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Microbiota in vitro modulated with
polyphenols shows decreased
colonization resistance against
Clostridioides difficile but can
neutralize cytotoxicity

Aleksander Mahnic?, Jennifer M. Auchtung?3, Natasa Poklar Ulrih*, Robert A. Britton? &
Maja Rupnik®>™

While the knowledge on gut microbiota - C. difficile interactions has improved over the years, the
understanding of the underlying mechanisms providing colonization resistance as well as preventative
measures against the infection remain incomplete. In this study the antibiotic clindamycin and
polyphenol extracts from pomegranate and blueberries were used individually and in combination to
modulate fecal microbial communities in minibioreactor arrays (MBRA). Modulated communities were
inoculated with C. difficile (ribotype 027). Subsequent 7-day periodical monitoring included evaluation
of C. difficile growth and activity of toxins TcdA and TcdB as well as analysis of MBRA bacterial
community structure (V3V416 S metagenomics). Polyphenols affected multiple commensal bacterial
groups and showed different synergistic and antagonistic effects in combination with clindamycin.
Exposure to either clindamycin or polyphenols led to the loss of colonization resistance against C.
difficile. The successful growth of C. difficile was most significantly correlated with the decrease in
Collinsella and Lachnospiraceae. Additionally, we demonstrated that Clostridium sporogenes decreased
the activity of both C. difficile toxins TcdA and TcdB. The feature was shown to be common among
distinct C. sporogenes strains and could potentially be applicable as a non-antibiotic agent for the
alleviation of C. difficile infection.

Clostridioides difficile infection (CDI) is a toxin mediated inflammation leading to diarrhoea and colitis, most
commonly occurring in the hospital environment. A disturbed balance in the gut microbiota, usually resulting
from antibiotic treatment, is needed for a successful colonization of the gastrointestinal tract (GIT) with C. diffi-
cile and the development of the infection'.

The gut microbiota provides colonization resistance against C. difficile via different mechanisms. Inhibition
of growth or spore germination can be achieved through biotransformation of primary bile acids®*, as well as
pH reduction through organic acid production>®. Other modes of action include the alteration of adhesion of C.
difficile to enterocytes’, co-aggregation of probiotic strain (e.g. Lactobacillus reuteri) with pathogen® or simply
by competing for the adhesion sites. Selected fungal and bacterial strains were shown to decrease the activity
of C. difficile toxins TcdA and TcdB. In 1996, a serine protease was characterized from Saccharomyces boulardii
that inhibits toxin TcdA’, while more recently a protease with a similar effect was described in Bacillus clausii®®.
Disruption of C. difficile quorum sensing, a mechanism crucial for the regulation of toxin synthesis, can also lead
to a decrease in toxin activity'2.

Polyphenols are secondary plant metabolites found in abundance in food including different fruits, vegeta-
bles, seeds and herbs as well as in drinks such as coffee, tea and wine!®. They are currently extensively researched
because of their anti-oxidant and anti-inflammatory properties', but also exhibit beneficial effects on commensal
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bacterial groups while inhibiting the growth of potential pathogens, including C. difficile'>'®. Both blueberry and
pomegranate extracts used in this study were previously reported to promote the growth of gut commensal bac-
teria and inhibit potential pathogens'’~" or modulate gut community towards beneficial outcomes?-%2

The aim of this study was to test if pre-exposure to polyphenols under in vitro conditions could affect micro-
bial communities leading to the alleviation of the negative effects of antibiotics and subsequent improvement of
colonization resistance against C. difficile. The in vitro system (MBRA) used in this study was previously shown to
be suitable for studies concerning C. difficile - microbiota interactions®.

Results

Different polyphenols and clindamycin modulate the bacterial community in distinct ways. In
the set of 24 mini-bioreactors (MBRAs) seeded with a pooled fecal sample from two healthy subjects, 3 were
treated with clindamycin alone, 3 with a different polyphenol extract (PE, blueberry or pomegranate) and 3 with
each polyphenol in combination with clindamycin (see Materials and Methods, Fig. 5). Pomegranate PE was used
as a modulating factor at two concentrations, 100 mg/L and 400 mg/L. Dose dependant changes are shown in
the Supplementary Fig. S1, while only the results obtained with modulation at the concentration of 400 mg/L are
presented in the main article. Three non-treated bioreactors were used as a control.

After a five-day microbiota incubation (Fig. 1a, day 5), we observed an expected decrease in bacterial richness
in all treatments compared to the samples before the flow initiation (day 0; Fig. 1a). In subsequent time points the
number of OTUs remained stable until experiment termination (14 days; Fig. 1a). Compared to the samples taken
before the initiation of the flow, we observed a post-modulation increase in the relative abundance of different
representatives of Bacteroidetes and the reduction of the remaining four major phyla found in the gut (Fig. 1b).
Some key gut microbiota commensals could not be detected in the system after the modulation phase, includ-
ing Bifidobacterium (OTU46 and OTU79), Akkermansia (OTU34) and multiple representatives of Clostridiales,
most prominently Faecalibacterium (OTU39). These were present in the initial samples before the initiation of
the flow at the average relative abundance of 0.8% (OTU46), 0.2% (Out79), 1.5% (OTU34) and 1.2% (OTU39).
A prior study using the MBRA system similarly reported the decrease or disappearance of certain Clostridiales
members including Faecalibacterium during the growth under similar continuous culture conditions, however in
this case Akkermansia successfully grew in the system?*.

Microbial composition was most affected by modulation with clindamycin (AMOVA, p < 0.001). Clindamycin
exposed microbiota profiles grouped together, while communities treated with PE only grouped closer to the
untreated controls (Bray-Curtis dissimilarity dendrogram, Fig. 2a). However, only minor clindamycin-associated
changes were observed at the phylum level (Fig. 2a), most prominently the increase in Bacteroidetes/Firmicutes
ratio (p < 0.001). The most significant differentially represented OTUs are shown in Fig. 2b, while the complete
LEfSe analysis is presented in Supplementary Fig. S1.

