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Abstract: Background: Early nutrition affects the risk of atopy and infections through modifications
of intestinal microbiota. The Prebiotics in the Prevention of Atopy (PIPA) study was a 24-month
randomised, double-blind, placebo-controlled trial. It aimed to evaluate the effects of a
galacto-oligosaccharide/polydextrose (GOS/PDX)-formula (PF) on atopic dermatitis (AD) and
common infections in infants who were born to atopic parents and to investigate the relationship
among early nutrition, gut microbiota and clinical outcomes. Methods: A total of 201 and 199 infants
were randomized to receive a PF and standard formula (SF), respectively; 140 infants remained on
exclusive breastfeeding (BF). Results: The cumulative incidence of AD and its intensity and duration
were not statistically different among the three groups. The number of infants with at least one
episode of respiratory infection (RI) and the mean number of episodes until 48 weeks of age were
significantly lower in the PF group than in the SF group. The number of patients with recurrent RIs
and incidence of wheezing lower RIs until 96 weeks were lower in the PF group than the SF group,
but similar to the BF group. Bifidobacteria and Clostridium cluster I colonization increased over
time in the PF group but decreased in the SF and BF groups. Bifidobacteria had a protective role
in RIs, whereas Clostridium cluster I was associated with atopy protection. Conclusion: The early
administration of PF protects against RIs and mediates a species-specific modulation of the intestinal
microbiota. Trial registration: clinicaltrial.gov Identifier: NCT02116452.
Keywords: nutrition; microbiome; general practice; atopic dermatitis; respiratory infections; acute
gastroenteritis; prebiotics
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1. Introduction
Human milk contains more than 200 nondigestible milk human oligosaccharides (HMO), whereas
cow’s milk contains virtually no oligosaccharides, which explains the greater abundance of intestinal
bifidobacteria observed in infants who were fed human milk compared with standard formula
(SF) [1–3]. Nutritional regimen greatly shapes intestinal microbiota composition, with impact on
future human health and specific clinical outcomes [4]. This may be particularly important in early life
when initial microbiological colonization drives immune imprinting. Immune development affects the
subsequent risk of allergy and of infections; at the same time atopy correlates with increased risk of
wheezing and asthma, although data are controversial [5].
Selected prebiotics, such as galactooligosaccharides (GOS) and inulin, have a bifidogenic effect
when added to milk formula [4]. Most effects have been observed with two chemical groups,
namely inulin-type fructans and GOS. Those effects have clinical implications and preliminary
evidence shows that addition of prebiotics to milk formula results in better stool pattern, reduces the
risk of gastroenteritis and respiratory infections (RIs), reduces the incidence of atopic eczema and
promotes mineral absorption [4]. Further research is necessary before routine use of prebiotics can
be recommended for the prevention of allergy in formula-fed infants. Whether the use of prebiotics
should be restricted to infants at high risk of allergy or may have an effect in low-risk populations and
whether it may have an effect on other allergic diseases including asthma are unclear [6]. Furthermore,
the cause-effect relationship with intestinal microbiota and the true clinical importance of such effects
are not yet fully elucidated. The Committee on Nutrition of the European Society for Pediatric
Gastroenterology, Hepatology and Nutrition stated that “there is no sufficient evidence of clinical
benefits to recommend the addition of prebiotics to infant foods” [6].
The main limitations of studies on prebiotics include small sample size, difficulties of having
a proper control population of breastfed infants, a lack of stringent inclusion and exclusion criteria
(such as the specific risk of study populations), a lack of standardised endpoints, and the absence of
parallel clinical and microbiological data [7–11].
GOS selectively enhances the growth of Bifidobacteriaceae and Lactobacillaceae, and increases the
colonic production of short-chain fatty acids that decrease luminal pH, which may reduce the growth of
enteropathogens [4]. Infant formula containing the prebiotic mixture GOS/fructooligosaccharide (FOS)
compared with a standard infant formula, was associated with a significant reduction in the incidence
of gastroenteritis, but not of upper respiratory tract infections although the number of children with
multiple antibiotic courses per year was lower in children receiving prebiotics [8]. One randomized
controlled trial (RCT) found a similar number of episodes of diarrhoea and fewer episodes of
physician-diagnosed respiratory tract infections, fever episodes and fewer antibiotic prescription in the
group of infants fed extensively hydrolysed whey formula supplemented either with 0.8 g GOS/FOS or
with maltodextrin as placebo [9]. Two RCTs investigated the role of prebiotic supplementation of infant
formula for the prevention of allergic disease and food hypersensitivity [10,11]. One of the included
RCT investigated the effect of GOS/FOS on the cumulative incidence of atopic dermatitis during the
first six months of life in infants at risk for allergy, and showed a reduction of atopic dermatitis (AD)
in the first year of life [10]. However there are conflicting data about the protective effect beyond the
first year of life [10,12]. In a large multicentre, randomised, double-blind and placebo-controlled trial
in 365 healthy term infants enrolled before eight weeks of age, the administration of GOS-containing
infant formula without other HMOs, despite producing a definite prebiotic effect, did not change the
incidence of infections or allergic manifestations in the first year of life [13]. The relation between
respiratory illnesses in early life and the development of asthma and atopy in childhood is incompletely
understood. However no study evaluated whether prebiotics modify the history of common infections
in a population with high risk of atopy.
Polydextrose (PDX) is a peculiar HMO whose effects in vivo and in vitro are less investigated
than GOS. In contrast to other prebiotics with smaller molecular weights, PDX is fermented and
remains available as a carbon source for microbiota with a sustained production of short-chain fatty
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acids (acetate, propionate, butyrate) [14]. PDX-containing infant formula increases ileal lactobacilli and
propionic and lactic acid concentrations, and decreases pH with associated changes in ileal cytokine
expression [14].GOS and PDX have generally-recognised-as-safe (GRAS) status and is often added to
commercial infant formula [15].
The aim of the Prebiotics in Prevention of Atopy (PIPA) study was to evaluate whether the
addition of GOS/PDX to infant formula administered to young infants at risk of atopy prevents AD
and reduces
the risk of respiratory infections (RIs) and acute diarrhea in the first two
years of life.
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2.4. Study Product
At birth, patients were randomized to receive 50/50 GOS/PDX formula (prebiotic formula [PF]) or
SF until 48 weeks of life. The two formulas were identical except for the addition of a mixture of 4 g/L
of GOS/PDX in a ratio of 50/50. The entire amount of formula needed for each child was provided by
Mead Johnson Nutrition (Evansville, IN, USA) in a similar package to keep the randomized group
blind both to the physicians and parents. Patients who were exclusively breastfed up to 24 weeks of
life constituted the parallel comparison group of breastfed infants.
2.5. Patient Follow-up
At enrolment, infants at 24 (visit 1), 36 (visit 2), 48 (visit 3) and 96 (visit 4) weeks of age were
evaluated by specifically trained physicians in the pneumology and allergology ambulatory of the
University of Padua. All of the mothers were provided with a follow-up patient diary. Parental
