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Culturomics revealed the bacterial
constituents of the microbiota
of a 10-year-old laboratory
culture of planarian species S.
mediterranea

Luis Johnson Kangale'?, Didier Raoult>3*, Pierre-Edouard Fournier?** & Eric Ghigo%***

The planarian species Schmidtea mediterranea is a flatworm living in freshwater that is used in

the research laboratory as a model to study developmental and regeneration mechanisms, as

well as antibacterial mechanisms. However, the cultivable microbial repertoire of the microbes
comprising its microbiota remains unknown. Here, we characterized the bacterial constituents of

a 10-year-old laboratory culture of planarian species S. mediterranea via culturomics analysis. We
isolated 40 cultivable bacterial species, including 1 unidentifiable species. The predominant phylum
is Proteobacteria, and the most common genus is Pseudomonas. We discovered that parts of the
bacterial flora of the planarian S. mediterranea can be classified as fish pathogens and opportunistic
human pathogens.

The microbiota is a complex ecology of an organism that varies greatly with time and lifestyles and between
individuals, making it difficult to measure its implications in the organism’s immune response. Numerous model
organisms (fruit fly, nematode, zebrafish, honey bee, hydra, squid)! have been used to investigate the implications
of the microbiota in the antimicrobial response. To date, there is increasing evidence that microbiomes play a role
in animal immune function. Indeed, axenic animals show reduced expression of several immune effectors and are
more susceptible to microbial pathogens than non-axenic animals. The efficiency of the immune response of the
animal differs with the composition of the microbiota. Some microbial taxa or microbial communities promote
inflammation, while others foster immune tolerance and host health*?. Similarly, the diversity of the bacterial
population of the microbiota causes the microbiota to play various roles in chronic inflammatory disease and
autoimmune diseases*?, in oncogenesis and tumour progression, and in limiting colonization and invasion by
microbes (bacteria, fungi, parasites) through the alteration of nutrient metabolite production or by secreting
antimicrobial peptides”®. In addition, microbiota flora participate in the production of various metabolites*'’,
which are an important source of energy that improve the function of the intestinal barrier'!2

Immortal planaria (Plathyhelminthes) are known for its ability to regenerate an entire organism from a tissue
fragment. The regeneration ability of planarians has been intensively investigated'*-!>. Planarians have a world-
wide distribution and live in a wide range of natural habitats, such as lakes, ponds, and rivers'. In the environ-
ment, planarians exist primarily as flesh-eating animals, though they also feed on detritus, fungi, and bacterial”.
Due to their diet and habitat, planarians are exposed to a wide range of microbes and are able to survive this
exposure. The ease of handling planarians and the application of loss-of-function genetic approaches in these
organisms make them a valuable model system to investigate immune response’®.

The use of the laboratory planarian species Schmidtea mediterranea has shown that planarians are power-
ful tools to identify evolutionarily conserved antibacterial response mechanisms. Indeed, the use of Schmidtea
mediterranea has revealed that planarians represent a remarkable system with an unmatched capacity to fight
infectious agents, including Staphylococcus aureus, Mycobacterium tuberculosis, and Legionella pneumophila,
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indicating the presence of remarkably efficient but uncharacterized innate immunity'®. Notably, it has also been
reported that planarians are able to overcome fungal infection. Several new components of the innate immune
system that are conserved in humans and absent from Ecdysozoa (e.g., flies and nematodes) were discovered by
studying this model organism'®*. As an example, Membrane Occupation and Recognition Nexus (MORN) repeat-
containing-2 (MORN?2) has been identified to be a component of LC3 (light chain 3)-associated phagocytosis'®.
Also the role of leukotriene A4 hydrolase, a pro-inflammatory lipid mediator?! timeless (circadian clock machin-
ery)** in S. aureus clearance has been demonstrated. In-silico analysis revealed that despite the identification and
characterization of the repertoire of TIR domain-containing proteins in planarian species S. mediterranea, TLRs
are absent from S. mediterranea®, and planarian stem cells are able to drive a sensitized antibacterial response
through axis PGRP-2/setd8 methyltransferase signalling*. Very recently, it has been demonstrated that GILT
(gamma interferon inducible lysosomal thiol reductase) is crucial to the antimicrobial response of planarians
against gram-negative microbes?.

However, the use of planarians for studies of antimicrobial response requires a deeper knowledge of their
microbial repertoire. Interestingly, all these studies have been performed using planarians kept in the laboratory
for several years'®1%22-24 The contribution of the microbiota to the antimicrobial response of laboratory strains
of planarians has not been investigated.

Microbiota can be investigated using metagenomics and/or culturomics. Metagenomics allows uncultured
bacteria to be identified. It connects microbial signatures with a physiological condition or disease because the
abundance of each taxon can be determined. Moreover, microbial species can be grouped without taxonomic
assignment. Shotgun sequencing enables us to define the function of microbial communities via the analysis of
genomes and coding capacity. Although metagenomics enables uncultured bacteria to be identified, in contrast
to culturomics, metagenomics cannot allow functional analysis since bacteria are not cultivated. New species
cannot be taxonomically validated since functional analysis cannot be performed, and bacterial strains cannot
be officially deposited. Moreover, methods used for metagenomics are limited by the heterogeneity of the proto-
cols used. As Lagier et al.?® wrote, “discrepant results can be obtained depending on the method used to extract
DNA or the primers that are used for amplification. The variety of methodologies proposed for bioinformatics
analyses (for example, operational taxonomic unit clustering, taxonomic assignment or statistical analysis) can
substantially affect the results. Sequencing methods cannot discriminate between live bacteria and transient
DNA, and despite recent progress, they cannot easily detect minority populations”.

In contrast to metagenomics, culturomics is a culture-based approach that uses multiple culture conditions,
matrix-assisted laser desorption-ionization time of flight-mass spectrometry (MALDI-TOF MS) and complete
16S rRNA gene sequencing for the identification of bacterial species®. In addition, since bacteria are cultivated,
culturomics allows for functional analysis, new species can be taxonomically validated, and new bacterial spe-
cies can be officially deposited.

The goal of our study is to report the cultivable bacteria comprising the microbiota of a 10-year-old laboratory
planarian reference species, Schmidtea mediterranea, to define a standard microbiota. This will, in the near future,
give the scientific community the possibility to investigate, through the use of laboratory Schmidtea mediter-
ranea, the implications of the cultivable bacteria detected in the antimicrobial response of planarians. For this
purpose, the microbiota of laboratory Schmidtea mediterranea strains was analysed by a culturomic approach.

Our data highlight the presence of 40 bacterial species in the 10-year-old laboratory planarian reference spe-
cies Schmidtea mediterranea used to investigate antimicrobial response. One species remains to be identified, and
4 species have been described to date only in planarians. The predominant phylum in the microbiota flora of S.
mediterranea is Proteobacteria, and the most common genus is Pseudomonas. The flora of laboratory Schmidtea
mediterranea strain is shared with several simple animal models, along with the environment, fish, and humans.

Results

Using the culturomics approach to determine the bacterial communities of S. mediterranea starved for 2 weeks
allowed us to isolate and identify (by MALDI-TOF or 16 s RNA sequencing) a total of 40 bacterial species after
1 to 4 days of culturing at temperatures of 19 °C, 28 °C, and 37 °C on the following media: LB agar, COS, and
BCYE. These bacterial species corresponded to 4 bacterial phyla: Proteobacteria, Bacteroidetes, Actinobacteria,
and Firmicutes (Fig. 1A, Table 1, Table S1). The phenotypic characteristics of the colonies of the identified bacte-
rial species are reported in Table S2 along with their growth conditions. In the laboratory S. mediterranea, the
dominant phylum, accounting for 60% of all phyla, is Proteobacteria, and the less represented phyla (10%) are
Actinobacteria and Firmicutes. The phylum Bacteroides accounted for 20% (Fig. 1A, Table 1). There was a pre-
dominance of gram-negative bacteria (82.5%), while gram-positive bacteria represented 17.5% of the bacterial
population (Fig. 1B). The most common genus found in the bacterial population was Pseudomonas, accounting
for 15% (Fig. 1C, Table 1).