The highest number of unique OTUs was detected in the untreated control. Clindamycin as well as PEs
decreased bacterial richness when applied alone (number of unique OTUs, p < 0.001; Fig. 2¢). Interestingly, in
both combinations of clindamycin and PE (clindamycin + blueberry PE and clindamycin + pomegranate PE) the
number of detected OTUs decreased less compared to the bioreactors treated with clindamycin only (p < 0.001;
Fig. 2¢). Treatment with the pomegranate PE led to an increase in community evenness both alone and in com-
bination with clindamycin (Shannon evenness, p < 0.001; Fig. 2c). Treatment with blueberry PE on the other
hand further decreased community evenness when used in combination with clindamycin (Shannon evenness,
p < 0.001; Fig. 2c).

Blueberry and pomegranate PEs modulated the bacterial community in distinct ways (AMOVA, p < 0.001).
Several changes in microbial structure were however common to both PEs when compared to the control treat-
ment. These included the increase in Eubacterium (OTUS5) and Clostridium XIVa (OTU14) and decrease in
Collinsella (OTU43) and Clostridiales (OTU44). Other differentially represented OTUs were PE specific. Most
prominently, modulation with blueberry PE led to an increase in Clostridium XIVa (OTU3), Lachnospiraceae
(OTU7), Flavonifractor (OTU12), Eggerthella (OTU49) and unclassified Firmicutes (OTU55). Modulation with
pomegranate PE led to an increase in Ruminococcaceae (OTU27) and Clostridium IV (OTU67) (Fig. 1b). The
complete LEfSe analysis is shown in Supplementary Fig. S1.

The treatment of microbiota with PEs and clindamycin in combination resulted in specific patterns indicating
antagonistic and synergistic effects between the two. Most noteworthy we found bacterial groups which were
decreased after the exposure to clindamycin alone but were unaffected when PEs were used in combination
with clindamycin. Among these, blueberry PE minimized the adverse effect of clindamycin on Blautia (OTU16)
and Clostridium XVIII (OTU18). Pomegranate PE minimized the adverse effect of clindamycin on Bacteroides
(OTU10), Flavonifractor (OTU12) and Lachnospiraceae (OTU19). Both blueberry and pomegranate PEs alle-
viated the adverse effect of clindamycin on Clostridium XIVa (OTU9). On the other hand, we also observed a
synergistic effect of PEs and clindamycin. A combination of clindamycin and either PE resulted in a decrease in
Anaerotruncus (OTU100) which was unaffected when either PE or clindamycin were used individually (Fig. 2b).
Pomegranate effects at the lower PE concentration (100 mg/L) were in concordance with results observed at PE
concentration of 400 mg/L (Supplementary Fig. S1).

Colonization resistance to C. difficile decreased after polyphenol exposure. After the modula-
tion period we performed a 2 day wash out period in order to allow the communities to stabilize and to wash the
modulation factors (PEs and clindamycin) out of the system. From this point on the bioreactors were supplied
with medium without modulation factors. Subsequently, on day 7 we inoculated all bioreactors with C. difficile
vegetative cells at the final concentration of approximately 10° CFU/mL. The growth and cytotoxicity of C. difficile
were periodically measured for the next 7 days.
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Figure 1. Bioreactors supported the growth of stable communities. a Number of unique OTUs observed
throughout the experiment duration. Color indicates treatment with polyphenol extract (PE), dotted line
indicates treatments where clindamycin was used as modulating factor. Letters on the top indicate experimental
phase: M - modulation period, W - wash-out period and CD - post C. difficile inoculation period. b Box
presentation of the relative abundance of bacterial phyla shown for the samples before the flow initiation (before
flow, black) and for all remaining time points (after flow initiation, grey).

As expected, control (untreated) microbial communities exhibited colonization resistance against C. difficile
while in communities that were treated with clindamycin during the modulation period C. difficile grew suc-
cessfully (Fig. 3a). We hypothesised that PEs will modulate microbiota towards an increased resilience against
clindamycin induced changes resulting in colonization resistance in bioreactors exposed to the combination of
PE and clindamycin. Contrary to our expectations, C. difficile grew successfully in all treatments exposed to PEs
(alone and in combination with clindamycin) (Fig. 3a).

Several community characteristics correlated significantly with C. difficile growth (Fig. 3b). The number of
unique observed OTUs (community richness) was negatively correlated with C. difficile concentration (Pearson’s
r=—0.49, p-value <0.001). The two OTUs most significantly negatively correlated with C. difficile growth
were Collinsella (OTU43; Pearson’s r = —0.56, adjusted p-value <0.001) and Lachnospiraceae (OTU7; Pearson’s
r=—0.53, adjusted p-value <0.001) (Fig. 3b). The OTU most significantly positively correlated with C. diffi-
cile growth was Eubacterium (OTUS5; Pearson’s r = 0.41, adjusted p-value = 0.035) (Fig. 3b). No correlation was
observed with overall bacterial diversity (Shannon index). Detailed presentation of correlation patterns is availa-
ble in Supplementary Fig. S2. Additionally we report that neither PE used in this study exhibited any direct effect
on C. difficile growth or cytotoxicity at concentrations lower than 2000 mg/L (Supplementary Fig. S3).

A subset of the PE modulated microbial communities reduced cytotoxicity but did not affect
C. difficile growth. Cytotoxicity of bioreactor supernatants was measured by performing tests on two cell
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Figure 2. Polyphenols and clindamycin modulated microbiota in distinct ways. a Dendrogram presentation
of Bray-Curtis dissimilarities with the bar-plot presentation of the relative abundance of 3 dominant bacterial
phyla. Sample names are colored according to polyphenol extract (PE), that was used during the modulation
phase. Green indicates control treatment, blue exposure to blueberry PE and orange exposure to pomegranate
PE. Abbreviation “Cli” indicates exposure to clindamycin. b LE{SE analysis showing the comparison between
communities exposed to either PE, clindamycin or combination of both compared to the control treatment.
LDA values are presented as heat-plot with red indicating a decrease of specific OTU while blue an increase.
Letter before OTU taxonomy indicates taxonomic level: g - genus, f - family, o - order, p - phylum. ¢ Box
presentation of the number of unique OTUs and Shannon evenness according to the treatment.

lines, HT-29 (more sensitive to TcdA) and Vero (more sensitive to TcdB). Measurements from both cell lines were
correlated although the values were significantly lower for the HT-29 cell line (Fig. 3¢c). Two days after C. difficile
inoculation we additionally quantified TcdA and TcdB separately with an ELISA assay and the results are in con-
gruence with the cytotoxicity assays (Supplementary Figure S4).