compliance with feeding recommendations was assessed based on diary entries in addition to
structured interviews on health problems reported since the last medical visit.
2.6. Outcomes
Primary endpoints comprised the incidence and severity of AD at 36 weeks and 48 weeks of life.
The AD was diagnosed according to the criteria described by Halken et al. [17] and Muraro et al. [18].
Only patients with a definitive physician diagnosis were included as cases in the statistical analysis.
Primary outcome parameters to define AD included the cumulative number of patients with at
least one episode of AD at 36 weeks and 48 weeks of life, and the severity of AD at 36 and 48 weeks
of life, as graded using the SCORAD (SCORing Atopic Dermatitis) score. All patients with atopic
dermatitis was evaluated by food allergy prick tests to define food sensitization. Secondary endpoints
to analyze AD included the cumulative number of patients with at least one episode of AD at 96 weeks
of life; the severity of AD at 96 weeks of life graded using the SCORAD score; the mean number of
episodes of AD at 36, 48 and 96 weeks of life; the total duration of AD (in days) at 48 weeks and 96 weeks
of life; the use of drugs to treat AD at 48 weeks and 96 weeks of life (quantity and type). Secondary
endpoints were also comprised of parameters to analyze the occurrence of (RIs). RIs were defined as
any infection of three upper and lower respiratory tract diagnosed by a physician [19]. Recurrent RIs
(RRIs) will be defined as more than 3 episodes/year of RIs requiring medical attention [5]. Parameters
considered to estimate RIs included the cumulative number of infants with at least one episode of
RI at 48 weeks and 96 weeks of life, the cumulative number of infants with RRIs at 96 weeks of life,
the mean number of RI episodes at 48 and 96 weeks of life, the mean duration of RIs, the cumulative
number of infants with wheezing lower RIs at 48 weeks and 96 weeks, number of patients with at
least one antibiotic prescription, the number of parents who lost workdays within the first 96 weeks of
life of infants, as well as the number of days lost at work by parents for children infections, and the
number of infants with at least one episode of acute diarrhea at 48 weeks and 96 weeks of life. Acute
gastroenteritis (AG) is defined as a reduction in the consistency of stools (loose or liquid) and/or an
increase in the frequency of evacuations (typically three or more/24 h), with or without fever, vomiting,
dehydration, or compromised general status during less than 7 days. Clinical outcomes were reported
by parents in the weekly diary and confirmed by primary care physicians (family paediatricians or FPs).
FPs belonged to the established Italian network Pedianet, covering a well defined number of patients
in the Veneto Region of Italy.
2.7. Microbiological and Faecal Markers
A substudy was conducted to evaluate gut microbiota composition in 147 infants (45%). Stool
samples were collected at baseline (before starting the nutritional intervention, with age ranging from
one to six months) and at 9–12 months of age. Gut microbiota composition was investigated using
fluorescence in situ hybridisation. The bacterial species analyzed were Bifidobacteria, Clostridium
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cluster I, Clostridium cluster IX, Firmicutes, Bacteroides and Faecalibacterium prausnitzii. The species
were selected based on the possible relationships with clinical outcomes reported in previous
papers [20,21].
Microbiological data were obtained at baseline (before nutritional shift) and at 9–12 months of
age corresponding to a minimum period of three months of specific nutritional regimen. The loads of
microbial species in the post-intervention period compared with baseline were measured to investigate
their possible relationship with the type of feeding.
Fecal samples were fixed in Carnoy’s solution and embedded in paraffin, which was cut
longitudinally into four sections, placed on Super- Frost slides (Thermo Scientific, Monza MB, Italy),
and incubated with hybridization solution (20 mM Tris-HCl, 0.9 M NaCl, 0.1% SDS, and 1% formamide,
pH 7.4) with EUB mix positive control oligonucleotide probes (100 ng of EUB I, EUBII, and EUBIII).
For specific bacteria groups, the slides were incubated with hybridisation buffer with 25 ng of their
respective fluorescent in situ hybridization (FISH) probes for 45 min at 50 ◦ C and visualised using a
Nikon 80i Eclipse epifluorescence microscope with a Nikon DS-U2 color camera and NIS-Elements
imaging software (Nikon, Tokyo, Japan). Bacteria were quantified by count. The oligonucleotide probes
used in this study were synthesized by MWG Eurofins (MWG Operon Ebersberg, Ebersberg, Germany).
All of the samples were analysed with the Eub338 mix probe conjugated with fluorescein isothiocyanate
(FITC, green signal) at the end (positive control that reacts with all bacteria), and a species-specific
probe was conjugated with a single fluorescent carbocyanine molecule (Cy3, red signal).
2.8. Statistical Methods
Sample size calculation was calculated a priori. It was based on the difference in AD incidence
between GOS/PDX and SF at 48 weeks. Assuming that the proportions of infants expected to develop
AD in the PF and SF groups being are equal to 30% and 50%, respectively, considering type I and II
errors of 0.05 and 0.20 and a dropout rate of 10%, the estimated sample size was 120 infants per
randomized arm (240 in total for the formula groups). As a result the power of the study was
calculated to emphasize a difference of 20%.
The analysis and results reported in this paper reflect the final study design and are based on the
per protocol (PP) population including all children completing the study. Intention-to-treat analysis
(ITT) confirmed the data trend. Descriptive statistics were reported for all of the recorded variables;
frequencies and percentages for qualitative variables, medians and interquartile ranges for ordinal
variables and means and standard deviations for quantitative variables were applied. The chi-square
test and one-way analysis of variance were conducted to determine the differences among the three
groups (PF, SF and BF) in the qualitative and quantitative variables, respectively. In case of significant or
nearly significant overall tests (p < 0.10), post-hoc tests were performed to identify pairwise differences.
Bonferroni correction was applied for multiplicity.
3. Results
3.1. Patients
A total of 4320 infants born in Padua were screened at birth from September 2011 to December
2014 for eligibility, with a questionnaire to evaluate the risk of allergy. Four hundred eligible
patients were randomised: 201 infants received a prebiotic (GOS/PDX)-enriched formula (PF) and
199 infants received an SF until 48 weeks of life if BF was insufficient. Between these two groups,
140 infants remained on exclusive breastfeeding until six months of ageand were included in the
parallel comparison group. A total of 345 patients completed the randomised study, and were included
in the PP population: 118, PF; 104, SF; and 123, BF. Fifty-five were lost to follow-up and excluded from
the PP analysis. The reasons for exclusion from the PP population were missing endpoint [22], use of
other pre/probiotics [9], formula refused or change, infantile colics, and noncompliance with standard
procedures [22]. Baseline population features were similar in the PP and ITT populations.
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The prevalence of caesarean delivery in the studied population was 31.6% with no difference
between the two randomised formula groups. Comparison of the two groups of infants receiving
formula and the BF group did not show any difference. The three groups were comparable for all
the baseline features, except the father’s education (based on the last level of education, as lower
secondary, upper secondary and degree). Parent’s education level was used as an indicator of social
status. Baseline characteristics of the three study groups are summarised in Table 1.
Table 1. Baseline demographic characteristics of the infants per study group.
PF

