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DESCRIPTION
“METHOD FOR EVALUATING THE EFFECTS OF A COMPOSITION
COMPRISING MICROORGANISMS ON INTESTINAL MICROBIOTA”

The present invention relates to a method for determining the
probiotic/paraprobiotic  activity of a  composition  comprising
microorganisms, in particular bacteria, said method being based on an
evaluation of the qualitative and/or quantitative change in faecal
microbiota following intake of the composition. Moreover, the present
invention relates to a kit for carrying out said method.

The gastrointestinal tract comprises numerous populations of
microorganisms which have developed and multiplied during the
development of each individual and form the so-called intestinal microbiota
or intestinal flora.

Therefore, the intestinal microbiota represents a highly complex
ecosystem and the condition of equilibrium among the different
populations of microorganisms making it up, or so-called eubiosis, is
fundamental in order to ensure the body’s well-being and health, since the
microbiota significantly conditions the development and the homeostasis
of the intestinal mucosa of the host individual.

In other words, the intestinal microbiota represents a veritable organ. In
fact, qualitative and/or quantitative modifications in the intestinal
microbiota of an individual, or so-called disbiosis or dismicrobism, can
result in the loss of the intestinal homeostasis, which in turn can condition
the etiopathogenesis of a broad spectrum of pathologies.

For the purpose of treating a condition of intestinal disbiosis, or in any
case for the purpose of maintaining the equilibrium of the intestinal
microbiota, the practice of taking probiotic/paraprobiotic products is
becoming more and more frequent.

According to the definition of the FAO/WHO, a probiotic is a set of “live

microorganisms which, when administered in adequate amounts, confer a
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health benefit on the host”.

In light of the above, the advantages tied to the development of a method
making it possible to evaluate, quickly and reliably, the effects of an
exogenous composition/formulation comprising microorganisms on the
bacterial composition of the intestinal microbiota of an individual are fairly
evident.

In fact, on the basis of the effects measured with such a method, i.e. on
the basis of how the intake of the composition comprising microorganisms
quantitatively and/or qualitatively modifies the intestinal microbiota, it will
be possible to establish whether said composition is capable of favouring
and/or ensuring the well-being and health of the human body and,
therefore, whether it fulfils one of the fundamental prerequisites for being
identified as a probiotic/paraprobiotic.

The present invention fulfills the above-mentioned requirements by
providing a method for determining, by molecular analysis, the qualitative
and/or quantitative change in the composition of the faecal microbiota of
an individual following intake of a composition comprising microorganisms,
preferably bacteria, according to a randomized, double-blind, placebo-
controlled crossover protocol.

In fact, the Applicant has experimentally demonstrated, for the very first
time, the necessity of conducting crossover intervention study protocols,
especially on a healthy population, in order to prevent the marked inter-
individual variability from hiding the possible effects of a treatment, in
particular a treatment with a probiotic/paraprobiotic, or from leading to
false statistical positives.

The method of the present invention, besides being particularly
advantageous for the purpose of determining the effects of a generic
composition comprising microorganisms (i.e. a presumed
probiotic/paraprobiotic) on faecal microbiota, is also useful for the purpose
of confirming the  health-promoting effect of a  known

probiotic/paraprobiotic on the human body, or for the purpose of
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determining any new specific effects of a known probiotic/paraprobiotic, for
example by studying which populations of microorganisms are stimulated
and/or inhibited in their growth following intake of the composition. In fact,
on the basis of the main activities in which the populations of
microorganisms whose growth is stimulated and/or inhibited following
intake of the composition are involved, it will be possible to define the
possible new effects of the same. For example, if, following intake of a
probiotic according to the method of the present invention, it is found that
a particular bacterial population has grown in quantitative terms and that
this bacterial population has a metabolism mainly involved in the
production, for example of butyric acid, it can be deduced that the probiotic
can be taken in order to increase the amount of butyric acid in the
intestinal tract.

Further advantages of the method of the present invention will be more
apparent from the detailed description that follows and from the examples,
which, however, have only a demonstrative, non-limiting purpose.

To enable a better understanding of the detailed description, Figures 1-4
have been appended hereto:

- Figure 1 shows the result of the statistical analysis conducted in
order to evaluate the increase in the population of bacteria of the
genus Coprococcus (Fig.1.1) and the decrease in the population of
bacteria of the genus Blautia (Fig.1.2) before and after treatment
with the composition of the present invention (A) and, at same time,
the decrease in the population of bacteria of the genus
Coprococcus (Fig.1.1) and the increase in the population of bacteria
of the genus Blautia (Fig.1.2) before and after treatment with the
placebo (B);

- Figure 2.1 shows the increase in the population of bacteria of the
genus Coprococcus (dark grey) and the decrease in the population
of bacteria of the genus Blautia (light grey) before and after

treatment with the composition of the present invention;
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- Figure 2.2 shows the percentage increase in the population of
bacteria of the genus Coprococcus (dark grey) and the percentage
decrease in the population of bacteria of the genus Blautia (light
grey) before and after treatment with the composition of the present
invention (A) and the percentage decrease in the population of
bacteria of the genus Coprococcus (dark grey) and the percentage
increase in the population of bacteria of the genus Blautia (light
grey) before and after treatment with the placebo (B);

- Figure 3 shows the result of the statistical analysis conducted to
establish the increase in the metabolism of nicotinic acid before and
after treatment with the composition of the present invention and
the decrease therein before and after treatment with the placebo;
and

- Figure 4 shows the result of the statistical analysis conducted to
establish the increase in the biosynthesis of folic acid before and
after treatment with the composition of the present invention and an
absence of any modifications, in contrast, before and after
treatment with the placebo.

A first aspect of the present invention relates to a method for determining
the change in the composition of the faecal microbiota of an individual
following intake of a composition/formulation comprising microorganisms,
according to a randomized, double-blind, placebo-controlled crossover
protocol, said method comprising the steps of:
a) collecting information about the state of health and/or the
eating habits of said individual before and/or during and/or after
taking the composition or placebo according to a randomized,
double-blind placebo-controlied crossover protocol;
b) obtaining at least one faecal sample from the individual
before and/or during and/or after intake of the composition or placebo
according to a randomized, - double-blind placebo-controlled

crossover protocol;



WO 2015/033304

10

15

20

25

30

C) analyzing the microbiota by metagenomic analysis

conducted on the faecal sample obtained in step b);

d) comparing, preferably qualitatively and/or quantitatively, the

faecal microbiota of the individual before and/or during and/or after

intake of the composition or placebo according to a randomized,

double-blind, placebo-controlled crossover protocol.
In the context of the present invention, the term faecal microbiota means
the whole of the populations of microorganisms which are present within
the faeces of an individual and reflect the whole of the populations of
microorganisms present in the intestine of the same. Therefore, the term
faecal microbiota is meant here as a synonym of intestinal microbiota.
In particular, the microorganisms included in the composition of the
present invention are bacteria and/or yeasts and/or other microorganisms,
taken individually or in combination.
A composition comprising bacteria is particularly preferred for the
purposes of the present invention. In particular, the bacteria belong to the
genus selected from: Lactobacillus, Bifidobacterium, Bacillus,
Propionibacterium,  Streptococcus, Lactococcus, Aerococcus and
Enterococcus. More preferably, said bacterium is of the genus
Lactobacillus and/or Bifidobacterium.
In particular, the Lactobacillus is selected from: Lactobacillus paracasei,
Lactobacillus acidophilus, Lactobacillus amylolyticus, Lactobacillus
amylovorus, Lactobacillus  alimentarius, Lactobacillus  aviaries,
Lactobacillus  brevis, Lactobacillus buchneri, Lactobacillus casei,
Lactobacillus cellobiosus, Lactobacillus coryniformis, Lactobacillus
crispatus, Lactobacillus curvatus, Lactobacillus delbrueckii, Lactobacillus
farciminis, Lactobacillus fermentum, Lactobacillus gallinarum,
Lactobacillus gasseri, Lactobacillus helveticus, Lactobacillus hilgardii,
Lactobacillus johnsonii, Lactobacillus kefiranofaciens, Lactobacillus kefiri,
Lactobacillus mucosae, Lactobacillus panis, Lactobacillus collinoides,

Lactobacillus paraplantarum, Lactobacillus pentosus, Lactobacillus
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plantarum, Lactobacillus pontis, Lactobacillus reuteri,  Lactobacillus
rhamnosus, Lactobacillus sakei, Lactobacillus salivarius and Lactobacillus
sanfranciscensis.

Particularly preferred for the purposes of the present invention are bacteria
belonging to the species Lactobacillus paracasei, more preferably the
strain Lactobacillus paracasei DG.

The bacterial strain Lactobacillus paracasei DG was deposited by SOFAR
S.p.A. with the National Collection of Microorganism Cultures of the
Pasteur Institute in Paris on 05/05/1995, with the deposit number CNCM |-
1572. Initially, the strain had the denomination of Lactobacillus casei DG
sub.casei.

In particular, the bacteria of the genus Bifidobacterium are selected from:
Bifidobacterium adolescentis, Bifidobacterium animalis, Bifidobacterium
bifidum, Bifidobacterium breve and Bifidobacterium longum.

The yeasts are preferably of the genus Saccharomyces, more preferably
of the species Saccharomyces cerevisiae.

In general, the microorganisms included in the composition of the present
invention are individual microorganisms or combinations of any microbial
species specified in the QPS list of the EFSA
(http://www.efsa.europa.eul/it/search/doc/3020.pdf).

The microorganisms of the composition of the present invention are

preferably live and the composition is thus also definable as a probiotic.
Alternatively, the microorganisms of the composition are dead and/or in
the form of a lysate or extract and hence the composition is also definable
as a paraprobiotic. Therefore, the composition of the present invention is
also a known or presumed probiotic or paraprobiotic.

In one embodiment of the invention, the composition comprises about 1-
50 billion colony forming units (CFU) of microorganisms, preferably 15-30,
more preferably 20-25 billion CFU of microorganisms.

In one embodiment of the present invention, the composition is formulated

for oral administration. In particular, the composition is formulated in solid
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form, preferably as pills, capsules, tablets, granular powder, hard
capsules, water-soluble granules, sachets or pellets.