The activity of toxins correlated with C. difficile growth (Pearson’s r =0.33 and 0.27, p-value = 0.001 and
0.009 for HT-29 and Vero, respectively). The exception was the bioreactor in which the microbiota was exposed
to pomegranate PE in combination with clindamycin (Fig. 3¢). Here, the relative cytotoxicity units per C. difficile
CFU (RCU/C. difficile CFU) were significantly lower in comparison to other treatments, which were exposed
to clindamycin during the modulation phase (p < 0.001). This indicated good C. difficile growth but a decrease
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Figure 3. C. difficile growth- and cytotoxicity-associated bacterial community characteristics. Timeline of C.
difficile growth (logl0 CFU/mL) (a) and cytotoxicity (log10 Relative Cytotoxicity Units (RCU)/C. difficile CFU)
shown for cell lines HT-29 and Vero, separately (c). Dotted line indicates exposure to clindamycin during the
modulation phase. b,d Pearson analysis of OTU correlation with C. difficile growth (b) and cytotoxicity (d). Red
color indicates negative correlation with either C. difficile growth or cytotoxicity while blue indicates a positive
correlation.

in cytotoxicity. Using the Pearson correlation test we identified OTUs which were correlated with the reduction
in cytotoxicity (Fig. 3d). We found that among the OTUs listed in Fig. 3d, an increase in either Clostridium
(OTU22) or Blautia (OTU16) corresponded to bioreactor specific reduction in cytotoxicity to the largest extent
(Supplementary Figure S5).

C. sporogenes decreases the activity of toxins TcdA and TcdB but does not impact C. difficile
growth. From the bioreactor content, we successfully isolated four bacterial strains which corresponded to
the OTUs correlated with the decrease in cytotoxicity. Using 16 S rRNA gene sequencing (Sanger method) we
identified these to be two distinct Clostridium sporogenes strains (MBRA strain 1 and 2), Clostridium oroticum
and Blautia sp. strain, corresponding to OTUs Clostridium (OTU22), a Clostridium XIVa (OTU33) and a Blautia
(OTU16), respectively.

Isolated strains were co-cultured with C. difficile to test their impact on C. difficile growth and cytotoxicity. The
C. sporogenes strain (MBRA strain 1) was able to decrease the activity of toxins per C. difficile CFU (p < 0.001)
while no impact on C. difficile growth was observed. No such effect was observed with Blautia sp. and C. oroticum
(Fig. 4). We additionally tested 7 distinct environmental C. sporogenes strains and observed the inhibitory effect
towards both C. difficile toxins TcdA and TcdB in all instances (Supplementary Figure S6).

Discussion
In the present study we have shown that an in vitro modulation of human fecal microbial communities in MBRAs
can lead to different C. difficile colonization-associated outcomes in a replicable manner. Contrary to our expec-
tations, modulation with PEs decreased colonization resistance against C. difficile. Growth of C. difficile and the
activity of toxins TcdA and TcdB were correlated with specific bacterial groups in a complex community. Further,
we have demonstrated a direct inhibitory effect of C. sporogenes on both C. difficile toxins TcdA and TcdB.
Blueberry and pomegranate PE modulated microbiota in a distinct manner, which was only partially in con-
cordance with previous published data'®?!. Discrepancies can result from different polyphenol extract compo-
sition and concentration as well as different microbial community and bioreactor characteristics, making these
studies difficult to compare. Contrary to our expectations both polyphenols modulated the microbial community
towards the loss of colonization resistance against C. difficile. The direct inhibitory effects of polyphenols on C.
difficile growth were previously reported'®. However, no previous studies concerning C. difficile colonization in
polyphenol modulated microbial communities (in vivo or in vitro) could be found. Unrelated to C. difficile, stud-
ies predominantly reported beneficial effects of polyphenols on commensal microbiota'®. However, our findings
suggest that polyphenols can have an adverse effect on some commensal bacterial groups, most importantly
different representatives from Clostridiales.
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Figure 4. C. difficile cytotoxicity per CFU after co-culture with different bacterial strains. C. sporogenes, C.
oroticum and Blautia sp. strains were isolated from MBRA content while Clostridium scindens and E. coli were
used as controls. Strains were tested in co-culture with C. difficile. Graph presents average measurements of
relative cytotoxicity units (Vero cells) per C. difficile CFU £ SD (n=3).
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Figure 5. Schematic presentation of the experiment design. a Time progression of the experiment with the
events noted on the timeline. Table below timeline shows at which time points were different tests performed.
b The setup of 24 bioreactors (8 unique treatments each done in triplicate) according to the modulation factors
used.

An important aspect is the concentration of supplemented polyphenols and the mode of delivery.
Concentrations used in our study were calculated as an approximation to a daily consumption of one tea spoon
of polyphenol extract in relation to an average lumen of an adult gastrointestinal tract. Similar concentrations
were also used by others in the past®?’. Also we supplied polyphenol extracts at a low dose continuously in the
media as oppose to the ingestion of the daily dose at once. Overall, it is difficult to simulate daily consumed doses
of polyphenol extract under laboratory conditions. Further concentration and application dependent effects of
polyphenol extract as well as in vivo studies are therefore required to assure safe implementation of polyphenols
in consumable products.

Both polyphenols showed synergistic and antagonistic effects with clindamycin towards different bacterial
groups, mainly representatives from Clostridiales. Antagonistic effects are rarely reported?-*°. Synergistic effects
are, on the other hand, more common and interesting because of the potential to decrease antibiotic doses during
infection treatment®'~3. These effects are commonly investigated on common pathogens; however, they should
also be investigated on commensal bacterial groups. Adverse synergistic effects affecting commensal clostridia are
interesting for future research because of their potential to stimulate the development of dysbiosis in susceptible
subjects.