SF

BF

TOTAL

(n = 118)

(n = 104)

(n = 123)

(n = 345)

Delivery
Natural: n (%)
Caesarean: n (%)

74 (62.7%)
44 (37.3%)

69 (66.3%)
35 (33.7%)

93 (75.6%)
30 (24.4%)

236 (68.4%)
109 (31.6%)

Weight at birth (g)
Mean ± SD
Median
(25–75 percentiles)

3387.3 ± 378.3
3375
(3209–3629)

3388.0 ± 424.1
3352.5
(3036.2–3651.2)

3453.2 ± 370.7
3470
(3195–3670)

3411.0 ± 390.2
3390
(3170–3645)

Length at birth (cm)
Mean ± SD
Median (25–75 percentiles)

49.37 ± 1.72
49 (48–51)

49.57 ± 1.93
50 (48–51)

49.55 ± 1.81
50 (48–51)

49.49 ± 1.81
50 (48–51)

0.65

Gestational age (weeks)
Mean ± SD
Median (25–75 percentiles)

40.25 ± 2.29
40 (39–42)

40.34 ± 2.21
40 (39–41.7)

40.37 ± 2.06
40 (39–42)

40.32 ± 2.18
40 (39–42)

0.91

First born: n (%)

56 (47.5%)

60 (57.7%)

58 (47.2%)

174 (50.4%)

0.21

Number of siblings
Median (25–75 percentiles)

1 (0–1)

1 (0–1)

1 (0–1)

1 (0–1)

0.78

34.03 ± 4.53
34 (32–37)

34.35 ± 4.60
34 (31–38)

34.5 ± 3.96
35 (31–38)

34.29 ± 4.35
35 (31–37.5)

0.7

Mother’s age (years)
Mean ± SD
Median (25–75 percentiles)

P

0.085

0.33

Smoke in pregnancy: n (%)

5 (4.2%)

9 (8.7%)

5 (4.1%)

19 (5.5%)

0.24

Pets at home: n (%)

25 (21.2%)

35 (33.7%)

31 (25.2%)

91 (26.4%)

0.1

Mother’s education: n (%)
Lower secondary
Upper secondary
Degree

9 (7.7%)
52 (44.4%)
56 (47.9%)

5 (4.8%)
46 (44.2%)
53 (51.0%)

5 (4.1%)
47 (38.5%)
70 (57.4%)

19 (5.5%)
145 (42.3%)
179 (52.2%)

Father’s education: n (%)
Lower secondary
Upper secondary
Degree

23 (19.8%)
53 (45.7%)
40 (34.5%)

16 (15.4%)
46 (44.2%)
42 (40.4%)

8 (6.5%)
57 (46.3%)
58 (47.2%)

47 (13.7%)
156 (45.5%)
140 (40.8%)

PF: prebiotic formula; SF: standard formula; BF: breastfeeding; SD: Standard Deviation; n:
* Statistically significant.

0.52

0.033 *

number.

3.2. Clinical Outcomes
3.2.1. Atopic Dermatitis
Overall, since two years old, 177 (51%) infants have manifestations of AD (52% of formula-fed (FF)
and 50% of BF infants). The number of children who developed AD until 96 weeks was significantly
higher in children born by caesarean than natural route (p: 0.021). The cumulative number of infants
with at least one episode of AD was not statistically different between the PF and SF infants at 36 weeks,
48 weeks and 96 weeks. No advantage has been showed for PF group according to all of the AD
analysed variables (Table 2). A Kaplan-Meyer curve showed that the onset of AD occurrence was more
delayed in PF than in SF fed infants (p: 0.096) (Figure 2). The SCORAD scores in all of the groups were
progressively reduced in growing infants with the same pattern in the three groups.
Accordingly, in the Cox model (Table 3), the rate of AD was reduced by 35% in PF compared
with SF (p: 0.09) and by 38% in BF compared with SF (p: 0.001). Among the considered covariates,
“age at introduction of solid food” had a significant effect on this outcome, with a higher risk of AD
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in children weaned after six months of life (p: 0.03). The number needed to treat to prevent one case
of AD, calculated as 100 divided by the difference in the percentage of AD cases at 96 weeks of age,
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was nine infants (PF versus SF, 95% CI, 4–182).
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PF
nPF
= 118
(37%)
n44
= 118
(41%)
4449(37%)
(47%)
4956(41%)
5633(47%)
(67%)
3339(67%)
(70%)
39 (70%)
(33%)
1313(33%)
(29%)
1616(29%)

SF
SFn = 104

BF
P
n = 123
P
0.65
n = 12348 (39%)
55 (45%) 0.65 0.62
48 (39%)
61 (50%) 0.62 0.28
55 (45%)
61 (50%)
31 (56%) 0.28 0.42
31 (56%)
36 (59%) 0.42 0.25
36 (59%)
0.25
(1)
7 (13%)7 (13%)0.025 (1)0.025
11
(18%)
0.26
11 (18%)
0.26
BF

