2014), certain types of medication such as non-
steroidal anti-inflammatory drugs (NSAIDs) (Playford et al., 2001), and excessive alcohol intake (Bode
and Bode, 2003) can change intestinal permeability. It is also believed that psychological stress can
result in changes in intestinal permeability (Mayer, 2011). While intestinal permeability has been
associated with chronic inflammatory conditions and a number of disease states, the effects of acute
increases in Gl permeability following exercise in healthy adults, and the consequences of such

increases are still poorly understood.
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Figure 2.4. The tight junction barrier is composed of tetraspanning membrane proteins claudins and occludin, and the
regulatory proteins ZO-1, ZO-2 and ZO-3. (Zuhl et al., 2012).

2.2.2 Barrier disruption and symptoms of Gl discomfort

The Gl tract contains large quantities of potentially highly toxic lipopolysaccharides (LPS, or endotoxin)
sloughed from the walls of gram-negative bacteria. However, LPS causes no harm when confined to
the intestinal lumen and do not cross the Gl barrier at a rate greater than the ability of the liver to
remove them from the circulation. Changes in intestinal permeability can result in LPS entering the
central circulation, a condition known as endotoxaemia (Munford, 2016, Lambert, 2008). Following

the translocation of LPS, it attaches to lymphocyte toll-like receptor 4 (TLR4), and cluster of
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differentiation 14 (CD14) receptors, triggering the transcription and release of pro-inflammatory
cytokines such as tumour necrosis factor a (TNF-a), IFN-a, IL-18 or IL-6 (Zuhl et al., 2012).
Subsequently, thisimmune signalling can lead to a number of Gl symptoms. This inflammatory cascade
has been shown to induce fluid accumulation in the small intestine, and subsequent diarrhea, with
TNF-a in particularly being shown to be a key moderator (Musch et al., 2002). LPS administration has
been shown to affect rectal pain perception whereby both painful stimuli become more painful and
the sensitivity to non-painful stimuli is increased (Benson et al., 2012). LPS mediated immune signaling
also exacerbates symptoms of nausea and sickness (Dantzer et al., 2008). This has made LPS a marker

of intrigue in regards to exercise-induced Gl symptoms.

In exercise studies, circulatory LPS has been measured in numerous field and laboratory based studies
to identify links between LPS and Gl damage, systemic inflammation and Gl symptoms, although
values differ between studies (Barberio et al.,, 2015, Bosenberg et al., 1988, Camus et al., 1997,
Jeukendrup et al., 2000, Roberts et al., 2016, Yeh et al., 2013). One methodological issue was seen in
the study by Bosenberg et al. (1988) where values reported were 15 times that of the upper detection
limit for the assay used, and higher than values typically seen in sepsis patients (Hurley, 2014,
Jeukendrup et al., 2000). This has made interpretation of the associations between circulatory LPS and
exercise-induced Gl symptoms difficult. There has also been highly variable values reported in clinical
research involving healthy participants, with differences of up to 600 fold reported between studies
(Boutagy et al., 2016). This may be due to differences in pre-treatment of samples, which has shown
to significantly influence the levels of LPS detected (Gnauck et al., 2016). As such, there have been
guestions of validity in measuring plasma LPS and the assays used in this process (Gnauck et al., 2016,
Gnauck et al., 2015, Munford, 2016). Therefore, LPS may not be a valid method to assess acute
changes, or moderate differences in immune activation due to Gl damage or barrier disruption. As
such, alternative measures have been used such as intestinal-fatty acid binding protein and the

indirect assessment of Gl permeability using orally consumed sugar probes.

2.2.3 Exercise-induced Gl permeability and symptoms

Intestinal permeability can be assessed non-invasively by the urinary excretion of an orally
administered, non-metabolised, non-toxic water-soluble probe and measuring its recovery in urine.
Initially, single test substances such as lactulose, various polymers of polyethylene glycol or >!Cr-
labeled ethylenediaminetetraacetic acid (EDTA) were used, although there were inherent sources of
error due to the individual variations in non-mucosal factors such as Gl transit time, body fluid
distribution, renal clearance and their influence on test results (Bjarnason et al., 1995, Travis and
Menzies, 1992). To address this limitation, the comparison of the ratio of urinary concentration over

a defined interval (usually 5h) between a larger molecule, such as lactulose, and a smaller molecule,
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such as rhamnose or mannitol against the amount that has been orally administered is used to give
an index of intestinal permeability (Camilleri et al., 2010). The dual-sugar probes are believed to follow
different pathways (Bjarnason et al., 1995). The larger molecule crosses the intestinal barrier
paracellularly through the TJs whilst the smaller molecule can pass both paracellularly and
transcellularly through the aqueous pores of the enterocyte cell membrane or the lipid soluble brush
border (Travis and Menzies, 1992) (Fig 2.5). Consequently, permeation of the smaller molecule is not
thought to be affected by the changes in intestinal permeability and is affected in the same way as the
larger molecule by individual variations in non-mucosal factors (Fig 2.6). Therefore, the ratio between
the two administered molecules is a better indicator of changes in small intestinal permeability

(Camilleri et al., 2010, Travis and Menzies, 1992).
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Figure 2.5. Principle of differential tests of permeability. The diagram illustrates the many factors that influence the
concentration of marker probes. Mucosal permeability is the only point of difference between the handling of two differently
sized marker probes. The other influences cancel out when excretion of the markers is expressed as a ratio. Adapted from
(Travis and Menzies, 1992)

The urinary ratio of lactulose and rhamnose (LR) was first used in clinical settings as a marker to assess
changes in intestinal permeability as a consequence of a number of clinical conditions (Keating et al.,
1995, Sanderson et al., 1987). The use of LR test has also extended to exercise trials to give an
indication of changes in permeability within-participants following interventions by comparing
changes from baseline (Marchbank et al., 2011, Mahmood et al., 2007), or between participants of

different groups (Playford et al., 2001). Furthermore, LR has been widely used to assess changes in
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intestinal permeability following exercise in both a laboratory setting (Lambert et al., 2001, Pals et al.,
1997, van Wijck et al., 2014) and following strenuous athletic competition in the field (Smetanka et
al., 1999). It is important to acknowledge variances in the method that investigators have employed
when adopting the urinary LR test to assess intestinal permeability changes during and following
exercise. There have been differences between the dose of both lactulose and rhamnose (possibly
effecting osmolality) administered between exercise studies (Table 2.1). There are also differences in
the timing of when the probe was administered with some investigators choosing to administer the
LR probes immediately prior to exercise (van Nieuwenhoven et al., 1999, van Nieuwenhoven et al.,
2004), 20 minutes into an exercise bout (Zuhl et al., 2014), 30 minutes into an exercise bout (Pals et
al., 1997, Van Wijck et al., 2011, van Wijck et al., 2013b), or post-exercise (Smetanka et al., 1999). As
such, it is often difficult to compare absolute LR values between different studies (Table 2.1).
Differences in the dose of sugar probes may in part be due to differences in analytical methods and

the sensitivities to measure small concentrations.

While markers of Gl permeability are able to infer deleterious effects of exercise on the Gl tract, the
primary outcome in the majority of endurance-exercise studies should be Gl symptoms, although only
a limited number of studies have investigated the link between Gl permeability and exercise-induced
Gl symptoms (Table 2.1). Studies have shown that moderate endurance exercise can elicit measurable
increases in Gl permeability, yet many of these studies have failed to report Gl symptoms (Marchbank
et al., 2011, Zuhl et al., 2014). Those studies that have reported symptoms have shown only mild, or
in many cases no Gl symptoms at all, but have seen an increase Gl permeability following exercise
(Pals et al., 1997, Van Wijck et al., 2011, Lambert et al., 2008). Gl permeability has been shown to be
increased following running a half and full marathon, but without correlation to any Gl symptoms
(Smetanka et al., 1999, Oktedalen et al., 1992) suggesting that there may be no causal relationship, or
that there are other confounding factors not accounted for. Costa et al. (2017b) reports an inverse
correlation between exercise-induced Gl permeability, where those with the highest Gl permeability
reported the lowest symptoms. Therefore, future studies should report both Gl permeability and Gl
symptoms and report confounding factors (e.g. dietary intake during field-based studies) that may be

leading to symptoms.
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2.2.4 I-FABP and Gl symptoms

Intestinal-fatty acid binding protein (I-FABP) is part of a family of nine different FABP types, each
named after the tissue of its first detection (Glatz and van der Vusse, 1996). I-FABP is a cytosolic water-
soluble protein which appears to be present in mature enterocytes of only the small and large

intestine and is rapidly released into circulation upon injury and damage to mature enterocytes
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(Pelsers et al., 2003b, Grootjans et al., 2016). As such, the use of I-FABP has also emerged as an early
and sensitive marker of small intestinal injury (Pelsers et al. 2003; Derikx et al. 2008) with increases in
I-FABP correlating with splanchnic hypoperfusion (Van Wijck et al. 2011). Whilst multiple models of
exercise alter plasma I-FABP concentrations, many studies have failed to evaluate the association of I-
FABP concentrations with the onset or severity of Gl symptoms (Table 2.2). Future studies must
therefore consider and report Gl symptoms when assessing I-FABP concentrations during endurance
exercise studies. Pre-exercise |-FABP concentrations may help identify individuals most at risk of
developing symptoms, as with celiac disease (Oldenburger et al., 2018), and post-exercise values could

help establish whether a correlative relationship, or potential threshold, with GI symptoms exists.
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Table 2.1. Studies reporting exercise-induced Gl permeability, methods of assessment and links to Gl symptoms. LR data is mean * SD unless otherwise stated.

Reference

Population

Exercise protocol

Dual-sugar details

Dual-sugar ratio

Gl symptoms

(Buchman et al., 1999)

15 male and female

marathon runners

Road marathon competition.

L5g, M 2 g post-race.

Measured in urine over 6h.

Resting control obtained 14 d

pre-race

Rest 0.03 £ 0.02
Exercise 0.07 £0.10

Multiple symptoms
measured but not compared

with L:M

(Lambert et al., 2008)

20 trained runners

60 min running 70% VO2max

L 5g, R5 g immediately pre-

exercise. Measured in urine

over 5h post ingestion

Rest 0.035 (0.01-0.10)

Exercise 0.063 (0.02-0.17)*t

Visual analogue scale used
but scores were low and not

compared with L:R

(March et al., 2017)

18 healthy male

participants

20 min running 80% VO2max

L 5g, R 1 g immediately post-

exercise. Measured in urine

over 5h post ingestion

Rest 0.35 + 0.06

Exercise 0.95 +0.12

Not systematically measured

(Pals et al., 1997)

6 active male & female

participants

60 min running 40%, 60% and

80% VOZpeak

L5g,R2g30mininto

exercise. Measured in urine

over 5h post exercise

Rest 0.048 + 0.01
40% 0.056 + 0.01
60% 0.064 + 0.01
80% 0.107 + 0.02*

Not systematically measured

(Smetanka et al., 1999)

8 marathon runners

6 resting controls

Road marathon competition.

L5g, R2g~30 min post-race.

Measured in urine over 5h

post exercise

Runners 0.019 +0.01
Controls 0.022 +0.01

Symptoms measured but not

compared with L:R

(van Nieuwenhoven et al.,

1999)

10 asymptomatic

runners

90 min cycle 70% W max

L5 g, R0.5 gimmediately

pre-exercise. Measured in

urine over 5h

Rest 0.02 (0.01-0.27)

Cycling 0.01 (0.00-0.01)t

Not systematically measured
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(van Nieuwenhoven et al.,

2004)

10 symptomatic

runners

90 min run 70% VO2max
90 min cycle 70% W max

L5g, R0.5 gimmediately
pre-exercise. Measured in

urine over 5h

Rest 0.02 (0.01-0.04)

Cycling 0.03 (0.01-0.04)

Running 0.04 (0.02—-0.05)*t

Not systematically measured

(Van Wijck et al., 2011)

6 healthy male

participants

60 min cycling 70% Wmax

L1g,05gR
30 min into exercise.
Measured in urine and

plasma

Rest
Urinary 0.022 + 0.005

Plasma 0.002 + 0.001

Exercise
Urinary 0.042 £ 0.04

Plasma 0.006 + 0.004

Not systematically measured

(Van Wijck et al., 2012b)

9 male cyclist and

triathletes

60 min cycling 70% Wmax

L1g,05gR
30 min into exercise.

Measured in urine over 2h

Rest 0.01 £ 0.01
Exercise 0.03 £ 0.02

Not systematically measured

(Zuhl et al., 2015)

8 endurance trained
male and female

participants

60 min running in the heat

70% VOZmax

L5g,R2g30mininto

exercise. Measured in urine

over 5h

Rest 0.022 + 0.008
Exercise 0.06 + 0.047*

Not systematically measured

L = lactulose, R = rhamnose, M = mannitol, * significant difference, T data is median (range). Where studies had multiple research interventions, data from the placebo arm

of each study is shown.
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Table 2.2. Studies reporting exercise-induced increases in I-FABP and links to Gl symptoms. Data is mean * SD unless otherwise stated.

Reference

Population

Exercise protocol

I-FABP values (pg.mL?)

Gl symptoms

(Barberio et al., 2015)

n=8 endurance trained male
participants

Running at 78% VOamax (4 mMol.L'? blood Pre-exercise 640 *125

lactate) until Tc increases 2.0°C or volitional
exhaustion (~24 minutes) in 40°C

Post-exercise 937 + 149*

Not systematically measured

(Karhu et al., 2017)

9 asymptomatic runners (5M, 4F)
8 symptomatic runners (4 M, 4F)

90 min run at 80% 10 km PB

Symptomatic
Pre-exercise 389 +327

Post-exercise 961 +949*

Asymptomatic
Pre-exercise 314 + 152

Post-exercise 804 + 599*

Measured but not compared to I-
FABP values.

(Lis et al., 2015)

n=13 male and
competitive cyclists

female 45 minutes steady state cycling at 70% Wmax

& 15 min TT

Pre-exercise 94 + 83
Post-steady state 233 + 188*

Post-time trial 304 +191*

Measured but not compared to I-
FABP values.

(Morrison et al., 2014)

n=7 trained male participants

15 min cycling at 50% HRR, 30 min running
80% HRR, 30 min running TT) + 15 minutes

cycling at 50% HRR in 30°C

Pre-exercise 143 + 59

Post-exercise 949 +423*

Measured but not compared to I-
FABP values.

(Sessions et al., 2016)

n=7 endurance trained male and
female participants

60 minutes running at 70% VOamax in 30°C

Pre-exercise 261 +160

20-min post-exercise 337 £ 207

Not systematically measured

(Van Wijck et al.,, n=9 male cyclists and triathletes 60 minutes cycling at 70% W max Pre-exercise 295 + 46 Not systematically measured
2012b)

Post-exercise 474 + 74*
(van  Wijck et al.,, n=12 recreationally trained male 30 minutes resistance exercise Pre-exercise 254 +31 Not systematically measured
2013a) participants

Post-exercise 344 +53*
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(Karhu et al., 2017)

9 asymptomatic runners (5M, 4F) 90 min run at 80% 10 km PB

8 symptomatic runners (4 M, 4F)

Symptomatic
Pre-exercise 389 +327

Post-exercise 961 +949*

Asymptomatic
Pre-exercise 314 + 152

Post-exercise 804 + 599*

Measured but not compared to I-
FABP values.

TT = time trial, HRR = heart rate reserve, PB = personal best. * Significant difference. Where studies had multiple research interventions, data from the placebo arm of each

study is shown.
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2.3 Exercise, symptoms of Gl discomfort and sports nutrition
Both habitual daily nutrition and specific sports nutrition can have both beneficial and deleterious effects

on Gl symptoms. For example, some supplements that have been shown to improve exercise
performance can also increase the risk of Gl symptoms. Caffeine intake has been seen to correlate with
lower Gl symptoms during a triathlon (Wilson, 2016), possibly due its effects of increasing intestinal
secretion and colonic motility (Brown et al., 1990, Wald et al., 1976). Sodium bicarbonate intake has

been associated with vomiting and diarrh

ea (Burke and Pyne, 2007). However, the area of sports nutrition that has received the most research
attention in regards to performance and Gl symptoms is CHO ingestion during exercise. A body of
literature now exists which shows that, despite CHO ingestion during endurance exercise clearly
enhancing performance (Stellingwerff and Cox, 2014), CHO consumption during exercise can lead to Gl
symptoms. Even if Gl symptoms associated with CHO consumption are ‘mild’ there is evidence to suggest
that they are associated with impaired endurance performance (Rowlands et al., 2012, O'Brien and
Rowlands, 2011, Triplett et al., 2010). However, this has not always been shown (Pfeiffer et al., 2012).
The following section will examine the current body of literature in regards to CHO ingestion during
endurance exercise, the reported associations with Gl symptoms, and the potential dose-response

effect.

2.3.2 CHO intake and Gl symptoms
Total CHO intake during endurance competitions varies not only between sports but even between

individuals within a sport, with ranges reported of between 0-136 g-hr! (Pfeiffer et al., 2012, Burke et
al., 2011, Kruseman et al.,, 2005). There is conflicting evidence between total CHO intake and Gl
symptoms, although greater CHO intakes during exercise have typically resulted in an increase in Gl
symptom prevalence and/or severity. For example, during a 16 km run, participants ingesting 90 g-hr!
CHO reported increased ratings of nausea compared to when they consumed 60 g-hr?, as well as
reporting a higher incidence of moderate symptoms (a score of 4 or more on a 9 point scale), although
overall incidence of symptoms was low (Pfeiffer et al., 2009). During a competitive 18 km running race,
incidence of flatulence, reflux and intestinal cramps were higher when consuming CHO (~40 g-hr?)
compared with water (van Nieuwenhoven et al., 2005). Incidence of bloating, urge to defecate, nausea
and flatulence were all higher when participants consumed 108 g-hr* CHO compared to 72 g-hrtduring
120 min cycling 63% Voamax (Jentjens et al., 2004a). The range of Gl severity scores between participants
within studies does though suggest individual tolerances, whereby individuals may be able to absorb
more CHO during exercise. Despite potential individual differences, one of the more robust findings is
the prevalence of Gl symptoms when large amounts (>60g) of glucose are ingested during exercise

(Table 2.3). There is therefore an exercise:performance paradox by which CHO consumed during
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exercise has the potential to enhance performance however the consumption of CHO could also cause
Gl distress and decrease performance. It is therefore crucial that studies are now performed to examine

strategies to attenuate Gl symptoms associated with CHO intake during endurance exercise.

2.3.2 Gl symptoms and glucose intake

Consumption of large amounts of glucose, or glucose polymers can lead to Gl symptoms via a number
of mechanisms. Exercise above 70% VOamaxand consuming higher concentrations of glucose drinks can
both reduce gastric emptying (Costill and Saltin, 1974, Horner et al., 2015, Maughan et al., 1990).
However, many exercise studies have utilised lower exercise intensities. A factor that has received more
attention is the maximal rate of absorption and uptake of exogenous glucose during exercise. It has been
shown that even when more than twice as much glucose is consumed, glucose appearance in circulation
from the Gl system appears to be limited at around 1.0 g-min (Jeukendrup et al., 1999b). Table 2.3
shows a number of studies where participants have consumed different amounts and sources of
carbohydrate during exercise. In those where total CHO intake, either as glucose or as a hydrolysed
maltodextrin, is around 1.2 g-min™ or more, there are more frequent or severe Gl symptoms compared
to water only trials or trials feeding multiple transporter carbohydrates. Glucose transport across the
brush border occurs by sodium-dependent glucose transporter (SGLT1), whereas fructose is absorbed
by GLUTS (Wright et al., 2003). During exercise, consumption of glucose + fructose solutions appear to
be absorbed and oxidised at the higher rate of 1.5-1.8 g-min’ (Wallis et al., 2005, Jeukendrup and
Moseley, 2010). Comparatively when glucose only is consumed in amounts greater than that which it
can be absorbed, malabsorption may then be a contributing factor to Gl symptoms. Studies are
therefore required to investigate strategies to increase the maximal rate of glucose absorption during

exercise and the potential attenuation of GI symptoms that this may cause.
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Table 2.3 Gl symptoms and intake of different sources and amounts of carbohydrates.

CHO Intake

Subjects

Exercise Protocol

Gl Symptoms

Reference

2.4 g'min GLU
2.4 g-mint GLU,FRU, SUC (2:1:1)

600 mL at start, 150mL every 15 min.

8 trained male cyclists

150 min cycling 50% PPO

More severe symptoms with GLU. One
subjected vomited, two could not
consume all GLU drinks

(Jentjens et al., 2004a)

1.8 gmint GLU

1.2 GLU + 0.6 SUC g'min™!
1.2 GLU + 0.6 MAL
g-mint

Water

600 mL at start, 150 mL every 15 min.

9 trained male cyclists

150 min cycling 50% PPO

More severe and  non-severe
symptoms during GLU and GLU + MAL
than water and GLU + SUC

(Jentjens et al., 2004c)

1.8 g'min GLU

1.2 g'min GLU

1.2 GLU + 0.6 FRU g.min™*
Water

600 mL at start 150 mL every 15 min.

8 trained male cyclists

120 min cycling 50% PPO

More severe and  non-severe
symptoms during 1.8 g:-min! GLU than
all other trials

(Jentjens et al., 2004b)

1.8 g'min™t MAL
1.2 MAL + 0.6 FRU g'min*
Water

600 mL at start, 200 mL every 15 min.

8 trained male cyclists

150 min cycling 55% PPO

More severe symptoms during MAL
than MAL + FRU

(Wallis et al., 2005)

1.5 g'min'GLU
1.0 GLU + 0.5 FRU g'min™
Water

600 mL at start, 270 mL every 20 min.

8 endurance
males

trained 5 hrs cycling at 50% PPO

Increased scores of ‘fullness’ during
GLU than both other trials

(Jeukendrup et al.,
2006)
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2.4 gmintGLU
1.2 GLU + 1.2 FRU g'min™
250 mL to start, 250 mL every 15 min.

9 trained male cyclists

Simulated 100 km time
trial with intermittent 1
km and 4km sprints

Severe Gl distress during GLU including
two episodes of diarrhea, one

episode of vomiting, and one incident
of “sour stomach”. 7 out of 9 reported
fullness during GLU. None during GLU +
FRU

(Triplett et al., 2010)

~1.0 MAL + ~0.5 g'rmint GLU
~1.0 MAL + ~0.5 g:-min" FRU

(race) 7 male, 3 female
mountain bikers
(lab) 16 male cyclists

Competitive mountain bike
race
~3 hr cycling with high intensity
intervals and sprint work load
test

Increased abdominal cramps (race) and
nausea (lab) during MAL + GLU
Increased performance was associated
with lower abdominal cramps

(Rowlands et al.,
2012)

1.8 g'min! GLU

1.2 GLU + 0.6 g'min’t FRU
0.6 GLU + 1.14 g'-min* SUC
Water

10 trained male cyclists

180 min cycling 50% PPO

Increase in upper Gl symptoms during
GLU only compared to all other trials

(Trommelen et al.,
2017)

~1.3 g'min® MAL
~0.7 g'min! MAL +~0.6 g-min! FRU

14 male and 6 female
recreational runners

120 min running at 90% pace of
most recent marathon + 4 mile
Time Trial

Increase in total number of Gl
symptoms and moderate Gl symptoms
during MAL compared to MAL + FRU

(Wilson and Ingraham,
2015)
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2.3.3 Glucose malabsorption

There are a number of studies showing that glucose consumption above 1.0-1.2 g-min*can lead to Gl
discomfort (Table 2.3), although there is a paucity of studies to explain the precise mechanisms. During
exercise, glucose malabsorption can occur and appears related to a number of Gl symptoms expressed
(Peters et al., 1993). Consuming large amounts of glucose during exercise leads to saturation of the
glucose transporter SGLT1, leaving residual glucose within the intestinal lumen (Peters et al., 1993,
Oliveira, 2017, Lang et al., 2006). This residual glucose may then lead to Gl symptoms via a number of
mechanisms (Fig 2.6). Excess glucose may delay gastric emptying and oro-caecal transit via the ‘ileal
brake’ (Shin et al., 2013). Animal (Azpiroz and Malagelada, 1985) and human data (Layer et al., 1990)
have shown that ileal perfusion with macronutrients can reduce gastric emptying, duodenal motility
and Gl hormone release, while glucose confined to the most proximal region of the small intestine has
no effect (Lin et al., 1989). Large boluses of glucose can result in an increase in fermentation of glucose
by bacteria in the distal half of the small intestine, leading to gas-like symptoms (Urita et al., 2006,
Murray et al., 2014). Magnetic resonance imaging shows consumption of a glucose drink increases
colonic gas compared to fasting levels in healthy volunteers (Major et al., 2017, Murray et al., 2014).
Colonic distension may also be caused by glucose malabsorption and be a cause of Gl symptoms.
Distension can be caused by increasing gas, as already described, and an increase in bowel water
content, or both. Again, MRI studies have shown that water content of the colon increases, as does
colonic volume, in the hours after consuming a bolus of glucose, although relatively less than other
mono- or oligo-saccharides (Major et al., 2017, Murray et al., 2014). Given the transit time required
for glucose to reach the colon, colonic distension from glucose ingestion is most likely of relevance

only to ultra-endurance sports, or in the hours after exercise lasting <2 hr.

The studies investigating these potential causes of glucose-mediated Gl symptoms have been
performed outside of the exercise environment, and some have looked at IBS patients. However, the
mechanisms are plausible, particularly given the small number of studies showing positive hydrogen
breath tests during exercise after glucose consumption. Strategies to minimise the potential of glucose
malabsorption may then well lead to a reduced risk of Gl symptoms during exercise, where high CHO

consumption is required.
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Figure 2.7. The potential consequences of glucose malabsorption

2.4 Probiotics

Probiotics are defined as live microorganisms that, when administered in adequate amounts, confer
a health benefit on the host (Hill et al., 2014). They consist of bacteria, and are commonly available as
concentrated capsules, as a powder, or in various dairy or fermented food products. Care is needed
when evaluating studies, as benefits can often be specific to the bacterial strain studied, and thus
benefits are not universal to all probiotic products (Allen et al., 2017, Sanchez et al., 2017). There is
some limited research suggesting that probiotic supplementation can reduce either the duration,
frequency or severity of upper respiratory tract infections in athletes (Pyne et al., 2015). However, to
date, there is only limited research investigating the effect probiotics have on Gl symptoms in athletes.
There are some studies suggesting that they are beneficial in the general public, or in some clinical
conditions, and the potential mechanisms have begun to be described (Hungin et al., 2013, McKenzie
et al., 2016). For example, there is promising results regarding the use of probiotics in the treatment
of acute gastroenteritis, Clostridium difficile-associated diarrhea, colitis, irritable bowel syndrome,
necrotizing enterocolitis, and others (Thomas and Versalovic, 2010). Probiotics have also been shown

to reduce the relative risk of traveller’s diarrhea, and so may be of particular benefit to the traveling
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athlete. Probiotics may therefore effective in attenuating exercise-induced Gl symptoms, although

research to date is limited.

2.4.1 Probiotics and exercise-induced Gl symptoms
A small number of studies have evaluated the effect of probiotics on Gl symptoms in athletes, although

methodological issues persist with many studies reporting only the frequency or duration of
symptoms, and not the severity. A group of runners participating in a marathon race supplemented
for 3 months prior to the race with Lactobacillus rhamnosus but had no difference in frequency or
duration of Gl symptoms either during the 3 months, or in the 2 weeks following the race, compared
with the placebo group (Kekkonen et al., 2007). Similarly, Lactobacillus fermentum had no effect on
Gl symptom prevalence during training in cyclists and triathletes during an 11 week supplement period
(West et al., 2011). A multi-strain probiotic had no significant effect on symptoms compared with
placebo during a 150 day intervention in active individuals, although this may be due to criteria to
class a symptom, and the subsequent low frequency of symptoms reported (West et al., 2014). The
lack of an effect may be due to the inefficacy of probiotic supplementation or specific strains used, or
it may be in part be due to methodological issues. In the studies described above, Gl symptoms were
not the primary outcome, and methods to quantify GI symptoms would have required probiotics to
completely alleviate a symptom for a benefit to be shown to be significant. During a 12-week
supplementation period of a multi-strain probiotic in recreational triathletes, Gl symptoms were
significantly lower at weeks 4, 8 and 12 compared to placebo (Roberts et al., 2016). Detailed
guestionnaires were adapted and used from previous studies investigation exercise-related Gl
symptoms that may have been more sensitive to change differences in symptoms. In practice, it could
be argued that an attenuation of symptoms, of any magnitude, would have a real-world impact on
quality of life, and potentially sporting performance. Future studies should therefore ensure that Gl
symptoms are systematically evaluated both during the probiotic supplement period as well as during

endurance competition in order to assess their effectiveness at attenuation Gl symptoms.

2.4.2 Probiotics and Gl permeability
Both in vivo and in vitro work has shown that there a number of potential mechanisms by which

probiotics can reduce intestinal permeability, or confer protective effects against potential disruptions
to TJ. There are a number of studies that have shown that culturing epithelial cells in medium in which
probiotic stains have previously been cultured, can increase TJ protein expression, as well as their
redistribution from the cytosol to the boundaries (Zyrek et al., 2007, Ewaschuk et al., 2008, Anderson
et al., 2010). In vivo, probiotic infusion directly into the duodenum for 6 hours, via a nasogastric tube,

resulted in an increase in mobilisation of occuludin and zonulin proteins to the apical surface of
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epithelial cells from biopsy samples (Karczewski et al., 2010). This change in TJ protein expression and
distribution has been shown to correlate with baseline transepithelial resistance in vitro and confer
protection against threats to TJ permeability. For example, L. salivarius prevented the H,0-induced
redistribution of occludin and claudin-1 in Caco-2 cells (Miyauchi et al., 2012). Probiotic bacteria can
also improve Gl barrier function beyond their effects on TJ protein expression and mobilisation. In
vitro studies have shown that probiotic supplementation can prevent epithelial apoptosis, increase
mucin secretion, inhibit pathogenic bacteria attachment, and decrease secretion of pro-inflammatory
cytokines (Mennigen and Bruewer, 2009, Caballero-Franco et al.,, 2007, Allen et al., 2017). This
multitude of mechanisms suggests that probiotics may be effective in attenuating the exercise-

induced increases in Gl permeability that have been reported.