Alternatively, the composition of the invention is formulated as a liquid, for
example as a syrup or beverage, or else is added to a food, for example a
yogurt, cheese, or fruit juice.

Alternatively, the composition of the invention is formulated in a form
capable of exerting an action topically, for example as an enema.

In a further embodiment of the invention, the composition also comprises
excipients generally accepted for the production of probiotic and/or
pharmaceutical products.

In a further embodiment of the invention, the composition of the invention
is enriched with vitamins, trace elements such as zinc and selenium,
enzymes and/or prebiotic substances such as fructooligosaccharides
(FOS), galactooligosaccharides (GOS), inulin, guar gum or combinations
thereof.

As regards intake of the composition, as earlier explained, it follows a
randomized, double-blind, placebo-controlled crossover protocol. In other
words, during intake neither the investigator nor the individuals included in
the trial are aware of the assigned treatments (the treatments are
indistinguishable, double blind) and a same individual is exposed at
different times to treatment both with the composition containing
microorganisms and with the placebo (crossover), according to a random
sequence.

In one embodiment of the invention, said protocol comprises the following
phases: 1) a pre-recruitment phase, in which the individuals preferably do
not take the composition comprising microorganisms or the placebo;
and/or 2) a first treatment phase, in which the individuals preferably take
the composition comprising microorganisms or the placebo; and/or 3) a
wash-out phase, in which the individuals preferably do not take the
composition comprising microorganisms or the placebo; and/or 4) a

second treatment phase, in which the individuals preferably take the
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placebo or the composition comprising microorganisms.

Intake as per phase 2 and phase 4 takes place in a random, double-blind
manner as specified above. It is clear that the individual who takes the
placebo in the first phase will take the composition comprising
microorganisms in the second phase and vice versa.

The duration of the different phase of the protocol is preferably the same.
In particular, the duration of at least one of these phases, preferably of all
the phases, is about four weeks.

In the context of the present invention, the term wash-out means a period
faling between two phases of taking the composition comprising
microorganisms or a placebo in which the individual does not take
anything and should thus “expel” what he or she has taken previously, i.e.
a period of absence of treatment aimed at eliminating every residual effect.
In one embodiment of the invention, the composition of the present
invention is taken preferably once a day, more preferably right after
awakening.

Alternatively, taking it in the evening is also possible, preferably at least 3
hours after meals.

The step of collecting information regarding the state of health and/or the
eating habits of the individual is preferably carried out by gathering said
information in a questionnaire. Said questionnaire is prepared ad hoc to
collect data regarding the state of health and/or the eating habits of an
individual who implements the method of the invention.

In particular, said questionnaire is a standard sheet on which questions
related to the state of health and/or the eating habits of said individual are
formulated. As regards the state of health, the individual can respond
using rating scales associated with each question. The rating scale is
preferably a verbal numerical scale (VNS), or a visual analogue scale
(VAS) or verbal rating scale (VRS). As regards eating habits, the individual
can respond by indicating the foods he or she consumes daily, also

specifying the amounts consumed where possible.
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The step of collecting information is preferably carried out at the start of
the pre-recruitment phase and/or before and/or after the first treatment
phase and/or before and/or after the end of the second treatment.
The obtainment of at least one faecal sample preferably takes place at the
start and/or at the end of the first treatment and/or at the start and/or at the
end of the second treatment.
The faecal sample is preferably taken no earlier than 48 hours before,
more preferably no earlier than 24 hours before being processed or stored
at a temperature preferably comprised between +4°C and -20°C, more
preferably at -20°C, for a period that preferably does not exceed 7-10
days. Storage of the faecal sample before processing or storage at a low
temperature preferably takes place at room temperature.
The step of analyzing the microbiota by metagenomic analysis of the
faecal sample is carried out on the nucleic acids, preferably on the DNA
extracted from the faecal microbiota.
In particular, the analysis of the microbiota by metagenomic analysis
comprises at least one, and preferably all, of the following steps:

e extracting the nucleic acids, preferably of the DNA from the faecal

sample; and

¢ molecularly typing the faecal microbiota.
Extraction of the nucleic acids in general, and DNA in particular, from the
faecal sample is achieved using the procedures known to every person
skilled in the art for that purpose.
In one embodiment of the invention, the typing of populations of
microorganisms is achieved by analyzing the nucleotide sequence of at
least one portion of the gene encoding a subunit of the ribosome,
preferably the 16S subunit of the ribosome, i.e. the gene encoding the 16S
rRNA molecule.
For this purpose, the DNA extracted from the faecal samples is amplified
using techniques known in the art, for example by PCR. Preferably, the

amplification is achieved by using a pair of oligonucleotides (primers);
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preferably by using SEQ ID NO: 1  (Probio_Uni 5
CCTACGGGRSGCAGCAG-3’) and SEQ ID NO: 2 (Probio_Rev 5'-
ATTACCGCGGCTGCT-3') (Milani C, Hevia A, Foroni E, Duranti S, Turroni
F, et al. (2013) Assessing the Fecal Microbiota: An Optimized lon Torrent
16S rRNA Gene-Based Analysis Protocol. PLoS ONE 8(7): e68739).

The conditions for carrying out the PCR can vary depending on the quality
and quantity of the nucleic acid it is desired to amplify and/or the primers
used. In any case, setting the PCR conditions is a routine activity for every
person skilled in the art.

Preferably, the portions of amplified nucleic acid are subsequently
sequenced.

The person skilled in the art can use any known method for that purpose.
Preferably, the methods used are selected from: sequencing based on the
Sanger method, pyrosequencing methods and the lon Torrent sequencing
method.

In the case of lon Torrent, it is preferable to use primers that preferably
have adaptor sequences at the 5 end. In the particularly preferred
embodiment of the present invention, the adaptor sequences are SEQ ID
NO: 1 and 2.

Once the sequences have been obtained and, therefore, once the
populations of microorganisms of the faecal microbiota have been typed,
the community of microorganisms is characterized, preferably by means of
hierarchical clustering programs or taxonomic analysis and/or by
constructing phylogenetic dendrograms, preferably with heat maps. To this
end, QIIME software is particularly preferred for the purposes of the
present invention.

Finally, the data obtained from the characterization analyses are
preferably analyzed with statistical methods of a parametric and/or non-
parametric type.

A further aspect of the present invention regards a kit for performing the

method according to the present invention, said kit comprising:
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- an identification code of the Kkit;

- at least one oral formulation of a composition comprising
microorganisms, preferably belonging to the species Lactobacillus
paracasei, more preferably the strain Lactobacillus paracasei DG, in an
amount of between 1 and 50 billion colony forming units (CFU) of
microorganisms, preferably 15-30, more preferably 20-25 billion CFU of
microorganisms.

- at least one oral formulation of a placebo not containing microorganisms;
said composition of microorganisms being taken according to a
randomized, double-blind crossover protocol controlled vis-a-vis said
placebo, and said composition comprising microorganisms and said
placebo being identified by a code.

The placebo is preferably identical in aesthetic appearance, i.e. in form,
but differs in substance from said oral formulation of a composition
comprising microorganisms, preferably belonging to the species
Lactobacillus paracasei, more preferably the strain Lactobacillus paracasei
DG. The oral formulation of the placebo contains no microorganisms.

In one preferred embodiment of the invention, the kit comprises at least 28
capsules or tablets or pills or buccal tablets or hard capsules or sachets
containing the oral formulation of the composition comprising
microorganisms, and, preferably, an equal number of tablets or pills or
buccal tablets or hard capsules or sachets containing the oral formulation
of placebo.

According to a preferred embodiment of the invention, said at least one
oral formulation is at least one capsule, at least one tablet, at least one pill,
at least one buccal tablet, at least one hard capsule, at least one sachet or
at least one pellet.

Said oral formulations are identified by a code, for example a colour code,
a numerical code, an alphabetic code, or an alphanumeric code. For the
purpose of the method, said code will serve to understand when the

composition comprising microorganisms has been taken and when the
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placebo as earlier described has been taken.

The oral formulations are identical in aesthetic appearance, i.e. in form,
but differ in substance because one contains the composition comprising
microorganisms and the other one contains a placebo. Moreover, the two
formulations are each identified by a code.

In this manner, the composition comprising microorganisms and the
placebo contained within a kit are such as to be indistinguishable by any
individual. Moreover, the composition comprising microorganisms and the
placebo contained in the kit are univocally identified by any code
whatsoever, for example a colour code, a numerical code, an alphabetic
code, or an alphanumeric code.

The correspondence of this code with the nature of the substance, i.e.
whether it is the composition comprising microorganisms or the placebo, is
known only to the producer of the kit.

According to a further embodiment of the present invention, the kit further
comprises questionnaires prepared ad hoc for collecting data regarding
the state of health of the individual who implements the method of the
invention.

In particular, the questionnaires are standard sheets on which questions
related to the state of health and/or the eating habits of said individual are
formulated. As regards the state of health, the individual can respond
using rating scales associated with each question. The rating scale is
preferably a verbal numerical scale (VNS), or a visual analogue scale
(VAS) or verbal rating scale (VRS). As regards eating habits, the individual
can respond by indicating the foods he or she consumes daily, also
specifying the amounts consumed where possible.

A further aspect of the present invention regards the use of said kit for
diagnostic and/or therapeutic purposes.

EXAMPLE

Treatment.
A randomized, double-blind, placebo-controlled crossover study of dietary

PCT/IB2014/064284
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intervention was conducted on healthy individuals.
Volunteers were recruited in accordance with the following criteria:

— inclusion criteria: healthy men and women, ranging in age between
18 and 55 years; signing of informed consent form;

— exclusion criteria: antibiotic treatment in the month preceding the
examination; episodes of viral or bacterial enteritis in the 2 months
preceding the first examination; gastric or duodenal ulcers in the 5
years preceding the first examination; pregnancy or breastfeeding;
recent or presumed cases of alcoholism and drug intake; other
conditions of non-compliance with the study protocol.

