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Abstract

Background: (1-3)-b-D-glucan (BDG) is a fungal cell wall component and, in the absence of
invasive fungal infection, a novel biomarker for microbial translocation of endogenous fungal
products from the gastrointestinal tract into systemic circulation. However, its value as a marker of
fungal translocation is limited by a concern that plant BDG-rich food influences blood BDG
levels.

Methods: We conducted a pilot clinical trial to evaluate the impact of a standardised oral BDG
challenge on blood BDG levels in participants with and without elevated microbial translocation.
We enrolled 14 participants including 8 with HIV infection, 2 with advanced liver cirrhosis, and 4
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healthy controls. After obtaining a baseline blood sample, participants received a standardised
milkshake containing high levels of BDG followed by serial blood samples up to 8 hours after
intake.

Results: The standardised oral BDG challenge approach did not change the blood BDG levels
over time in all participants. We found consistently elevated blood BDG levels in one participant
with advanced liver cirrhosis and a single person with HIV with a low CD4 count of 201 cells/
mm3,

Conclusion: Our findings indicate that BDG blood levels were not influenced by plant origin
BDG-rich nutrition in PWH, people with advanced liver cirrhosis, or healthy controls.

Future studies are needed to analyse gut mycobiota populations in individuals with elevated blood
BDG levels.

Keywords

1-3-beta-D-glucan; fungal translocation; healthy controls; liver cirrhosis; microbial translocation;
non-AlDS events; plasma

1| INTRODUCTION

(1-3)-beta-D-glucan (BDG) is a fungal cell wall component, currently used as a marker for
the presumptive diagnosis and treatment monitoring of invasive fungal infections (IF1).14
Recently, in the absence of IFI, plasma levels of BDG also emerged as candidate biomarker
of gut fungal translocation.>® Fungal translocation is the passage of fungal components
through a compromised intestinal epithelial barrier due to immune dysfunction, gut damage
or altered gut microbiota composition. However, its clinical relevance is less studied
compared with gut bacterial translocation.>® The merit of plasma BDG as an indicator of
gut mucosal barrier permeability leading to fungal translocation is supported by studies
reporting increased BDG levels during haemodialysis,”8 most likely due to transiently
reduced blood flow within the splanchnic region,® leading to ischaemia and, consequently,
gut barrier damage. Fungal translocation with elevated BDG levels also occurs in various
diseases associated with ‘leaky gut’ such as sepsis, kidney injury and liver cirrhosis,10-12
and in animal models has been shown to contribute to alcoholic liver disease progression.13
In people with HIV (PWH), BDG has been used as a fungal translocation marker associated
with increased gut permeability, microbial translocation and consequently with
inflammation contributing to risk of developing non-AIDS comorbidities.14-17 Specifically,
BDG blood levels in blood correlated with the gram-negative bacterial endotoxin
lipopolysaccharide (LPS), soluble CD14, the inflammatory cytokines interleukin (IL)-6,
IL-8 and tumour necrosis factor-alpha (TNF-alpha) as well as with non-AIDS comorbidities
such as cardiopulmonary dysfunction and HIV-associated neurocognitive disorders
(HAND).14.16.18-20 These studies suggest that excessive fungal or fungal cell wall
component translocation is associated with greater risk of comorbidities and negative health
outcomes in at-risk groups such as those with liver cirrhosis, PWH, and also acute
respiratory distress syndrome.2
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BDG is also a component of foods such as cereals, mushrooms, seaweeds and yeast, and
often utilised as nutritional supplements.22 One potential limitation of its use as a marker of
microbial translocation is the high inter-individual variability of mycobiome burden in the
intestinal luminal contents and the unknown impact of daily and postprandial variation.
4,23-25 | this pilot trial, we utilised a controlled and standardised BDG-rich food regimen,
to determine whether food intake affects BDG levels in blood and alters its validity as a
fungal translocation marker.

2| METHODS

2.1| Participant recruitment

2.2

A total of 14 adult participants were enrolled in this study between January 2018 and May
2019. Exclusions were invasive fungal infection, haemodialysis with cellulose-containing
membranes, diabetes mellitus or low blood sugar, history of high/low blood pressure, intake
of nutritional supplements containing high doses of BDG within 24 hours of the study visit
and use of antibiotics or anticholinergic drugs within the last 14 days. Of these, (a) four were
PWH with CD4 T-cell count < 350 cells/mm3 and/or on antiretroviral therapy (ART) for less
than eight weeks with viral load (VL) > 1000 copies/mL, (b) four were PWH on ART with
suppressed VL and with CD4* T-cell count > 350 cells/mm3, (c) two were participants
without HIV but with hepatitis-C (HCV)-associated liver cirrhosis Child-Pugh class B or C,
26 and (d) four were controls without HIV and HCV.