AD episodes 36 weeks
45 (43%)
n = 104
ADAD
episodes
4836weeks
50 (48%)
episodes
weeks
45 (43%)
ADAD
episodes
9648weeks
60 (58%)
episodes
weeks
50 (48%)
episodes
weeks*
60 (58%)
AD AD
drug
use 4896
weeks
28 (56%)
drug
use
weeks**
28 (56%)
ADAD
drug
use
9648weeks
33(55%)
AD drug use 96 weeks *
33(55%)
AD drug
useuse
> 3>times
(median)
13 (32%)
AD drug
3 times
(median)48
48 weeks
weeks **
13 (32%)
AD AD
drug
useuse
> 3>times
(median)
18 (30%)
drug
3 times
(median)96
96 weeks*
weeks *
18 (30%)
Mean
number
of
AD
episodes
96
weeks
Mean number of AD episodes 96 weeks
Mean
SDSD
5.02
8.44
5.56
3.14 ± 2.87 0.11 0.11
Mean± ±
5.02
± ±8.44
5.56 ±
6.64± 6.64 3.14 ± 2.87
Median
(25–75
percentiles)
22(1–5.25)
4 (1–7)
2 (1–4) 2 (1–4)
Median
(25–75
percentiles)
(1–5.25)
4 (1–7)
Duration
AD(days)
(days)
Duration
of of
AD
Mean± ±
9.74
± ±7.44
8.39 ±
8.04± 8.0410.07 ±10.07
8.83 ± 8.830.51 0.51
Mean
SDSD
9.74
7.44
8.39
Median (25–75 percentiles)
7.33 (4.5–12.5) 5.64 (3.25–11)
7.48 (4.42–14)
Median (25–75 percentiles)
7.33 (4.5–12.5)
5.64 (3.25–11)
7.48 (4.42–14)
PF: prebiotic
formula;
SF: standard
formula;
BF: breastfeeding;
SD: standard
deviation.
* Percentages
calculated on
PF: prebiotic
formula;
SF: standard
formula;
BF: breastfeeding;
SD: standard
deviation.
* Percentages
subjects with AD events; (1) PF vs. BF: p = 0.016;
SF vs. BF: p = 0.020.
(1)
calculated on subjects with AD events; PF vs. BF: p = 0.016; SF vs. BF: p = 0.020.
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Table 3. Cox analysis to estimate AD risk considering potential covariates (hazard ratios and 95% CIs
the incidence of AD).
for the incidence of AD).
Variable
Hazard Ratio (95% CI)
Prebiotic formula
(versus standard formula) Hazard
0.646
(0.369–1.129)
Variable
Ratio
(95% CI)
Breastfeeding (versus standard formula)
0.512 (0.309–0.850)
Prebiotic formula (versus standard formula)
0.646 (0.369–1.129)
Breastifeeding
1.02
(0.543-1.214)
Breastfeeding
(versus (versus
standardprebiotic
formula)formula)
0.512
(0.309–0.850)
Female
sex (vs.formula)
male)
1.052
(0.684–1.619)
Breastifeeding (versus
prebiotic
1.02
(0.543-1.214)
Pets
at(vs.
home
(vs. no pets)
0.947
(0.575–1.561)
Female
sex
male)
1.052
(0.684–1.619)
Pets
at home (vs. no
pets)
0.947 (0.575–1.561)
Postsecondary
education
of father
1.452 (0.922–2.286)
Postsecondary education
of father
(vs. secondary)
1.452 (0.922–2.286)
(vs. secondary)
Smoke in pregnancy
0.84 (0.71–1.561)
Smoke in pregnancy
0.84 (0.71–1.561)
of introduction
solid foods
1.422
(1.034–1.957)
Age ofAge
introduction
of solid of
foods
1.422
(1.034–1.957)
No.
of
sibilings
in
household
0.895
(0.717–1.118)
No. of sibilings in household
0.895 (0.717–1.118)

p
0.09 p
0.01 *
0.09
0.710.01 *
0.820.71
0.830.82
0.83

0.11

0.11

0.92
0.92
0.030.03
* *
0.330.33
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3.2.2. Respiratory Infections
Overall since two years old, 243 (70%) infants had at least one episode of RI (67% of FF and 76% of
BF infants). As shown in Table 4 and Figure 3, both the number of infants with at least one episode of
physician-diagnosed RI and the mean number of RIs episodes until 48 weeks were lower in PF infants
than in SF infants (p: 0.023 and p: 0.007, respectively). These differences were no longer detected at
96 weeks after PF-containing formula withdrawal. The cumulative incidence of RIs was similar in PF
infants and BF infants at 48 weeks and 96 weeks. The number of patients with RRIs until 96 weeks
of life was lower in PF infants than in SF infants (p: 0.039). The number of infants needed to treat
to prevent one case of recurrent RI until 96 weeks was nine (PF vs. SF, 95% CI, 5–193). The mean
duration of RI episodes and parental workdays lost within 96 weeks were not different in the three
groups. The number of antibiotic courses was not different in the PF and SF groups; however, a lower
number of infants were prescribed antibiotics more than three times until 96 weeks of age in the former
group (p: 0.05). Administration of more than three antibiotic courses within 96 weeks was significantly
less frequent in BF infants than in SF infants (p: 0.004), but not in PF infants. Finally, the cumulative
incidence of wheezing lower RI (WLRI) was lower in PF infants than in SF infants (p: 0.046) and similar
to BF infants until 96 weeks. The number needed to treat to prevent one case of WLRI until 96 weeks
was eight (PF versus SF, 95% CI, 2–129). All of the results about RI are reported in Table 4.
Table 4. Respiratory infections (RI) parameters and incidence of wheezy lower RI among the
three groups.
PF

SF

BF

n = 118

n = 104

n = 123

Infants with RI (at least one) until 48 weeks
Infants with RI (at least one) until 96 weeks
Infants with RRI until 96 weeks
Antibiotic use 48 weeks *
Antibiotic use 96 weeks *
Antibiotic use > 3 times (median) 48 weeks *
Antibiotic use > 3 times (median) 96 weeks *

39 (33%)
77 (65%)
24 (20%)
38 (72%)
58 (75%)
8 (15%)
22 (29%)

50 (48%)
73 (70%)
33 (31%)
43 (72%)
58 (79%)
8 (13%)
26 (36%)

50 (41%)
93 (76%)
24 (20%)
57 (85%)
75 (81%)
8 (12%)
14 (15%)

