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Abstract: Bacterial exopolysaccharides produced by lactic acid bacteria are of increasing interest in
the food industry, since they might enhance the technological and functional properties of some
edible matrices. In this work, Pediococcus parvulus 2.6, which produces an O2-substituted
(1,3)-p-D-glucan exopolysaccharide only synthesised by bacteria, was proposed as a starter culture
for the production of three cereal-based fermented foods. The obtained fermented matrices were
naturally bio-fortified in microbial 3-glucans, and used to investigate the prebiotic potential of the
bacterial exopolysaccharide by analysing the impact on the survival of a probiotic Lactobacillus
plantarum strain under starvation and gastrointestinal simulated conditions. All of the assays were
performed by using as control of the P. parvulus 2.6’s performance, the isogenic B-glucan
non-producing 2.6NR strain. Our results showed a differential capability of P. parvulus to ferment
the cereal flours. During the fermentation step, the 3-glucans produced were specifically quantified
and their concentration correlated with an increased viscosity of the products. The survival of the
model probiotic L. plantarum WCFS1 was improved by the presence of the bacterial (3-glucans in oat
and rice fermented foods under starvation conditions. The probiotic bacteria showed a significantly
higher viability when submitted to a simulated intestinal stress in the oat matrix fermented by the
2.6 strain. Therefore, the cereal flours were a suitable substrate for in situ bio-fortification with the
bacterial B-glucan, and these matrices could be used as carriers to enhance the beneficial properties
of probiotic bacteria.
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1. Introduction

Bacterial exopolysaccharides (EPS) are extracellular polymers which can be tightly adhered
(i.e., capsular), loosely associated to the microbial cell surface, or released into the environment
[1-4]. Lactic acid bacteria (LAB) are a heterogeneous group of Gram-positive prokaryotes
characterised by a long history of safe use by humans, and are of outstanding relevance for the
production of fermented food and beverages [5,6]. Several LAB strains are able to produce EPS,
either heteropolysaccharides or homopolysaccharides, mainly including (-D-glucans, a-D-glucans,
levans, and 3-D-galactans [2]. Based on their functional and technological properties, bacterial EPS
are of interest for new developments in food, biomedical, and pharmaceutical applications [7,8]. It is
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well known that EPS can act as natural viscosifiers and thickening agents, thus suggesting the use of
EPS-producing LAB as starter cultures to enhance the texture and mouthfeel properties of some
foods [9-11]. These biopolymers have also been related with the mechanisms of cellular recognition
and biofilm formation, thus modulating the probiotic colonization of the gut ecosystem [12,13].
Moreover, EPS from LAB are good candidates for prebiotics, since they are considered fermentable
substrates by the intestinal microbiota [14]. Furthermore, the consumption of bacterial EPS seems to
provide health benefits including anti-tumour, immunomodulating, or antiviral effects [15-18].
Finally, EPS-produced by LAB can protect the producing organisms against the conditions
associated with food processing and help with passage through the oro-gastrointestinal tract, thus
encouraging the colonization of the gut environment [19].

Among LAB, Pediococcus parvulus strains were found to be the main biological agents of
ropiness in cider and wine [20,21], due to their ability to produce an EPS with a primary structure
consisting of a trisaccharide repeating unit with two (1,3)-f linked residues in the main chain, one of
which is substituted in position 2 by a terminal glucose residue (O2-substituted (1,3)-8-D-glucan).
Studies performed with the P. parvulus 2.6 strain isolated from cider demonstrated that this (3-glucan
is synthesised by the glycosyltransferase (GTF), whose coding gtf gene is carried in the pPP2 plasmid
[22-24], and curing of the plasmid resulted in the generation of the non-ropy strain 2.6NR [20].
Although detrimental for the production of alcoholic beverages, the ropy phenotype of
EPS-producing P. parvulus strains has been proposed as a beneficial feature for the production of
functional foods [25]. The complete draft genome of P. parvulus 2.6 was recently announced [26], and
in recent years its O2-substituted (1,3)-3-D-glucan has been well characterised [27,28]. The presence
of this EPS influences some probiotic features of P. parvulus 2.6, including the enhancement of its
adhesion to human enterocyte cell lines, and the reduction of the production of
inflammation-related cytokines by polarized macrophages [29,30]. The purified p-glucan from P.
parvulus 2.6 was also able to induce macrophages’ activation with anti-inflammatory effects [31], and
to stimulate the growth of probiotic LAB and their adhesion to CaCo-2 cells, thus suggesting its
employment as a prebiotic and immunomodulator [32]. Furthermore, the health-promoting effects
of the O2-substituted (1,3)-B-D-glucan from P. parvulus 2.6 have led to encouraging results also when
tested in in vivo models. Thus, in human trials, the administration of an oat product fermented by P.
parvulus 2.6 showed a significant bifidogenic effect having a beneficial effect on the blood cholesterol
level [33], which has not been detected in bacteria producing other EPS. Recently, Lindstrom et al.
investigated the influence of a diet supplemented with P. parvulus 2.6 in the digestive tract of mice
[34]. These authors found that some responses, including hypocholesterolemic potential, could be
modulated in a different way by live bacteria rather than by their purified $-glucans [35]. Moreover,
the heterologous expression of the gtf gene of P. parvulus 2.6 in a recombinant Lactobacillus paracasei
resulted in the modulation of lipid metabolism in a mouse model of atherosclerosis [36]. Therefore,
the usage of P. parvulus 2.6 has been suggested for the preparation of functional foods [37,38], and
the B-glucan production by its heterologous expression has been proposed for potential use as a food
additive [23].

In this work, we have evaluated P. parvulus 2.6 for the production of cereal-based fermented
foods that are naturally bio-fortified in microbial 3-glucans, in order to improve the technological
and functional features of the products. Moreover, in order to investigate the prebiotic potential of
the in situ synthesised EPS, the food matrices were tested as probiotic carriers by analysing the
impact on the survival of the probiotic Lactobacillus plantarum WCES1 under starvation and in
response to simulated gastrointestinal conditions.