The bacterial communities of the planarian S. mediterranea were distributed as follows: 72.5% of bacterial
species colonized the gut, 5% the mucus, and 22.5% both the mucus and gut (Fig. 2A, Table S3). Two gram-
negative bacterial species, Vogesella urethralis and Shinella zoogloeoides, both of which are from the phylum
Proteobacteria, are specific to the S. mediterranea mucus (Fig. 2B,C, Table S3). Whereas four phyla (29 bacterial
strains in total) were found within the gut of S. mediterranea, only three phyla (Proteobacteria, Bacteroidetes,
and Firmicutes, represented by 9 bacterial strains) were present in both the gut and mucus (Fig. 2B,C, Table S3).
Among the 40 bacterial species isolated, 1 is a nonclassified or putative new species of Pseudomonas from the
phylum Proteobacteria and must be characterized by taxonogenomic methods in the near future. In addition, 4
bacterial species have been recently identified as new bacterial species: Chryseobacterium schmidteae”, Pedobacter
ghigonii®®, and Pedobacter schmidteae® from the phylum Bacteroidetes, as well as Metabacillus schmidteae from
the phylum Firmicutes®.
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Figure 1. Bacterial composition of the microbiota of the laboratory strain S. mediterranea starved for

2 weeks. (A) Culturomics analysis of S. mediterranea followed by identification by MALDI TOF and 16S RNA
sequencing revealed the phyla of the bacteria forming the microbiota of the animals (see also Table S1). (B) The
nature of the bacterial membrane was determined by gram staining colouration. (C) The representativeness of
each bacterial species is illustrated. Five experiments were each performed on ten individual worms.
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Species Phyla Gram
Corynebacterium lipophiloflavum Actinobacteria | +
Microbacterium oxydans Actinobacteria | +
Micrococcus luteus Actinobacteria | +
Micrococcus yunnanensis Actinobacteria | +
Chryseobacterium balustinum Bacteroidetes -
Chryseobacterium schmidteae Bacteroidetes -
Chryseobacterium scophthalmum Bacteroidetes -
Flavobacterium oncorhynchi Bacteroidetes -
Flavobacterium tructae Bacteroidetes -
Pedobacter ghigonii Bacteroidetes -
Pedobacter schmidteae Bacteroidetes -
Pedobacter wanjuense Bacteroidetes -
Metabacillus schmidteae Firmicutes -
Staphylococcus capitis Firmicutes +
Staphylococcus epidermidis Firmicutes +
Staphylococcus haemolyticus Firmicutes +
Acidovorax wautersii Proteobacteria | —
Acinetobacter bereziniae Proteobacteria | —
Acinetobacter guillouiae Proteobacteria | —
Aeromonas hydrophila Proteobacteria | —
Aeromonas veronii Proteobacteria | —
Agrobacterium tumefaciens Proteobacteria | —
Comamonas aquatilis Proteobacteria | —
Comamonas testosteroni Proteobacteria | —
Delftia acidovorans Proteobacteria | —
Ensifer adhaerens Proteobacteria | —
Pseudomonas anguilliseptica Proteobacteria | —
Pseudomonas brenneri Proteobacteria | —
Pseudomonas fluorescens Proteobacteria | —
Pseudomonas gessardii Proteobacteria | —
Pseudomonas huaxiensis Proteobacteria | —
Pseudomonas sp. Marseille-Q1929 Proteobacteria | —
Rhizobium giardinii Proteobacteria | —
Shinella zoogloeoides Proteobacteria | —
Sphingomonas bisphenolicum Proteobacteria | —
Sphingomonas ginsenosidimutans Proteobacteria | —
Sphingomonas paucimobilis Proteobacteria | —
Variovorax paradoxus Proteobacteria | —
Vogesella urethralis Proteobacteria | —
Herminiimonas contaminans Proteobacteria | —

Table 1. Bacterial composition of the microbiota of the laboratory strain S. mediterranea starved for 2 weeks.
This table lists the bacteria identified in the planarian S. mediterranea microbiota as follows: species, phyla, and
nature of the membrane analysed by gram staining.

Next, we analysed the abundance of the identified bacterial species (Fig. 3, Table S4). Fifteen species were
detected in 40% of the S. mediterranea planarians tested, and 11 were detected in 20% of S. mediterranea planar-
ians. The other species are detected in between 60 and 100% of the planarians. This abundance was not correlated
with the phylum or the localization of the bacteria within planarians (Fig. 3).

Next, we compared the microbiota of S. mediterranea starved for 1 week, 1 weeks, and four weeks (Table 2).
After 1 week of starvation, we identified 14 bacterial strains. This is in contrast to 2 and 4 weeks of starvation,
after which we found 40 bacterial strains. Bacterial strains detected after 1 week of starvation were also detected
after 2 and 4 weeks of starvation. The bacterial strains identified after 2 and 4 weeks of starvation were the same.
After 1 week of starvation, the phyla Proteobacteria and Bacteroidetes represented 50 and 43%, respectively, of
the bacterial strains present, while Actinobacteria represented less than 10%. After 1 week of starvation, the
Firmicutes are not represented like they are after 2 weeks and 4 weeks of starvation.

Finally, we analysed whether the microorganisms identified in the laboratory S. mediterranea strain were
shared with the environment, invertebrates, fish, and humans (Fig. 4, Table 3). We found that 32.50% of the
bacteria are shared with the environment (freshwater, soil, brackish water, and plants), 20% are shared with
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Figure 2. Bacterial distribution of the laboratory strain S. mediterranea starved for 2 weeks. (A) Distribution of
the bacterial communities of the planarian S. mediterranea, (B) Venn diagram highlighting the bacterial number
present in the gut and mucus epidermal (noted here as mucus), and the gut and epidermal mucus combined of
S. mediterranea, (C) representation of the distribution of the bacterial phyla in the gut, epidermal mucus (noted
here as mucus), and the gut and epidermal mucus combined of S. mediterranea. Five experiments were each
performed on ten individual worms (see also Table S3). Identical results were obtained for each experiment and
each worm tested.
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Figure 3. Abundance of the bacterial species identified in the laboratory strain of S. mediterranea starved
for 2 weeks. The abundance is expressed as a percentage of the bacterial species. Phyla are shown as follows:
Proteobacteria in red, Firmicutes in green, Bacteroidetes in blue, and Actinobacteria in black. Five experiments
were each performed on ten individual worms (see also Table S4). Identical results were obtained for each
experiment and each worm tested.
the environment and humans, 15% are shared with humans®'-*, 12.5% are shared with fish and have also been
described as fish pathogens®~*, 12.50% are shared with invertebrates?’>*4-%, and 2.5% (Herminiimonas sp.
Marseille-P9896) cannot be categorized because they are uncharacterized bacterial species. This last point illus-
trates the complexity of the microbiota of the laboratory S. mediterranea strain.

Taken together, these data show that the predominant phylum in the S. mediterranea laboratory planarian
flora is Proteobacteria, that the most common genus is Pseudomonas, and that planarians share microorganisms
with both invertebrates and vertebrates.

Discussion

Analysis of the microbiome of the laboratory strain planarian species S. mediterranea using culturomics methods
allowed us to identify 40 cultivable bacterial species forming the microbiota repertoire of S. mediterranea, most
of which are found in the planarian gut. Among the 40 isolated bacterial species, we identified one non classified
bacterial species (Pseudomonas sp.) that needs to be taxonomically and biochemically characterized in further
work, four bacterial species (Pedobacter schmidteae, Pedobacter ghigonii, Chryseobacterium schmidteae, Metabacil-
lus schmidteae) that to date have been identified only in planarians?’~*’, and one bacterial species (Comamonas
aquatilis) that has been identified in both pond water and S. mediterranea*®*. In the calf liver used to feed S.
mediterranea, we detected several bacterial species, including Brochothrix thermosphacta, Lactococcus piscium,
Pseudomonas frederiksbergensis, Pseudomonas gessardii, Serratia proteamaculans, Staphylococcus hominis, and
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Table 2. Bacterial composition of the microbiota of the laboratory strain S. mediterranea starved for different
duration. This table lists the bacteria identified in the planarian S. mediterranea microbiota starved for 1 week,
2 weeks, and 4 weeks as follows: species, phyla, and nature of the membrane analysed by gram staining. The
distribution remained unchanged after 2 weeks of starvation. Five experiments were each performed on ten
individual worms (see also Table S3). Identical results were obtained for each experiment and each worm
tested.

Pseudomonas azotoformans (Table S5). None of these were found in the planarian S. mediterranea, suggesting
that they were thus eliminated by planarians. The division of bacterial species between the planarian gut and
epidermal mucus remains difficult to interpret. We cannot be sure of 100% bacterial species repartition because
bacteria can be regurgitated by planarians through the pharynx. This phenomenon most likely occurs for the
following bacteria, which are primarily from the phylum Proteobacteria: Aeromonas veronii, Chryseobacterium
scophthalmum, and Pseudomonas brennerii, along with Pseudomonas anguilliseptica bacteroidetes, because this
bacterial strain are detected in water containing planarians (Table S6). Notably, no bacteria were detected in the
water control, which does not contain planarians.

We also observed a variation in the microbiota composition as a function of starvation time. Indeed, whereas
only 14 bacteria were detected after 1 week of starvation, 40 bacteria were detected after 2 and 4 weeks of
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Figure 4. The bacterial species identified in the laboratory strain S. mediterranea starved for 2 weeks are shared
with the environment, vertebrates, and invertebrates. Bibliographic analysis allowed us to illustrate the potential
sharing of the bacterial strains forming S. mediterranea microbiota (see also Table 3).

starvation. Interestingly, the bacterial composition remained the same between 2 and 4 weeks of starvation,
and the bacteria detected after one week of starvation were also found in the microbiota after 2 and 4 weeks of
starvation. The bacterial distribution remained unchanged after 2 weeks of starvation. This microbiota evolu-
tion can be explained in several ways. First, after 1 week of starvation, the number of bacteria present in the
worms was too low to allow for the detection of all the bacterial strains. Second, the bacteria present in the liver,
although eliminated by planarians, can shape the composition of the microbiota after feeding by promoting
the growth of different bacterial strains. Third, the 14 bacteria detected in planarians after 1 week of starvation
promoted the growth of the other strains. Fourth, feeding induces the growth of planarians, thus modulating
tissue homeostasis and regeneration; it cannot be ignored that feeding allows the development of several bacte-
rial strains from planarian microbiota.