0.074 (1)
0.21
0.085 (2)
0.12
0.69
0.88
0.008 (3)

Mean number of RI episodes 48 weeks
Mean ± standard deviation
Median

1.9 ± 1.49
1 (1–2)

2.93 ± 1.11
2 (2–4)

2.2 ± 1.7
1 (1–4)

0.013 (4)

Mean number of RI episodes/96 weeks
Mean ± SD
Median (25th–75th percentiles)

4.21 ± 1.89
4 (2–6)

4.93 ± 2.11
4 (2–6)

3.8 ± 2.16
3 (2–5)

0.06 (5)

Duration of RI (days)
Mean ± SD
Median (25th–75th percentiles)

5.85 ± 2.33
5.67 (4–7)

5.90 ± 2.68
5.5 (4.32–7)

5.99 ± 2.29
6 (4.9–7)

0.93

Wheezy lower RI 48 weeks
Wheezy lower RI 96 weeks

33 (28%)
39 (33%)

38 (36%)
48 (46%)

36 (29%)
42 (34%)

0.34
0.086 (6)

Number of parent workdays lost within 96
weeks

36 (30%)

28 (27%)

26 (21%)

0.25

7.03 ± 7.56
5 (2–9)

6.57 ± 10.21
3 (1–9)

9.85 ± 23.03
3 (2–5.25)

0.66

Number of days lost
Mean ± SD
Median (25th–75th percentiles)

P

PF: prebiotic formula; SF: standard formula; BF: breastfeeding; SD: Standard Deviation. (1) PF vs. SF: p = 0.023;
PF vs. SF: p = 0.039; SF vs. BF: p = 0.061; (3) PF vs. SF: p = 0.056; SF vs. BF: p = 0.004; (4) PF vs. SF: 0.007; SF vs.
BF: p = 0.012; (5) SF vs. BF 0.021; (6) PF vs. SF: p = 0.046; SF vs. BF: p = 0.065. Frequency and percentage, mean ±
standard deviation, median (25th–75th percentiles). * Percentages calculated on subjects with RI events.

(2)

3.2.3. Acute Gastroenteritis
Overall, since two years old, 177 (51%) infants had at least one episode of AG during the
observation period (57% of FF and 41% of BF infants). The number of infants with at least one
episode of physician-diagnosed AG until 36, 48 and 96 weeks was lower in the BF group and slightly

number of infants were prescribed antibiotics more than three times until 96 weeks of age in the
former group (p: 0.05). Administration of more than three antibiotic courses within 96 weeks was
significantly less frequent in BF infants than in SF infants (p: 0.004), but not in PF infants. Finally, the
cumulative
incidence of wheezing lower RI (WLRI) was lower in PF infants than in SF
infants (p:
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0.046) and similar to BF infants until 96 weeks. The number needed to treat to prevent one case of
WLRI until 96 weeks was eight (PF versus SF, 95% CI, 2–129). All of the results about RI are reported
but not significantly reduced in the PF group compared with the SF group (Table 5). No difference in
in Tablethe
4. total number of diarrheal episodes and their mean duration of episodes among the three groups.

3. Percentage
of infants
at one
leastepisodes
one episodes
of respiratory
infections
(RI)atat4848and
and96 weeks,
Figure 3.Figure
Percentage
of infants
with atwith
least
of respiratory
infections
(RI)
96 weeks, with recurrent RI (RRI) until 96 weeks and with wheezy lower RI (WLRI) until 96 weeks
with recurrent RI (RRI) until 96 weeks and with wheezy lower RI (WLRI) until 96 weeks of life.
of life.

Table 4. Respiratory infections
parameters
incidence
of wheezy
Table (RI)
5. Acute
diarrhea inand
the three
nutritional
groups. lower RI among the three
groups.
PF

SF

BF

P
n = PF
118
n = 104SF
n = 123 BF
= 118
n = 104 33 (27%)n = 123
Infants with acute diarrhea (at least once) until 48 weeks
50n(42%)
50 (48%)
0.003 (1)
Infants
with
RIacute
(at diarrhea
least one)
until
48until
weeks
39(52%)
(33%) 65 (62%)
50 (48%) 50 (41%)
50 (41%)
Infants
with
(at least
once)
96 weeks
62
0.004 (2)
Infants with
RI
(at
least
one)
until
96
weeks
77
(65%)
73
(70%)
93
(76%)
Mean number of diarrhea episodes at 96 weeks
Mean
± SD
2.52
3.04
2.66 33
± 2.77
0.16
Infants with RRI
until
96 weeks
24 ±(20%)
(31%)1.78 ± 1.28
24 (20%)
Median (25–75 percentiles)
2 (1–3)
2 (1–3)
1 (1–2)
Antibiotic use 48 weeks *
38 (72%)
43 (72%)
57 (85%)
PF: prebiotic formula; SF: standard formula; BF: breastfeeding; SD: standard deviation. (1) PF vs. BF: p = 0.011; SF vs.
(2)
Antibiotic
use
96
weeks
*
58
(75%)
58
(79%)
75 (81%)
BF: p = 0.001 PF vs. BF: p = 0.064; SF vs. BF: p = 0.001.
Antibiotic use > 3 times (median) 48 weeks *
8 (15%)
8 (13%)
8 (12%)
3.3. Intestinal
Substudy 96 weeks *
Antibiotic
useMicrobiology
> 3 times (median)
22 (29%)
26 (36%)
14 (15%)
Mean number of RI episodes 48 weeks
3.3.1. Intestinal Microbiology According to Type of Feeding
Mean ± standard deviation
1.9 ± 1.49
2.93 ± 1.11
2.2 ± 1.7

P
0.074 (1)
0.21
0.085 (2)
0.12
0.69
0.88
0.008 (3)
0.013 (4)