The development of microbial communities was bioreactor-specific, diverging also among replicates of the
same treatment, as previously reported®. In the referenced study the authors discussed development and sta-
bility of communities in MBRA as well as possible reasons for differences among replicates into great detail.
Nevertheless, C. difficile colonization- and cytotoxicity-associated outcomes were in our case treatment specific
and bacterial community associations were highly significant.

Representatives of Lachnospiraceae and Collinsella were most prominently associated with the inhibition of
C. difficile growth, both in concordance with previously reported data. Members of Lachnospiraceae were high-
lighted as protective against development of CDI in patients after allogeneic hematopoietic stem cell transplanta-
tion** and were able to alleviate CDI-associated symptoms in germfree mice*. Collinsella was previously reported
to be decreased in CDI patients®®. Also, both Lachnospiraceae and Collinsella are known to participate in the
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biotransformation of bile acids®”-*. Despite this, the exact mechanism responsible for the observed associations
with C. difficile growth in our in vitro system could not be clarified with the available data.

Previously reported bacteria and fungi mediated suppression of C. difficile toxins*'****! does not include C.
sporogenes. Suppression of toxin activity mediated by a heat sensitive secondary metabolite has been observed for
Lactobacillus delbrueckii*®, L. lactis*' and Bacillus clausii®®. A serine protease producing Saccharomyces boulardii®
was shown (as a sole probiotic strain as well as in combination with bacterial probiotic strains) to be effective at
the prevention of primary CDI*>. However, probiotics with fungi are not recommended for pregnant women and
immune-compromised patients because of an elevated risk of fungemia*’. Commensal bacterial strains such as
C. sporogenes could in such cases present a safer alternative. We have not further examined the molecular basis
of the observed activity.

In conclusion, exposure of microbiota to blueberry and pomegranate PEs led to a decrease of colonization
resistance against C. difficile. Future in vivo studies are required; however, our results indicate that polyphenols are
strong microbiota modulators that also exhibit synergistic and antagonistic effects with clindamycin and should
therefore be further investigated for a safer use. In spite of this decrease in colonization resistance, pomegranate
PEs in some instances inhibited C. difficile toxin activity, likely by promoting expansion of C. sporogenes. C.
sporogenes was further shown to neutralize the cytotoxicity of the main C. difficile toxins TcdA and TcdB.

Materials and methods

Preparation of polyphenolic extracts. Ripe blueberries (Vaccinium myrtillus L.) were sampled in
Slovenia and stored for 7 days at —20 °C prior to the beginning of the extraction process. The method has been
already described* and is briefly presented here. Frozen samples (50 g) were homogenized in 150 mL of ice-cold
deoxygenated methanol, previously flushed for a few minutes by nitrogen. Homogenate was extracted for 3h by
shaking (Shaker EV403, Tehtnica, Zelezniki, Slovenia) in the dark at room temperature. The extract was centri-
fuged and the supernatant was stored at — 20 °C. The sediment was extracted again in 100 mL of deoxygenated
methanol for 2h in the dark at room temperature and the suspension was centrifuged. To completely remove
the methanol after polyphenol extraction, the sample was first dried in a Speed-Vac, then frozen at —80°C and
lyophilized. With this procedure we completely remove the organic solvents. Finally, both supernatants were
pooled, flushed with nitrogen for a few minutes and then stored at — 20 °C until analyzed**.

Pomegranate (Punica granatum L.) fruits were harvested in the normal ripening period in Istria (Marasi). The
pomegranate seeds or arils were separated from the peel and mesocarp. Different parts of pomegranate (meso-
carp, squeezed juice from arils and peel) were lyophilized and crushed to powder*. Here we used the ethanol
extracts from dry peels prepared by extracting lyophilized powdered peels in 70% ethanol for four hours. The
extracts were centrifuged and dried using rotary evaporation and lyophilization. Extracts were kept at —20°C
until needed. For experiments all extracts were dissolved in distilled sterile water to avoid the additional effect of
alcohol on microbiota

Minibioreactor arrays (MBRAs) experiment setup. The MBRA setup design and medium prepara-
tion used in this study is described in great detail in Auchtung et al.*é. Importantly, MBRAs allow a simulta-
neous running of 24 independent continuous flow bioreactors. Bioreactors have an internal volume of 25mL
and working volume of 15mL. The MBRAs were set in an anaerobic chamber under anaerobic atmosphere (5%
CO2-5% H2-90% N2) at a constant temperature of 37 °C. The media was continuously replenished, and waste
was removed at a flow rate of 1.875 mL/h. MBRA system is stationed on the magnetic stir plate allowing for a
constant stirring of the bioreactor slurry during operation.

Bioreactors were inoculated with a pooled stool sample from two subjects. The two fecal samples were ran-
domly selected from a bank of samples of anonymous donors between the ages of 18-65 who self-identified as
healthy and had not consumed antibiotics in the previous 6 months; the pool of anonymous donors included
samples from male and female donors. Stool sample collection and preparation before inoculation is described
in Auchtung et al.*. Stool sample collection was reviewed and approved by the Institutional Review Board from
Michigan State University and all the study procedures were carried out in accordance with relevant guidelines.
All individuals donating samples provided informed consent prior to donation.

After inoculation the communities were left to stabilize in MBRAs for 24 h without flow (Fig. 5a). Prior pub-
lication using the same system determined that the period of 24 h was sufficient for stabilization based on the
changes in microbial diversity*!. After the flow initiation, bioreactors were supplied with different combinations
of modulating factors added into the BDM medium* resulting in 8 unique treatments, each done in a triplicate
(Fig. 5b). Reactor medium was buftered with phosphate buffer and 5% CO,/0.2% bicarbonate buffering system.
Previous experiments have demonstrated that this buffering system is sufficient to buffer from pH changes due
to metabolism of 10X excess of complex carbohydrates compared to what was used in the medium. Antibiotic
clindamycin and two polyphenolic extracts (PE; blueberry and pomegranate) were used as modulating factors.
Physico-chemical transformation of media and modulating factors during the supplementation of bioreactors
was not investigated. Clindamycin was used at a final concentration of 250 mg/L, blueberry polyphenolic extract
was used at a final concentration of 400 mg/L and pomegranate polyphenolic extract was used at two concentra-
tions, 100 mg/L and 400 mg/L. Solution of polyphenolic extracts was prepared in dH,O. The modulation with
PEs was initiated simultaneously with the flow for the next 5 days, while the modulation with clindamycin was
initiated 1 day later for the next 4 days (Fig. 5a).