The probiotic dietary intervention was carried out in accordance with a
crossover design, as schematized in Table | below.
Table |

pre-recruitment treatment 1 wash-out treatment 2
ek 4. weeks '

4. weeks

interview 1(V0) 2 : V4)

In the pre-enrolment step (4 weeks) the volunteers followed their usual
diet, without consuming probiotic fermented milk products (traditional
yogurt was thus permitted), probiotic dietary supplements, or prebiotic
dietary supplements.

At the end of the pre-enrolment period, the volunteers were randomized to
receive one capsule per day of a probiotic or placebo for 4 weeks.

By way of example, Enterolactis Plus was used as the probiotic to be
administered; it consists in 420 mg capsules containing 24 billion CFU
(colony forming units) of Lactobacillus paracasei, strain DG.

The placebo consisted in capsules identical in appearance to the probiotic

ones, obviously devoid of the probiotic agent.
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The flavour and colour of the active substance (i.e. the probiotic) and the
placebo were identical.
The product was taken in the morning on an empty stomach, at least ten
minutes before breakfast or, if forgotten, in the evening before going to
bed and in any case at least two hours after the last meal.
After the first four weeks of treatment, the volunteers went through a four-
week wash-out period identical to the pre-enrolment period.
At the end of the wash-out period, the volunteers took one capsule per day
of Enterolactis Plus or placebo for four weeks in accordance with the
crossover design described above.
In summary, the study involved 4 phases, each of which lasting 4 weeks:
e Pre-recruitment phase: the individuals underwent neither treatment
with Enterolactis Plus, nor treatment with the placebo.
e Treatment 1: the individuals underwent treatment with Enterolactis
Plus or treatment with the placebo.
e Wash-out: the individuals underwent neither treatment with
Enterolactis Plus, nor treatment with the placebo.
e Treatment 2: the individuals underwent treatment with the placebo
or treatment with Enterolactis Plus, respectively.

Examinations and sample collection.

Each volunteer was initially instructed as to the entire procedure to be
followed, which involved a total of 5 meetings per volunteer.

During the first meeting, informed consent was obtained along with the
volunteer’s personal data. The volunteer also received general information
about how the study was to be carried out and was instructed about the
changes in the diet to be applied in the subsequent 4 weeks of pre-
enrolment (prohibition from consuming the previously specified products).
After 4 weeks, the volunteer went to the second meeting with a faecal
sample (sample TO), collected during the previous 24 hours in a special
container handed over during the first meeting.

To ensure optimal preservation, the faecal samples were stored at room

PCT/IB2014/064284
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temperature and delivered to the laboratory within 24 hours.

During the second meeting, moreover, the volunteer was given the
probiotic product (or placebo) to be taken during the next 4 weeks.
Moreover, the volunteer was instructed as to how to take the product.

At the end of the 4 weeks of taking the product (or placebo), the volunteer
went to the third meeting with another faecal sample (sample T1) collected
during the previous 24 hours.

During the third meeting, the volunteer completed a guestionnaire on the
possible effects, both positive and undesirable ones, deriving from
consumption of the product.

The volunteer was then instructed about the next 4 weeks, during which
he or she again did not take the previously mentioned products.

At the end of these 4 weeks, the volunteer went to the fourth meeting with
a faecal sample (sample T2) and received the probiotic product (or
placebo) to be taken during the next 4 weeks.

Finally, after 4 weeks of taking the product (or placebo), the volunteer went
to the fifth meeting to deliver the last faecal sample (sample T3).

During this last meeting, the volunteer completed a guestionnaire
analogous to the one received during the third meeting.

All the faecal samples collected were stored at -20°C for no more than 7
days before being subjected to analysis of the microbiota.

Analysis of faecal microbiota

The faecal microbiota was evaluated by analyzing the nucleotide
sequence of portions of the gene encoding the 16S rRNA bacterial
ribosomal subunit. More specifically, a metagenomic strategy was
adopted,; it consists in short in the following steps:
1. extracting, quantifying and normalizing the metagenomic DNA from
the faecal samples;
2. amplifying the V3 hypervariable region of the bacterial gene
encoding the 16S rRNA by PCR,;
3. quantifying the PCR products;

PCT/IB2014/064284
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4. sequencing the amplification products;

5. bioinformatically analyzing the sequences.
The procedures according to steps 1 and 3 are techniques that are well
known in the art and they are thus performed with the protocols commonly
used in this field. For example, the methods described in laboratory
manuals such as those by Sambrook et al. 2001, or Ausubel et al. 1994.
Step 2 of amplifying the V3 region of the 16S ribosomal RNA genes was
performed by means of the DNA amplification technique known as PCR,
using Probio_Uni 5-CCTACGGGRSGCAGCAG-3' (SEQ ID NO: 1) and
Probio Rev 5-ATTACCGCGGCTGCT-3' (SEQ ID NO: 2) as
oligonucleotides (primers).
In particular, the pair of primers SEQ ID NO: 1 and 2 amplifies the V3
region of the 16S rRNA gene.
Step 4 can be performed with the techniques known in the art for this
purpose, for example techniques based on the Sanger method,
pyrosequencing or the lon Torrent Fusion Primers sequencing method
used in the specific example of the present invention according to the
protocol described in the materials and methods section of the scientific
article by Milani et al. (2013).
In the case of the lon Torrent technique, the primers are designed and
synthesized in such a way as to include, at the 5' end, one of the two
adaptor sequences used in this specific DNA sequencing technique. In
this case, the adaptor sequences were SEQ ID NO: 1 and 2.
The conditions under which the PCR was performed are the following:

e 5 minutes at 95°C;

e 30 seconds at 94°C, 30 seconds at 55°C, and 90 seconds at 72°C

for 35 cycles;

e 10 minutes at 72°C.

At the end of the PCR, the integrity of the amplificate was verified by

electrophoresis.
Step 5 of the method, necessary for characterizing the microbial

PCT/IB2014/064284
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communities, can be carried out with numerous techniques presently

known for this purpose. More specifically, use was made of: hierarchical

clustering, taxonomic analysis and construction of phylogenetic

dendrograms with heat maps according to the protocol described in the
5 materials and methods section of the scientific article by Milani et al.

(2013); more specifically, the analysis of sequence data was conducted

using QIIME software.

Statistical analysis of the data

The statistical analysis was conducted using STATISTICA software

(Statsoft Inc., Tulsa, OK, USA).

In order to reveal significant differences, the data were analyzed using

both parametric (multivariate and univariate repeated-measures ANOVA)

and non-parametric (Wald-Wolfowitz and Mann-Whitney) statistical

methods.

The normality of the data series (important assumption for ANOVA) was
evaluated by means of the Shapiro — Wilk and Kolmogorov-Smirnov tests.

Results of the treatment

The study was completed by a total of 22 individuals (11 females and 11

males).
Thirty-three individuals were initially enrolled, but 11 of them withdrew

early for various reasons: intake of antibiotics (4), refusal to continue the
study (1), frequent episodes of diarrhoea (1), intake of other probiotics
during the study period (3), drastic change in eating habits (1), and
seasonal influenza with episodes of diarrhoea (1).

Upon the conclusion of the study and completion of the analysis of the
results of the two treatments, the blind was broken and it was seen that:
treatment A is the active treatment, containing Lactobacillus paracasei DG;
treatment B is the placebo, identical on the exterior to the active treatment,
but devoid of lactobacilli.

When the data obtained from the study were analyzed, a high stability,

from a taxonomic viewpoint, of the intestinal microbiota of the study
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participants was observed.
In fact, it was found that:

a) two bacterial divisions of the 15 identified, namely,
Bacteroidetes and Firmicutes, constitute over 90% of the
sequences;

b) 11 families of the 131 identified constitute over 90% of the
sequences; and

c) 20 genera of the 262 identified constitute over 90% of the
sequences.

Moreover, this study confirmed that human intestinal microbiota at lower
taxonomic levels (i.e. at the family and genus levels) is highly variable from
one individual to another.

Therefore, the experimental evidence demonstrated the necessity of
conducting, on a healthy population, crossover intervention trials in order
to prevent the marked inter-individual variability from hiding the possible
effects of the probiotic treatment or leading to false statistical positives.
When the modifications induced in the intestinal microbiota by the two
treatments were evaluated, a statistically significant difference emerged in
terms of genera only in the group receiving the treatment with
Lactobacillus paracasei DG (active treatment). More specifically, an
increase in the genus Coprococcus was observed. In fact, as can be noted
in Figures 1.1, 2.1 and 2.2, before and after treatment with Lactobacillus
paracasei DG a statistically significant increase in coprococci was
observed. In contrast, a moderate reduction thereof was seen in the group
receiving the placebo treatment.

Moreover, after treatment with Lactobacillus paracasei DG, a statistically
significant reduction in bacteria of the genus Blautia was observed. In
contrast, a slight increase thereof was seen in the group receiving the
placebo treatment (Figures 1.2, 2.1 and 2.2).

Coprococci are among the main producers of butyrate at the intestinal

level.
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Butyrate is a fundamental compound at the intestinal level, since on the
one hand it contributes to restoring the functional integrity of the intestinal
mucosa and maintaining it over time, and on the other hand it has
important anti-inflammatory effects, so much so that it is used as an
adjuvant to dietary treatments for intestinal colopathies (e.g. chronic
inflammatory intestinal diseases).

Moreover, an analysis of their genome reveals that these bacteria can use
succinate as a fermentation substrate. ‘

This information is fundamental, in consideration of the fact that members
of the genus Blautia generate acetate and succinate as main end products
of the fermentation of glucose.

Succinate is considered an ulcerogenic factor, capable, therefore, of
exacerbating the condition of individuals with ulcerative colitis, since it is
probably to blame for the mucosal damage present above all in the active
phases of the disease.

In conclusion, following treatment with a probiotic, in this case following
the administration of Lactobacillus paracasei DG, one observes an
increase in the bacteria belonging to the genus Coprococcus and hence
an increase in the intestinal concentration of butyrate.