Baseline Bifidobacteria loads increased after intervention in the PF group but not in the BF and
SF groups. Bifidobacteria load after intervention was significantly greater in PF infants than either in
BF infants (p: 0.007) or SF infants (p: 0.01) (Figure 4A). A progressive opposite trend in Clostridium
cluster I load was observed in the three nutritional groups, with a progressive increase in PF infants,
a decrease in BF infants and a stable colonization in SF infants (Figure 4B). The F. prausnitzii load was
significantly higher in PF infants and SF infants than in BF infants (p: 0.05).
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Common Infections
We
without
atopy
at at
baseline
andand
at
We analyzed
analyzed the
the microbial
microbialcomposition
compositionofofchildren
childrenwith
withand
and
without
atopy
baseline
9–12
months.
At
post-intervention,
AD-free
infants
had
a
significantly
higher
colonization
with
at 9–12 months. At post-intervention, AD-free infants had a significantly higher colonization
Clostridium
clustercluster
I (p: 0.02)
This difference
was not
in theinprewith Clostridium
I (p: than
0.02) the
thanAD
thegroup.
AD group.
This difference
wasdetected
not detected
the
intervention
samples.
ThereThere
werewere
no differences
in the
bacterial
species.
Subsequently,
the
pre-intervention
samples.
no differences
in other
the other
bacterial
species.
Subsequently,
microbial
populations
between
children
with
RIsRIs
(n (n
= 99)
and
the microbial
populations
between
children
with
= 99)
andthose
thosewithout
withoutRIs
RIs(n(n==48)
48) were
were
analyzed.
Infants
who
were
free
from
RIs
had
significantly
increased
load
of
Bifidobacteria
compared
analyzed. Infants who were free from RIs had significantly increased load of Bifidobacteria compared
with
with those
those without
without RIs
RIs (p
(p << 0.001)
0.001) in
in fecal
fecal samples
samples collected
collected at
at 9–12
9–12 months
months of
of life
life (after
(after nutritional
nutritional
intervention),
and
this
difference
was
not
detected
in
the
pre-intervention
samples.
No
differences
in
intervention), and this difference was not detected in the pre-intervention samples. No
differences
other
bacterial
species
werewere
noted.
Finally,
microbial
speciesspecies
were comparatively
analyzed
in infants
in other
bacterial
species
noted.
Finally,
microbial
were comparatively
analyzed
in
who
had
no
acute
gastroenteritis
until
96
months
(n
=
67)
and
those
who
had
at
least
one
episode
of
infants who had no acute gastroenteritis until 96 months (n = 67) and those who had at least one
acute
gastroenteritis
(n = 80). No
were found
at baseline
whereas whereas
a lower
episode
of acute gastroenteritis
(n differences
= 80). No differences
were
found at evaluations,
baseline evaluations,
Firmicutes/Bacteroides
ratio wasratio
noted
in noted
infantsinwithout
historyaof
acute of
gastroenteritis
than in
a lower Firmicutes/Bacteroides
was
infants a
without
history
acute gastroenteritis
infants
who
had
at
least
one
episode
of
diarrhea
(p:
0.013)
at
post-intervention
evaluation.
The
than in infants who had at least one episode of diarrhea (p: 0.013) at post-intervention evaluation.
obtained
results
provided
a pattern
driving
nutritional
intervention
The obtained
results
provided
a pattern
driving
nutritional
interventiontotoclinical
clinicaloutcomes
outcomes through
through
bacterial
species
modifications.
bacterial species modifications.
4.
4. Discussion
Discussion
This
This is
is aa double
double blind
blind randomised
randomised clinical
clinical trial
trial including
including also
also aa parallel
parallel comparison
comparison group
group of
of BF
BF
infants.
infants. As
As for
for atopic
atopic dermatitis,
dermatitis, which
which represents
represents the
the primary
primary objective,
objective, our
our study
study does
does not
not show
show aa
significant
significant reduction
reduction of
of incidence
incidence of
of its
its occurrence
occurrence in
in the
the PF
PF group
group (configuring
(configuring itself
itself as
as aa negative
negative
study).
However
it
is
important
to
underline
that
the
risk
of
AD
in
PF
compared
with
SF
is
reduced
by
study). However it is important to underline that the risk of AD in PF compared with SF is reduced
35%.
A major
clinical
effect
observed
in in
PF-fed
infants
was
by 35%.
A major
clinical
effect
observed
PF-fed
infants
wasthe
thereduction
reductionofofRIs.
RIs.This
Thiseffect
effectmay
may be
be
important
in
at-risk
population
of
infants
born
to
atopic
parents
considering
the
vicious
circle
between
important in at-risk population of infants born to atopic parents considering the vicious circle between
atopy
risk
ofof
atopy
have
a greater
riskrisk
of RIs
[22],[22],
andand
in turn
recurrent
RIs
atopyand
andinfections.
infections.Children
Childrenatat
risk
atopy
have
a greater
of RIs
in turn
recurrent
trigger
asthma
[23]. In
particular,
WLRIs,
such as
bronchiolitis,
are significantly
associated
with asthma
RIs trigger
asthma
[23].
In particular,
WLRIs,
such
as bronchiolitis,
are significantly
associated
with
later
in
life.
In
our
cohort
of
infants,
approximately
25%
were
free
from
RIs
until
96
months
of
life,
which
asthma later in life. In our cohort of infants, approximately 25% were free from RIs until 96 months
agrees
that
reported
thereported
general in
population
[5].population
However, we
high
rate of WLRIs
of life, with
which
agrees
with in
that
the general
[5].observed
However,a we
observed
a high
with
about
40%with
of infants
at least
one such episode,