Studies that have investigated the influence of probiotic supplementation on Gl permeability in
athletes are limited. Four weeks supplementation with a different multistrain probiotic had no effect
on urinary LR post exercise (Shing et al., 2014), however, without a resting control, it is impossible to
assess if the exercise bout lead to an increase in Gl permeability. Conversely, 12-week
supplementation with probiotics attenuated intestinal permeability assessed by LR, six days after a
long distance triathlon (Roberts et al.,, 2016). A multi-strain probiotic supplement for 14 weeks
reduced stool zonulin concentrations (Lamprecht et al., 2012), although this cannot be used as an
acute marker to assess the effect of exercise-induced Gl permeability. Taken together, it is difficult to
ascertain the effects of probiotic supplementation on Gl barrier disruption and so more studies are

required.

2.4.3 Probiotics and CHO absorption and oxidation
There is mechanistic evidence that probiotic supplementation could increase CHO oxidation during

exercise. Previous animal work in race horses showed that probiotic supplementation during a training
phase prevented the decline in respiratory quotient observed in a control group, with the authors
suggesting that this related to an improvement in the CHO aerobic enzymatic capacity, CHO
utilization, or both (Art et al., 1994b). Probiotics may also increase absorption of consumed CHO
during exercise In vitro, Caco-2 cells show increases in expression of glucose transporters and
subsequently increased glucose uptake when cultured with supernatants prepared from anaerobic
culture of Lactobacillus strains (Rooj et al., 2010b). Additionally, both Bifidobacterium bifidum and
Lactobacillus casei supplementation for 28 days stimulated SGLT1 expression in mice models, as well
as increasing maltase activity (Barrenetxe et al., 2006). The pro-inflammatory cytokine TNFa has been
shown to downregulate both the expression and activity of SGLT1 in Caco-2 cells, reducing glucose
transport (Barrenetxe et al., 2013). This may be another mechanism by which probiotics could alter

exercise metabolism as probiotics have been shown to augment the secretion of TNFa by epithelial

42



cells (Hardy et al., 2013). Studies investigating exercise metabolism following probiotic
supplementation are now needed to assess their efficacy and investigate if these potential

mechanisms translate to a measurable effect.

2.4.4 LAB4
The purported benefits of probiotics are not universal and will differ depending on the bacterial

strains, dosage, and duration of supplementation. One multi-strain product used in a number of
research studies is the LAB4 probiotic, containing Lactobacillus.acidophilus CUL-60 and CUL-21,
Bifidobacterium bifidum CUL-20 and Bifidobacterium lactis CUL-34. The LAB4 probiotic has been
shown to be beneficial to those undergoing antibiotic treatment (Plummer et al., 2004, Plummer et
al., 2005) and in reducing the frequency of URTI and duration of symptoms in schoolchildren (Garaiova
et al., 2015). In regards to Gl symptoms, a group of participants with IBS supplementing with LAB4
showed greater reductions in Gl symptom severity and quality of life scores than those in a placebo
group (Williams et al., 2009). Finally, LAB4 has been used specifically in two endurance exercise related
studies. Shing et al. (2014) reported increases in running time to fatigue and small, albeit non-
significant, decreases in Gl symptoms following 4 weeks supplementation with LAB4. In triathletes,
supplementation with LAB4 for 12 weeks prior to a long distance triathlon race resulted in an
attenuation of increased Gl permeability over a training cycle and fewer Gl symptoms were reported
compared to placebo (Roberts et al., 2016). These data, along with the data from those with IBS, shows
that LAB4 may have the potential to be of benefit to endurance athletes in regards to Gl symptoms,

although more studies are required.

2.5 Summary
In summary, endurance exercise appears to be associated with a high frequency of Gl symptoms,

particularly during competitive long distance running events. A number of mechanisms have been
proposed, but an increase in Gl permeability and damage is thought to be a contributing factor, as is
CHO consumption during exercise — which appears to exacerbate symptoms. However, there are
discrepancies in the measures used to assess Gl permeability, and there is a lack of data assessing the
relationship between these measures and Gl symptoms. There is also a large disparity in the reported
frequency and severity of Gl symptoms, with a number of methodological approaches used. Research
interest in Gl symptoms, its measurement, and its causes is growing. There is a need to assess the
efficacy of biological markers to assess Gl permeability, as well as finding practical strategies to reduce

the severity and/or frequency of Gl symptoms during exercise.
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General Methods

3.1 Location of testing and ethical approval
Exercise and biochemical analysis were carried out in the physiology and biochemical laboratories

respectively at the Research Institute for Sport and Exercise Sciences, Liverpool John Moores
University. The track marathon took place on an official measured 400m athletics track and pre and
post-race samples were collected in the physiology laboratory at Edge Hill University. Ethical approval
was granted from the local ethics committee at Liverpool John Moores University. Analysis of L:R and
serum cortisol was conducted at the Royal Cornwall Hospital. Analysis of plasma and breath 3C at the

University of Surrey. All other analysis was performed at Liverpool John Moores University.

3.2 Subject characteristics
Participant characteristics are described in each study chapter. None of the participants had a history

of gastrointestinal disease and none were under pharmacological intervention during any study.
Participants were asked to maintain habitual activity levels during each study, and refrain from

additional exercise, caffeine and alcohol for at least 24 hours prior to any testing sessions.

3.3 Assessment of cardio-respiratory measures
3.3.1 Assessment of maximal oxygen consumption (VOzmax) - running
VO.max Was assessed using an incremental exercise test performed on a motorized treadmill (HP

Cosmos, Germany). Oxygen uptake was measured continuously during exercise using an on-line gas
analysis system (Oxycon Pro, Carefusion, Germany). The test commenced with a 2-min stage at 10
km-h followed by 2-min stages at 12 km-h?, 14 km-h?, and 16 km-h™X. On completion of the 16 km-h-
! stage, the treadmill was inclined by 1% every 2 minutes thereafter until volitional exhaustion. VOjmax
was stated as being achieved by the following endpoint criteria: (1) heart rate within 10 beats-min™
of age predicted maximum, (2) respiratory exchange ratio >1.1 and (3) plateau of oxygen consumption
despite increased workload. Based on the results of the incremental test, the running speed
corresponding to 100% VOmax Was estimated for each participant using a linear regression equation,

allowing for calculation of running speeds of varying intensities.

3.3.2 Assessment of lactate threshold and peak oxygen consumption (VOzpeak) — running
Lactate threshold and VOpeak Were determined via an incremental running test as previously described

(Jones 2006). Briefly, participants ran a minimum of six stages on a motorized treadmill (HP Cosmos
Saturn, Traunstein, Germany). Each stage was 3 minutes in duration, interspersed with 30-second
breaks to facilitate fingertip capillary blood sampling and lactate concentration analysis (Lactate Pro™
Analyzer, Arkray, KDK Corporation, Kyoto, Japan). Running speed was increased by 1 km-h! at the end

of each stage, until runners reached volitional fatigue. Oxygen uptake was measured continuously
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during exercise using an on-line gas analysis system (Oxycon Pro, Carefusion, Germany). VOjpeak Was

determined from the mean of last 10 s of each 3 minute interval.

3.3.3 Assessment of peak oxygen consumption (VO2peak) and peak aerobic power output (PPO)
- cycling
VOyeak and peak aerobic power output (PPO) were determined on an electronically braked cycle

ergometer (Lode Excalibur Sport, Groningen, The Netherlands) during an incremental exhaustive
exercise test. Work rate commenced at 95 W for 3 min, followed by incremental steps of 35 W every
3 min until volitional exhaustion. Oxygen uptake was measured continuously during exercise using an
on-line gas analysis system (Moxus modular metabolic system, AEIl technologies Inc, Pennsylvania,
USA). VOypeak Was determined from the mean of last 10 s of each 3 minute interval. PPO was calculated
from the last completed work rate, plus the fraction of time spent in the final non-completed work

rate multiplied by the work rate increment (Jeukendrup et al., 1996).

3.4 Psycho-physiological measures
3.4.1 Ratings of perceived exertion
Participants reported ratings of perceived exertion (see Table 3.1) during exercise according to a 15-

point Likert scale devised by Borg (1970).

Table 3.1 Ratings of perceived exertion

Rating Description

6 No Exertion At All
7 Extremely Light

8

9 Very Light

10

11

12

13 Somewhat Hard
14

15 Hard

16

17 Very Hard

18

19 Extremely Hard
20 Maximal Exertion

3.4.2 Rating of global GI symptoms
Global gastrointestinal symptoms were recorded every 15 min during each experimental protocol

using a Gl discomfort scale adapted from Pfeiffer et al. (2009). Participants rated their symptoms on

a 10-point scale, ranging from 0 (‘no problem at all’) to 10 (‘the worst it has ever been’), with a score
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> 4 being regarded as ‘moderate’. Participants were instructed to consider symptoms of bloating, the

urge to defecate, burping, nausea, flatulence, and/or the urge to vomit.

3.4.3 Rating of specific GI symptoms
After exercise, participants were asked to complete a more detailed questionnaire (adapted from

Pfeiffer et al., 2012) to assess any specific symptoms of Gl discomfort of bloating, flatulence, stitch,
belching, nausea, urge to vomit, urge to defecate, and stomach cramps (Appendix 1). GI symptoms
were scored on a 10-point scale (0 = no pain and 10 = worst possible pain) with a score > 4 being
regarded as moderate. Lower Gl symptoms were classified as flatulence, bloating, diarrhoea, and
urgent need to defecate and upper Gl symptoms as nausea, belching, stitch and urge to vomit. To

ensure understanding, specific symptoms were explained and described to participants.

3.4.4 Gastrointestinal symptom rating scale (GSRS)

The Gastrointestinal Symptom Rating Scale (GSRS) (Svedlund et al., 1988b) contains 15 items, each
rated on a seven-point Likert scale from no discomfort to very severe discomfort relating to;
abdominal pain, hunger pains, nausea, heartburn, acid regurgitation, diarrhea, loose stools, rumbling,
abdominal distension, belching, increased flatulence, constipation, hard stools, and feeling of
incomplete evacuation. This questionnaire was chosen for use with remote participants (Chapter 4),
as it has been validated with a large number of participants when used as an online resource (e.g.

Spiegel et al., 2014).

3.5 Collection, storage and analysis of blood samples
Blood samples were drawn from a superficial vein in the anticubital crease of the forearm using ether

standard venepuncture techniques or via an indwelling cannula. Samples were collected into serum
separation tubes (SST), K2EDTA or lithium heparin vacutainers (BD Biosciences, UK). K2EDTA and
lithium heparin tubes were stored on ice while SST vacutainers were stored at room temperature for
1 h before centrifugation at 1500 g x 15 minutes at 4 °C. Following centrifugation, plasma or serum

was separated into aliquots and stored at -80 °C for later analysis.

3.5.1 Assessment of intestinal permeability
Intestinal permeability was assessed by analysing serum samples using a previously published protocol

(Fleming et al., 1996b), with the modification of using rhamnose instead of mannitol as the
monosaccharide probe. A 50 mL sugar probe solution (5 g lactulose, 2 g rhamnose) was consumed and
the ratio of the sugars was measured from serum (Chapters 5, 6, 7) and urine (Chapter 5) samples post
exercise. The respective sugars were separated using high-pressure liquid chromatography and

guantitated by use of a pulsed electrochemical detector using a gold working electrode and
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silver/silver chloride reference electrode. The detection potential was -0.01 V (0-0.5 s), the oxidation
potential was +0.75 V (0.51-0.64 s), the reduction potential was -0.75 V (0.65-0.75 s), and the
integration period was 0.05 to 0.5 s. Retention times were 2.7 min for rhamnose and 6.1 min for
lactulose using 120mmol-L"t NaOH as an isocratic eluent. The coefficient of variation for lactulose and
rhamnose combined was 11%. Timings for administration of LR probe solutions, and serum sample

collection during each chapter are given in Table 3.2.

Table 3.2 Timing of LR drink solution in each chapter
LR probe administration Serum sample collection
Chapter 5 Immediately pre-exercise Immediately post-exercise (~1hr after administration)
1hr post exercise (~2hr after administration)
Chapter 6 Immediately post-exercise 60 min post exercise (60 min after administration)
Chapter 7 Baseline 60 min after administration
Immediately post-race 60 min post-race (60 min after administration)

3.5.2 Assessment of intestinal-fatty acid protein (I-FABP)
I-FABP concentrations from EDTA plasma were determined using an enzyme-linked immunosorbent

assay (ELISA) (Hycult Biotechnology, Uden, the Netherlands; detection window 47 - 3000 pg-ml?)
according to the manufacturer’s instructions. The ELISA is a solid-phase enzyme-linked
immunosorbent assay based on the sandwich principle. Samples were diluted 1:2 with a provided
sample dilution buffer and plates were read at 450 nm. The coefficient of variance was 8% for

between-sample duplicates.

3.5.3 Cytokine analysis
Cytokine concentrations were measured using cytometric bead array (CBA, BD Biosciences, San Diego,

USA) for the cytokines (as described in relevant chapters) using the manufacturers instructions with
bead populations with distinct fluorescence intensities coated with capture antibodies specific for
each protein. Following acquisition of sample data using the flow cytometer, the sample results were
generated in graphical and tabular format using the BD CBA Analysis Software. The coefficients of

variation were 9.7%.

3.5.4 Circulating metabolite analysis
Plasma glucose, lactate, non-esterified fatty acids, and glycerol and were analysed using a Randox

Daytona spectrophotometer and commercially available kits (Randox Laboratories, Ireland). The

coefficient of variation for plasma glucose, lactate in our laboratory was < 5 %.

3.5.5 Serum cortisol analysis
Serum cortisol was measured using an ELISA kit according to the manufacturer’s instructions (Elecsys

Cortisol assay, Cobas-Roche, UK). The range of measures was 0.5-1750 nmol-L with a CV of 2.9%.
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3.5.6 Plasma sCD14
Plasma sCD14 was measured with a commercial enzyme-linked immunosorbent assay kit (R&D

Systems, Inc., Minneapolis, Minnesota) according to the manufacturer’s instructions. The range of

measures was 250.0 - 16,000 pg-mL* with a CV of 5.9%.
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Chapter 4 - Prevalence,
Severity and Potential
Nutritional Causes of
Gastrointestinal Symptoms
during a Marathon in
Recreational Runners

This study was published in Nutrients in 2017 (Appendix 2)
Pugh, J.N., Kirk, B., Fearn, R., Morton, J.P. and Close, G.L., 2018. Prevalence, Severity and Potential

Nutritional Causes of Gastrointestinal Symptoms during a Marathon in Recreational Runners. Nutrients,
10(7):811.
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Prevalence and severity of Gl symptoms in recreational marathon
runners

4.1 Abstract
Purpose: To investigate the prevalence of gastrointestinal (Gl) symptoms amongst recreational

runners during a marathon race, and any potential nutritional factors that may contribute.

Methods: Runners (n=96) of the 2017 Liverpool and Dublin marathon were recruited. GI symptoms
were retrospectively assessed in relation to the 7 days prior to the marathon and during the marathon
using the Gastrointestinal Symptom Rating Scale (Svedlund et al, 1988b), while nutritional intake was

recorded using food diaries for the day before the race, morning of the race, and during the race.

Results: 43% of participants reported moderate (24) GIS in the 7 days prior to the marathon and 27%
reported moderate symptoms during the marathon with most common symptoms being flatulence
(16%) during training, and nausea (8%) during the marathon race. Correlations between nutritional
intake (total Kcal, carbohydrate, fibre, fat, protein, fluid intake) and GIS were not statistically
significant (p >0.05). There were significant correlations between total GIS score (r=0.510, p <0.001),
upper GIS score (r =0.346, p = 0.001) and lower GIS score (r = 0.483, p <0.001) in training and during

the marathon.

Conclusion: There appears to be a modest prevalence of GIS in recreational runners, in the week prior
to a marathon and during marathon running, although there was no association with nutritional intake

before or during the race.
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4.2 Introduction

Gastrointestinal (Gl) symptoms are widely reported in athletes participating in prolonged endurance
events including; cyclists, triathletes and marathon runners. However, there is a large estimated range
of symptom prevalence reported between studies. In a recent review of endurance events the
reported prevalence of Gl symptoms was 4-96% of participants (Costa et al., 2017a). Numerous
potential factors may explain the large variance in reported symptoms such as the mode, duration or
intensity of exercise, environmental conditions, nutritional intake, type of assessment tool, and
method used to classify a “symptom”. For example, studies have used 4, 9, 10, and 11-point scales,
each with differing vernacular, to quantify GIS (Pfeiffer et al., 2012, Ter Steege et al., 2008, Stuempfle
and Hoffman, 2015, Wilson, 2017). Positive responses, of any magnitude, including those that do not
affect performance, could be seen to overestimate the prevalence of symptoms, or may lead to
erroneous conclusions regarding symptom severity. For example, studies that have reported data for
Gl symptoms in marathon runners without acknowledging severity have shown prevalence rates of
52% and 71% (Rehrer et al., 1989, Peters et al., 1999). Contrarily, when symptoms were described as
‘moderate’ or ‘serious’ in severity, prevalence has been reported as 4-7% (Pfeiffer et al., 2012, Ter
Steege et al., 2008). Furthermore, symptom severity in the scales used is a subjective measure and

not further quantified by, for example, duration or impact on performance.

Gl symptoms can have a number of aetiologies, including underlying pathology such as inflammatory
bowel disease, the physiological changes that occur with exercise such as the reduction of splanchnic
blood flow, changes to the physiology of digestion and transit, and the gut—brain axis (Costa et al.,
2017a). One potential cause of Gl symptoms during marathon running is nutritional intake before
and/or during the race. Carbohydrate (CHO) intake in both the days before and during endurance
exercise has been shown to be beneficial to performance (Stellingwerff and Cox, 2014, Helge, 2017)
yet there appears to be an association between carbohydrate intake during endurance exercise and
Gl symptoms (Costa et al., 2017b, de Oliveira and Burini, 2014, ten Haaf et al., 2014). The mechanisms
through which this may occur include potential malabsorption leading to luminal distension, delayed
gastric emptying and gas production (Major et al., 2017, Shin et al., 2013). It has been shown that
reducing Gl symptoms associated with CHO intake during exercise was associated with improvements
in performance (Costa et al., 2017b). However, to date, there has been little research into habitual
dietary intake of recreational marathon runners, and their association with GI symptoms during a race.
The aim of the present study was to document the dietary intake and prevalence and severity of Gl

symptoms during a marathon and to investigate any association between them.
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4.3 Methods

4.3.1 Marathon runners

Runners registered to participate in the 2017 Rock n Roll Liverpool and SSE Airtricity Dublin marathons
were invited to participate in this study via email sent out by the race organisers. Informed consent to
participate was provided through registration via an internet-based online data collection tool. A total
of 216 runners across both races registered to participate, with 100 of these runners completing the
online questionnaire. Of these, four participants did not provide sufficient detail to be included in the
dataset. Characteristics of runners from each race are presented in Table 4.1. During the races, mean
ambient temperatures were 16 °C and 12 °C and mean relative humidity was 80% and 82% for
Liverpool and Dublin respectively. There was 0 mm of precipitation during both races. The race routes
had total ascension (vertical distance and maximum elevations of 410 m and 72 m (Liverpool) and 120
m and 58 m (Dublin). Mean time to complete the marathon in each race was 260 (176—361) and 236
(183-278) min, for the Liverpool and Dublin marathon, respectively. Self-reported training data are
shown in Table 4.1.

Table 4.1. Subject characteristics of recreational marathon runners (values are mean + standard deviation (SD)).
Liverpool Marathon Dublin Marathon

(n =66) (n=30)
Age (years) 43.4+95 42.3+8.8
Body mass (kg) 70.4+125 66.1+ 11.7
Height (cm) 163.7 + 36.7 163.7 + 34.0
Number of previous marathons 7+10 15+ 29
Quickest marathon in last 2 years (min) 2457+ 42.0 238.2+29.4
Highest weekly mileage 415+ 143 46.7 + 14.6
Longest single training run (miles) 20.4+4.38 204+ 35

4.3.2 Experimental design

One week before the marathon, participants were sent e-mail instructions in regard to the timing of
subsequent communications, what information they would be asked to provide, and the importance
of accuracy in all of their responses. Forty-eight hours before the race, a food diary template was sent
to participants along with instructions on how to complete it, examples of completed food diaries,
and images of different weights of common foods. Participants were required to prospectively record
all food and fluid consumed in the 24 h before the race, as well as the morning of the race. For in-race

nutrition, participants were informed that this information would be required, and to try to recall all
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in-race foods and fluids consumed. The information from food diaries, as well as in-race nutrition,
were input into relevant sections of the questionnaire. The dietary information reported was analysed
to quantify using Nutritics professional diet analysis software (Nutritics LTD, Dublin, Ireland) by two

blinded, independent, and trained nutritionists.

4.3.3 Questionnaire

In the evening following the race, participants received an email link to the online questionnaire, and
were asked to complete this as soon as possible. Reminder emails were sent 24 and 48 h later.
Participants were required to report their age, gender, weight, height and details regarding their race
history and training for the marathon. In order to differentiate between habitual Gl symptoms, and
race specific Gl symptoms, participants completed a modified version of the Gastrointestinal Symptom
Rating Scale (GSRS) (Svedlund et al., 1988b), relating to the 7 days prior to the marathon, and then
specifically symptoms during the marathon. The GSRS gives explanations of each symptom and was
used as it has been shown to be understandable and has good reproducibility for measuring the
presence of Gl symptoms compared to interviews (Bovenschen et al., 2006). This questionnaire has
been previously used in large scale investigations (Tielemans et al., 2013, van Kerkhoven et al., 2008).
Symptoms include upper abdominal pain, epigastric pain, heartburn, regurgitation, abdominal
rumbling, bloating, nausea, empty feeling in the stomach, early satiety, postprandial fullness, belching,
flatulence, haematemesis, dysphagia, and questions on defecation. Subjects were asked to rate the
severity of Gl symptoms on a seven-point Likert scale (1 = absent; 2 = minor; 3 = mild; 4 = moderate;
5 = moderately severe; 6 = severe and 7 = very severe). In analysis, a score of 22 was defined as
symptom presence and 24 was defined as moderate symptom presence. Lower Gl symptoms were
classified as gas/flatus, bloating, diarrhea, and urgent need to defecate and upper Gl symptoms as

nausea, heartburn, acid reflux, hunger, burping.

4.3.5 Analysis

Descriptive statistics (mean + SD) were calculated for all variables. Differences between symptomatic
and asymptomatic runners were analysed using unpaired t-tests. As Gl symptoms were not normally
distributed, a non-parametric approach to analysing associations with nutritional intake was used.
Spearman’s rank correlation was used when Gl symptoms were considered. P < 0.05 was considered
statistically significant. Based on a Mann-Whitney U test, no differences in total Gl symptoms
(summed score from GSRS) were apparent between males and females (Z = -1.14, p = 0.25) nor
between participants in both races (Z=-0.068, p = 0.946). Thus, correlations were carried out with all
participants combined. A two-sided p-value < 0.05 was used as the threshold for statistical

significance.
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4.4 Results

In the 24 hr prior to the race participants consumed 2222 + 758 Kcal, 262 + 98 g CHO, 93 + 40 g protein,
85 + 47 g fat, and 2496 + 1271 mL water. Nutritional intake of participants for each individual race 24
hr before the marathon are shown in Table 4.2. On the morning of the race, participants consumed
515 + 301 Kcal, 70 + 44 g CHO, 17 + 11 g protein, 6 £ 4 g fat, and 685 + 506 mL water. There were no

significant differences between variables of nutritional intakes between each race either 24 hr before

the race or on the morning of the race (p > 0.05).

Table 4.2. Nutritional intake on the day before the race and during the race day breakfast

Day before race

Race day breakfast

Liverpool Dublin Liverpool Dublin
Total Energy Intake (Kcal) 2329 + 775 1987 + 692 552 + 316 436 + 251
CHO (g) 262 +93 262 +120 76 £45 59+41
CHO (g-kg?) 38+14 34125 1.1+09 0.8+0.8
Sugars (g) 89 +57 100+ 74 39+29 27 £25
Starch (g) 168 + 66 148 £ 63 36+ 30 34+21
Fibre (g) 22+9 21+8 614 615
Protein (g) 98 + 39 85141 19+12 138
Protein (g-kg?) 1.4+0.8 1.1+0.8 0.3+0.2 0.2+0.2
Fat (g) 95+ 52 66 + 36 17 +18 18+ 36
Saturated fat (g) 34+17 22+14 7+8 4+4
Sodium (mg) 2478 + 1434 1937 £ 1094 436 + 402 304 +281
Water (mL) 2672 + 1369 2110 £ 1057 795 + 598 443 + 306

During the race, participants consumed 470 + 282 Kcal, 108 + 61 g CHO (0.4 £ 0.2 gmin™),2.9+69¢g
protein, 1.9 + 4.2 g fat, and 1314 + 745 mL water. Nutritional intake of participants for each individual

race are shown in Table 4.3. There were no significant differences between variables of nutritional

intakes between each race (p > 0.05).

Table 4.3. Nutritional intake during the marathon race

During the race

Liverpool Dublin
Total Energy Intake (Kcal) 439 + 277 540 + 312
CHO (g) 100.9 +60.1 126.3+64.1
CHO (g-min) 0.4+0.2 0.5+0.3
Sugars (g) 37.2+31.8 36.6 £34.2
Starch (g) 64.2 +45.9 72.4 £55.8
Fibre (g) 1.0+2.8 23146
Protein (g) 24+65 43+7.9
Fat (g) 1.4+3.6 3.3+5.8
Saturated fat (g) 04+11 0.8+15
Sodium (mg) 259 + 268 286 + 323
Water (mL) 1390 + 765 1149 + 693
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From both races, 41% and 47% of participants reported at least one moderate symptom during the
previous 7 days, while 30% and 20% reported experiencing moderate symptoms during the race for
Liverpool and Dublin marathon respectively. Prevalence of individual Gl symptoms reported for each
race are shown in Table 4.4. To identify potential associative factors, Gl symptom scores were summed
to give lower, upper and total scores. Correlations between Gl symptoms during the race and all
nutritional factors were low and insignificant (r <0.20, p >0.05). There were significant correlations
between symptoms in the 7 days prior to the race and during the race for total Gl score (r = 0.510, p

<0.001), upper Gl score (r=0.346, p = 0.001) and lower Gl symptom score (r = 0.483, p <0.001).

Table 4.4. Prevalence of individual symptom scores (22) and moderate (24) symptoms. Data are percentage of participants
in each race.

Liverpool Marathon (n = 66) Dublin Marathon (n = 30)
22 24 22 24
Nausea 32 17 18 2
Heartburn 8 5 2
Acid Reflux 9 2 3 0
Hunger 18 3 12 5
Burping 30 8 11 2
Bloated 24 11 5 0
Gas/Flatus 30 9 14 2
Diarrhea 15 8 5 2
Urgent need to defecate 20 9 5 2

4.5 Discussion

The current study assessed the incidence and severity of numerous Gl symptoms, using a previously
validated questionnaire to document the dietary intake and GIS during training in the week before a
marathon and during a marathon in order to explore potential predictive factors of Gl symptoms. The
data here indicates that there is a significant prevalence of moderate Gl symptoms in the week leading
to a marathon race, and during the race amongst recreational runners. It is shown that 42% of
participants reported moderate Gl symptoms in the 7 days prior to the marathon and 27% reported
moderate symptoms during the marathon with most common symptoms being flatus (16%) during
training, and nausea (8%) during the marathon race. However, it was found that there was no
association between nutritional intake and symptoms, neither in the 24 h prior to, during the meal

before, nor during the race.

Gastrointestinal symptoms during endurance competitions have been previously reported by 4-96%
of participants (Costa et al., 2017a). Differences between studies could be due to a number of factors

such as exercise intensity or duration, and environmental temperatures, which have been shown to
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exacerbate Gl damage and increase symptoms (Pfeiffer et al., 2012, Pals et al., 1997, Peters et al.,
1999, Costa et al., 2017a). Variances may also arise from the questionnaires used, the symptoms that
are included, and the criteria for classifying a symptom. Studies that have reported data for Gl
symptoms in marathon runners, without acknowledging severity, have shown prevalence rates of 52%
and 71% (Rehrer et al., 1989, Peters et al., 1999), while ‘moderate’ or ‘serious’ GIS prevalence has
been reported as 4-7% (Pfeiffer et al., 2012, Ter Steege et al., 2008). In the present study, 70% of
participants reported having any symptoms, while only 27% had symptoms recorded as moderate or
worse, with nausea being the most common (12% of all runners). This highlights the need to
differentiate symptom severity within studies, as well as the specific symptom, as these may have
different aetiologies, and therefore require different interventions for attenuation. Future studies
should ensure pathology is excluded (bloods and faecal calprotectin, endoscopy etc.) and
psychological factors, along with validating symptoms against Rome Il or IV diagnostic criteria for

irritable bowel syndrome.