Firmicutes and Actinobacteria represent only 10% of the bacterial population found in the planarian S. medi-
terranea; Proteobacteria (60%) and Bacteroidetes (20%) are the predominant phyla in the microbiota. Proteobacte-
ria is one of the largest bacterial phyla, with six classes and more than 116 families having been recognized (http://
www.bacterio.net/). Proteobacteria are gram-negative bacteria and play numerous roles in diverse microbial
ecosystems (aquatic, soil, plant, animal). Proteobacteria are involved in maintaining homeostasis of the gastro-
intestinal tract anaerobic environment and, thus, in the stability of the strictly anaerobic microbiota. Members
of the phylum Bacteroidetes are known to be involved in the synthesis of short-chain fatty acids such as butyrate,
propionate, and acetate, which are rich sources of energy for the host>**!. They also participate in carbohydrate
metabolism by expressing enzymes such as glycosyl transferases, glycoside hydrolases, and polysaccharide lyases.
Interestingly, Bacteroidetes have been shown to synthesize conjugated linoleic acid, which is reported to have
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Species Share with References
Acidovorax wautersii Environment and human 3
Acinetobacter guillouiae Environment and human 80
Aeromonas hydrophila Environment and human 81
Comamonas testosteroni Environment and human 8283
Delftia acidovorans Environment and human 8185
Micrococcus luteus Environment and human 8687
Sphingomonas paucimobilis Environment and human 88,89
Staphylococcus haemolyticus Environment and human 0
Pseudomonas brenneri Environment o192
Variovorax paradoxus Environment 9
Pseudomonas gessardii Environment ot
Pseudomonas fluorescens Environment %
Pseudomonas huaxiensis Environment %
Pedobacter wanjuense Environment 7
Shinella zoogloeoides Environment %
Sphingomonas bisphenolicum Environment 9
Agrobacterium tumefaciens Environment 100
Ensifer adhaerens Environment 1ot
Rhizobium giardinii Environment 102
Micrococcus yunnanensis Environment 103
Sphingomonas ginsenosidimutans Environment 104
Pseudomonas anguilliseptica Fish 105
Flavobacterium oncorhynchi Fish 32
Flavobacterium tructae Fish 3
Chryseobacterium balustinum Fish 106
Chryseobacterium scophthalmum Fish 106
Vogesella urethralis Human 107
Microbacterium oxydans Human 108
Corynebacterium lipophiloflavum Human 109
Staphylococcus capitis Human 1o
Staphylococcus epidermidis Human m
Acinetobacter bereziniae Human 1
Aeromonas veronii Invertebrate and human 8
Pedobacter schmidteae Invertebrate »
Pedobacter ghigonii Invertebrate 2
Chryseobacterium schmidteae Invertebrate z
Metabacillus schmidteae Invertebrate 30
Herminiimonas contaminans Invertebrates 47
Comamonas aquatilis Environment and invertebrate | 464
Pseudomonas sp. Marseille-Q1929 | Unknown

Table 3. The bacterial species identified in the laboratory strain S. mediterranea starved for 2 weeks are shared
with environment, vertebrates and invertebrates. Bibliographic analysis allowed us to illustrate the potential
sharing of the bacterial strains forming S. mediterranea microbiota.

immunomodulatory properties®>%. In addition, the bacteria present in the planarian microbiome are mostly
gram-negative, and gram-negative organisms produce antimicrobial peptides®. Thus, it can be hypothesized
that Bacteroidetes and other gram-negative bacteria, such as Proteobacteria bacteria, participate strongly in the
control of the antimicrobial properties of planarians via antimicrobial peptides and immune regulation.

It is difficult to consider and discuss each bacterial strain found in S. mediterranea and to compare them with
the microbiota of other simple animal models or humans. However, it has been reported that the Proteobacte-
ria is the dominant microbial phylum found in Danio rerio, Apis melifera, and Caenorhabditis elegans>¢. The
predominance of Proteobacteria has also been reported in the microbiota of another planarian species called
Dugesia japonica®, as well as in the fruit fly, Drosophila. melanogaster™®, and Hydra oligactis®. Notably, Firmicutes
are also the predominant phyla for C. elegans. The other phyla, Bacteroidetes and Actinobacteria, were not found
in the simple animal models cited above. Stenostomum leucops, belonging to Catenulida within the phylum
Platyhelminthes, are tiny planarians of the phylum Platyhelminthes that reproduce asexually and have a lifestyle
close to S. mediterranea. They also share several microorganisms with S. mediterranea, including S. epidermidis,
A. tumefaciens, E. adhaerens, P. fluorescens, and V. paradoxas®.
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In contrast to that of planarian species S. mediterranea, the normal human gut microbiota is predominantly
composed of two major phyla, Bacteroidetes and Firmicutes, followed by Actinobacteria and Verrucomicrobia.
Verrucomicrobia were not detected in S. mediterranea. In humans, the gut microbiota contains only a minor
proportion of the phylum Proteobacteria. It has been shown that an increase in the Proteobacteria phylum is a
potential signature of dysbiosis and indicates a higher risk of disease®’. In humans, the presence of Proteobacteria
within the microbiota is associated with an adaptation of the gut microbial community to the host’s diet, which
could improve the ability of the host to harvest energy from indigestible polysaccharides®’. Accordingly, we can
hypothesize that the presence of large amounts of Proteobacteria in S. mediterranea might be associated with the
capacity of planarians to adapt their body size to food availability. Indeed, in the absence of food, planarian size
decreases, whereas in the presence of sufficient amounts of food, their body size increases greatly®>®.

In the planarian S. mediterranea, the major genus found is Pseudomonas, unlike in Drosophila, where the
most common genus is Klebsiella®. Several bacterial species found in planarians are common to the Drosophila
microbiota, such as Micrococcus luteus, Micrococcus yuennansis, and Microbacterium oxydans. In S. mediterranea,
Aeromonas veronii was also detected. Although its function remains unknown, it has been shown that Aeromonas
veronii plays a crucial role in the immune response of D. rerio for upregulating neutrophil abundance, which
leads to a downmodulation of inflammation’.

In 2016, Arnold et al.*® reported that planarian S. mediterranea microbiota analysed by metagenomics contain
more than 300 bacterial strains. Here, in our study, we reported 40 bacterial strains, among which we identified
and cultivated 14 bacterial strains described by Arnold et al., including M. luteus, M. yunnanensis, S. capitis, S.
epidermitis, A. guillouiae, A. tumefaciens, C. testosteroni, D. acidovorans, P. anguilliseptica, P. brenneri, P. fluores-
cens, P. gessardii, S. ginsenosidimutans, and V. paradoxus. Such a disparity can be explained by the methodology
used; metagenomics highlights any nucleotide sequence related to a bacterial strain, but the cultivability of the
strain remains unknown. In addition, as shown by Arnold et al., the methods of culturing S. mediterranea can
easily change the microbiota composition®. The role of the feeding (beef liver vs. calf liver) cannot be excluded.
Thus, the composition of microbiota from the same species of planarians, here S. mediterranea CI4W, but kept
in another laboratory will be affected by the methodology of bacterial detection and the culture conditions. A
similar situation has been described for the microbiota of D. melanogaster®.

We have also observed that the bacteria comprising the microbiota of S. mediterranea are shared with the
environment (soil, water, brackish water, sewer, and plants) as well as with fish, which is in accordance with
the lifestyle of planarians. Indeed, planarians are zoophages and live in water. We also found bacteria that are
shared with humans. Indeed, 16 bacterial strains have been described as opportunistic human pathogens, which
represent 40% of the S. mediterranea flora and are responsible for diarrhoea, bacteremia, and endocarditis.
Some of them have been reported to cause nosocomial infections, such as Acinetobacter guillouiae, or infection
in immunocompromised people, such as Micrococcus luteus, which is involved in bacteraemia associated with
intravascular catheters and endocarditis, peritonitis, ocular infections, and urinary tract infections. We also
identified Aeromonas veronii, which is commonly hosted by leeches and is known to be responsible for gastro-
enteritis in humans®. The virulence and opportunistic capacity remain unclear for some of the bacterial species
identified, such as Pseudomonas fluorescens and Comamonas testosterone, which might be a cause of bacteraemia
or gastroenteritis®®. As in D. melanogaster, we detected bacteria that have been described to be opportunistic
human pathogens, such as Micrococcus luteus. This is also an important pathogen for aquatic animals”, but it
is also a probiotic which promotes the growth of Nile tilapia Oreochromis niloticus””'. We also found several
Staphylococcus species responsible for bacteraemia, sepsis, and nosocomial infection. The planarian S. mediter-
ranea microbiota flora also includes Aeromonas veronii, which is commonly hosted by leeches. Cases of infection,
such as gastroenteritis, have been reported in people using leech therapy procedures® or eating contaminated
fishes”. Similarly, Mycobacterium marinum infections have been reported to be associated with the exposure
of damaged skin to polluted water from fish pools or objects contaminated with infected fish”>. Planarians are
known to be fish tank invaders. Thus, although the planarian S. mediterranea is a free-living flatworm, it cannot
be ignored that planarians are a reservoir or host of several human microbial pathogens that might be transmit-
ted to predators of planarians or released in fish tanks contaminated with planarians.