Preparation of standardised BDG-rich food shake

Twenty aliquots of a standardised food shake were prepared by the University of California
San Diego (UCSD) nutritional service in late 2017 using ingredients high in BDG, including
(ie per aliquot) 150 mL of almond milk, 50 g of oat bran, 25 g of bananas and 25 g of dates,
generating a Fungitell signal equivalent to 234 mg of Pachyman signal per gram of
foodstuff. Aliquots were frozen at —20°C and thawed the day before a planned study visit.
On the day of study visit, the milkshake was fed to participants and a 0.5 mL aliquot was
obtained and stored for retrospective BDG testing.

The Fungitell-based estimation of BDG content of poorly soluble BDG containing plant
material is difficult due to the complex and particulate nature of the material. The estimate
of beta-glucan content is further complicated by the alkaline pretreatment of the material
prior to reaction with the Fungitell reagent. This has the effect of converting triple helical
(1—3)-p-glucan to single helical (1—3)-p-glucan with a concomitant multifold increase in
reactivity with the Fungitell reagent. This is the same procedure used for the estimation of
BDG titre in biological fluids such as serum. Using this approach, it was estimated the signal
level of BDG signal in the foodstuff challenge represented approximately 234 mg/g, as
Pachyman (the assay’s (1—3)-p-glucan standard) equivalents. This exceeds the likely
unprocessed BDG mass available in the ingredients. Oat bran, the ingredient with the highest
level of (1—3)-B-glucan, is typically estimated to contain 4%—22% beta-glucan.2728
However, the Fungitell estimate is based upon reactivity which can be highly variable for
beta-glucans based upon their tertiary structure, branching, molecular weight, and
processing history with heat and/or alkali.2® The data do, however, demonstrate the
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overwhelmingly large level of signal introduced with the BDG-rich food challenge in this
study. A large level of challenge signal was utilised to ensure that the quantity of Fungitell
signal-capable BDG available for translocation was not a limiting factor.

2.3 | Study visit and laboratory testing

Participants completed a prestudy visit where they signed the informed consent and were
instructed to fast or consume only non-BDG-containing food during the 12 hours before the
study visit and enter all nutritional intake during these 12 hours into a food log. On the
morning of the study visit, a baseline plasma sample was taken, and participants were
instructed to drink the milkshake aliquot within 5 minutes. Blood was collected from
participants at 0.5, 1, 1.5, 2, 3, 4, 6 and 8 hours after consumption of the BDG-rich food
shake (Figure 1). During the study visit, participants were served only non-BDG containing
food and drinks. Plasma samples were stored at —80°C within 90 minutes of collection and
retrospectively evaluated for BDG levels using the Fungitell® assay at the facilities at
Associates of Cape Cod, Inc, (Associates of Cape Cod, Inc, East Falmouth, USA). LPS
levels were measured in all baseline samples and a subset of follow-up samples (ie to assess
daily variation) at the Research Institute of the McGill University Health Centre, Montreal,
QC, Canada, using a standardised ELISA assay (Cusabio, China).

2.4 | Statistical analysis

For statistical analysis, SPSS 25 (SPSS Inc, Chicago, IL, USA) was used. BDG and LPS
levels over time were compared using paired t test. The study protocol and all study-related
procedures were approved by the Human Research Protections Program at the University of
California, San Diego, United States.

3| RESULTS

In total, 14 participants (13 men, 1 woman; 7 Hispanic, 5 Caucasian, 1 African-American, 1
Asian) were enrolled in this study. Participants were 19-56 years of age, and among the two
participants with liver cirrhosis, each one had Child-Pugh B or Child-Pugh C liver cirrhosis.
The study design is depicted in Figure 1.

Aliquots from milkshakes yielded high BDG content on the order of 234 mg/g, by Fungitell
estimate, with measured concentrations between 3 x 10% and 75 x 108 pg/mL.