At the same time, one observes a reduction in the concentration of
succinate, which may be to blame for mucosal damage in individuals with
ulcerative colitis, in a direct manner, because following treatment with the
probiotic, in this case following the administration of Lactobacillus
paracasei DG, there is a reduction in the bacteria belonging to the genus
Blautia, and, in an indirect manner, because the increased population of
coprococci is further able to decrease the concentration of succinate by
using it as a substrate in their fermentation process.

In conclusion, following treatment with the probiotic, in the specific
example following the administration of Lactobacillus paracasei DG, there
is an increase in the concentration of butyric acid in the faeces of

individuals, with a simultaneous reduction in other organic acids, such as
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The data relating to the composition of faecal microbiota were used,
finally, in a bioinformatic analysis aimed at a virtual reconstruction of the
metagenome based on knowledge of the bacterial genomes (Okuda S,
Tsuchiya Y, Kiriyama C, Itoh M, Morisaki H. Virtual metagenome
reconstruction from 16S rRNA gene sequences. Nat Commun.
2012:3:1203); in other words it was established in silico which potential
genes are present and how abundantly in a given microbiota. This analysis
made it possible to verify a putative increase in the encoding genes for the
synthesis of folic acid and metabolism of nicotinic acid (Figures 3 and 4).
These two molecules represent important vitamins for the human host
(respectively named vitamin B9 and B3). Vitamin B9, in particular,
represents a nutritional factor of primary importance, a deficiency of which,
especially in specific physiological conditions such as pregnancy, can lead
to serious health consequences. Treatment with the probiotic used in this
study could therefore favour the ability of intestinal microbiota to produce

folic acid (vitamin B9), with a consequent nutritional benefit for the human

host.
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CLAIMS
1. An in vitro method for determining the change in the composition of
the faecal microbiota of an individual following intake of a
composition comprising microorganisms and a placebo, according

5 to a randomized, double-blind, placebo-controlled crossover

protocol said method comprising the steps of:

(i) collecting information about the state of health and/or the
eating habits of said individual before and/or during
and/or after taking the composition or placebo according

10 to said protocol;

(i) obtaining a faecal sample from the individual before and/or
during and/or after intake of the composition or placebo
according to said profocol;

(iijanalyzing the microbiota by performing a metagenomic

15 analysis on the faecal sample obtained according to step
(if);

(iv) comparing, preferably qualitatively and/or quantitatively, the
faecal microbiota of the individual before and/or during

and/or after taking the composition or placebo according

20 to said protocol.

30

2. The method according to claim 1, wherein said microorganisms are
bacteria and/or yeasts taken individually or in combination.

3. The method according to claim 1 or 2, wherein said microorganisms
belong to the genus selected from: Lactobacillus, Bifidobacterium,

25 Bacillus, Propionibacterium, Streptococcus, Lactococcus,
Aerococcus and Enterococcus; preferably said microorganism is a
bacterium of the genus Lactobacillus and/or Bifidobacterium.

4. The method according to any one of claims 1-3, wherein said
microorganisms are bacteria of the genus Lactobacillus selected
from the species. Lactobacillus paracasei, Lactobacillus

acidophilus, Lactobacillus amylolyticus, Lactobacillus amylovorus,
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Lactobacillus alimentarius, Lactobacillus aviaries, Lactobacillus
brevis, Lactobacillus buchneri, Lactobacillus casei, Lactobacillus
cellobiosus, Lactobacillus coryniformis,, Lactobacillus crispatus,
Lactobacillus curvatus, Lactobacillus delbrueckii, Lactobacillus
farciminis, Lactobacillus fermentum, Lactobacillus gallinarum,
Lactobacillus gasseri, Lactobacillus helveticus, Lactobacillus
hilgardii, Lactobacillus johnsonii, Lactobacillus kefiranofaciens,
Lactobacillus kefiri, Lactobacillus mucosae, Lactobacillus panis,
Lactobacillus collinoides, Lactobacillus paraplantarum,
Lactobacillus pentosus, Lacfobacillus plantarum, Lactobacillus
pontis, Lactobacillus reuteri, Lactobacillus rhamnosus, Lactobacillus

sakei, Lactobacillus salivarius and Lactobacillus sanfranciscensis.

. The method according to any one of claims 1-4, wherein said

microorganisms are bacteria of the species Lacfobacillus paracasei,

more preferably it is the strain Lactobacillus paracasei DG.

. The method according to any one of claims 1-5, wherein said

microorganisms are present in the composition in an amount of
between 1 and 50 billion colony forming units (CFU) of
microorganisms, preferably 15-30, more preferably 20 to 25 billion

CFU of microorganisms.

. The method according to any one of claims 1-6, wherein said

microorganisms are present in the composition as live or dead

microorganisms, or in the form of a lysate or extract.

. The method according to any one of claims 1-7, wherein the

composition comprising microorganisms is formulated for oral
administration, preferably in solid form, preferably as in the form of
pills, capsules, tablets, granular powder, hard capsules, water-

soluble granules, sachets or pellets.

. The method according to any one of claims 1-8, wherein the

metagenomic analysis comprises at least one, preferably all, of the

following steps:
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- Extracting the nucleic acids, preferably DNA, from the faecal
sample, and
- Molecularly typing the microorganisms present in the faecal
microbiota.
5 10.The method according to claim 9, wherein the typing of faecal

10

15

20

25

30

microbiota is performed by analyzing the nucleotide sequence of at
least a portion of the gene encoding the 16S subunit of the
ribosome.
11.The method according to claim 9 or 10, wherein the typing of faecal
microbiota is achieved by amplifying the nucleotide sequence of at
least a portion of the gene encoding the 16S subunit of the
ribosome by PCR.
12.The method according to claim 11, wherein the PCR is performed
using SEQ ID NO: 1 and 2.
13.The method according to claim 11 or 12, wherein the amplified
nucleotide sequence is sequenced, preferably using the technique
of lon Torrent sequencing.
14.The method according to any one of claims 9-13, wherein the
microorganisms are characterized by means of hierarchical
clustering programs and/or taxonomic analysis, and/or by
constructing phylogenetic dendrograms, preferably with heat maps.
15.The method according to claim 14, wherein the results of the
characterization are analyzed by using parametric and/or
nonparametric statistical methods.
16.A kit for performing the method according to any one of claims 1-15
comprising:
- an identification code of the Kit;
- at least one oral formulation of a composition comprising
microorganisms, preferably of the species Lactobacillus
paracasei, more preferably the strain Lactobacillus paracasei

DG, in an amount of between 1 and 50 billion colony forming
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units (CFU) of microorganisms, preferably 15-30, more
preferably 20 to 25 billion CFU of microorganisms;
- at least one oral formulation of a placebo not containing
microorganisms;
5 said composition of microorganisms being taken according to
a randomized, double-blind crossover protocol controlled vis-
a-vis said placebo, and said composition comprising said

microorganisms and placebo being identified by a code.
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BLRUE 225550 B 28 S5 RN B S A B 4B VA2 N 2 G I 2 A M
(P2 R AR A, , BT IR 7 VAL dE R AP R

(1) FE3R IR IR 77 R4 52 fir i 4 & W B2 T 57 2w AR/ s 1) A/ 8 2 s, W dE o0 T A
IR {8 BRI AN/ B & SIS 2

(11)7EF HR BT IR 77 RN B 41 & W B 2 J 571 2 min AR/ B TE) A1/ 8 2 5, OB A
SRR

(1i1)iEE X2 IR(11) R 3R AU ZE AR b AT 22 B DR 2H 22 0 A 5 SR A BT B iR T A i

(1v) bb 4 W8 B i 7 2432 52 B ik 2H & W sl 22 T ) - i AR/ B 1R AR/ B 2 Js ) i i A
PRI ST YA, I ads B e 0 e 7 4 b R / B505E B M B 452

2. ABUR LR LT IR B 7, HARR AR AE T, il il A 4 2 DL B ik sl 2H 6 T U B 4 B
A/ B EERE

SAMAL RN EL R 12 Fr ik 1 7 v, AR AE T, PR A & Tk B TR & - LA
(Lactobacillus) AW AFH (Bifidobacterium) . s fifF i (Bacillus) AT H
(Propionibacterium) #EEKF (Streptococcus ) F. B HE (Lactococcus) S ERFH
(Aerococcus) MR (Enterococcus ) s Dok BT fuft A= 40 42 ZUAT 181 A/ OSSR T g 1 4
Bl o

4 AR ZE R -3 AR — TR IR 1 7 V2, FURFAEAE T, il Sl A2 P =2 SLAT B B i 4
Hik WM N BIFEF AT H (Lactobacillus paracasei) FERRFLITE (Lactobacillus
acidophilus) fRIEM B HAIH (Lactobacillus amylolyticus) W& IE ¥ AT H
(Lactobacillus amylovorus) & AT (Lactobacillus alimentarius) L FFFH
(Lactobacillus aviaries) i FLAF B (Lactobacillus brevis) i K FLFF
(Lactobacillus buchneri) . THEAF H (Lactobacillus casei) £4F4E —FEANT A
(Lactobacillus cellobiosus) #IRFLF i (Lactobacillus coryniformis) 3 AT 5
(Lactobacillus crispatus).Z M F.#FE (Lactobacillus curvatus)  fE K AN H
(Lactobacillus delbrueckii) & MAA T (Lactobacillus farciminis) KA H
(Lactobacillus fermentum) . ¥F 4T H (Lactobacillus gallinarum) . J0iK F AT
(Lactobacillus gasseri) %t F M E (Lactobacillus helveticus). .7 K FATH
(Lactobacillus hilgardii) K AT (Lactobacillus johnsonii) ¥ FEFLAT A
(Lactobacillus kefiranofaciens) JF3E/RFLFF B (Lactobacillus kefiri) JKiEFLAT B
(Lactobacillus mucosae) M B ¥/ # (Lactobacillus panis).EIRANH
(Lactobacillus collinoides) AP 4 H (Lactobacillus paraplantarum) .,
1 (Lactobacillus pentosus) HY)FH4FE (Lactobacillus plantarum) &= AT H
(Lactobacillus pontis) . FHIKF AT HE (Lactobacillus reuteri) i W AN
(Lactobacillus rhamnosus) G/ (Lactobacillus sakei) My 7L AT
(Lactobacillus salivarius)flIH4x 1L FAF B (Lactobacillus sanfranciscensis).