withsuch
higher
incidence
thatincidence
expected
rate of
WLRIs
aboutpresenting
40% of infants
presenting
at least one
episode,
withthan
higher
in the general population [5]. WLRIs, representing the bridge between RIs and asthma [24], were highly
prevalent in our cohort probably due to the atopic risk of infant and/or close physician surveillance.
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than that expected in the general population [5]. WLRIs, representing the bridge between RIs and
asthma [24], were highly prevalent in our cohort probably due to the atopic risk of infant and/or close
physician surveillance. The effect of GOS/PDX on RIs was dependent on the assumed time since it
was not observed when the enriched formula was discontinued. However, even this transient effect
had a prolonged impact since the prevalence of RRIs and WLRI at 96 weeks was reduced in the PF
group compared with the SF group. As for acute gastroenteritis, we obtained further proof of the
well-known protective effect of BF. The rate of AG was not different in the PF and SF groups.
The mechanisms of the protective effect of prebiotic against RIs are not clearly elucidated but are
likely to involve modifications of intestinal microbiota. In this study, we explored the modifications
in intestinal microbiota in parallel with the clinical effects and confirmed that prebiotics increase
the load of Bifidobacteria. The role of intestinal microbiota and RIs has already been established
in chronic conditions, such as cystic fibrosis and asthma. In a previous study involving children
with cystic fibrosis (CF), we found a disrupted intestinal microbiota with reduced diversity in
intestinal microbiota composition and Bifidobacterial load was strongly reduced compared with
non-CF children [8]. Our study directly showed for the first time that Bifidobacteria were increased in
children without RIs regardless of nutrition, supporting the protective role of Bifidobacteria against RIs.
More specifically, our data support the relationship between intestinal microbiota and direct protection
from RIs involving Bifidobacteria. Therefore, the well-known “bifidogenic effect” of prebiotics has a
clinical implication resulting in protection against RIs. The reduction of repeated antibiotic courses
may well contribute to maintaining eubiosys in children receiving prebiotic-enriched formula.
Previous studies showed a positive association between Clostridia and atopic sensitisation [25,26],
but the opposite [20,27] or no association was also reported [28,29]. In our study, Clostridium cluster I
(also known as Clostridium butyricum) load was increased in AD-free infants after the intervention
period but not at baseline. This pattern is similar to that reported by Nakayama et al. [27], but in contrast
to that by Penders et al. [20]. In our study, Clostridium cluster I load was specifically increased in
prebiotics but not by other nutritional groups (including BF). Interestingly, non-toxigenic Clostridium I
strains are currently used as probiotics in Asian countries [29] in combination with immunotherapy
in asthmatic patients [30] in order to alleviate intestinal inflammation in ulcerative colitis in food
allergy [31] and to treat intestinal dysbacteriosis in neonates [32].
The present study is singular in this field from a methodological point of view, in particular for
the following aspects: the accuracy in defining the standardised endpoints; the use of expert, fixed
and blinded clinicians for the follow-up of infants; the use of stringent inclusion and exclusion criteria
(such as the high risk of atopy of the studied population); the high statistical power of the study set
to emphasize differences of 20%, which is more than considered in other studies, with nutritional
intervention; and the presence of parallel clinical and microbiological data. Limitations of this study
are mainly: the small size of the final population; the non-randomised BF control group; and the high
percentage of mixed-fed (BF plus FF) infants, according to common infants feeding habits.
5. Conclusions
Infants fed a GOS/PDX-enriched formula demonstrated a more similar clinical pattern of outcome
parameters to infants fed breast milk, but outcome parameters that were different from infants fed SF.
In our study, we hypothesised a 20% reduction of major clinical outcomes, including atopy and
respiratory infections. In a previous study, a reduction of less than 10% in the prevalence of atopy
was observed [33], which is in line with our results. The reduced risk observed in RIs is statistically
important and supported by a compelling state. In addition, we found a somewhat specific relation
between PF-induced bifidobacterial load increase and protection from RIs and Clostridium cluster I,
as well as protection from atopy. All of the data were obtained in a large population of infants at risk
of atopy in a rigorously controlled trial. The findings in this study should be interpreted cautiously
as they are far from being conclusive. Longer-term effects derived from the prevention of atopy and
respiratory infections at early life and from early changes in microbiota structure need to be evaluated.
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Shamir, R.; Szajewska, H.; et al. ESPGHAN Committee on Nutrition. Supplementation of infant formula
with probiotics and/or prebiotics: A systematic review and comment by the ESPGHAN committee on
nutrition. J. Pediatr. Gastroenterol. Nutr. 2011, 52, 238–250. [CrossRef] [PubMed]