Several studies suggest the role of probiotics in tissue homeostasis, as well as in tissue regeneration’, and that
manipulation of the microbiome could be a way to resolve some tissue homeostasis deficiencies”. It has been
shown that antibiotic treatment affects the planarian microbiota, which leads to an alteration of the regeneration
process of S. mediterranea®. In Dugesia japonica, metabolites such as indole produced by the bacteria Aquitalea
sp. delay the regeneration of the tissue after amputation®’. Although there are contradictory and controversial
findings, it appears that commensals, symbionts, and pathogens from the human cutaneous microbiome can
play an important role in the resolution of nonhealing wounds”.

The role of the microbiota in the antimicrobial capacity of S. mediterranea and in their ability to have trained
immunity remain to be elucidated. For this purpose, it is important to have information concerning the com-
position of the microbiota of the laboratory strain used for the experiments and to consider that a divergence in
results can be caused by the mode of culture.

Materials and methods

Culture of the planarian species Schmidtea mediterranea. The S. mediterranea asexual clonal line
CIW4?* was maintained at 18 °C in water. The water was first filtered through charcoal and ceramics with pores
of 0.2 pm (manufactured by Fairey Industrial Ceramics Limited) and through a membrane of 0.2 um (Thermo
Scientific Nalgene Filtration Products) for 10 years. Microbiological analysis of the filtered water was performed
by inoculation of 5% sheep blood-enriched Columbia agar plates (bioMérieux, Marcy létoile, France) with 25,
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50, or 100 L of filtered water. Inoculated plates were then incubated at 19, 28, or 37 °C for 4 days. Any bacteria
were detected.

S. mediterranea were fed once per week with homogenized calf liver (batch 20118-5814, origin: Saprimex (a
local supermarket), 13310 St Martin de Crau) and then starved 2 weeks prior to experiments. In some experi-
ments, worms were starved for 1 or 4 weeks. The bacterial constituents of homogenized calf liver were defined by
inoculation of 5% sheep blood-enriched Columbia agar plates (bioMérieux, Marcy Iétoile, France) with 25, 50, or
100 uL of homogenized calf liver. Inoculated plates were then incubated at 19, 28, or 37 °C for 1, 2, 3, and 4 days.

Culturomics. Two-week starved planarians 0.4-0.6 mm in length were used for the experiments. Selected
worms were placed on agar plates (13%) and pressed slightly to collect their epidermal mucus (also denoted as
mucus in the manuscript). The recovered epidermal mucus (one planarian per sample) was mixed with ster-
ile phosphate-buffered saline (PBS), and then 100 pL of sample was inoculated on 5% sheep blood-enriched
Columbia agar (bioMérieux, Marcy létoile, France), buffered charcoal yeast extract (BCYE) (Oxoid Deutschland
GmbH, Wesel, Germany), and lysogeny broth (LB) under anaerobic and aerobic conditions and incubated at 19,
28, or 37 °C for 1, 2, 3, and 4 days’®. The whole microbiota (gut and mucus) was then characterized by grind-
ing one two-week-starved animal in PBS (one worm per sample). Homogenates were inoculated on 5% sheep
blood-enriched Columbia agar (bioMérieux, Marcy [étoile, France), BCYE (Oxoid Deutschland GmbH, Wesel,
Germany), and lysogeny broth (LB) under anaerobic and aerobic conditions and then incubated at 19, 28 or
37 °Cfor 1, 2, 3, and 4 days.

MALDI-TOF MS and bacterial identification. Individual bacterial colonies were collected every day for
4 days, and then each colony was identified by matrix-assisted laser desorption-ionization time-of-flight mass
spectrometry (MALDI-TOF MS) (Microflex Spectrometer; Bruker Daltonics, Bremen, Germany) as previously
described””. The obtained MALDI-TOF MS spectra were imported into MALDI Biotyper 3.0 software (Bruker
Daltonics) and analysed against the reference bacterial spectral database. The MALDI Biotyper RTC software
interprets the results according to predefined values, i.e., values between 2.00 <species identified <3.00; of
1.70 < probably identified <1.99 and 0.00 < no identification < 1.69. The unidentified colonies (with values from
0.00 to 1.99) were sequenced using the complete 16S rRNA gene.

Sequencing of the 16S rRNA gene and bacterial identification. The unidentified bacterial colonies
were cultured under the appropriate conditions, and the genomic DNA of each bacterium was extracted using an
EZ1 automate (BioRobot) and the EZ1 DNA tissue kit (Cat No./ID: 953034, Qiagen, Hilden, Germany) accord-
ing to the manufacturing protocol. The genomic materials were quantified using a Qubit assay (Life Technolo-
gies, Carlsbad, CA, USA) and then amplified by standard PCR. The standard PCR protocol was performed in a
Thermal Cycler Peltier PTC200 cycler thermal model (M] Research Inc., Watertown, MA, USA). Each reaction
was conducted in a final volume of 50 pL, containing 5 uL of DNA from each sample, 25 HotstarTag—Ampli-
Taq Gold (Life Technologies, Carlsbad, CA, USA), 1.5 pL of primers (Fd1-AGAGTTTGATCCTGGCTCAG;
Rp2-ACGGCTACCTTGTTACGACTT (Eurogentec, Angers, France))”® and 17 uL DNAse/RNAse-free water.
The amplification was performed as follows: an initial denaturation step at 95 °C for 15 min, 40 cycles of dena-
turation at 95 °C for 30 s, step hybridization at a temperature of 52 °C for 30 s, and elongation at 72 °C for
60 s. All PCR products were resolved in 0.5x Tris Borate EDTA buffer (Ref. ET020-A, EUROMEDEX, Souffel-
weyersheim, France) and 1.5% agarose (Ref. LE-8200-B, EUROMEDEZX, Souffelweyersheim, France), purified
using NucleoFast 96 PCR plates (Macherey-Nagel EURL, Hoerdt, France), and sequenced using the Big Dye
Terminator Cycle sequencing kit (Perkin Elmer Applied Biosystems, Foster City, CA, USA) with an ABI Prism
3130x] Genetic Analyser capillary sequencer (Applied Biosystems, Bedford, MA, USA). The following primers
were used for the sequencing of the complete 16S rRNA: Fd1-AGAGTTTGATCCTGGCTCAG; Rp2-ACGGCT
ACCTTGTTACGACTT; F536-CAGCAGCCGCGGTAATAC; R536-GTATTACCGCGGCTGCTG; F800-ATT
AGATACCCTGGTAG; R800-CTACCAGGGTATCTAAT; F1050-TGTCGTCAGCTCGTG; and R1050-CAC
GAGCTGACGACA (Eurogentec, Angers, France). CodonCode Aligner software was used for alignment and
assembly and to correct the sequence (https://www.codoncode.com/). A consensus sequence was generated
after analysis. BLASTn searches were performed against the nr database to check the similarity of the sequence
(https://blast.ncbi.nlm.nih.gov/Blast.cgi). A sequence similarity threshold of 98.65% by comparison with the
phylogenetically closest species with standing in the literature was used to delineate species”.

Received: 19 October 2020; Accepted: 6 December 2021
Published online: 21 December 2021

References

1. Douglas, A. E. Simple animal models for microbiome research. Nat. Rev. Microbiol. 17, 764-775. https://doi.org/10.1038/s41579-
019-0242-1 (2019).

2. Belkaid, Y. & Harrison, O. J. Homeostatic immunity and the microbiota. Immunity 46, 562-576. https://doi.org/10.1016/j.
immuni.2017.04.008 (2017).

3. Rooks, M. G. & Garrett, W. S. Gut microbiota, metabolites and host immunity. Nat. Rev. Immunol. 16, 341-352. https://doi.org/
10.1038/nri.2016.42 (2016).

4. Matsuoka, K. & Kanai, T. The gut microbiota and inflammatory bowel disease. Semin. Immunopathol. 37, 47-55. https://doi.
0rg/10.1007/s00281-014-0454-4 (2015).

Scientific Reports |

(2021) 11:24311 | https://doi.org/10.1038/s41598-021-03719-5 nature portfolio


https://www.codoncode.com/
https://blast.ncbi.nlm.nih.gov/Blast.cgi
https://doi.org/10.1038/s41579-019-0242-1
https://doi.org/10.1038/s41579-019-0242-1
https://doi.org/10.1016/j.immuni.2017.04.008
https://doi.org/10.1016/j.immuni.2017.04.008
https://doi.org/10.1038/nri.2016.42
https://doi.org/10.1038/nri.2016.42
https://doi.org/10.1007/s00281-014-0454-4
https://doi.org/10.1007/s00281-014-0454-4

www.nature.com/scientificreports/

10.

11.

12.

13.

14.

15.

16.

17.
18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Kostic, A. D., Xavier, R. J. & Gevers, D. The microbiome in inflammatory bowel disease: Current status and the future ahead.
Gastroenterology 146, 1489-1499. https://doi.org/10.1053/j.gastro.2014.02.009 (2014).

Zitvogel, L. et al. Cancer and the gut microbiota: An unexpected link. Sci. Transl. Med. 7, 271. https://doi.org/10.1126/scitranslm
ed.3010473 (2015).

Hammami, R., Fernandez, B., Lacroix, C. & Fliss, I. Anti-infective properties of bacteriocins: An update. Cell Mol. Life Sci. 70,
2947-2967. https://doi.org/10.1007/s00018-012-1202-3 (2013).