2. Results

2.1. Production of Cereal-Based Fermented Foods

In the present work, the O2-substituted (1,3)-p-D-glucan-producing Pediococcus parvulus 2.6 was
investigated for its ability to ferment and to produce P-glucan in a cereal-based matrix in
comparison with its isogenic EPS-non-producing 2.6NR strain. With this aim, three different
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cereal-based fermented products were obtained from the flours of oat, rice, or barley, according to
the protocol reported by Russo et al. [39]. After a thermal treatment at 95 °C for 15 min, to encourage
the gelatinization of the cereal matrices, the environmental microbial contamination was maintained
at lower than 100 cfu'mL-". Then, fermentations were carried out by inoculating with either the 2.6 or
2.6NR strains at a concentration of about 5 x 107 cfu-mL-. In order to optimise the conditions for the
fermentations, the viability of the pediococci, the pH of the food matrices, and the microbial
-glucan production were monitored during 64 h, as reported in Figure 1 and Table 1.
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Figure 1. Fermentation of oat (square) and rice (triangle) matrices by Pediococcus parvulus 2.6 (black
symbols) and 2.6NR (white symbols) strains. The evolution of bacterial viability (continuous line)
and the pH of the matrices (dashed line) were monitored over a 64 h period.

Table 1. Quantification of O2-substituted (1,3)-B-D-glucan (mg-L™?) production in oat, rice, and barley
flours fermented by P. parvulus 2.6. Three independent experiments were performed in duplicate.

Time (h) Oat Rice Barley
16 109 £17.9 34.2+135 22.8+2.8
24 139.7 £ 40.8 58.8 +14.0 213+20
40 341.7 +44.2 129.6 £ 31.0 26.7+£9.8
64 659.4 +45.1 164.7 £ 52.3 249+53

The two strains failed to grow during the barley flour fermentations. In fact, the microbial
viability was below 105 cfu-mL" after 24 h, and the pH was almost stable, ranging from 5.5 to about
5.0 at the beginning and at the end of the fermentation step, respectively. Moreover, no microbial
EPS production was detected in the barley-based samples inoculated with P. parvulus 2.6 (Table 1).
Therefore, the occurrence of antimicrobial compounds in the barley matrix was examined, but no
inhibition halo was detected by spotting the food product on MRS plates, supporting the hypothesis
that the tested strains were unable to ferment the barley flour. For these reasons, a barley-based
product was discarded in further investigations.

In the oat and rice matrices, both strains showed the same growth rate and pattern as well as
identical acidification (Figure 1). In general, oat flour seems to be an excellent substrate to support
the growth of P. parvulus, since the viability increased from 5 x 107 cfu-mL™" up to about 3 x 10°
cfu'mL- after 64 h of fermentation. Nonetheless, the high microbial concentration was not associated
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with a fast acidification of the food, since the pH decreased to 4.2 and 3.6 after 40 and 64 h of
fermentation, respectively (Figure 1). By contrast, during the fermentation of the rice-based product,
the viability of both strains was almost constant during the first 40 h, and then slightly declined,
whereas a faster acidification of the matrix was observed; after only 24 h of fermentation the pH was
about 4.0 and then further decreased to 3.2 (Figure 1). As shown in Table 1, the EPS production was
about threefold higher during the fermentation of oat- than rice-based foods at all the experimental
times tested, while, as expected, no EPS was detected in the food fermented by P. parvulus 2.6NR.

In order to achieve the best combination of fermentation time, acidification rate, and
enrichment of the EPS content, a fermentation of 40 h was carried out for the production of oat- and
rice-based foods. After this time, the product obtained by 2.6NR fermentation showed a looser
consistency than that fermented by the 2.6 strain, suggesting that microbial EPS improved the
rheological features of these foods. Therefore, the apparent viscosity was determined and the
corresponding results are reported in Table 2. As expected, the samples inoculated with P. parvulus
2.6 were always more viscous than the products fermented by the 2.6NR mutant. Differences in
viscosity were also observed between the two matrices, with that of the rice product fermented by
2.6NR strain being about twofold higher than that of the corresponding oat sample. This could be
due to the fact that the determination of viscosity is not very accurate for samples consisting of
slurry-containing particles. Nonetheless, when the cereals were fermented by the EPS-producing
strain, the viscosity was higher in the oat-based product, in agreement with the larger amount of
[-glucans produced in this matrix (Table 2).

Table 2. Viscosity (cP) determined at 40 rpm for 30 s of the oat and rice products fermented for 40 h
by P. parvulus 2.6 or 2.6NR strains. Three independent experiments were performed in duplicate.

Strain Oat Rice
P. parvulus 2.6 5407 = 21 4187 =108
P. parvulus 2.6NR 1810 + 248 3523 + 297
Ratio 2.99 1.19

2.2. Formulation of Probiotic Cereal-Based Fermented Substrates

With the aim to produce a suitable substrate for the growth of probiotic bacteria, the fermented
products were submitted to a thermal treatment (80 °C for 20 min) in order to eliminate any
vegetative cell of P. parvulus and inoculated with L. plantarum WCES1 as a model probiotic [40,41].

2.3. Prebiotic Potential of the P. parvulus 2.6 f-Glucans in Probiotic Cereal-Based Fermented Products

In order to evaluate the prebiotic potential of the microbial EPS, an aliquot of the fermented
cereal product was incubated at 37 °C, and the viability of L. plantarum WCEFS1 was monitored
during 5 days. The control samples were the foods fermented by the 2.6NR strain. A general
increasing of the probiotic concentration was observed in the oat-based food during the
experimental period. However, in the oat samples fermented by the -glucan producer P. parvulus
2.6, the viability of L. plantarum WCEFS] after 48 h was about twofold higher than that detected in the
corresponding 2.6NR fermented samples, and this difference was still observed after 5 days of
incubation at 37 °C (Figure 2). In the rice-based product, a reduction of the viability of L. plantarum
WCFS1 was detected during the incubation time, which could be attributed to the lower pH
achieved in this food matrix. Nonetheless, after 5 days the probiotic viability was around 10-fold
higher in the food fermented by the 2.6 strain (Figure 2).

To investigate the relationship between the improved growth of L. plantarum WCFS1 and the
occurrence of microbial EPS in the food matrix, the concentration of the P. parvulus 2.6’s (3-glucan
was quantified by the specific immunological method. The results showed the absence of any
significant difference in the amount of EPS in the food matrices before the inoculum of the probiotic
bacteria and at the end of the incubation (Table 3), thus indicating that L. plantarum WCEFS1 had not
metabolized the microbial $-glucans.
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Figure 2. Analysis of prebiotic potential of the O2-substituted (1,3)-B-D-glucan. The viability of
Lactobacillus plantarum WCFS1 was monitored over a 5-day period in oat (square) and rice (triangle)
food matrices, previously fermented for 40 h by P. parvulus 2.6 (black symbols) or 2.6NR (white
symbols) strains.