Gastrointestinal symptoms have been shown to relate to higher CHO intake, higher fat intake, and, in
particular, lower fluid consumption during ultra-distance events of longer duration (Stuempfle et al.,
2013, Pfeiffer et al., 2012). However, this has not been as clear in marathon running or events of
shorter durations (Pfeiffer et al., 2012, van Nieuwenhoven et al., 2005). Here, there was no correlation
between total, upper or lower GIS scores and any nutritional factor recorded. This includes dietary
intake in the 24 h prior to the race, breakfast on race-day, or in-race nutrition. The difference may be
due to the duration of the event. For example, it has been shown that the majority of symptoms during
ultra-distance running events did not occur until after 50 km of running (Stuempfle and Hoffman,
2015, Stuempfle et al., 2013). Longer duration events, and therefore greater total CHO intake, increase
the likelihood of CHO malabsorption (Peters et al., 1995, Costa et al., 2017b). However, with the
recorded CHO intakes during the marathon (mean of 0.4 g-min™), this was unlikely to be seen here.
While not the primary aim of the present study, it should be noted that the mean values for CHO
intake both before and during the race were below those recommended for marathon performance
(Jeukendrup, 2011). This nutritional intake data is in close agreement with previous studies in
marathon runners (Atkinson et al., 2011, Wilson et al., 2013). Recreational runners’ performance could
therefore be improved with appropriate CHO intake. As no association was observed here between
nutritional intake and GIS, some other factors, not assessed here may contribute to the prevalence of

Gl symptoms found.

Gastrointestinal symptoms are often more prevalent during marathon running and other endurance
events in individuals with a history of symptoms (Peters et al., 1999, Pfeiffer et al., 2012, Stuempfle et

al., 2013). The results here showed significant, moderate (r > 0.3) correlation between symptom
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scores during the 7 days before the race and during the race. This corroborates previous study findings
and may be due to a number of factors. These individuals may consistently be those becoming
dehydrated, they may have some underlying pathology, or they may experience greater levels of
stress and/or anxiety which has been shown to increase gastrointestinal symptomology (Wilson,

2018), although this was not assessed in the present study.

4.6 Conclusion

The current study has identified a high prevalence of Gl symptoms in recreational runners, both in
training in the week prior to a marathon and during marathon running. The most common symptoms
were flatus and nausea during training and marathon running, respectively. In this population of
runners, there was no clear association between any nutritional factors and symptoms, although CHO
intake was generally low. However, there was a significant correlation between symptoms during
training, and symptoms during the marathon. The current study highlights the need to further quantify
not only the prevalence, but also the potential aetiology of Gl symptoms to develop interventions that
may attenuate symptoms. This may then lead to increased athletic performance, quality of life, and

health.
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Chapter 5 - Acute high-
intensity interval running
increases markers of
gastrointestinal damage and
permeability but not
gastrointestinal symptoms

This study was published in Applied Physiology, Nutrition and Metabolism in 2017 (Appendix 3)
Pugh, J.N., Impey, S.G., Doran, D.A., Fleming, S.C., Morton, J.P. and Close, G.L., 2017. Acute high-
intensity interval running increases markers of gastrointestinal damage and permeability but not
gastrointestinal symptoms. Applied Physiology, Nutrition, and Metabolism. 42(9):941-947.
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Acute high-intensity interval running increases markers of
gastrointestinal damage and permeability but not gastrointestinal
symptoms

5.1 Abstract
Purpose: To investigate the effects of high-intensity interval (HIIT) running on markers of

gastrointestinal (Gl) damage and permeability alongside subjective symptoms of Gl discomfort.

Methods: Eleven male runners completed an acute bout of HIIT (eighteen 400 m runs at 120% VOzmax)
where markers of Gl permeability, intestinal damage and Gl discomfort symptoms were assessed and

compared with resting conditions.

Results: Compared to rest, HIIT significantly increased serum lactulose:rhamnose ratio (0.051 + 0.016
vs. 0.031 + 0.021, p = 0.005) and sucrose concentrations (0.388 + 0.217 vs 0.137 + 0.148 mg-I'}; p <
0.001). In contrast, urinary lactulose:rhamnose (0.032 + 0.005 vs 0.030 * 0.005; p = 0.3) or sucrose
concentrations (0.169 + 0.168 vs 0.123 + 0.120 mg-I'}; p = 0.54) did not differ between HIIT and resting
conditions. Plasma I-FABP was significantly increased (p < 0.001) during and in the recovery period
from HIT whereas no changes were observed during rest. Mild-symptoms of Gl discomfort, were
reported immediately- and 24 h post-HIIT, although these symptoms did not correlate to Gl

permeability or I-FABP.

Conclusion: Acute HIIT increased Gl permeability and intestinal I-FABP release, although these do not
correlate with symptoms of Gl discomfort. Furthermore, by using serum sampling, data is provided
showing that it is possible to detect changes in intestinal permeability that is not observed using

urinary sampling over a shorter time-period.

60



5.2 Introduction

Endurance training in both elite and non-elite athletes typically involves exercise that can vary in
frequency, duration and intensity (Seiler, 2010). Descriptive studies of elite runners have shown that
while 80% of training sessions appear to be steady state and performed at low intensities (< 2 mM
blood lactate), around 20% of training consists of periods of high-intensity exercise (> 4 mM blood
lactate), that is usually completed as repetitions at approximately 90% VOamax (Seiler 2010). High-
intensity interval training (HIIT) is central to athlete training, based on the premise that it improves
middle distance running performance, VO,max and running economy (Billat, 2001, Daussin et al., 2008),
induces fat loss (Trapp et al., 2008) and is perceived to be more enjoyable than moderate intensity
steady state exercise (Bartlett et al., 2011). However, despite the growing realisation and
understanding as to the physiological benefits of HIIT (Gillen and Gibala, 2013), the effects of acute
HIIT protocols on markers of Gl damage and permeability, and symptoms of Gl discomfort are not well
characterised. In Chapter 4 it was shown that 42% of participants reported moderate Gl symptoms in
the 7 days prior to the marathon. Previous studies have equally shown that Gl symptoms are common
for athletes during training, as well as competition (de Oliveira et al., 2014). Furthermore, given that
Gl symptoms are reported to be more common during “hard” runs compared to “easy” type training
sessions (Keeffe et al., 1984, Riddoch and Trinick, 1988), there is a definitive need to better understand

the acute effect of HIIT on Gl profile.

Traditional assessment of Gl permeability has relied upon the ingestion of a bolus saccharide probe
followed by a 5 h urinary collection period whilst the subject remains fasted, which may be impractical
with athletic populations. Determination of the ratio of saccharide concentrations in serum correlates
with the 5 h urine ratio and is an acceptable alternative to urine and can reduce the sample collection
time to 90-120 minutes (Fleming et al., 1996a). Determination of saccharide concentrations in plasma
is able to show increases in Gl permeability following exercise (van Wijck et al.,, 2013b,
JanssenDuijghuijsen et al., 2016). Plasma analysis revealed 60 minutes cycling at 70% maximal capacity
increased intestinal permeability, measured at 140 minutes, while urine samples at 2 h showed a non-

significant increase in permeability (Van Wijck et al., 2011).

More recently, the use of I-FABP, a small (15 kDa) cytosolic protein specifically present in mature
enterocytes of the small intestine, has also emerged as an early and sensitive marker of small intestinal
injury (Pelsers et al. 2003; Derikx et al. 2008) and increases in I-FABP correlate with exercise-induced
splanchnic hypoperfusion (van Wijck et al. 2011). Whilst multiple models of exercise increase plasma
I-FABP concentrations (van Wijck et al. 2012; Barberio et al. 2015), these increases have not been

conclusively shown to correlate to the onset or severity of Gl symptoms (van Wijck et al. 2011).
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The present study was therefore conducted to characterise the acute effects of a HIIT running session
on markers of small intestinal damage, intestinal permeability and whether these were associated
with symptoms of Gl discomfort. When compared with resting conditions, it was hypothesised that
acute HIIT (using a model considered relevant for elite runners) would significantly increase markers
of intestinal damage (I-FABP), permeability (primarily LR ratio) and symptoms of Gl discomfort. It was
also hypothesised that measurements of LR in serum would provide a more time sensitive method of

analysis compared to urine.

5.3 Methods

5.3.1 Participants

Eleven trained male runners (mean + SD VOjmax 60.0 + 3.2 mL-kg>min™%, body mass 75.1 + 5.8 kg,
height 179.1 + 8.9 cm, age 33.1 + 10.4 years) completed the study. The criteria used for selection was
a minimum 10km race performance of 39 min, and a minimum of 5 training sessions a week. Exclusion

criteria are outlined in Section 3.2.

5.3.2 Assessment of maximal oxygen uptake
VO,maxWas determined as described in 3.3.1. Based on the results of the incremental test, the running
speed corresponding to 100% VO,max Was estimated for each participant using a linear regression

equation. The running speed corresponding to 120% was then calculated.

5.3.3 Experimental design and HIIT protocol

In a repeated measures counter-balanced design, participants reported to the laboratory on 2
occasions, separated by a minimum of 7 days, to complete the HIIT and rest trials. Prior to the first
visit, participants completed a 24 h food diary and repeated this diet prior to the second visit. For a
given participant, each trial was conducted at the same time of day, beginning between 07:00 h and
10:00 h. No alcohol consumption, non-steroidal anti-inflammatory drug (NSAID) consumption, fibre-
rich or spicy food consumption, unaccustomed or strenuous exercise was permitted 24 h prior to
experimental visits. On the morning of each trial, participants were informed to eat a small breakfast,
typical of that consumed prior to training or competition and that this breakfast should remain the
same for each visit. Participants arrived at the laboratory on the morning of the trial. The HIIT exercise
protocol consisted first of a 5 minute rest period, then a 5 minute warm-up run at a velocity
corresponding to 50% VOamax and finally 5 minutes of active stretching. Participants then performed a
total of 18 x 400 m interval efforts, performed on a motorized treadmill (HP Cosmos, Germany). The
running pace for the interval runs was based on individual’s pre-assessed VOamax, cOrresponding to
120% of their VOamax. Each repetition was followed by an interval of running at a velocity associated

with 50% VOamax for an amount of time equal to 75% of that taken to run the 400 m. These were
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divided into 3 sets of 6 x 400 m runs separated by 3 minutes of complete rest. See Figure 5.1 for a
schematic representation of the study overview. Participants were permitted to consume water ad
libitum during and after each trial; drinking patterns were not recorded although participants were
encouraged to consume fluid during the trials in order to prevent dehydration. Total volume

consumed was less than 250 mL for all participants.

Rest h | Rest ‘

HIIT x 0 Warm up | [6x300m] o [6x400m] _, [6x400m]| Recovery ]

4 1 7

0 15 ~60 90 120 24hr

| =Blood Sample I= Urine Sample \' = Permeability Probe Ingestion Z GI symptom questionnaire

Figure 5.1 Schematic overview of the experimental protocol. Urine and blood samples were taken at the same corresponding
time points during rest as they were during HIIT

5.3.4 Blood analysis
Blood samples were collected and analysed for LR and I-FABP as described in Section 3.5.

5.3.5 Assessment of Gl discomfort
Global gastrointestinal symptoms were recorded after each set of six 400m runs as described in
section 3.4.2. Immediately post-exercise, and 24 hr post, specific GI symptoms were recorded as

described in section 3.4.3.

5.3.6 Statistical analyses

Statistical analysis was conducted using the Statistical Package for the Social Sciences software
programme (SPSS, version 23, IBM, Armonk, NY). A two-factor repeated measure ANOVA was used to
analyse plasma I-FABP with condition (rest, exercise) and various time points (pre, set 1, set 2, post,
90 min, 2 h) as the independent variables. Pairwise t-tests with a Bonferroni corrections were used to
compare time points between conditions. Intestinal permeability was assessed using paired t-tests.
To evaluate data on Gl symptoms, a nonparametric statistical approach was chosen, as scores on Gl
symptoms were mainly reported on the low end of the scale and not normally distributed. Symptom
scores and prevalence were compared with the use of Wilcoxon Signed Rank tests. Spearman-rank
order correlation was used to analyse the relationship between significantly increased Gl symptoms,

with post exercise I-FABP and intestinal permeability measured in serum. All normally distributed data
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are presented as mean # standard deviation (SD), data not normally distributed are reported as

median and range. P < 0.05 was considered statistically significant.

5.4 Results

5.4.1 Physiological responses to acute HIIT protocol

Participants ran a total of 7.2 km at a velocity of 17.7 + 1.0 km-h"*(mean * SD), while recovery running
totalled 2.2 + 0.1 km at a velocity of 8.9 = 0.5 km-h™. HR, RPE and thermal comfort increased
incrementally throughout interval bouts with peak values of 187 + 10 bpm, 19 + 1, and 8.5 £ 0.7,

respectively.

5.4.2 |-FABP as a biomarker of intestinal damage

A significant interaction effect between condition and time was found (p = 0.002). I-FABP increased
72% during HIIT from baseline concentration of 481 + 334 pg-mL* to mean peak levels of 829 + 448
pg'mL?! immediately post exercise and then decreased during subsequent recovery, whilst there was
no change during rest (Fig 5.2). There was no significant difference in baseline I-FABP concentrations

between HIIT (481 + 334 pg-mL?) and rest condition (263 + 149 pg-mL?) (p = 0.225).
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Figure 5.2. Mean (+ SD) plasma I-FABP concentrations during rest and HIIT condition. * Significant difference to baseline (p <
0.05)
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5.4.3 Gastrointestinal permeability

LR in serum was 59% higher following HIIT when compared to the resting condition (0.051 + 0.016 vs.
0.031+0.021, p=0.005) (Fig 5.3A). However, there was no significant difference in urinary LR between
rest and HIT trial (p = 0.37) (Fig 5.3B). There was a weak, negative correlation between serum and
urinary LR (r =-0.179, p = 0.21), Serum sucrose recovery was also significantly higher during the HIIT
trial when compared to the resting condition (0.388 + 0.217 vs. 0.137 £ 0.148, p < 0.001). There was
no significant difference in urinary sucrose recovery following HIIT (0.169 + 0.168) compared to rest

(0.123 + 0.120, p > 0.05).
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Figure 5.3. Mean serum post (A) and 2hr (B), and urinary (C) lactulose to rhamnose ratios during rest and HIIT conditions.
*Significant difference p < 0.001
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5.4.4 Gastrointestinal discomfort

During experimental visits, peak global GI symptoms were higher during HIIT compared with rest (3.0
+2.5vs.0.3+0.5, p<0.01). The results of the specific Gl symptoms are displayed in Table 5.1. During
both trials, Gl symptoms were mostly scored at the low end of the scale (“no problems at all”, “very
minor problems”). For symptoms during activity, severity scores for “Bloating”, “Urge to burp” and
“Flatulence” were higher, and 24h “Bloating’ and “Stomach cramps” were higher in HIIT compared to

the rest condition (p < 0.05). From these symptoms which were significantly increased, there was no

significant correlation with any of these to either post-exercise I-FABP or serum LR (Table 5.2).

Table 5.1. Gl symptoms during rest and HIIT conditions assessed at 2 and 24 hours from baseline.

Exercise 24 hours

Symptom Rest HIT Wilcoxon | Rest HIT Wilcoxon

p value p value
Side stitch 0 (0) 0 (0-1) 0.317 0 (0) 0(0) 1.000
Nausea 0(0-1) 0 (0-5) 0.157 0 (0) 0(0-1) 0.157
Bloating 0(0-1) 1(0-6) 0.027* 1(0-2) 3 (0-8) 0.034*
Urge to burp 0(0-2) 1(0-6) 0.027* 0 (0-3) 0(0-2) 0.915
Urge to vomit 0(0) 0 (0-4) 0.109 0(0) 0 (0-2) 0.317
Urge to defecate 0(0-1) 0 (0-8) 0.062 2 (0-5) 3 (0-6) 0.150
Diarrhea 0 (0-3) 0 (0-3) 0.0785 0 (0-3) 0(0-3) 0.785
Flatulence 1(0-2) 3 (0-6) 0.037* 0 (0-4) 2 (0-5) 0.018*
Stomach Cramps 0 (0-5) 0 (0-6) 0.833 0(0) 0.9 (0-8) 0.042*

Data are median and range. * Significantly difference between HIIT and rest (p < 0.05)

Table 5.2. Correlations between Gl symptoms with I-FABP and LR

I-FABP L:R

Symptom Correlation p value Correlation p value
Exercise

Bloating 0.0114 0.739 0.084 0.826
Urge to burp 0.071 0.835 -0.324 0.392
Flatulence 0.206 0.544 -0.068 0.861
24 hours

Bloating -0.066 0.848 -0.172 0.484
Flatulence 0.343 0.302 -0.358 0.384
Stomach Cramps 0.088 0.891 -0.103 0.564
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5.4 Discussion

The purpose of this study was to investigate the effect of a HIIT running session on markers of small
intestinal damage, intestinal permeability and subjective symptoms of Gl discomfort. The main
findings were that HIIT increased markers of intestinal permeability and small intestinal injury but they

were not strongly related to increases in subjective measures of Gl discomfort.

During exercise, there is a redistribution of blood away from the splanchnic area. The magnitude of
such reductions in splanchnic blood flow appears to be related to relative exercise intensity
(McAllister, 1998). It has been shown previously that the extent of this exercise-induced splanchnic
hypoperfusion significantly correlates with intestinal damage, measured as plasma |-FABP
concentration (Van Wijck et al., 2011). I-FABP is a cytosolic water-soluble protein, which appears to
be present in mature enterocytes of the small and large intestine (Pelsers et al., 2003a). As such,
plasma I-FABP is considered a sensitive measurement of small intestinal damage (Pelsers et al., 20033,
Derikx et al., 2008). Here, I-FABP is increased during HIIT running session, following a similar temporal
sequence to that reported by others. Peak values exceed those previously seen following 60 minutes
of cycling at 70% wattmax (van Wijck et al., 2012a, Van Wijck et al., 2011), 60 minutes of running at
70% VOzmax in the heat (Sessions et al., 2016) but are lower than I-FABP concentrations reported

following exhaustive running in the heat (Barberio et al., 2015).

Traditionally, 5 h urine collection and percentage recovery of sugar probes has been used to assess
intestinal permeability. This method is sensitive to changes in permeability caused by exercise of
varying modalities, durations and intensities (Pals et al., 1997, Lambert et al., 2008, van Nieuwenhoven
et al., 1999, Marchbank et al., 2011). However, the main disadvantage of this method is the need to
collect all urinary output for 5 hours, with participants normally remaining fasted. It is shown here
that by measuring sugar probes in serum, it is possible to show an exercise-induced increase in LR and
sucrose concentration 1 and 2 hours after probe ingestion. However, analysis of urine collected over
2 hours did not show any differences. It is suggested that the use of plasma and serum samples
increases the sensitivity, thus reducing the need for large oral doses (van Wijck et al., 2013b), and
reduces the collection time (Fleming et al., 1996a). Due to differences in the dosages of the probes
used, time delivered in relation to exercise, and analytical methods, it is difficult to compare LR values
between studies. Here though, it has been shown that HIIT increases LR, as detected from serum

measurements.

Although HIIT increases I-FABP and LR, these did not correlate with symptoms either during or in the
proceeding 24 hours after exercise. The low scores for Gl discomfort may be due to the fact that the

cohort were healthy, well trained males who were also accustomed to the exercise modality, well
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hydrated and had with no history of Gl disease. This is in line with much of the recent laboratory-based
research into single exercise sessions and markers of Gl damage. Many of these have reported
measures of increased intestinal damage but reported either low or mild scores of Gl discomfort
during acute exercise bouts (Van Wijck et al., 2011, Lambert et al., 2008) or have not reported
subjective Gl symptoms at all (Zuhl et al., 2014, Marchbank et al., 2011). Yet, as described in Section
2.1.1, there is a significant prevalence of Gl symptoms reported in competitive endurance events. This
apparent discrepancy between symptom frequency between field and laboratory studies may be due
to a number of factors. Exercise modalities used in laboratory studies have often been shorter in
duration and lower in relative intensity than those typically seen in competitive endurance races.
Competitive events could also cause increases in mental stress not seen in laboratory studies which
could exacerbate Gl symptoms due to further decreases in splanchnic blood flow (Murray, 2006),
direct changes to intestinal bacterial composition (Palma et al., 2014) or effects on Gl transit via the
central nervous system (Brouns and Beckers, 1993). The difference may also lie in the measurement
and reporting of symptoms, with some studies documenting any symptom, of any severity, others
reporting ‘moderate’ symptoms, and studies using different assessment scales or questionnaires.
Here, symptoms varied between participants and so reporting individual symptoms gave low average

and mean scores.

5.6 Conclusion

In summary, it has been shown that high intensity interval running increases gastrointestinal
permeability and intestinal cellular damage, without subsequently causing symptoms of Gl
discomfort. Furthermore, by using serum sampling, novel data is provided that shows it is possible to
detect changes in intestinal permeability over a shorter time-period. Such changes could not be
detected via urinary sampling. Serum sampling therefore appears to offer a more time sensitive

method for any future investigations.
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Probiotic supplementation improves CHO oxidation in trained male
cyclists: a randomized, double-blind, placebo-controlled cross-over
trial

6.1 Abstract

Purpose - In vitro and animal studies suggest probiotic supplementation can enhance glucose
oxidation. This study aimed to investigate the effects of multi-strain probiotics supplementation on
substrate utilization, markers of gastrointestinal damage, permeability, subjective symptoms of

discomfort and performance during endurance cycling.

Methods - Nine male cyclists (age 23 + 4 yrs, VOomax 62.1 + 4.7 mL-kg-mint) were randomized to two
periods of daily supplementation with a probiotics (PRO) capsule (25 billion CFU of Lactobacillus
acidophilus (CUL60 and CUL21), Bifidobacterium bifidum (CUL20), Bifidobacterium animalis subsp.
lactis (CUL34), Proven Probiotics) or placebo (PLC) for four weeks, separated by a 14-day washout
period (double-blind cross-over trial). After each supplementation period, cyclists consumed a 10%
maltodextrin solution (initial 8 mL-kg? bolus at commencement of exercise and 2 mL-kg? every
subsequent 15 min) while exercising for 120 minutes at 55% Wmax followed immediately by a 100 kJ
time trial performance test. Markers of Gl permeability, damage and Gl discomfort were assessed as

well as substrate utilization via venous blood and breath samples.

Results - Probiotic supplementation resulted in an increase of total carbohydrate (CHO) oxidation (2.12
+0.30 vs 1.81 + 0.44 g-min?, P = 0.019) and the oxidation of an ingested maltodextrin drink (0.79 +
0.10vs 0.75 £ 0.11 g-min of glucose equivalents, P = 0.024) during the final hour of exercise. Total fat
oxidation was reduced following probiotic supplementation compared to placebo (P = 0.004). There
were also significant increases in plasma insulin and reductions in NEFA and glycerol in PRO compared
to PLC. Differences between markers of Gl damage and permeability were not significant, as was time

trial performance (P > 0.05).

Conclusion - Probiotic supplementation enhances total and ingested CHO oxidation while
simultaneously attenuating total fat oxidation during moderate intensity cycling. Probiotic
supplementation did not change Gl symptoms, time trial performance and markers of intestinal

damage and permeability.
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6.2 Introduction

While there was a lack of association between consumed CHO and Gl symptoms in marathon runners
in Chapter 4, total CHO consumed was lower (~25 g-hr!) than amounts typically recommended for
endurance competition (= 60 g-hr?). These greater amounts of CHO consumed have been linked to
both increases in exercise performance and increased risk of Gl symptoms. Adequate CHO availability
as the main fuel for skeletal muscle and the central nervous system during endurance exercise lasting
1-2 h is a critical component for optimal performance. Liver and muscle glycogen stores are limited
and oral ingestion of CHO before and during exercise has been reported to improve performance
(Currell and Jeukendrup, 2008) and delay fatigue during cycling and running (Coyle et al., 1983). This
performance benefit has since been reported in numerous publications, with exogenous carbohydrate
ingestion showing ergogenic effects for endurance performance in most of these studies (Stellingwerff
and Cox, 2014, Pochmuller et al., 2016). However, oxidation rates of orally ingested glucose and
maltodextrin (glucose polymer) solutions appear to plateau around 1 gmin? (or 60 gh?)
(Wagenmakers et al., 1993b), even with ingestion rates as high as 2.6 g'min* (Jeukendrup et al.,
1999b). The capacity of the sodium-glucose transporter (SGLT1) in the small intestine is generally
regarded as the limiting factor for glucose absorption and the oxidation rate of glucose and
maltodextrin ingested during endurance exercise (Jeukendrup, 2014). While there appears to be a
maximal rate of exogenous glucose oxidation of 1 g-min’, some studies have failed to reach this level,
even when glucose is consumed in excess, suggesting some individual variability (Jeukendrup and
Jentjens, 2000). Environmental factors can also reduce the maximal oxidation of consumed
carbohydrates, with reductions seen at both an increased temperature (Jentjens et al., 2002) and
altitude (O'Hara et al., 2017), most likely due to reductions in splanchnic blood flow and compromised
intestinal absorption (Rowell et al., 1968). Such malabsorption of CHO could then increase the risk of
Gl symptoms during endurance exercise (Costa et al., 2017b). Strategies that may then increase the
maximal oxidation rate of consumed glucose, either above the previously established 1 g-min’, above
an individual’s own maximal rate, or when environmental factors compromise oxidation, would be of

benefit to endurance athletes.

One novel approach that may increase carbohydrate absorption and CHO oxidation is probiotic
supplementation. In vitro research has shown that co-incubation of Caco-2 cells (enterocyte model)
with metabolites from probiotic strains from the Lactobacilli species increases glucose uptake through
non-genomic means (Rooj et al., 2010a). Probiotics can also modulate luminal short chain fatty acid
production (Rios-Covian et al., 2016) which are known to cause a genomic increase in the abundance

and activity of SGLT1 (Tappenden et al., 1997). There are then potential mechanisms by which
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probiotics could increase absorption and oxidation of consumed glucose and these findings would

have practical and relevant implications for athletes if replicable during endurance exercise.

As well as the potential to increase CHO absorption and oxidation, probiotics have also been proposed
to be beneficial to performance via their effects on Gl permeability and damage (12-15). It has been
shown that probiotic supplementation, or inoculation with the metabolites of probiotic bacteria, can
prevent epithelial apoptosis (Yan and Polk, 2002), increase mucin secretion (Caballero-Franco et al.,
2007), inhibit pathogenic bacteria attachment (Bernet et al., 1994), as well as increase expression of
TJ proteins and decrease secretion of pro-inflammatory cytokines (Mennigen and Bruewer, 2009).
However, studies of the protective effects of probiotics against exercise-induced Gl damage and

symptoms and immune repsonse in in vivo human studies are limited.

The aim of the current study was to examine the potential benefits of probiotic supplementation on
total CHO oxidation and the oxidation of an ingested maltodextrin drink during 2 h of cycling exercise
at 55% Wmax. It is hypothesised that 4 weeks of probiotic supplementation would increase the
intestinal digestion and absorption of the maltodextrin drink, the percent contribution of the drink to
carbohydrate oxidation rates and total carbohydrate oxidation rates. It is also hypothesised that the
ingestion of the probiotic supplement would significantly reduce the LR ratio and intestinal damage
(I-FABP) and improve performance during the 2 h of cycling exercise. This hypothesis has been tested

using a double blind placebo-controlled cross-over design.

6.3 Methods

6.3.1 Participants

Nine trained cyclists participated in this study (mean * SD; age 23 + 4 yrs, body mass 74.8 + 6.7 Kg,
VOypeak 62.1 + 4.7 mL-kgt-mint). Total carbohydrate oxidation was measured in all of them. The
oxidation rate and appearance of the ingested maltodextrin in the plasma due to financial restrictions

was only measured in seven of the cyclists. Exclusion criteria are outlined in Section 3.2.

6.3.2 Pre-testing

At least 7 days prior to the first experimental trial, subjects completed preliminary testing. VOzpeak and
maximal aerobic power output (Wma) were determined as described in Section 3.3.3. After a rest
period of 30-60 minutes, participants then completed 1 h of cycling exercise at 55% Wmax With the
prescribed drinking protocol and followed by a time trial to familiarise themselves to the real testing

procedures described in the following paragraphs.
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6.3.3 Treatment allocation

In a randomized, double-blind, placebo-controlled crossover design, each subject completed two 28
day periods of supplementation with a 14-day washout period between them. Subjects also consumed
an additional supplement capsule on the morning of each trial, one hour before commencing exercise.
Participants were randomized to consume either a capsule of a commercially available probiotic (PRO)
or a visually identical placebo daily for 28 days. The PRO supplement contained the active strains
Lactobacillus acidophilus (CUL60), Lactobacillus acidophilus (CUL21), Bifidobacterium bifidum (CUL20)
and Bifidobacterium animalis subsp. lactis (CUL34) (Proven Probiotics, Port Talbot, UK). The minimum
concentration was 25 billion colony-forming units (CFU). The PLC capsules were visually identical and
consisted of starch only (Proven Probiotics, Port Talbot, UK). Subjects were instructed to swallow the
capsule daily after their first meal. The randomization code was held by a third party (Cultech Ltd) and
unlocked for statistical analyses, by the authors, upon completion of sample analysis. During the
supplementation period, participants were informed to avoid consumption of probiotic foods such as

fermented foods and yogurts.

6.3.4 Experimental trials

Each subject underwent four experimental trials; one prior to and at the end of each supplementation
period. Trials consisted of 120 min of cycling at 55% Wax followed by a time trial amounting to 100 kJ
of work. Subjects were instructed not to perform any strenuous exercise and to avoid caffeine, alcohol,
and any spicy food 24 hr prior to testing. Subjects also recorded their food intake in the 24 hr before
the first trial and repeated this for each subsequent visit. All trials were undertaken in ambient

laboratory temperatures (~21°C).