Kamada, N., Chen, G. Y., Inohara, N. & Nunez, G. Control of pathogens and pathobionts by the gut microbiota. Nat. Immunol.
14, 685-690. https://doi.org/10.1038/ni.2608 (2013).

Flint, H. J., Scott, K. P, Duncan, S. H., Louis, P. & Forano, E. Microbial degradation of complex carbohydrates in the gut. Gut
Microbes 3, 289-306. https://doi.org/10.4161/gmic.19897 (2012).

Louis, P. & Flint, H. J. Diversity, metabolism and microbial ecology of butyrate-producing bacteria from the human large intes-
tine. FEMS Microbiol. Lett. 294, 1-8. https://doi.org/10.1111/j.1574-6968.2009.01514.x (2009).

Wang, H. B., Wang, P. Y., Wang, X., Wan, Y. L. & Liu, Y. C. Butyrate enhances intestinal epithelial barrier function via upregulatp-
regulation of tight junction protein Claudin-1 transcription. Dig. Dis. Sci. 57, 3126-3135. https://doi.org/10.1007/s10620-012-
2259-4 (2012).

Mathewson, N. D. et al. Gut microbiome-derived metabolites modulate intestinal epithelial cell damage and mitigate graft-
versus-host disease. Nat. Immunol. 17, 505-513. https://doi.org/10.1038/ni.3400 (2016).

Elliott, S. A. & Sanchez Alvarado, A. The history and enduring contributions of planarians to the study of animal regeneration.
Wiley Interdiscip. Rev. Dev. Biol. 2, 301-326. https://doi.org/10.1002/wdev.82 (2013).

Sanchez Alvarado, A. & Tsonis, P. A. Bridging the regeneration gap: Genetic insights from diverse animal models. Nat. Rev.
Genet. 7, 873-884. https://doi.org/10.1038/nrg1923 (2006).

Rink, J. C. Stem cell systems and regeneration in planaria. Dev. Genes Evol. 223, 67-84. https://doi.org/10.1007/s00427-012-
0426-4 (2013).

Sluys, R. & Riutort, M. Planarian diversity and phylogeny. Methods Mol. Biol. 1774, 1-56. https://doi.org/10.1007/978-1-4939-
7802-1_1 (2018).

Gonzalez-Estevez, C. Autophagy meets planarians. Autophagy 5, 290-297. https://doi.org/10.4161/auto0.5.3.7665 (2009).
Abnave, P. et al. Screening in planarians identifies MORN?2 as a key component in LC3-associated phagocytosis and resistance
to bacterial infection. Cell Host Microbe 16, 338-350. https://doi.org/10.1016/j.chom.2014.08.002 (2014).

Maciel, E. I, Jiang, C., Barghouth, P. G., Nobile, C. J. & Oviedo, N. J. The planarian Schmidtea mediterranea is a new model to
study host-pathogen interactions during fungal infections. Dev. Comp. Immunol. 93, 18-27. https://doi.org/10.1016/j.dci.2018.
12.005 (2019).

Kangale, L. J., Raoult, D., Fournier, P. E., Abnave, P. & Ghigo, E. Planarians (Platyhelminthes)—An emerging model organism for
investigating innate immune mechanisms. Front. Cell Infect. Microbiol. 11, 619081. https://doi.org/10.3389/fcimb.2021.619081
(2021).

Hamada, A., Torre, C., Lepolard, C. & Ghigo, E. Inhibition of LTA4H expression promotes Staphylococcus aureus elimination
by planarians. Matters. https://doi.org/10.19185/matters.201604000011 (2016).

Tsoumtsa, L. L. et al. Antimicrobial capacity of the freshwater planarians against S. aureus is under the control of timeless.
Virulence 8, 1160-1169. https://doi.org/10.1080/21505594.2016.1276689 (2017).

Tsoumtsa, L. L. et al. In silico analysis of Schmidtea mediterranea TIR domain-containing proteins. Dev. Comp. Immunol. 86,
214-218. https://doi.org/10.1016/j.dci.2018.05.004 (2018).

Torre, C. et al. Staphylococcus aureus promotes Smed-PGRP-2/Smed-setd8-1 Methyltransferase signalling in planarian neoblasts
to sensitize antibacterialanti-bacterial gene responses during re-infection. EBioMedicine 20, 150-160. https://doi.org/10.1016/j.
ebiom.2017.04.031 (2017).

Gao, L. et al. Planarian gamma-interferon-inducible lysosomal thiol reductase (GILT) is required for gram-negative bacterial
clearance. Dev. Comp. Immunol. 116, 103914. https://doi.org/10.1016/j.dci.2020.103914 (2021).

Lagier, J. C. et al. Culturing the human microbiota and culturomics. Nat. Rev. Microbiol. 16, 540-550. https://doi.org/10.1038/
$41579-018-0041-0 (2018).

Kangale, L. J., Raoult, D., Ghigo, E. & Fournier, P. E. Chryseobacterium schmidteae sp. Nov. a novel bacterial species isolated
from planarian Schmidtea mediterranea. Sci. Rep. 11, 11002. https://doi.org/10.1038/s41598-021-90562-3 (2021).

Kangale, L. J., Raoult, D. & Fournier, P. E. Pedobacter ghigonii sp. nov., isolated from the microbiota of the Planarian Schmidtea
mediterranea. Microbiol. Res. 12, 268-287. https://doi.org/10.3390/microbiolres12020019 (2021).

Kangale, L. J., Raoult, D., Ghigo, E. & Fournier, P. E. Pedobacter schmidteae sp. nov., a new bacterium isolated from the microbiota
of the planarian Schmidtea mediterranea. Sci. Rep. 10, 6113. https://doi.org/10.1038/s41598-020-62985-x (2020).

Kangale, L. J., Raoult, D., Ghigo, E. & Fournier, P. E. Metabacillus schmidteae sp. nov., cultivated from Planarian Schmidtea
mediterranea microbiota. Microbiol. Res. 12, 299-316. https://doi.org/10.3390/microbiolres12020021 (2021).

Zamora, L. et al. Flavobacterium tructae sp. nov. and Flavobacterium piscis sp. nov., isolated from farmed rainbow trout (Onco-
rhynchus mykiss). Int. . Syst. Evol. Microbiol. 64, 392-399. https://doi.org/10.1099/ijs.0.056341-0 (2014).

Zamora, L. et al. Flavobacterium oncorhynchi sp. nov., a new species isolated from rainbow trout (Oncorhynchus mykiss). Syst.
Appl. Microbiol. 35, 86-91. https://doi.org/10.1016/j.syapm.2011.11.007 (2012).

Mudarris, M. et al. Flavobacterium scophthalmum sp. nov., a pathogen of turbot (Scophthalmus maximus L.). Int. J. Syst. Bacteriol.
44, 447-453. https://doi.org/10.1099/00207713-44-3-447 (1994).

Brisou, J., Tysset, C. & Vacher, B. Study of 3 microbial strains of the family Pseudomonadaceae, whose synergism induces a
septicemic-like disease in white fishes of the Dordogne & Lot Rivers & their tributaries. Ann. Inst. Pasteur (Paris) 96, 689-696
(1959).

Citterio, B. & Francesca, B. Aeromonas hydrophila virulence. Virulence 6, 417-418. https://doi.org/10.1080/21505594.2015.10584
79 (2015).

Vaneechoutte, M., Janssens, M., Avesani, V., Delmee, M. & Deschaght, P. Description of Acidovorax wautersii sp. nov. to accom-
modate clinical isolates and an environmental isolate, most closely related to Acidovorax avenae. Int. J. Syst. Evol. Microbiol. 63,
2203-2206. https://doi.org/10.1099/ijs.0.046102-0 (2013).

Visca, P, Seifert, H. & Towner, K. J. Acinetobacter infection—An emerging threat to human health. [TUBMB Life 63, 1048-1054.
https://doi.org/10.1002/iub.534 (2011).

Vila, J., Marco, E, Soler, L., Chacon, M. & Figueras, M. J. In vitro antimicrobial susceptibility of clinical isolates of Aeromonas
caviae, Aeromonas hydrophila and Aeromonas veronii biotype sobria. J. Antimicrob. Chemother. 49, 701-702. https://doi.org/10.
1093/jac/49.4.701 (2002).

Erbasan, F Brain abscess caused by Micrococcus luteus in a patient with systemic lupus erythematosuserythematosus: Case-based
review. Rheumatol. Int. 38, 2323-2328. https://doi.org/10.1007/s00296-018-4182-2 (2018).

Brovedan, M. et al. Complete sequence of a bla(NDM-1)-HarbourHarboring Plasmid in an Acinetobacter bereziniae clinical
strain isolated in Argentina. Antimicrob. Agents Chemother. 59, 6667-6669. https://doi.org/10.1128/AAC.00367-15 (2015).
Bosnjak, Z., Plecko, V., Budimir, A., Marekovic, I. & Bedenic, B. First report of NDM-1-producing Acinetobacter guillouiae.
Chemotherapy 60, 250-252. https://doi.org/10.1159/000381256 (2014).