Table 3. O2-substituted (1,3)-B-D-glucan (mg-L) production in oat and rice products fermented 40 h
by P. parvulus 2.6 submitted to a thermal treatment, and subsequently inoculated with L. plantarum
WCEFES1 (time 0) and after 5 days incubation at 37 °C. Three independent experiments were
performed in duplicate.

Time (h) Oat Rice
0 422.7 +16 81.6+5.7
120 437.5 +40.8 96.4 +27.7

2.4. Tolerance to Simulated Gastrointestinal Conditions Using Cereal Based Fermented Products as Carrier
Matrix

Prior to the test of resistance to gastrointestinal stresses, L. plantarum WCEFS1 was included in
the matrices fermented by the pediococci and subjected to cold storage at 4 °C for 21 days. The
viability of the probiotic L. plantarum strain was almost stable, which is in accordance with previous
findings, using a similar food product [39]. Then, L. plantarum WCES], included in the different
matrices, was submitted to a simplified model mimicking the transit throughout the
oro-gastrointestinal tract. As depicted in Figure 3, a reduction in the viability of L. plantarum WCEFS1
(ranging from 10% to 25%) was observed after exposure to the oral stress. The viability of the
probiotic bacteria decreased further (approximately 10%) when submitted to the simulated gastric
conditions. By contrast, after 1 h of incubation under conditions reproducing the intestinal
environment, the probiotic bacteria recovered its viability, especially in the rice-based products. The
survival of the probiotic strain remained constant (about 65%) under gut conditions only when it
was carried by an oat-based matrix previously fermented by the P. parvulus 2.6NR, i.e., not
containing microbial (3-glucans. Conversely, in the oat products containing -glucan synthesised by
P. parvulus 2.6, the survival rate of L. plantarum WCFS1 was more than 95%.
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Figure 3. Analysis of protective influence of the O2-substituted (1,3)-pB-D-glucan against digestive
tract stresses. Cell survival of L. plantarum WCFS1 when exposed to simulated oro-gastrointestinal
conditions using as carrier matrix an oat (white bars) or rice (grey bars) product fermented by P.
parvulus 2.6R (full bars) or 2.6NR (dotted bars). The percentage of survival was relative to that of
unstressed control samples. * p <0.01 compared with the other experimental conditions.

3. Discussion

In the present work, the ropy strain P. parvulus 2.6, which produces the immunomodulatory
EPS O2-substituted (1,3)-p-D-glucan, was investigated for its ability to ferment different cereal
matrices in order to obtain novel functional food products. To date, P. parvulus 2.6 has been
proposed to formulate oat-based fermented foods [37], yogurt, orange juice, or juice-milk beverages
[38]. In recent years, innovative fermented cereal-based products have emerged as significant
sources of functional ingredients with a value as alternative vehicles for the delivery of probiotic
bacteria [39,42,43]. Therefore, in this work, three different cereal-based foods were obtained by the
fermentation of oat, barley, and rice flours. These cereals were selected in order to analyse the
technological and prebiotic potential of the microbial O2-substituted (1,3)-p-D-glucan in food
matrices that are natural sources (oat and barley) or not (rice) of vegetable p-glucans.

P. parvulus 2.6 was unable to ferment barley flour, probably due to the carbohydrate
composition of this matrix. This accords with the previous finding [44] that only minor growth and
no significant effect on viscosity were detected in a barley p-glucan suspension fermented by P.
parvulus 2.6. In this regard, it was reported that the cereal source strongly affects the kinetics of
fermentation and of EPS production of Weissella cibaria MG1 [45]. In contrast, oat and rice were
fermented by P. parvulus 2.6 and its isogenic 2.6NR mutant, although with different kinetics. In fact,
a faster acidification and a lower final pH were detected in the rice flour fermentation compared to
the oat, which could partially explain the observed higher microbial viability in the oat matrix. This
observation could be attributable to different buffering properties of the flours, as suggested by
Wolter et al., who found similar results among wheat sourdough or buckwheat, quinoa, and teff
flour fermentations [45].

In the present work, for the first time, a specific immunological method previously developed
by us [24] was successfully used to detect and quantify bacterial O2-substituted (1,3)-8-D-glucan in
food matrices. Compared with other methods used for EPS isolation and quantification (as recently
reviewed [46]), the greatest advantage of this technique was the direct detection and quantification
of this EPS in a complex background containing other polysaccharides, and even in the presence of
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the linear -D-glucan with (1,3) and (1,4) linkages from oat. As expected, the bacterial p-glucan
concentration increased with the fermentation time. Moreover, a higher production of EPS was
detected in the oat than in the rice, probably depending on the higher viability of P. parvulus 2.6 in
the oat matrix and/or on a different availability of carbohydrate sources [47].

An objective of this study was to optimise the fermentation conditions of different cereal-based
flours in a way this is compatible with the in situ enrichment of the food products with the P.
parvulus 2.6 P-glucan, in an attempt to harmonise technological and functional parameters.
Therefore, it was considered that the higher EPS concentration detected after 64 h was insufficient to
justify an increase of one extra day of the fermentation process. Nevertheless, after 40 h of
fermentation in oat and rice products, the EPS concentration was respectively higher or similar to
that in the functional food administered by Martensson et al. [33].

It is well known that bacterial EPS can improve the rheological features of some foods [8].
Therefore, according to the eco-friendly concept of food bio-fortification by bacterial fermentation,
the employment of EPS-producing LAB for the in situ production of f-glucans was suggested as an
alternative strategy to replace the addition of hydrocolloid additives as texturisers in vegetable
containing products [48,49]. As expected, we found that the $-glucan production in the fermented
oat and rice flours was associated with the enhanced viscosity of both products, which was more
evident during oat fermentation. As reported by Velasco et al., the rheological properties of the EPS
produced by P. parvulus 2.6 were influenced by culture medium or sugar source [28], suggesting that
the food matrix could drive the production of (3-glucan with different physicochemical features. In
agreement with these observations, an increased viscosity was obtained by P. parvulus 2.6 oat
fermentation [37], but the exposure to this bacterial strain had no influence on the rheological
properties of yogurt, orange juice, and juice-milk beverages [38].