Subjects reported to the laboratory at the same time (~7:30am) for each trial after an overnight fast
of at least 12 hours. A cannula (Safety Lock 22G, BD Biosciences, West Sussex UK) was inserted into
the antecubital vein and baseline blood sample was taken. Resting breath samples were collected over
a 5 min period (Moxus modular metabolic system, AEl technologies Inc, Pennsylvania, USA) and
exetainer tubes were filled directly from the mixing chamber to determine the 3C/*2C ratio in expired
CO.. Subjects then began cycling at 55% Wmax for 120 minutes. Immediately following this, simulated
cycling time trials were undertaken with the ergometer set in a cadence-dependent power output
(linear) mode for subjects to complete 100kJ of work. Power output was therefore a function of
cadence and a fixed factor (alpha value) was used, as described in the following equation: Power (W)
=L x rpm?, in which the rpm is the pedalling rate, and L is a linear factor. This factor was chosen in a

way that would evoke a pedalling rate of 90 rpm at 100% PPO.
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6.3.5 CHO drink

During exercise subjects consumed a 10% CHO drink enriched with the stable isotope [U-'*C]glucose
consisting of 176.4g maltodextrin (Myprotein®Inc, Northwich, UK) and 3.6 g [U-**C]glucose, dissolved
in water to a total volume of 1800ml. For the two participants in which the oxidation rate of the
ingested maltodextrin was not measured, the drink consisted of 10% maltodextrin only. Total drink
volume was prescribed according to participant weight with an 8 mL-kg*-bw bolus in the first 3
minutes of exercise followed by 2 mL-kg™*-bw each subsequent 15 min during 120 min cycling exercise
(Jeukendrup, Mensink et al. 1997, van Loon, Greenhaff et al. 2001). Total fluid volume and
carbohydrate intakes prescribed were 1790 + 152 mL and 179 + 15.2 g respectively. An elemental
analyser isotope ratio mass spectrometer (EA-IRMS; Europa Scientific 20-20, Iso-Analytical Ltd, Crewe,
UK) was used to accurately measure the 3C-enrichment of freeze-dried samples of the
maltodextrin/[U-13C]glucose drinks and the natural *3C-background enrichment of the maltodextrin
powder expressed as §'3C %o vs PDB. The drinks contained 35 mmol-L™? of sodium chloride as sodium
in the 30-50mmol.L range leads to better fluid delivery and retention in endurance trained individuals

(Maughan et al., 2018).

6.3.6 2C/13C analysis

Breath samples were analysed using an isotope ratio mass spectrometer (Delta XP, coupled with a Gas
Bench Il and GC Pal autosampler (ThermoElectron, Bremen, Germany). The breath tubes were held
in a heated sample tray at 26°C. The breath sample was continuously transferred through a valco
sampling port in a flow of helium. Carbon dioxide was separated from the presence of other gases by
using a capillary column (PoraPLOTQ; Agilent JW columns) with dimensions of 27.5 m X 0.32 mm X 10
um. The oven temperature was kept constant at 68°C. Nafion water traps removed H,0 from the
sample. Multiple analysis of each sample was achieved by switching the contents of the sample loop
to the GC column every 50 seconds. Each switch corresponded to starting the GC separation of the
sample coming from the loop. lons m/z 44 and 45 were monitored for CO, and *CO; respectively. The
13C enrichment results from breath samples were expressed as §3C %o vs PDB and were converted to

the tracer-to-tracee ratio (TTR) by using the following equation:
TTR (*3C:12C) = [(6*3C%0/1000) + 1] X 0.0112372 (Donmoyer et al., 2001)

Plasma glucose isotope enrichment was measured by gas-chromatography mass spectrometry using
a trimethyl silyl-O-methyloxime derivative according to methods previously described (Shojaee-
Moradie et al., 1996). The peak areas of the ions m/z 319.2and m/z 323.2, for glucose and [U-
13C)glucose respectively, were measured by GC-MS on a Agilents 5975C Inert XL EC/CI MSD (Agilent

Technologies, Wokingham, Berks, UK).
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6.3.7 Indirect calorimetry and calculations

Respiratory gas exchange variables were measured using a breath-by-breath mode (Moxus modular
metabolic system, AEIl technologies Inc, Pennsylvania, USA) with oxygen uptake (VO,), carbon dioxide
output (VCO,), and respiratory exchange ratio (RER) continuously obtained at set 15 min intervals
during exercise. Following consumption of glucose drink, breath samples were collected in duplicate
directly from the mixing chamber of the MOXUS system into sealed vacutainer collection tubes. Total
carbohydrate and fat oxidation rates were calculated from indirect calorimetry data assuming

negligible protein oxidation (Jeukendrup and Wallis 2005):
Glucose oxidation = 4.55 x VCO, - 3.21 x VO,
Fat oxidation = 1.67 x VO, - 1.67 xVCO,
Exogenous glucose oxidation was calculated using the formula:
VCO, x (8Exp — SExpbkg/8lng — SExpbkg)/k

in which 8Exp is the 3C enrichment of expired air during exercise at different time points, 8Ing is the
13C enrichment of the ingested drink, 8Expbkg is the *C enrichment of expired air before exercise
(background), and k is the amount of CO; (in liters) produced by the oxidation of 1 g of glucose (k =

0.7467 | CO,/g glucose). Plasma glucose oxidation was calculated using the formula:
VCO, x (8Exp — 6Expbkg8/PG - 6PGbkg)/k

in which, 8PG is the plasma glucose 3C enrichment and 8PGbkg is the plasma glucose 3C enrichment
before exercise (background). As glycogen stores are also 13C enriched, shifts in substrate utilization
may result in a change in background enrichment (Wagenmakers et al., 1993c). It has shown that
limiting 13C in the diet, as is the case in European subjects, is effective in reducing the background shift
from endogenous substrate stores (Wagenmakers et al., 1993b, Wagenmakers et al., 1993c).
Furthermore, the 3C enrichment of the CHO ingested was artificially increased by adding [U-
13C)glucose to the CHO beverage. It is therefore not necessary to correct for the relatively small shift

in the background 3C enrichment

Because plasma glucose oxidation represents the oxidation of both glucose coming from the gut
(exogenous glucose) and the contribution of the liver (glycogenolysis and gluconeogenesis), liver-
derived glucose oxidation and muscle glycogen oxidation could be calculated by the following

formulas:

Liver-derived glucose oxidation = plasma glucose oxidation — exogenous glucose oxidation
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Muscle glycogen oxidation = total CHO oxidation — plasma glucose oxidation

A methodological consideration when using 3CO, in expired air to calculate exogenous substrate
oxidation is the trapping of 3CO; in the bicarbonate pool, in which an amount of CO; arising from
decarboxylation of energy substrates is temporarily trapped. However, during exercise, the CO;
production increases several fold so that a physiological steady-state condition will occur relatively
rapidly, and $3CO; in the expired air will be equilibrated with the 3C0,/ H**COs- pool. Recovery of 1*CO,
from [U-13C]glucose oxidation will approach 100% after 60 min of exercise when dilution in the
bicarbonate pool becomes negligible (Jeukendrup et al., 1999a). Therefore, data from the initial 60
min were not used for calculation of exogenous glucose oxidation. As a consequence of this, all

calculations on substrate oxidation were performed over last 60 min of exercise (60—120 min).

6.3.8 Blood parameter analysis

Following consumption of glucose solution, blood samples were collected at set 15 minute intervals.
Analysis for LR, I-FABP, inflammatory cytokines, and circulating metabolites were performed as
described in section 3.5. Post exercise and 1hr post exercise sample concentrations were corrected

for plasma volume changes as described by Dill and Costill (1974).

6.3.9 Assessment of gastrointestinal symptoms
Specific GI symptoms were recorded every 30 min during exercise, as described in section 3.4.3

6.3.10 Statistical analysis
ANOVA for repeated measures was used to compare differences in substrate utilization and in blood

related parameters over time between the trials. A Tukey’s post hoc test was applied in the event of
a significant F-ratio. Where appropriate, the comparison of variables between the two conditions was
conducted by using a Student’s t-test for paired samples. All values are expressed as means + SD.

Statistical significance was set at P < 0.05.

6.4 Results

6.4.1 Physiological response to exercise

Participants cycled for 2 hours at 175 + 20 W (mean + SD) across trials corresponding to 55% of their
Wnmax. There were no significant differences between mean heart rate (149 + 18 vs 146 + 16 b-minl),
V0,(33.9+3.9vs 33.5+3.4mL-kgmin?), or RPE (12 + 1 vs 12 + 1) for placebo and probiotic conditions
respectively. CHO and fat metabolism during each hour are presented in Table 6.1. CHO oxidation was
lower during the second hour in both trials. CHO oxidation was higher (P = 0.019) in the second hour
after probiotic supplementation compared to placebo. Fat oxidation was lower in the probiotic

condition during both the first (P = 0.026) and the second (P = 0.004) hours compared to placebo.
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Energy expenditure did not differ between placebo (6292 + 644 kJ) and probiotic (6232 + 493 kJ) (p =
0.662).

Table 6.1. CHO and fat metabolism during 0-60 and 60-120 min (n = 9). Data are mean * SD. *Significantly different from
placebo (P < 0.05)

0-60 min 60-120 min
Placebo Probiotic P Placebo Probiotic P
value value
RER 0.89+0.03 0.92+0.03* 0.037 0.86+0.03 0.90+0.02* 0.005

CHO oxidation (g'min?) 2.08+0.45 2.31+0.35 0.052 1.81+0.44 2.12+0.30* 0.019

Fat oxidation (g:min™) 0.47+0.15 0.35+£0.10* 0.026 0.59+0.12 0.43%0.11* 0.004

6.4.2 Substrate utilisation

The 3C-enrichment of the consumed drinks was 1681 %o vs PDB. Plasma 3C/*2C glucose ratios
increased as a result of maltodextrin/[U-13C]glucose drink and was stable during the 60-120 min
period (Fig 6.1A). Baseline 3C-enrichments from resting breath samples were comparable between
placebo (-25.2 + 3.6 %o vs PDB) and probiotic (-25.0 + 1.8 %o vs PDB) (p > 0.05). Changes in enrichment
after ingestion of the drink at the start of 2 h of endurance exercise at 55% Wmax are shown in Fig 6.1B.
13C0O, enrichments levelled off from 45 min during both trials and there were no significant differences

at any time point between probiotic and placebo.
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Figure 6.1. (A) Plasma glucose 13C/12C ratio and (B) Breath 13CO, enrichment during exercise. Values are means + SD; n = 7.
PDB, Pee Dee Bellemnitella

CHO substrate oxidation during 60-120 min is summarised in Table 6.2. Mean oxidation of the ingested
maltodextrin/[U-13C]glucose drink was higher under probiotic compared to placebo conditions, as was
the maximal oxidation observed (0.84 + 0.10 vs 0.77 + 0.09 g:-min’, p = 0.016) which was achieved at
120 min during both trials. There was no difference in mean liver-derived glucose oxidation and
muscle glycogen oxidation tended to be higher under probiotic conditions but did not reach statistical

signifiance.
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Table 6.2. CHO utilisation calculated during 60-120 min. Data are presented as g.min™ and are mean * SD. n =7. *Significantly
different from placebo (P < 0.05)

Placebo Probiotic P-value
Ingested maltodextrin 0.75+0.09 0.79 £ 0.10* 0.024
Liver-derived glucose 0.21+£0.08 0.19+0.04 0.323
Muscle glycogen 0.99+0.41 1.24 +0.28 0.087

Blood metabolites

At 0 min, plasma glucose, lactate, NEFA and glycerol concentrations were all similar in both trials (Fig
6.2). Plasma glucose increased during the first 30 min of exercise before decreasing at 45 min and
remained stable for the rest of the exercise bout, with no differences between probiotic and placebo
(Fig 6.2A). Plasma lactate increased in response to exercise to ~2 mmol-L't and then gradually declined
during the course of the exercise bout (Fig 6.2B). Insulin concentrations were higher at 30, 45 and 75
min in probiotic compared to placebo (p<0.05). NEFA concentrations reduced at the onset of exercise
and subsequently increased from 60 min in both trials, with a significant difference between trials by
120 min (P = 0.043) (Fig 6.2D). Plasma glycerol increased during exercise in both trials, with
significantly lower concentrations at each time point from 90 min during the probiotic trial compared

to placebo (P >0.001) (Fig 6.2E).
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Figure 6.2. Plasma (A) glucose, (B) lactate, (C) insulin, (D) NEFA, and (E) glycerol. n = 9 *significant difference between PRO
and PLC at the corresponding time point (p<0.05).

Markers of Gl permeability, damage and cytokines

Individual data points for LR during probiotic and placebo are presented in Fig 6.3A. There was no
significant difference in LR between probiotic (0.045 + 0.02) and placebo trials (0.047 + 0.03) (p =
0.436). For I-FABP, there was no significant difference between probiotic and placebo at pre (p =

0.364), post (p =0.374) or 1hr post exercise (p = 0.393) for PRO and PLC, while there was also no effect
of exercise (Fig 6.3B).
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Figure 6.3. A) Serum lactulose:rhamnose ratio for probiotic and placebo. B) Intestinal-fatty acid binding protein (I-FABP) pre,
post and 1hr post exercise for probiotic and placebo

Plasma cytokine concentrations for pre and post-exercise are presented in Table 6.4. For pre-exercise
measures, IL-1a and IL-6 concentrations were lower during the probiotic trial, while IL-6 was also lower
post-exercise. There was a significant correlation between LR and post-exercise concentrations of IL-
6 (r=0.527, p =0.035) and IL-10 (r = 0.554, p = 0.026). Correlations with I-FABP were insignificant for

all cytokines.

Table 6.3. Pre and post-exercise cytokine concentrations for placebo and probiotic trials. Data are mean + SD. (N = 9)

Pre-exercise 120 min
PLC PRO p value PLC PRO p value
IL-1a (pg-mL?1) 1.35+0.84 0.61+0.57 0.0138* 1.59+1.17 1.52+1.33 0.4169
IL-6 (pg-mL1) 2.13+1.13 1.24+0.82 0.0321* 3.33+1.92 2.13.+1.07 0.0389*
IL-8 (pg-mL?l)  2.52+1.06 2.43+1.24 0.4409 449+157  415+254 0.3206
IL-10 (pg-mL?l) 1.81+1.22 1.14 £0.81 0.0794 2.73+£1.95 2.75 £ 2.86 0.4853

Gl symptoms and time trial performance
During exercise trials, individual GI symptoms assessed were low (< 2 on scale of 0-10) even when
using maximum values from each trial (Table 6.5). During the 100kJ time trial there was no significant

difference in the time to complete between placebo (308 * 69s) and probiotic (301 * 74s) (P = 0.714).

Table 6.4. Gl symptoms during PLC and PRO conditions. Data are median and range

Symptom PLC PRO Wilcoxon p value
Side stitch 0 (0) 0(0-1) 0.817
Nausea 0(0-1) 0 (0-0) 0.757
Bloating 0(0-1) 0 (0-1) 0.927
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Urge to burp 0(0-2) 0 (0-1) 0.682
Urge to vomit 0(0) 0 (0-1) 0.759
Urge to defecate 0(0-1) 0 (0-1) 0.962
Diarrhea 0(0) 0 (0) 0.785
Flatulence 1(0-2) 0(0-1) 0.653
Stomach Cramps 0(0-1) 0(0-2) 0.833

6.5 Discussion

The present study evaluated the influence of probiotic supplementation on carbohydrate oxidation
during endurance exercise in human participants. The findings demonstrate that probiotic
supplementation enhances both total carbohydrate oxidation and the oxidation of the ingested
maltodextrin drink, whilst attenuating fat oxidation during moderate intensity cycling. Additionally,
there were no measurable increases in Gl damage, permeability or Gl symptoms following cycling
exercise, so any effect of supplementation could not be seen here. The increases in CHO oxidation did
not coincide with a change in subsequent time trial performance. The small but significant effects on
oxidation of ingested carbohydrate suggests probiotics can influence exercise metabolism, and these

benefits warrant further investigation.

It has long been known that CHO ingestion during exercise can prevent hypoglycemia, maintain high
rates of carbohydrate oxidation, and increase endurance capacity compared with placebo ingestion
(Jeukendrup, 2014). Numerous factors appear to limit the maximal rate of glucose oxidation including:
exercise intensity, muscle glycogen stores, exercise-induced muscle damage, environmental
temperature, and training status (Jentjens et al., 2002, Jeukendrup, 2014, Jeukendrup and Jentjens,
2000). However, the ultimate rate-limiting factor appears to be intestinal absorption, potentially due
to a saturation of the glucose transporter SGLT1 (Jeukendrup and Jentjens, 2000, Hawley et al., 1994).
In exercise models, probiotics have previously been shown to modify CHO oxidation (Iwasa et al.,
201343, Art et al., 1994a) and this may potentially be due to an increase in insulin response to CHO
feeding (Simon et al., 2015) and/or increased expression of SGLT1 glucose transporters (Barrenetxe et
al., 2006, Rooj et al., 2010b). In the present trial, either of these may have contributed to the increase
in total CHO oxidation and small increase in exogenous CHO oxidation. Plasma insulin was shown to
be increased during portions of the exercise bout following probiotic supplementation, with
subsequent reductions in both fat oxidation and plasma NEFA and glycerol, a relationship that has
been acknowledged (Costill et al., 1977). The effects of plasma insulin levels on exogenous oxidation

rates are not though well understood, with suggestions that they may (Jeukendrup et al., 1996) or
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may not (Massicotte et al., 1990) have an effect. Peak rates of exogenous CHO oxidation may then
have been higher following probiotic supplementation due to an increase in the absorption rate of
ingested CHO although this was not measured here. While the difference shown in exogenous CHO
oxidation might be small, further studies may be warranted to investigate any effect when exercising
at higher environmental temperatures or at altitude, both of which have been shown to compromise
exogenous oxidation due to reductions in intestinal absorption (Jentjens et al., 2002, O'Hara et al.,

2017).

The data presented here showed that there were no increases in measures for I-FABP or Gl symptoms
during 120 min of cycling, while Gl permeability was not different between trials and many values
were similar to resting values previously reported in our laboratory (Pugh et al., 2017a, Pugh et al.,
2017b). Gl permeability has previously been reported to only significantly increase compared to
resting values at exercise intensity of 280% VO,max at ambient temperatures (Pals et al., 1997), while
in the present trial it was ~55% VO,max. There was also no increase in plasma I-FABP following exercise,
data that corroborates previous data showing no increase at this exercise intensity, particularly when
subjects consume CHO, during moderate intensity exercise (Trommelen et al., 2017). Maintaining
euhydration and CHO intake in liquid solutions have both been found to ameliorate Gl permeability
and epithelial injury (Lambert et al., 2008, Snipe et al., 2017) potentially due to attenuation of the
decrease in splanchnic blood flow during exercise (Perko et al., 1998, ter Steege and Kolkman, 2012).
In regards to Gl symptoms, these were generally low, again most likely do the exercise modality,
duration, and intensity which do not appear to have led to a sustained functional challenge to the Gl
system. To better investigate the effects of probiotics on exercise induced Gl permeability, damage
and symptoms, particularly in the presence of carbohydrate ingestion, exercise of a greater intensity
and duration should be considered. Equally, it should be investigated to find whether probiotics are
beneficial for those exercising in warmer temperatures where there is an increased risk of Gl damage

and CHO malabsorption.

When undertaking exercise metabolism studies utilising stable isotope tracers, a number of
methodological considerations are needed. It has previously been shown that the natural [U-13C]-
enrichment of the glycogen stores in humans depends on whether the CHO-sources routinely ingested
by the volunteers originate from C; or C; plants (Wagenmakers et al., 1993c). This can lead to
measurable increases in breath *CO, enrichment during exercise in American volunteers (primarily
ingesting CHO sources from C4 plants such as maize and sugar cane) only ingesting water. Under these
conditions the increases in Europeans, primarily ingesting CHO sources from C; plants such as potato
and sugar beet, were minimal though (Wagenmakers et al.,, 1993c). In the current study, the

maltodextrin source was enriched with [U-13C]glucose to a value of 1681 %o vs PDB, while the increases
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in breath *CO, during exercise in European volunteers were maximally 1 %o vs PDB when only water
was ingested during exercise (Wagenmakers et al., 1993c). It is generally assumed that maltodextrins
are readily digestible (Peters et al., 2011, Cisse et al., 2017) and maximal oxidation rates during
exercise have been shown to be as high values observed when consuming glucose (Wagenmakers et
al., 1993a). In the present study a [U-*C]glucose tracer has been added to a maltodextrin source.
Similar increases in the profile of the breath 3CO, enrichment curve over the 2 h of exercise were
shown as that when using naturally enriched maltodextrins (Wagenmakers et al., 1993c). There also
was an increase and plateauing of plasma 3C/3Cglucose ratio. Together, these indicate that the
glucose tracer was not absorbed faster than the maltodextrin source, but instead has mixed with
glucose originating from digestion of maltodextrin before being absorbed by the intestine and oxidised

by skeletal muscle.

In summary, the present data demonstrate that both total and exogenous CHO oxidation are
increased following 4-weeks of probiotic supplementation. Furthermore, this was reflected with
reductions in fat oxidation and plasma NEFA and glycerol concentrations. However, as Gl symptoms
of discomfort were low throughout the trial, the efficacy of probiotics could not be elucidated. This
was likely due to the intensity and mode of exercise, as there was also no demonstrated effect on

markers of Gl damage or permeability following the exercise bout.
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Chapter 7 - Probiotic
supplementation reduces Gl
symptoms in recreational
marathon runners, but not
markers of Gl permeability or
damage
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Twenty eight days of probiotic supplementation reduces Gl symptoms
during a marathon race in recreational runners, which appears related
to the maintenance of running speed

7.1 Abstract

Purpose: To evaluate the effects of probiotic supplementation on gastrointestinal (Gl) symptoms,
circulatory markers of Gl permeability, damage and markers of immune response during a marathon

race.

Methods: In a match-pairs design, twenty-four recreational runners were randomly assigned to either
a group supplementing with a probiotic capsule (25 billion CFU Lactobacillus acidophilus (CUL60 and
CUL21), Bifidobacterium bifidum (CUL20), Bifidobacterium animalis subs p. Lactis (CUL34)) (PRO) or
placebo (PLC) for 28 days prior to a simulated marathon race. Gl symptoms were recorded in a diary
during the supplement period and every 20 minutes during the race. Lactulose:rhamnose ratio,

intestinal-fatty acid binding protein, sCD14 and cytokines were measured pre- and post-race.

Results: Prevalence of moderate Gl symptoms were lower during the third and fourth weeks of the
supplement period compared to the first and second weeks in PRO (p < 0.05) but not PLC (p > 0.05).
During the marathon, the severity of Gl symptoms during the final third of the race was significantly
lower in PRO compared to PLC (p = 0.010). Although there was no difference in final finish time
between groups (p > 0.05), there was a significant difference in the reduction of average speed from
the first to the last third of the race between PLC (-14.2 + 5.8%) and PRO (-7.9 £ 7.5%), (p = 0.04). There
was also a significant, correlation between severity of Gl symptoms and the reduction in running speed
during the final third of the race (r = 0.562, p = 0.01). The lactulose:rhamnose ratio, intestinal-fatty
acid binding protein, plasma cytokines and sCD14 increased pre to post race in both PRO and PLC, with

no difference between conditions (p > 0.05).

Conclusion: Probiotics reduce the incidence and severity of Gl symptoms in marathon runners
although the exact mechanisms are yet to be elucidated. Reducing Gl symptoms during a marathon

race may help maintain running pace during the latter stages of the event.
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7.2 Introduction

As outlined in Chapter 4, 27% of recreational runners reported moderate or even more severe Gl
symptoms during a marathon race. The pathogenesis of such symptomology is still poorly understood
although it is likely multifactorial in nature. The exercise-induced reduction in splanchnic blood flow
is well characterised (McAllister, 1998, Otte et al., 2001) and results in dysregulation of the intestinal
barrier. This likely leads to endotoxaemia and an immunological response, which has been associated
with Gl symptoms during ultra-endurance events (Jeukendrup et al., 2000, Stuempfle et al., 2016).
Carbohydrate (CHO) intake during exercise is also suggested to be a potential causative and or
aggravating factor, due to malabsorption when consumed in excess (de Oliveira and Burini, 2014),
although tolerance levels may differ for individuals (Costa et al., 2017b), and data in Chapter 6 showed
that large amounts of CHO can be consumed during cycling exercise with low prevalence and severity
of GI symptoms reported. There may also be a predisposition to symptoms, as individuals with a
history of recurrent exercise-associated Gl symptoms, appear to suffer greater prevalence and
severity of symptoms during exercise (Ter Steege et al., 2008). However, due to the range of symptom
types (each with their own unique aetiology) coupled with differences in study methodologies to
assess Gl symptoms; studies to date have yet to find a single mechanism. Nonetheless, Gl symptoms
during marathon running remain detrimental to both enjoyment of exercise and performance in
recreational and elite runners hence potential strategies to reduce such remains an attractive area of

research.

One such strategy that may reduce Gl symptoms during endurance exercise is probiotic
supplementation. While probiotics can relieve lower Gl symptoms in irritable bowel syndrome IBS
(Hungin et al., 2018), there is less consensus with regard to their efficacy in modulating exercise-
associated Gl symptoms. A reduction in the duration of GI symptoms was noted in a group of
recreational runners two weeks post-marathon race following probiotic supplementation, although
only severe symptoms (diarrhea, vomiting, stomach ache) were recorded and no differences were
found during the period of supplementation (Kekkonen et al., 2007). The severity of Gl symptoms
during training in novice triathletes was also reduced when supplementing with a multi-strain
probiotic, with subsequent reductions in Gl permeability following an Ironman man distance triathlon
race compared to placebo (Roberts et al., 2016); however, permeability was assessed six days post-
race and in-race Gl symptoms were not assessed. Potential mechanisms by which symptoms could be
ameliorated include modulation of CHO absorption and oxidation (Rooj et al., 2010b), and attenuation
of exercise-induced Gl damage or permeability and modulation of tight junctional proteins within the

epithelial barrier (Anderson et al., 2010, Karczewski et al., 2010, Lamprecht et al., 2012).
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There are many circulatory markers of Gl dysfunction that have been assessed post-exercise. Indirect
measures of Gl permeability utilise dual sugar probes, such as lactulose and rhamnose (van Wijck et
al.,, 2013b), while intestinal-fatty acid binding protein (I-FABP) has often been used as a sensitive
marker to intestinal mucosal damage (Van Wijck et al., 2011). Both LR and I-FABP have been assessed
in post-exercise in Chapters 5 and 6. However, to date, the relationship between such markers and
exercise-induced Gl symptoms is unclear. Downstream circulatory markers of immune activation and
inflammatory response have been assessed following competitive endurance exercise (Moore et al.,
1995, Nieman et al., 2006), although to date, only one marker has been associated with the occurrence
of Gl symptoms. sCD14 is a phosphatidylinositol-linked membrane glycoprotein on
polymorphonuclear leucocytes that serves as a receptor for endotoxin and has been suggested to
provide a more stable marker for increased exposure to LPS (Liu et al., 1998). Plasma sCD14
concentrations were increased to a greater extent in ultramarathon runners reporting symptoms of

nausea relative to those without (Stuempfle et al., 2016), and therefore warrants further investigation.

Given the prevalence of Gl issues in endurance athletes and the effects of this on performance and
enjoyment, the purpose of this study was to evaluate the effects of probiotic supplementation on Gl
symptoms during marathon training and racing. It was hypothesised that Gl symptoms during training
and a marathon race would be less frequent and less severe with probiotic supplementation. In
addition, it was hypothesised that probiotic supplementation would attenuate circulatory markers of

exercise-induced Gl permeability, damage and immunological response.

7.3 Methods

7.3.1 Subjects

A total of 24 runners (20 male, 4 female) participated in the study. The recruitment process as well as
study dropouts are shown in Figure 7.1. All participants were required to have run a marathon race
quicker than 5 hr within the previous two years. Participant characteristics are presented in Table 7.1.

Exclusion criteria are outlined in Section 3.2.
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Figure 7.1. Schematic of participant recruitment, and dropouts at various stages of the study.

7.3.2 Baseline testing

At least 4 weeks before the marathon, and before the supplement period, participants completed an
incremental running test to determine lactate threshold (LT) and peak oxygen uptake (VOazpeak) as
previously described in Section 3.3.2. During this laboratory visit, participants also completed the

Gastrointestinal Symptom Rating Scale to assess baseline Gl symptoms (Svedlund et al., 1988b).

Table 7.1. Subject characteristics. Values are means + SD. Differences between groups for all measures were not significant
(P<0.05).

PLC PRO

Mean + SD Range Mean + SD Range
Age (yr) 36.1+7.5 29-50 34.8+6.9 22-43
Height (cm) 175.4+11.1 152 - 186 179.0+6.3 168 - 190
Weight (kg) 73.5+£113 48 — 95 76.5+94 61-92
VOzpeak (ML-kg™-min’*) 56.4 £ 8.6 47.2-70.0 57.6+£8.0 48.1-66.7
LT (km-h?) 11.9+1.9 9-16.0 12319 10-15.5
Most recent marathon 220+40 150 - 283 222 £ 46 152 -315

time (min)
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7.3.3 Supplement Period

After baseline testing, in a double-blind, randomised, matched-pairs design, participants underwent a
28 day period of supplementation consuming either a commercially available probiotic (PRO) or a
visually identical placebo (PLC). Participants also consumed an additional supplement capsule on the
morning of the race, two hours before the start. Participants were matched according to their most
recent marathon performance (PRO: 222 + 46 min; PLC 220 £ 40 min) and body mass (Table 7.1). The
probiotic supplement capsules contained the active strains Lactobacillus acidophilus CUL60,
Lactobacillus acidophilus CUL21, Bifidobacterium bifidum CUL20 and Bifidobacterium animalis subs p.
Lactis CUL34 (Proven Probiotics Ltd, Port Talbot, Wales). The placebo capsules consisted of cornstarch
only. The minimum concentration was 25 billion colony forming units (CFU) per gram. Participants
were instructed to swallow the capsule daily after their first meal. The randomization code was held
by a third party, unlocked for analyses upon sample analysis completion. During the supplementation
period, participants were instructed to refrain from all probiotic foods (i.e., fermented yogurts). For
the full 28 day supplement period, participants were required to complete a daily training and Gl

symptom diary.