Scientific Reports |

(2021) 11:24311 |

https://doi.org/10.1038/s41598-021-03719-5 nature portfolio


https://doi.org/10.1053/j.gastro.2014.02.009
https://doi.org/10.1126/scitranslmed.3010473
https://doi.org/10.1126/scitranslmed.3010473
https://doi.org/10.1007/s00018-012-1202-3
https://doi.org/10.1038/ni.2608
https://doi.org/10.4161/gmic.19897
https://doi.org/10.1111/j.1574-6968.2009.01514.x
https://doi.org/10.1007/s10620-012-2259-4
https://doi.org/10.1007/s10620-012-2259-4
https://doi.org/10.1038/ni.3400
https://doi.org/10.1002/wdev.82
https://doi.org/10.1038/nrg1923
https://doi.org/10.1007/s00427-012-0426-4
https://doi.org/10.1007/s00427-012-0426-4
https://doi.org/10.1007/978-1-4939-7802-1_1
https://doi.org/10.1007/978-1-4939-7802-1_1
https://doi.org/10.4161/auto.5.3.7665
https://doi.org/10.1016/j.chom.2014.08.002
https://doi.org/10.1016/j.dci.2018.12.005
https://doi.org/10.1016/j.dci.2018.12.005
https://doi.org/10.3389/fcimb.2021.619081
https://doi.org/10.19185/matters.201604000011
https://doi.org/10.1080/21505594.2016.1276689
https://doi.org/10.1016/j.dci.2018.05.004
https://doi.org/10.1016/j.ebiom.2017.04.031
https://doi.org/10.1016/j.ebiom.2017.04.031
https://doi.org/10.1016/j.dci.2020.103914
https://doi.org/10.1038/s41579-018-0041-0
https://doi.org/10.1038/s41579-018-0041-0
https://doi.org/10.1038/s41598-021-90562-3
https://doi.org/10.3390/microbiolres12020019
https://doi.org/10.1038/s41598-020-62985-x
https://doi.org/10.3390/microbiolres12020021
https://doi.org/10.1099/ijs.0.056341-0
https://doi.org/10.1016/j.syapm.2011.11.007
https://doi.org/10.1099/00207713-44-3-447
https://doi.org/10.1080/21505594.2015.1058479
https://doi.org/10.1080/21505594.2015.1058479
https://doi.org/10.1099/ijs.0.046102-0
https://doi.org/10.1002/iub.534
https://doi.org/10.1093/jac/49.4.701
https://doi.org/10.1093/jac/49.4.701
https://doi.org/10.1007/s00296-018-4182-2
https://doi.org/10.1128/AAC.00367-15
https://doi.org/10.1159/000381256

www.nature.com/scientificreports/

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

Funke, G., Hutson, R. A., Hilleringmann, M., Heizmann, W. R. & Collins, M. D. Corynebacterium lipophiloflavum sp. nov.
isolated from a patient with bacterial vaginosis. FEMS Microbiol. Lett. 150, 219-224. https://doi.org/10.1016/s0378-1097(97)
00118-3 (1997).

Lau, S. K., Woo, P. C., Woo, G. K. & Yuen, K. Y. Catheter-related Microbacterium bacteremia identified by 16S rRNA gene
sequencing. J. Clin. Microbiol. 40, 2681-2685. https://doi.org/10.1128/jcm.40.7.2681-2685.2002 (2002).

Yates, S. W,, Gelfand, M. S. & Handorf, C. R. Spontaneous pyomyositis due to Staphylococcus epidermidis. Clin. Infect. Dis. 24,
1016-1017. https://doi.org/10.1093/clinids/24.5.1016 (1997).

Lina, B. et al. Infective endocarditis due to Staphylococcus capitis. Clin. Infect. Dis. 15, 173-174. https://doi.org/10.1093/clinids/
15.1.173 (1992).

Kangale, L. J., Levasseur, A., Raoult, D., Ghigo, E. & Fournier, P. E. Draft genome sequence of Comamonas aquatilis Strain LK
(= CSUR P6418 = CECT 9772), isolated from the Planarian Schmidtea mediterranea. Microbiol. Resour. Announc. https://doi.
org/10.1128/MRA.00297-20 (2021).

Kampfer, P, Lodders, N., Busse, H. J. & Falsen, E. Herminiimonas contaminans sp. nov., isolated as a contaminant of biophar-
maceuticals. Int. J. Syst. Evol. Microbiol. 63, 412-417. https://doi.org/10.1099/ijs.0.039073-0 (2013).

Fernandez-Bravo, A. & Figueras, M. ]. An update on the genus Aeromonas: Taxonomy, epidemiology, and pathogenicity. Micro-
organisms. https://doi.org/10.3390/microorganisms8010129 (2020).

Kampfer, P, Busse, H. J., Baars, S., Wilharm, G. & Glaeser, S. P. Comamonas aquatilis sp. nov., isolated from a garden pond. Int.
J. Syst. Evol. Microbiol. 68, 1210-1214. https://doi.org/10.1099/ijsem.0.002652 (2018).

Sartor, R. B. Microbial influences in inflammatory bowel diseases. Gastroenterology 134, 577-594. https://doi.org/10.1053/j.
gastro.2007.11.059 (2008).

Macfarlane, S. & Macfarlane, G. T. Regulation of short-chain fatty acid production. Proc. Nutr. Soc. 62, 67-72. https://doi.org/
10.1079/PNS2002207 (2003).

Baddini Feitoza, A., Fernandes Pereira, A., da Costa, N. E & Goncalves Ribeiro, B. Conjugated linoleic acid (CLA): Effect
modulation of body composition and lipid profile. Nutr. Hosp. 24, 422-428 (2009).

Devillard, E. et al. Differences between human subjects in the composition of the faecal bacterial community and faecal metabo-
lism of linoleic acid. Microbiology (Reading) 155, 513-520. https://doi.org/10.1099/mic.0.023416-0 (2009).

Devillard, E., McIntosh, E. M., Duncan, S. H. & Wallace, R. J. Metabolism of linoleic acid by human gut bacteria: Different routes
for biosynthesis of conjugated linoleic acid. J. Bacteriol. 189, 2566-2570. https://doi.org/10.1128/JB.01359-06 (2007).
Magrone, T., Russo, M. A. & Jirillo, E. Antimicrobial peptides: Phylogenic sources and biological activities. First of two parts.
Curr. Pharm. Des. 24, 1043-1053. https://doi.org/10.2174/1381612824666180403123736 (2018).

Dirksen, P. et al. The native microbiome of the nematode Caenorhabditis elegans: Gateway to a new host-microbiome model.
BMC Biol. 14, 38. https://doi.org/10.1186/s12915-016-0258-1 (2016).

Lee, E. J., Williams, K. B., Levin, M. & Wolfe, B. E. The bacterial metabolite indole inhibits regeneration of the planarian flatworm
Dugesia japonica. iScience 10, 135-148. https://doi.org/10.1016/j.isci.2018.11.021 (2018).

Douglas, A. E. The Drosophila model for microbiome research. Lab. Anim. (N.Y.) 47, 157-164. https://doi.org/10.1038/s41684-
018-0065-0 (2018).

Rathje, K. et al. Dynamic interactions within the host-associated microbiota cause tumour tumor formation in the basal metazoan
Hydra. PLoS Pathog. 16, €1008375. https://doi.org/10.1371/journal.ppat.1008375 (2020).

Rosa, M. T. & Loreto, E. L. S. The Catenulida flatworm can express genes from its microbiome or from the DNA it ingests. Sci.
Rep. 9, 19045. https://doi.org/10.1038/s41598-019-55659-w (2019).

Shin, N. R., Whon, T. W. & Bae, ]. W. Proteobacteria: Microbial signature of dysbiosis in gut microbiota. Trends Biotechnol. 33,
496-503. https://doi.org/10.1016/j.tibtech.2015.06.011 (2015).

Gonzalez-Estevez, C., Felix, D. A., Aboobaker, A. A. & Salo, E. Gtdap-1 promotes autophagy and is required for planarian
remodellingmodeling during regeneration and starvation. Proc. Natl. Acad. Sci. U.S.A. 104, 13373-13378. https://doi.org/10.
1073/pnas.0703588104 (2007).

Gonzalez-Estevez, C. Autophagy in freshwater planarians. Methods Enzymol. 451, 439-465. https://doi.org/10.1016/S0076-
6879(08)03227-8 (2008).

Ramirez-Camejo, L. A., Maldonado-Morales, G. & Bayman, P. Differential microbial diversity in Drosophila melanogaster: Are
fruit flies potential vectors of opportunistic pathogens? Int. J. Microbiol. 2017, 8526385. https://doi.org/10.1155/2017/8526385
(2017).

Arnold, C. P. et al. Pathogenic shifts in endogenous microbiota impede tissue regeneration via distinct activation of TAK1/MKK/
p38. Elife https://doi.org/10.7554/eLife.16793 (2016).

Douglas, A. E. Contradictory results in microbiome science exemplified by recent drosophila research. MBio https://doi.org/
10.1128/mBio.01758-18 (2018).

Ott, B. M., Dacks, A. M., Ryan, K. J. & Rio, R. V. A tale of transmission: Aeromonas veronii activity within leech-exuded mucus.
Appl. Environ. Microbiol. 82, 2644-2655. https://doi.org/10.1128/ AEM.00185-16 (2016).

Faroogq, S., Farooq, R. & Nahvi, N. Comamonas testosteroni: Is it still a rare human Pathogen? Case Rep. Gastroenterol. 11, 42-47.
https://doi.org/10.1159/000452197 (2017).