In one of our previous works, the addition of purified p-glucan from P. parvulus 2.6 to the
culture media improved the growth of probiotic lactobacilli (LAB) and their adhesion to human
enterocyte-like cells, suggesting a prebiotic potential of this microbial EPS [32]. Accordingly, here we
observed that the occurrence of the P. parvulus 2.6 3-glucan synthesised in situ in both cereal-based
fermented foods was accompanied by a higher survival rate of a probiotic LAB, i.e., L. plantarum
WCEFS1, which was later inoculated in the fermented flour matrix. In particular, this effect was more
apparent after longer fermentation periods, supporting the hypothesis that this EPS, like others,
could be involved in the modulation of the growth when probiotics are exposed to critical stress
conditions [19]. The concentration of the microbial -glucan was constant in the food products
throughout 5 days of incubation with L. plantarum WCFS], indicating that EPS could play a role in
increasing the tolerance to the food abiotic stress, rather than being metabolised as an energy source
[50], although we cannot rule out that the growth of the probiotic bacteria was not correlated with
the presence of the EPS. Nevertheless, the lack of catabolism of the O2-substituted (1,3)-B-D-glucan
in the presence of L. plantarum WCES1 could be advantageous for the development of a functional
symbiotic food fermented with P. parvulus 2.6 and supplemented with a probiotic, since previous
results indicate that the pediococcal EPS, in addition to be a prebiotic, could have an
anti-inflammatory as well as hypocholesteronemic effect [31-33].

Lysozyme resistance was recently correlated with $-glucan accumulation around the cell of the
ropy strain P. parvulus IOEB 8801 [51], and microbial EPS have been suggested to contribute to the
bacterial tolerance to bile/acid environments [52-54]. However, the p-glucan produced by P. parvulus
2.6 did not increase the survival of this bacterium in a simulated human digestive tract model [29].
By contrast, the heterologous expression of the P. parvulus 2.6 gft gene in a recombinant Lactobacillus
paracasei was associated with significantly increased protection from gastrointestinal stresses [55]. In
the present study, L. plantarum WCES1 showed a significant higher viability to simulated intestinal
stress when it was included in the oat matrix fermented by the 2.6 strain, hence supporting that the
B-glucan EPS might exert a protective function. As the $-glucan content of the oat product was about
threefold higher than in the fermented rice flour, it is possible to argue a presumptive protective
effect of this microbial EPS to certain stress conditions faced in the gut environment [56]. However,
the effect of the food matrix [38,57] rather than the occurrence of microbial p-glucans on the
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modulation of the resistance to gastrointestinal conditions should be the matter of further
investigations.

4. Materials and Methods

4.1. Microbial Strains and Growth Conditions

The EPS-producing strain Pediococcus parvulus 2.6 (formerly Pediococcus dammnosus 2.6) [22]
isolated from a ropy cider and its isogenic EPS-non-producing strain P. parvulus 2.6NR, cured of the
pPP2 plasmid of the 2.6 strain by chemical mutagenesis [20], were used as the starters for the cereal
flours’ fermentation. Lactobacillus plantarum WCES1 was used as a model probiotic bacteria [41]. All
of the strains were routinely grown in MRS broth (Oxoid, Basingstoke, UK) at 30 °C for Pediococcus
strains and at 37 °C for the Lactobacillus strain.

4.2. Fermented Cereal-Based Foods

A dry ingredient to generate Liquid Whole Oat, obtained from milled whole oat grains without
alteration, was provided by Glucanova (Lund, Sweden), while barley and rice flours were acquired
by commercial brands. Three cereal-based foods were obtained by fermenting the flour of oat, rice,
and barley according to the method previously reported by Russo et al. [39]. Briefly, three mixtures
(100 mL each) containing the different cereal flours (18% w/v) and distilled water (82% v/v) were
prepared in sterile plastic containers with a screwcap. Then, the food matrices were heated to 95 °C
for 10 min, and shaken manually every 2 min in a water bath. Then, the food matrices were
inoculated with late exponential phase cultures of P. parvulus (approximately 5 x 107 cfu-mL-?),
previously sedimented by centrifugation (8.000 rpm, 10 min), and washed with sterile saline
solution (0.86% NaCl, w/v). The fermentative step was carried out at 30 °C for 64 h. Cell viability, pH
variation, B-glucan production, and viscosity were monitored during the fermentation. Three
independent experiments were performed in duplicate.

4.3. Inhibition Assay of the Barley Matrix

Plates of soft MRS agar were inoculated with either P. parvulus 2.6 or 2.6NR at exponential
phase (1:100 v/v), and 10 puL of a cereal-based fermented product from the barley matrix were
spotted at the centre of the plates. The occurrence of antimicrobial compounds in the food matrix
was determined by the halo of inhibition around the spot.

4.4. Viscosity of Cereal-Based Products Fermented by P. parvulus 2.6

Rheological measurements of the fermented cereal products were performed with a rotational
Brookfield DV-II + Pro viscometer (Brookfield Engineering, Harlow, UK), and the results analysed
with RheocalcT 1.1.13 software (Brookfield Engineering). For the analysis, approximately 50 mL of
each sample were placed in the concentric cylindrical cup, and the spindle n° 3 was used to apply
shear rates of 40 rpm for 30 s at room temperature. The viscosity was expressed in centipoise (cP).

4.5. Quantification of the B-Glucan Produced by the P. parvulus 2.6 Strain

The capsule of Streptococcus pneumoniae serotype 37 is a branched p-D-glucan almost identical to
the O2-substituted (1,3)-B-D-glucan synthesised by P. parvulus 2.6. Therefore, we previously
developed a competition (ELISA) method for the quantification of the pediococcal EPS based on S.
pneumoniae serotype 37 antibodies [24], and in this work we have used this method for the
O2-substituted (1,3)-p-D-glucan quantification in food matrices with the following modifications.
The ELISA assay was performed in 96-well Nunc Maxisorpmicrotitre plates (Thermo Fisher
Scientific, Waltham, MA, USA). The P. parvulus 2.6R EPS (6.5 pg per well), purified as previously
described [58], was immobilized in each well as well as various concentrations of the fermented
products as competitor for binding to the primary antibody (dilution 1:800 of anti-serotype 37,
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Statens Serum Institute, Copenhagen, Denmark). When necessary, the samples were diluted with
PBS at pH 7.0. Testing of the non-fermented matrices did not reveal any background due to the
cereal B-glucans.