7.3.4 Marathon Race

During the 24 h before the race, participants consumed a standardized high CHO, low fibre diet (per
kg body mass: 8.0g CHO [0.28g fibre]; 2.0 g protein; 1.0 g fat). Compliance to the diet was confirmed
with food diaries and the Remote Food Photography Method (Martin et al., 2009). After an overnight
fast, participants reported to the laboratory at ~07:00h and resting venous blood samples were taken.
Participants were then provided with a standardized breakfast (572 kcal; 128 g CHO [4.4g fibre], 7 g
protein, 3.5 g fat, and a minimum of 500 mL water) before a pre-race venous blood sample was
collected. Participants performed self-selected warm-ups before a race briefing to reiterate in-race
nutrition and subjective measures. The race started at 12:00pm. Runners ran the 42195 m race on a
synthetic 400 m outdoor track (105.48 laps) which was in close proximity to the laboratory. Weather
conditions throughout the race were; temperature: 16-17 °C; wind speed: 8-16 km-h%; precipitation:
Omm. During the race, heart rate was monitored throughout (Firstbeat Sports©, Jyvaskyla, Finland)
and subjective ratings of perceived exertion (RPE) were recorded every 15 minutes. Each 400m lap
time was recorded using electronic chips and a timing mat (BibTag System, MYLAPS, USA). Global Gl
discomfort was assessed every 15 minutes using a modified Likert scale (Nieman et al., 2006). Muscle
biopsies also taken from 7 participants from PRO and 6 from PLA pre and post-race although data from

these analyses is not reported.
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Figure 7.2. Schematic overview of the marathon race day and timing of measurements.

7.3.5 In-race Nutrition

Participants consumed one CHO gel (SIS Isotonic Gel, Blackburn, UK) and 200 mL of water 10 to 15
min before the start of the race and one energy gel with 200 mL of water 40 min after the start of the
race and subsequently every 20 min for the remainder of the race. Gels consisted of 22 g maltodextrin,
0.01 g sodium. This provided an average of 66 g-hr CHO and 600 mL-hr! during the race, a strategy
that has been shown to improve performance in non-elite runners relative to a self-selected strategy
(Hansen et al., 2014). In order to familiarize with this nutritional strategy, participants were informed
of the strategy and provided with identical gels to practice this during their two longest training runs

during the four-week supplementation period. This was diarized in the Gl symptom and training diary.

7.3.6 Post-race

Blood samples were collected immediately post-race for later analysis. Participants were then asked
to complete a more detailed questionnaire (adapted from Pfeiffer et al. 2012) to assess any specific
symptoms of Gl discomfort, including; bloating, flatulence, stitch, belching, nausea, urge to vomit,
urge to defecate, and stomach cramps. These were scored on a 10-point scale (0 = no pain and 10 =
worst possible pain) with a score > 4 being regarded as serious. To ensure understanding, specific
symptoms were explained and described to participants. This same scale was used in the daily Gl

symptom diary used during the supplemental period.
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7.3.7 Blood analysis

Samples were collected pre-race, as well as immediately and 1 hr post-race. Samples were analysed
for LR, I-FABP, sCD14, glucose and inflammatory cytokines as described in section 3.5. Post exercise
and 1hr post exercise sample concentrations were corrected for plasma volume changes as described

by Dill and Costill (1974).

7.3.7 Statistical analysis

Descriptive statistics were produced for all data sets to check for normal distribution indicated by
KolmogorovSmirnov (accepted if p > 0.05). A two-factor repeated measure ANOVA was used to LR, I-
FABP, sCD14, cytokines and cortisol with condition (PRO and PLC) and various time points as the
independent variables. Where significant main effect and interactions were present, pairwise
comparisons were analysed according to Bonferoni post-hoc tests in order to locate specific
differences. To evaluate data on Gl symptoms, a nonparametric statistical approach was chosen, as
scores on Gl symptoms were mainly reported on the low end of the scale and not normally distributed.
Symptom diary variables were compared were compared with the use of Wilcoxon Signed Rank tests.
Symptom scores during the race were compared with the use of Mann-Whitney nonparametric U test
for independent data. Spearman rank-order correlation was used to analyse the relationship between
Gl symptoms, with post exercise I-FABP, inflammatory cytokines and sCD14 concentrations. All
normally distributed data are presented as mean + standard deviation (SD). Data not normally
distributed are reported as median and range. P < 0.05 was considered statistically significant.
Statistical analysis was conducted using the Statistical Package for the Social Sciences software

programme (SPSS, version 23).

7.4 Results

7.4.1 Gl symptoms during supplementary period

Baseline assessment scores from the GSRS showed no differences in Gl symptoms between PRO and
PLC for any lower Gl (8 (0-20) vs 10 (0-18)) (median and range), upper Gl (7 (0-15) vs 6 (0-13)), or total
Gl symptom scores (15 (0-35) vs 17 (0-30)). From Gl symptom diaries, daily average scores for specific
symptoms were low (<2) in both PRO and PLC. However, there was a large range of scores for
individual symptoms, with 17 participants reporting symptoms with moderate severity or worse
during at least one day. Table 7.2 shows the median number of total symptoms scored as moderate
(24) for upper and lower Gl symptoms, as well as the number of days with one or more moderate
symptom. Data shown represents the first 14 days and the second 14 days. For the probiotic group,

there were significant reductions in the number of moderate symptoms reported as well as the
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number of days in which moderate symptoms were reported in the second 2 week period of

supplementation compared to the first (Table 7.2). There were no differences in the placebo group.

Table 7.2. GI symptoms reported during days 1-14 and 15-28 days during supplementation. Data are presented as median
and range.

PRO (n=12) PLC(n=12)

Days Days Wilcoxon Days Days Wilcoxon

1-14 15-28 p value 1-14 15-28 p value
Total number of Gl 4 (0-25) 2 (0-16) 0.007* 5(0-41) 11(0-39) 0.336
scores 24
Total number of 0 (0-10) 0 (0-10) 0.317 3 (0-8) 3 (0-6) 0.514
upper Gl scores 24
Total number of 3 (0-16) 1 (0-8) 0.007* 4 (0-11) 5(0-12) 0.317
lower Gl scores 24
Number of days with 3(0-12) 1 (0-6) 0.011* 5(0-12) 5 (0-10) 0.579
one or more
symptom scored 24

*significantly difference between days 1-14 and 15-28 (p < 0.05) (Mann-Whitney U-test)

7.4.2 Race completion

A total of 20 runners completed the marathon race. There was one drop-out from PRO and three from
PLC. Participants were asked to self-describe their reason for drop out. In PLC participants withdrew
from the race due to musculoskeletal injury (22.5 km of the race completed) and two due to severe
Gl discomfort (12.2 and 30.2 km). In the PRO group, withdrawal was due to reflux (13.4 km). Those
runners who completed at least 50% of the total were included for analysis for all blood analysis and
Gl symptoms, and all participants were included for Gl symptom scores during training. Blood samples
could not be obtained at any time point from one participant who completed the race. All athletes
were 100% compliant to the in-race water prescription. Adherence to the gel consumption nutritional

plan was high with only one gel missed by three participants (2 PLA and 1 PRO).

7.4.3 Physiological response to the marathon race

For all physiological measures, there were no significant differences between PLC and PRO (p > 0.05)
(Table 7.3). For HR and RPE, data are shown for each third of the race distance. For all participants,
RPE increased from the first to the final third (p < 0.001) of the race. Post-race blood glucose

concentrations increased in both groups relative to pre-race samples (p < 0.001).
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Table 7.3. Physiological responses to the marathon. Data are mean + SD

Distance PLC (n=9) PRO (n=11)
Finish time (min) 247 + 47 234 + 38
Running speed (%LT) 91.3+8.7 90.2+9.1
Heart rate (bpm) 1/3 162+9 156 +13
2/3 161+ 15 160+9
3/3 155+ 19 161+8
RPE 1/3 12.6 0.7 12.5+1.0
2/3 145%+0.9 14.8+1.8
3/3 16.5+1.7° 16.3+2.5°
Blood glucose (mmol-L?) Pre 5.3+0.6 52+1.1
Post 75+1.1° 8.4+1.6°
Haemoglobin (g-dL?) Pre 142+ 09 13.8+1.6
Post 13.8+1.9 13.9+12
Haematocrit (%) Pre 425132 41.5+3.7
Post 429+4.2 42.6+3.1
PV change (%) 2.1+84 -1.4+6.8

2 = significantly different to 1/3 race distance (p < 0.001), = significantly different to pre-race (p < 0.001)

7.4.4 Marathon performance and Gl symptomology

Marathon completion times ranged between 152-302 minutes. Mean running speed during each lap
for PLC and PRO is shown in Fig 7.3A. As two of the three drop outs from PLC were those with the
second and third fastest previous personal bests, it was difficult to compare absolute finish times and
running speeds between groups. Therefore, average running speeds were calculated for both groups
during each third of the race and relative comparisons were made between each third (Fig 7.3B).
During the second third of the race, relative reductions in speed were 3.6 £+ 3.5% for PRO and 6.9
6.9% for PLC, although this was not significant (p = 0.165). During the final third, the reduction in
average relative speed was greater in PLC (14.2 + 5.8%) compared to PRO (7.9 £ 7.5%), (p = 0.04).
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Figure 7.3A: Running speed during each lap of the race. B: Average running speed during each third of the race, relative to
first third. * = significant difference between PLC and PRO (p < 0.05) C: Global Gl symptom scores during each third of the
race. * = significant increase compared to PRO. D: Correlation between relative decline in speed and average global Gl
symptom scores during the final third of the race. N = 20

During the race, global Gl scores were averaged across each third (Fig 7.3C). There were significant
effects of both time and condition. During the second and final third of the race, there were increases
in Gl symptom severity scores. While differences between groups were not significant for the first (p
= 0.722) and second (p = 0.205) third of the race, GI symptoms were significantly lower in PRO
compared with PLC during the final third of the race (p = 0.010) (Fig 7.3C). For both groups combined,
there was a significant, moderate correlation between average global Gl score in the final third, and a

reduction in average pace during this final third relative to the first third (r = 0.562, p = 0.010) (Fig
7.3D).

7.4.5 Circulatory markers of immune activation and Gl dysregulation

Differences in sCD14 between PRO and PLC were not significant either pre or post-race (Fig 7.4). For
both groups sCD14 was significantly increased post-race (PLC=8.7 +5.1 ug-ml?, PRO=9.6 + 5.7 ug-ml’
1) compared to pre-race (PLC 3.3 + 1.7 ug-mL™, p = 0.006; PRO 3.7 *+ 1.6 pg-ml* p = 0.022). Post-race
sCD14 concentrations were significantly correlated with a global Gl symptoms reported during the

final third of the race (r = 0.551, p = 0.015).
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Figure 7.4. Plasma sCD14 concentrations pre and post-race for PRO (n=11) and PLC (n=10) groups. * = significant difference
from pre-race (p < 0.05).

Differences in LR (Fig 7.4A) and I-FABP (Fig 7.5) were not significant at any time points between PRO
and PLC. There was a significant effect of time for LR with a significant difference between pre (PRO =
0.057 £0.022; PLC=0.061 £ 0.042) and post-race values (PRO = 0.099 + 0.062; PLC = 0.081 + 0.036) (p
= 0.040). Differences in LR pre to post race were due to significant increases in serum lactulose
concentration 1h post-race compared to post LR (Fig 7.4B) while there was no significant difference in
serum rhamnose concentrations at these time points (Fig 7.4C). For both groups I-FABP was
significantly increased post-race (PRO = 1814 + 1708 pg-mL?; PLC = 1392 + 867 pg-mL™) compared to
pre-race (PRO 455 * 190 pg-mL1; PLC 460 = 221 pg-mL?) (p = 0.0004). The difference was not
significant at 1 hr post-race (p = 0.925). Post-race values for LR (r = -0.250, p = 0.289) and I-FABP (r = -
0.394, p = 0.095) did not significantly correlate with global GI symptom scores.
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Figure 7.6 Plasma intestinal-fatty acid binding protein (I-FABP) pre, post, and 1hr postrace for PRO (n=11) and PLC (n=10)

groups. *Significant difference from pre-race (p < 0.05).
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The concentrations of IL-6, IL-8, IL-10 and cortisol are presented in Table 7.4. There were no significant
differences for either pre- or post-race concentrations between PLC and PRO (p > 0.05). For both
groups, all measures increased from pre to post-race (p < 0.001). Post-race values did not correlate

with global GI symptom scores (p > 0.05).

Table 7.4. Pre and post-exercise cytokine and cortisol concentrations for PRO (n=11) and PLC (n=10) groups. Data are mean * SD.

PLC PRO
Pre-race Post-race Pre-race Post-race
IL-6 (pg-mL?) 0.82+0.74 13.58 £12.9° 1.01 +0.66 10.96 + 7.86°
IL-8 (pg-mL?) 2.13+2.03 12.11 +6.33°2 2.24+0.92 13.45+11.18°
IL-10 (pg-mL?) 0.73+0.64 5.78 £3.26° 0.91 +0.55 5.27+3.91°
Cortisol (nmol-L?) 614 +119 1083 +196° 653 + 155 1148 £ 24272

@ = significant difference to pre-race (p > 0.001)

7.4.6 Gl symptoms assessed post-race

Mean scores for specific symptoms immediately post-race and 24 hrs post were all low for both PRO
and PLC (< 2) with no significant differences between conditions for all symptoms. From these, total,
upper, and lower Gl symptom scores were calculated, with no significant differences between PRO
and PLC (Table 7.5). All participants reported at least one symptom during the race and 24hr post-race
(score = 2), while 50% reported at least one moderate symptom (score > 4). Correlations between
measures of either any of the individual specific Gl measures, or pooled totals (total score, lower Gl

score, upper Gl score) assessed post-race and global Gl symptoms were all not significant (p > 0.05).

Table 7.5. Gl symptoms measured immediately and 24 hrs post-race. Data are presented as median and range

PLC(n=11) PRO (n=10)

Immediately post-race

Total Gl symptom score 15 (3-51) 13 (0-37)
Upper Gl symptom score 5(0-30) 6 (0-16)
Lower Gl symptom score 7 (0-21) 10 (0-31)

24hr post-race

Total Gl symptom score 12 (0-43) 16 (0-36)
Upper Gl symptom score 4 (0-46) 6 (0-18)
Lower Gl symptom score 5 (0-25) 7 (0-28)

7.5 Discussion

The current study is the first to assess the efficacy of probiotic supplementation in reducing Gl

symptoms in runners during training and in a marathon race. All runners reported Gl symptoms in the

98



present study. However, a range of specific symptoms were reported, as well as a range in severity,
with two athletes abandoning the race due to severe Gl discomfort. Gl symptoms increased in severity
during the race and severity of these symptoms appeared to be associated with reductions in running
speed. The data presented showed that symptom severity did not correlate with markers of Gl
damage or permeability but there was an association with sCD14. Finally, runners supplementing with
probiotics reported fewer and less severe Gl symptoms both in training and during a marathon race.
This may have performance benefits, compared to a placebo, although the exact mechanism was not

found.

Studies have previously reported that 4-7% of runners report ‘moderate’ or ‘serious’ Gl symptoms
during a marathon race (Pfeiffer et al., 2012, Ter Steege et al., 2008) while the reported incidence was
27% in Chapter 4. In the current study, 50% of participants reported experiencing one or more
moderate symptoms during the race. While warmer ambient temperatures are known to increase the
prevalence of Gl symptoms (Costa et al., 2017a), the temperature during the trace in the current study
was comparable to those previous (Pfeiffer et al., 2012, Ter Steege et al., 2008). The higher incidence
may be due to increased CHO consumption (66 g-hr') than ab libitum intakes reported previously (35
+ 26 g-hrl) (Pfeiffer et al., 2012) and noted in Chapter 4 (24 + 12 g-hr}). Equally, Gl symptoms during
marathon races are more prevalent when runners ingest food or fluids, but are not accustomed to
doing so during training (Ter Steege et al., 2008). While participants were provided with CHO gels to
use in two training runs before the marathon race, more opportunities through ‘gut-training’ runs may
have been required. Indeed, two weeks of CHO ingestion during running was shown to reduce lower
Gl symptoms, and CHO malabsorption, although daily training was utilised (Costa et al., 2017b). It
should also be noted a predisposition to Gl symptoms and a history of Gl symptoms during training is
associated with symptoms during running races (Pfeiffer et al., 2012, Ter Steege et al., 2008). A high
proportion of runners reported moderate symptoms in the 28 days prior to the race (79%) which may

be another factor explaining the higher prevalence of moderate or worse symptoms.

While there was a high prevalence of Gl symptoms during the race, there was no association between
symptoms and LR or I-FABP concentrations. As there was no significant increase in post-race LR
compared to pre-race, the lack of association is unsurprising. Previous data is equivocal in regards to
Gl permeability measures post-marathon with evidence showing both increases in permeability post-
race (Buchman et al., 1999) and no differences compared to resting controls (Smetanka et al., 1999).
Post-marathon I-FABP concentrations were significantly elevated compared to pre-race, with some of
the highest values reported to date following exercise (382-5447 pg-ml?). I-FABP has been quantified
post-exercise in a number of studies but its association with Gl symptoms has often not been

considered (Barberio et al., 2015, JanssenDuijghuijsen et al., 2016, Van Wijck et al., 2011). This may
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be due to the low frequency of Gl symptoms, particularly severe symptoms, reported in studies, as
seen in Chapters 5 and 6, even when ‘symptomatic’ endurance athletes are recruited (Karhu et al.,
2017). In the current study, there was no association with I-FABP and any of the measures of Gl
symptoms. Given the short half-life (Pelsers et al., 2003a, Gollin et al., 1993) and rapid changes in I-
FABP concentrations during exercise, as seen in Chapter 5, post-exercise |I-FABP concentrations may
be affected by changes in running speed, and therefore exercise intensity, at the end of the race, and
so not be entirely reflective of mean splanchnic hypoperfusion experienced by runners throughout

the race.

While there was no association with Gl symptoms and LR or I-FABP, there were significant correlations
between a number of the measured Gl symptoms and post-race sCD14 concentrations. sCD14
concentrations were elevated post-race, supporting an exercise-associated endotoxaemia shown
following extreme endurance exercise (Brock-Utne et al., 1988, Camus et al., 1997, Gill et al., 20153,
Gill et al., 2015b). However, many previous studies have measured plasma LPS concentrations and
have found inconsistent associations with Gl symptoms. sCD14 is a phosphatidylinositol-linked
membrane glycoprotein on polymorphonuclear leucocytes that serves as a receptor for endotoxin and
has been suggested to provide a more stable marker for increased exposure to LPS (Liu et al., 1998).
In the only other study to investigate the association between sCD14 and exercise-induced Gl
symptoms, ultramarathon runners reporting symptoms of nausea were found to have significantly
elevated plasma sCD14 concentrations post-race (Stuempfle et al., 2016). Interestingly, while sCD14
correlated with a number of symptoms in the present study, including average global symptoms
measured during the race, total lower Gl symptoms, and vomiting, there was no association between
sCD14 and nausea. Perhaps due to differences in participant interpretation of symptoms or due to
differences in measurement of symptoms. However, both studies show the potential relationship
between Gl symptoms during endurance events and sCD14. In studies reporting exercise-induced
endotoxaemia, many also show increase cytokine concentrations, believed to contribute to severe
exercise-associated Gl symptoms (Stuempfle and Hoffman, 2015, Brock-Utne et al., 1988, Camus et
al., 1994). It is difficult to show a direct link between the two during exercise given that strenuous
exercise is a strong stimulus for cytokine production, independent of Gl damage and Gl translocation
(Pedersen and Hoffman-Goetz, 2000). Furthermore, sCD14 concentrations were not significantly
different between groups, despite differences in Gl symptoms. Therefore, the effect of probiotics is

most likely due to a mechanism other than attenuation of exercise-induced endoxemia.

Evidence of the deleterious effect of GI symptoms on exercise performance has been equivocal. For
example, Gl symptoms have appeared to negatively affect performance in ultramarathon events

(Stuempfle and Hoffman, 2015, Hoffman and Fogard, 2011). However, despite increases in Gl
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symptoms, which were associated with higher CHO intake, there were no associations with Gl
symptoms and race performance in a number of endurance races. (Pfeiffer et al., 2012). In part, this
may be due to the severity of Gl symptoms, and the need to differentiate mild or moderate symptoms,
and those that affect performance. In the present study, reductions in running speed during the final
third of the marathon were significantly correlated with Gl symptoms reported. Although this does
not directly imply causation. Reductions in running speed during the final stages of a marathon are
known to affect a number of psychological factors and lead to a number of negative emotions (Buman
et al., 2008). Given the subjective nature of Gl symptoms and their measurement here, GI symptom
scores may have been higher or exaggerated in those runners whom were unable to maintain their
previous pace, as opposed to Gl symptoms being a causative factor in reductions in running speed.
However, a comprehensive study has shown that a ‘gut-training’ protocol that was able to reduce Gl
symptoms associated with CHO malabsorption during exercise, also resulted in an increase in
endurance performance (Miall et al., 2018). This may be a potential mechanism in the present study
by which runners undergoing probiotic supplementation reported less severe Gl symptoms and were

better able to maintain running pace during the final third of the race.

In conclusion, the data presented here shows that during a marathon race, a range in the severity and
types of Gl symptoms are reported. The severity of these symptoms reported here were associated
with reductions in running speed during the final third of the race. Those runners who supplemented
with probiotics during the 28 days prior to the race reported significantly fewer Gl symptoms during
training, and during the marathon and this may have resulted in the maintenance of exercise
performance during the latter stage of the race. Finally, sCD14 concentrations correlated with a
number of measured Gl symptoms while LR and I-FABP did not. There was no difference between
supplement groups for any markers of Gl permeability, damage or endotoxaemia. Therefore,
probiotics offer a promising strategy to reduce the incidence and severity of Gl symptoms in
endurance runners. While the mechanism could not be elucidated, it does not appear to be due to

attenuation of Gl damage and endotoxaemia.
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Chapter 8 - Synthesis of
Findings
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8.1 Realisation of Aims

8.1.1 Aim 1 - Investigate the prevalence and severity of GI symptoms during exercise

This aim was addressed in Chapter 4 and Chapter 7. In Chapter 4, 70% of runners reported
experiencing symptoms during a marathon race, while only 27% were scored as “moderate” or worse
(24 out of 7). In Chapter 7, 75% of participants reported moderate or worse symptoms during the
experimental marathon race (24 out of 10). This difference may be due to a number of factors. As this
is the first-time symptoms have been reported in real-time, during a race, this may be a reflection of
a discourse between symptoms experienced during the race, and under-reporting post-race. It may
also be due to the difference in ab libitum water and CHO intake between recreational runners in
Chapter 4 (~ 350 mL-hr! and ~25 g-hr?, respectively) and that which participants consumed in Chapter
7 (~750 mL-hr' and ~66 g-hr?). It may also be due to differences in the scale used (GSRS in Chapter 4
and a visual analogue scale in Chapter 7). Therefore, in recreational marathon runners, 27-75% of
participants have reported moderate to severe Gl symptoms. This highlights the need to investigate

the aetiology of Gl symptoms, and look for potential strategies to alleviate or temper them.

8.1.2 Aim 2 - Explore the role of different circulatory markers to measure Gl permeability and
damage, and their relation to Gl symptoms

This aim has been addressed in Chapters 5, 6, and 7. In Chapters 5 and 6 symptoms were generally
low, and there was no correlation between I-FABP or LR and any Gl symptom (or accumulation of
symptoms). While symptoms were more frequent and more severe in Chapter 7, there was still no
association between symptoms and LR or |-FABP. There are a number of reasons for the lack of
evidence for a relationship between markers of exercise-induced Gl permeability and damage and
symptoms. There may be no causal link. However, there is evidence to show links between increases
in Gl permeability and symptoms in Irritable Bowel Syndrome patients (Shulman et al., 2014, Zhou et
al., 2009). The aetiology of Gl symptomes, particularly during exercise, is varied, and so may not always
be due to increases in permeability. Whilst increases in Gl permeability or damage might be a
causative factor, this relationship may be difficult to elucidate when other factors (e.g. nutrition) might

also be contributing to Gl symptoms in the absence of Gl permeability or damage.

In Chapter 7, it was observed that plasma sCD14 concentrations, a non-specific marker of monocyte
activation, post-race were associated with a number of measured Gl symptoms. Specifically, post-race
sCD14 concentrations were significantly correlated with mean Gl scores during the final third of the
marathon race, accumulated total and lower Gl scores assessed immediately post-race and total Gl

symptom score 24hr post-race. Taken together results from this specific objective of the thesis have
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suggested that there is a relationship between this marker of immune activation and the severity of
Gl symptoms, but not LR or I-FABP. Strategies to attenuate the rise in sCD14 concentrations during

exercise warrants future studies as a method to reduce the prevalence and severity of Gl symptoms.

8.1.3 Investigate the efficacy of probiotics in reducing Gl symptoms during prolonged exercise
In Chapter 6, both total and exogenous CHO oxidation were increased following 4 weeks of probiotic
supplementation. Furthermore, this was reflected with reductions in fat oxidation and plasma NEFA
and glycerol concentrations. Gl symptoms of discomfort were low throughout all trials though and, as
such, the efficacy of probiotics could not be elucidated. However, the increase in exogenous CHO with
probiotics shows a potential mechanism that could lead to reductions in Gl symptoms during

endurance exercise in which CHO is ingested.

In Chapter 7, moderate or worse Gl symptoms were reported by 15 of the 20 finishers during the
marathon. Furthermore, those participants in the probiotic supplemental group reported lower
symptoms during the final third of the race. During this time in the race, participants had consumed
between ~120-300 g CHO. The use of probiotics therefore represents a potential strategy to reduce
the prevalence and severity of Gl symptoms. That they did not have a significant effect on sCD14
concentrations suggests that their effects were not via alterations in immune response. Future studies

are required to identify the mechanism by which this beneficial effect is mediated.

8.1.4 Investigate the efficacy of probiotics to reduce Gl permeability and damage during
exercise

In Chapter 6, participants cycled for 120 minutes at 55% Wmax (~53% VO.max). Following this, there
were no increases in markers of Gl permeability or damage, and Gl symptoms were low during all
trials. Therefore, the efficacy of probiotics to attenuate circulatory measures of Gl permeability and
Gl damage could not be established. In Chapter 7, probiotic supplementation was associated with
fewer moderate and severe Gl symptoms during both 28 days of training, and during a competitive
marathon race in recreational runners. However, there was no significant difference between placebo
and probiotics on markers of Gl permeability (LR) or damage (I-FABP), nor circulating cytokines or
sCD14. All of these measures were increased pre to post-race, with some of the highest post-exercise
I-FABP concentrations recorded. Therefore, the multi-strain probiotic used did not appear effective at
attenuating exercise-induced Gl permeability or damage although it did appear effective in reducing
symptoms and indirectly increasing performance. Probiotic supplementation may therefore be an

appropriate therapeutic strategy for use with athletes, particularly endurance athletes.
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8.2 General Discussion

8.2.1 The prevalence and aetiology of gastrointestinal symptoms during endurance running

Gl symptoms during sport can range from those which are mild that do not appear to effect exercise
performance (Peters et al., 1999) to more severe symptoms which may impact performance or lead
to withdrawal from competition (Hoffman and Fogard, 2011) and even requiring medical observation
and treatment (Sanchez et al., 2006). Gl symptoms typically assessed include those considered to be
of the upper Gl tract (e.g. heartburn, nausea, belching, vomiting) and the lower Gl tract (e.g. bloating,
flatulence, increased urge to defecate, abdominal cramps and diarrhoea). This wide range of
symptoms, each with their own potential causative factors, make it difficult to identify, isolate or
attribute a single aetiopathology. Gl Symptoms have been best characterised in endurance athletes,
with little data for other sports. Those sports reporting the highest incidence of Gl symptoms are
typically those involving running exercise, as opposed to cycling (Pfeiffer et al., 2012), and of greater
durations. For example, the greatest prevalence of symptoms have been reported in those athletes
competing in ultra-endurance running events such as 60 km and 120 km ultramarathon (82% of
participants) (Wardenaar et al., 2015), 161 km ultramarathon (96%) (Stuempfle and Hoffman, 2015),
and 24 hr continuous running (73%) (Costa et al., 2016). In comparison, the prevalence of symptoms
in those running a 42.2 km marathon generally appears to be lower, although there is a large variation
between studies with reported incidence rates of between 4-71% (Pfeiffer et al., 2012, Peters et al.,
1999, Rehrer et al., 1989). In Chapter 4, 27% of recreational runners reported as experiencing
symptoms during a marathon race described as moderate or worse, a figure similar to that reported
in a small group of elite marathon runners (Holmich et al., 1988). Variations between studies could be
due to a number of factors such as differences in participant characteristics and/or environmental
temperatures, which have been shown to exacerbate gastrointestinal damage and increase symptoms
(Lambert, 2008), and variance in the questionnaires used, the symptoms that are included, and the
criteria for classifying a symptom. As well as during competitive racing, runners also appear to have a
significant prevalence of Gl symptoms during training. In Chapter 4, 42% of runners reported
moderate or worse symptoms in the 7 days prior to a marathon race. In Chapter 7, 79% of participants
reported moderate or worse Gl symptoms in the 28 days prior to the marathon race. These values
corroborate previous data that have shown Gl symptoms to occur at rest or during exercise in 20-70%

of runners (Peters et al., 1999, Keeffe et al., 1984).

8.2.2 Relationship between gastrointestinal symptoms and circulatory markers
The reported prevalence rates of Gl symptoms warrants the further investigation with regard to their
aetiology and subsequent development of interventions that may attenuate symptoms. This may then

lead to increased athletic performance, quality of life, and health. Due to the number of mechanisms
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that can lead to Gl symptoms, it can be difficult to investigate them in isolation. There are also
individual variations and tolerance levels within each of these factors, which may explain the lack of
absolute relationships found to date. Furthermore, there are methodological considerations for many
of the circulatory markers used to assess Gl permeability and damage, and endotoxaemia that impact

their efficacy.