Scales, B. S., Dickson, R. P, LiPuma, J. . & Huffnagle, G. B. Microbiology, genomics, and clinical significance of the Pseudomonas
fluorescens species complex, an unappreciated colonizer of humans. Clin. Microbiol. Rev. 27, 927-948. https://doi.org/10.1128/
CMR.00044-14 (2014).

Sharma, P. & Sihag, R. C. Pathogenicity test of bacterial and fungal fish pathogens in Cirrihinus mrigala infected with EUS
disease. Pak. J. Biol. Sci. 16, 1204-1207. https://doi.org/10.3923/pjbs.2013.1204.1207 (2013).

Abd El-Rhman, A. M., Khattab, Y. A. & Shalaby, A. M. Micrococcus luteus and Pseudomonas species as probiotics for promoting
the growth performance and health of Nile tilapia, Oreochromis niloticus. Fish Shellfish Immunol. 27, 175-180. https://doi.org/
10.1016/j.51.2009.03.020 (2009).

Li, T. et al. Aeromonas veronii infection in commercial freshwater fish: A potential threat to public health. Animals (Basel).
https://doi.org/10.3390/ani10040608 (2020).

Hashish, E. et al. Mycobacterium marinum infection in fish and man: Epidemiology, pathophysiology and management: A review.
Vet. Q. 38, 35-46. https://doi.org/10.1080/01652176.2018.1447171 (2018).

Han, N. et al. Balanced oral pathogenic bacteria and probiotics promoted wound healing by maintainingvia maintaining mes-
enchymal stem cell homeostasis. Stem Cell Res. Ther. 11, 61. https://doi.org/10.1186/s13287-020-1569-2 (2020).

Johnson, T. R. et al. The cutaneous microbiome and wounds: New molecular targets to promote wound healing. Int. J. Mol. Sci.
19, 2699. https://doi.org/10.3390/ijms19092699 (2018).

Lagier, J. C. et al. The rebirth of culture in microbiology through the example of culturomics to study human gut microbiota.
Clin. Microbiol. Rev. 28, 237-264. https://doi.org/10.1128/CMR.00014-14 (2015).

Seng, P. et al. Ongoing revolution in bacteriology: Routine identification of bacteria by matrix-assisted laser desorption ioniza-
tion time-of-flight mass spectrometry. Clin. Infect. Dis. 49, 543-551. https://doi.org/10.1086/600885 (2009).

Weisburg, W. G., Barns, S. M., Pelletier, D. A. & Lane, D. J. 16S ribosomal DNA amplification for phylogenetic study. J. Bacteriol.
173, 697-703. https://doi.org/10.1128/jb.173.2.697-703.1991 (1991).

Scientific Reports |  (2021) 11:24311

https://doi.org/10.1038/s41598-021-03719-5 nature portfolio


https://doi.org/10.1016/s0378-1097(97)00118-3
https://doi.org/10.1016/s0378-1097(97)00118-3
https://doi.org/10.1128/jcm.40.7.2681-2685.2002
https://doi.org/10.1093/clinids/24.5.1016
https://doi.org/10.1093/clinids/15.1.173
https://doi.org/10.1093/clinids/15.1.173
https://doi.org/10.1128/MRA.00297-20
https://doi.org/10.1128/MRA.00297-20
https://doi.org/10.1099/ijs.0.039073-0
https://doi.org/10.3390/microorganisms8010129
https://doi.org/10.1099/ijsem.0.002652
https://doi.org/10.1053/j.gastro.2007.11.059
https://doi.org/10.1053/j.gastro.2007.11.059
https://doi.org/10.1079/PNS2002207
https://doi.org/10.1079/PNS2002207
https://doi.org/10.1099/mic.0.023416-0
https://doi.org/10.1128/JB.01359-06
https://doi.org/10.2174/1381612824666180403123736
https://doi.org/10.1186/s12915-016-0258-1
https://doi.org/10.1016/j.isci.2018.11.021
https://doi.org/10.1038/s41684-018-0065-0
https://doi.org/10.1038/s41684-018-0065-0
https://doi.org/10.1371/journal.ppat.1008375
https://doi.org/10.1038/s41598-019-55659-w
https://doi.org/10.1016/j.tibtech.2015.06.011
https://doi.org/10.1073/pnas.0703588104
https://doi.org/10.1073/pnas.0703588104
https://doi.org/10.1016/S0076-6879(08)03227-8
https://doi.org/10.1016/S0076-6879(08)03227-8
https://doi.org/10.1155/2017/8526385
https://doi.org/10.7554/eLife.16793
https://doi.org/10.1128/mBio.01758-18
https://doi.org/10.1128/mBio.01758-18
https://doi.org/10.1128/AEM.00185-16
https://doi.org/10.1159/000452197
https://doi.org/10.1128/CMR.00044-14
https://doi.org/10.1128/CMR.00044-14
https://doi.org/10.3923/pjbs.2013.1204.1207
https://doi.org/10.1016/j.fsi.2009.03.020
https://doi.org/10.1016/j.fsi.2009.03.020
https://doi.org/10.3390/ani10040608
https://doi.org/10.1080/01652176.2018.1447171
https://doi.org/10.1186/s13287-020-1569-2
https://doi.org/10.3390/ijms19092699
https://doi.org/10.1128/CMR.00014-14
https://doi.org/10.1086/600885
https://doi.org/10.1128/jb.173.2.697-703.1991

www.nature.com/scientificreports/

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

99.

100.

101.

102.

103.

104.

105.

106.

107.

108.

109.

110.

111.

112.

Meier-Kolthoff, J. P, Goker, M., Sproer, C. & Klenk, H. P. When should a DDH experiment be mandatory in microbial taxonomy?
Arch. Microbiol. 195, 413-418. https://doi.org/10.1007/s00203-013-0888-4 (2013).

Nemec, A. et al. Acinetobacter bereziniae sp. nov. and Acinetobacter guillouiae sp. nov., to accommodate Acinetobacter genomic
species 10 and 11, respectively. Int. J. Syst. Evol. Microbiol. 60, 896-903. https://doi.org/10.1099/ijs.0.013656-0 (2010).
Chandrarathna, H. et al. Isolation and characterization of phage AHP-1 and its combined effect with chloramphenicol to control
Aeromonas hydrophila. Braz. ]. Microbiol. 51, 409-416. https://doi.org/10.1007/s42770-019-00178-z (2020).

Tiwari, S. & Nanda, M. Bacteremia caused by Comamonas testosteroni an unusual pathogen. J. Lab. Phys. 11, 87-90. https://doi.
org/10.4103/JLPJLP_116_18 (2019).

Chen, Y. L. et al. Identification of Comamonas testosteroni as an androgen degrader in sewage. Sci. Rep. 6, 35386. https://doi.
org/10.1038/srep35386 (2016).

Han, J. W,, Oh, M., Choi, G. J. & Kim, H. Genome sequence of Delftia acidovorans HK171, a nematicidal bacterium isolated
from tomato roots. Genome Announc. https://doi.org/10.1128/genomeA.01746-16 (2017).

Camargo, C. H. et al. Microbiological characterization of Delftia acidovorans clinical isolates from patients in an intensive care
unit in Brazil. Diagn. Microbiol. Infect. Dis. 80, 330-333. https://doi.org/10.1016/j.diagmicrobio.2014.09.001 (2014).

Su, X,, Chen, X,, Hu, J., Shen, C. & Ding, L. Exploring the potential environmental functions of viable but non-culturable bacteria.
World J. Microbiol. Biotechnol. 29, 2213-2218. https://doi.org/10.1007/s11274-013-1390-5 (2013).

Martin Guerra, J. M., Martin Asenjo, M. & Rodriguez Martin, C. Bacteraemia by Micrococcus luteus in an inmunocompromised
patient. Med. Clin. 152, 469-470. https://doi.org/10.1016/j.medcli.2018.09.011 (2019).

Ravintheran, S. K. et al. Complete genome sequence of Sphingomonas paucimobilizmobilis AIMST S2, a xenobiotic-degrading
bacterium. Sci. Data 6, 280. https://doi.org/10.1038/s41597-019-0289-x (2019).

Walayat, S., Malik, A., Hussain, N. & Lynch, T. Sphingomonas paucimobilizmobilis presenting as acute phlebitis: A case report.
IDCases 11, 6-8. https://doi.org/10.1016/.idcr.2017.11.006 (2018).

Chaudhry, V. & Patil, P. B. Evolutionary insights into adaptation of Staphylococcus haemolyticus to human and non-human
niches. Genomics 112, 2052-2062. https://doi.org/10.1016/j.ygeno.2019.11.018 (2020).

Seifert, H., Kaltheuner, M. & Perdreau-Remington, F. Micrococcus luteus endocarditis: Case report and review of the literature.
Zentralbl. Bakteriol. 282, 431-435. https://doi.org/10.1016/s0934-8840(11)80715-2 (1995).

Sher, S., Hussain, S. Z. & Rehman, A. Phenotypic and genomic analysis of multiple heavy metal-resistant Micrococcus luteus
strain AS2 isolated from industrial waste water and its potential use in arsenic bioremediation. Appl. Microbiol. Biotechnol. 104,
2243-2254. https://doi.org/10.1007/s00253-020-10351-2 (2020).