Nutrients 2018, 10, 286

7.
8.

9.

10.

11.

12.

13.

14.

15.
16.

17.
18.

19.

20.
21.

22.
23.
24.

13 of 14

Osborn, D.A.; Sinn, J.K. Prebiotics in infants for prevention of allergy. Cochrane Database Syst. Rev. 2013, 3.
[CrossRef] [PubMed]
Bruzzese, E.; Volpicelli, M.; Squeglia, V.; Bruzzese, D.; Salvini, F.; Bisceglia, M.; Lionetti, P.; Cinquetti, M.;
Iacono, G.; Amarri, S.; et al. A formula containing galacto- and fructo-oligosaccharides prevents intestinal
and extra-intestinal infections: an observational study. Clin. Nutr. 2009, 28, 156–161. [CrossRef] [PubMed]
Arslanoglu, S.; Moro, G.E.; Boehm, G. Early supplementation of prebiotic oligosaccharides protects
formula-fed infants against infections during the first 6 months of life. J. Nutr. 2007, 137, 2420–2424.
[CrossRef] [PubMed]
Arslanoglu, S.; Moro, G.E.; Schmitt, J.; Tandoi, L.; Rizzardi, S.; Boehm, G. Early dietary intervention with a
mixture of prebiotic oligosaccharides reduces the incidence of allergic manifestations and infections during
the first two years of life. J. Nutr. 2008, 138, 1091–1095. [CrossRef] [PubMed]
Grüber, C.; van Stuijvenberg, M.; Mosca, F.; Moro, G.; Chirico, G.; Braegger, C.P.; Riedler, J.; Boehm, G.;
Wahn, U. MIPS 1 Working Group. Reduced occurrence of early atopic dermatitis because of immunoactive
prebiotics among low-atopy-risk infants. J. Allergy Clin. Immunol. 2010, 126, 791–797. [CrossRef] [PubMed]
Grüber, C.; van Stuivenberg, M.; Mosca, F.; Moro, G.; Chirico, G.; Braegger, C.P.; Riedler, J.; Yavuz, Y.;
Boehm, G.; Wahn, U. MIPS II Working Group. Immunoactive prebiotics transiently prevent occurrence
of early atopic dermatitis among low-atopy-risk infants. J. Allergy Clin. Immunol. 2015, 136, 1696–1698.
[CrossRef] [PubMed]
Sierra, C.; Bernal, M.J.; Blasco, J.; Martínez, R.; Dalmau, J.; Ortuño, I.; Espín, B.; Vasallo, M.I.; Gil, D.;
Vidal, M.L.; et al. Prebiotic effect during the first year of life in healthy infants fed formula containing GOS
as the only prebiotic: A multicentre, randomised, double-blind and placebo-controlled trial. Eur. J. Nutr.
2015, 54, 89–99. [CrossRef] [PubMed]
Herfel, T.M.; Jacobi, S.K.; Lin, X.; Fellner, V.; Walker, D.C.; Jouni, Z.E.; Odle, J. Polydextrose enrichment
of infant formula demonstrates prebiotic characteristics by altering intestinal microbiota, organic acid
concentrations, and cytokine expression in suckling piglets. J. Nutr. 2011, 141, 2139–2145. [CrossRef]
[PubMed]
Food and Drug Administration (FDA). GRAS Notification; GRN No. 236; FDA: Silver Spring, MD, USA, 2007.
Kummeling, I.; Thijs, C.; Penders, J.; Snijders, B.E.; Stelma, F.; Reimerink, J.; Koopmans, M.; Dagnelie, P.C.;
Huber, M.; Jansen, M.C.; et al. Etiology of atopy in infancy: The KOALA Birth Cohort Study.
Pediatr. Allergy Immunol. 2005, 16, 679–684. [CrossRef] [PubMed]
Halken, S.; Host, A. The lessons of noninterventional and interventional prospective studies on the
development of atopic disease during childhood. Allergy 2000, 55, 793–802. [CrossRef] [PubMed]
Muraro, A.; Dreborg, S.; Halken, S.; Host, A.; Niggemann, B.; Aalberse, R.; Arshad, S.H.; von Berg, A.;
Karlsen, K.H.; Duschen, K.; et al. Dietary prevention of allergic diseases in infants and small children. Part II:
evaluation of methods in allergy prevention studies and sensitization markers. Definitions and diagnostic
criteria for allergic diseases. Pediatr. Allergy Immunol. 2004, 15, 196–205. [CrossRef] [PubMed]
Guarino, A.; Bruzzese, E.; Lo Vecchio, A.; Dagan, R.; Tsolia, M. Definitions and outcomes of nutritional
interventions in children with respiratory infections: the approach of the COMMENT initiative.
Ann. Nutr. Metab. 2013, 63, 248–255. [CrossRef] [PubMed]
Penders, J.; Stobberingh, E.E.; van den Brandt, P.A.; Thijs, C. The role of the intestinal microbiota in the
development of atopic disorders. Allergy 2007, 62, 1223–1236. [CrossRef] [PubMed]
Bruzzese, E.; Callegari, M.L.; Raia, V.; Viscovo, S.; Scotto, R.; Ferrari, S.; Morelli, L.; Buccigrossi, V.; Lo
Vecchio, A.; Ruberto, E.; et al. Disrupted intestinal microbiota and intestinal inflammation in children with
cystic fibrosis and its restoration with Lactobacillus GG: A randomised clinical trial. PLoS ONE 2014, 9.
[CrossRef] [PubMed]
Weichert, S.; Schroten, H.; Adam, R. The role of prebiotics and probiotics in prevention and treatment of
childhood infectious diseases. Pediatr. Infect. Dis. J. 2012, 31, 859–862. [CrossRef] [PubMed]
Kusel, M.M.; Kebadze, T.; Johnston, S.L.; Holt, P.G.; Sly, P.D. Febrile respiratory illnesses in infancy and atopy
are risk factors for persistent asthma and wheeze. Eur. Respir. J. 2012, 39, 876–882. [CrossRef] [PubMed]
Gidaris, D.; Urquhart, D.; Anthracopoulos, M.B. They said it was bronchiolitis: Is it going to turn into asthma
doctor? Respirology 2014, 19, 1158–1164. [CrossRef] [PubMed]

Nutrients 2018, 10, 286

25.

26.

27.

28.

29.

30.

31.
32.

33.

14 of 14

Kalliomaki, M.; Kirjavainen, P.; Eerola, E.; Kero, P.; Salminen, S.; Isolauri, E. Distinct patterns of neonatal
gut microflora in infants in whom atopy was and was not developing. J. Allergy Clin. Immunol. 2001, 107,
129–134. [CrossRef] [PubMed]
Mah, K.W.; Bjorkstemn, B.; Lee, B.W.; van Bever, H.P.; Shek, L.P.; Tan, T.N.; Lee, Y.K.; Chua, K.Y. Distinct
pattern of commensal gut microbiota in toddlers with eczema. Int. Arch. Allergy Immunol. 2006, 140, 157–163.
[CrossRef] [PubMed]
Nakayama, J.; Kobayashi, T.; Tanaka, S.; Korenori, Y.; Tateyama, A.; Sakamoto, N.; Kiyohara, C.; Shirakawa, T.;
Sonomoto, K. Aberrant structures of fecal bacterial community in allergic infants profiled by 16S rRNA gene
pyrosequencing. FEMS Immunol. Med. Microbiol. 2011, 63, 397–406. [CrossRef] [PubMed]
Penders, J.; Gerhold, K.; Stobberingh, E.E.; Thijs, C.; Zimmermann, K.; Lau, S.; Hamelmann, E. Establishment
of the intestinal microbiota and its role for atopic dermatitis in early childhood. J. Allergy Clin. Immunol.
2013, 132, 601–607. [CrossRef] [PubMed]
Kanai, T.; Mikami, Y.; Hayashi, A. A breakthrough in probiotics: Clostridium butyricum regulates gut
homeostasis and anti-inflammatory response in inflammatory bowel disease. J. Gastroenterol. 2015, 50,
928–939. [CrossRef] [PubMed]
Liao, H.Y.; Tao, L.; Zhao, J.; Qin, J.; Zeng, G.C.; Cai, S.W.; Li, Y.; Zhang, J.; Chen, H.G. Clostridium butyricum
in combination with specific immunotherapy converts antigen-specific B cells to regulatory B cells in
asthmatic patients. Sci. Rep. 2016, 6. [CrossRef] [PubMed]
Bin, L.; Yang, F.; Lu, D.; Lin, Z. Specific immunotherapy plus Clostridium butyricum alleviates ulcerative
colitis in patients with food allergy. Sci. Rep. 2016, 6. [CrossRef] [PubMed]
Zhang, S.F.; Tang, Z.S.; Tong, L.; Tao, X.X.; Suo, Q.F.; Xu, X.M. Effects of clostridium butyricum and
bifidobacterium on BTLA expression on CD4+ T cells and lymphocyte differentiation in late preterm infants.
Microb. Pathog. 2016, 100, 112–118. [CrossRef] [PubMed]
Moro, G.; Arslanoglu, S.; Stahl, B.; Jelinek, J.; Wahn, U.; Boehm, G. A mixture of prebiotic oligosaccharides
reduces the incidence of atopic dermatitis during the first six months of age. Arch. Dis. Child. 2006, 91,
814–819. [CrossRef] [PubMed]
© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