4.6. Formulation of Probiotic Cereal-Based Fermented Foods

L. plantarum WCFS1 was used as a model micro-organism for the formulation of probiotic
cereal-based fermented foods. Samples of the products (50 mL) fermented by either P. parvulus 2.6 or
2.6NR obtained as reported above were submitted to a thermal treatment of 20 min at 80 °C to
eliminate microbial vegetative cells. For the inoculum, L. plantarum WCFS1 at late exponential phase
was recovered by centrifugation (5000 rpm, 10 min), washed once in sterile saline solution, and
finally added to the food to obtain a final concentration of about 1 x 108 cfu-mL-. Then, the products
were divided into two aliquots, each of 25 mL, and submitted to further assays.

4.7. Prebiotic Potential of Bacterial B-Glucans in Cereal-Based Fermented Foods

With the aim of evaluating the prebiotic potential of the EPS produced by P. parvulus 2.6 in the
food matrix, one aliquot of the samples prepared as described above was incubated at 37 °C for 5
days to encourage any fermentative activity of L. plantarum WCES1 under starvation conditions. The
viability of L. plantarum WCFS1 was monitored after 24, 48, and 120 h of incubation at 37 °C. The
microbial B-glucan content was measured at the beginning and at the end of the fermentation. The
results were compared with the growth of L. plantarum WCFSI in products fermented by P. parvulus
2.6NR. Two independent experiments for each assay were performed in duplicate.

4.8. Tolerance to Gastrointestinal Conditions Using Cereal-Based Fermented Products as Carrier Matrix

In order to assay the probiotic potential of the fermented products, the second aliquot of the
samples was stored at 4 °C for 21 days. The viability of L. plantarum WCFS1 was monitored after 0, 7,
14, and 21 days of cold storage by plating appropriate dilutions on MRS agar and subsequent cfu
counting. Two independent replicates of each sample were performed.

After 21 days of cold storage, the bacterial cells were exposed to an in vitro model mimicking
the gastrointestinal transit, adapted from Bove et al. [59]. First, samples were subjected to an oral
stress by adding 150 mg-L of lysozyme, adjusting the pH to 6.0, and incubating for 5 min at 37 °C.
The gastric conditions were simulated by reducing the pH to 3.0 in the presence of 3 g-L! of pepsin,
and incubating the samples at 37 °C for 30 min with shaking. Finally, the intestinal environment was
mimicked by increasing the pH value to 6.5 and adding 1 g-L! of pancreatin and 3 g-L" of bile salts.
The samples were incubated for 60 min at 37 °C with shaking. Bacterial survival was determined by
plate counting at each step, and represented as percentage of survival relative to the unstressed
control. The same assays were performed by diluting the food matrix 1:10 in sterile saline solution.
Two independent experiments for each trial were carried out in duplicate.

4.9. Statistical Analysis

For the analysis of the protective influence of the O2-substituted (1,3)-B-D-glucan against
digestive tract stresses, the data were subjected to a one-way analysis of variance (ANOVA) by using
the statistical software Past 3.0. Tukey’s test was employed to determine the significant differences
between the means in a pairwise comparison at p < 0.05.

5. Conclusions

In this study, a 3-glucan producing strain of P. parvulus was tested for its potential use in the
development of novel cereal-based functional foods. First, our results showed that the fermentation
process is strongly dependent on the raw material. However, from a technological point of view, the
in situ enrichment of the food with this microbial EPS always provided an improvement of the
rheological quality of the product. Moreover, the occurrence of P. parvulus 2.6 $-glucan seems to
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increase the tolerance of a model probiotic strain to starvation stress conditions, typical of the food
fermentation environment, and to confer survival advantages in the host’s intestinal tract. These
findings suggest that the proposed functional products could be used as vehicle matrices to increase
the performances of probiotic bacteria. Therefore, the in situ bio-fortification of fermented cereal
represents a promising strategy to vehicle this microbial EPS and further efforts should be
encouraged to design and to optimise the production of new food products as carriers of these
molecules. Although several studies have focused on discovering the beneficial health effects of the
02-substituted (1,3)-p-D-glucan from P. parvulus 2.6 by using both in vitro and in vivo approaches
[31,33-35], it is worth emphasising that different effects were observed in the gut microbiota
composition of mice fed with a diet supplemented with purified EPS or live EPS-producing P.
parvulus 2.6 [35]. Therefore, further investigations should be performed to determine in vivo the
incidence of a synergistic effect attributable to the simultaneous administration of this microbial
-glucan and probiotic bacterium.

Acknowledgments: We would like to thanks Maria Lucia Valeria de Chiara for technical assistance. We thank
Stephen W. Elson for the critical reading of the manuscript. This work was supported by the Spanish Ministry
of Economy and Competitiveness (MINECO, grant AGL2015-65010-C3-1-R). Adrian Pérez-Ramos is the
recipient of a contract for PhD training (BES-2013-065157) supported by the MINECO. Pasquale Russo was
supported by a grant of the Apulian Region in the framework of “Peform Tech (Puglia Emerging Food
Technology)” project (practice code LPIJ9P2). Vittorio Capozzi was supported by Fondo di Sviluppo e Coesione
2007-2013 —APQ Ricerca Regione Puglia “Programma regionale a sostegno della specializzazione intelligente e
della sostenibilita sociale ed ambientale —FutureInResearch”.

Author Contributions: Adrian Pérez-Ramos, Vittorio Capozzi, and Pasquale Russo conceived and designed the
experiments; Adridn Pérez-Ramos performed the experiments; Adrian Pérez-Ramos, Vittorio Capozzi, Maria
Luz Mohedano, and Pasquale Russo analyzed the data; and Adrian Pérez-Ramos and Pasquale Russo drafted
the manuscript. Maria Luz Mohedano and Daniela Fiocco critically revised the manuscript. Giuseppe Spano
and Paloma Lépez participated in the design of the study, coordination, and helped to draft the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

Abbreviations

EPS Exopolysaccharides
LAB Lactic acid bacteria

References

1. Kleerebezem, M.; Hols, P.; Bernard, E.; Rolain, T.; Zhou, M.; Siezen, R.J.; Bron, P.A. The extracellular
biology of the lactobacilli. FEMS Microbiol. Rev. 2010, 34, 199-230.