Carbajal-Rodriguez, 1., Stoveken, N., Satola, B., Wubbeler, ]. H. & Steinbuchel, A. Aerobic degradation of mercaptosuccinate by
the gram-negative bacterium Variovorax paradoxus strain B4. J. Bacteriol. 193, 527-539. https://doi.org/10.1128/JB.00793-10
(2011).

Akoumianaki, L. et al. Low bacterial diversity and high labile organic matter concentrations in the sediments of the Medee
deep-sea hypersaline anoxic basin. Microbes Environ. 27, 504-508. https://doi.org/10.1264/jsme2.me12045 (2012).

Barton, M. D., Petronio, M., Giarrizzo, J. G., Bowling, B. V. & Barton, H. A. The genome of Pseudomonas fluorescens strain
R124 demonstrates phenotypic adaptation to the mineral environment. J. Bacteriol. 195, 4793-4803. https://doi.org/10.1128/
JB.00825-13 (2013).

Qin, J., Feng, Y., Lu, X. & Zong, Z. Pseudomonas huaxiensis sp. nov., isolated from hospital sewage. Int. J. Syst. Evol. Microbiol.
69, 3281-3286. https://doi.org/10.1099/ijsem.0.003622 (2019).

Corsaro, D., Wylezich, C., Walochnik, J., Venditti, D. & Michel, R. Molecular identification of bacterial endosymbionts of Sap-
pinia strains. Parasitol. Res. 116, 549-558. https://doi.org/10.1007/s00436-016-5319-4 (2017).

Zhao, C., Wen, D., Zhang, Y., Zhang, J. & Tang, X. Experimental and mathematical methodology on the optimization of bacterial
consortium for the simultaneous degradation of three nitrogen heterocyclic compounds. Environ. Sci. Technol. 46, 6205-6213.
https://doi.org/10.1021/es3007782 (2012).

Matsumura, Y., Akahira-Moriya, A. & Sasaki-Mori, M. Bioremediation of bisphenol—A polluted soil by Sphingomonas bis-
phenolicum AO1 and the microbial community existing in the soil. Biocontrol Sci. 20, 35-42. https://doi.org/10.4265/bi0.20.35
(2015).

Lee, J. H., Kim, Y. G., Baek, K. H., Cho, M. H. & Lee, J. The multifaceted roles of the interspecies signalling molecule indole in
Agrobacterium tumefaciens. Environ. Microbiol. 17, 1234-1244. https://doi.org/10.1111/1462-2920.12560 (2015).

Thi Vu, H., Itoh, H., Ishii, S., Senoo, K. & Otsuka, S. Identification and phylogenetic characterization of cobalamin biosynthetic
genes of Ensifer adhaerens. Microbes Environ. 28, 153-155. https://doi.org/10.1264/jsme2.me12069 (2013).

Aserse, A. A., Rasanen, L. A., Assefa, F, Hailemariam, A. & Lindstrom, K. Phylogeny and genetic diversity of native rhizobia
nodulating common bean (Phaseolus vulgaris L.) in Ethiopia. Syst. Appl. Microbiol. 35, 120-131. https://doi.org/10.1016/j.syapm.
2011.11.005 (2012).

Xiong, Y. L, Zhao, Y., Ni, K., Shi, Y. & Xu, Q. Characterization of ligninolytic bacteria and analysis of alkali-lignin biodegradation
products. Pol. J. Microbiol. 69, 339-347. https://doi.org/10.33073/pjm-2020-037 (2020).

Choi, T. E. et al. Sphingomonas ginsenosidimutans sp. nov., with ginsenoside converting activity. J. Microbiol. 48, 760-766. https://
doi.org/10.1007/s12275-010-0469-z (2010).

Joh, S.J. et al. Bacterial pathogens and flora isolated from farm-cultured eels (Anguilla japonica) and their environmental waters
in Korean eel farms. Vet. Microbiol. 163, 190-195. https://doi.org/10.1016/j.vetmic.2012.11.004 (2013).

Sebastiao, E. et al. Identification of Chryseobacterium spp. isolated from clinically affected fish in California, USA. Dis. Aquat.
Organ. 136, 227-234. https://doi.org/10.3354/dao03409 (2019).

Lan, K. et al. Vogesella urethralis sp. nov., isolated from human urine, and emended descriptions of Vogesella perlucida and
Vogesella mureinivorans. Int. . Syst. Evol. Microbiol. 70, 624-630. https://doi.org/10.1099/ijsem.0.003802 (2020).

Gneiding, K., Frodl, R. & Funke, G. Identities of Microbacterium spp. encountered in human clinical specimens. J. Clin. Micro-
biol. 46, 3646-3652. https://doi.org/10.1128/JCM.01202-08 (2008).

Atasayar, E., Zimmermann, O., Sproer, C., Schumann, P. & Gross, U. Corynebacterium gottingense sp. nov., isolated from a clinical
patient. Int. . Syst. Evol. Microbiol. 67, 4494-4499. https://doi.org/10.1099/ijsem.0.002322 (2017).

Tevell, S., Hellmark, B., Nilsdotter- Augustinsson, A. & Soderquist, B. Staphylococcus capitis isolated from prosthetic joint infec-
tions. Eur. J. Clin. Microbiol. Infect. Dis. 36, 115-122. https://doi.org/10.1007/s10096-016-2777-7 (2017).

Kleinschmidt, S., Huygens, E, Faoagali, J., Rathnayake, . U. & Hafner, L. M. Staphylococcus epidermidis as a cause of bacteremia.
Future Microbiol. 10, 1859-1879. https://doi.org/10.2217/fmb.15.98 (2015).

Brovedan, M. et al. Draft genome sequence of acinetobacter bereziniae HPC229, a Carbapenem-resistant clinical strain from
Argentina HarbourHarboring blaNDM-1. Genome Announc. https://doi.org/10.1128/genomeA.00117-16 (2016).

Author contributions

L.J.K. conceived the experiments, realized the experiments, analysed the data, prepared figures, and wrote the
manuscript. D.R., E.G. and PE.E designed the experiments, conceived the experiments, analysed the data, and
wrote the manuscript.

Scientific Reports |

(2021) 11:24311 |

https://doi.org/10.1038/s41598-021-03719-5 nature portfolio


https://doi.org/10.1007/s00203-013-0888-4
https://doi.org/10.1099/ijs.0.013656-0
https://doi.org/10.1007/s42770-019-00178-z
https://doi.org/10.4103/JLP.JLP_116_18
https://doi.org/10.4103/JLP.JLP_116_18
https://doi.org/10.1038/srep35386
https://doi.org/10.1038/srep35386
https://doi.org/10.1128/genomeA.01746-16
https://doi.org/10.1016/j.diagmicrobio.2014.09.001
https://doi.org/10.1007/s11274-013-1390-5
https://doi.org/10.1016/j.medcli.2018.09.011
https://doi.org/10.1038/s41597-019-0289-x
https://doi.org/10.1016/j.idcr.2017.11.006
https://doi.org/10.1016/j.ygeno.2019.11.018
https://doi.org/10.1016/s0934-8840(11)80715-2
https://doi.org/10.1007/s00253-020-10351-2
https://doi.org/10.1128/JB.00793-10
https://doi.org/10.1264/jsme2.me12045
https://doi.org/10.1128/JB.00825-13
https://doi.org/10.1128/JB.00825-13
https://doi.org/10.1099/ijsem.0.003622
https://doi.org/10.1007/s00436-016-5319-4
https://doi.org/10.1021/es3007782
https://doi.org/10.4265/bio.20.35
https://doi.org/10.1111/1462-2920.12560
https://doi.org/10.1264/jsme2.me12069
https://doi.org/10.1016/j.syapm.2011.11.005
https://doi.org/10.1016/j.syapm.2011.11.005
https://doi.org/10.33073/pjm-2020-037
https://doi.org/10.1007/s12275-010-0469-z
https://doi.org/10.1007/s12275-010-0469-z
https://doi.org/10.1016/j.vetmic.2012.11.004
https://doi.org/10.3354/dao03409
https://doi.org/10.1099/ijsem.0.003802
https://doi.org/10.1128/JCM.01202-08
https://doi.org/10.1099/ijsem.0.002322
https://doi.org/10.1007/s10096-016-2777-7
https://doi.org/10.2217/fmb.15.98
https://doi.org/10.1128/genomeA.00117-16

www.nature.com/scientificreports/

Funding

The study was funded by the Méditerranée-Infection Foundation, by the National Research Agency under the
programme “Investissements d’avenir”, reference ANR-10-IAHU-03, and by the Région Provence Alpes Cote
d’Azur and European funding FEDER IHUBIOTK. LJK is a fellow of the Méditerranée-Infection Foundation.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.org/
10.1038/s41598-021-03719-5.

Correspondence and requests for materials should be addressed to P-E.F. or E.G.
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

License, 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
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted 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 licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2021

Scientific Reports |

(2021) 11:24311 | https://doi.org/10.1038/s41598-021-03719-5 nature portfolio


https://doi.org/10.1038/s41598-021-03719-5
https://doi.org/10.1038/s41598-021-03719-5
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Culturomics revealed the bacterial constituents of the microbiota of a 10-year-old laboratory culture of planarian species S. mediterranea
	Results
	Discussion
	Materials and methods
	Culture of the planarian species Schmidtea mediterranea. 
	Culturomics. 
	MALDI-TOF MS and bacterial identification. 
	Sequencing of the 16S rRNA gene and bacterial identification. 

	References