The comparison of the ratio between a larger molecule, such as lactulose, and a smaller molecule,
such as rhamnose has long been used to give an index of intestinal permeability (Camilleri et al., 2010),
while elevated I-FABP concentrations is suggested to indicate intestinal epithelial cell damage
(Bischoff et al., 2014). In this thesis, both LR and I-FABP have been analysed and shown to increase
following HIIT exercise (Chapter 5) and a marathon race (Chapter 7) but with no significant association
to symptomology. This finding reflects that observed in other field-based studies where intestinal
permeability was not significantly related to symptoms during both a half and full marathon
(Smetanka et al., 1999, Oktedalen et al., 1992). Furthermore, an inverse correlation between exercise-
induced Gl permeability and symptoms has also been reported (Costa et al., 2017b) where those with
the highest Gl permeability reported the lowest symptomes, a finding that has also been found with I-
FABP (Costa et al., 2017b). The mechanism by which increased permeability is purported to lead to Gl
symptoms is via the increased translocation of endotoxin, antigens, leading to a localised immune and
inflammatory response (Costa et al., 2017a, van Wijck et al., 2012a). However, it has been suggested
that small, inert soluble markers used in these studies do not trace larger macromolecular
permeability and so may not reflect antigen handling by the gut (Menard et al., 2010). An intestine
leaky to these small molecules (<350 Da) can be tight to macromolecules (>10000 Da) which are most
likely to challenge the immune system (Perrier and Corthesy, 2011). This may then explain some of
the association between LR and Gl symptoms reported by participants in this thesis. However, while
increases in Gl permeability and damage leading to antigen translocation and potential immune
activation is one mechanism of Gl symptoms during endurance exercise, it is not the only one. This is
perhaps best exemplified by data showing that protein ingestion during exercise reduces markers of
Gl permeability yet increases subjective GI symptoms (Snipe et al., 2017), suggesting a different

mechanism for symptoms.

As well as Gl permeability (LR) and damage (I-FABP), many studies have reported increased cytokine
concentrations following endurance exercise (Stuempfle and Hoffman, 2015, Brock-Utne et al., 1988,
Camus et al., 1994). It is difficult to interpret the relationship of such measures with Gl symptoms
though given that strenuous exercise is a strong stimulus for cytokine production, independent of Gl
damage and Gl translocation (Pedersen and Hoffman-Goetz, 2000). This may explain the lack of any

significant correlations between plasma cytokine and Gl symptoms in Chapter 7. Findings in this study
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show the potential relationship between Gl symptoms during endurance events and immune
activation, as measured by sCD14. The association found between sCD14 and exercise-induced Gl
symptoms is in some agreement to previous research in ultramarathon (Stuempfle et al., 2016).
However, there is a paucity of further data for sCD14 concentrations post-exercise. Data in Chapter 7
provides rationale for future study for this as a predictive marker for Gl symptoms, as well as
investigation of those signalling pathways associated with increased sCD14 concentrations in order to

better explain the exact aetiology of exercise-induced Gl symptoms.
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Figure 8.2. Schematic representation of the main findings in this thesis in regards to the relationship between exercise-induced
Gl symptoms and circulatory measures of Gl permeability and damage.

8.2.3 The efficacy of probiotics to reduce Gl symptoms during endurance exercise

In this thesis, probiotic supplementation has been shown to be associated with fewer and less severe
Gl symptoms in the weeks prior to and during a marathon race. There was no difference between
probiotic and placebo groups for circulatory markers of Gl permeability or damage though. This is not
surprising given the lack of association between Gl symptoms and these circulatory markers, as
previously discussed. While there was a relationship between sCD14 and Gl symptoms, there was no
effect of probiotic supplementation on this marker in Chapter 7. This suggests that either sCD14 was
not sensitive enough to detect any beneficial effects of probiotics on Gl-induced immune activation,

or that the attenuation of GI symptoms was due to another mechanism.

In Chapter 6, data was presented showing that probiotic supplementation altered exercise
metabolism when CHO feeding was implemented. Specifically, probiotic supplementation increased
oxidation of the ingested CHO. While not directly measured, this increase in exogenous oxidation may

be due to alterations in glucose absorption in the duodenum, thought to be the main rate-limiting
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step in exogenous CHO oxidation during exercise (Jeukendrup and Jentjens, 2000). It is well
established that malabsorption of consumed CHO is a contributing factor to Gl symptoms during
exercise (Costa et al., 2017b), and that there is a deleterious effect of exercise-induced Gl damage on
CHO absorption (Zuhl et al., 2012). Therefore, while it may not be possible to assess this in field
studies, this is a likely factor for the high prevalence of Gl symptoms in endurance races where
intensity and duration are sufficient to lead to increased Gl permeability and damage, and CHO
malabsorption. Probiotic supplementation could therefore offer a strategy to reduce Gl symptoms

associated with CHO malabsorption.

Participants in Chapter 7 reported that they did not typically consume CHO during training runs, and
so the effects of probiotic supplementation on Gl symptoms during the second half of the supplement
period is most likely not due to any effects on CHO absorption or reductions in malabsorption. As no
further measures were taken during this time-period, the exact mechanism for the lower incidence
and severity of Gl symptoms with probiotics can only be postulated. Probiotics have been shown to
mediate both local and systemic pathways that may affect GI symptom prevalence and severity. For
example, animal models show probiotics can affect enteric neuron excitability and up-regulate
cannabinoid receptors, leading to visceral analgesia, and alter brain neurotransmitters involved in pain
modulation (Roman et al., 2018). The use of probiotics to attenuate daily Gl symptoms, especially
amongst symptomatic athletes, requires further study, given that there is likely separate aetiological

factors for exercise-induced Gl symptoms and habitual, daily Gl symptoms.

Finally, a consideration with probiotic bacteria is that the effects of supplementation are likely to have
specific effects at both the species and strain level (Hill et al., 2014). It should also be considered that
the colonisation of probiotic bacteria within the Gl tract appears to be highly individualised (Zmora et
al., 2018) and so is likely a factor for individual response to supplementation. These factors make
practical recommendations difficult. Where possible, probiotic supplements should be used based
upon the available literature, even if limited. Probiotic species, strains and supplemental dose should
be chosen depending on the primary aim of supplementation (e.g. reduce Gl symptoms or increase
athlete immunity). The probiotic supplements used in this thesis appear to be effective at reducing
exercise-related Gl symptoms based upon findings here and elsewhere (Roberts et al., 2016). The
efficacy of these probiotics for other outcome measures (e.g. traveller’s diarrhea, stress and anxiety)

is unknown however.
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Figure 8.3 Schematic representation of the main findings in this thesis in regards to the efficacy of probiotics to reduce Gl
symptoms during endurance exercise

8.3 Thesis Limitations

8.3.1 Chapter 4

A limitation in Chapter 4 was the use of food diaries to analyse nutritional habits, with previous
research showing a potential under-reporting effect of up to 20% (Burke and Deakin, 2006). It is
possible that macronutrient, fibre, and fluid intakes reported were under-estimated. However, total
calories and CHO intake reported were in close agreement with previous studies in recreational
marathon runners (Atkinson et al., 2011, Wilson et al., 2013). As well, a reduction in fermentable
oligosaccharides, disaccharides, monosaccharides and polyols (FODMAP) intake has been shown to
alleviate Gl symptoms in endurance athletes (Lis et al., 2018). However, FODMAP content was not
quantified, and this may have been a factor associated with symptoms seen. Additionally, both
marathon races included had over 20,000 participants combined, yet only 216 runners registered to
participate, with 96 of these runners completing the online questionnaires to sufficient detail to be
included in the dataset. Therefore, the results could be liable to non-response bias (Sedgwick, 2013)
raising the possibility that the data are exaggerating the prevalence of Gl symptoms, particularly if
those who experience symptoms had more interest in the research project, and therefore were more
likely to participate in a related study. Finally, as with any study of an observational nature, there are
other confounding variables, otherwise not accounted for, whilst it is also difficult to draw any

conclusions of cause-and-effect.
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8.3.2 Chapter 5

The major limitation in Chapter 5 was that there was no steady-state exercise to act as a control. Had
a workload-matched, steady state running protocol been included, this may have shown whether HIIT
caused additional damage due to the activity profile. Additionally, the participant cohort did not
include any females, as also in Chapter 6. Given that Gl symptoms appear to be more prevalent in
female athletes (de Oliveira et al., 2014), studies should look to examine any separate effects of
exercise in females where aetiology of symptoms mays differ. Additionally, while splanchnic
hypoperfusion is considered the primary factor in exercise-induced intestinal damage, it was not
directly measured, due to obvious technical difficulties this would incur during high intensity running.
This is a limitation in Chapters 6 and 7 also. However, I-FABP has been shown to closely correlate to
splanchnic hypoperfusion as assessed by gastric tonometry (Van Wijck et al., 2011). Finally, exercise-
induced hyperthermia has been suggested to be associated with increases in Gl permeability and
damage (Pires et al., 2016). A limitation here, and in Chapters 6 and 7 then, is that there were no
measures of core temperature. This may have accounted for individual variance in the magnitude of
change in some of the markers of damage and permeability, although this has been disputed (Kitic,

2018).

8.3.3 Chapter 6

In Chapter 6, cycling exercise modality was chosen due to the technical issues of regular blood
sampling during running (Achten et al., 2003). This is more than likely a factor in the low frequency
and severity of Gl symptoms that were found. There is typically a greater incidence and severity of Gl
symptoms during running compared to other exercise modes such as cycling (Costa et al., 2017a). Had
running been used as the exercise modality, there would have more than likely been a greater

incidence of Gl symptoms, which would have better helped answer the research question.

It has been suggested that when *C glucose was added to insoluble starch, the exogenous oxidation
rates calculated may have been overestimated due to differences in absorption of the different CHO
sources (Hawley et al., 1991). For the quantification of exogenous glucose oxidation in Chapter 6, a
drink containing maltodextrin was further enriched using 3C glucose. However, oxidation rates of
glucose and maltodextrin have previously been compared and have been shown to be similar (Rehrer

et al., 1992b).

As participants were required to complete the exercise in a fasted state, this will have had an effect
on exercise metabolism (Edinburgh et al., 2018). Athletes are generally recommended to begin
exercise performance in a fed state (Burke et al., 2011) with the majority of studies showing that pre-

exercise feeding enhances prolonged aerobic performance (Aird et al., 2018). Therefore, the
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differences observed in exercise metabolism in Chapter 6 may not be applicable to the real-world
athlete completing in a fed state. However, the proof of concept observed warrants future research
to investigate the effects of probiotic supplementation on exercise metabolism when athletes are in

the fed state.

8.3.4 Chapter 7

While the study holds methodological rigour in standardising many of the variables that can affect the
incidence of exercise-induced symptoms such as pre-race nutrition, the use of standard, absolute CHO
and water intake may not have been the optimum in-race nutrition strategy for each individual
participant. It is known that many components of digestion can vary between individuals such as
gastric emptying (Costill and Saltin, 1974, Leiper et al., 2001, Rehrer et al., 1992b), and that exogenous
oxidation rates can also vary (Rehrer et al., 1992b, Wagenmakers et al., 1993b). Individualised
strategies for each participant would have required prior testing, some of which may have been
invasive, and so was not possible in the current study. While participants were instructed to consume
all of the contents of each gel, this was not assessed systematically and so the possibility remains that
some participants consumed less and therefore would not have reached the prescribed CHO intake.
Sweat rates can also vary between athletes (Baker et al., 2016), and so runners have experienced
differing levels of dehydration, another factor that has been shown to affect Gl symptoms (Glace et

al., 2002, Lambert et al., 2008, Rehrer et al., 1989).

8.4 Future Directions

Circulatory markers of Gl permeability and damage have been shown to have clinical relevance.
However, the lack of relationship with Gl symptoms seen in this thesis, and in previous studies,
reinforces both the complexities and difficulties in assessing the deleterious effects of exercise on the
Gl tract, its ability to retain functionality during endurance exercise, and the mechanisms of individual
Gl symptoms. Laboratory based studies have often failed to replicate the demands placed upon the
Gl tract during endurance races. Therefore, while many of these studies report increases in circulatory
markers, many have not reported Gl symptoms or have only observed infrequent, mostly mild
symptoms. This is likely due to two key factors. First, these studies have often utilised exercise
modalities of shortened duration (< 2hr) or lower intensity (< 70% VOzmax) than those races in which
Gl symptoms are most prevalent. The majority of these have also utilised nutritional practices not
commonly utilised by athletes such as undertaking exercise in a fasted state, or without feeding
carbohydrate at the rate recommended to enhance performance. These factors most likely explain

the low incidence of Gl symptoms reported. These factors should be considered for future research
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design when for studies to assess the efficacy of interventions to reduce Gl permeability or to further
examine the aetiology of specific Gl symptoms. Conversely, field-based studies have reported a
significant prevalence of Gl symptoms during a range of endurance race modalities and distances but
have found unclear and inconsistent associations with circulatory markers (e.g. Jeukendrup et al.,
2000; Smetanka et al.,, 1999). Future field-based studies, must therefore consider an array of
circulatory and subjective measures, although more invasive measures could be needed to fully
understand the aetiology of symptoms. The association between sCD14 and Gl symptoms during the

marathon race does though pose new questions:

1. What signalling pathways mediate the onset and severity of Gl symptoms during endurance
exercise?

2. Where within this signalling pathway does the increase in sCD14 reside, and can this pathway
be utilised to identify new, novel markers associated with GI symptoms?

3. What is the contribution of the GI tract in the increase in sCD14 concentrations during
endurance exercise?

4. Given that the increased concentrations were associated with GI symptom severity, would

strategies to reduce this immune activation marker result in the attenuation of Gl symptoms?

It has also been shown in the current investigations that exogenous CHO oxidation during endurance
exercise is increased following 28 days supplementation of probiotics compared to 4 weeks of
placebo, as described in Chapter 6. Given that it has been shown that exogenous CHO oxidation is
impaired during exercise in the heat relative to more temperate environmental conditions (Jentjens
et al., 2002), probiotics may attenuate such reductions, thus maintaining blood glucose and sparing
muscle glycogen, possibly providing an ergogenic effect. Equally, it has regularly been shown that, in
order to oxidise the purported maximum of 1 g-min of consumed glucose, the ingestion of 1.2-1.5
g-mintis required (Jeukendrup and Jentjens, 2000). Taken with the data from Chapter 6, this poses

the following questions:

1. Can probiotics increase the oxidation of exogenous CHO during exercise in extreme
environments, in which it is usually compromised?

2. Wouldthe increase in efficiency of consumed CHO lead to reductions in malabsorption of CHO
and subsequently attenuate Gl symptoms?

3. What are the most effective probiotic species and strains, as well as dose, for this benefit in
CHO oxidation?

4. Does the baseline Gl microbiota of individuals impact this effect of probiotics?
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If studies were performed it would also be of greater ecological validity if undertaken by athletes in a
fed state. Finally, by selecting running as the exercise modality as opposed to cycling, the efficacy of
probiotic to reduce Gl symptoms would also be more likely to be elucidated given that symptoms are

more regularly reported in these athletes, as shown by data in this thesis.

8.4 Conclusions and implications

As described in the opening chapter of this thesis, and as demonstrated by the data presented, Gl
symptoms are frequently reported amongst endurance athletes. This is both during training and daily
activities, as well as during competition. Data presented in this thesis also shows that such symptoms
can be related to decrements in performance (Chapter 7). Investigations to understand the
mechanisms of such symptoms, and potential strategies to alleviate them are therefore warranted. It
has been shown that circulatory markers of Gl permeability and damage are not associated with
reported Gl symptoms during endurance exercise models used here. While the attenuation of these
markers may have implications in clinical investigations, their attenuation is not necessary in regards
to supporting athletes with chronic Gl symptomology. This is further exemplified by the efficacy of
probiotic supplementation to temper the rise increase in Gl symptom severity during a marathon race
shown, without subsequent effects on a number of circulatory markers. This thesis has shown that
probiotics are a simple strategy to reduce Gl symptom prevalence and severity in athletes (chapter 7).
Finally, the initial work showing the effects of probiotic supplementation on exercise-metabolism is
the first of its kind. This data shows the benefits of probiotics to increase the efficiency of oxidation of
consumed carbohydrate; an effect with potential performance implications. Probiotic
supplementation therefore appears to be a safe and simple strategy for athletes whom regularly suffer

from Gl discomfort, or those who consume large amounts of carbohydrate during exercise to consider.

113



ACHTEN, J., VENABLES, M. C. & JEUKENDRUP, A. E. 2003. Fat oxidation rates are higher during running
compared with cycling over a wide range of intensities. Metabolism, 52, 747-52.

AIRD, T. P., DAVIES, R. W. & CARSON, B. P. 2018. Effects of fasted vs fed-state exercise on performance
and post-exercise metabolism: A systematic review and meta-analysis. Scand J Med Sci Sports,
28,1476-1493.

ALLEN, A. P., CLARKE, G., CRYAN, J. F., QUIGLEY, E. M. M. & DINAN, T. G. 2017. Bifidobacterium infantis
35624 and other probiotics in the management of irritable bowel syndrome. Strain specificity,
symptoms, and mechanisms. Curr Med Res Opin, 33, 1349-1351.

ANDERSON, R. C., COOKSON, A. L., MCNABB, W. C., PARK, Z., MCCANN, M. J., KELLY, W. J. & ROY, N.
C. 2010. Lactobacillus plantarum MB452 enhances the function of the intestinal barrier by
increasing the expression levels of genes involved in tight junction formation. BMC Microbiol,
10, 316.

ART, T., VOTION, D., MCENTEE, K., AMORY, H., LINDEN, A., CLOSE, R. & LEKEUX, P. 1994b. Cardio-
respiratory, haematological and biochemical parameter adjustments to exercise: effect of a
probiotic in horses during training. Vet Res, 25, 361-70.

ATKINSON, G., TAYLOR, C. E., MORGAN, N., ORMOND, L. R. & WALLIS, G. A. 2011. Pre-race dietary
carbohydrate intake can independently influence sub-elite marathon running performance.
Int J Sports Med, 32, 611-7.

AZPIROZ, F. & MALAGELADA, J. R. 1985. Intestinal control of gastric tone. Am J Physiol, 249, G501-9.

BAKER, L. B., BARNES, K. A., ANDERSON, M. L., PASSE, D. H. & STOFAN, J. R. 2016. Normative data for
regional sweat sodium concentration and whole-body sweating rate in athletes. J Sports Sci,
34, 358-68.

BARBERIO, M., ELMER, D., LAIRD, R., LEE, K., GLADDEN, B. & PASCOE, D. 2015. Systemic LPS and
Inflammatory Response during Consecutive Days of Exercise in Heat. Int J Sports Med,, 36,
262-270.

BARRENETXE, J., ARANGUREN, P., SANTIDRIAN, S., MARZO, F. & URDANETA, E. 2006. Effects of
Lactobacillus casei and Bifidobacterium bifidum on intestinal enzymatic activity and sugar
uptake. The FASEB Journal, 20, A1018-A1018.

BARRENETXE, J., SANCHEZ, O., BARBER, A., GASCON, S., RODRIGUEZ-YOLDI, M. J. & LOSTAO, M. P.
2013. TNFalpha regulates sugar transporters in the human intestinal epithelial cell line Caco-
2. Cytokine, 64, 181-7.

BARTLETT, J. D., CLOSE, G. L., MACLAREN, D. P., GREGSON, W., DRUST, B. & MORTON, J. P. 2011. High-
intensity interval running is perceived to be more enjoyable than moderate-intensity
continuous exercise: implications for exercise adherence. J Sports Sci, 29, 547-553.

BENSON, S., KATTOOR, J., WEGNER, A., HAMMES, F., REIDICK, D., GRIGOLEIT, J. S., ENGLER, H.,
OBERBECK, R., SCHEDLOWSKI, M. & ELSENBRUCH, S. 2012. Acute experimental endotoxemia
induces visceral hypersensitivity and altered pain evaluation in healthy humans. Pain, 153,
794-9.

BERNET, M. F., BRASSART, D., NEESER, J. R. & SERVIN, A. L. 1994. Lactobacillus acidophilus LA 1 binds
to cultured human intestinal cell lines and inhibits cell attachment and cell invasion by
enterovirulent bacteria. Gut, 35, 483-9.

BILLAT, L. V. 2001. Interval training for performance: a scientific and empirical practice. Sports Med,
31, 13-31.

BISCHOFF, S. C. 2011. 'Gut health': a new objective in medicine? BMC Med, 9, 24.

BISCHOFF, S. C., BARBARA, G., BUURMAN, W., OCKHUIZEN, T., SCHULZKE, J. D., SERINO, M., TILG, H.,
WATSON, A. & WELLS, J. M. 2014. Intestinal permeability--a new target for disease prevention
and therapy. BMC Gastroenterol, 14, 189.

BJARNASON, I.,, MACPHERSON, A. & HOLLANDER, D. 1995. Intestinal permeability: an overview.
Gastroenterology, 108, 1566-81.

114



BODE, C. & BODE, J. C. 2003. Effect of alcohol consumption on the gut. Best Pract Res Clin
Gastroenterol, 17, 575-92.

BOSENBERG, A. T., BROCK-UTNE, J. G., GAFFIN, S. L., WELLS, M. T. & BLAKE, G. T. 1988. Strenuous
exercise causes systemic endotoxemia. J Appl Physiol (1985), 65, 106-8.

BOUTAGY, N. E., MCMILLAN, R. P., FRISARD, M. |. & HULVER, M. W. 2016. Metabolic endotoxemia
with obesity: Is it real and is it relevant? Biochimie, 124, 11-20.

BOVENSCHEN, H. J., JANSSEN, M. J., VAN OlJEN, M. G., LAHELlJ, R. J., VAN ROSSUM, L. G. & JANSEN, J.
B. 2006. Evaluation of a gastrointestinal symptoms questionnaire. Dig Dis Sci, 51, 1509-15.

BROCK-UTNE, J., GAFFIN, S., WELLS, M., GATHIRAM, P., SOHAR, E., JAMES, M., MORRELL, D. &
NORMAN, R. 1988. Endotoxaemia in exhausted runners after a long-distance race. S Afr Med
J, 73, 533-536.

BROUNS, F. & BECKERS, E. 1993. Is the gut an athletic organ? Sports Med, 15, 242-257.

BROWN, S. R., CANN, P. A. & READ, N. W. 1990. Effect of coffee on distal colon function. Gut, 31, 450-
3.

BUCHMAN, A. L., KILLIP, D., OU, C. N., ROGNERUD, C. L., POWNALL, H., DENNIS, K. & DUNN, J. K. 1999.
Short-term vitamin E supplementation before marathon running: a placebo-controlled trial.
Nutrition, 15, 278-83.

BUMAN, M. P., OMLI, J. W., GIACOBBI JR, P. R. & BREWER, B. W. 2008. Experiences and coping
responses of “hitting the wall” for recreational marathon runners. J Appl Sport Psychol, 20,
282-300.

BURKE, L. & DEAKIN, V. 2006. Clinical sports nutrition.

BURKE, L. M., HAWLEY, J. A., WONG, S. H. & JEUKENDRUP, A. E. 2011. Carbohydrates for training and
competition. J Sports Sci, 29 Suppl 1, S17-27.

BURKE, L. M. & PYNE, D. B. 2007. Bicarbonate loading to enhance training and competitive
performance. Int J Sports Physiol Perform, 2, 93-7.

CABALLERO-FRANCO, C., KELLER, K., DE SIMONE, C. & CHADEE, K. 2007. The VSL#3 probiotic formula
induces mucin gene expression and secretion in colonic epithelial cells. Am J Physiol
Gastrointest Liver Physiol, 292, G315-22.

CAMILLERI, M., NADEAU, A., LAMSAM, J., LINKER NORD, S., RYKS, M., BURTON, D., SWEETSER, S.,
ZINSMEISTER, A. R. & SINGH, R. 2010. Understanding measurements of intestinal permeability
in healthy humans with urine lactulose and mannitol excretion. Neurogastroent & Motil, 22,
el5-e26.

CAMUS, G., DEBY-DUPONT, G., DUCHATEAU, J., DEBY, C., PINCEMAIL, J. & LAMY, M. 1994. Are similar
inflammatory factors involved in strenuous exercise and sepsis? Intensive Care Med, 20, 602-
10.

CAMUS, G., POORTMANS, J., NYS, M., DEBY-DUPONT, G., DUCHATEAU, J., DEBY, C. & LAMY, M. 1997.
Mild endotoxaemia and the inflammatory response induced by a marathon race. Clin Sci
(Lond), 92, 415-22.

CISSE, F., PLETSCH, E. A., ERICKSON, D. P., CHEGENI, M., HAYES, A. M. R. & HAMAKER, B. R. 2017.
Preload of slowly digestible carbohydrate microspheres decreases gastric emptying rate of
subsequent meal in humans. Nutr Res, 45, 46-51.

COHEN, D. C., WINSTANLEY, A., ENGLEDOW, A., WINDSOR, A. C. & SKIPWORTH, J. R. 2009. Marathon-
induced ischemic colitis: why running is not always good for you. Am J Emerg Med, 27, 255.e5-
7.

COSTA, R., SNIPE, R., KITIC, C. & GIBSON, P. 2017a. Systematic review: exercise-induced
gastrointestinal syndrome—implications for health and intestinal disease. Aliment Pharm
Ther, 46, 246-265

COSTA, R. J., SNIPE, R., CAMOES-COSTA, V., SCHEER, V. & MURRAY, A. 2016. The Impact of
Gastrointestinal Symptoms and Dermatological Injuries on Nutritional Intake and Hydration
Status During Ultramarathon Events. Sports Med Open, 2, 16.

115



COSTA, R. J. S., MIALL, A., KHOO, A., RAUCH, C., SNIPE, R., CAMOES-COSTA, V. & GIBSON, P. 2017b.
Gut-training: the impact of two weeks repetitive gut-challenge during exercise on
gastrointestinal status, glucose availability, fuel kinetics, and running performance. App!
Physiol Nutr Metab, 42, 547-557.

COSTILL, D. L., COYLE, E., DALSKY, G., EVANS, W., FINK, W. & HOOPES, D. 1977. Effects of elevated
plasma FFA and insulin on muscle glycogen usage during exercise. J Appl Physiol Respir Environ
Exerc Physiol, 43, 695-9.

COSTILL, D. L. & SALTIN, B. 1974. Factors limiting gastric emptying during rest and exercise. J Appl
Physiol, 37, 679-83.

COYLE, E., HAGBERG, J., HURLEY, B., MARTIN, W., EHSANI, A. & HOLLOSZY, J. 1983. Carbohydrate
feeding during prolonged strenuous exercise can delay fatigue. J App Physiol, 55, 230-235.

CURRELL, K. & JEUKENDRUP, A. E. 2008. Superior endurance performance with ingestion of multiple
transportable carbohydrates. Med Sci Sports Exerc, 40, 275-81.

DANTZER, R., O'CONNOR, J. C., FREUND, G. G., JOHNSON, R. W. & KELLEY, K. W. 2008. From
inflammation to sickness and depression: when the immune system subjugates the brain. Nat
Rev Neurosci, 9, 46-56.

DAUSSIN, F. N., ZOLL, J., DUFOUR, S. P., PONSOT, E., LONSDORFER-WOLF, E., DOUTRELEAU, S.,
METTAUER, B., PIQUARD, F., GENY, B. & RICHARD, R. 2008. Effect of interval versus continuous
training on cardiorespiratory and mitochondrial functions: relationship to aerobic
performance improvements in sedentary subjects. Am J Physiol-Regulatory I, 295, R264-R272.

DE OLIVEIRA, E. P. 2017. Runner's diarrhea: what is it, what causes it, and how can it be prevented?
Curr Opin Gastroenterol, 33, 41-46.

DE OLIVEIRA, E. P. & BURINI, R. C. 2014. Carbohydrate-dependent, exercise-induced gastrointestinal
distress. Nutrients, 6, 4191-9.

DE OLIVEIRA, E. P., BURINI, R. C. & JEUKENDRUP, A. 2014. Gastrointestinal complaints during exercise:
prevalence, etiology, and nutritional recommendations. Sports Med, 44, 79-85.

DE VOS, W. M. & DE VOS, E. A. 2012. Role of the intestinal microbiome in health and disease: from
correlation to causation. Nutr Rev, 70 Suppl 1, S45-56.

DEMEO, M. T., MUTLU, E. A., KESHAVARZIAN, A. & TOBIN, M. C. 2002. Intestinal permeation and
gastrointestinal disease. J Clin Gastroenterol, 34, 385-96.

DERIKX, J. P., MATTHIJSEN, R. A., DE BRUINE, A. P., VAN BIINEN, A. A., HEINEMAN, E., VAN DAM, R.
M., DEJONG, C. H. & BUURMAN, W. A. 2008. Rapid reversal of human intestinal ischemia-
reperfusion induced damage by shedding of injured enterocytes and reepithelialisation. PLoS
One, 3, e3428.

DILL, D. B. & COSTILL, D. L. 1974. Calculation of percentage changes in volumes of blood, plasma, and
red cells in dehydration. J Appl Physiol, 37, 247-8.

DONMOYER, C. M., EJIOFOR, J., LACY, D. B., CHEN, S. S. & MCGUINNESS, O. P. 2001. Fructose augments
infection-impaired net hepatic glucose uptake during TPN administration. Am J Physiol
Endocrinol Metab, 280, E703-11.

EDINBURGH, R. M., HENGIST, A., SMITH, H. A., TRAVERS, R. L, KOUMANOQOV, F., BETTS, J. A,
THOMPSON, D., WALHIN, J. P., WALLIS, G. A., HAMILTON, D. L., STEVENSON, E. J., TIPTON, K.
D. & GONZALEZ, J. T. 2018. Pre-Exercise Breakfast Ingestion versus Extended Overnight Fasting
Increases Postprandial Glucose Flux after Exercise in Healthy Men. Am J Physiol Endocrinol
Metab.