2. Werning, M.L.; Notararigo, S.; Nacher-Vazquez, M.; Fernandez de Palencia, P.; Aznar, R.; Lépez, P.
Biosynthesis, purification and biotechnological use of exopolysacchardes produced by lactic acid bacteria.
In Food Additives; El-Samragy, Y., Ed.; Intech.: Rijeka, Croatia, 2012; pp. 83-114; ISBN 978-953-51-0067-6.

3. Arena, M.P.; Russo, P.; Fiocco, D.; Capozzi, V.; Spano, G. 3-glucans and synbiotic foods. In Probiotics,
Prebiotics, and Synbiotics: Bioactive Foods in Health Promotion, 1st ed.; Watson, R.R., Preedy, V.R.,, Eds.;
Academic Press: London, UK, 2016; pp. 423-433; ISBN 978-0-12-802189-7.

4.  Pérez-Ramos, A.; Nacher-Vazquez, M.; Notararigo, S.; Lépez, P.; Mohedano, M.L. Current and future
applications of bacterial extracellular polysaccharides. a2—Watson, ronald ross. In Probiotics, Prebiotics,
and Synbiotics: Bioactive Foods in Health Promotion, 1st ed.; Watson, R.R., Preedy, V.R,, Eds.; Academic Press:
London, UK, 2016; pp. 329-344; ISBN 978-0-12-802189-7.

5. Leroy, F.; de Vuyst, L. Functional lactic acid bacteria starter cultures for the food fermentation industry.
Trends Food Sci. Technol. 2004, 15, 67-78.

6. Marco, M.L,; Heeney, D.; Binda, S.; Cifelli, C.J.; Cotter, P.D.; Foligné, B.; Ganzle, M.; Kort, R.; Pasin, G,;
Pihlanto, A.; et al. Health benefits of fermented foods: Microbiota and beyond. Curr. Opin. Biotechnol. 2017,
44, 94-102.



Int. ]. Mol. Sci. 2017, 18, 1588 11 0f 13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Badel, S.; Bernardi, T.; Michaud, P. New perspectives for lactobacilli exopolysaccharides. Biotechnol. Adv.
2011, 29, 54-66.

Zannini, E.; Waters, D.M.; Coffey, A.; Arendt, E.K. Production, properties, and industrial food application
of lactic acid bacteria-derived exopolysaccharides. Appl. Microbiol. Biotechnol. 2016, 100, 1121-1135.

Li, C; Li, W,; Chen, X,; Feng, M.; Rui, X,; Jiang, M.; Dong, M. Microbiological, physicochemical and
rheological properties of fermented soymilk produced with exopolysaccharide (EPS) producing lactic acid
bacteria strains. Food Sci. Technol. 2014, 57, 477-485.

Hickisch, A.; Beer, R.; Vogel, R.F.; Toelstede, S. Influence of lupin-based milk alternative heat treatment
and exopolysaccharide-producing lactic acid bacteria on the physical characteristics of lupin-based yogurt
alternatives. Food Res. Int. 2016, 84, 180-188.

Lynch, KM, Coffey, A, Arendt, EK. Exopolysaccharide producing lactic acid bacteria: Their
techno-functional role and potential application in gluten-free bread products. Food Res. Int. 2017,
doi:10.1016/j.foodres.2017.03.012.

Ruas-Madiedo, P.; Gueimonde, M., Margolles, A.; de los Reyes-Gavilan, C.G.; Salminen, S.
Exopolysaccharides produced by probiotic strains modify the adhesion of probiotics and enteropathogens
to human intestinal mucus. J. Food Prot. 2006, 69, 2011-2015.

Nacher-Vazquez, M.; Iturria, 1.; Zarour, K.; Mohedano, M.L.; Aznar, R.; Pardo, M.A.; Lépez, P. Dextran
production by Lactobacillus sakei MN1 coincides with reduced autoagglutination, biofilm formation and
epithelial cell adhesion. Carbohydr. Polym. 2017, 168, 22-31.

Salazar, N.; Gueimonde, M.; de Los Reyes-Gavilan, C.G.; Ruas-Madiedo, P. Exopolysaccharides produced
by lactic acid bacteria and bifidobacteria as fermentable substrates by the intestinal microbiota. Crit. Rev.
Food Sci. Nutr. 2016, 56, 1440-1453.

Wang, K.; Li, W.; Rui, X.; Chen, X,; Jiang, M.; Dong, M. Characterization of a novel exopolysaccharide with
antitumor activity from Lactobacillus plantarum 70810. Int. ]. Biol. Macromol. 2014, 63, 133-139.

Surayot, U.; Wang, J.; Seesuriyachan, P.; Kuntiya, A.; Tabarsa, M.; Lee, Y.; Kim, J.-K,; Park, W.; You, S.
Exopolysaccharides from lactic acid bacteria: Structural analysis, molecular weight effect on
immunomodulation. Int. ]. Biol. Macromol. 2014, 68, 233-240.

Nécher-Vazquez, M.; Ballesteros, N.; Canales, A.; Rodriguez Saint-Jean, S.; Pérez-Prieto, S.I.; Prieto, A.;
Aznar, R.; Lopez, P. Dextrans produced by lactic acid bacteria exhibit antiviral and immunomodulatory
activity against salmonid viruses. Carbohydr. Polym. 2015, 124, 292-301.

Ryan, P.M.; Ross, R.P.; Fitzgerald, G.F.; Caplice, N.M.; Stanton, C. Sugar-coated: Exopolysaccharide
producing lactic acid bacteria for food and human health applications. Food Funct. 2015, 6, 679-693.
Caggianiello, G.; Kleerebezem, M.; Spano, G. Exopolysaccharides produced by lactic acid bacteria: From
health-promoting benefits to stress tolerance mechanisms. Appl. Microbiol. Biotechnol. 2016, 100, 3877-3886.
Fernandez, K.; Duefias, M.T.; Irastorza, A.; Bilbao, A.; del Campo, G. Characterization and DNA plasmid
analysis of ropy Pediococcus damnosus spp. strains isolated from Basque country ciders. J. Food Prot. 1995,
59, 35-40.