5. UIAUHEE SR -4 AT — T TR 1 773, FORFEAE T, PIT IR Tl AR 4 =2 B B AL A e A
P2, B DI a6 Dy 1 PR B LA TRDG o

6. AR E SR -5 A — Tk (6 77 7%, HRFEAE T, BRI H &) A E B ik i A= 4

2



CN 105518150 A W F E Kk B 29 Hi

) & 72 10 2250012574 T i B (CFU) A4, i 150 22300, BE L1200 22 25014 CFURY
WA .

7 QAR EE SR -6 AT — IR (K 7 3%, FARRAEAE T, TR 4 & W) A7 AE I BT i i A= )
FTE P EBERI A, B SR R I .

8. WA RN ZESR 1 -TH AT — Tk 1 7 325, FLARRAEAE T, Bk £ 25 T A 0 ) 40 400 i T 1
HT& 0% T, IR UL BEMATE 2, Peide DL A BT 7 77 REDIR A A A s 3 L /K ¥ 1 3
b BT BRI .

9. QAR ZE SR 1 -8 AT — Tk I 7 2%, FLARRAEAE T, Bk 2 B IR A1 2 o0 iy B dn 20
B 2 b —A ik 40 -

~ TR FEAFAE T HR AL R , DL IZEDNA 5 £l

S Z ISR A BE P A B A AT 0 153 2L

10 QAR B RO PR (1 75 ¥ , FLRRAEAE T, 6 S0 Sl A= 0 A 1 o 2R3 3ok o A A 7
[0 L6 I (1) 22 /380 43 i 32 [R] PR AZ IR P 51 SR 3R AT o

11 QAR EE SR 9B 1 O Bk 1K 7 7%, FLARRAEAE T, X 35 (B AR P ¥ 40 2138 i >R FHHPCR
T AR AR IR 16 STV 2L (1) 22 /D3 7 e B DR ) A2 BR T 91 R AT

12 G0BCR B SR VLB (0 53, FAFAELE T, BT PCRE FHSEQ 1D NO: 1 AN233EAT o

13 QBRI SR 118 12 BT (0 5 ¥ , LR AEAE T, X 9 B A% 7 R 1 &1 e, e 3k %
B P A .

14 QiAUR) B SR 9-1 39 AT — AT IR 1) 77 2%, FAFAEAE T, it 73 G SR S FE e f /a8 43 2%
AT, A/ BURE I A RGN, DL SR FH AL SRRAE T IR A1) -

15 GnALR SR 14 Frid 1 J7 v, R ETE T, @i R S 80M /sl dE S B ge 1T 22 7 ikok
GIHT TR RAE [ 45

16— T AT AR B R 1- 15 HAE — T AT b (8 7 V2 1R P il Sy

— BT IR A B AR TR 5

— BB AR AL A R A — IR, BT IR AR M Ak T BB FLAT B AR
B B AR T B FLAE B DG, BT AL & A 0 =2 10 2 50012 3 T B (CFU) B A A=
¥, L% 15042300, B AR 1200 % 25012 CFURI A= 5

AL A P 2 I A — b 1 R 5

FIT i 1 A 0 A 4 W e BB DA BT 3R 22 T 351 R ok BRI AL 00 A8 SO R B3, FF H., By
FIT i i A= Wi T iR 4 ) AN 22 TR 3 i it w0 SR 4 5
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AN 82 MEYRNAE S mEME MR ERN A

[0001] AR I8 Je I e B & A P CJeEL A2 2R ) O AL 5 P e 2 / ) e 26975 PR 1 5
2 BTk U5 TR A SR IR H S W2 e SR ) e VE A/ BUE AR AL .
B AW B AT AT BT 7 ik i &

[0002] 5 fizpil 0% 2 i eI, FLAE RSN & 8 R op  J O 198, T2 1 i
Fo 38 ok 2B W A B T TR R

[0003] P, il i E i 2 — A R 2RI AE S R G, e b A R AR W A 22 T8 11
TR T I K » BRI A A AT A A A DR S A RS SR, RUOA B P & 2 2 i e 2
PR B TE ARG ) B AT s

[0004] 335 2, Frik B A IREA 29 T — D ESER 88 B - FF 8L b, M) i A i
)€ PEAN/ B8 AR, BT R M B ZE M) 25 1 (dismicrobism) , 2 3 B K i A A2
& S TRE |G B 22 R RO ALEE

[0005] Dy 1 AbER Wil AR AR DL » BE AEARMTRE DL N » N 1 4 i ol 2E WD RE ) 1167, B8R
a2/l A 7 i ) S B T R e

[0006] 4% HEFAO/WHOR 5& S, i A2 A — 207 W& A AE 1, 24 L& U IR B 45 T X S8 A )
I, B9 TE IR A e as b

[0007] R ¥E L3k 5E 3L, 5 U7 IR RI T R IR I 2 A0 A8 HL g o DR HL W] S s P40 A0 35 A=
R AR ZH 51/ 7R A AR D P i A PR ) A 2 S A R 24 B S PR 52

[oo08]  Hisi -, TR FIZ I IR A AF F  RI3E TSN B & Sl A= W 46 W0 e 2
M/ B I M AR B SE S E DR B I ST TR AL S R R B R TR/ B OR AR
il e, LA K FRI b, A2 15 R 0 T 2 45 46 0 D A / B e ZE R R BRI BE AR 26 1F 22—

(00091 7S B JE I fn R 5 ok 2 IR BESK « 3R I T 73 1 0 M SR B s R H B ML L XL
B RZEGI-X RS SO RN TS HEY (LA w) WA S5, MAR SE M AEY
FEH 2 ) 58 1 AN/ BE AR TV

[oo10]  Hrs b, A N il SEE0 58— IR R, BEAT , J0H R X g B A AT 58 X TiAst
FLI7 % 5 LA 1E 25 A AR ) AR S P e KR A B CELAATIT 5, SR 2 28/ B 20 A2 770 BRERE ) 1 7T
e, BB Lk 5 25 (0 AR ) A ek e o 2 R P

[0011] A BAT5 ik B 1 5 00 T o B & P2 ) CRIMBE i 2 A/ s 2B 570 B — i
HEYxT SR A YRR VR Rl 240 38 P T 12 B Fn et 28 / 81 2 A2 700 AR R fie 4 B AR
FI B T8 © Rz A2/ B 2l AR R AT (DB ) g A S 0 e AT e A S ik 2
AV 5 RN/ S RS A MR AR AR Fsk b ST R A S )5
T J ) He AR A BRI / w400 ] 0 A 26 0 A 1) 25 200 1, RE 8 1 TR 4 5 P i) ]
RERIHTE F o B, dn S, AE SR X 1 AR B 7 iR I a2 51 2 i, AR S ) Al e e DL E B
AR I HAZ AR A A 32 2800 R an TR i A=, M mT 5 RE G #525 ik 2 A=
UK IR IE T BR A

(00121 7R B J5 i ) FL 6 2 AR AR 8 T S T A8 il b A0 I it 457 1 B 9 J AL, 2R T, AL
RS T B i PR 1
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[0013] 4 1 fefl SE 4 M PR AR VELH UL, A K B A B 14

[0014] -1 R/RG T2 M B0 45 5, HyPAh A K B0 & WA B 2 i A2 J (A) ZEER B
(Coprococcus) J& 140 0 8 0 (B 1. 1) FAm 55 47 IR 8 (Blautia) J& 40 B B 1 98k 2D (&
1.2), BL S Rl y F 22 B GRIAC 3 2 j A2 J5 (B) ZEBK B & IO A0 B A A o2 (B 1. 1) A 55 R 1K
BB A AR G (E1.2)

[0015] -2 . 1887, fE AR B -G YALEE 2§ A1 2 J5 , 25K 8 10 40 TR 7 1) 35 n (IR
IR ) FOAT 55 5 UK R i AT A B A T 0l 2D (VKD

[oo16] -K2.25 7, HAKMAAHEGME 2 5T J5 (A) , ZEEKEE 8 0 A0 B 00 B 79 b 3
I CERZK ) A0 AR 57 R IS B4 J& 1O 40 B A H 29 bl gD (92K 5 DA K e R R AL B 2 /i A 2 J5
(B) , 2 BK B J& 19 40 1 FE 1 1 20 Bl sk 2D (R ZK) AT 575 e DX 1 i 1) 400 B A 1 11 2 b 385 m (9%
xK)

(00171 -E3ERRGE o HIg R, KT8, AR KA S YA 2 5 A2 J5 R
AU RT3 0, 0 FH 22 BRI AR 3 2 110 A1 2 fe MR RR A 1 sk 2> 5 A

[0o18] -E4BRG o Mrrg R, KT @, fE HAKHAG Y 2 fi il Gt
PR 1) A )65 PR 3800, FNAH J i FH 2 LRI A B 2 Ji A2 s e B AR AR 4k

(00191 AR BH IS —J7 I K 8 FSE T AE M BE R A R I 74 BT IR (8 T A= Mo i
R A EBE L U 22 B R 22 SOO7 RN S A 2 &4/ #1575 2 J5
PR A, Frid JT i s N AP IR

[0020]  a)fE4&MRBEAL O 22 BRI FRT) 28 X7 2243252 i iR 4 Wy el 2 Jt 51 2 v A/
SRR/ B2 S5 WO 58 T BT AN R A R O A/ B £ 2B 45 2, 5

[0021]  b)IRAGAEILIEBEHL XU 2B -0 1) 58 X7 RN FTIRH A Wy ali 22 B 7 2 w7
A/ BAE A/ B S5 Ok B TR AN 22 2D — AN SR

[0022]  c)i@idt % A0 0D ) () FEAE A St 1EAT 1 22 FE DR 2H 25 0 A SR 43 M i iR T A i
[0023] ) LLESLIEFE ML XUE 2B 57X HE I 22 X7 RGN Frid 241 & W el 22 JE 57 2 i
A/ BHIA A/ B S ) TR AR 2SR AE PORE A1k 5 1t AN/ B S L AR