After the modulation period, MBRAs were supplied with BDM medium for 2 days (wash out period) in
order to stabilize communities and wash out the modulating factors from bioreactor content. Subsequently we
inoculated all bioreactors with the C. difficile culture (CD2015; ribotype 027) at the final concentration of approx-
imately 10° vegetative cells/mL. For the next 7 days each bioreactor was periodically sampled. We tested the C.
difficile growth, sporulation and cytotoxicity as well as bacterial community composition (Fig. 5a).
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We did not measure the basal concentrations of polyphenols in the donor’s feces or measure the
polyphenols-derived metabolites produced in the bioreactors.

Measurement of C. difficile cell concentration. Total number of colony forming units (CFU) was deter-
mined by plating serial dilutions of bioreactor content onto the C. difficile selective media TCCFA with 50 pg/ml
rifampicin and 20 pg/ml erythromycin.

Cytotoxicity test for semi-quantitative measurement of the activity of C. difficile toxins TcdA
andTcdB. A cytotoxicity test was performed on HT-29 cells (more sensitive to TcdA) and Vero cells (more
sensitive to TcdB). Frozen culture (—80°C) of either cell line HT-29 or Vero was thawed in a water bath (37°C
for 5min). The content (1 mL) was combined with 5 mL of fresh medium (DMEM (Gibco) + 10% fetal bovine
serum (FBS) at 37°C) in the cell culture flask (25 cm?). Cell culture was incubated at 5% CO, and 37 °C. After the
formation of a monolayer, cells were trypsinized and transferred to 75 cm? flasks with 9 mL of DMEM (Gibco) +
10% FBS and incubated at 5% CO, and 37 °C. Before preparing mature cells for the assay, cells were centrifuged
(5000 rpm for 5 min), counted to determine concentration and diluted with fresh DMEM (Gibco) + 10% FBS to
the final concentration of 5 x 10* cells /mL. The suspension was then aliquoted in the 96-well plate (100 uL per
well) and incubated for 24 h at 5% CO, and 37°C.

Supernatants for the assay were prepared by first centrifuging the bioreactor content (20000 rpm for 20 min)
and a subsequent filtration of the supernatant (0.2 pM filter, PES membrane). The five-fold serial dilutions of
supernatant were added to the formed cell monolayer and incubated 24 h at 5% CO, and 37°C.

The scoring of the cytotoxic effect was determined as follows: 1) no cell rounding effect (0 points), 2) from
approximately 30% to 70% of cells were rounded (0.5 points) and 3) more than 70% of cells were rounded (1
point). Each score was subsequently used as an exponent to the base 10 to obtain relative cytotoxicity units
(RCUs).

Detection of C. difficile toxins TcdA and TcdB with commercial test. Each toxin separately was
additionally quantified with the TGC-E002-1 kit (tgcBIOMICS, Germany) according to the recommended pro-
tocol. The concentration of each toxin was determined based on a standard dilution curve, obtained with purified
toxins TcdA and TcdB provided in the kit.

16S rRNA gene sequencing of MBRA bacterial communities. MBRA content samples (1 mL) were
centrifuged at 14000 rpm for 1 min to obtain a pellet, which was stored at —80 °C until further use. Total DNA
was extracted with QIAamp DNA Mini kit (QIAGEN) using a modified protocol. Pellets were re-suspended using
360 L of buffer ATL and homogenized in MagnaLyser (Roche) at 7000 rpm for 70s. Next, 40 pL of proteinase K
was added followed by an incubation at 55°C (1 h). In the next step 200 pL of buffer AL was added followed by
an incubation at 70 °C (30 min). After the addition of 200 pL of 96-100% ethanol the content was transferred into
column tubes and the subsequent steps followed the protocol provided in QIAamp DNA Mini kit. Extracted DNA
was stored at —80°C until further use.

Bacterial community structure was determined by sequencing the V3V4 variable region of the 16 S
rRNA gene. Libraries were prepared according to the 16 S Metagenomic Sequencing Library Preparation
(Illumina) protocol using the primer pair Bakt_341F (5'-CCTACGGGNGGCWGCAG-3’) - Bakt_805R
(5-GACTACHVGGGTATCTAATCC-3') (approximately 460 bp fragment*’). Sequencing was performed on the
Mlumina MiSeq platform (paired-end sequencing, 2 x 300 bp).

Sequence data analysis and statistics. Quality filtering was performed using mothur (v.1.36.1)* follow-
ing the protocol recommended in Kozich ef al.®. Silva reference base (Release 123) was used for the alignment.
Chimeras were identified using mothur implemented UCHIME algorithm. Taxonomy was inferred using the
RDP training set (v.12) provided by mothur implementing 0.80 bootstrap value.

We obtained a total of 7576427 reads (min: 14453, max: 81825, average per sample: 39460.56). We removed
reads which were present at the overall abundance lower than 0.01% and rarefied the number of reads to 14000
reads per sample using random sampling implemented in mothur.

Downstream analysis was performed in mothur (calculation of alpha diversity indices (Shannon index,
Shannon evenness index), beta diversity indices (Bray-Curtis and AMOVA testing) and population-level analysis
(linear discriminant analysis effect size, LEfSe)*’. Remaining statistics were performed in R environment (version
3.1.3)°! using packages ‘vegan’>2. All graphical presentations were made in R environment with package ‘ggplot2’>}
except Fig. 5, which was created in PowerPoint (Microsoft).