Dols-Lafargue, M.; Lee, H.Y.; Le Marrec, C; Heyraud, A. Chambat, G. Lonvaud-Funel, A.
Characterization of gtf, a glucosyltransferase gene in the genomes of Pediococcus parvulus and Oenococcus
oeni, two bacterial species commonly found in wine. Appl. Environ. Microbiol. 2008, 74, 4079-4090.
Werning, M.L.; Ibarburu, I.; Duenas, M.T.; Irastorza, A.; Navas, J.; Lopez, P. Pediococcus parvulus gtf gene
encoding the gif glycosyltransferase and its application for specific PCR detection of
[-D-glucan-producing bacteria in foods and beverages. J. Food Prot. 2006, 69, 161-169.

Werning, M.L.; Corrales, M.A.; Prieto, A.; Fernandez de Palencia, P.; Navas, J.; Lopez, P. Heterologous
expression of a position 2-substituted (1—3)-3-D-glucan in Lactococcus lactis. Appl. Environ. Microbiol. 2008,
74, 5259-5262.

Werning, M.L.; Pérez-Ramos, A.; Fernandez de Palencia, P.; Mohedano, M.L.; Duenas, M.T.; Prieto, A,;
Loépez, P. A specific immunological method to detect and quantify bacterial 2-substituted (1,3)-p-D-glucan.
Carbohydr. Polym. 2014, 113, 39-45.

Garai-Ibabe, G.; Duenas, M.T.; Irastorza, A.; Sierra-Filardi, E.; Werning, M.L.; Lopez, P.; Corbi, ALL.;
Ferndndez de Palencia, P. Naturally occurring 2-substituted (1,3)-3-D-glucan producing Lactobacillus
suebicus and Pediococcus parvulus strains with potential utility in the production of functional foods.
Bioresour. Technol. 2010, 101, 9254-9263.



Int. ]. Mol. Sci. 2017, 18, 1588 12 of 13

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Pérez-Ramos, A.; Mohedano, M.L.; Puertas, A.; Lamontanara, A.; Orru, L.; Spano, G.; Capozzi, V.; Duenas,
M.T.; Lopez, P. Draft genome sequence of Pediococcus parvulus 2.6, a probiotic p-glucan producer strain.
Genome Announc. 2016, 4, e01381-e01316.

Lambo-Fodje, A.M.; Leeman, M.; Wahlund, K.G.; Nyman, M,; Oste, R.; Larsson, H. Molar mass and
rheological characterisation of an exopolysaccharide from Pediococcus damnosus 2.6. Carbohydr. Polym. 2007,
68, 577-586.

Velasco, S.E.; Areizaga, J.; Irastorza, A.; Duefias, M.T.; Santamaria, A.; Mufioz, M.E. Chemical and
rheological properties of the -glucan produced by Pediococcus parvulus 2.6. ]. Agric. Food Chem. 2009, 57,
1827-1834.

Fernandez de Palencia, P.; Werning, M.L.; Sierra-Filardi, E.; Duefias, M.T.; Irastorza, A.; Corbi, A.L;
Lopez, P. Probiotic properties of the 2-substituted (1,3)-B-D-glucan-producing bacterium Pediococcus
parvulus 2.6. Appl. Environ. Microbiol. 2009, 75, 4887-4891.

Immerstrand, T.; Paul, C.J.; Rosenquist, A.; Deraz, S.; Martensson, O.B.; Ljungh, A.; Blucher, A,; Oste, R.;
Holst, O.; Karlsson, E.N. Characterization of the properties of Pediococcus parvulus for probiotic or
protective culture use. J. Food Prot. 2010, 73, 960-966.

Notararigo, S; de Las Casas-Engel, M., Fernandez de Palencia, P.; Corbi, A.L; Lopez, P.
Immunomodulation of human macrophages and myeloid cells by 2-substituted (1-3)-3-D-glucan from P.
paroulus 2.6. Carbohydr. Polym. 2014, 112, 109-113.

Russo, P.; Lépez, P.; Capozzi, V.; Fernandez de Palencia, P.; Duefias, M.T.; Spano, G.; Fiocco, D. B-glucans
improve growth, viability and colonization of probiotic microorganisms. Int. J. Mol. Sci. 2012, 13,
6026-6039.

Martensson, O.; Biorklund, M.; Lambo, A.M.; Duefias-Chasco, M.; Irastorza, A.; Holst, O.; Norin, E.;
Welling, G.; Oste, R.; C)nning, G. Fermented, ropy, oat-based products reduce cholesterol levels and
stimulate the bifidobacteria flora in humans. Nutr. Res. 2005, 25, 429-442.

Lindstrém, C.; Holst, O.; Nilsson, L.; Oste, R.; Andersson, K.E. Effects of Pediococcus parvulus 2.6 and its
exopolysaccharide on plasma cholesterol levels and inflammatory markers in mice. AMB Express 2012, 2, 66,
doi:10.1186/2191-0855-2-66.

Lindstrom, C; Xu, J; Oste, R; Holst, O, Molin, G. Oral administration of live
exopolysaccharide-producing Pediococcus parvulus, but not purified exopolysaccharide, suppressed
enterobacteriaceae without affecting bacterial diversity in ceca of mice. Appl. Environ. Microbiol. 2013, 79,
5030-5037.

London, L.E.; Kumar, A.H.; Wall, R; Casey, P.G.; O’Sullivan, O.; Shanahan, F.; Hill, C.; Cotter, P.D;
Fitzgerald, G.F.; Ross, R.P.; et al. Exopolysaccharide-producing probiotic lactobacilli reduce serum
cholesterol and modify enteric microbiota in apoe-deficient mice. J. Nutr. 2014, 144, 1956-1962.
Martensson, O.; Staaf, J.; Duefias-Chasco, M.; Irastorza, A.; Oste, R.; Holst, O. A fermented, ropy,
non-dairy oat product based on the exopolysaccharide-producing strain Pediococcus damnosus. Adv. Food
Sci. 2002, 24, 4-11.

Elizaquivel, P.; Sanchez, G.; Salvador, A.; Fiszman, S.; Duenas, M.T.; Lépez, P.; Fernandez de Palencia, P.;
Aznar, R. Evaluation of yogurt and various beverages as carriers of lactic acid bacteria producing
2-branched (1,3)-3-D-glucan. J. Dairy Sci. 2011, 94, 3271-3278.

Russo, P.; de Chiara, M.L.V.; Capozzi, V.; Arena, M.P.; Amodio, M.L.; Rascon, A.; Duenas, M.T.; Lopez, P.;
Spano, G. Lactobacillus plantarum strains for multifunctional oat-based foods. LWT-Food Sci. Technol. 2016,
68, 288-294.