Baseline plasma BDG levels ranged between 5 pg/mL and 95 pg/mL, with the highest level
observed in the participant with Child-Pugh C liver cirrhosis. No significant change in
plasma BDG levels between baseline and any of the later timepoints was observed (all £

> .149). Plasma BDG levels following shake intake remained low and stable for the entire
duration of the study for most participants, while small peaks (ie single higher levels) were
observed in 4 of the participants between one and two hours after the oral challenge. Two
participants, one with Child-Pugh C liver cirrhosis and one PWH not taking ART, both
conditions that are associated with leaky gut and microbial translocation, demonstrated
relatively high levels of plasma BDG for the duration of the study visit (Figure 2).
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LPS levels in baseline samples varied between 0 and 111 pg/mL, with the two highest levels
observed in the two individuals with advanced liver cirrhosis. Furthermore, in a subset of
samples from three PWH taking ART and two liver cirrhosis participants, LPS levels seemed
to show wider ranges of undirected intra-timepoint variation (n.s.) (Figure 3).

4| DISCUSSION

The composition of the human gut microbiome is influenced by multiple intrinsic and
extrinsic factors, including host genetics, age, diet, lifestyle and antibiotic use. Likewise, the
gut microbiome and mycobiome influence the propensity to develop various diseases, such
as alcoholic liver disease as described by Yang et al (2017).13:30 Furthermore, damage to the
physiological barrier of the gut allows translocation of fungal products from the intestinal
lumen into the blood.3! Certain contributors that give rise to fungal translocation include
medical procedures such as surgery and haemodialysis, as well as conditions like liver
cirrhosis, immune dysfunction, sepsis, intestinal hypoperfusion and persistent inflammation.
11,26,32-36 | the setting of HIV, higher blood BDG levels are associated with increased fat
gain in ART-naive PWH initiating treatment and with immune activation, increased systemic
inflammation in ART-treated PWH and non-AIDS clinical events.?16-20.37.38 Thys, there is
a need to determine when best to measure markers of microbial translocation and gut
damage in order to deliver accurate diagnostics and to assess treatment responses.

Interestingly, microbial compaosition changes throughout the day and are time-dependent due
to food intake and sleep cycle.3 Of note, in a mouse model, plasma LPS levels directly
increased following food intake, especially when mice were fed a high-fat diet.*? Similarly,
in participants with metabolic syndrome, a high saturated-fat diet was associated with
increased LPS levels in the blood.#1 Robust markers of microbial translocation that do not
require timing and are not influenced by diet are needed to gauge levels of microbial
translocation in certain patients. In a recent study measuring daily variations of microbial
translocation and gut damage markers in 11 PWH receiving ART, we determined that BDG
remained stable across 24 hours, including after food intake as well as during sleep, while
LPS showed variations.*?

Herein, we showed that BDG plasma levels remained stable over 8 hours after a high-dose
oral BDG challenge even in those with significant fungal translocation. In other words,
higher blood BDG levels do not appear to be impacted by time of day and are not enhanced
by high intestinal luminal contents of plant-based beta-glucan.

The use of plant-based BDG instead of fungal-based BDG in our study is a potential
limitation. Plant-based BDG (callose), in addition to the beta-1-3-linked backbone, has
B-(1—4)-linked side chains while fungal-based BDG has B-(1—6)-linked side chains,
which may result in differing absorption through the intestinal epithelium.43 Additionally,
our study had a small sample size and similar future studies will require a larger sample size
to increase statistical power. Despite these limitations, our study confirmed that BDG is a
biomarker that is not affected by food intake or variation over time, which, in-line with
previous studies, may be considered as a reliable indicator of gut fungal translocation.
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FIGURE 2.
BDG levels at baseline and over 8 h after milkshake consumption in participants with and

without fungal translocation; namely HCV associated advanced liver cirrhaosis (n = 2; red),
HIV infection with detectable viral load (n = 4; purple), HIV infection with suppressed viral
load (n = 4; pink), and HIV and HCV negative controls (n = 4; blue)
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LPS levels at baseline and over 8 h after milkshake consumption in a subset of participants
with advanced liver cirrhosis or HIV infection suppressed on antiretroviral therapy

Mycoses. Author manuscript; available in PMC 2022 January 01.



	Abstract
	INTRODUCTION
	METHODS
	Participant recruitment
	Preparation of standardised BDG-rich food shake
	Study visit and laboratory testing
	Statistical analysis

	RESULTS
	DISCUSSION
	References
	FIGURE 1
	FIGURE 2
	FIGURE 3