Testing the effect of different strains on C. difficile growth and cytotoxicity. Three C. difficile
strains were used in testing, all belonging to the ribotype 027. These included C. difficile strain used in the MBRA
experiment (CD2015) and two strains from NLZOH collection (ZZV12-4777 and ZZV14-5907). C. difficile
strains were tested in combination with four strains that were successfully isolated from bioreactor contents. These
included two C. sporogenes strains, C. oroticum and Blautia sp. strains. Identification was performed with Sanger
sequencing of the entire 16 S rRNA gene. Sanger sequencing was performed using the universal bacterial primer
pair 27fevb (5-GAGAGTTTGATCCTGGCTCAG-3') - 1495revb (5'-CTACGGCTACCTTGTTACGA-3) on
the Applied Biosystems 3500 Series Genetic Analyzer (Thermo Fisher Scientific) according to the previously
published protocol®’. Sequences were subsequently compared to the MiSeq reads. With high certainty we were
able to show that these strains correspond to Clostridium (OTU22), a Clostridium XIVa (OTU33) and a Blautia
(OTU16), respectively. Growth curves for all strains tested were determined by absorbance measurement at OD
600 nm.
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Co-culturing assay was performed in 6-well plates with 5 mL working volume. The overnight culture (24 h) of
the in vitro C. difficile strain and the bacterial strain under investigation (C. sporogenes, C. oroticum and Blautia
sp.) (50pL) was added to 5mL of anaerobic Wilkins-Chalgren Anaerobe Broth (WCAB). After 24 h incubation
at 37°C in anaerobic atmosphere we sampled 1 mL. Total CFU count was performed by plating serial dilutions
on CHROMID C. difficile (BioMerieux). Cytotoxicity assay was performed as described above but only on cell
line Vero.

Three C. difficile strains and nine C. sporogenes strains were additionally tested for the effect of cell-free C.
sporogenes supernatants on C. difficile toxins TcdA and TedB. Two C. sporogenes strains were isolated from biore-
actor slurry (MBRA strain 1 and 2) while seven were obtained from NLZOH collection. C. difficile strains were
cultured overnight (24h). C. sporogenes strains were sampled after 48 h cultivation. Samples were filter sterilized
(PES membrane, 0.2 uM, Sarstedt). Combinations of C. difficile/C. sporogenes supernatants (1:1 volume ratio)
were incubated for 12h at 37°C in anaerobic conditions with shaking. TcdA and TcdB toxin activities were quan-
titatively measured with ELISA test (TGC-E002-1, tgcBIOMICS).

Data availability

The datasets supporting the conclusions of this article are available in the form of combined paired
end reads (contigs) on the Metagenomics RAST (MG-RAST) database server (http://metagenomics.
anl.gov/) under the project access number mgp90214 (https://www.mg-rast.org/mgmain.
html?mgpage=project&project=mgp90214).

Received: 13 January 2020; Accepted: 21 April 2020;
Published online: 20 May 2020

References

1. Martin, J. S. H., Monaghan, T. M. & Wilcox, M. H. Clostridium difficile infection: epidemiology, diagnosis and understanding
transmission. Nat. Rev. Gastroenterol. Hepatol. 13, 206-216 (2016).

2. Buffie, C. G. et al. Precision microbiome reconstitution restores bile acid mediated resistance to Clostridium difficile. Nature 517,
205-208 (2014).

3. Winston, J. A. & Theriot, C. M. Impact of microbial derived secondary bile acids on colonization resistance against Clostridium
difficile in the gastrointestinal tract. Anaerobe 41, 44-50 (2016).

4. Sorg, J. A. & Sonenshein, A. L. Chenodeoxycholate is an inhibitor of Clostridium difficile spore germination. J. Bacteriol. 191,
1115-1117 (2009).

5. Fredua-Agyeman, M., Stapleton, P, Basit, A. W., Beezer, A. E. & Gaisford, S. I vitro inhibition of Clostridium difficile by commercial
probiotics: A microcalorimetric study. Int. J. Pharm. 517, 96-103 (2017).

6. Schoster, A. et al. In vitro inhibition of Clostridium difficile and Clostridium perfringens by commercial probiotic strains. Anaerobe
20, 36-41 (2013).

7. Zivkovic, M. et al. Capability of exopolysaccharide-producing Lactobacillus paraplantarum BGCG11 and its non-producing
isogenic strain NB1, to counteract the effect of enteropathogens upon the epithelial cell line HT29-MTX. Food Res. Int. 74, 199-207
(2015).

8. Dicks, L. M. T,, Botha, M., Loos, B. & Smith, C. Adhesion of Lactobacillus reuteri strain Lr1 to equine epithelial cells and competitive
exclusion of Clostridium difficile from the gastro-intestinal tract of horses. Ann. Microbiol. 65, 1087-1096 (2015).

9. Castagliuolo, I., LaMont, J. T., Nikulasson, S. T. & Pothoulakis, C. Saccharomyces boulardii protease inhibits Clostridium difficile
toxin A effects in the rat ileum. Infect. Immun. 64, 5225-5232 (1996).

10. Ripert, G. et al. Secreted Compounds of the Probiotic Bacillus clausii Strain O/C Inhibit the Cytotoxic Effects Induced by
Clostridium difficile and Bacillus cereus Toxins. Antimicrob. Agents. Chemother. 60, 3445-3454 (2016).

11. Yun, B, Oh, S. & Griffiths, M. W. Lactobacillus acidophilus modulates the virulence of Clostridium difficile. J. Dairy. Sci. 97,
4745-4758 (2014).

12. Martin-Verstraete, L, Peltier, ]. & Dupuy, B. The regulatory networks that control Clostridium difficile toxin synthesis. Toxins (Basel)
8, E153 (2016).

13. Ozdal, T. et al. The reciprocal interactions between polyphenols and gut microbiota and effects on bioaccessibility. Nutrients 8, 78
(2016).

14. Cory, H., Passarelli, S., Szeto, ., Tamez, M. & Mattei, J. The role of polyphenols in human health and food systems: A mini-review.
Front. Nutr. 5,87 (2018).