De Vries, M.C;; Vaughan, E.E.; Kleerebezem, M.; de Vos, W.M. Lactobacillus plantarum—Survival,
functional and potential probiotic properties in the human intestinal tract. Int. Dairy J. 2006, 16, 1018-1028.
Bove, P.; Gallone, A.; Russo, P.; Capozzi, V.; Albenzio, M.; Spano, G.; Fiocco, D. Probiotic features of
Lactobacillus plantarum mutant strains. Appl. Microbiol. Biotechnol. 2012, 96, 431-441.

Waters, D.M.; Mauch, A.; Coffey, A.; Arendt, E.K.; Zannini, E. Lactic acid bacteria as a cell factory for the
delivery of functional biomolecules and ingredients in cereal-based beverages: A review. Crit. Rev. Food
Sci. Nutr. 2015, 55, 503-520.

Gupta, M.; Bajaj, B.K. Selection criteria for probiotics and potential of cereal based food products as novel
probiotic-carriers. Curr. Nutr. Food Sci. 2016, 12, 157-174.



Int. ]. Mol. Sci. 2017, 18, 1588 13 of 13

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

Martensson, O.; Jonsson, C.; Duefias-Chasco, M.; Irastorza, A.; Oste, R; Holst, O. Growth and
exopolysaccharide formation by Pediococcus damnosus 2.6 in -glucan suspensions of oat and barley.
LWT-Food Sci. Technol. 2005, 38, 151-155.

Wolter, A.; Hager, A.S.; Zannini, E.; Galle, S.; Ganzle, M.G.; Waters, D.M.; Arendt, E.K. Evaluation of
exopolysaccharide producing Weissella cibaria MG1 strain for the production of sourdough from various
flours. Food Microbiol. 2014, 37, 44-50.

Leroy, F.; de Vuyst, L. Advances in production and simplified methods for recovery and quantification of
exopolysaccharides for applications in food and health. ]. Dairy Sci. 2016, 99, 3229-3238.

Velasco, S.E.; Yebra, M.].; Monedero, V.; Ibarburu, I.; Duefias, M.T.; Irastorza, A. Influence of the
carbohydrate source on (-glucan production and enzyme activities involved in sugar metabolism in
Pediococcus parvulus 2.6. Int. J. Food Microbiol. 2007, 115, 325-334.

Juvonen, R.; Honkapaa, K.; Maina, N.H.; Shi, Q.; Viljanen, K.; Maaheimo, H.; Virkki, L.; Tenkanen, M,;
Lantto, R. The impact of fermentation with exopolysaccharide producing lactic acid bacteria on
rheological, chemical and sensory properties of pureed carrots (Daucus carota L.). Int. |. Food Microbiol.
2015, 207, 109-118.

Xu, Y.; Coda, R.; Shi, Q.; Tuomainen, P.; Katina, K.; Tenkanen, M. Exopolysaccharides production during
the fermentation of soybean and fava bean flours by Leuconostoc mesenteroides DSM 20343. ]. Agric. Food
Chem. 2017, 65, 2805-2815.

Ganzle, M.; Schwab, C. Ecology of exopolysaccharide formation by lactic acid bacteria: Sucrose utilization,
stress tolerance and biofilm formation. In Bacterial Polysaccharides, Current Innovations and Future Trends;
Ullrich, M., Ed.; Caister Academic Press: Norfolk, UK, 2009; pp. 263-278; ISBN 978-1-904455-45-5.

Coulon, J.; Houles, A.; Dimopoulou, M.; Maupeu, J.; Dols-Lafargue, M. Lysozyme resistance of the ropy
strain Pediococcus parvulus IOEB 8801 is correlated with (3-glucan accumulation around the cell. Int. J. Food
Microbiol. 2012, 159, 25-29.

Alp, G.; Aslim, B. Relationship between the resistance to bile salts and low pH with exopolysaccharide
(EPS) production of Bifidobacterium spp. isolated from infants feces and breast milk. Anaerobe 2010, 16,
101-105.

Fanning, S.; Hall, L.].; Cronin, M.; Zomer, A.; MacSharry, J.; Goulding, D.; Motherway, M.O.; Shanahan, F.;
Nally, K.; Dougan, G.; et al. Bifidobacterial surface-exopolysaccharide facilitates commensal-host
interaction through immune modulation and pathogen protection. Proc. Natl. Acad. Sci. USA 2012, 109,
2108-2113.

Suzuki, S.; Kimoto-Nira, H.; Suganuma, H.; Suzuki, C.; Saito, T.; Yajima, N. Cellular fatty acid composition
and exopolysaccharide contribute to bile tolerance in Lactobacillus brevis strains isolated from fermented
japanese pickles. Can. ]. Microbiol. 2014, 60, 183-191.

Stack, H.M.; Kearney, N.; Stanton, C.; Fitzgerald, G.F.; Ross, R.P. Association of -glucan endogenous
production with increased stress tolerance of intestinal lactobacilli. Appl. Environ. Microbiol. 2010, 76,
500-507.

Fanning, S.; Hall, LJ.; van Sinderen, D. Bifidobacterium breve UCC2003 surface exopolysaccharide
production is a beneficial trait mediating commensal-host interaction through immune modulation and
pathogen protection. Gut Microbes 2012, 3, 420-425.

Arena, M.P.; Caggianiello, G.; Fiocco, D.; Russo, P.; Torelli M.; Spano, G.; Capozzi, V. Barley
[-glucans-containing food enhances probiotic performances of beneficial bacteria. Int. J. Mol. Sci. 2014, 15,
3025-3039.

Notararigo, S.; Nacher-Vazquez, M.; Ibarburu, I; Werning, M.L.; Fernandez de Palencia, P.F.; Duefinas,
M.T.; Aznar, R.; Lopez, P.; Prieto, A. Comparative analysis of production and purification of homo- and
hetero-polysaccharides produced by lactic acid bacteria. Carbohydr. Polym. 2013, 1, 57-64.

Bove, P.; Russo, P.; Capozzi, V.; Gallone, A.; Spano, G.; Fiocco, D. Lactobacillus plantarum passage through
an oro-gastro-intestinal tract simulator: Carrier matrix effect and transcriptional analysis of genes
associated to stress and probiosis. Microbiol. Res. 2013, 168, 351-359.

@ © 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).