[0024]  FEAKRBAN A, RIEFSERAEYRE TR M 2 A7 AL T MR FEAE R AT
A, 3 HLH S B Bl A4 () iy Hh A7 AE R BEAN S AR AR AR o DRL UL, AR S0 Al A A A A S
Fa 1) =2 W i AR P AE R [R] SCam] s BART 5 B S E A K A& Wb B U AE 4 72 Bk el 4 &
T 2 4 T A/ B R BE AT/ B B A A

[0025] QL& ApE I H AR RIILE R T A K H B KBRS, riddiw g T T 4H
1 )& : AT (Lactobacillus) XU AT # (Bifidobacterium) « ZEfAT B (Bacillus) AR
#F 1 (Propionibacterium) E#EERE (Streptococcus) FLERF (Lactococcus ) A ERH
(Aerococcus) FIIFER B (Enterococcus) o ARG , BT IR 41 1 J& T~ LA 1 A1/ BT B
J& o

[0026] BRI 5 , TR FLAT L H - 8T B FLFF B (Lactobacillus paracasei) FERRFL
5 (Lactobacillus acidophilus) e RAFF B (Lactobacillus amylolyticus) Fg
VEM FLATF B (Lactobacillus amylovorus) &b FLFF# (Lactobacillus alimentarius)-
B F AT (Lactobacillus aviaries) L FLAFH (Lactobacillus brevis) i KA B
(Lactobacillus buchneri).TESFLAF B (Lactobacillus casei) &4 “HEANTH
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(Lactobacillus cellobiosus) BIRFATH (Lactobacillus coryniformis) %t FATH
(Lactobacillus crispatus) 2 il F LM (Lactobacillus curvatus) . {8 K F AT H
(Lactobacillus delbrueckii) &FHFLAFH (Lactobacillus farciminis) & FEFLA B
(Lactobacillus fermentum)  EF.#F B (Lactobacillus gallinarum) K AN &
(Lactobacillus gasseri) i F./F# (Lactobacillus helveticus) % K AN &
(Lactobacillus hilgardii) ZJK AT (Lactobacillus johnsonii) SFLEEFLAT A
(Lactobacillus kefiranofaciens) H3E/RAMH (Lactobacillus kefiri) HiEFLFFH
(Lactobacillus mucosae) M F A H (Lactobacillus panis) . IRFLAF B
(Lactobacillus collinoides) ZAHMIF AT B (Lactobacillus paraplantarum) .3 HEF,
1 (Lactobacillus pentosus) EHY)FHFE (Lactobacillus plantarum) &+ LA H
(Lactobacillus pontis). . F K FAFHE (Lactobacillus reuteri). i 2 AN H
(Lactobacillus rhamnosus) i LT (Lactobacillus sakei) MK 7L AT B
(Lactobacillus salivarius) A4 LF 5 (Lactobacillus sanfranciscensis).
[0027]  XJTAKEHRT B BRE LG A2 8 T B % FUAT s P b ) 4m e, S8R 3k ) T I L
FF B DGR K o

[0028] i BRf i1 Pk &I T % L AT HIDGHI SOFAR S.p.A.F05/05/19957F B 22 ) B2 i F bfF 7 B
147 ] 2Kt A 0 AR ek o0 (ONCMD) PRFER , £ 5 CNCM. T-1572 i B AR 1 B Wl A 44 & T FL
FF DG T B Fh (Lactobacillus casei DG sub.casei).

[0029]  H AR F, WEMHFERNMEILEH : FF W HE (Bifidobacterium
adolescentis) AN WNE M H (Bifidobacterium animalis) . i XIS A
(Bifidobacterium bifidum) %8 X AT % (Bifidobacterium breve) FlH XA B
(Bifidobacterium longum).

[0030] frid @ REfLik e T8 £ JE (Saccharomyces ), B AL & & T AR 8 B2 £
(Saccharomyces cerevisiae)¥)# .

[0031]  —fR1M & , AN K B ZH& Wb B 3 B 3 A2 P =2 EF SARR QPS F1| 36 i 48 5E I M Tl A= 4
BT AE Y Rl 2

[0032]  (http://www.efsa.europa.eu/it/search/doc/3020.pdf).

[0033] AR BHZH G AE DL TG, B LA IR 20 G W0 mT 4 e SR 2 A2 55

[0034] B3, BRI D) 2 BRI , AN/ B2 R AR B e B T2 =X, B I B ids 240
BT 8 ORI 38 A2 5 o DRI, A R B 20 5 W3 ] DA 2 601 B 8 1Y) 2 AR 77 B R 2
A5

[0035]  FEA K BHA — ALt 7 X, Frid 240 & W & 291012 250012457 T AL
(CFU) IS4, Lk 150 2230012 , FEALLE200 225012 CRURI I AE Y -

[0036]  FEA K& BHIY—ANSLht 7 X frid &R A T2 0% 7. B4R &, frid i &
YA [ AT L ) 5 A 30E FUFR) S R BEFR R 770 R HRR A s Jie B 7K s 1 S L B 77 Bk
[0037] B3, A% BH (1) 2H G W04 T 1) DR v A, 48] bl 2 Bk it B VR N 2= B, 49
PR FLI , BR T .

[0038] B3, Ak BH I ZH-& W) LA RE S A 44 Jmy A B TR QB i), 7 4m , JE Fa 7+) «

(00391  FEAKBAM) 73— ALt 7 s, Bk 2 & Wi 0 & — & Vvl 148 7= 28 AR 7
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A/ B IR .

(00401  FEA K BHE 73— ALt 77 X, AR BRI G0 E & 484 R VBl T & ] an g A
i, e A/ 8% 2 2 e i, 5, 58 SR BE (FOS) SR - FLHE (GOS) & 8y, TR S i a2
PAN

[0041] Wiz &V TRIN T , Wn5Eai R, HAz BEE AL OG22 B0 -0 R 28 3
7RI F 2, AR BOE AR, 358 A 8 R A 90 8 AN AR AN FISE 48 o TC f] b A 2
(FTiR AL B A AN T 73 HE VS0 1), FE H., A R A A F2 8 AT 8 A [R) B TR] 422 ik 6,5 1k
AW A YA AL EE (B2 ) .

[0042]  FEA K BAR) — NSt 7 s, Bk 77 RAFE W NI B 1) WHE S, Hoh Bk ANk
PR AN I & W E VIR A A ek 22 E 57 A/ 852) 58— AL BRI, Horp Brid AR AR e S
BRI A AW E 2 B A/ 83) TE P (wash—out phase) , HoH BT iR MR 15 AN B HL
AL E AN A SV e B s F1 /84 ) 35 — AbFRRA , Fod BT il AN e I TR H 2 8 77 sl A B
MAEIHEY .

(00431 40 bRk, 2528 B A SR AR B X LARE AL WU 19 77 AT - BRI =2, 7225 1Y
B 22 BRI A AR AR 56 2 B PR AL S AR I A s IR 2 TR AR

[0044] %77 B RIBY B B i) 18] K BEAR 08 &2 AH IR I o AR 5, X el Beb 2 20—~ (R
196 A B IR B TE) K B 2 29 DY T

[0045]  FEA K BAN A, RIBTEBETE I 2 E 5 HCEL &5 i A W i) 24 & W a2 BRI R AN B
Bz (At 18, b B AR AT IR ART 0], 5 DAL 92 7 Atk s b % 7 2 BB P
RIUAN LA A ArT b 2 DL 3 i Bk o 5N () It 7

[0046]  FEA K BH I — AN St 77 sUH , AR B A ik — R B H— Ik, SEAN i 1 e P /s
RIEPZI o

(00471 B3 , AR A2 FTAT Y, L B I 22 /D 3/

[0048]  UYSt4E I T AT IR AN A () 4l B bR 0 AN/ B0 6 ) A5 JE 1 20 BR AL i di it ) 25 T2 X
SRS B T7 AT iR 18] & 28 K5 il il ASCER 90 T 64T A B D7 VN 1) 4 Bk
O/ BB ST A

(00491 BRI 5 , ik in] G2 brifE R , 2 31 H O T BT AR 1) i e bR Ol A1/ Bk £ >0 45t
AR ) o 8 TR O , BT IR AT 2R -5 & 1] AR BRI AT 2 FR iR (B 25 o 4T 0 Bn i ik
F& R E P43 (VNS ) BAR S B PE 2372 (VAS ) B IR 25 PF 9372 (VRS) o« R TR & 2
14, iR A AT i I e s A el it O AR B 9F H G AT RE) B € T AR R [ % .

[0050] st A5 51 A2 BR A% AE T 4H S5 AT AR I R/ B0 AE 28— AL 38 I 2 i A/ Bl J FH /B8
TR A B EHZOR 2 R/ F /82 JE T

(00511 /b —ANFEME AL B SR AU A28 75 25 — Ab 38 28 X S 46 A0/ B2 R RN / B 56 — Ab 24 11
[y EC 4G A1/ B R BEAT -

[0052]  FTid Z&{GRE S AR AR AN BT AL FRFTA8/NNF , B ARG AN LT A R iy 24 /)N [ IR TR) 35
B, O AF AL +4°C R -20°C IR B, BEALIE-20°C , I AEIT KA E AL 7-10 K 2 (H
i FEALEE 22 i () A7 AR A AR FE I I AR AR I 7 = I AT

[0053]  J sk o & (54 it 3R AT 2 8 DRI 40 2 40 BT B sl A DA 93 i 20 B0 T AR IR BEAT , DLz Xt
THREL A FE A VIRE I DNAZEAT .
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[0054]  HAKNG F , i 2 B PR A0 27 70 B R il A e AT () o i g R AR R g & 20—
A, HAG G 4= 5 -

(00551 o MAJITIR FEAHAE Sl SE UL IR , HILAZDNA 5 AT

(00561 o Xof fArik FEAE A VIREBEAT 70 70 B o

[0057]  — &1 &, ANZEE AL SR B R (RS2 DNA) i ik SR FH AR SR N s T
ZH 7 AT .