15. Duda-Chodak, A., Tarko, T., Satora, P. & Sroka, P. Interaction of dietary compounds, especially polyphenols, with the intestinal
microbiota: a review. Eur. J. Nutr. 54, 325-341 (2015).

16. Lee, H. C,, Jenner, A. M., Low, C. S. & Lee, Y. K. Effect of tea phenolics and their aromatic fecal bacterial metabolites on intestinal
microbiota. Res. Microbiol. 157, 876-884 (2006).

17. Howell, A. B. & D’Souza, D. H. The pomegranate: effects on bacteria and viruses that influence human health. Evid-Based Compl.
Alt. Med. 2013, 1-11 (2013).

18. Li, Z. et al. Pomegranate ellagitannins stimulate growth of gut bacteria in vitro: Implications for prebiotic and metabolic effects.
Anaerobe 34, 164-168 (2015).

19. Khalifa, H. O., Kamimoto, M., Shimamoto, T. & Shimamoto, T. Antimicrobial effects of blueberry, raspberry, and strawberry
aqueous extracts and their effects on virulence gene expression in vibrio cholerae. Phytother. Res. 29, 1791-1797 (2015).

20. George, N. S. et al. Pomegranate peel extract alters the microbiome in mice and dysbiosis caused by Citrobacter rodentium infection.
Food. Sci. Nutr. 7,2565-2576 (2019).

21. Jiao, X. et al. Blueberry polyphenols extract as a potential prebiotic with anti-obesity effects on C57BL/6 ] mice by modulating the
gut microbiota. J. Nutr. Biochem. 64, 88-100 (2019).

22. Lee, S. et al. Blueberry supplementation influences the gut microbiota, inflammation, and insulin resistance in high-fat-diet-fed rats.
J. Nutr. 148, 209-219 (2018).

23. Robinson, C. D., Auchtung, J. M., Collins, J. & Britton, R. A. Epidemic Clostridium difficile strains demonstrate increased
competitive fitness compared to nonepidemic isolates. Inf. Immun. 82, 2815-2825 (2014).

24. Auchtung, J. M., Robinson, C. D. & Britton, R. A. Cultivation of stable, reproducible microbial communities from different fecal
donors using minibioreactor arrays (MBRAs). Microbiome 3, 42 (2015).

25. Kawabata, K., Sugiyama, Y., Sakano, T. & Ohigashi, H. Flavonols enhanced production of anti-inflammatory substance(s) by
Bifidobacterium adolescentis: prebiotic actions of galangin, quercetin, and fisetin. Biofactors 39, 422-429 (2013).

26. Duda-Chodak, A. The inhibitory effect of polyphenols on human gut microbiota. J. Physiol. Pharmacol. 63, 497-503 (2012).

SCIENTIFIC REPORTS |

(2020) 10:8358 | https://doi.org/10.1038/s41598-020-65253-0


https://doi.org/10.1038/s41598-020-65253-0
http://metagenomics.anl.gov/
http://metagenomics.anl.gov/
https://www.mg-rast.org/mgmain.html?mgpage=project&project=mgp90214
https://www.mg-rast.org/mgmain.html?mgpage=project&project=mgp90214

www.nature.com/scientificreports/

27.
28.
29.
30.
31.
32.
33.
34.
35.
36.
37.
38.
39.
40.
41.
42.
43.
44.
45.
46.
47.
48.
49.
50.
. R Core Team R: A language and environment for statistical computing. R Foundation for Statistical Computing, Vienna, Austria.
52.

. Wickham, H. ggplot2. Wiley Interdiscip. Rev. Comput. Stat. 3, 180-185 (2011).
54.

Cueva, C. et al. In vitro fermentation of grape seed flavan-3-ol fractions by human faecal microbiota: changes in microbial groups
and phenolic metabolites. FEMS Microbiol. Ecol. 83,792-805 (2013).

Denny, B. J., West, P. W. J. & Mathew, T. C. Antagonistic interactions between the flavonoids hesperetin and naringenin and beta-
lactam antibiotics against Staphylococcus aureus. Br. J. Biomed. Sci. 65, 145-147 (2008).

Neyestani, T. R., Khalaji, N. & Gharavi, A. Black and green teas may have selective synergistic or antagonistic effects on certain
antibiotics against Streptococcus pyogenes in vitro. J. Nutr. Environ. Med. 16, 258-266 (2007).

Basri, D. E, Xian, L. W,, Abdul Shukor, N. I. & Latip, J. Bacteriostatic antimicrobial combination: antagonistic interaction between
Epsilon-Viniferin and vancomycin against methicillin-resistant Staphylococcus aureus. BioMed Res. Int. 2014, 461756 (2014).
Miklasinska-Majdanik, M., Kepa, M., Wojtyczka, R. D., Idzik, D. & Wasik, T. J. Phenolic compounds diminish antibiotic resistance
of staphylococcus aureus clinical strains. Int. J. Environ. Res. Public. Health. 15, E2321 (2018).

Sanhueza, L. et al. Synergistic interactions between phenolic compounds identified in grape pomace extract with antibiotics of
different classes against Staphylococcus aureus and Escherichia coli. PLoS One 12, 0172273 (2017).

Eumkeb, G., Sakdarat, S. & Siriwong, S. Reversing (3-lactam antibiotic resistance of Staphylococcus aureus with galangin from
Alpinia officinarum Hance and synergism with ceftazidime. Phytomedicine 18, 40-45 (2010).

Lee, Y. J. et al. Protective factors in the intestinal microbiome against Clostridium difficile infection in recipients of allogeneic
hematopoietic stem cell transplantation. J. Infect. Dis. 215, 1117-1123 (2017).

Reeves, A. E., Koenigsknecht, M. J., Bergin, I. L. & Young, V. B. Suppression of Clostridium difficile in the gastrointestinal tracts of
germfree mice inoculated with a murine isolate from the family Lachnospiraceae. Infect. Immun. 80, 3786-3794 (2012).

Milani, C. et al. Gut microbiota composition and Clostridium difficile infection in hospitalized elderly individuals: a metagenomic
study. Sci. Rep. 6, 1-12 (2016).