ENGEBRETSEN, L., SOLIGARD, T., STEFFEN, K., ALONSO, J. M., AUBRY, M., BUDGETT, R., DVORAK, J.,
JEGATHESAN, M., MEEUWISSE, W. H., MOUNTJQY, M., PALMER-GREEN, D., VANHEGAN, |. &
RENSTROM, P. A. 2013. Sports injuries and illnesses during the London Summer Olympic
Games 2012. Br J Sports Med, 47, 407-14.

EWASCHUK, J. B., DIAZ, H., MEDDINGS, L., DIEDERICHS, B., DMYTRASH, A., BACKER, J., LOOIJER-VAN
LANGEN, M. & MADSEN, K. L. 2008. Secreted bioactive factors from Bifidobacterium infantis

116



enhance epithelial cell barrier function. Am J Physiol Gastrointest Liver Physiol, 295, G1025-
34.

FLEMING, S., DUNCAN, A., RUSSELL, R. & LAKER, M. 1996a. Measurement of sugar probes in serum:
an alternative to urine measurement in intestinal permeability testing. Clinical chemistry, 42,
445-448.

FLEMING, S. C., DUNCAN, A., RUSSELL, R. I. & LAKER, M. F. 1996b. Measurement of sugar probes in
serum: an alternative to urine measurement in intestinal permeability testing. Clin Chem, 42,
445-8.

FURUSE, M., HATA, M., FURUSE, K., YOSHIDA, Y., HARATAKE, A., SUGITANI, Y., NODA, T., KUBO, A. &
TSUKITA, S. 2002. Claudin-based tight junctions are crucial for the mammalian epidermal
barrier: a lesson from claudin-1-deficient mice. J Cell Biol, 156, 1099-111.

FURUSE, M., HIRASE, T., ITOH, M., NAGAFUCHI, A., YONEMURA, S., TSUKITA, S. & TSUKITA, S. 1993.
Occludin: a novel integral membrane protein localizing at tight junctions. J Cell Biol, 123, 1777-
88.

GARAIOVA, |, MUCHOVA, J., NAGYOVA, Z., WANG, D., LI, J. V., ORSZAGHOVA, Z., MICHAEL, D. R,,
PLUMMER, S. F. & DURACKOVA, Z. 2015. Probiotics and vitamin C for the prevention of
respiratory tract infections in children attending preschool: a randomised controlled pilot
study. Eur J Clin Nutr, 69, 373-9.

GIL, S. M., YAZAKI, E. & EVANS, D. F. 1998. Aetiology of running-related gastrointestinal dysfunction.
How far is the finishing line? Sports Med, 26, 365-78.

GILL, S. K., HANKEY, J., WRIGHT, A., MARCZAK, S., HEMMING, K., ALLERTON, D. M., ANSLEY-ROBSON,
P. & COSTA, R. J. 2015a. The Impact of a 24-h Ultra-Marathon on Circulatory Endotoxin and
Cytokine Profile. Int J Sports Med, 36, 688-95.

GILL, S. K., TEIXEIRA, A., RAMA, L., PRESTES, J., ROSADO, F., HANKEY, J., SCHEER, V., HEMMINGS, K.,
ANSLEY-ROBSON, P. & COSTA, R. J. 2015b. Circulatory endotoxin concentration and cytokine
profile in response to exertional-heat stress during a multi-stage ultra-marathon competition.
Exerc Immunol Rev, 21, 114-28.

GILLEN, J. B. & GIBALA, M. J. 2013. Is high-intensity interval training a time-efficient exercise strategy
to improve health and fitness? Appl Physiol Nutr Me, 39, 409-412.

GISOLFI, C. V. 2000. Is the Gl System Built For Exercise? News Physiol Sci, 15, 114-119.

GLACE, B.,, MURPHY, C. & MCHUGH, M. 2002. Food and fluid intake and disturbances in
gastrointestinal and mental function during an ultramarathon. Int J Sport Nutr Exerc Metab,
12, 414-27.

GLATZ, J. F. & VAN DER VUSSE, G. J. 1996. Cellular fatty acid-binding proteins: their function and
physiological significance. Prog Lipid Res, 35, 243-282.

GNAUCK, A., LENTLE, R. G. & KRUGER, M. C. 2015. The Limulus Amebocyte Lysate assay may be
unsuitable for detecting endotoxin in blood of healthy female subjects. J Immunol Methods,
416, 146-56.

GNAUCK, A., LENTLE, R. G. & KRUGER, M. C. 2016. Chasing a ghost?--Issues with the determination of
circulating levels of endotoxin in human blood. Crit Rev Clin Lab Sci, 53, 197-215.

GOLLIN, G., MARKS, C. & MARKS, W. H. 1993. Intestinal fatty acid binding protein in serum and urine
reflects early ischemic injury to the small bowel. Surgery, 113, 545-551.

GROOTIJANS, J., LENAERTS, K., BUURMAN, W. A, DEJONG, C. H. & DERIKX, J. P. 2016. Life and death at
the mucosal-luminal interface: New perspectives on human intestinal ischemia-reperfusion.
World J Gastroenterol, 22, 2760-70.

GROSCHWITZ, K. R. & HOGAN, S. P. 2009. Intestinal barrier function: molecular regulation and disease
pathogenesis. J Allergy Clin Immunol, 124, 3-20; quiz 21-2.

HALDER, S. L., LOCKE, G. R., 3RD, TALLEY, N. J., FETT, S. L., ZINSMEISTER, A. R. & MELTON, L. J., 3RD
2004. Impact of functional gastrointestinal disorders on health-related quality of life: a
population-based case-control study. Aliment Pharmacol Ther, 19, 233-42.

117



HANSEN, E. A.,, EMANUELSEN, A., GERTSEN, R. M. & RAADAHL S@RENSEN, S. S. 2014. Improved
marathon performance by in-race nutritional strategy intervention. Int J Sport Nutr Exe, 24,
645-655.

HARDY, H., HARRIS, J., LYON, E., BEAL, J. & FOEY, A. D. 2013. Probiotics, prebiotics and
immunomodulation of gut mucosal defences: homeostasis and immunopathology. Nutrients,
5,1869-912.

HAUG, T. T., MYKLETUN, A. & DAHL, A. 2002. Are anxiety and depression related to gastrointestinal
symptoms in the general population? Scand J Gastroentero, 37, 294-298.

HAUSER, G., PLETIKOSIC, S. & TKALCIC, M. 2014. Cognitive behavioral approach to understanding
irritable bowel syndrome. World J Gastroenterol, 20, 6744-58.

HAWLEY, J. A., BOSCH, A. N., WELTAN, S. M., DENNIS, S. C. & NOAKES, T. D. 1994. Glucose kinetics
during prolonged exercise in euglycaemic and hyperglycaemic subjects. Pflugers Arch, 426,
378-86.

HAWLEY, J. A., DENNIS, S. C., LAIDLER, B. J., BOSCH, A. N., NOAKES, T. D. & BROUNS, F. 1991. High rates
of exogenous carbohydrate oxidation from starch ingested during prolonged exercise. J App/
Physiol (1985), 71, 1801-6.

HELGE, J. W. 2017. A high carbohydrate diet remains the evidence based choice for elite athletes to
optimise performance. J Physiol, 595, 2775.

HILL, C., GUARNER, F., REID, G., GIBSON, G. R., MERENSTEIN, D. J., POT, B., MORELLI, L., CANANI, R. B.,
FLINT, H. J., SALMINEN, S., CALDER, P. C. & SANDERS, M. E. 2014. Expert consensus document.
The International Scientific Association for Probiotics and Prebiotics consensus statement on
the scope and appropriate use of the term probiotic. Nat Rev Gastroenterol Hepatol, 11, 506-
14.

HOFFMAN, M. D. & FOGARD, K. 2011. Factors related to successful completion of a 161-km
ultramarathon. Int J Sports Physiol Perform, 6, 25-37.

HOLMICH, P., DARRE, E., JAHNSEN, F. & HARTVIG-JENSEN, T. 1988. The elite marathon runner:
problems during and after competition. Br J Sports Med, 22, 19-21.

HORNER, K. M., SCHUBERT, M. M., DESBROW, B., BYRNE, N. M. & KING, N. A. 2015. Acute exercise
and gastric emptying: a meta-analysis and implications for appetite control. Sports Med, 45,
659-78.

HUNGIN, A. P., MULLIGAN, C., POT, B.,, WHORWELL, P., AGREUS, L., FRACASSO, P., LIONIS, C.,
MENDIVE, J., PHILIPPART DE FOY, J. M., RUBIN, G., WINCHESTER, C. & DE WIT, N. 2013.
Systematic review: probiotics in the management of lower gastrointestinal symptoms in
clinical practice -- an evidence-based international guide. Aliment Pharmacol Ther, 38, 864-
86.

HUNGIN, A. P. S., MITCHELL, C. R.,, WHORWELL, P., MULLIGAN, C., COLE, O., AGREUS, L., FRACASSO,
P., LIONIS, C., MENDIVE, J., PHILIPPART DE FOY, J. M., SEIFERT, B., WENSAAS, K. A,
WINCHESTER, C., DE WIT, N. & EUROPEAN SOCIETY FOR PRIMARY CARE, G. 2018. Systematic
review: probiotics in the management of lower gastrointestinal symptoms - an updated
evidence-based international consensus. Aliment Pharmacol Ther, 47, 1054-1070.

HURLEY, J. C. 2014. Response to John G. Brock-Utne. Comment on Hurley, J.C. Towards clinical
application of anti-endotoxin antibodies; a re-appraisal of the disconnect. Toxins (Basel), 6,
1364-5.

IWASA, M., AOI, W., MUNE, K., YAMAUCHI, H., FURUTA, K., SASAKI, S., TAKEDA, K., HARADA, K., WADA,
S., NAKAMURA, Y., SATO, K. & HIGASHI, A. 2013b. Fermented milk improves glucose
metabolism in exercise-induced muscle damage in young healthy men. Nutr J, 12, 83.

JANSSENDUIJGHUIJSEN, L. M., MENSINK, M., LENAERTS, K., FIEDOROWICZ, E., VAN DARTEL, D. A,,
MES, J. J., LUIKING, Y. C., KEUJER, J., WICHERS, H. J. & WITKAMP, R. F. 2016. The effect of
endurance exercise on intestinal integrity in well-trained healthy men. Physiological Reports,
4,e12994.

118



JENTIJENS, R. L., ACHTEN, J. & JEUKENDRUP, A. E. 2004a. High oxidation rates from combined
carbohydrates ingested during exercise. Med Sci Sports Exerc, 36, 1551-8.

JENTIJENS, R. L., MOSELEY, L., WARING, R. H., HARDING, L. K. & JEUKENDRUP, A. E. 2004b. Oxidation
of combined ingestion of glucose and fructose during exercise. J Appl Physiol (1985), 96, 1277-
84.

JENTIJENS, R. L., VENABLES, M. C. & JEUKENDRUP, A. E. 2004c. Oxidation of exogenous glucose,
sucrose, and maltose during prolonged cycling exercise. J Appl Physiol (1985), 96, 1285-91.

JENTIJENS, R. L., WAGENMAKERS, A. J. & JEUKENDRUP, A. E. 2002. Heat stress increases muscle
glycogen use but reduces the oxidation of ingested carbohydrates during exercise. J Appl
Physiol, 92, 1562-1572.

JEUKENDRUP, A. 2014. A step towards personalized sports nutrition: carbohydrate intake during
exercise. Sports Med, 44, 25-33.

JEUKENDRUP, A. E. 2011. Nutrition for endurance sports: marathon, triathlon, and road cycling. J
Sports Sci, 29 Suppl 1, S91-9.

JEUKENDRUP, A. E., BORGHOUTS, L. B., SARIS, W. H. & WAGENMAKERS, A. J. 1996. Reduced oxidation
rates of ingested glucose during prolonged exercise with low endogenous CHO availability. J
Appl Physiol (1985), 81, 1952-7.

JEUKENDRUP, A. E. & JENTJENS, R. 2000. Oxidation of carbohydrate feedings during prolonged
exercise: current thoughts, guidelines and directions for future research. Sports Med, 29, 407-
24,

JEUKENDRUP, A. E. & MOSELEY, L. 2010. Multiple transportable carbohydrates enhance gastric
emptying and fluid delivery. Scand J Med Sci Sports, 20, 112-21.

JEUKENDRUP, A. E., MOSELEY, L., MAINWARING, G. I., SAMUELS, S., PERRY, S. & MANN, C. H. 2006.
Exogenous carbohydrate oxidation during ultraendurance exercise. J Appl Physiol (1985), 100,
1134-41.

JEUKENDRUP, A. E., RABEN, A., GIJSEN, A., STEGEN, J. H., BROUNS, F., SARIS, W. H. & WAGENMAKERS,
A.J. 1999a. Glucose kinetics during prolonged exercise in highly trained human subjects: effect
of glucose ingestion. J Physiol, 515, 579-589.

JEUKENDRUP, A. E., VET-JOOP, K., STURK, A., STEGEN, J. H. J. C., SENDEN, J., SARIS, W. H. M. &
WAGENMAKERS, A. J. M. 2000. Relationship between gastro-intestinal complaints and
endotoxaemia, cytokine release and the acute-phase reaction during and after a long-distance
triathlon in highly trained men. Clinical Science, 98, 47-55.

JEUKENDRUP, A. E., WAGENMAKERS, A. J., STEGEN, J. H., GIJSEN, A. P., BROUNS, F. & SARIS, W. H.
1999b. Carbohydrate ingestion can completely suppress endogenous glucose production
during exercise. Am J Physiol, 276, E672-83.

JONES, A. M. 2006. Middle and long distance running. Sport and exercise physiology testing guidelines,
1, 147-154.

KARCZEWSKI, J., TROOST, F. J., KONINGS, I., DEKKER, J., KLEEREBEZEM, M., BRUMMER, R. J. & WELLS,
J. M. 2010. Regulation of human epithelial tight junction proteins by Lactobacillus plantarum
in vivo and protective effects on the epithelial barrier. Am J Physiol Gastrointest Liver Physiol,
298, G851-9.

KARHU, E., FORSGARD, R. A., ALANKO, L., ALFTHAN, H., PUSSINEN, P., HAMALAINEN, E. & KORPELA,
R. 2017. Exercise and gastrointestinal symptoms: running-induced changes in intestinal
permeability and markers of gastrointestinal function in asymptomatic and symptomatic
runners. Eur J Appl Physiol, 117, 2519-2526.

KEATING, J., BJARNASON, |.,, SOMASUNDARAM, S., MACPHERSON, A., FRANCIS, N., PRICE, A. B,
SHARPSTONE, D., SMITHSON, J., MENZIES, I. S. & GAZZARD, B. G. 1995. Intestinal absorptive
capacity, intestinal permeability and jejunal histology in HIV and their relation to diarrhoea.
Gut, 37, 623-9.

KEEFFE, E. B., LOWE, D. K., GOSS, J. R. & WAYNE, R. 1984. Gastrointestinal symptoms of marathon
runners. West J Med, 141, 481-4.

119



KEKKONEN, R. A., VASANKARI, T. J., VUORIMAA, T., HAAHTELA, T., JULKUNEN, I. & KORPELA, R. 2007.
The effect of probiotics on respiratory infections and gastrointestinal symptoms during
training in marathon runners. Int J Sport Nutr Exerc Metab, 17, 352-63.

KITIC, C. 2018. Comment on: "Association Between Exercise-Induced Hyperthermia and Intestinal
Permeability: A Systematic Review". Sports Med.

KOLOSKI, N. A,, TALLEY, N. J. & BOYCE, P. M. 2000. The impact of functional gastrointestinal disorders
on quality of life. Am J Gastroenterol, 95, 67-71.

KONIG, J., WELLS, J., CANI, P. D., GARCIA-RODENAS, C. L., MACDONALD, T., MERCENIER, A., WHYTE, J.,
TROOST, F. & BRUMMIER, R. J. 2016. Human Intestinal Barrier Function in Health and Disease.
Clin Transl Gastroenterol, 7, €e196.

KRUSEMAN, M., BUCHER, S., BOVARD, M., KAYSER, B. & BOVIER, P. A. 2005. Nutrient intake and
performance during a mountain marathon: an observational study. Eur J Appl Physiol, 94, 151-
7.

LAMBERT, G. 2009. Stress-induced gastrointestinal barrier dysfunction and its inflammatory effects. J
Anim Sci, 87, E101-E108.

LAMBERT, G., LANG, J., BULL, A., PFEIFER, P., ECKERSON, J., MOORE, G., LANSPA, S. & O'BRIEN, J. 2008.
Fluid restriction during running increases Gl permeability. Int J Sports Med, 29, 194-198.

LAMBERT, G. P. 2008. Intestinal barrier dysfunction, endotoxemia, and gastrointestinal symptoms: the
‘canary in the coal mine' during exercise-heat stress? Med Sport Sci, 53, 61-73.

LAMBERT, G. P., BROUSSARD, L. J.,, MASON, B. L., MAUERMANN, W. J. & GISOLFI, C. V. 2001.
Gastrointestinal permeability during exercise: effects of aspirin and energy-containing
beverages. J Appl Physiol (1985), 90, 2075-80.

LAMPRECHT, M., BOGNER, S., SCHIPPINGER, G., STEINBAUER, K., FANKHAUSER, F., HALLSTROEM, S.,
SCHUETZ, B. & GREILBERGER, J. F. 2012. Probiotic supplementation affects markers of
intestinal barrier, oxidation, and inflammation in trained men; a randomized, double-blinded,
placebo-controlled trial. J Int Soc Sports Nutr, 9, 45.

LANG, J. A, GISOLFI, C. V. & LAMBERT, G. P. 2006. Effect of exercise intensity on active and passive
glucose absorption. Int J Sport Nutr Exerc Metab, 16, 485-93.

LAYER, P., PESCHEL, S., SCHLESINGER, T. & GOEBELL, H. 1990. Human pancreatic secretion and
intestinal motility: effects of ileal nutrient perfusion. Am J Physiol, 258, G196-201.

LEIPER, J. B., BROAD, N. P. & MAUGHAN, R. J. 2001. Effect of intermittent high-intensity exercise on
gastric emptying in man. Med Sci Sport Exer, 33, 1270-1278.

LIN, H. C., DOTY, J. E., REEDY, T. J. & MEYER, J. H. 1989. Inhibition of gastric emptying by glucose
depends on length of intestine exposed to nutrient. Am J Physiol, 256, G404-11.

LIS, D., STELLINGWERFF, T., KITIC, C. M., AHUJA, K. D. & FELL, J. 2015. No Effects of a Short-Term
Gluten-free Diet on Performance in Nonceliac Athletes. Med Sci Sports Exerc, 47, 2563-70.

LIS, D. M., STELLINGWERFF, T., KITIC, C. M., FELL, J. W. & AHUJA, K. D. K. 2018. Low FODMAP: A
Preliminary Strategy to Reduce Gastrointestinal Distress in Athletes. Med Sci Sports Exerc, 50,
116-123.

LIU, S., KHEMLANI, L. S., SHAPIRO, R. A., JOHNSON, M. L., LIU, K., GELLER, D. A., WATKINS, S. C,,
GOVYERT, S. M. & BILLIAR, T. R. 1998. Expression of CD14 by hepatocytes: upregulation by
cytokines during endotoxemia. Infect Immun, 66, 5089-98.

MAHMOOD, A., FITZGERALD, A. J., MARCHBANK, T., NTATSAKI, E., MURRAY, D., GHOSH, S. &
PLAYFORD, R. J. 2007. Zinc carnosine, a health food supplement that stabilises small bowel
integrity and stimulates gut repair processes. Gut, 56, 168-75.

MAIJOR, G., PRITCHARD, S., MURRAY, K., ALAPPADAN, J. P., HOAD, C. L., MARCIANI, L., GOWLAND, P.
& SPILLER, R. 2017. Colon Hypersensitivity to Distension, Rather Than Excessive Gas
Production, Produces Carbohydrate-Related Symptoms in Individuals With Irritable Bowel
Syndrome. Gastroenterology, 152, 124-133.e2.

120



MARCH, D. S., MARCHBANK, T., PLAYFORD, R. J., JONES, A. W., THATCHER, R. & DAVISON, G. 2017.
Intestinal fatty acid-binding protein and gut permeability responses to exercise. Eur J Appl
Physiol, 117, 931-941.

MARCHBANK, T., DAVISON, G., OAKES, J. R., GHATEI, M. A., PATTERSON, M., MOYER, M. P. &
PLAYFORD, R. J. 2011. The nutriceutical bovine colostrum truncates the increase in gut
permeability caused by heavy exercise in athletes. Am J Physiol-Gastr L, 300, G477-G484.

MARTIN, C. K., HAN, H., COULON, S. M., ALLEN, H. R., CHAMPAGNE, C. M. & ANTON, S. D. 2009. A
novel method to remotely measure food intake of free-living individuals in real time: the
remote food photography method. Br J Nutr, 101, 446-56.

MASSICOTTE, D., PERONNET, F., BRISSON, G., BOIVIN, L. & HILLAIRE-MARCEL, C. 1990. Oxidation of
exogenous carbohydrate during prolonged exercise in fed and fasted conditions. Int J Sports
Med, 11, 253-8.

MAUGHAN, R. J., LEIPER, J. B. & MCGAW, B. A. 1990. Effects of exercise intensity on absorption of
ingested fluids in man. Exp Physiol, 75, 419-21.

MAUGHAN, R. J., WATSON, P., CORDERY, P. A., WALSH, N. P., OLIVER, S. J., DOLCI, A., RODRIGUEZ-
SANCHEZ, N. & GALLOWAY, S. D. 2018. Sucrose and Sodium But Not Caffeine Content
Influence the Retention of Beverages in Humans Under Euhydrated Conditions. Int J Sport Nutr
Exerc Metab, 1-26.

MAYER, E. A. 2011. Gut feelings: the emerging biology of gut-brain communication. Nat Rev Neurosci,
12, 453-66.

MCALLISTER, R. M. 1998. Adaptations in control of blood flow with training: splanchnic and renal blood
flows. Med Sci Sport Exer, 30, 375-381.

MCKENZIE, Y., THOMPSON, J., GULIA, P. & LOMER, M. 2016. British Dietetic Association systematic
review of systematic reviews and evidence-based practice guidelines for the use of probiotics
in the management of irritable bowel syndrome in adults (2016 update). J Hum Nutr Diet, 29,
576-592.

MENARD, S., CERF-BENSUSSAN, N. & HEYMAN, M. 2010. Multiple facets of intestinal permeability and
epithelial handling of dietary antigens. Mucosal immunology, 3, 247.

MENNIGEN, R. & BRUEWER, M. 2009. Effect of probiotics on intestinal barrier function. Ann N Y Acad
Sci, 1165, 183-9.

MIALL, A., KHOO, A., RAUCH, C., SNIPE, R. M. J., CAMOES-COSTA, V. L., GIBSON, P. R. & COSTA, R.J. S.
2018. Two weeks of repetitive gut-challenge reduce exercise-associated gastrointestinal
symptoms and malabsorption. Scand J Med Sci Sports, 28, 630-640.

MIYAUCHI, E., O'CALLAGHAN, J., BUTTO, L. F., HURLEY, G., MELGAR, S., TANABE, S., SHANAHAN, F.,
NALLY, K. & O'TOOLE, P. W. 2012. Mechanism of protection of transepithelial barrier function
by Lactobacillus salivarius: strain dependence and attenuation by bacteriocin production. Am
J Physiol Gastrointest Liver Physiol, 303, G1029-41.

MOORE, G. E., HOLBEIN, M. E. & KNOCHEL, J. P. 1995. Exercise-associated collapse in cyclists is
unrelated to endotoxemia. Med Sci Sports Exerc, 27, 1238-42.

MORRISON, S. A., CHEUNG, S. S. & COTTER, J. D. 2014. Bovine colostrum, training status, and
gastrointestinal permeability during exercise in the heat: a placebo-controlled double-blind
study. Appl Physiol Nutr Metab, 39, 1070-1082.

MOSES, F. M. 2005. Exercise-associated intestinal ischemia. Curr Sports Med Rep, 4, 91-5.

MUNFORD, R. S. 2016. Endotoxemia-menace, marker, or mistake? J Leukoc Biol, 100, 687-698.

MURRAY, K., WILKINSON-SMITH, V., HOAD, C., COSTIGAN, C., COX, E., LAM, C., MARCIANI, L.,
GOWLAND, P. & SPILLER, R. C. 2014. Differential effects of FODMAPs (fermentable oligo-, di-,
mono-saccharides and polyols) on small and large intestinal contents in healthy subjects
shown by MRI. Am J Gastroenterol, 109, 110-9.

MURRAY, R. 2006. Training the gut for competition. Curr Sports Med Rep, 5, 161-164.

MUSCH, M. W., CLARKE, L. L., MAMAH, D., GAWENIS, L. R., ZHANG, Z., ELLSWORTH, W., SHALOWITZ,
D., MITTAL, N., EFTHIMIOU, P., ALNADJIM, Z., HURST, S. D., CHANG, E. B. & BARRETT, T. A.

121



2002. T cell activation causes diarrhea by increasing intestinal permeability and inhibiting
epithelial Na+/K+-ATPase. J Clin Invest, 110, 1739-47.

NIEMAN, D. C., HENSON, D. A., DUMKE, C. L., OLEY, K., MCANULTY, S. R., DAVIS, J. M., MURPHY, E. A,,
UTTER, A. C., LIND, R. H., MCANULTY, L. S. & MORROW, J. D. 2006. lbuprofen use,
endotoxemia, inflammation, and plasma cytokines during ultramarathon competition. Brain
Behav Immun, 20, 578-84.

O'BRIEN, W. J. & ROWLANDS, D. S. 2011. Fructose-maltodextrin ratio in a carbohydrate-electrolyte
solution differentially affects exogenous carbohydrate oxidation rate, gut comfort, and
performance. Am J Physiol Gastrointest Liver Physiol, 300, G181-9.

O'HARA, J. P., WOODS, D. R., MELLOR, A., BOOS, C., GALLAGHER, L., TSAKIRIDES, C., ARJIOMANDKHAH,
N. C., HOLDSWORTH, D. A., COOKE, C. B., MORRISON, D. J., PRESTON, T. & KING, R. F. 2017. A
comparison of substrate oxidation during prolonged exercise in men at terrestrial altitude and
normobaric normoxia following the coingestion of 13C glucose and 13C fructose. Physiol Rep,
5.

OKTEDALEN, O., LUNDE, O. C., OPSTAD, P. K., AABAKKEN, L. & KVERNEBO, K. 1992. Changes in the
gastrointestinal mucosa after long-distance running. Scand J Gastroenterol, 27, 270-4.
OLDENBURGER, I. B., WOLTERS, V. M., KARDOL-HOEFNAGEL, T., HOUWEN, R. H. J. & OTTEN, H. G.
2018. Serum intestinal fatty acid-binding protein in the noninvasive diagnosis of celiac disease.

Apmis, 126, 186-190.

OLIVEIRA, D. 2017. Runner's diarrhea: what is it, what causes it, and how can it be prevented? Curr
Opin Gastroen, 33, 41-46.

OTTE, J. A., OOSTVEEN, E., GEELKERKEN, R. H., GROENEVELD, A. J. & KOLKMAN, J. J. 2001. Exercise
induces gastric ischemia in healthy volunteers: a tonometry study. J Appl Physiol, 91, 866-871.

PALMA, G., COLLINS, S. M., BERCIK, P. & VERDU, E. F. 2014. The microbiota—gut—brain axis in
gastrointestinal disorders: stressed bugs, stressed brain or both? J Physiol, 592, 2989-2997.

PALS, K. L., CHANG, R.-T., RYAN, A. J. & GISOLFI, C. V. 1997. Effect of running intensity on intestinal
permeability. J Appl Physiol, 82, 571-576.

PEDERSEN, B. K. & HOFFMAN-GOETZ, L. 2000. Exercise and the immune system: regulation,
integration, and adaptation. Physiol Rev, 80, 1055-81.

PELSERS, M. M., NAMIOT, Z., KISIELEWSKI, W., NAMIOT, A., JANUSZKIEWICZ, M., HERMENS, W. T. &
GLATZ, J. F. 2003b. Intestinal-type and liver-type fatty acid-binding protein in the intestine.
Tissue distribution and clinical utility. Clin Biochem, 36, 529-35.

PERKO, M. J., NIELSEN, H. B., SKAK, C., CLEMMESEN, J. O., SCHROEDER, T. V. & SECHER, N. H. 1998.
Mesenteric, coeliac and splanchnic blood flow in humans during exercise. J Physiol, 513 ( Pt
3), 907-13.

PERRIER, C. & CORTHESY, B. 2011. Gut permeability and food allergies. Clin Exp Allergy, 41, 20-8.

PETERS, H. P., AKKERMANS, L. M., BOL, E. & MOSTERD, W. L. 1995. Gastrointestinal symptoms during
exercise. The effect of fluid supplementation. Sports Med, 20, 65-76.

PETERS, H. P., BOS, M., SEEBREGTS, L., AKKERMANS, L. M., VAN BERGE HENEGOUWEN, G. P., BOL, E.,
MOSTERD, W. L. & DE VRIES, W. R. 1999. Gastrointestinal symptoms in long-distance runners,
cyclists, and triathletes: prevalence, medication, and etiology. Am J Gastroenterol, 94, 1570-
81.

PETERS, H. P., DE VRIES, W. R., VANBERGE-HENEGOUWEN, G. P. & AKKERMANS, L. M. 2001. Potential
benefits and hazards of physical activity and exercise on the gastrointestinal tract. Gut, 48,
435-9.

PETERS, H. P., RAVESTEIN, P., VAN DER HIJDEN, H. T., BOERS, H. M. & MELA, D. J. 2011. Effect of
carbohydrate digestibility on appetite and its relationship to postprandial blood glucose and
insulin levels. Eur J Clin Nutr, 65, 47-54.