[0058]  FEA A B — AN St 75 2 rb , X Gl AR e 1 2 B 3 5 A G A A W 4 1) I B G
AL AR 1 16S TP B 1 2 ] (P 4wt 16S rRNAZ -1 3 K] ) 16 22 /b — & 70 B AT A% AP R T 41 4y
PR AT o

(00591 Jyutt, A AE i 42 BRI DNA SR FH A $iitek 0 0 () 152 R (91 4nPCR) k4™ 1 o f ke 4, By
A I R R SR (5190) K EAT

[0060]  fikiE It R FSEQ 1D NO:1(Probio Uni 5°~CCTACGGGRSGCAGCAG-3’)HISEQ 1D
NO:2(Probio Rev 5’ —-ATTACCGCGGCTGCT-3’)(Milani C,Hevia A,Foroni E,Duranti S,
Turroni F&.(2013) “FEERMA YR VEAL : — P OLALHI B IR 16S rRNAJE R 7347 77 58
(Assessing the Fecal Microbiota:An Optimized Ion Torrent 16S rRNA Gene-Based
Analysis Protocol)” .PLoS ONE 8(7):e68739).

[0061]  BEATPCRIV) SF AT AT AR 75 2247 3 1 A% IR 1) Joid 8 AN 480 A/ 55 T G) 51 P AR A,  £EAT:
B, X PCRAFA B B E fE AR A AN 572 ) 8 FEL RE

[0062]  fJEizk 3t , 6 i 0 47 15 H AR IR F4) 34 70 BEAT I 7 o

[0063]  ASGIHAEL AN G AR HH T1% H KA O & 07k ik, pr F 70k H < 2T
S P B TR WU 2 AR 5 St W 92 R M

[0064]  7EE TR A E B, A0k R ORI AES " i FAT 143 1 P AU 51  AE A K B 1)
g L i) S 7 U, BTk d e 1 R 812 SEQ 1D NO: 12,

[0065]  — HIRTFHTIA A1, DL gk i, — H Bl S8 i A Mo 0 e Bk g o 2
R RAE A Wi U, D0 e it 1 G0 58 R 1l 28 25 e A A/ BB A 2 R e it e ik R
B b = QTIMBRRPHRF AL Y A5 W H (1

[0066] i )5 , 3k H RAL M Bt ek FH S B0 / 8AE S B N G vt 071500 #
(00671 AR BRI 53— AN TP S T HEAT AR D521 i &, i i) & e 2
[0068]  —iZ a7 bR TG

[0069]  — G & iAW) 22— i L Bt ), ok sk A= 0 A a2k i T il 1 LA 1R
Y, BEAI I8 TR PR R I LA TRIDG , 0 T AE I B 10 2 500404 R & T B A (CFU) 1Y
EY), fEi% 15022300, BE L1200 £ 2504 CFURI A o

(00701 —ANEL 25 Bl A2 M ) 22 TR 7R AR 28 2 — b 1 IR ) 501 5 Pk ol 26 P 25 W i B DA B ik
LR Rt T BE AL XS A8 X7 S48 80, I 5., B S A= Y AT ik 22 550 i pirik 2H-5-4)
T I i bR E

[0071]  pirik 22 R Ak 5 ik B, & Al A= 0 26 0 ) 10 il 75022 A 08 _E (BRI 20) AH TR
1B 5 Brid L& 5l A= Y0 40-& W) B iR R B A A 22 5, BT i A e g - R FLAT
BT, B 358 T R )T I LA T DG o 22 B S5 A 11 AR S AN 0 B 2B

[0072]  FEA BT — MLk st 77 b, Brid ol & 45 & & U E M A& Y0 1

8
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i 7R P 25 2 28 150 3 By 1) B AL 7R B T Al R A i 5, O L, PR et , 5 5 s B
I £l 750 10 R S5 8RR 1) ) R 7 0 ey e 9 el 7

[0073] AR A WYY — AN PUk S it 75 3, i 28 20—l 1R 1l 770 2 A — Rl g L & D
P R DAL DR D PR | A D A B B A D — P
FLF o

[0074]  Jr it 11 e ) ) 368 3o i 5% 65 5, 4510 A 0 €00 2 ) 280 20 B 5 B i %, B BEBRC TR
B9 o A SEILIIR T3 00 H K, ik g B FH R A IR SN 1 S B AE I A S, LA
LA BN T 22 FEE5) dn i i

(00751 Fridt F0 e i )2 A (R, F 20 AR IR L AEAJSAN R (4, IR DA — Ah &3 A5 Sl 4
HIHEY), H o —ME A 22 B0 e Ab , ik P R i) 770 % B i i 25 58 .

[o076]  BAub 50, B0 & AR Bl & A I 5 R AL & W0 AT 22 /5, B, Joidk AR fr
AR 3 o BEAT S A2 ARG G 1 5 R 45 AN 2 TR RE A A 2 b (T 1 4]
M) 2558 , G140, B b B0 7 b - BE A, B B R 2 o

[0077] %45 554 o Pk Jo (A ok P BT O A0 3 B AR W AL 5 e 2 2 B, AN 1%
G R 2B 7 i 2 RN

[0078]  ARHE A WY 53— st T 3, B k) 3 £ 85 il 5 1 R 4, DAUSCSR R
JEAT A T3 A A A IR DL P K

(00791 HLAKI 5 , ik Al 5 R AR, e 51 5 Frik AR 0 g BERES AN/l v & >3 458
R 1) 7L o 5 T i RREARAS » FITI AN RT R 5 25 Tr) AR SRR 3T 20 AR R [R50 o 3T 0 b L 12
& FUIR B 7 PE 731k (VNS ), B 58RI PE 701 (VAS ) B IR i 22 PE 70 (VRS) o % TR >
150, i A R] 38 1 45 ) fth sl H & TAR R B 9F H (AT RE ) e TH AR EOR R1 4

(00801 AT I F3— Ny ¥ S A iR ulGRl & T2 W A/ Ba T B R R A

SE e 451

[0081] Ab¥f

[0082] Xt REAMAEEATRENL UG 27— BRI A8 SRR & T I 72 .

[0083] L JEE I MU T FRAEAESE

[0084]  — NJGARHE - fidt Je 55 P A Lo, AF 8 72 18 FI55 % (] s 258 s [A) = 1

[0085]  —HFRRARAE : AEZAT I AT — D AN A AR A 7 XAz e~ HNA
T3 75 B TR M i R A s AR ORI AT 5 AE N A B It BT 48 Wit « SR ORI AL i
9 BBE AL RS Hh 75 B2 WD BRI (W 53 ) A s 5zt 52 07 RAVHZE B BRI

[0086]  iZad AR T FARHEAE kit ik AT , W R R L

[0087] I

[0088]
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[0089]  7ETE 1L (pre—enrolment ) DU (4 ) , & BE 5 3840 Lo AR B, AN Y #E 2 A kI
[P 7L (AL AR R W5 A2 Fe VP )« AR IR B A 7E 771, B as A2 o ik B #h 78 771

[0090]  FETHE LM BEARIH, T R BE AL T BB 3 ad A2 sl A 1) — PR 3 , RF 224 1A .
[0091]  2&4I1fi & , K HEnterolactis Plus{FENAr4s T 0 ad 4 77 s 3 o AL 15 24014, CFU (5
VT A ) ) I s FLAT B8 DG 1 AR 1 420mg Jie 3 2H Bt o

[0092] A& 2B IR AE AN b S50 5 28 AR R AR A [F] , FLBH i b i = 25 22 741
(00931  Friky 4 Joa (RP as A 551 ) B WA 2 AR 2, 55 22 BRI AR ]

[0094]  iZ/= M AE R R T HAER 201 8h S IR HL, 35 &l , WIAE R 8] 42 2 /i HLAE AT
fIEOL N 78 T e — & Z 5 2D AN/ IS L

[0095]  FEEH—NUY AR 2 )5, SR VU TS , 5 iU ek Be AR

[0096]  FEJHEVEIHZAR, TIRE LB FkA kit 5 R Enterolactis Plusalz &
[ — P e, RE DY 1 .

[0097] 2, iZWHTE¥ B AW B, Ho s ERRER4 A

[0098] o THFHZEMN BL : FTid MEAREAZ JiEnterolactis PluskbFR , thAZ ) 22 i 55 4k
LI

[0099] o AbFR1: FTIRAMAL iEnterolactis PlusAbPRak 22 @ ) Ab 2 .

[0100] o yEVE: TR MAEBEAZE JiEnterolactis PluskbF , NG i 22 B FE .

[0101]  AbBH2: frik MA 5y 4 i B AL B B Enterolactis PlusibB.

[0102] G IFIAE i AR

[0103]  WIGRIT , 87~ & E B E IR ERE , RO S A B RS S5k

[0104]  FEEZE— IR <> THHIA] , SRAF HE R = 15 UL R R B3 B Nt o o L, 5 Jn 78 8 3% B
TR Qe R i SRS S, HLR s SR RS C I JE 2R A & B AR fh (25 1k
THFRSERTARE W 77 i) oA S Ja , BB 45T AT & (TORE i) TSR EAT 58 ik i, plrid 3
RSO AESE AT 24/ NN I R 2 NIRRT 58 — IR T A T IR e A e .

[0105] 5 1 ORI DL ORAE , B4 ZEAE A i AT AE 2R, FFAE 247NN 2 PN 3858 2 S0 =
(01061  pbAb, 758 IR SRS, 46 T LI i 26 A 7= i (BB 7)), LA R ok
%) 4 i A 1] $E Y o

(01071 Jf H., fem &I il S ik 7= i

[0108]  FEHEHXHTIA F= i (BB ) Ix 4 R B, B B3 45570 0 — o 3SR 5 (TLAE )
AT RBEAT 28 = IR 21, FT iR & AE 5 72 Z R 247NN 2 s .