Theriot, C. M., Bowman, A. A. & Young, V. B. Antibiotic-induced alterations of the gut microbiota alter secondary bile acid
production and allow for Clostridium difficile spore germination and outgrowth in the large intestine. mSphere 1, e00045-15 (2016).
Song, Z. et al. Taxonomic profiling and populational patterns of bacterial bile salt hydrolase (BSH) genes based on worldwide human
gut microbiome. Microbiome 7,9 (2019).

Mullish, B. H. et al. Microbial bile salt hydrolases mediate the efficacy of faecal microbiota transplant in the treatment of recurrent
Clostridioides difficile infection. Gut 10, 1791-1800 (2019).

Banerjee, P., Merkel, G. J. & Bhunia, A. K. Lactobacillus delbrueckii ssp. bulgaricus B-30892 can inhibit cytotoxic effects and
adhesion of pathogenic Clostridium difficile to Caco-2 cells. Gut Pathog. 1, 8 (2009).

Bolla, P. A., Carasi, P, Serradell, M., de los, A. & De Antoni, G. L. Kefir-isolated Lactococcus lactis subsp. lactis inhibits the cytotoxic
effect of Clostridium difficile in vitro. J. Dairy. Res. 80, 96-102 (2013).

McFarland, L. V. Probiotics for the primary and secondary prevention of C. difficile infections: A meta-analysis and systematic
review. Antibiotics 4, 160-178 (2015).

Dauby, N. Risks of Saccharomyces boulardii-containing probiotics for the prevention of Clostridium difficile infection in the elderly.
Gastroenterology 153, 1450-1451 (2017).

Moze, S. et al. Phenolics in Slovenian bilberries (Vaccinium myrtillus L.) and blueberries (Vaccinium corymbosum L.). J. Agric.
Food. Chem. 59, 6998-7004 (2011).

Visnjevec, A. M. et al. Genetic, biochemical, nutritional and antimicrobial characteristics of pomegranate (Punica granatum L.)
grown in Istria. Food Tech. Biotech. 55, 151-163 (2017).

Auchtung, J. M., Robinson, C. D., Farrell, K. & Britton, R. A. MiniBioReactor arrays (MBRAs) as a tool for studying C. difficile
physiology in the presence of a complex community. Methods Mol. Biol. 1476, 235-258 (2016).

Klindworth, A. et al. Evaluation of general 16S ribosomal RNA gene PCR primers for classical and next-generation sequencing-
based diversity studies. Nucleic Acids Res. 41, el (2013).

Schloss, P. D. et al. Introducing mothur: open-source, platform-independent, community-supported software for describing and
comparing microbial communities. Appl. Environ. Microbiol. 75,7537-7541 (2009).

Kozich, J. J., Westcott, S. L., Baxter, N. T., Highlander, S. K. & Schloss, P. D. Development of a dual-index sequencing strategy and
curation pipeline for analyzing amplicon sequence data on the MiSeq Illumina sequencing platform. Appl. Environ. Microbiol. 79,
5112-5120 (2013).

Segata, N. et al. Metagenomic biomarker discovery and explanation. Genome Biol. 12, R60 (2011).

URL https://www.R-project.org/. (2018).
Oksanen, J. et al. The vegan package. Community ecology package 10, 631-637 (2007).

Bianciotto, V. et al. An obligately endosymbiotic mycorrhizal fungus itself harbors obligately intracellular bacteria. Appl. Environ.
Microbiol. 62, 3005-3010 (1996).

Acknowledgements

The authors would like to acknowledge Kylie Farrell for contributions and technical support with MBRA
operation and other laboratory tests at Baylor College of Medicine. MR is supported by Slovenian Research
Agency grant P3-0387. AM was partially supported by FEMS Research Grant (FEMS-RG-2016-0048).

Author contributions

A.M. has performed experiments, sequencing, data analysis, and was major contributor in writing the manuscript;
J.A. has provided guidance and technical support at MBRA experiment design and operation, she contributed
to data interpretation and manuscript preparation; N.P.U. has provided polyphenol extracts and contributed to
manuscript preparation; R.A.B. has participated in the design of the study, data interpretation and manuscript
preparation; M.R. has participated in the design of the study, has contributed to data interpretation and was major
contributor in writing the manuscript. All authors read and approved the final manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-65253-0.

Correspondence and requests for materials should be addressed to M.R.

SCIENTIFIC REPORTS |

(2020) 10:8358 | https://doi.org/10.1038/s41598-020-65253-0


https://doi.org/10.1038/s41598-020-65253-0
https://www.R-project.org/
https://doi.org/10.1038/s41598-020-65253-0

www.nature.com/scientificreports/

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

M | jcense, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2020

SCIENTIFICREPORTS|  (2020) 10:8358 | https://doi.org/10.1038/s41598-020-65253-0


https://doi.org/10.1038/s41598-020-65253-0
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Microbiota in vitro modulated with polyphenols shows decreased colonization resistance against Clostridioides difficile but ...
	Results

	Different polyphenols and clindamycin modulate the bacterial community in distinct ways. 
	Colonization resistance to C. difficile decreased after polyphenol exposure. 
	A subset of the PE modulated microbial communities reduced cytotoxicity but did not affect C. difficile growth. 
	C. sporogenes decreases the activity of toxins TcdA and TcdB but does not impact C. difficile growth. 

	Discussion

	Materials and methods

	Preparation of polyphenolic extracts. 
	Minibioreactor arrays (MBRAs) experiment setup. 
	Measurement of C. difficile cell concentration. 
	Cytotoxicity test for semi-quantitative measurement of the activity of C. difficile toxins TcdA and TcdB. 
	Detection of C. difficile toxins TcdA and TcdB with commercial test. 
	16S rRNA gene sequencing of MBRA bacterial communities. 
	Sequence data analysis and statistics. 
	Testing the effect of different strains on C. difficile growth and cytotoxicity. 

	Acknowledgements

	Figure 1 Bioreactors supported the growth of stable communities.
	Figure 2 Polyphenols and clindamycin modulated microbiota in distinct ways.
	Figure 3 C.
	Figure 4 C.
	Figure 5 Schematic presentation of the experiment design.