PETERS, H. P., VAN SCHELVEN, F. W., VERSTAPPEN, P. A., DE BOER, R. W., BOL, E., ERICH, W. B., VAN
DER TOGT, C. R. & DE VRIES, W. R. 1993. Gastrointestinal problems as a function of
carbohydrate supplements and mode of exercise. Med Sci Sports Exerc, 25, 1211-24.

122



PETERS, H. P., WIERSMA, J. W., KOERSELMAN, J., AKKERMANS, L. M., BOL, E., MOSTERD, W. L. & DE
VRIES, W. R. 2000. The effect of a sports drink on gastroesophageal reflux during a run-bike-
run test. Int J Sports Med, 21, 65-70.

PFEIFFER, B., COTTERILL, A., GRATHWOHL, D., STELLINGWERFF, T. & JEUKENDRUP, A. E. 2009. The
effect of carbohydrate gels on gastrointestinal tolerance during a 16-km run. Int J Sport Nutr,
19, 485.

PFEIFFER, B., STELLINGWERFF, T., HODGSON, A. B., RANDELL, R., POTTGEN, K., RES, P. & JEUKENDRUP,
A. E. 2012. Nutritional intake and gastrointestinal problems during competitive endurance
events. Med Sci Sports Exerc, 44, 344-51.

PIRES, W., VENEROSO, C. E., WANNER, S. P., PACHECO, D. A., VAZ, G. C., AMORIM, F. T., TONOLI, C.,
SOARES, D. D. & COIMBRA, C. C. 2016. Association Between Exercise-Induced Hyperthermia
and Intestinal Permeability: A Systematic Review. Sport Med, 1-15.

PLAYFORD, R. J., MACDONALD, C. E., CALNAN, D. P., FLOYD, D. N., PODAS, T., JOHNSON, W., WICKS,
A. C., BASHIR, O. & MARCHBANK, T. 2001. Co-administration of the health food supplement,
bovine colostrum, reduces the acute non-steroidal anti-inflammatory drug-induced increase
in intestinal permeability. Clin Sci (Lond), 100, 627-33.

PLUMMER, S., WEAVER, M. A, HARRIS, J. C., DEE, P. & HUNTER, J. 2004. Clostridium difficile pilot
study: effects of probiotic supplementation on the incidence of C. difficile diarrhoea. Int
Microbiol, 7, 59-62.

PLUMMER, S. F., GARAIOVA, I., SARVOTHAM, T., COTTRELL, S. L., LE SCOUILLER, S., WEAVER, M. A.,
TANG, J., DEE, P. & HUNTER, J. 2005. Effects of probiotics on the composition of the intestinal
microbiota following antibiotic therapy. Int J Antimicrob Agents, 26, 69-74.

POCHMULLER, M., SCHWINGSHACKL, L., COLOMBANI, P. C. & HOFFMANN, G. 2016. A systematic
review and meta-analysis of carbohydrate benefits associated with randomized controlled
competition-based performance trials. J Int Soc Sports Nutr, 13, 27.

PUGH, J. N., IMPEY, S. G., DORAN, D. A., FLEMING, S. C., MORTON, J. P. & CLOSE, G. L. 2017a. Acute
high-intensity interval running increases markers of gastrointestinal damage and permeability
but not gastrointestinal symptoms. App! Physiol Nutr Metab.

PUGH, J. N., SAGE, S., HUTSON, M., DORAN, D. A., FLEMING, S. C., HIGHTON, J., MORTON, J. P. &
CLOSE, G. L. 2017b. Glutamine supplementation reduces markers of intestinal permeability
during running in the heat in a dose-dependent manner. Eur J Appl Physiol, 117, 2569-2577.

PYNE, D. B., WEST, N. P., COX, A. J. & CRIPPS, A. W. 2015. Probiotics supplementation for athletes -
clinical and physiological effects. Eur J Sport Sci, 15, 63-72.

RADTKE, F. & CLEVERS, H. 2005. Self-renewal and cancer of the gut: two sides of a coin. Science, 307,
1904-9.

RAO, K. A., YAZAKI, E., EVANS, D. F. & CARBON, R. 2004. Objective evaluation of small bowel and
colonic transit time using pH telemetry in athletes with gastrointestinal symptoms. Br J Sports
Med, 38, 482-7.

REHRER, N. J., JANSSEN, G. M., BROUNS, F. & SARIS, W. H. 1989. Fluid intake and gastrointestinal
problems in runners competing in a 25-km race and a marathon. Int J Sports Med, 10 Suppl 1,
S22-5.

REHRER, N. J., VAN KEMENADE, M., MEESTER, W., BROUNS, F. & SARIS, W. H. 1992a. Gastrointestinal
complaints in relation to dietary intake in triathletes. Int J Sport Nutr, 2, 48-59.

REHRER, N. J.,, WAGENMAKERS, A. J., BECKERS, E. J., HALLIDAY, D., LEIPER, J. B., BROUNS, F.,
MAUGHAN, R. J., WESTERTERP, K. & SARIS, W. H. 1992b. Gastric emptying, absorption, and
carbohydrate oxidation during prolonged exercise. J Appl Physiol (1985), 72, 468-75.

RIDDOCH, C. & TRINICK, T. 1988. Gastrointestinal disturbances in marathon runners. Brit J Sport Med,
22,71-74.

RIOS-COVIAN, D., RUAS-MADIEDO, P., MARGOLLES, A., GUEIMONDE, M., DE LOS REYES-GAVILAN, C.
G. & SALAZAR, N. 2016. Intestinal Short Chain Fatty Acids and their Link with Diet and Human
Health. Front Microbiol, 7, 185.

123



ROBERTS, J. D., SUCKLING, C. A., PEEDLE, G. Y., MURPHY, J. A., DAWKINS, T. G. & ROBERTS, M. G. 2016.
An Exploratory Investigation of Endotoxin Levels in Novice Long Distance Triathletes, and the
Effects of a Multi-Strain Probiotic/Prebiotic, Antioxidant Intervention. Nutrients, 8.

ROMAN, P., ABALO, R., MARCO, E. M. & CARDONA, D. 2018. Probiotics in digestive, emotional, and
pain-related disorders. Behav Pharmacol, 29, 103-119.

ROOJ, A. K., KIMURA, Y. & BUDDINGTON, R. K. 2010a. Metabolites produced by probiotic Lactobacilli
rapidly increase glucose uptake by Caco-2 cells. BMC microbiology, 10, 16.

ROWELL, L. B., BRENGELMANN, G. L., BLACKMON, J. R., TWISS, R. D. & KUSUMI, F. 1968. Splanchnic
blood flow and metabolism in heat-stressed man. J Appl Physiol, 24, 475-84.

ROWLANDS, D. S., SWIFT, M., ROS, M. & GREEN, J. G. 2012. Composite versus single transportable
carbohydrate solution enhances race and laboratory cycling performance. App! Physiol Nutr
Metab, 37, 425-36.

SAITOU, M., FURUSE, M., SASAKI, H., SCHULZKE, J. D., FROMM, M., TAKANO, H., NODA, T. & TSUKITA,
S. 2000. Complex phenotype of mice lacking occludin, a component of tight junction strands.
Mol Biol Cell, 11, 4131-42.

SANCHEZ, B., DELGADO, S., BLANCO-MIGUEZ, A., LOURENCO, A., GUEIMONDE, M. & MARGOLLES, A.
2017. Probiotics, gut microbiota, and their influence on host health and disease. Mol Nutr
Food Res, 61.

SANCHEZ, L. D., CORWELL, B. & BERKOFF, D. 2006. Medical problems of marathon runners. Am J Emerg
Med, 24, 608-15.

SANDERSON, I. R., BOULTON, P., MENZIES, I. & WALKER-SMITH, J. A. 1987. Improvement of abnormal
lactulose/rhamnose permeability in active Crohn's disease of the small bowel by an elemental
diet. Gut, 28, 1073-6.

SCHWELLNUS, M. P. & WRIGHT, J. 2008. Gastrointestinal system and exercise: a clinical approach to
gastrointestinal problems encountered in athletes. Olympic Textbook of Medicine in Sport,
365-374.

SEDGWICK, P. 2013. Questionnaire surveys: sources of bias. BMJ: British Medical Journal (Online), 347.

SEILER, S. 2010. What is best practice for training intensity and duration distribution in endurance
athletes. Int J Sports Physiol Perform, 5, 276-291.

SESSIONS, J., BOURBEAU, K., ROSINSKI, M., SZCZYGIEL, T., NELSON, R., SHARMA, N. & ZUHL, M. 2016.
Carbohydrate gel ingestion during running in the heat on markers of gastrointestinal distress.
Eur J Sport Sci, 16, 1-9.

SHIN, H. S., INGRAM, J. R., MCGILL, A. T. & POPPITT, S. D. 2013. Lipids, CHOs, proteins: can all
macronutrients put a 'brake' on eating? Physiol Behav, 120, 114-23.

SHING, C. M., PEAKE, J. M., LIM, C. L., BRISKEY, D., WALSH, N. P., FORTES, M. B., AHUJA, K. D. & VITETTA,
L. 2014. Effects of probiotics supplementation on gastrointestinal permeability, inflammation
and exercise performance in the heat. Eur J Appl Physiol, 114, 93-103.

SHOJAEE-MORADIE, F., JACKSON, N. C., JONES, R. H., MALLET, A. |., HOVORKA, R. & UMPLEBY, A. M.
1996. Quantitative measurement of 3-O-methyl-D-glucose by gas chromatography-mass
spectrometry as a measure of glucose transport in vivo. J Mass Spectrom, 31, 961-6.

SHULMAN, R. J., JARRETT, M. E., CAIN, K. C., BROUSSARD, E. K. & HEITKEMPER, M. M. 2014.
Associations among gut permeability, inflammatory markers, and symptoms in patients with
irritable bowel syndrome. J Gastroenterol, 49, 1467-76.

SIMON, M. C., STRASSBURGER, K., NOWOTNY, B., KOLB, H., NOWOTNY, P., BURKART, V., ZIVEHE, F.,
HWANG, J. H., STEHLE, P., PACINI, G., HARTMANN, B., HOLST, J. J., MACKENZIE, C., BINDELS,
L. B., MARTINEZ, |., WALTER, J., HENRICH, B., SCHLOOT, N. C. & RODEN, M. 2015. Intake of
Lactobacillus reuteri improves incretin and insulin secretion in glucose-tolerant humans: a
proof of concept. Diabetes Care, 38, 1827-34.

SMETANKA, R. D., LAMBERT, G. P., MURRAY, R., EDDY, D., HORN, M. & GISOLFI, C. V. 1999. Intestinal
permeability in runners in the 1996 Chicago marathon. Int J Sport Nutr, 9, 426-33.

124



SNIPE, R. M. J., KHOO, A,, KITIC, C. M., GIBSON, P. R. & COSTA, R. J. S. 2017. Carbohydrate and protein
intake during exertional heat stress ameliorates intestinal epithelial injury and small intestine
permeability. Appl Physiol Nutr Metab, 42, 1283-1292.

STELLINGWERFF, T. & COX, G. R. 2014. Systematic review: Carbohydrate supplementation on exercise
performance or capacity of varying durations. Appl/ Physiol Nutr Metab, 39, 998-1011.

STERN, E. K. & BRENNER, D. M. 2018. Gut Microbiota-Based Therapies for Irritable Bowel Syndrome.
Clin Transl Gastroenterol, 9, e134.

STICKNEY, J. C. & LIERE, E. 1960. The effects of exercise upon the function of the gastrointestinal tract.
Sci Med Exer Sport, 236-250.

STUEMPFLE, K. J. & HOFFMAN, M. D. 2015. Gastrointestinal distress is common during a 161-km
ultramarathon. J Sports Sci, 33, 1814-21.

STUEMPFLE, K. J., HOFFMAN, M. D. & HEW-BUTLER, T. 2013. Association of gastrointestinal distress
in ultramarathoners with race diet. Int J Sport Nutr Exerc Metab, 23, 103-9.

STUEMPFLE, K. J., VALENTINO, T., HEW-BUTLER, T., HECHT, F. M. & HOFFMAN, M. D. 2016. Nausea is
associated with endotoxemia during a 161-km ultramarathon. J Sports Sci, 34, 1662-8.
SULLIVAN, S. N. 1987. Exercise-associated symptoms in triathletes. The Physician and Sportsmedicine,

15, 105-108.

SVEDLUND, J., SJODIN, I. & DOTEVALL, G. 1988a. GSRS--a clinical rating scale for gastrointestinal
symptoms in patients with irritable bowel syndrome and peptic ulcer disease. Dig Dis Sci, 33,
129-34.

SVEDLUND, J., SIODIN, I. & DOTEVALL, G. 1988b. GSRS—a clinical rating scale for gastrointestinal
symptoms in patients with irritable bowel syndrome and peptic ulcer disease. Digest Dis Sci,
33,129-134.

TAPPENDEN, K. A., THOMSON, A. B., WILD, G. E. & MCBURNEY, M. I. 1997. Short-chain fatty acid-
supplemented total parenteral nutrition enhances functional adaptation to intestinal
resection in rats. Gastroenterology, 112, 792-802.

TEN HAAF, D. S., VAN DER WORP, M. P., GROENEWOUD, H. M., LEIJ-HALFWERK, S., NIJHUIS-VAN DER
SANDEN, M. W., VERBEEK, A. L. & STAAL, J. B. 2014. Nutritional indicators for gastrointestinal
symptoms in female runners: the 'Marikenloop study'. BMJ Open, 4, e005780.

TER STEEGE, R. W. & KOLKMAN, J. J. 2012. Review article: the pathophysiology and management of
gastrointestinal symptoms during physical exercise, and the role of splanchnic blood flow.
Aliment Pharmacol Ther, 35, 516-28.

TER STEEGE, R. W., VAN DER PALEN, J. & KOLKMAN, J. J. 2008. Prevalence of gastrointestinal
complaints in runners competing in a long-distance run: an internet-based observational study
in 1281 subjects. Scand J Gastroent, 43, 1477-1482.

THOMAS, C. M. & VERSALOVIC, J. 2010. Probiotics-host communication: Modulation of signaling
pathways in the intestine. Gut Microbes, 1, 148-63.

TIELEMANS, M. M., JASPERS FOCKS, J., VAN ROSSUM, L. G., EIKENDAL, T., JANSEN, J. B., LAHEIJ, R. ). &
VAN OIJEN, M. G. 2013. Gastrointestinal symptoms are still prevalent and negatively impact
health-related quality of life: a large cross-sectional population based study in The
Netherlands. PLoS One, 8, e69876.

TOOLEY, K. L., HOWARTH, G. S. & BUTLER, R. N. 2009. Mucositis and non-invasive markers of small
intestinal function. Cancer Biol Ther, 8, 753-8.

TORSTVEIT, M. & SUNDGOT-BORGEN, J. 2005. Participation in leanness sports but not training volume
is associated with menstrual dysfunction: a national survey of 1276 elite athletes and controls.
Brit J Sport Med, 39, 141-147.

TRAPP, E., CHISHOLM, D., FREUND, J. & BOUTCHER, S. 2008. The effects of high-intensity intermittent
exercise training on fat loss and fasting insulin levels of young women. Int J Obesity, 32, 684-
691.

TRAVIS, S. & MENZIES, 1. 1992. Intestinal permeability: functional assessment and significance. Clin Sci
(Lond), 82, 471-88.

125



TRIPLETT, D., DOYLE, J. A,, RUPP, J. C. & BENARDOQOT, D. 2010. An isocaloric glucose-fructose beverage's
effect on simulated 100-km cycling performance compared with a glucose-only beverage. Int
J Sport Nutr Exerc Metab, 20, 122-31.

TROMMELEN, J., FUCHS, C. J., BEELEN, M., LENAERTS, K., JEUKENDRUP, A. E., CERMAK, N. M. & VAN
LOON, L. J. 2017. Fructose and Sucrose Intake Increase Exogenous Carbohydrate Oxidation
during Exercise. Nutrients, 9.

URITA, Y., ISHIHARA, S., AKIMOTO, T., KATO, H., HARA, N., HONDA, Y., NAGAI, Y., NAKANISHI, K.,
SHIMADA, N., SUGIMOTO, M. & MIKI, K. 2006. Seventy-five gram glucose tolerance test to
assess carbohydrate malabsorption and small bowel bacterial overgrowth. World J
Gastroenterol, 12, 3092-5.

VAN ITALLIE, C. M. & ANDERSON, J. M. 2006. Claudins and epithelial paracellular transport. Annu Rev
Physiol, 68, 403-29.

VAN KERKHOVEN, L. A., EIKENDAL, T., LAHELJ, R. J., VAN OIJEN, M. G. & JANSEN, J. B. 2008.
Gastrointestinal symptoms are still common in a general Western population. Neth J Med, 66,
18-22.

VAN NIEUWENHOVEN, M. A,, BROUNS, F. & BRUMMER, R. J. 1999. The effect of physical exercise on
parameters of gastrointestinal function. Neurogastroenterol Motil, 11, 431-9.

VAN NIEUWENHOVEN, M. A., BROUNS, F. & BRUMMER, R. J. 2004. Gastrointestinal profile of
symptomatic athletes at rest and during physical exercise. Eur J Appl Physiol, 91, 429-34.

VAN NIEUWENHOVEN, M. A., BROUNS, F. & KOVACS, E. M. 2005. The effect of two sports drinks and
water on Gl complaints and performance during an 18-km run. Int J Sports Med, 26, 281-5.

VAN WIJCK, K., LENAERTS, K., GROOTJANS, J., WIJNANDS, K. A., POEZE, M., VAN LOON, L. J., DEJONG,
C. H. & BUURMAN, W. A. 2012a. Physiology and pathophysiology of splanchnic hypoperfusion
and intestinal injury during exercise: strategies for evaluation and prevention. Am J Physiol-
Gastroint L Physiol, 303, G155-G168.

VAN WIICK, K., LENAERTS, K., VAN BIJNEN, A. A., BOONEN, B., VAN LOON, L. J., DEJONG, C. H. &
BUURMAN, W. A. 2012b. Aggravation of exercise-induced intestinal injury by Ibuprofen in
athletes. Med Sci Sports Exerc, 44, 2257-62.

VAN WIJCK, K., LENAERTS, K., VAN LOON, L. J., PETERS, W. H., BUURMAN, W. A. & DEJONG, C. H. 2011.
Exercise-induced splanchnic hypoperfusion results in gut dysfunction in healthy men. PloS
one, 6, e22366.

VAN WIJCK, K., PENNINGS, B., VAN BIJNEN, A. A., SENDEN, J. M., BUURMAN, W. A,, DEJONG, C. H.,
VAN LOON, L. J. & LENAERTS, K. 2013a. Dietary protein digestion and absorption are impaired
during acute postexercise recovery in young men. Am J Physiol-Reg I, 304, R356-R361.

VAN WIJCK, K., VERLINDEN, T. J., VAN EIJK, H. M., DEKKER, J., BUURMAN, W. A,, DEJONG, C. H. &
LENAERTS, K. 2013b. Novel multi-sugar assay for site-specific gastrointestinal permeability
analysis: a randomized controlled crossover trial. Clin Nutr, 32, 245-251.

VAN WIICK, K., WIJNANDS, K. A., MEESTERS, D. M., BOONEN, B., VAN LOON, L. J., BUURMAN, W. A,,
DEJONG, C. H., LENAERTS, K. & POEZE, M. 2014. L-citrulline improves splanchnic perfusion and
reduces gut injury during exercise. Med Sci Sports Exerc, 46, 2039-46.

WAGENMAKERS, A., BROUNS, F., SARIS, W. & HALLIDAY, D. 1993a. Oxidation rates of orally ingested
carbohydrates during prolonged exercise in men. J Appl Physiol, 75, 2774-2780.

WAGENMAKERS, A. J., REHRER, N. J., BROUNS, F., SARIS, W. H. & HALLIDAY, D. 1993c. Breath 13C02
background enrichment during exercise: diet-related differences between Europe and
America. J Appl Physiol (1985), 74, 2353-7.

WALD, A., BACK, C. & BAYLESS, T. M. 1976. Effect of caffeine on the human small intestine.
Gastroenterology, 71, 738-42.

WALLIS, G. A., ROWLANDS, D. S., SHAW, C., JENTJENS, R. L. & JEUKENDRUP, A. E. 2005. Oxidation of
combined ingestion of maltodextrins and fructose during exercise. Med Sci Sports Exerc, 37,
426-32.

126



WARDENAAR, F. C., DIUKHUIZEN, R., CEELEN, I.J., JONK, E., DE VRIES, J. H., WITKAMP, R. F. & MENSINK,
M. 2015. Nutrient Intake by Ultramarathon Runners: Can They Meet Recommendations? Int J
Sport Nutr Exerc Metab, 25, 375-86.

WEST, N. P., HORN, P. L., PYNE, D. B., GEBSKI, V. J., LAHTINEN, S. J., FRICKER, P. A. & CRIPPS, A. W.
2014. Probiotic supplementation for respiratory and gastrointestinal illness symptoms in
healthy physically active individuals. Clin Nutr, 33, 581-7.

WEST, N. P., PYNE, D. B., CRIPPS, A. W., HOPKINS, W. G., ESKESEN, D. C., JAIRATH, A.,
CHRISTOPHERSEN, C. T., CONLON, M. A. & FRICKER, P. A. 2011. Lactobacillus fermentum
(PCC(R)) supplementation and gastrointestinal and respiratory-tract illness symptoms: a
randomised control trial in athletes. Nutr J, 10, 30.

WILLIAMS, E. A., STIMPSON, J., WANG, D., PLUMMER, S., GARAIOVA, |., BARKER, M. E. & CORFE, B. M.
2009. Clinical trial: a multistrain probiotic preparation significantly reduces symptoms of
irritable bowel syndrome in a double-blind placebo-controlled study. Aliment Pharmacol Ther,
29, 97-103.

WILSON, P. B. 2016. Dietary and non-dietary correlates of gastrointestinal distress during the cycle
and run of a triathlon. Eur J Sport Sci, 16, 448-54.

WILSON, P. B. 2017. Frequency of Chronic Gastrointestinal Distress in Runners: Validity and Reliability
of a Retrospective Questionnaire. Int J Sport Nutr Exerc Metab, 27, 370-376.

WILSON, P. B. 2018. Perceived life stress and anxiety correlate with chronic gastrointestinal symptoms
in runners. J Sports Sci, 36, 1713-1719.

WILSON, P. B. & INGRAHAM, S. J. 2015. Glucose-fructose likely improves gastrointestinal comfort and
endurance running performance relative to glucose-only. Scand J Med Sci Sports, 25, e613-20.

WILSON, P. B., INGRAHAM, S. J., LUNDSTROM, C. & RHODES, G. 2013. Dietary tendencies as predictors
of marathon time in novice marathoners. Int J Sport Nutr Exerc Metab, 23, 170-7.

WOROBETZ, L. J. & GERRARD, D. F. 1985. Gastrointestinal symptoms during exercise in Enduro
athletes: prevalence and speculations on the aetiology. N Z Med J, 98, 644-6.

WRIGHT, E. M., MARTIN, M. G. & TURK, E. 2003. Intestinal absorption in health and disease--sugars.
Best Pract Res Clin Gastroenterol, 17, 943-56.

YAN, F. & POLK, D. B. 2002. Probiotic bacterium prevents cytokine-induced apoptosis in intestinal
epithelial cells. J Biol Chem, 277, 50959-65.

YEH, Y. J,, LAW, L. Y. & LIM, C. L. 2013. Gastrointestinal response and endotoxemia during intense
exercise in hot and cool environments. Eur J Appl Physiol, 113, 1575-83.

ZHOU, Q., ZHANG, B. & VERNE, G. N. 2009. Intestinal membrane permeability and hypersensitivity in
the irritable bowel syndrome. Pain, 146, 41-6.

ZMORA, N., ZILBERMAN-SCHAPIRA, G., SUEZ, J.,, MOR, U., DORI-BACHASH, M., BASHIARDES, S.,
KOTLER, E., ZUR, M., REGEV-LEHAVI, D., BRIK, R. B., FEDERICI, S., COHEN, Y., LINEVSKY, R.,
ROTHSCHILD, D., MOOR, A. E., BEN-MOSHE, S., HARMELIN, A., ITZKOVITZ, S., MAHARSHAK,
N., SHIBOLET, O., SHAPIRO, H., PEVSNER-FISCHER, M., SHARON, I|., HALPERN, Z., SEGAL, E. &
ELINAV, E. 2018. Personalized Gut Mucosal Colonization Resistance to Empiric Probiotics Is
Associated with Unique Host and Microbiome Features. Cell, 174, 1388-1405.e21.

ZUHL, M., DOKLADNY, K., MERMIER, C., SCHNEIDER, S., SALGADO, R. & MOSELEY, P. 2015. The effects
of acute oral glutamine supplementation on exercise-induced gastrointestinal permeability
and heat shock protein expression in peripheral blood mononuclear cells. Cell Stress
Chaperones, 20, 85-93.

ZUHL, M., SCHNEIDER, S., LANPHERE, K., CONN, C., DOKLADNY, K. & MOSELEY, P. 2012. Exercise
regulation of intestinal tight junction proteins. Brit J Sport Med, 48, bjsports-2012-091585.

ZUHL, M. N., LANPHERE, K. R., KRAVITZ, L., MERMIER, C. M., SCHNEIDER, S., DOKLADNY, K. & MOSELEY,
P. L. 2014. Effects of oral glutamine supplementation on exercise-induced gastrointestinal
permeability and tight junction protein expression. J Appli Physiol, 116, 183-191.

ZYREK, A. A., CICHON, C., HELMS, S., ENDERS, C., SONNENBORN, U. & SCHMIDT, M. A. 2007. Molecular
mechanisms underlying the probiotic effects of Escherichia coli Nissle 1917 involve ZO-2 and

127



PKCzeta redistribution resulting in tight junction and epithelial barrier repair. Cell Microbiol,
9, 804-16.

128



Appendix 1 — Adapted symptom guestionnaire

Below are a series of scales 0-10 regarding symptoms of gastrointestinal symptoms. No symptoms is

0 and 10 is extreme symptoms.

Worst
el a4 4t g ¢ F 4 & 4 fme
Pain| | | | | I I | I I | Pain
Side 0 14 2 8 &4 5 6 7 8 9 10
stitch
None Mild Moderate Severe
N No || I I ] ] | | I I lpm
ausea Pan| [ | I I I I I I | Pain
0 1 7, 3 4 5 6 7 8 9 10
None Mild Moderate Severe
Worst
Bloating Mo || | | 1 1 |1 11| possbie
Pain| | I | | I I I I | | Pain
0 1 2 3 4 5 6 7 8 9 10
None Mild Moderate Severe
Worst
Urge to No || I I | I I I I | Possible
0 1 2 3 4 5 6 7 8 9 10
None Mild Moderate Severe
Worst
" Y A N N A (NN (S N M M (%ot
Urge to Pain| | I I I I I I I I | Pain
vomit 0 1 2 3 4 & 8 T & 9
None Mild Moderate Severe
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Urge to
defecate

Diarrhea

Flatulence

Stomach
Cramps

e e

Severe

| Pain
10

L o it

Severe

| Pain
10

T s

Mild

Moderate
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Appendix 2 — Gastrointestinal Symptom Rating Scale

The GASTROINTESTINAL SYMPTOM RATING SCALE
(Svedlund et al., 1988a)

This survey contains questions about how you have been feeling and what it has been like DURING THE PAST
WEEK. Mark the choice that best applies to you and your situation with an X in the box.

No
discomfort
at all

Minor
discomfort

Mild
discomfort

Moderate
discomfort

Moderately
severe
discomfort

Severe
discomfort

Very severe
discomfort

Have you been bothered by
PAIN OR DISCOMFORT IN YOUR
UPPER ABDOMEN OR THE PIT
OF YOUR STOMACH during the
past week?

Have you been bothered by
HEARTBURN during the past
week?

By heartburn we mean an
unpleasant stinging or burning
sensation in the chest

Have you been bothered by
ACID REFLUX during the past
week?

By acid reflux we mean the
sensation of regurgitating
small quantities of acid or flow
of sour or bitter fluid from the
stomach up to the throat

Have you been bothered by
HUNGER PAINS in the stomach
during the past week?

A hollow feeling in the
stomach associated with the
need to eat between meals

Have you been bothered by
NAUSEA during the past week?

By nausea we mean a feeling
of wanting to throw up or
vomit

Have you been bothered by
RUMBLING in your stomach
during the past week?

Rumbling refers to vibrations
or noise in the stomach

Has your stomach felt
BLOATED during the past
week?

Feeling bloated refers to
swelling often associated with
a sensation of gas or air in the
stomach.

131




Have you been bothered by
BURPING during the past
week?

Burping refers to bringing up
air or gas from the stomach via
the mouth, often associated
with easing a bloated feeling

Have you been bothered by
PASSING GAS OR FLATUS
during the past week?

Passing gas or flatus refers to
the need to release air or gas
from the bowel, often
associated with easing a
bloated feeling

Have you been bothered by
CONSTIPATION during the past
week?

Constipation refers to a
reduced ability to empty the
bowels

Have you been bothered by
DIARRHOEA during the past
week?

Diarrhoea refers to a too
frequent emptying of the
bowels

Have you been bothered by
LOOSE STOOLS during the past
week?

If your stools (motions) have
been alternately hard and
loose, this question only refers
to the extent you have been
bothered by the stools being
loose

Have you been bothered by
HARD STOOLS during the past
week?

If your stools (motions)) have
been alternately hard and
loose, this question only refers
to the extent you have been
bothered by the stools being
hard

Have you been bothered by an
URGENT NEED TO HAVE A
BOWEL MOVEMENT during the
past week?

An urgent need to go to the
toilet is often associated with a
feeling that you are not in full
control
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When going to the toilet
during the past week, have
you had the SENSATION OF
NOT COMPLETELY EMPTYING
THE BOWELS?

A feeling of incomplete
emptying means that you still
feel a need to pass more stool
despite having exerted yourself
to do so
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