[0109]  7E55 =ikt A, J5 R Wil B VAR IR 77 i (1) AT B AR CRARR ANAS 7 B2 1) )

eI o
[0110]  BRJ& , 4875 G JEH A AN R4S AR L A2 301 1) At B AR IR AN S AT FITIB I1
e

(01111 FEIX4JEARMA , G 4515 J(F A i (T2RE S ) AR EEAT 28 DUk &1, o HL25 7 = A
AR 28 AR 7 (B2 R F)) DA AR B T R4 S8 3 [ B

[0112] & Ja , AE BB AR P2 i (BR 2277 4 F ), B R 2 B k34T 58 TR & T DL &2 &%
— Oy EEAERE S (T3FE ) o

[0113]  7EX e — Ik L FE R, R 58 55 5 = R £ T HR B2 0 21 1) 1l 26 28 AL i)
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(01141 FE Wi A W 2 1 WSCAR 1) A3 FE A A S 7E - 20 C I AE AN BRI TR o

(01151 FE{ERAAE VIR 207

(0116]  JEIt M 4mAd16S rRNALH LR A% A 1A SV 25 1 2 R 140 38 20 (P A% T R 7 97 R VA 264
THAEPRE o B LA, SR FH 7 B DR AH 2 e 5 16T 55 2, FL R i AP IR A

(01171 1. MAFS(HRE S RN 72 JE DR 2H 22 DNA, FE 50 3 e & AbR AEAL

[0118]  2.3EitPCRY M4 16S rRNAMI 4B F R V3 m AF X

[0119] 3. %PCRI“W5E & ;

[0120] 4 S6b 4 3 H =My 17 5

[0121] 5 % FF AT A VME B2 A

[0122] AP IR1AN3I 45 A A A SIS HT BOR , BRI, R AR s i FH IR 7 2833047 . 91
o, 9286 = TR 1 07, 940 IR F-SambrookZE . 2001 Bk Ausube 125 . 1994 . 9 191651
BEAARRNAJE [R] (1) V3 [X 425 1) 25 B8 238 o R W PCRIGDNAY ™ #8 5 R 347, K FiProbio Uni 5 -
CCTACGGGRSGCAGCAG—3" (SEQ ID NO:1)#IProbio Rev 5°—-ATTACCGCGGCTGCT-3’ (SEQ ID
NO:2)ENFERZ R (51) .

[0123]  HAARIME ,SEQ ID NO: 1FI25|#%t 1165 rRNAFE K V3IX 15 .

(0124]  DIRAR] K ARSI F0 09 T 1% B B EARBEAT 91 an 28 T o I P ik L AR IR
WP BRSO Al & 51 I B BOR , AR ML lani %5 . (2013) B AR SCHI A RS
J7ERS 5 RR I T7 58 T AR B IR A S SISt v

[0125]  7EB TR B AR oL, S19LLan & J5 s h 96 & B, PATES w36 B T 1% 45
SEDNAM 2 B AR A B AT 2 7 P Al 2 — AEZ G DL, ATid i 4% 7 #1&SEQ 1D NO: 1A
2,

[0126] i 4TPCRII &40 F -

[0127]  « 95°C,547%t;

[0128]  « 94°C,30%);55°C,30%>; F172°C, 90%} ; HE4T 35 M3 5

[0129]  « 72°C, 105 %,

[0130]  7EPCREE SR , 8 T H Sk RAS IR BEMIIY) 5 B o

[0131] X LMD IRS , R RAE T IR T AE DR L 7 1

[0132]  Fv& v R H AT A A T1% B 1 2 Fh R AT - 58 BAAh, R : 53 R K 5
K AT RIS IR R RS, 32 FBM 1ani % . (2013) B3R SRR 5 5 138 4 Fh
FIR (1) 77 58 5 5E HARHY , 7 51 80408 16 73 A R FHQTIMESR A4 34647 .

[0133] ¥ geit-2=43tr

[0134] PR &5 vt2% 70 A K FHSTATISTICAB A (S PR H¢ 2wl (Statsoft Inc.), & E e
Fir 07 5y NS IR %) 14T

[0135] Ry [ /35 22 7, Fda R S 30 (240 & AR & 3 5 IKANOVA) FEE S (TR
IRE-IRIRHE IR 5 2 - B JE ) G227 150 W

[0136] 4l A 1Y 1R 1 (ANOVARY) B BB 15 ) i ik B R 9% — B /K 5 (Shapiro—-Wi 1k ) Al &L
RFR-HrK IR K (Kolmogorov—Smirnov ) K 38 P -

[0137]  AbFHALE
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(01381 &M 5T vt 226 AMA (1 LA Lo AL LA B3 4% ) TE R

(01391  HI4AEy Bl 1 3367 /M, (HH AR LA R R Apopp iR (A T B HHIR B - TR AP AE &R
(4),fE 484k 52 Z 50 (1) , SR IETE (1) , TR 7 I 3R N e 25 2B 770 (3) L IR & SR K
A (L), A, B R AR AR RIS 2T R (1)

[0140]  7E S 581 FLIF 58 IR AL BRI 45 Rt 2 5, /s UE S5 8, IF H US43 : ALb B
S B T B FLAT B DG 5 P A B s BAL BE A2 A 3R 5 15 1 AL PR AR ] 1 22 L7, (R sk = LA
B o

[0141] 45041 3K B iZ 5 S B R I, w43 2810 5, W 2 98 2 5 % 1) i iE e B
1) e A 1

[0142] =L b, K-

(01431 &) 15F % & 1) 40 B H 1 PR AP B8 20 B9 40, BT, JUFF B (Bac teroidetes ) Fl S BE B
(Firmicutes), i H1F90 % K751 ;

[0144] b)) I31ANE E A S B 1 1R & B IE90 %6 /7 51 5 AT

[0145]  ¢)262Fh % & /) @ 1204 & o i 90 % (1) 7371

[0146]  [ILAb, B FEUESE , Ab T 5K 70 K7 (BRI, A T KGR E 7K 1) I N R E U AE D)
TR AR e 2 [8] vy FE ] A%

[0147] [k, SEEGEHE o X B AR EAT 38 ST e (1) 06 2 , DABIT 1F i 35 () A
() A% S P B 2 A AL PR ) o] B4 ek S B vF 22 B BE A o 4 P-A B P R AL B 5 S 1 g
A M RE R A AL AN AE 3 52 B T B FUAT B DGAC PR (T PE AL HE ) I Hrp B T % T B 4e it
PE RS AR, W B EEBK B G b0 Sk b L. 1.2 TRI2 2 I, 7R R
P FUAT B DGAR B 2 BT AN 2 J5 , MU I S BRI ) G v 22 0 35 N o A I, 742252 22 R R A B )
A g 2 B2 D

[0148]  gh4h, FHEIT B FLAT BDGAL FE 2 f5 , W %% 2141 57 4 IX 1 a8 1 20 B 1) 1 2 Yl 25 ik
b M, AR 52 2 RGT AR PR A A L2 B R g i (141 . 2.2, 1402, 2)

(01491  FEEREEME K R T IR AEREFE L —-

(01501  TRREL 2 MiE KT RIEaAL &9, BB D, —J7 T, HoA Bh TPk & 3 18 KGR D Re 5
BN I B IS ) 3F R 4ERE 2RO, T A8 55— i, H R A EEBIRAER, UL 2T HA HER
T8 2 o3 (A an i 14 98 14 i 3 003 ) B A £ 1) A B AR A2 741 o

(01511 A, FLIELIA ) A 7 , 3 LL A e 8 0% 1) FH 3% B R ShAE N R B 40

[0152]  DLiZA5 B LAl , 28 R824 57 e UG 11 J& 1) B 02 7 AF IR 8k FH % FHIRR R4 o i 460 B
A AR 2 Sagiy/R

[0153] 5 [EBRIAMR £h A2 = AL e I IR 2%, DR, BB 8 40 J8E W02 1k 46 T %8 1 AN A0IR 100 2%
A 5 R R AR b 5 9 1A 3 R B B R PT e a RSt A 453 4%

[0154] [k, 76K FH e AR AL B 2 5 FEAR ST 48 7 Rl B FLAT WDG . J5 , Mg 2 Jg8 T
FEERBE B I A B B 3G 00, DA S b, B i T R BRI EE R 38

(01551  [mIm} , W4 2 A ik Js S A ot M 425 1 98 10 A AR PR RG JIBE 437 497 1 358 FE R 356 P oA B2 FL
PR RORE et A A B 2 J5 (FEAR SO NG T T R ES AL DG 5 ) J& T4 57 R I
PRl R T 24 B () 22 A B ol 2> 5 3K 2 R DR G ) 2 R e A A e ol ok DA B B R Sh AR o R T
IO A T B AR R AR Eh ik
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(01561  [A[itk, 7E H & 2B AL B 2 J5 , 72 BLAR STt 1] v 25 7 Bl Bs FLAT DG Ja , M3
R HR AT BRI BE SR N, [R) B B HLIRR (9 an R 3R ) ek 2> o

(01571 f¢ )i , 7 LAJE T 20 B S DRI A ) DA e adE AT 7 8 (R 4 2 ) e DL B 3 H I AR 013 IS
o i, K S 2R A Y R 0 2 SO S I # i (Okuda S, Tsuchiya Y,Kiriyama C,
Ttoh M,Morisaki H.“16S rRNAZERH FHIH Bl IR HEHE (Virtual metagenome
reconstruction from 16S rRNA gene sequences)” .Nat Commun.2012;3:1203);#:5 2,
DL R AR 4D, g 3 S A7 AR ] Fohm B 1) 2 DR RN 25 e A DB 1) =F 2 el o 1% o3 A A 1S R 6
HET TR IR A B3 R R I 1) A (1Bl 3R 4) 1140 G i 225 ] 1) 4 5 188 i e SR ] R o 3 79 73 1A X6
T N8 10 5 EERYE R R (9 MR YEE RBIAIBY) AR 5 , 4848 RBIREK B EHINE
FER T, G Z 8 OUH A ERFER AR BRI , 1 dn i g b ) 2 5 300" B8 1 i3 i SR DRI, R
AT 5T BT 26 A2 R 3EAT AL BE B8 8 (2 a3 B 1 T AR R A R R (4E A2 2RBI) IR BE 7, 1K A\
B X AR EEFmb.
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[0001]
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1.1
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Kl1.2
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K2.2

K2.1
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K3
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K4
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